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H mapovoa mruyioxn epyacio ekmovinOnke 6to epyactiplo AOMKNAG Kot AEITOVPYIKNG
Buoynuetog tov tpuqpatog Buoynueiog kot Bloteyvoloylag tov mavemotnuiov

®eocaliog

MEAH TPIMEAOYX ENITPOITHX

e Mnaiotcodg NwkoOraog, Aéktopog Buooynuelag tov tunuotog Buloymueiog xot
Biloteyvoloyiag tov Ilovemomuiov Osocoriog (YmebOvuvog OSmA®UOTIKNG
gpyaciog ).

o Acgwvidag Anuntprog, Avominpotrg KaOnyntg Buooynueiog tov tunpotog
Bioynueiog ko Bloteyvoroyiag tov Iavemotnuiov ®sccariog.

o Zipa Ayurio, Emikovpog Kabnyntpia Biodoyiag-NevpoPioroyiag tov tunipatog

Bioynueiog ko Bloteyvoroyiag tov Iavemotnuiov Osccoriag.

Evyapioticg

®a 1Bera va gvyapiotiom Bepud Tov K. MroAatcd NikdAoo yio TV gvkaipio Tov
HOVL £0MCE VO TPAYLOTOTOU|O® TNV TOPoLGO gpyacio kKabmg emiong Kol yo Tig
YVOOELS KOl TIG EUMEIPIEG TOL HOV UETEOMOE Kol TO ¥pdvo mov 01€0ece kb’ OAn
SLapKELDL TNG EKTOVIONG TNC.

Axopa Bo n0eda va evyoplotom tov K. Agmvido Anuitplo Kot v K. Zipo Ayuiio
TOL OTOTEAOVV LEAT TNG TPIUEANG EMITPOTNG Yo T1) GLUPOAN TOVG 6T de&aymyn T™NG
OUTA®UOTIKNC.

[Switepa evyapotd tov Kobnynm Kovotavtivo 1. T'ovpyovidvn kot ™ Ap.
Ocoddpa Kepevion and v Ilvevpovoroywkn Kiwikny tov [Moavemotnpokod
Noocoxopgiov Adpioag yw v TopaydpNon ToV JEYHATOV amd KopKivo Tov
TVEVLOVO KOl TV GTNPIEN TOVS G€ OAN T O1dpKeln TG EKTOVNONG TG STPIPNC.

‘Eva peydho gvyoapiotd opeihm otov vroynelo owdktopa 1. Mapayxolidn yio
apépomn Pondewa Tov, TN oNuavTiKy GvpPoin Tov ot deEaywyn TOV TEPAUATOV
KaODG KO Yo TNV yoyn GLVEPYOGIO LLOG.

Téhog evyopiot® Ola ta pEAN TOL gpyaotnpiov Aopikng Kot A€TovpyIKng

Buoynpetog yu 1o evydpioto kAipa cuvepyosiog.
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IHEPIAHYH

