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NEPIAHYH

Ta YAUKOKOPTIKOEION Kal Ta 0I0TPOYOVA AVAKOUV OTNV OIKOYEVEID TWV OTEPOEIDWY OPHOVWV
KOl CUUMETEXOUV O€ MIO TTANBWEA AEITOUPYIWY TWV EUKOPUWTIKWY KUTTApwV OTTwG OTnv
QVATITUEN, TNV AvaTTapaywyn Kal TNV KUTTapIKA dia@opotroinon. Méow tng aAANAETTidpaohg
TOUG ME TOUG QVTIOTOIXOUG HETAYPAQPIKOUG TOUG TTOPAYOVTEG, CUYKEKPIUEVA TOV UTTODOXEQ
yAukokopTtikoeidwy (GR) kal Tov utodoxéa oigTpoyovwy (ERa), eAéyxouv Tn peTaypoon
yovidiwyv aTov TTupriva, aAAG Kai oTa PITOXOVOPIa TwY KUTTAPWY. ZTNV TTapolaa SITTAWMNGTIKN
epyacia peAeTBNKavV o1 TBAVEG METABOAEG TWV TTPWTEIVIKWY ETTITTEOWV TOU UTTOBOXEA TWV
YAUKOKOPTIKOEIDWY, TOU UTTOB0XEQ TWV OIOTPOYOVWY KOl TOU EVEPYOTTOINHUEVOU UTTOOOXEQ
TTOAATTAQCIAoPOU TWV UTTEPOLEICWHATWY (PPARQ) Katd Tnv KUTTOPIKN dlagopoTtroinon. MNa
TN MEAETN, Xpnoldotroiénkav duo TUTTOI KUTTAPIKWY CEIPWY atrd TTOVTIKO, Ta KUTTapA
veupopBAaoTwpaTtog Neuro-2a (N2A) kai o1 puoBAdoteg C2C12. Me Tn uéBodo Tng
avoooaTtotuTtwong katd Western (Western Blot) kai xprion €I0IKWV avTICWHATWY eAEYXONKe
n mbéavh diagopikh ékppacn Tou GR kal Tou ERa katrd tn diadikaoia NG KUTTAPIKAG
dlagopoTroinong. Etmiong, digpeuviBnkav Ta emmireda Tou petaypagikou mrapdyovia PPARa,
TOU OTToiOU N ouUvBeon eAéyxetal ammd TIC OTEPOEIDEIC OpUOVEG Kal O idlog diadpapaTilel
onpavTikd pOA0 01O PETABOAIOUOS Kal CUYKEKPIYEVA OTh B-0feidwaon Twv AITapwy ofEwv. ATTO
Ta amoTeAéOPaTa TNG MEAETNG TTPOKUTITEI OTI Ta TrpwTeivikG emireda Tou GR kar ERa
TTapapévouv oTaBepd katd Tn dlagopoTroinon Twv N2A KUTTApwy, VW TTAPATNPEITAI augnon
Twv emTédwy Tou PPARA. Oco agopd 1n diagopotroinon C2C12 Kuttdpwyv, TTapatnperibnke
augnon Twv TPWTEIVIKWY emTEdWY Tou GR Katd TNV 41 nuépa diagopoTroinong Twv C2C12,
evw Ta eTTiTreda Tou ERa mapapévouv oxeTika otaBepd. AvtiBeta, o PPARA peiwveTal KATa tnyv
didpkela NG dlagopotroinong Twv C2C12. ZupTrepaopaTiKG, TO ATTOTEAECPOTA AQUTAG TNG
MEAETNG uTtooTNpiICouv 0TI 0 PPARA kai 0 GR guuBdaAAouv atn diagopoTroinan kal Twv dUo
TUTTWV KUTTAPWV,O0TTWG UTTOSNAWVETAI JECW TNG METABOANG TWV TTPWTEIVIKWY TOUG ETTITTESWV.
Ooo agopd Tov ERa dev raparnpiBnkav HETABOAEG oTa TTPWTEIVIKA Tou eTTiTreda. Mével va
OlepeuvnBoUV Kal TUXOV METABOAEG OTn OPACTIKOTNTA TWV UTTO HEAETN HETAYPOPIKWV
TTapayovTwy Kal n €midpacn Twv PETABOAWY QUTWY OTOUG BIOXNUIKOUG WNXAaVIOPOUG TnG
dlagopoTroinong.

Négeig  kAeidid:  otepocldeic  opudveg,  UTTOOOXEAG  YAUKOKOPTIKOEIdWY,  UTTOO0XEQG
OI0TPOYOVWY, dlaYopoTIoinon
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ABSTRACT

Glucocorticoids and estrogens belong to the steroid hormone family and are involved in a
multitude of eukaryotic cell functions such as growth, reproduction and cell differentiation.
Through their interaction with their respective transcription factors, namely the glucocorticoid
receptor (GR) and the estrogen receptor (ERa), they control the transcription of genes in the
nucleus, but also in the mitochondria of cells. In this thesis, the possible changes in the protein
levels of the glucocorticoid receptor, the estrogen receptor and the peroxisome proliferator
activated receptor (PPARa) during cell differentiation were studied. For the study, two types of
mouse cell lines were used, Neuro-2a (N2A) neuroblastoma cells and C2C12 myoblasts. The
possible differential expression of GR and ERa during the process of cell differentiation was
checked by the Western Blot method and using specific antibodies. Also, the levels of the
transcription factor PPARa, whose synthesis is controlled by steroid hormones and which
plays an important role in metabolism and specifically in B-oxidation of fatty acids, were
investigated. From the results of the study, it appears that the protein levels of GR and ERa
remain stable during the differentiation of N2A cells, while an increase in the levels of PPARa
is observed. Regarding C2C12 cell differentiation, an increase in GR protein levels was
observed on day 4 of C2C12 differentiation, while ERa levels remained relatively stable. In
contrast, PPARa decreases during C2C12 differentiation. In conclusion, the results of this
study support that PPARa and GR contribute to the differentiation of both cell types, as
indicated by the change in their protein levels. Regarding ERa, no changes were observed in
its protein levels. Any changes in the activity of the transcription factors under study and the
effect of these changes on the biochemical mechanisms of differentiation remain to be
investigated.

Key words: steroid hormones, glucocorticoid receptor, estrogen receptor, differentiation
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1. EIZArQrH

1.1 Mupnvikoi utTTodoOXEig

O1 mupnvikoi utrodoxeic (NRsS) oupuetéxouv 0€ i TTANBWPa  ASITOUpYIWY  TWV
EUKAPUWTIKWY KUTTAPWY, OCUPTTEPIAGUPBAVOUEVWY TNG KUTTOPIKAG dla@opoTroinong, TNng
QvaTITUENG, TNG AVATTOPAYWYNG KAl Tou HETABOAIOUOU. TPOKEITAl YO WIA UTTEPOIKOYEVEIX
METAYPAQPIKWY TTApayovTwV (TFS), ol otroiol CUPBAANOUV OTOV EAEYXO METAYPAPNG YOVIBIWV
OTOXWV PECW TNG OUVOEONG EIBIKWV TTPOCOETWV O€ auToUG, OUVABWS AITTOQIAWY popiwv
(Heitzer M. et al,2007). TaglvououvTal OTIG TTAPAKATW KATNYOPIEG:

i. Toug uTTOdOXEIG OTEPOEIDWY OPHOVWY, OTOUG OTTOIOUG AVAKEI O UTTODOXEAG
oloTpoyovwy (ER), o uttodoxéag yAuKokopTIKoeIdwV (GR), 0 UTTOBOXEAG avVOPOYOVWV
(AR) kar o uttodoxéag TTpoyeaTepovns (PR).
ii. Tov umodoxéa Bupoceidwy oppovwy (TR), Tov uttodoxéa peTivoikou oféog (RAR) kai
TWV UTTOB0XEWV Tou TTOAATTAACIOOTH Twv uTTEpoeicwudTwy (PPARS).
iii.  Toug «op@avoUlg UTTOBOXEIC» , TWV OTTOIWY O TTPOCOETNG TTAPAUEVEI AKOUA AYVWOTOG.
(Heitzer M. et al,2007).

1.2 Aoun TTUPNVIKWYV UTTOBOXEWV

O1 trupnvikoi UTTOBOXEIG BIABETOUV KOIVEG OOUIKEG TTEPIOXEG, OUYKEKPIPEVA TNV TTEPIOXN
d0éopeuaong Tou DNA (DBD), éva Aiyétepo KaAd ouvtnpnuévo KapBoguAikd dkpo, TNV TTEPIOXN
d0éopeuong Tou ouvdéTn (LBD) kai éva atTrokAivov apivo TeAIKO akpo. H apivoTeAikr Trepioxn
(NTD) givan geTaBAnTh PeTagU Twv UTTOOOXE WY HE £€aipean TNV A TTEpPIOXH, TTOU gival TTAoUCIO
o€ apvnTIKA opTIouéva 6¢iva auivogéa (AF-1). AitTAa oTtnv trepioxn AF-1 BpiokeTal n TTepIoxn
0éopeuong Tou DNA (DBD), pe okTw KATAAOITTa KUGTEIVNG KAl opyavwuéva TETPAedPIKG dUo
droua weudapyupou. Autoi o1 dakTUAIol Wweuddpyupou dSnuioupyolv Mia TPICOIGOTATN
OlapdpPwaon TTou emMTPETTEI TN O€0UEUCN Tou UuTTodoxéa ae aAAnAouxia DNA kai cuufdaAlouv
oTo O1pepIopd Tou uttodoxéa. Aittha oto DBD Bpioketal pia petaBAnTA repioxr dpbpwaong,
TTou ouviABwg TTEPIEXEl WIa aAAnAouyia TTupnvikng otoxeuong (NL1). Autr n dpbpwon
EMTPETTEI OTOV UTTOOOXEQ va aAAGEEl dlapdpewon. TEAOG, n TTOAU ouvtnpnuévn TTePIOXN
o0éopeuong ouvdéTn (LBD) BpiokeTtal oTo KapBogUAIKO dkpo. Eival amrapaitnTtn yia Tn déopeuon
OPHOVWV Kal TO BIPEPIOUO Twv uttodoxéwv. H tTeploxr) AF-2 evrtotidetal otn LBD trepioxry. H
AF-2 aAAaCel dlapopewaon, mTPETTOVIAS TNV AAANAETTiOpacn Twyv CUUTTOPAYOVTWY TTOU
00nNyouv O€ METAYPAPIKA €EVEPYOTTOINON (OUV-EVEPYOTTOINTEG) 1 METAYPAPIKA KATAGTOAN
(ouv-atrevepyoTtroinTég). (Heitzer M. et al,2007).
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N NTD

AF-1

AF-2

Eikéva 1. PuBuICTIKES TTEPIOXEG TWV UTTOOOXEWV TWV OTEPOEIBWY OPHOVWV

(Heitzer M. ,2007)

O1 un decpeupévol e TTPOCOETN-0PHOVN UTTODOXEIG OTEPOEIBWY OPUOVWY Eival €va CUUTTAOKO
TTOU aTTOTEAEITAI ATTO TOV UTTOBO0XEQ, TO OINEPES TwV HSPI0 (OuvodEg TTpwTEIVEG BEPUIKOU OOK
90), éva popio Tou p23, KAl dia TTpwTEivn emavaAnyng TeTpatpikoTTeTTIdou (TPR).Katd Tn
ouvdeon TNG OppOVNG ME Tov uTtodoxéa emmépxovral aAAayég oTtn dlaudpewar) Tou,
ATTOOEOUEUCT] TOU ATTO TO OUUTTAOKS TOU WE TIG CUVODEG TTPWTEIVEG KAl PETAKIVNOT TOU OTOV

TTupriva. (Heitzer M. et al,2007).

Eikova 2. Téooepa dIakpITa OUPTTAOKA TwV UTTOBOXEWV OTEPOEIdWY, (Heitzer M., 2007)

1.3 Zrepoceideig opuoOvEg

O1 otepoceideic oppodveg ouvTiBevial aTTd TO KOIVO TTIPOSPONO WOPIO XOANOTEPOAN Kai
atreAeuBepwvovTal XWPIg va atroBnkeutouyv. Eival Aimré@iAa poépia oTo aipa kai ouvdéovTal Pe
TTPWTEIVEG TOU TTAGOHATOG, TIG OVOUO(OUEVEG O@AIPIVEG OECUEUONG OTEPOEIOWY OPHOVWIV.
KaBwg dpouv povo Otav eival eAelBepeg, n olvdeon TOug MPE TIG o@AIpiveEG BETHEUONG
OTEPOEIDWV OPHOVWIV EXOUV OTOXO TNV eAeyxOPEVN Toug dpdon.

11

Institutional Repository - Library & Information Centre - University of Thessaly

12/06/2024 06:25:38 EEST - 3.133.133.60



1.3.1 TAUKOKOPTIKOEION

Ta  yAukokopTikoeldr] (GCs) eival  oTepoeideic  oppoveg pe  douRy  Opola  Tou
KUKAOTTEVTAVO@EVAVOpEVIoU, TTou aTToTEAEITAl ATTO 3 eCaMENEIG DAKTUAIOUG KAl 1 TTEVTOUEAR.
Ta emve@pidia gival uttelBuva yia TNV TTapaywyr Twv YAUKOKOPTIKOEIdWY. O uttoBdAauog
EKPIVEI TNV KOPTIKOTPOTTiVN, Odlgyeipoviag HE aQuTO Tov TPOTIO TNV  €KKPION TNG
adEVOKOPTIKOTPOTTIVNG oTnv uttéguon. H adevokopTikoTpoTrivn Sleyeipel TNV €KKPION TNG
KOPTICOANG aTTd Ta £TTIVEPPIdIa. H KOPTICOAN UTTOPE va PJETATPATIEI OTAV AVEVEPYR MOPPN) TNG,
TNV KOPTICOVN. ZUPPBAAAEI 0TN dIGoTTAON TOU YAUKOYOVOU, ETTOUEVWG OTNV OTTEAEUBEPWON TNG
YAUKOCNG Kal gutrodifel TNV TTPOCANWN TNG a1t TO AITTWAN I0TO KAl TOUG OKEAETIKOUG MUEG.
Evepyotroiei T ouUvBeon evQUPWVY TIOU OUUUETEXOUV OTN YAUKOVEOYEVECHN KABWG Kal
HNXAVIOUWY TTOU CUMPBAAAOUY OTNV £6a0@AAIon TTPOSPOPWY Popiwy yia T ouvBeon YAUKSZNG.
‘ET01, evepyoTrolei Tov KataBoAioud Twy TTPWTEIVWY WOTE va atreAeuBepwBolv Ta apivoEéa,
TTPOKOAWVTAG ATTWAEIA MUIKAG palag. ETriong, evioxUuel TRV AtToikodounon Twv TPIYAUKEPIDIwWV
o710 AITTWON 10TO TTPOCPEPOVTAC EVEPYEIQ KOl TTPOdPONO HOpPIa VIO Tn YAUKOVEOYEVEDN,
augavovTtag €101 TN YAUKOLZN OTO aiga Kal €Tmiong, augdvel Ta évCUNa TTOU GUHPMPETEXOUV OTOV
KUKAO TnG oupiag (Boardman C. et al, 2014).