H pvOuion mg otabepdtrag tov mRNAS mapéyel oto €0KOPLOTIKGA KOTTOPOL £VOl
HUNYOVIGUO EAEYYOL TNG YOVIOLOKNG EKkppacns. Méom avtig puBuiletor n otabepn kot
aKpIPNG HETAPPOOT) KOl OTOIKOOOUNGY] TOVG, KOl KOT' ETEKTOCT] 1 TOWOTNTO KOl M
TOGOTNTO TOV TPOTEIVOV TOL GLVOETOVTOL XTIC VEOTAAGIEG, M amoppLOon ™G
otabepdtnToc Twv mRNAS pmopet vo 0dnNynoel 6e auENUEV TAPAY®OYT 0YKOYOV®V
KOV HELOUEVT] TOPOY®Y ] OYKOKOTACTOATIKOV TpoTeivdv. 'Etol, 1 peAét tov
TOPAYOVTOV OV EUTAEKOVTOL GTNV 0mokodounon t@v mRNAS givol onuoavtikn yio
TNV Katavonorn Tov pOAov Tovg otov Kapkivo. To mpmdto ko kaboplotikd Prjpa yio
TNV AmO1KodOUN o™ TV evkapLOTIKOV MRNAS givar 1 Bpdyvvon tov mToAv(A) ovpdv
ToVG amd o owoyévew evlopmv, TIG amoadevuAdoes. TovAdylotov evvéa
amodevurdceg £xovv Tavtomondel otov AvBpwmo. 1NV mapovoa £pyacio epgvvaToL
N dw@eopomoinon ™G £KPPACNG TMOV  OMONSEVOANCOV GE KOPKIVIKOVUG 16TOVG
TVELLOVA, GE OYEOT LE TOPOKEIUEVO PLGIOAOYIKO 16T0. [0 Vo KaTOvVOoT)cCOVE TO
pOAO TOV OmMO0OEVAOGMY OTOV Kopkivo TOL TvedUOVO ©€ EMIMEOO YOVIOLOKNG
éxppaong anociominke N ékepacn tov amoadevoiacwdv CNOT6, CNOTOL ko
CNOT7 o¢ kdtrapa mpoéievong kopkivov tov mvedpova (squamous cell carcinoma)
Kol avalvOnke 1 emidpaocn TG Olepyoasiog oty EKEPOCT TOL GLVOAOL TOV
yovoiopatos. Ta omoteléopoto deiyvouv TG M EKEPOCT TOV OTONOEVOANLCHV
oAGler otov Koapkivo tov mvevpova. Eveo péow tov  mewpapdtov DNA
HUIKPOGVOTO(IDV, TPOCO0PIoTNKAY UETAPOAEC OTO TPOTLTO YOVIOIOKNG EKPPAOTG,
OTMOKOAVTTOVTAG VEEG GYEGEIS UETOED KLTTOPIKMOV LOVOTTATI®V. O TopatnpfceLg oG,
0€ GOLVOLOOUO HE TNV TEKUNPIOUEV] OAAOYT]  EKQPOONC OYKOyovidiov N
OYKOKOTOGTOATIKOV Topayoviwv, Ba pumopodcoov va 0OCOVV VEN TPOOTTIKY] GTNV
KOTOVONGT TOV HOPLOK®OV UNYOVIGL®OV TOL KOPKIVOL HEGH TOV UNXAVIGUOV
amotkodounong twv mRNAS, avadelkviovTag TOVG TaPAYOVIES TOV GUUUETEYOVV GE

aVTOVS MG VITOGYOUEVO G6TOYO Bepameiog.

(6]
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ABSTRACT

The regulation of mRNAs stability in eukaryotic cells provides a mechanism for
control of gene expression. Through this, stable and accurate translation and
degradation of mMRNAs is regulated, reflected to the quality and quantity of the newly
synthesized proteins. In cancer, deregulation of mMRNAs stability can lead to increased
production of oncogene products and/or decrease of tumor suppressor protein levels.
Thus, the study of factors involved in mRNA degradation is important for
understanding their role in cancer. The first and rate-limiting step of mRNA
degradation is the shortening of their poly(A) tail catalyzed by deadenylases. At least
9 deadenylases have been recognized in humans, yet it is not clear the advantage to
have so many poly(A)-degrading enzymes. We study the expression of deadenylases
in lung cancer tissues, compared to adjacent normal tissues. To understand their
diversity in lung cancer we silence the expression of CNOT6, CNOT6L and CNOT7
in human NCI-H520 cells and study the impact on gene expression using microarrays.
The analysis showed that the expression of deadenylases alters significantly in lung
cancer compared to controls. Moreover, gene expression analysis via DNA
microarrays experiments, revealed new relations between cellular pathways. Our
observations, combined with the documented changes in expression of oncogenes or
tumor suppressors could provide new perspective on our understanding of the
molecular mechanisms in cancer through the mechanisms of mRNA degradation,

revealing the factors involved as promising candidated targets for therapy.

(7]
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KE®AAAIO 1

Kapkivog tov nvevuova

1.1 Ewayoyn

O «xopkivog tov 7mvedupova elvar 0 mO KOWOC Kot Bovatnedpog kapkivog
TOYKOGH®G. Aotehel Tnv potn artio Bavatov kapkivov 6Toug Avopeg Kot TNV Tpitn
oTIS yuvaikeg (HeTd TOV Kapkivo TOL HAGTOL KOl TOV KOPKIVO TOL TpaynAov 1Tng
untpag). Kdébe ypovo odwayryvaokovior mepiocodtepa oamd 1,2 exoatoppdpla véa
nePLoTATIKG Kopkivov tov mvevpova (Stewart ko Kleihues, 2003). Ta dtopa mov
npocPdAiloviar €govv ducpevny mpdyvmon kKot poévo 1o 14% €xer mpocodoKipo
emBioong mévte ypdévia otig H.ILA., evd 10 mocootd omv Evpdnn xopaiveton 6to
10% kot 6T avanTVGoOUEVEG XDPeS avépyetal 6to 8,9% (Parkin xaz ovv., 2005).
2mv EAAGda o kapkivog tov mvevpova givor vevBuvog ya to 30% tov Bavitov and
Kakonon veomhdopota oTovg Avopeg oAl povo yw to 10% otig yuvaikes. H
Ovnowdmto and kopkivo tov Tveduove, Topovcldlel cvveyxn ovénTiky mopeia,
aviroyn pe v mopeia g Bvnodtoag omd dAlo kakonOn veomhdopato kol dgv
EUQOVIEL TNV TTOTIKY TACT TOL TOPOLCIALETAL GTOV AVOPIKO TANOBLGUO O AANECG

yopec (World.Health Organization).

1.2 Ta&vounon Tov KapPKivov TOV TVELHOVA

2oppwvo pe v wortonaboroywkr| tagvopnon (WHO, 1997), o kapkivog tov
nvedpova taSvopeitatl facel TV PLOAOYIKAOV KOl KAIVIKOV TOV YOPAKTNPIOTIKOV GE
dvo THmovg.

Ot Y0 avtoi Tomot givar 0 pikpokvTTOaPKdS Kapkivog mvevpova (Small Cell Lung
Cancer, SCLC), kot 0 un pkpokvttapikos kapkivog mvevpova (Non Small Cell Lung
Cancer, NSCLC). Q61660 vdpyouv TEPUTOCEL; OOV O KOPKIVOG TOV TVELLOVA

enpaviCer yapakmpiotikd 1660 tov SCLC 660 xar tov NSCLC, kot ovopdleton

(8]
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«ZVVOLOOUEVOG  UIKPOKVTTOPIKOS/ UN-IKPOKVTTAPIKOS  KOPKIVOG TOV  TTVEDHOVO.
(Sekido xaz ovv., 1998).

1. Mn JKPOKUTTAPLKO KopKivwpa tou vevuova (NSCLC) 70-75%

Kapkivwpa amo mhakwdeg emBrAto (emibepuoeldec) 25-30%
Abdevokapkivwpa (30-35%)
Kapkivwpa anéd peydaia kottapa (10-15%)

2. MKPOKUTTOPLKO KapKivwpa tou tvevpova (SCLC) 20-25%

3. Zuvbuaouévol turnot (5-10%)

ZuvnBéotepa

MILKTO KapKivwpa amo MAakwOeg eTBAALO Kal adevokapKivwpa

MLKTO Kapkivwpa amo mAakwdeg eruBnAto kat SCLC

IMivaxog 1: Iotoloyikhg tagvounong kot enintoong katd npocéyyion (Robbins xar ovv.,
2002).