STRESS
>
Hypothalamus (’} I
CRH
AVP
<~
Anterior pituitary | "
gland AR '
’ ACTH
< =
3 =
Adrenal glands A b | Y.
s = 2
Cortex NN = |3
=
H s |8
~
Glucocorticoids

Eikéva 3. PuBuiong mng ékkpiong yAukokopTikogidwyv (Boardman C., 2014)

Eikéva 4. Ta yAukokopTtikoeidn de¢apebalovn (DEX) (apiotepd) Kal KOpTICOAN
(Be€1c)
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1.3.2 O utrodoxéag TwV YAUKOKOPTIKOEIdWYV (GR)

O utrodoxéag Twv yYAUKokopTIKoeIdwy (GR) gival pia Tpwreivn mrepitmou 95 kDa, avrkel otnv
UTTEPOIKOYEVEID TWV  TTUPNVIKWY  UTTOOOXEWV TWV  HETAYPAQIKWY  TTapayoviwy (TFs),
KwodIikoTrolgital atmd 10 yovidlo NR3C1 kail atroteAeital amd 777 aupivogéa. EvrotmifeTal oT1o
KUTTAPOTTAOCOWO O€ AVEVEYA POP®r, OTOV TTUPHVA,UITOXOVOPIa Kal TTAACOUATIKN HEUPBPAVN.
(Psarra AM et al,2006). O1 evaAAaKTIKEG BECEIC PATIOPATOG Eival UTTEUBUVEG yia TN dnuioupyia
ICOMOPPWYV UTTOBOXEWY, Yia TTapddeiyua Twv GRa, GRB GRy, GRA kal GRP. O icouop®ég
GRa, GRB wg trpoidévTa Tou idlou yovidiou, atToTeAOUVTAl ATTO OKTW KOIVA Kal €va évaTo
dlagopeTIKO £¢Ovio (Bamberger et al., 1995). O GRa atroteAei TRV KAAOIKA 1I00pop®A GR, evw
0 GRp dpa wg avaoToAéag TNG HETAYPAPIKAG dpaoTnpIoTnTag Tou GRa. EmITTAéov, auTég Ol
ICOUOPYPEG  UTTOBAANOVTOI O HETA-PETOPPAOCTIKEG TPOTTOTIOINCEIG, OTTWG  HeBUAIwON,
OKETUAIWON, VITPOCUAiwon, ocoupoUAiwon Kal @wOPOPUAiweT, Trou emTnpedlouv  Tn
oTaBepdTnTa Kal TN Asitoupyia Tou uttodoxéa (Onno C. et al,2018). O utmodoxéag GRB dev
EXEl IKavoTnTa Oéopeucng TTPOCOETN Kal N BIoAoyIkr Tou emidpacn o@eileTal yGAAov oTov
oxXnuaTiopd avevepywv OIPEPWY PE Tov UTTodoXéa GRa 1] OTOV AvIAYWVIONO PE AUTOV yia
Béoeic 6éopueuong DNA. ZT1ov utrodoxéa GRa yivetal n oUvOeon Twv YAUKOKOPTIKOEIOWY
(Hollenberg ka1 Evans, 1988). H trapoucia, oto yovidio GR, kwdikoviwv ATG, Ta oTToia
QVTIOTOIXOUV OTn met27, €m@épel TN Onuioupyia evog deltepou  uttodoxéa GR 91 kDa
(GRa-B), mo atroteAeopatikd ammd Tov GRa-A 95 kDa oTn yovidiakr WETEVEQYOTTOINON
(Timmermans S. et al,2019). H kopTI{dAn civail n KUpIa YAUKOKOPTIKOEIBAG OpudVn Kal dpa O€
OA0 TO cwpa péow Tou utrodoxéa GR yia va cuyxpovioel Ta Opyava Kal yia va
TTPOCAPHUOCTOUV OE OTPECOYOVOUG TTAPAYOVTEG.

Dexamethasone Cortisol

Eikéva 5. O utrodoxéag yAukokopTikoeidwy (GR), (Abyad J., 2021)
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Domain structure of GRa protein

DNA
: binding Hinge
N-Termina dom’un Ligand-bindin
[ domain (NTD) /i | — domain ,'_BDi
% - —— ’
7 282 421 488 527 777

Eikéva 6. PuBuIioTIKEG TTEPIOXES TOU UTTOOOXEQ YAUKOKOPTIKOEIBWY (GR), (Smith L.K.,2010)

1.3.3 ZnNUATOBOTIKA HOVOTTATIA TOU UTTOSOXEN YAUKOKOPTIKOEIBWV

i. TovidiwpaTikd povordr: O utrodoxéag Twv  YAUKOKOPTIKOEIdWwY (GR)
EVTOTTICETAI OTO KUTTAPOTTAAOUA, TNV KUTTAPIKN MEMBPAVN Kal Ta MITOXOVOPIA.
Katd Tnv evepyotroinor Tou, o uttodoxéag autdg HETATOTTICETAI ATTO TO
KUTTAPOTTAOCWO  OTov  TTUpAva  f/Kal  JITOXOVOPIO KAl AEITOUPYED WG
METAYPAQIKOG TTAPAYOVTAG Yia Tn pUBUION TWV KUTTAPIKWY AEITOUPYIWY,
TTapadeiyuatog xapiv Tou JeTaBoAICHOoU TNG YAUKOZNG Kal TNG MITOXOVOPIAKNG
OMOIOCTACNG. ZUYKEKPIMEVA, OTOV TTUPHVA TTPOCOEVETAI O€ E10IKEG AAANAOUXIES
Tou Bpiokovrar ota yovidia oTéxoug Tou GR, yvwoTéC Kal WG GToIXEIa
ammokpiong  YAukokopTikoeldwv (GREs). EmmAéov, o umodoxéag Twv
YAUKOKOPTIKOEIDWYV  METOKIVEITAI OTa  MITOXOVOpIQ yia Tn puBuion g
HeTaypa@rg Tou piroxovdpiakou DNA (Choi G. et al,2021).

i. Mn_ yovidiwpyaTikd povorrdri: O utrodoxéag GR TTpokaAei PETABOAEG oTnv
KUTTAPIKN AEIToupyia, METAKIVOUPEVOG OTTO TNV KUTTAPIKY MEMPPAvn oTa
MITOXOVOpIa ave¢dptnta amd Tn uetaypa®n. H un yovidiwpatikl 0d0g
TepIANauBavel Tn d€opeuon Tou uTTodoxEa GR pE TTPWTEIVEG TNG OIKOYEVEIDG TWV
Bcl-2, m.x. Tnv BAX, yia Tn pUBUION KAOTTACWY KAl KIVAGWYV TTOU CUHUMETEXOUV
0T MITOXOVOPIOKK ATTOTITWON Kol AsiIToupyia avtioToixa. TEAOG, 0 UTTODOXEAG
GR evepyotrolei deUTEPOUG AYYEAIOPOPOUG YIO VA ETTNPEEACOUV TN AEIToupyia
TwV pIToxovopiwv (Choi et al., 2018).
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Glucocorticoid

Eikéva 7. ZnuatodoTikd JovOTTATIa TOU UTTOS0XEX YAUKOKOPTIKOEIdWY (GR),
(Choi G.,2021)

O1 oTepocldeic opudveg Pe TNV OUVOECH TOUG OTOUG UTTODOXEIG OTEPOEIDWV KAl PHECW TNG
AAANAETTIOpaoNG e GAAOUG HETAYPAPIKOUG TTAPAYOVTEG, UTTOPOUV VA EVEPYOTTOINCOUV 1 VA
avaoTeilouv Tn yovidiakr yeTaypa®n (a,b). H opudvn utropei €1miong va odnynoel o€ ypryopeEg,
MN YOVIOIWUATIKEG €TMIOPACEIS  MEOW TNG KAACOIKAG MOPPNG UTTOdOXEQ, HE UTTODOXEQ
ouleuypévo Pe TTpwTEivn G 1 hE un avayvwpiopéva popia (e). EmmmAéov, ye T olvdeon TnG
opubéVNG OTOV PETAYPAPIKO TTapdyovTa STATS evepyoTrolsiTal N HETAYPAPIKY dPACTIKOTNTA
Tou STATS5 (C), evw MPe Tn OUVOEDH TnNG OTOV METAypa@ikd TTapdyovia NF-kB A Tov
evepyoTtroinT) TTPWTEIVWYV-1 (AP-1), KataoTEAAETAI N SPACTIKOTNTA TWV HETAYPAPIKWY AUTWY
Tapayoviwy (d). Z1a itoxovopida, T0 CUUTTAEYHA OpuovNG-uTTodoxEa aAAnAemOpd e 1O
MITOXovOpIakd yovidiwua, pubuidovrag Tn uitoxovopiokn petaypaen (f) (Psarra AM. et
al,2008).

«q

Glucocorticoids
T —

Rapid Effects

Eikéva 8. Mnxaviopoi dpdong Twv YAUKOKOPTIKOEIdwY, (Psarra AM.,2008)
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1.3.4 OioTpoyoéva

Ta oloTpoyova ival oTePOEIDEIG OPUOVEG, O OTToiEG GUMPBAAAOUY OTN BIATAPENCN QUAETIKWV
XOPAKTNPIOTIKWY KOl OTNV avarmapaywyr, Kupiwg oTiS yuvaikes. lMapdyovtal ammd Tov
TTAQKOUVTA , TO WXPO CWHATIO, Ta WOoBNAJKIA Kal G€ PIKPOTEPEG TTOOOTNTEG OTO PACTO. Ta
KupIdTEPa oloTpoydva eival n olotpovn (E1), n oiotpadioAn (E2) kai n oiotpoAn (E3).
AlaBéTouv éva @aIvoAikd SaKTUAIO pe Pia opdda udpouliou oTov avBpaka otn Béon 3. To
IOXUPOTEPO OIoTpoyovo eival n 17B-010TpadidAn, evw n oloTpovn Kal n oloTPIOAN Eeival
a0BevéaTepol aywvioTEG. MapdT gival avevepyoi, N onuaacia TG UTTAPENS TOUG OTOUG 1I0TOUG
gival utté digpelivnaon. H TTapaywyr Twv oloTpoyovwy ekiva oTtav n avopoaTevodiovn oTa
woBnAdkia IBAAAEI OTA KUTTAPA TNG WOBNKNG KAl HETATPETTETAI O€ 0I0TPOVN ) TEOTOOTEPOVN
Kal £TTEITa o€ 010TPAdIOAN. H peTaTpoTrr) TNG 010TpdvNG 0€ OI0TPAdIOAN TTPAYUCTOTTOIEITAl ATTO
10 évCupo 173-HSD1 (Darbre P. ,2022).

I
éeca 1 \ @wlosa cell \

)

Estrone (E1

| f\cndfosfenedione I

178-hyHroxysteroid
dehyfirogenase

o

175 -hyfiroxysteroid N
deh%roger\ase ) / ES?"io' (EB)
5 e

Eikéva 9. Aidypapua pubuiong tng £KKPIONG OI0TPOYOVWY aTro TIG WOBRKEG,
(Darbre P. ,2022)

AROMATASE
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1.3.5 O utrodoyxéag Twv oloTpoyovwy (ER)

O utrodoxéag Twv oioTpoyovwy (ER) avikel oTNV UTTEPOIKOYEVEIA TWV TTUPNVIKWY UTTOSOXEWVY
kal 81a06étel duo utroTuTioug, Tov ERa kai tov ERB. O umotummog a amoteAsitar atmd 595
auivogéa, armoteAei pia Tpwrteivn 67kDa, evw o umétumog B amd 530 auivogéa. H
17B3-010TpadIOAN aTTOTEAEI TOV TTPOCDETN TOU UTTODOXEA. ETTITTAEOV, UTTAPXEI KOl O UEUPBPAVIKOG
uttodoxéag oloTpoyovwy ouleuyuévog pe G mpwreivn (GPER), o otroiog atroteAgital atmmd 375
auIvogéa, pe poplakd Bapog trepitrou 42 kDa.

O1 uttodoxeig Twv oloTpoydvwy dIaBETouv KoIva SopIKG XapakTnpIoTIKG, UTTeUBuva yia Tig
O1dpopeg Aciroupyieg Toug kal Olakpivovial o€ €E1 Acitoupyik@ OlokpiTéG Treploxég. Ol
auIvVOTEAIKEG TTEPIOXEG A/B d1aBéTouv pia pikpy opoAoyia apivogéwv (17%) petalu Twv
utrodoxéwv ERs. H mravopoiétutrn kevipikn reploxn C (97%) eivai n repioxr) ouvdeong DNA
(DBD). H D Trepioxn (36%) di1aBéTel éva onpa mrupnvikou evtotmiopou (NLS) kal ouvdéer Tnv
meploxA C pe Tnv TToAUAgIToupyIKn TTEPIOXN KapBoguAikou dkpou (E). H mrepioxn E TrTapouciddel
OPKETA UWNA opoloyia apivoééwv (56%) petagl Twv utrodoxéwv ER. Ovopdletal
O1aQopeTIKA «TTEPIOXN OUVOEOoNG ouvdéTn» (LBD). H trepioxA LBD cival o@aipiki kai d1a0£Tel
MIa B€on &€ouEucNG OppOvVWY, Wia SIETTaPR SIMEPIGHOU Kal JIa TTEPIOXT GAANAETTIOpaconG auv-
pubuIoTh, N otroia egaptdaTal atd Tov ouvoETn (AF-2). Me pikpr) opoAoyia apivo&Eéwy (18%), n
mepioxn F Bpioketal o1o KApBoEUAIKO akpo Twv uttodoxéwyv (Yasar P. et al, 2016).

ERa A/B Gl D E B F
1 180 263 302 553 595
ERB A/B Ea D 3 ] B
1 144 227 255 500 530
Homology 17% 97% 36% 56% 18%

Eikova 10. AopIkEG TTEPIOXES TWV UTTOdOXEWVY oloTpoyovwy (ERa, ERB),
(Yasar P.2016).
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ERa.+ E2

h12
Eikéva 11. O utrodoxéag oioTpoyovwy (ER), (J. C. Nwachukwu, 2014)

1.3.6 ZnMATOBOTIKA HOVOTTATIO TOU UTTOBOXEQ OICTPOYOVWV

i. [evwuikd: O ERa kai ERB  SiyepiCovral Kal YeTATOTTICOVTAI OTOV TTUPAVA META TN
Oéapeuan Tou oloTpoyovou TT.X TNG 17B-010TpadidAng. ZTov TTupriva, ouvoEovTal JE TA
oToixeia amokpiong oiotpoyovou (ERE) 11 aAAnAemdpolv pE  PETAYPAPIKOUG
TTapayovTeg pubpuidovTag TNV ék@paacn Twv yovidiwy oToXwv. O deUTEPOG PNXAVIOHOG
gival yVwoTOG WG «PNXAVIOPNOG CUUTTAOKOTTOINONG», KABWG TTEPIAAUBAVEl EUPECES
aAnAemdpdoeic DNA 1Tou «ouvdéouv» Tou UTTodoXEiG ER pe GAAOUG peTaypa@ikoUg
TTapayovTeg, 0TTwg Ta diyeph Fos/Jun (Safe and Kim, 2008).

i.  Mnyevwuiké: H un yovidiwuatikr) onpatoddtnon mepIAauBavel aAAnAeTTidpaon peTagu
NG 17B-010TpadioAng kar utmodoxéwv ER 1 tou GPER. O aAAnAemdpdoeig Tng
MEMPBPAVNG  GEPOUV  YPRYOPEG ATTOKPIOEIG  ONPOTOdOTNONG, Ol  OTroieG  Oev
TTepIAapBavouv METAYPOAQPIKOUG  TTOPAYOVTEG, oupTtrepIAappBavouévng NG
EVEPYOTTOINONG TNG EVOOKUTTAPIKAG onuaToddtnong atod TG 0doug AKT kai MAPK.
(Nanjappa et al., 2016).

iii.  AveEdpTtnto ouvdétn: O1 aveEdpTnTeg atmd ouvdETN ATTOKPIOEIG E TN HECOAGPBNON Tou
uttodoxéa ER TrapatnpolvTal pe Tnv €evepyotroinon GAAwv POVOTTATIWV, HME
QTTOTEAEOUO PETAYPOPIKEG ATTOKPIOEIS aveEAPTNTEG ATTO OIOTPOYOVIKOUG OUVOETEG
oTePOEIdWV. YTTAPXOUV TTOAAG €CWKUTTOPIKA CAPATa TToU HECOAABOUV OTIG BPATEIG
Twv pn deopeupévwy uttodoxéwv ERs ouptrepiAauBavopévwy Twv TTETTIOIKWY
auénTikwv TTapayoviwy (PGF), kutokivwy, veupodiaBifacTwy, GAAwV oppovwy Kal
MeTAAAWV. H evepyotroinon Tou utrodoxéa ER xwpic Tpoodétn odnyei o€ KatappaKkTeS
Pwao@opuAiwong. Mia aAAnAetTidpacn onuatoddtnong ER cuppaivel pe Temndikoug
augnTikoug Tmapayovtes (PGF), yia Tapddeiyua n 0d0¢ Tou augnTikou TTapdyovta TnG
IvoouAivng (IGF-1): O IGF-1 evepyoTrolei Tov ER Xwpig ouvdEéTn Kai €TTiong pubuiceTal
atrd auTov (ap@idpoun PUBUION), HEOW TWV EVEPYOTTOINUEVWY TTPWTEIVIKWY KIVOOWV
(MAPKS), TTou 0dnyouUV TeAIKA o€ @WOPOPUAIWCN Kal EvEPYOTToinon Tou uttodoxéa ER
(Biason-Lauber A. et al, 2022).
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Eikéva 12. ZnuaTtodoTtikd povoTrdaTia Tou uttodoxéa oioTpoyovwy (ER), (Lauber A. |, 2022)

1.3.7 Mnxaviouoi 5pdong Tou uTTodoX£a 010 TPOYOVWYV

Ta oioTpoydva cuvdéovtal e Toug utTodoxeig oloTpoyovou (ERa kal ERB), cuupdaAAlovTag
otnv  ék@pacn yovidiwv I0TWV TTOU €ival ammapaitnTa yia TIG KUTTAPIKEG AciToupyieg (1).
EmmAéov, pubBuifetal n €K@paon TwV MITOXOVOPIOKWY YOVIBiwY, HEOW ETAYWYAS TNG
yovIBIOKNAG €K@paong Tou peTaypagikou Ttrapdyovia PGC1a kai NRF1 (2). ETiong,
EVEPYOTTOIOUVTAI O KATAPPAKTEG ONUATOBOTNONG, Ol OTTOIOI TTPOCTATEUOUV TA PITOXOVOPIA aTTd
o&eIdwTIK BAGBN (3). Akdua, Treplopifetal n TTapaywyn eAsuBépwv pilwv (ROS) ota
MITOXOVOpIa (4). TEAOG, puBuifeTal Gueca n EKPPOON TWV MPITOXOVOPIOKWY YovIdiwv O€
MITOXOVOPIOKEG  TTPWTEIiVEG, UTTEUBUVEG vyia Tnv  Aeimoupyia  Twv  pIToxovopiwv  (5)
(Michael C. Et al,2014).

. -2, o /9

ERK1/2 (MAPK)

ER \ NRF1 gene
N

—_

Tissue-specific genes~

Eikéva 13. Mnxaviopoi dpdong Twv oioTpoyovwy, (Michael C.,2014).
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1.4 Ymodoxéag Tou TOAAATTAACIOCTH TWV UTTEPOSEICWHATWY
IcopopPNng a, Peroxisome proliferator-activated receptor alpha
(PPARQ)

Ta utrepoeiowparta €ival UTTOKUTTAPIKG opyavidia, Ta otroia Trepiéxouv évquua yia TO
MeTABOAIONO Twv AImdiwyv. H dpdon Twv UTTEPOEEICWHUATWY HECOAABEITAI HEOW UTTODOXEWV,
Twv PPARSs. Eival JeTaypa@Ikoi TTapAYOVTEG, Ol OTTOIOI EVEPYOTTOIOUVTAI OTTO TTPOCDETEG TTOU
QAVAKOUV OTNV UTTEPOIKOYEVEID TWV TTUPNVIKWY OPMOVIKWY UTTOBOXEWY. ZUUPBAANAOUV OTn
pUBuIoN Tou evepyelakoU HETABOAMIOUOU, OTIG QAEYUOVWOLIG ATTOKPIOEIG KOI TOV KUTTOPIKO
TToAAaTTAQGCIOONO. [lepiExouv  Tpeig 1oopop@és: PPAR-a, PPARB/® kai PPARy, Trou
KwodIKoTtrolouvTal a1réd Ta yovidia NR1C1,NR1C2 kai NRC3 avrioToixa. Ta diyepri PPARa-RXR
EVEPYOTTOIOUV yovidia uTTeUBUVA YIa TO JETABOAIOHO TwV AITTAPWV 0&EwV, ToV TTOAAATTAQCIANO
TWV UTTEPOEEICWHATWY Kal TNV odoidoTacn Twv Amdiwv. O PPARa eAéyxel TNV €K@paon
yovidiwv TTou ePTTAéKOVTAl O€ TTOANEG METABOAIKEG 000UG TNG UTTEPOLEICWMIKAG Kal
MITOXOVOPIaKNG B-0¢eidwong, TNG OECoUEUONG Kal evepyoTToinong AITTapwyv ogéwv (Fatty Acids,
FA), ¢ ouvBeong FA «kai AimTéAuong, Tou HETABOANICHOU  NITTOTTPWTEIVWY, NG
yAuKoveoyéveong Kal Twv XOAIKWY o&éwv. Ek@pdletal o€ 10TOUG HE uywnAoug puBuoug
o&eidwaong FA, 6TTwg N kapdid, TO GUKWTI KAl O OKEAETIKOI PUeG. ETriTTAéov, 0 PPARa puBuilel
TN METAYPO®I YOVIOiWV TTOU EUTTAEKOVTAI OTNV auTo@ayia Kal TN AITTOAUCN TPIYAUKEPIdiWY TOU
nmrartog. (Sinha R. et al,2020).

O PPARa civar pia mpwrteivn 55 kDa 1rou atroteAeital ammd 468 auivogéa, Petaypa@eral atmo
10 yovidio PPARA, 1ToU atroTeAsital atmd OKTW €EOVIA Kal TTEPIEXEI TTEVTE KUPIOUG TOMEIG: TO
auIvoTeAiké Akpo, TNV aveEdptntn TTEPIOXA HETEVEPYOTTOINONG TTPOCdETN (1 A/B), TNV TTEPIOXN
ouvdeong DNA (DBD) A emmikpdTeia C, n otroia mTepiéxel SU0 TTOAU KaAd diatnpnuéva oUUTTAOKA
OaKTUAWYV Weudapyupou, TTpodyovTag Trn dECHPEUCT] ToU UTTodoxEa oTnv €101k aAAnAouyia
DNA oTnv 1reploxr) Tou TTpoaywyéa Twv yovidiwv Twv PPARSs yvwoTd wg oToixeia atrdkpiong
utrepogeiowpudtwy (PPRE), Tnv mepioxn Tng dpBpwong D trepioxn Aeitoupyei wg trepioxn
ouvdEONG PE CUMTTAPAYOVTEG Kal yia Tn ouvdeon TnG DBD pe tnv Trepioxr) déopeuong Tou
mpoodétn E (LBD) kai o kapBoguteAikd dkpo. H LDB cupudaAAel oT1o diyepiopd Tou utrodoxEa
KAl 0T oUVOEQN OUV-EVEPYOTTOINTWYV KAl OUV-ATTEVEQPYOTTOINTWY. YTTApYXoUV U0 ETTIKPATEIEG
EVEPYOTTOINONG: €vag O0TO apIvo TEAIKO dkpo (AF-1) kai évag oto KapPo&uAikd dakpo (AF-2). H
evepyotroinon AF-1 civar aduvaun, oAA& ocuvepydletar pye 10 AF-2  otn déopeuon Tou
TPOCOETN, 0dNYWVTaG O auénuévn yovidlokh peTaypa®r kal ékepaon Tou PPAR-q,
oxnuaTidovrag eTepodipepr| uE Tov uTTodoXEQ TOU peTIvoeidoug RXR. (Han L. Et al,2017).
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Eikéva 14. Aouikég TTepioxég Twy uttodoxéwv PPARs, (Han L. ,2017)

H B-o&cidwon Twv Aimmapwyv oféwv evepyoTToiciTal ammd aaiTia, n otmoia €aptaTal arrd Tov
PPARa, kdtl TTou ammodeikvUeTal atmd Tnv €€aoBévnor] Tng o€ TrovTikia Xwpic PPARa. H
adITToveKTiVN €ival pia opudvn TTou TTapdyeTal ammd 1o NITTwdn 1016, SUPPBAAAEl GTn PUBUION
Tou peTaBOoAIoPOoU Twv AImIdiwv Kal TG YAUKAZNG, HETA TNV TTPOCBECT TG OTOV UTTOBOXEX TNG
adimrovekTivng AdipoR. H APPL1, pia TTpwTeEivn TTpocappoyng, atroTeAE Tov KUPIO TTapAyovTa
TT0U CUUBAAAEI 0T oNUATOdATNON TNG ABITTOVEKTIVNG KAI TNG IVOOUAIVNG. H TTpWTEIVIKA KIvdon
AMPK puBuilel pe META-PETOQPAOTIKA TPOTTOTTOINCON TOV GuvevepyoTroiNTi Tou PPARYy,
PGC-1a. O PGC-1a ouvdéetal otov PPARa kal Tov uttodoxéa Tou peTivoikoUu RXRa aTov
TTUpAva, 6tav autoi ouvdeBouv oTIg €18IkEG aAAnAouxieg DNA yia Toug PPARS, dnAadn Ta
oTtoixeia atrékpions PPRE. Me autd Tov 1pOTTO, £EvEpyOTTOIEiTAI N dpAOT Tou utTTodoxéa PPARa,
0dnNywvTag otn Jetd@pacn Tou MRNA kai Tnv oUvBeon TTPWTEIVWV-evEUPWY TNG B-o¢gidwong
TwVv AImapwv o&€wv, TNG AKUA-COA o&e1ddong | (ACOX1), TnG TTOAUAEITOUPYIKAG TTPWTEIVNG
OnAaoTikwyv Il (MFP-2) kai Tng @ciohdong B. H ACOX1 petatpétrel To AKUA-COA o€ EvoA-CoA,
n OcioAdon petatpérrel 1o 3-keTO-aKUA-COA 0€ akUA- Kal akeTUA-COA , evw N MFP-2 10 3-keTO-
akUA-CoA oe EvoA-CoA. (Joutey M. et al,2021).
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Eikéva 15. PuBuion g B-o&cidwong atd Tov utrodoxéa PPARa ( Joutey M.,2021)