»  Mikpokvtopikoc kapkivog tov mvebuovo. (SCLC)

O MKII anoterel mepimov 20%-25% OA®V TOV TEPMTOGE®V TOV KAPKIVOL TOL
nvebpova. O MKII eivar m o embetikny popen xoapkivov tov mvedpova. Tao
UIKPOKVLTTOPIKA KOPKIVOUOTO eU@avifovtol Yevikd oG oypéc, Qoes Haleg e
KEVIPIKY] EVTIOTIOT, Ol OMOlEG EMEKTEIVOVTIOL GTO TVELUOVIKO TOPEYYVLLO KO
TPOocPAAlovV TPOLE TOVS TVANTIOVS Kot TOVG HecmBmpaKikovs Aeppadéves. Tlapdtt
TO. KOPKWVIKE KOTTOpQ €ivor pikpd, dimAactalovtal Ypiyopa, ovaTTOGOOVTOL EMIGNG
TOAD ypnyopa Kot Omuovpyodv peydrovg Oykovg. Ot dykor avtoi cvvibog
eCamlmvovtal ypriyopo 6€ GAAG OPYOVO TOV CAOUATOS, GULUTEPIAALPOVOLEVOL TOL
EYKEPALOV, TOV Mmatog KAODG emiong kot oto ootd. Ta kKapkKvopaTo ovTd
amoTEAOVVTOL OO KOTTOPO HE OTPOYYLAO €M KOl OTPOKTOEWEG GYNUO, EAAYICTO
KUTTOPOTAOCLO KOl AETTOKOKKMON ypwpativy. Kopuo artion g epedviong tov

LIKPOKVTTOPIKOD Kopkivov givar to kamviopa (Elias, 1997 Robbins xaz ovv., 2002).

[9]
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Ewéva 1.1: Mikpokvttapikog kapkivog tov mvevbpovo. (Travis, 2011).

» My puxporvtrapikog kapkivog tov wvevuova (NSCLC)

O MMKII givou n mo cuvnBiopévn popen kapkivov tov tvevpova kot vfvvetar yio
nepimov 80% 1OV GLVOAOL TV TEPICTATIKMOV. ATO awtovg O t0 80% Tapovoidlet
dbomaptn M tomikd wpoympnuévn voco (Park war Altorki, 2002 ). O tomog awtdc
TEPAMAUPAVEL TPELS IGTOAOYIKOVS TOTOVS, TOV TAUK®MOT], TO 0OEVOKAPKIVOU KOl TOV
LEYOAOKVTTOPIKO.

Kopxivouo, omd  mloxwdsc emiOniio 1 emidepuocione xopxivoc (squamous cell

carcinoma): givat o cvyvoTEPOG Ppoyyoyevig kapkivog kot omoterei o 30% OAmV
TOV TEPUITOOEMV TOV KOPKivov Tov 7vebpova To KopKvOUoTo omd TAUKMOEG
emOAM0 etvar ouyvoTtepa 0TOVG GvIpeS amd OTL oTIS Yuvaikes. EppaviCovv v tdon
VO 0VOTTUCOOVTOL KEVIPIKE, GTOVE KUPLOUE PPOYyYovs Kot va SlGTEIPOVTAL GTOVG
EMYMPOVE  TTNAOIOVG, AepQadEveG evdd  eEMOMPOKIKY]  YEVIKELUEVN  Ol0GTOPA
ovpPaivel apydTEPU GUYKPITIKA LE TOVE AALOVG 1GTOAOYIKOVG TOTOVS. IoToAoYyIKA O1
OyKol ovTol Kupaivovion amd KoAG S10POPOTOMNUEVO KOPKIVOUOTO OO TAUKMOES
emBnAo mov epeoviCouv TEPAES KePATIVIG KO LECOKVTTAPIEG YEQPULPES UEYPL TTOYA
JWPOPOTOMUEVE  KOPKIVOUATO HE  EAGYIOTO  VTOAEWUATIKE — YOPOKTPLOTIKA
TAOKOOWOV KUTTAP®V.