1.5 Mitoxovdpio

Ta piItoxovopla gival opyavidia utrelBuva yIa TIG EVEPYEIAKEG AVAYKEG TWV EUKAPUWTIKWY
KUTTApwY, PEOW TNG OCEIDWTIKAG QWOPOPUAIWONG OTNV AVATIVEUCTIKA aAUcida Kal pE
katavaAwan uywnAou TTooooToUu ofuydvou oTnv aegpdfia mrapaywyn ATP. Zuvémeia autou
aTToTeAEI 0 oXNUATIoNOG eAeuBEépwy pidwy (ROS). Edv dev duvaral va peiwdei n TrTapaywyn n
aTTopdkpuvon eAeUBEPwWV PIGwV, oI EAEUBEPES PifeG OCUCOWPEUOVTAI TTPOKOAWVTAG AAAQYEG
oTnv aAAnAouxia Tou DNA (MeTaAAGEEIG) Kal 0€ GAAO HOKPOUOPIA, YE ATTOTEAECUQ TN MEIWUEVN
o1a0eoipoTnTa ATP Kol augnuévo ogeidwTikG OTPEG, evepyoTToinon TNG MITOXOVOPIOKAG
o1aTTePATOTNTAG KAl évapgng TNG KUTTAPIKAG ammOTTTwong. Ta piToxévdpia gival utreubuva yia
apKeTEG METABOAIKEG diepyaaieg, TT.X. KUKAOG Tou Krebs, B-o&cidwon Twv AiImmapwv o&éwv Kal
BloouvBeon TNG aiung, ATTOKTWVTAG £TO1 KEVTPIKO POAO OTIG KUTTAPIKEG AEITOUPYIEG. ZUVETTWCG,
auTtd Ta opyavidia yivovtal OEKTEG TTOAAWV PUBUIOTIKWY onudTwy, TTou puBuifouv TO
METABOAIOHO, KABWG Kal TIG AVOTITUEIOKES Kal OTTOTITWTIKEG diepyacies. O1 oTepoEIdEIG Kal Ol
BupeoeIdIKEG OpUOVEG, PeTAEU AAAWYV, aTToTEAOUV TOUG KUPIOUG PUBNIOTEG TOU PETAROAICUOU,
EVEPYWVTAG OTOV TTUPAVA KAl OTA PITOXOVOPIO TNV ETTAYWYNR TNG METAYPAPAG Tou yovidiou
OXPHOS (Psarra AM. et al, 2008).
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1.5.1 O pOAog TOU UTTOBOXED TWV YAUKOKOPTIKOEIOWY OTA MITOXOVOpIA

Ta yAukokopTtikoeldr] (GC) puBuifouv TNV E€KQPACN TwV  TTUPNVIKA KWOIKOTTOIOUPEVWY
yovIdiwV TNG 0&EIBWTIKNAG GWOQOPUAIWGCNG KAl TOU YOVIOIOU TOU PITOXOVOPIOKOU UETAYPAPIKOU
Tapdyovria mtTFA. . H avayvwpion Twv oToixgiwv amokpions (GRES) oTa YAUKOKOPTIKOEIDN
oto MiIToxovoplakd DNA kal n avixveuon Tou yAukokopTikogidoug utrodoxéa (GR) o€
MITOXOVOPIa BIAPOPETIKWY TUTTWV KUTTAPWY Onuaivel 0TI 0 UTTOO0XEAG TWV YAUKOKOPTIKOEIDWYV
GR pubuiCel aueca tn pitoxovopiakr) yovidlokn €kgpacn. Ta yAukokopTikoeldr) (GCs)
eAEéyxouv pia TToiKIAia dIEPYATIWY TTOU ATTaIToUV augnuEvn KatavaAwaorn evEPYEIQS, ETTOPEVWIG
n pUBUIoN Tou PETABOANICHOU TNG MITOXOVOPIOKAG EVEPYEIOG ATTO T YAUKOKOPTIKOEION €ival
owiotng onuaciag. Ta GCs PeIwvouy ToV EAEYXO TNG AVATIVONRG PE TRV APEC avaoTOAr TG
OpAoNG TNG 0&EIDACNG TOU KUTOXPWHATOG € O€ MITOXOVOPIa aTTd VEQPOUG apoupdiou, aAAG Kal
MEOW TNG avaoTOARG TG OPACTNKOTNTAG TWV CUUTTAOKWYV | Kal V o€ JIToxXovopia eyKe@AAou
apoupaiou. MeAETEG €XOUV EVTOTTIOEI TNV TTAPOUCIQ TOU UTTODOXED TWV YAUKOKOPTIKOEIOWY O€
MITOXOVOPIa SIAPOPETIKWY TUTTWY KUTTAPWY Kal I0TWV, Kal £xouv emeBaiwoel Tnv dpdon Twv
GCs 0Tn peTaypPA® TWV MITOXOVOPIOKWY YoVIdiwv HECOW TNG aAAnAeTTidpaong Tou GR ue Ta
MIToXovopliakd GRE tTapdAAnAa pe Tnv TTupnVvIKh Toug dpdon. Mo ouykekpiuéva, o€ KUTTAPO
niratokapkivwuatog (HepG2), o uttodoxéag Twv YAUKOKoPTIKOEIdWY (GR) cuvdéeTtal €1dIKG pe
TNV D-puBuIOTIKA TTEPIOXN PBPOYXOU TOU HITOXOVOPIAKOU YOVIOIWMKATOG. AVAKAAU@ONKe OTI
ETTAYETAI N EKPPACN TWV HITOXOVOPIOKWY HETAYPAPIKWY TTapayoviwyv A, B1 kai B2 (TFAM,
TFB1M, TFB2M), Ttou pitoxovdpiakou RNA 12S kai 16S kai TTOAG  pITOXovOpIaKA
KWOIKOTTOINUEVA YOVidIa 0EEIDWTIKNAG QuOoPopUAiwong, 0TTws Twv ND 1-4, CYTB, ATP 6 kal
ATP 8 kai COX [, utté ouvBrkeg avacToAAG TNG TTupnVIKNG MeTaypagng (Psarra et al,2011).
EmrAéov, oT1a kOTTapa HepG2 Trou utrepekppdalouv Tov HIToxovopliakd utrodoxéa GR,
TTapatnEndnke augnuévn ouvBean RNA, uwnAn ékppacn TTpwteivng COX |, Kal JITOXOVOPIAKH
Tapaywyr ATP. (Psarra et al, 2011, Kokkinopoulou 1.,2021).

1.5.2 O pOA0G TOU UTTOBOXEA TWV OICTPOYOVWYV OTA HITOXOVSpIa

Ta oioTpoydva, Kupiwg n 17p-o101padioAn (E2), emdpouv ae TTOAOUG KUTTAPIKOUG TUTTOUG
Kal 6pyava, yia TTapddelyua Tou Kapdiayyeliakou, TOU avoooTToINTIKOU, TOU YAOTPEVTEPIKOU Kal
QvaTTVEUOTIKOU cuoTApaTog. H avatveuoTikh aAucida (MRC) atroteAei onuavTikd oTéXo yia
TIG dpdoeIg TNG 01I0TPABIOANG KAl TWV UTTODOXEWY OIOTPOYOVWY (UITOXOVOPIAKS povoTtrdT). Ta
yovidia Tou ek@pdlouv TIG Tpwrteiveg MRC, kwdikotroiouvtal amé DNA (nDNA) kai
pitoxovopiakd DNA (mtDNA). H 17B-oi01padidoAn (E2) puBuifel Tn petaypa®r TTOAAWV
yovidiwv mtDNA, Ta otroia kwdikoTTolouv TTpwTEiveg cupttAéypatog MRC. H trapoucia Twv
ERa kai ERB oTta pitoxovopia uttodnAwvel TNV Auecn €UTTAOKA TOUG OTn PETAYPOQPr) TOU
MtDNA. O Bpdxog D, n KUpia puBuIoTIKr TTEPIOXT) ToU MIDNA TTEPIEXEI TEOOEPQ OTOIXEIQ TTOU
avTatmrokpivovial ota  oloTpoydéva (MtEREs). H 17B-oi01padidAn (E2) TTpokoAei  Tnv
aAANAeTTIOpaon Twv UTTOBOXEWY TNG PE HETAYPAPIKOUG TTapAyovTEG, OTTwG Twv Tfam, TFB1M,
TFB2M, kAT péoa oTa WIToxXovopia, oxnuaTiCoviag éva evepyd WETAYPAPIKO CUUTTAEYMQ,
evioxUovTag €101 Tn geTaypa@r) Tou mtDNA (Chen J.Q et al,2009).

23

Institutional Repository - Library & Information Centre - University of Thessaly
12/06/2024 06:25:38 EEST - 3.133.133.60



+ Co-Activators/

Retrograde regulati ;

Transcription
Eachaes ROS Signaling
S e e
5 Altered Cell cycle
Redox-Senszitive eI
Regulation e —
s B = ® . e + Inhibition of Apoptosis
NRF2 _ PCCIx T RwAs Druz Resistance
=T
— — ATP-dependent Processes
A_ mtDNA replication Factors: B. > 74 MREC Protein:z C. Mitochondrial Protein ! g
POLG1 & 2; RNase MRP; & MRC complex Import Machinery Neuro-Protective Effects
‘ Tfam,  hsUV32 Assembly Proteins TOMMT0: imAD & PD
- mtDNATranscriptio Factors: TOMMA0: Cardiovascalar
Tfam; mtTEB1; TOMM20 Protective Effects
E2/ERs RITFBI PGC; TOM24 Protective Effects in Lens
Translation Factors \ /
MTIF-2
EF-TU x S
EF-TS Mitochondrial
GUF1 Translocag ADP
¥ o
— \\s ANT
= 74 Protein=
Tfam mITFB1&2 13mRNA — oo ¥ IMRC
@ 2rRNA Tr 3P
y —~ ——— 22 tRNA MTIF-2
3 mscription E 7

= Co-Activators

Mranscription factors
i Mitochondria

Eikéva 16. P6Aog Tou uttodoxéa 0I0TPOoyoOvVwY OTa plTZ)XéVﬁpIG, (Chen J.Q.,2009)

1.6 Kutrapikn dia@opoTtroinon

Kuttapikfy diagopotroinon ovouddetal n dlodikacia OmTou éva dn eCIOEIKEUPEVO KUTTOPO
METOTPETTETAI O€ €va €CEIOIKEUPEVO KUTTAPIKO TUTTO. Adyw Tng diagopotroinong aAAdadel
onpavTiK& To oXAMa Kal HEYEBOG Tou KUTTApPOU, KaBwG Kal N HETABOAIKY Tou dpacTnpIOTNTA Kal
n avramékpio Tou o€ oApata. O1 aAAayég auTég ogeilovTtal oTn yovIBIaKN €k@pacr), dev
aTrokAgieTal Opws Kai o€ aAayy aAAnAouxiag Tou DNA. EmmmpooBETwg, mepIAappBaver Tnv
aTTEVEPYOTTOINCN YOVISIWYV TTOU €ival TTEPITTA O€ éva OUYKEKPIPEVO 10TO. 'ETO1, O€ BIAQOPETIKOUG
I0TOUG Ta KUTTApPA v €xouv idlo yovidiwua, Sl1aBETouv dIa@opETIKG QUOIKE XOPAKTNPIOTIKA.
Ta KUTTapa dIAPOPOTIOIOUVTAl 0 GAAOUG KUTTAPIKOUG TUTTOUG, SIaBETouv TToAuduvauia Kal
ovoudadovtal  BAaCTOKUTTAPO  OTA (WA KOl PEPIOTWHATIKA  KUTTOpa OTa  QUTG
(Inn Chuan Ng et al, 2017).

1.6.1  Ala@popoTroinon veupoBAaCTWY O€ VEUPIKA KUTTAPO

Ta Neuro-2a (N2A) amroteAoUv pia KUTTOPIKA O€Ipd, n OTIoia TTPOEPXETAl ATTO VEUPIKA
aKpoAo@ia eyKe@AAOU TTOVTIKOU KOl XPNOIKOTIOIEITAI YIa TN PEAETN VEUPWVWY, T VEUPIKA
diagopoTroinan, TNV agovik avdmTuén, KA. Ta N2A €xouv Pop@oAoyia VEUPWVIKWY Kal
apoIBogidwv BAACTOKUTTAPWY, TTOU TOUG ETITPETTOUV va SIaQOPOTIOIOUVTaAl WG ATTOKPION O€
mepIBAAAOVTIKOUG TTapdyovTeg HEaa o€ Aiyeg pépes. Metd Tnv evepyoTToinch Toug, Ta VEUPIKA
BAaoTokUTTOPO SlaIpoUVTal CUUMETPIKA 1 aoUppeTpa. O KUplog TpOTTOG dlaipeong Twv
EVEPYOTTOINUEVWY BAACTOKUTTAPWY TOU ITTTTOKAMTTOU £YKEQAAOU €ival 0 aCUPPETPOG. H peiwaon
TNG VEUPOYEVEONG OO0 PEYOAWVEI N nNAIKia o@eileTal Kupiwg otnv eAaxioTn d1aBeciudTnTa
BAaoTOKUTTAPWYV Kal OXI G€ PEIWUEVN TAaN va dlaipeBouv.
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QoT1600, uTTdpyxel TOavoTNTa PE TNV UTTEPDIEYEPON TNG diaipeong Twv BAACTOKUTTAPWY va
odnynBouv oTnv TTPowpen Toug e€avTAnon (Lazutkin A. et al,2019). H diagopoTroinon Toug o€
VEUPIKG KUTTapA yiveTal avTIANTITA, KaBwg oxnuaTtiCouv TTOAU peydAoug GEoveg, o€ avTiBeon
ME TIG MIKPEG VEUPIKEG aTTOAREEIS TwV veupoBAaaTwy. (Tremblay G. et al,2010).

Y
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Eikéva 17. AiagopoTtroinon veupoBAaoTwy O€ VEUPIKA KUTTAPA, (Lazutkin A.,2019)

1.6.2 AlagpopoTtroinon MUOIVOBANCTWY C€ MUIKA KUTTAPO

H kuttapikn ogipd Twv puoBAacTwy TToviikou C2C12 XpnOIYOTTOIEITAl YIa TN PEAETN TNG
Huoyéveong. MNpokaAeital ££080¢ Twv HUOBAACTWY ATTO TOV KUTTAPIKG KUKAO, S1apopoTToinon
Kal ouvtnén METAEU TOUG yIa OXNHATIONO TTOAUTTUPNVWY HUo-CwARvwy. Katd tn dIdpKeEia TNG
d1a@OopOoTToiNONG, Ol JUOCWANVIOKOI ETTIUNKUVOVTAI KOl  TTPOKAAEITAI augnon Twv emmédwv
TPWTEIVWY, OTTWG Puoaivn, a-akTivn, Tpotrovivn, KATT (Velica P. et al,2011). O yjuoowArfveg
TENIKG dnNUIOUPYOUV TOUG BIAQPOPETIKOUG TUTTOUG PUIKWY IVWV, XTICOVTOG £T01 TOUG OKEAETIKOUG
MUEG, uttelBuvol yia Tnv Kivnon Kal oTAon TOU OWMOTOG. AEgiKTNG dla@opoTroinong Twv
MuoBAacTwyv atroteAei N TpwTeivn MyoD1, ue popiakd Bapog trepitrou 45kDa, Tng oTroiag Ta
emimedd augavovTal TIG TIPWTEG PHEPES TNG BIAPOPOTTOINONG Kal £TTEITA {AVA JEIWVOVTA.

Quiescence : Activation : Proliferation Differentiation

Satellite calls

Transcript: FPratein: in:

Eikéva 18. Alagopotroinon puoBAacTwy o€ YUIKA KUTTOPA, (Massenet J., 2021)
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1.6.3 O poAog TwV UTTOOOXEWV OTEPOEIdDWY OpPMOVWY OTN
dlagpopoTroinon

Mia a1Td TIG TTI0 ONUAVTIKEG KUTTOPIKEG AEITOUPYIEG TTOU GUMMETEXOUV OI UTTODOXEIC OTEPOEIDWV
opuovwyv atroteAei n  dlagopotroinon. MeAéteg o€ veupoPAGOTEG  TTOVTIKOU  TTOU
dla@opoTroINOnKav o€ VEUPIKA KUTTAPA TTOPOUCia OTEPOEIdWV OpuovwyY OTTwG TNG E2, £€ds1gav
OTI UTTAPXEI EYAAN auénon oTnv avaloyia Tou deikTn dlagopoTtroinong  Tuj-1 TwV VEUPWVWY
EvavTl Twv veupoBAaoTwy. H d1a@opoTroinan Twv KUTTApWY pUuBUIZETal aTTO TNV EVOOKUTTAPIKH
0006 onuaTodoTnong Ras/Raf/MAPK Ttou uttodoxéa ERa (Nurnberg E. et al,2010). Etriong,
empBepaiwbnke n emidpacn Tou umodoxéa GR otnv mpowbnon 1 KATaoToA TnNG
dlagopoTtroinong  Kuttdpwyv, O6tav  autd  diagopoTtroifbnkav  Trapoucia  DEX
(Bramble, M.S et al,2019).

1.7 ZKOTTOG TNG TTapoUoag SITTAWMATIKAG EpyaTiag

2KOTTOG TNG TTAPOUCAg SITTAWUATIKAG Epyaciag ATav N dIEPEUVON TWV TIBAVWYV HETABOAWY
TWV TTPWTEIVIKWY ETTITTEDWYV TOU UTTOO0XED TwV YAUKOKOPTIKOEIDWYV (GR), Tou uttodoxsa Twv
olI0Tpoyovwy 1oodop@ns a (ERa) kai tou utmmodoxéa PPARa katd tnv  Slag@opoTroinon
KUTTAPWYV VEUPORBAQCTWHATOG KaI KUTTATWY HUoBAacTwy C2C12 atrd TrovTiké, atrouaia Kai
TTAPOUCIia OTEPOEIdWV OPHOVWYV. A TO OKOTTO auTO, JEAETABNKAV TA TTPWTEIVIKA ETTITTEDQ TWV
utrodoxéwv Me Tn PEBOdO avoooamotuTwong katd Western katd 1n didpkela NG
dlagopoTroinong Trapouacia kai atmouaia Twv opuovwy E2, DEX, DPN.
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2. YAIKA KAl MEOOAOI

2.1 OPIrANA KAI ZYZKEYEZ

EmrwaoTtipag (Thermo Electron Zuyog (KERN EW)
Corporation)
YdardAoutpo (P. Selecta) PwtopeTpo Spectronic 20 (GENESYSTEM)

duyodkevtpog ( Entrofiger-BLII/PS Selecta) 2T eu@aviong heppBpavwy ( W.B Kodak)

Heat blocker (KISKER) Quick spin
(Nippon Genetics Europe GmbH)

Vortex ( Bio Vortex V1) AvdoTtpo@o MIKPpOOKOTTIO
(A. Kruss Optronic Germany)

Sonicator ( helscher Ultrasound Atraywyog ( Tel Star AV-30/70)
Technologies, UP400S)

2UOKEUN NAEKTPOPOPNONG Avadeutipag (Heidolph Rotamax)
(Biorad mini-PROTEAN tetra cell)

ZUOKEUN NAEKTPOUETAPOPAG 2uveoTiakd MikpookdTTio (Zeiss)
(Biorad mini-trans Blot)

Mivakag 1. ZuoKeUuEG Kal Opyava TTOU XPNOIPOTTOINBNKAV OTO TTEIPAMUATIKO HEPOG TNG

OITTAWPATIKAG EPYATiag.
2.2 ANAAQIIMA
OAGOKEG yIa MepBpdavn vitpokuttapivng (Amersham Protran)
avaTTuén KUTTapwyv Terpdywveg KaAuTrTpideg (Sigma)
(Sarstedt) AVTIKEIUEVOPOPEG TTAGKEG (Sigma)
Mata avamTuéng Falcons 15ml, 50ml (Sarstedt)

KUTTapwv (Sarstedt) Tips yia Tig autépateg TITTETTEG (Sarstedt)

2ipwvia (Sarstedt) Eppendorfs 1,5ml (Sarstedt)

AInBnTIKG XopTId dwTtoypa@ikd @IAY avixveuong ouatog (Fuji)
Whatman (Sigma)

Mivakag 2. AvoAwaoiya TTou XpNoIPoTToINONKav OTO TTEIPAPATIKO HEPOG TNG SITTAWMATIKAG
epyaociag.
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2.3 AvTmidpacTtipia-AlaAUpaTA-AVTICWHATA

2.3.1 AvtidpaoTipia

APS (Sigma)

Tween 20

(Sigma)

Acrylamide (Bio-rad)
MoAuBuVvIAIKr ) aAkoOAn PVA

DMEM hig

kal Horse Serum (HS) (Gibco)

h glucose 4,59/l -low glucose 1g/|

ECL (Santa Cruz)

Trypsin-EDTA 5% 10x (Gibco)

Developer (Fuiji)

DTT (SERVA)

Fixer (Fuiji) Protease Inhibitors (Sigma)
Bradford protein assay (Bio-rad) | Milk powder (Regilait)
SDS (Sigma) B-pepkamroaiBavoin (Riedel de Haen)

TEMED (Applichem)

Protein ladder (Proteintech)

PMSF (SERVA)

Brophonelol blue (Fluka)

XpwoTikr MitoTracker Red
CMX-Ros (Thermo Fisher

Scientific)

XpwoTikr) Hoechst-33342

(Sigma)

PBS 10x (Gibco)
Methanol (Sigma)

Acetone (Sigma)

Mivakag 3. AvTiIdpaoTrpia TTOU XPNOIKOTTOINONKAY OTO TTEIPANATIKO HEPOG TNG SITTAWMATIKAG
epyaociag.

2.3.2 AioAOpara

Lysis Buffer 20mM Tris pH 7.5, 250 mM NacCl, 0,5% v/v
Triton 100X, 3mM EDTA, 1 mM DTT, 0,1
mM PMSF, protease inhibors

APS 10% 0,1g APS o€ 1ml ddH.O

AidAupa Bradford

Apaiwaon stock 5x o€ 1x pe ddH.0

Sample Buffer 4x

1M Tris pH 6.8, 10% v/v SDS, 10% v/v
YAUKEPOAN, 5% Vv/v B-uepkatrToaiBavoAn,
1% v/v Kuavo TNG BPWHOPAIVOANG

Running Buffer 10x

AidAuon Tris kai yAukivng og ddH.0

Transfer Buffer 10x

10% v/v Running Buffer 10x, 20% v/v
MeOH , 0,05% v/v SDS, ddH-0)

Tris-HCL 1.5M pH 8.8

Tris, ddH20, puBpion pH ue TPooORkn
HCL 12N

Tris 20mM pH 7.5

Tris 1M pH 7.5, ddH.0O

TBS 10x Tris-base, NaCl, puBuion pH ota 7.4-7.6 ue
TTpooBrkn HCL 12N

TBS-T 1x ddH-0, TBS 10x, Tween 20

Developer YTrevBuvo yia TNV EPPAvIon OAUATOG
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Fixer Y1elBuvo yia Tn JovIPoTToinon GrNaTog

PBS-T 1x PBS 1x, 0,1% v/v Tween 20
Mivakag 4. AloAUpaTta TToU XPNoIPoTToIRdnKav OTo TrEIpapaTikd PEPOG TNG OITTAWUATIKAG
epyaociag.

2.3.3 OpeTrTIKA UAIKA

1. DMEM low glucose 1.5¢/l with phenol red [+] L-glutamate, [-] pyruvate
2. DMEM low glucose 1.5g/I without phenol red [+] L-glutamate, [-] pyruvate
3. DMEM high glucose 4.5g/l with 2% Horse Serum cis (2% HS cis)

MNa TV TTapaywyn TTARPES BPETTTIKOU PHECOU YIa TNV KAANIEPYEID TWV
KUTTOPIKWV oglpwv TTpooTiBevtal: 10% FBS, 1% L-GIn, 1%P/S

2.3.4 AvTiowpaTa

MpwTOYEVA AVTICWHATA EVAVTI Agutepoyevi avTICWPATA EVAVTI
GR 1/1000 (Santa Cruz) Mouse 1gG-HRP 1/50000 [yaAa o€ okévn,
TBST-1x, stock mouse IgG-HRP (Pierce)]
ERa 1/1000 (Proteintch) Rabbit IgG-HRP 1/50000 [yaAa o€ okbvn,

TBST-1x, stock rabbit IgG-HRP (Pierce)]

PPARa 1/500 (Santa Cruz)

MyoD1 1/3000 (Proteintech)

b actin 1/2000 (Proteintech)

Mivakag 5. AvTicwuata TTou XpnNOIPOoTToINONKav OTO TTEIPANATIKO JEPOG TNG SITTAWMATIKAG
epyaociag.

2.4  KaAAiépyela KUTTApWV

O1 KUTTOPIKEG OEIPEG TTOU XPNOIYOTTOINONKAV oTnV TTapoUca dITTAWUATIKA Epyacia ATav ol
Neuro-2a (N2A) kai C2C12, o1 oTT0ie¢ TTPOEPXOVTAI OTTO EYKEQAAO KAI U TTOVTIKOU QVTIOTOIXA.
To BpemTikd UAIKS Kal Twv duo TTepiEXel 1g/L Glucose, 10% FBS, 1% L-GIn ka1 1%P/S. Ta
KUTTapa KaAAigpyrBnkav otoug 37°C kal o€ 5% CO..

2.5 Opuyivotroinon KUTTapwyv

H Bpuyivotroinon cupBAaAAel oTnv atToQuyr) dnUIoUPYIOG KUTTAPIKWY CUCCWHATWUATWY. H
Bpuyivn wg €vlupo dlaoTrd TIG TTETITIOIKEG OAUCIOEG TWV TTPWTEIVWV TTOU CUYKPOTOUV Ta
KUTTOpa oTnV €M@AVEIQ TIG KOANIEPYEIOG, KOBOVTAG TO KAPPOEUTEAIKO GKPO TWV OUIVOEEWV
apyivivn i Auoivn. £tn @Adoka, a@oUu TTpwTa a@alipeBei To BPeTTIKG UAIKO, TTpOoOTiBETAI
Bpuyivn. Metd attd 2 AeTITd pE €AEYXO OTO MIKPOOKOTTIO TTPETTEl OAA Ta KUTTOPO va Eival
MEPOVWEVA 1) 0€ cuoTOoWMaTWPaATA. Na Tov TEpUaTIopsd TG dpdong Tng Bpuwivng TTpoaoTiBeTal
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TETPATTAACIOG OYKOG BPETTTIKOU UAIKOU aTTd TOV OYKO TNnG Bpuyivng. ZTn ouvéxEld, TOTToBETEITal
o¢ Falcon 10 TTepIEXOUEVO TNG GAACKAG KAl PUYOKEVTPEITAI 0€ Bepuokpaaia dwpuaTtiou yia 5
Aetrtd o€ 1000rpm. ATTOPOKPUVETAI TO UTTEPKEIMEVO Kal ETTAVABIAAUTOTTOINGN TOU ICMATOG, TO
OTTOIO TTEPIEXEI TA KUTTAPO O€ BPETTTIKO UAIKO yia eTTavaKaAAIEpyEIQ.