Adevokapkivoua: €ivor 1 O SOEOOUEV HOPPY] KOPKIVOL TOL TvedHova KoOMG

gvBuvetan yuoo o 40% OA®V TV TEPTOGEDY. T OOEVOKAPKIVOUATO HTOPOVV VL
ELLPAVIOTOVV G KEVIPIKES PAAPEG 0TS 0 16TOAOYIKOG TOTOG ad TAAKMON KOTTOPA,
oA cuvnBwg evtomiCoviat TepipepkdTePa. Ot OYKOL ALTOL OVOTTOGGOVTOL OPYH Ko

oynuatiCouv pikpdtepeg HALEG CLYKPLTIKG HE TOVG GAAOVG  IGTOAOYIKOVS TOTOVG

[10]
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aALG Teivouv va pebiotoviotl evpémg oe TPOIO 6Tdd0. Iotohoykd, eneEepydlovion
TOWKiAN popeoroyia 0TS KuWeAd®ON (oynuatilel adéveg), OMADIN Kot cLpTAY.

eyodorvtTopiko kKoapkivoue. (large cell carcinoma): amoTteAsl T 0T {
Meyol (1 Il ): amoterel to 10% TV Kopkivov

TOL TVEDHOVO, KOL OVOTTOGGETOL GLYVOL OTNV TEPIPEPELD. TOL TveELHOVO. Ta
KOPKIVOUATO o0 UEYAAD KOTTOPO OTOTEAOVV M0, OUAd0 VEOTAMGUATOV TOV
OTEPOVVTIOL KVTTOPIKNG OlPOPOTOINCNG Kol TPOPAVAS  OVTITPOCSMTELOLY  €iTE
KOPKIVOUATO ammd TAOK®MOES MO0 gite adgvokapKivdLoTo To 0Toio eivat 1060
adlPOPOTOINTOL  (MOTE OEV EMIPEMETOL 1| TMEPETAP® TOVTONMOINGON 7Tovc. Ta
VEOTAUGLOTIKA KOTTOPO €ivol peydAa, cuvilmg avamAacTikd Kot £(0vV UEYAAOVG
QLGOMOMOELG TVPNVES pe évtova mupnvia. Ilepiotaciakd or dykol meptlappdvouv
€vaL EMKPATOVY GTOLKEID YIYAVTI®OV KLTTAP®V, TOAAG 0t To omoia efvat ToAvmThpnva,
YLYOVTOKVTTOPIKO KOPKIVOUO, VM GAAOL OTOTEAODVTIOL OO OTPOKTOEWN KOTTOPA,
OTPOKTOKLTTOPIKO KopKivouo. Mepwkol Oykor cuviotovv pelypo Kot Tov Jvo
YLYOVTOKVTTOPIKO KOl OTPUKTOKVTTOPIKO Kapkivopa. To Kopkivopoato omd peydio
KOTTOPO. €YOVV KOKN 7TPOyveoon AOY® g Tdong Toug va  OlooTEipovTol o€

OO LLOKPVGUEVES TTEPLOYES TPADULOL KATO TNV TOPEID TOVG.

Ewova 1.2 :01 tpeig TOTOL TOV Un-pkpoKuTTOptkoD Kopkivou tov mvedpova. A) ITAakddeg

Kopkivopa. B) Adevokapkivopa. I') Meyodokvttopikd kapkivopo (Travis, 2011).

[11]
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Ewéva 1.3: Ot 1€00epelg TOTOL KAPKIVIKOV KUTTAP®V GTOV TVEDHOVO Kol Ol TEPLOYEG TOV
nvebpova tov eupavifovral (ADAM.Inc).