2.6 MéEtpnon Kal CTPWOIMO KUTTAPWV

Metd Tn Bpuyivotroinon, yia TNV €KTEAEON TwWV TEIPANATWY aTTaITEiTal N PETPNON TwV
KutTdpwv. MNa autd, 10 yL yetapépovtal o€ KOAUTITPIOO OTO QINOKUTTAPOPETPO heubauer Kai
ME TO HIKPOOKOTTIO BPEBNKE 0 ApIBUOG TwV KUTTAPWY, apou £yive avaywyr o€ ml. O apiBuog
Twv N2A kupaivetal ota 200.000 kuTTapa, evw Twv C2C12 ota 150.000. O TeAIKOG OYKOG TOU
EMOUUNTOU apPIBUOU KUTTAPWY (QPUYOKEVTPEITAI 0¢ Bepuokpacia dwuaTtiou yia 5 AeTTd o€
1000rpm. 'ETTEITA, OTTOMAKPUVETAI TO UTTEPKEIMEVO Kal TO iCnUa TTOU TTEPIEXEI TA KUTTAPA
diaAuTotroicital o€ DMEM pe 10% FBS o¢ midrta 6 B€ocwv (6 well plates). TEAOG, yetagEpovral
Ta AT 0TOV KAIBAvo yia eTTwaaon.

2.7 TMpooOnkn ouciwv

N2A: To otpwolyo Twv KuTTdpwyv N2A TTpaygatotroifienke o€ duo TdTta 6 Béoewv
(SragpopoTroinuéva kai un diagopoTroinuéva) oe BpemTIkKG UAIKO pe 10% FBS. Metd atrd
eTwaaon 36 wpwv, agaipeital To BPETTIKO UAIKO atrd To éva TTIATO Kal TTPOCTIBETal BPETTTIKG
pnéco DMEM pe 2% FBS kai peTivoikd o&u (20uM) yia va diagopoTtroinBolv Ta KUTTapd, VW
o010 GAAo TMdTo TrpooTiBeTal avda 10% FBS, kabwg dev emOupoUpe Tn dIagopoTToinoT) TOUG.
Metd amd 2 pépeg favd agaipeital To BpeTTikd pe 2% FBS kal peTivoikd Kal TTpooTiBeTal
BpeTtTikd DMEM pe 2% FBS cis (emmeéepyaouévo pe evepyd dvBpaka) Kal peTIVOIKG 0&U, VW
TO AANO MIdTo eTTwAdeTal Eavd pe BpeTTTIKO TTou TTEPIEXEl 10% FBS. To BpetTiké pe 2% FBS
cis dev Trepiéxel To deiktn pH Phenol red, Tou otroiou n doun Poiddel Je auTrh TV OTEPOEIBWV
OPMUOVWV, HE OTTOTEAECHA TUXOV WeUBWGS BETIKA aTTOTEAECPOTA OTO TTEipapa, 600 agopd TN
opdon otepocidwv opuovwy. ETTiTAéov, 0 evepydg AvBpakag ouyypovidel Ta KUTTapa va
Bpiokovtal oTnv idla @aon. Emera amod 2 yépeg yivetal n TpooBnkn ouciwv ota duo mdra,
uia oucia oTnv k&Be B£on kal ouykekpipéva Twv: DEX (108M) SiaAupévn og EtOH, E2 (10°M),
dioAupévn og EtOH kai DPN (108M), diaAupévo o DMSO.

C2C12: Ztpwoape Tpia mdra C2C12 (Mn diagopoTtroinuéva (ND), diagopotroinuéva (DIF) 4
Kal 6 NuePwWV) pe BPeTtTIKO pégo DMEM pe 10% FBS. Tn 2" pépa TpooTEéOnKe OTa TTIATA TWV
DIF 4 ka1 6 nuepwv DMEM pe 2% HS cis wg péoo diagopoTroinong. Tnv 4" yépa mpoobécape
2% HS cis kai 11 opudveg E2, DEX, DPN. EmmwaoTtnkav yia 48 wpeg. Tnv 6" yépa cuAAECape
10 maTo Twv DIF 4 nuepwyv, avavewoaue 1o mAaTo Twv DIF 6 nuepwv pe 2% HS cis kai
TTpooBéaape TI opudveg E2 (10°M), DEX (108M) kai DPN (108M),. Tnv 8" yépa, cUAAEEapE
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10 TATO TWV DIF 6 nuEPWV. ZTIG GUVBNKEG TTOU &€ TTPOCTEBNKAV 01 OUGIEG AUTEG TTPOCTEBNKAV
ol dlaAuTeg Toug DMSO kai EtOH wg Control, ouvBrikn avagopdg.

2.8 ZuAAoyn Kai AUon KUTTApwv

Mpokelyévou va aulAexBouv Ta KUTTAPO OTTOPOKPUVETAI TO BPETTTIKO UAIKO Kal yiveTal TTAUCH
TWV KUTTApwV pe PBS 1x. 21N ouvéxela, ouléyoupe Ta KUTTapa oc Eppendorf pe To scraper
o€ TTAY0o Kal QUYOKEVTPOUNE O0TOUG 4°C yia 5 Aetrtd ota 2000rpm. AQaipegiTal TO UTTEPKEIPEVO
Kal To inua atmoBnkeveTal oToug -80°C yia TTEIpAPATIKEG XpAoEIS. ETTéuevo BApa atroTeAei n
AUon Twv KuTTdpwv pe 10 Lysis Buffer, To otroio trepiéxel DTT (1M), protease inhibitors o€
apaiwon 1/50 ka1 PMSF (0,02M) oe 1ayo yia 25 Aemrtd. EmimmAéov, yia Tnv didoTraon
utToAEIuaTwY DNA emituyxavetar AUon HME UTTEPRXOUG , OTTOU €KTEBNKav Ta OciyuaTta o€
auTtoug 5 @opéc ava 35s.

2.9 TpoodIopICHOG OCUYKEVTIPWONG TIPWTEIVWVY ME Tn HMEBODO
Bradford-Mapaokeun deiypartwy yia Western Blot

H p€bBodog Bradford oTtnpiletal oto 611 n XpwoTikp Coomassie Brilliant Blue G-250 1Tou
mePIEXEl TO avTIdpacTAplo Bradford ptropei va peTaBAAAEl TO Xpwua TNG aTTd KAPE O€ PTTAE ,
OTav TTPOCOEVETAI E TO TTPWTEIVIKO eKXUAIOHA. H peTafoAr auth o€ ammoppd@non PTTopEi va
METPNOEI oTa 595nm. To avTidpacThpio TTPETTEN va apaiwBei ue ddHO amrd 5x oe 1x Kal va
TpooTeBei oTa deiyuata pe avoloyia 1/1000. To TupAd Trepiéxel lysis buffer. AkoAouBei
ETTWOON 0¢ OKOTEIVO HPEPOG yia 20 Aetrtd. ‘Efteima, utroAoyifetal n mmoodtnTa TNG OAIKAG
TTPWTEIVNG JE TNV KATAOKEUN TTPOTUTTNG KAUTTUANG BSA. TéAog, ue BAon Ta atToTEAETUATA TTOU
TTPOKUTITOUV a116 TO PC, TTpoocBéToupe oTa deiypata Toug KatdAAnAoug dykoug sample buffer
4x kai Tris-HCL pH 7,5 yia Tnv nAektpo@opnaon. lMNa mn didotracn NG TpIToTayous doung Twv
TTPWTEIVWYV Bepuaivoupe Ta deiyuata yia 5 AeTTTd TTpIV TNV NAEKTPOPOPNOT oToug 95°C.

2.10 HAekTpo@oépnon (SDS-PAGE)

To Western blotting ava@épetal oTov dIaXWPICHO TWV TTPWTEIVWV HE NAEKTPOPOPNON TINKTAG
TToAuakpuAauidiou (PAGE) pe Bdon 10 popiakd Toug Bapog. To SDS @oprilel apvnTiKA TIG
TTPWTEIVEG, WOTE VA PETOKIVNOOUV PE TNV €QAapUOY NAEKTPIKOU TTEdiou TTpOG TRV Gvodo, TToU
gival BeTik& QopTIoPEVN. [Na va dlIaxwpIoTOUV O TIPWTEIVES TwV JEIYHATWY, TTPAYHATOTTOINONKE
nAekTpo@opnaon SDS-PAGE oe 1kt mToAuakpuAauidiou duo ¢@doewv. H mTpwtn @don
atroteAei To gel emoToifagng (Stacking gel oTabeprig cuyKEVTPWONG), TO OTTOIO gival UTTEUBUVO
ylo TNV €moToiBagn Twv SEIYUATWY TwV TTPWTEIVWV PE TETOIO TPOTTO, WOTE OAEG va TPEGOUV
TauTéxpova, EEKIVWVTAG aTTd TO idl0 Uwog. H deutepn @don atroteAei 1o gel diaxwpiopou
(Separating gel 10%), 61TOU OI TTIPWTEIVEG BlaXwPIOTNKAV avaAoyd PE TO HOPIAKO Toug BAPOG,
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ME TNV e@apuoyry nAekTpikou Trediou (90 Volt). Ta cuoTaTikd Tou dIPACIKOU TTNKTWUATOG
avaypd@ovTal OToV TTAPAKATW TTiVOKA:

Stalking gel Separating gel (10%)
ddH20 ddH.0
Tris-HCL 0,125M pH 6,8 Tris-HCL 0,375M pH 8,8
SDS 0,1% (w/v) SDS 0,1% (w/v)

Acr 4% (wiv) Acr 10% (w/v)
APS 1% (w/v) APS 1% (w/v)
TEMED 0,04% (v/v) TEMED 0,04% (v/v)

Mivakag 6. ZuoTaTIKA TOU BIPACIKOU TTNKTWHATOG TNG NAEKTPOPOPNONG.

2.11 HAekTpopeTa@OpPG

MeTd TNV nNAEKTPOPOPNON OKOAOUBEI NAEKTPOUETAPOPA TWV TTPWTEIVWV ATTO TNV TINKTN
TTOAUGKPUAQUIBiou oe pePBpdavn  vITPoKUTTapivng. MeTd To TTEPAG TNG NAEKTPOPOPNONG, N
MEMBPAVN Kal N TTINKTH PETaPEPOVTAl O PUBUIOTIKO didAuua petagopdg (Transfer buffer). H
TOTTOB£TNON TOou gel Kal TNG HEUPBPAVNG OTN CUCKEUN NAEKTPOPETAPOPAS YiveTal avApeoa o€
éva Ceuydpl oeouyyapliwv Kal €va Ceuydpl dinBnTikwv  xapTtiwv Whatman.lpémer va
atmo@eUyovTal QUOOAIDEG TTOU TTAPEUTTOdICOUV TN BIEAEUCN TOU NAEKTPIKOU peupaTtog. H
METOQOPA TWV TTPWTEIVWIV OTNV £PYACIa auTr £yIve KATW atrd oTabepr| évraon peupatog 0,35A
yia 70 min.

2.12 Avoooavixveuon mTpwreEivwy - Epedvion onuarog

H avoooavixveuon ocav TexVviK CUPBAAAEl OTO va evTOTOTE PIa KaBnAwuévn o€ PePBpavn
TpwTEivn PE TN XpAon avriowpatog. Otav n KaBnAwpévn TTpwTeivn TTou AEIToupyei wg
avTIYOVO OAANAETTIOPACEI PE TO TTPWTOYEVEG AVTICWA, PTTOPET VA AVIXVEUTE PIE TN Xpron evog
OeUTEPOU QVTIOWMATOG, TTOU EVTOTTICElI TO TTPWTOYEVEG Kal ouvdéeTal o€ auTd. H pepfpdvn
VITPOKUTTAPIVNG META TNV NAEKTpoUETa@OPd eupaTTTiCeTan uttd ATTIa avadeuon yia 1 wpa o€
Blocking Buffer woTe va amogeuxBouv o1 hn 1dIkEG aAANAeTIOpAoEeIg TNG HEPPPAVNG HE TO
TIPWTOYEVEG AVTIOWHA, HECW TNG OETPEUONG TTPWTEIVWV TOU YAAOKTOG 0€ auTég. AKOAouBouv
3 TAUCEIG TNG peUPBpdvng Me  TBS-T 1x. 1N ouvéxela, n HePPpAvn eTTwWAETal PE TO
TTPWTOYEVEG avTiowa UTTO auveyr avadeuan 0An Tn vuxTa otoug 4°C. ‘Emreita, akoAouBoulv 5
TAUCEIG TNG PEPPBPAvVNG pe TBS-T 1x yia 5min n kGBe pia utrd avadeuon, Kal OTn CUVEXEIQ,
eMwaceTal n pePBpdavn {ava utrd avadeuon yia 1 wpa Pe TO OEUTEPOYEVEG AVTIOWUA , TO OTTOI0
@épel OPOIOTTONIKG ouvdedepévn uttepoEeddon Tou Xpévou (HRP). TéAog, akoAouBouv 3
TAUCEIG TNG HEUPBPAvNG e TBS-T 1x yia 5min. H avixveuon €18IkoU OrjuaTog, oQeiAeTal GTO
QAIVOUEVO TNG XNUEIOPWTAUYEIAG, KABWG TO OEUTEPOYEVEG avTiowUa , HETE TNV TTPOCORKN TOu
avTidpaoTtnpiou ECL (dioAupata A kai B) kai 3min 01o oKoTAdI TTpIV TOTTOBETNOEI N pepBpavn
oTnv KaoeTiva €ékBeong, divel TTPOIGV TO OTTOI0 TTAPAYEl EVTIOVO PWG, WOTE VA ATTOTUTTWOEI O€
QWTOYPAPIKG QIAL oav okoUpOXpwHn ¢wvn. YTTEUBUVO yia TNV €UQAVION TOU CAPOTOG OTO
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QwToypa@iké QIAY gival To avTidpacThpio Developer, evw yia TRV JOVIUOTTOINGT TOU CANOTOG
TO avTIdpaoTApIo Fixer.

2.13 AvaAuon TwWV aTTOTEAEOUATWYV

O1 kavovikotroifoeig OAwv Twv O10dIKACIWY TOU TTEIPGUATOG TTPayUATOTToINBNKav OTO
Microsoft Office Excel. Xpnoigotroifbnke 1o mpdypauua Image J yia TiG TTOCOTIKOTTOINCEIG TWV
TPWTEIVIKWY (wvwy, oudTTepIAapBavopévou TnG B-akTiving, evw yia TV aTTelkOvIon Twv
QTTOTEAECPATWY TNG avoooatoTimwong katd Western xpnoigotroindnke 10 TTPOYyPOaUMa
Adobe Photoshop CC.

2.14 Texvikil AVOOOKUTTOPOXNMEIOG

H péBodog TG avoookuTttapoxnueiag auuBaAAel oTov TTPOCBIOPIoHSG BIOAOYIKWY HOpiwy,
otnpEifouevn oTn OUVOEaN TIPWTEIVNG-avTIYOVOU TIOU HOG evOIAQEPEl PE TO TTPWTOYEVEG
avriowua. Ta TV avixveuon Tou TIPWTOYEVOUC QAVTIOCWHATOS XPNOIUOTIOIEITAl  €va
OEUTEPOYEVEC AVTIOCWO TTOU PEPEI hIa PBopidouca oucia. Ta Brpara TNG TEXVIKNG €ival Ta €EAG:

1. Xpwon Twv_UIToxovdpiwv ue TV XpwoTikr MitoTracker CMX-Ros (200nM):
KaAuTtrTpideg TotmoBeToUvTal O TPUPAia, OTTOU avatrTucoovTal Ta KUTTAPQ,
TTapoucia KatdAAnAou BpeTtTikoU Yéoou. Ta KUTTapa emwdalovtal ge Tnv CMX yia
30 AeTTTA KaI £TTEITA AQAIPEITAI TO OPETTTIKO YEGO.

2. Moviyotroinon Twv_KUTTApwvV: ApXIKa, TrpooTiBetal kpua (-20°C) peBavoAn
uTTEUBUVN yIa TN diIatApNon TNG OOUAG TWV KUTTAPWY oTa TPUBAia avaTTTugng Toug
Kal autd TotroBeTouvTal yia 10 AeTTTd oTOUG -20°C. TN CUVEXEIQ, aaIPEiTal KAl
TPooTiOeTal KpUa akeTOVn OTa KUTTAPQ, TA OTToia TOTToBeTOUVTAl TTAAI OTOUG
-20°C yia 2 AeTrtd. H aketdvn KaBioTd tn pepBpdavn diatrepatr) oTa aAvTICWUATA
TTOU TTPOKEITAI VA XPnoiuoTtroinBouv. TEAOG, agaipeital N akeTOvn Kal KAVOUNE
TTAUON pe PBS 1x. Apdtou autd agaipedei, oI KAAUTITPIOEG TOTTOBETOUVTAI GTOUG
-20°C.

3. Xpwon TTupAvwy: MNa TN xpwon Twv TTUpAvwyY, XPNOIJOTTOIOUPE TN XPWOTIK
Hoechst dioAupévn oe PBST-1x o€ TeNIKr) ouykévipwon 1/1000 (1pg/ml). Ta
KUTTapa emwdadovtal pe auth yia 1 wpa o€ Bepuokpacia dWHPATIOU Kal OKOTEIVO
MEPOG. AkoAouBoUv 2-3 TmAUcelig pe PBS 1x. TéEAOG, ETTIOTPWVOUME TIG
KAAUTTTPIOEG O€ AVTIKEINEVOPOPEG TTAGKEG HE TO SIdAUpa PVA.
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3. ANNOTEAEZMATA

3.1 ASioAdynon Tou pOAou TwWV UTTOOOXEWV OTEPOEIBWYV OPHOVWV OTNH
Sla@opoTroinon kKuttdpwyv Neuro-2a (N2A) rapoucia Kal atroucia E2,
DEX, DPN

Mpokelyévou va OIEUKPIVIOTEL O POAOG TwV UTTOOOXEWY TWV OTEPOEIDWV OPHOVWV,
ouykekpipéva Twv GR, ERa kabwg kal Tou TTupnvikou petaypagikou mrapayovra PPARa otnv
KUTTOPIKN dlagopoTroinon, diepeuvABnKav Ta TTPWTEIVIKA TTITTESA TWV UTTOOOXEWV O€ KUTTAPO
Neuro-2a (N2A). o ouykekpiyéva, Ta KUTTapa eTTwdoTnkav oe BpemTikd péoo DMEM pe 10%
FBS vyia 36 wpeg, émeira ye DMEM pe 2% FBS kai petivoikou o&€oug (20uM), wg péoou
dlagopoTroinong Kal PETA aTTo 2 pépeg ye DMEM pe 2% FBS cis kai peTivoikd ogu (20uM).
MeTa atmd 2 pépeg, TTpoaTéBnKav ol oppoveg E2 (10° M) diahupévn oe EtOH, DEX (108 M)
diahupévn oe EtOH kai DPN (108 M) SioAupévo o DMSO. Ta kUTTapa cuAAéxBnkav Kai Ta
ETTITTEDA TWV HETAYPAPIKWY TTapayovTwy Kal B-akTivng diepeuvnBnkav péow tnG HEBOdOoU
avoooatoTuTtwong katd Western. Q¢ pépIo  KAVOVIKOTTOINONG TWV  OTTOTEAEOUATWY

XPNOIYOTTOINBNKE N B-aKTivN.

A)
OAa w¢ 1Tpog ND Control N2A wt
3
2,5
2
1,5
1
0
ND DEX ND E2 ND DPN DIF DIF DEX DIF E2 DIF DPN
CONTROL CONTROL

B GR MPPARa ®ERa

Aidypappa 1. MoooTikoTToINON TWV TTPWTEIVIKWY {WVWV TwV Jopiwv GR, ERa
Kal PPARa Kal KAVOVIKOTTOINON TWV OTTOTEAECUATWY WG TTPOG TNV TTUKVOTNTA TWV
TIPWTEIVIKWY {WVWV TOU Popiou B-akTivng oTa OAIK& KUTTAPIKA EKXUAICUATO
Neuro-2a (N2A). ND: un diagopotroinuéva, DIF: diagopoTtroinuéva
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210 Aidypappa 1. mmaparnpouUpe 011 o GR mmapapével oxeTiké oTaBepdg, KabBuwg diakpiveTal
MOVO pIa PIKPA alénon Twv TTPWTEIVIKWY ETTITTEdWY Tou Katd 9% oTa dlapopoTroinuéva
KUTTOpa TTapoucia E2 kai katd 20% trapoucia DPN. Maparnpouye €TTiong pia hiKpA HETABOAN
Tou ERa, kaBwg augdveral katd 30% oTa dia@opoTroinuéva Kal un diagopoTroinuéva KUTTapa
ava@opdg. AvTIBETWG, TTapatnPoUuE Jia TTOAU peydAn augnon katd 60% tou PPARa ota
OlagopoTIoINUEVA Kal PN KUTTOPA TTapoudia OAwV Twv OpUOVWY. 2Ta dIaPOopOoTIoInNuéva, N
augnon autr evioyxuetal rapoucia E2 kar DEX, kabwg eival yeyaAuTtepn g povadag. Ta
TTPWTEIVIKA €iTTeda Twv Mopiwv atreikovifovtal avaAuTikG Bdon kdBe ouvbnkng oTtnv
TTOPAKATW EIKOVA.

GR

Ratio 1 17 0.8 09 1 1 07 11 1.2 1
ERa

B-actin
Ratio

-
-
-
w
-
-

1 13 1.1 1

—_

PPARa

B-actin

Rato 1 1 17 1716 18 22 28 1.7 1.8
N2A wt ND DIF
s 8 ¥ o 7 g g" o § =
c c () () S c
S S8 O 8

Eikéva 19. ATTEIKOVION TwV TTPWTEIVIKWY ETTITTEOWV TwV Jopiwv GR,ERa kai
PPARa o diagopoTroinuéva kai un Kuttapa N2A TTapoucia Kai atrouaia
opuovwy E2 (10°M), DEX (108M), DPN (108M).

ZUpQwva Pe Toug AOyoug Twv hopiwyv TTou aTtreikovifovtal otnv Eikéva 19. , cuptrepaivoupe
o1 Ta Tpwrteivikd etTireda Tou GR kai Tou ERa TTapauévouv oxeTika o1abepd, o€ avTtiBeon pe

autd Tou PPARa , Ta otmoia augavovtal 7600 TTapoudia oppovwy 600 Kal Katé tn diadikaaia
NG d1aPOPOTToINONG.
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EmmAéov, TTpokeiuévou va eAéyEoupe edv Ta N2A kUTTapa diagopotroindnkav, epapudéoaue

TEXVIKEG QVOOOKUTTOPOXNMEIOG. APXIKG, yia Tn XPWOon Twv MITOXoVOpiwv Twv KUTTapwv

XPNoIJoTToINocaPe TN XpwoTiKA CMX |, émmeiTa yovIPoTIoOINCaPE Ta KUTTapa JE KpUa ueBavoAn

Kal aKETOVN (-20°C) Kal TEAOG yIa TN XPWaon TwV TTUPAVWY XPNOIUOTIOINCOPE TN XPWOTIKN

Hoechst. O1 eik6veg @Bopiouou 10U €A@BNoav atd TO OUVECTIOKG HIKPOOKOTTIO
Hoechst

arreikoviovtal otnv Eikéva 20.
CMX
CMX

Eikova 20. YTTOKUTTOPIKOG EVTOTTIOHOG TWV TTUPAVWYV KAl TWV MITOXOVOPiwV
TwVv N2A Kuttdpwv. A) Mn diagopoTroinuéva N2A kuTTapa,
B) Alagopotroinuéva N2A kuTTapa.

A) Mn diagopoTroinuéva N2A kuTTapa
Hoechst

B) AlagpopoTtroinuéva N2A kUTTapa

2UdQwva Pe Ta TTapattdvw atroteAéopaTta gival egeavig n diagopotroinon Twv N2A
KUTTApwV, KABWGS TTapaTtneouue TNV UTTapén MEYAAWVY afovwy A aAAIIG VEUPIKWY aTTOARgEWY
va ekBaAouv attd Ta pitoxovopia ( Eikéva B,CMX) oe avtiBeon pe 1a pn diagopoTtroinuéva
N2A, 61rou KaT T€TOI0 eV gival epavég oTo avTioToixn eikéva (Eikova A, CMX).
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3.2  ASIoAdynon Tou pOAoU TWV UTTOOOXEWV OTEPOEIBWV OPHOVWV OTNH
SlagpopoTroinon Kuttdpwyv C2C12 Ttrapoucia kKal atroucia E2, DEX,
DPN

Mpokeiyévou va OIEUKPIVIOTEE O POAOG Twv UTTOOOXEWV TWwV OTEPOEIdWY OPHOVWY,
ouykekpipéva Twv GR, ERa kai PPARa atnv Kuttapikr dlagopotroinan, diepeuvndnkav Ta
TIPWTEIVIKA €TTITTESA TWV UTTOOOXEWV O€ KUTTAPA TTOVTIKOU C2C12, uetd ammd 4 kal 6 nuépeg
eTaywyng dlagopotroinong. Mo cuykekpiyéva, Ta KUTTOPA eTWACTNKAV ot BPeTITIKG PECO
DMEM pe 10% FBS yia 36 wpeg kai €mreima atmd 2 pépeg ue DMEM pe 2% HS cis wg péoo
dlagopotroinong. Meta atmd 2 pépeg, TTPoaTéBNKav ol oppodves E2 (10° M) SiaAupévn os EtOH,
DEX (10® M) diahupévn oe EtOH kai DPN (108 M) dioAupévog o DMSO. Ta KUTTapa
OUAAEXBNKaV Kal Ta ETTITTESD TWV HPETAYPOPIKWY TTapayovIwy Kal B-akTivng dlgpeuvhBnkav
Méow TnG HeBGOou avoooarmotuTmwong kard Western. Q¢ pépio kavovikommoinong Twv
QATTOTEAEOUATWY XpnoiJoTroINdnke n B-aktivn. ETmiong mpoodiopiotnkav Ta eTTiTeEda TOU
Tapayovta MyoD1, trou atroTeAei deikTn diagopoTroinong.

A) 4 nuépeg dlagpopoTroinong

3 4D Hormones vs ND Control

2

1 I
Olll LD | O

ND Control ND E2 ND DEX ND DPN 4D Control 4D E2 4D DEX 4D DPN
B GR ERa MyoD 1 PPARa

Alaypappa 2. NocoTIKOTTOINON TWV TTPWTEIVIKWY (WVWV Twv hopiwv GR, ERa
Kal PPARaA Kal KOVOVIKOTTOINGN TWV ATTOTEAECUATWY WG TTPOG TNV TTUKVOTATA TWV
TTPWTEIVIKWY WVWV TOU Jopiou B-akTivng oTa OAIKA KUTTAPIKA eKXUAICHaTA
C2C12. ND: un diagopoTtroinuéva, 4D: 4 nuépeg diagopoTroinong.
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B) 6 nuépeg dlagopoTroinong

6D Hormones vs ND Control

2
1,5

1
. I I I I I
0 i

ND Control ~ ND E2 ND DEX ND DPN 6D Control 6D E2 6D DEX 6D DPN

mGR ERa ®m MyoD1 PPARa

Aildypappa 3. Kavovikotroinon TG TTUKVOTNTAG TWV TTPWTEIVIKWY JWVWV Twv
Mopiwv GR, ERa ,MyoD1 kai PPARO w¢ TTPOG TNV TTUKVOTNTA TWV TTPWTEIVIKWV
{wvwyv Tou Popiou B-actin ota dlagopoTToINUEVA 6 NUEPWY KUTTapa C2C12. ND:

KN diagopotroinuéva, 6D: 6 NuUEPES dlagopoTToinong

210 Alaypappa 2 Trapartnpoupe augnon tou GR mrepitou katd 1,5 povdda oTig 4 uépeg
dla@opOTToiNONG ATTOUCia OpUOVWY , AAAG peiwar Tou kKaTtd 30% TTapoucia E2, DPN kai 70%
Trapoucia DEX. AvtiBéTwg, o ERa augavetal katd 40% trapoucia E2 kai 80% trapoucia DEX.
EmmAéov, TTaparnpeital peiwon tou PPARa trepitrou katd 40% mrapoucia E2, DPN oTig 4
MEPES aAAG Kal atTouaia oppovwy KaTd 20%. TEAog, N MyoD1 wg d€ikTng diagopoTroinong Twv
MUIKWV KUTTApwV auédvetal oTig 4 pépeg diagopotroinong katd 30% artroudia oppovwy, evw
TTapouaia autwy TrepitTrou o1o 80-90%.

210 Alaypappa 3 diokpivoupe Tnv augnon Tou GR katd 18% oTig 6 pépeg diagopoTtroinong
artroucia opuovwy, ueiwon Tou kata 70% Tapoucia E2 kai 40% tapoucia DEX. O ERa
Qaivetal va Tapouciddel pikpr augnon katd 20% mapoucia DEX kal pikpnA peiwon katd 20%
mrapoucia DPN. O PPARa peiwvetal TrTapoudia oppovwy Trepitrou oto 20-40% kai armrouaia
oppovwy Katd 40%. Téhog, n MyoD1 Trapouciader auénon katd 30% Tmrapoucia DEX kai
peyaAUTepn augnon 80% trapouaia DPN.

Ta ammoteAéopara Western Blot avaAuong atreikovifovral otnv Eikéva 21.
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Eikéva 21. ATTeikOvion Twv TTPWTEIVIKWY eMTTEdWY Twv Mopiwv GR, ERa kal PPARa o€ un
dlagpopoTroinuéva Kal 4 kal 6 NUEPEG HETA TNV TTaywY dlagopoTroinon Kuttdpwy C2C12
TTapouaia Kal atroucia opuovwy E2 (10°M), DEX (10-8M), DPN (108M).

2UMQWVA JE TO ATTOTEAEOUATO KAl AVAAUCH QUTWYV, OTTWG ATTEIKOVICETAI ATTO TOUG AOYOoUGg TWV

eMTEDWYV TWV UTTO £€€TaON Popiwv o€ oxéon Pe Ta emiTreda akTivng (Eikéva 21), TTpOKUTTTEl
o1 GR @aivetal va augavetal katd Tn SIdpKeIa TG dIAQOPOTTOINONG KUPIWG OTO XPOVIKG
O1IdoTNPa Twv 4 nuUEPWYV, alénon TTOU QAIVETAI VA avalpeiTal oTo XPovikd didoTnua Twv 6
nuepwyv. H Tapouacia E2 katd 4 kai 6 NUEPES QaiveTal va TTPOKAAET JEIWON TWV ETTITTEOWY TOU.
O ERa @aivetal va Trapapével otabepdg katd 1n diadikagia Tng diapopoTroinong 1000 Twv 4
600 Kal Twv 6 nuepwyv. QoTéco n TTapoucia E2 kar DEX @aivetal va TTpokaAei augnon twv
ETMTTEDWY TOU OTO XPOVIKO dIAoTNHA Twv 4 nueEPWY, dPACT N OTToia dEV TTAPATNPEITAI OTIG 6
nuépeg. O PPARa deixvel va peiveTal 600 TTepvave ol PEPeS TNG dlagopoTtroinang. TéAog, N
MyoD1 @aivetal va akoAouBei To avapevOouevo PoTiBo KaBwg augaveTal OTIG 4 NUEPES Kal OTN
ouvéxela emavépxetal o otaBepd emiteda. MotiBo 6upoio pe autd TG PETAROANG Twv
emmmédwyv Tou GR. ETtiong, n MyoD1 trapouciddel péyioto oTig 4 nuépeg mapoucia E2 kai
DEX. MNapaTtnpoupe Kai pia augénon tng oTig 6 nuépeg TrTapouaia DPN.
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4. TYZHTHZH KAI ZYMIMNEPAZMATA

O1  uttodoxEiG OTEPOEIBWY OPHUOVWY CUMUETEXOUV O€ MIa TTANBWPa ALITOUPYIWV TwV
EUKOPUWTIKWY KUTTApwYV, OTIWG TNG KUTTApPIKAG &1agopoTroinong, Tng avdamTuéng, Tng
QvVaTTaPaywWYynS Kal Tou PETABOAIoHOU. ATTOTEAOUV PEAN MIOG UTTEPOIKOYEVEIOG UETAYPAPIKWY
TTapaydvIwy , ol OTToi0I CURPBAAAOUV OTOV EAEYXO TNG METAYPAPAG TWV YOVIDIWY OTOXWY PETA
TN OUVOECT TOUG ME TOUG QVTIOTOIXOUG TTPOCDETEG, OTEPOEIOEIC OPUOVEG, Ol OTToiEG Egival
ATTé@IAG popla. ETTiong, eAéyxouv Th YETAYPAPR MITOXOVOPIAKWY YOVIDIWV. ZTOUG UTTODOXEIG
OTEPOEIDWV OPHUOVIWIV OVAKOUV 0 UTTOBOXEAG TwV YAUKOKOPTIKOEIdWY (GR) , 0 utrodox£ag Twv
oloTpoyovwy (ERa) , kKATT (Heitzer M. et al, 2007).

Ta YAUKOKOPTIKOEIBH aTToTEAOUV OTEPOEISEIC OPUOVES TTOU CUMBAAAOUV OTnV atmeAeuBépwan
™NG YAUKOCNG Kal  OTnV QaTToIKOOOUNON TTPWTEIVWY TwV TPIYAUKEPIBIWY OTO AITTWon 1010
TTPOCQEPOVTAG EVEPYEIQ KAl TTPOOPOUA POPIA YIa TN YAUKOVEOYEVEDH, QUEAVOVTAG £TC1 TN
YAUKOCN oTo aipa. H kopTI{dAn atroteAei To KUPIOTEPO YAUKOKOPTIKOEIDES. (Boardman C. et al,
2014). Ta olotpoyova cupBdAlouv oTtn dIOTAPNON QUAETIKWY XAPOKTNPIOTIKWY Kol 0TV
avaTTapaywyn, Kupiwg oTIig yuvaikeg. Ta Kupldtepa oloTpoyova cival n oiotpévn (E1) , n
oloTpadidAn (E2) kai n oioTpdAn (E3). To oloTpoydvo-cuvdETNG Tou uttodoxéa ER eival n
17B-o101padidAn (Darbre P. et al ,2022). Ta utrepoeicwuaTa gival UTTOKUTTApIKG opyavidia Ta
oTroia TrepIExouV évCupa yia To JeTaBoAiopo Twv Amidiwv. O PPARa cuppeTéxel o€ TTAnBwpa
AEITOUPYIWY, Hia €k Twv oTToiwY aTToTeAEI N B-o&eidwan Twv AITTapwv ogEwv.

Mia a11d TIG ONUAVTIKOTEPEG AEITOUPYIEG TWV EUKAPUWTIKWY KUTTAPWV gival n dlagopoTroinon
TOUG, OTTOU &va [N €EIDEIKEUPEVO KUTTAPO UETATPETTETAI O€ £va £CEIBIKEUPEVO KUTTAPIKG TUTTO,
aANalovtag 1O OXAMa, TO péyeBog KaBWg Kal Tn METAROAIKA TOoug OpacTnpIdTNTA.
(Inn Chuan Ng et al, 2017).

ApxIkd, emmwdocaue kUTTapa N2A pe Bpermikd péco DMEM pe 10% FBS, 10 otroio
QVTIKATAOTAONKE PETA aTTO 36 WPES e 2% FBS kai peTivoikd ogu (20uM) yia Tnv eTaywyn TG
dlagopotroinong Twv Kuttédpwyv. MapdAAnAa avamtuxbnkav kal KUOTTapa avagopdg, KN
dlagopotroinuéva (avatTugn oe BpeTTIKO péco DMEM pe 10% FBS). MeTtd atmo 2 uépeg avd
aANGgape To BPETTTIKO pe 2% FBS kal peTivoikd kal TTpooBéoape BpetrTikd DMEM ue 2% FBS
cis kal peTivoikd ogUu oTa dlagopoTroinuéva Pévo KUTTapa. 'Etema amd 2 pépeg €yive n
TTPOCONKN OpHOVWY OTa dIAPOPOTTOINKEVA KAl Un KUTTOPA, MIO oucia oTnv KABe Béon Kai
ouyKekpigéva Twv: DEX (108M) diaAupévn og EtOH, E2 (10°M), diaAupévn o EtOH kai DPN
(108M), diaAupévo ae DMSO.

Ooov agopd Ta C2C12, Ta emwdacape pe BpemTikd péco DMEM pe 10% FBS. Tn 2n pépa
TPOOTEONKE OTA TTIATA ME Ta KUTTOPA TTou emBuuouue va diagopotroinbouv DMEM e
2% HS cis, wg péoo dilagopotroinong. Tnv 4n pépa TTpocBécaue 2% HS cis kal TIg opuoveg
DEX (10%M) , E2 (10°M), ka1 DPN (108M). Tnv 6n pépa oUAAEEaue To TTATO TWwvV
OlOPOPOTTOINUEVWY 4 NUEPWYV, AVAVEWOANE TO TTIATO TWV dIAPOPOTTOINKEVWY KUTTAPWYV TWV 6
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nueEPWV Pe 2% HS cis kal mpoobéoape TIg opudveg E2, DEX, DPN. TéAog, Tnv 8n pépa,
OUAEEape TO MATO TWV dIAPOPOTIOINKEVWY KUTTAPWY Twv 6 nUEPWV Kal akoAouBnoe
NAEKTPOPOPNON Kal avogoatTroTUTTwon Katd Western.

AmoteAéopata avoooatmmoTuTTwong katd Western Tou GR kai Tou ERa og Kuttapikd
eKxUAiopaTa Twv N2A dcixvouv 0TI Ta TTPWTEIVIKG €TTITTEdA Twv UTTOOOXEWV TTAPAUEVOUV
OXETIKA oTaBepd, oe avriBeon Pe autd Tou PPARa, Ta omoia onueiwoav avénon 1600
TTapoucia oppovwy 6o Kal Katd Tn dladikacia Tng diagopotroinong. Ta eupripata autd
utTodEIKVUOUV OTI TMIBavov o PPARa diadpapaTifel onuavtikd poAo otnv diagopoTtroinon Twy
N2A tTapoucia kai arroucia opuovwy (Lin C. et al,2018). YTTOAEITTETAI O XAPAKTNPIOKOG TNG
OpacTIKOTNTAG, TO00 Tou PPARA 600 kai Twv GR kal ERa, Twv omoiwv Ta emmieda dev
MeTaBARBNKav katd Tn dlagopoTroinon, woTe va diepeuvnBei TTAAPWGS N CUPHPETOXNAG TOUG OTN
olagpopotroinan N2A KuTTdpwv.

AmoteAéopara  avoocoatorutmwong katd Western Twv umd  €€€Tacn  PETAYPOPIKWYV
TTapayotwy, KabBwg kal Tou Oeiktn diagopotroinong MyoD1 oe KuTttapik@ ekxUAiopaTa Twv
C2C12 deixvouv 011 0 GR auédavetal katd mn didpKela TNG dIAPOPOTTOINONG KUPIWG OTO XPOVIKO
OlIdoTNPa TWV 4 nNUEPWY, avénon TToU avalpeiTal oTo XPovikG dIAoTNPA Twv 6 nuepwyv. H
Tapoucia E2 oTig 4 kKl 6 nuépeg TTpokaAel peiwon Twv emmmédwy Tou. O ERa wotdoo,
TTapapével oTabepdg Katd Tn diadikaaoia Tng diagopoTroinong didpkela 4 kal 6 nuepwv. QoTdéoo
n mrapoucia E2 kai DEX @aivetalr va mpokaAei auénon Tou 1o Xpovikd didoTnua Twv 4
nuepwy, dpdon n otroia dev TTapatnpeital oTig 6 nuépeg. O PPARa deixvel va peiwvetal 600
Tepvave ol pépeg NG dlagopotroinong. TéAog, n MyoD1 @aivetar va akoAouBei TO
QVAPEVOPEVO HOTIBO KABWGS QUEAVETAI OTIG 4 NUEPEG KAl OTN OUVEXEIQ ETTAVEPXETAI O€ OTABEPK
etmmimeda. MNapouoidlel péyioto oTIC 4 nuépeg TTapoucia E2 kar DEX. Ta esuprjpata autd
uttodEIkvUouV 0TI MBavov o PPARa diadpapaTifel onuavtikd poAo otnv diagopoTtroinon Twy
C2C12 tmrapoucia Kal atroudia opuovwy. YTTOAEITTETAI O XOPAKTNPEIOUOS TNG OPaCTIKOTNTAG,
1600 ToUu PPARA 600 kal Twv GR kal ERa, Twv otmoiwy Ta eTTiTreda dev peTapAiOnkav katd
d1agopOoTToiNan, WOTE va dlEpeUVNBEl TTANPWG N CUPHPETOXAG Toug 0Tn dlagopoTroinon C2C12
KUTTAPWV.
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EYXAPIZTIEZ

Oa beAa va suxapioriow v K. Yappd Avva Mapia, yia tn duvardrnra mou pou é6waoe va

OUUNETEXW OTNV EPEUVNTIKA TNS OUAdA yid TNV EKTTOVNON THS OITTAWUATIKNG MOU gpyaadiag,
KaBw¢ Kai yia 10 evolapépov TTou emmédeife KaBoAn tnv didpkeia ng. Akoun, 6a nbsAa va
euxapiotTiow tov urrowneio d16akTopa ewpyavrdmouAo AxiAAéa, yia tnv auépiorn Bonbeia
Kal TNV UTTOMOVH TOU KaTta Tn OIGPKEId UAOTTOINCNS AQUTAC TG £pyaaciag, TIC ATTEPIOPIOTES
YVWOEIC TTOU [IoU LETEdWOE aAAG Kkal yia Tn ouvexy kaBodriynon tou. TéAog, éva ueydAo
EUXAPIOTW OTOUCS YOVEIC oU yia 1 oTHPIEN TOUS O€ KABe uou Bhua.
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