1.3 Xtaodomoinon

Me Bdon to péyebog tov GyKovL, TNV AVIXVELOT  KOPKIVIKGOV KLTTAP®V GTOVG
Aeppadévec kabBmg Kol TNV ovedpeon UETAGTOONG TOvS o€ GAAa Opyova, Ot
Kapkwvikoi avtoi tonor tavouovvtal o€ téocepo otddia (otddio I-1V).

Ytadiov I: To péyeboc tv Oykov ot Eemepvd ta 3cm kot dgv dmBovv Tovg
AELOAOEVES M| TOVG KVLPLOVS BPOYYOVGE.

Ytadiov II: Ot dykor €xovv péyeBoc peyorvtepo amd 3cm, mepthapfdvovv Tovg
KOplovg Bpoyxovg 1 0MBovv Tov meptomAdyvio vel®KAITaA.

Ytadiov II: Ot 6yKot £ovv omooonmote péyedog, dSmbovv 10 Bwpaxkikd Toiywuo, To
dwppayna, To HeGOTVELUOVIO LRECOKOTO, TO TEPITOVO TEPIKAPOIO KOl TOVG
AEPQOOEVEC.

Ytadiov IV: Ot 6ykot tapovsialovv petactdoelg oe dAla 6pyava (Shields, 2001).

[12]
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1.4 AvtwoaBoyévera

To wémviopo Kot oe oA pikpdtepo Pabud dArlor mepiParloviikol TapdyovTeg
evbivovtol yuoo TIG YEVETIKEG UETAPOAEG OV TPOKOAOVV KOPKIVO TOL TVEDLOVAL.
Yrotiotikd, mepinov 10 90% tev Kapkivav tov Tvedpova epeavilovial o vepyong
KOTVIOTEG 1| O€ OVTOVG 7OV OTapdTNoOV T0 KATViopo mpoceato. To mafntkod
Kamviopo avédvet eniong Tov Kivouvo epedvions Tov KopKivov Tov TveDUOVO TEPITOL
Ovo QOpPEG GE OYECN HE TOLG UN KATVIOTEG. MeTa&) TV 16TOAOYIKOV TOTOV TOL
KOPKIVOL TOL TVELHOVA, TO JMKPOKVTTOPIKO KOPKIVOUOTO KOl TO KOPKIVAOUOTO oo
TO TAOKMOEG EMONALO0 TOPOVGLALOVV TNV 1oYLPOTEPN GYEoN Le EkBeon 6TO KATVO.

AlNot moapdyovteg KvdOVOL TOL EVEXOVTOL GTOV KOPKivo Tov mvevpova givor m
éxbeomn oe mepifarilovtikovg pomovg, m €kbeon oe yMUKEG ovGie OTMWC GTOV
apiovto, apocevikd, ypoulo, vikeho kat frvvdoylmpidto kot vaepitn (Williams kot
Sandler, 2001).

Exto¢ omd 1o wdmvicpo kot Ttovg mEPPOAAOVTIIKOVG TAPAYOVIES, YEVETIKOL
napayovteg puBuilovv ™ petaAroSloydvo opdorn TV KapKvoyovev ovoimv. Ot
TOAVUOPPICUOL TV  OYKOKOTOOTOATIKGOV Yovidlowv KaBdg kot ot oAANAKEG
TOPOALOYEG TOV YOVIOIOV TOV EUTAEKOVTOL OTNV OTOTOEIVMOT|, EUTAEKOVIOL GTO
Kapkivo tov mvevuovo (Dialyna xar ovv., 2003). T mopdderypo, mOAAEG YN UIKES
ovoieg (TPOKAPKIVIKA) amortodv TV evepyomoinom tov eviuuikov cuotruartog P-450
YO TNV UETATPOMN TOLG GE  KOPKIWVIKA. AKOUY, TPOLTAPYOVGEG UN-KOKONOEIS
TVELUOVIKEG VOGOl OT®MG  YPOVIOL OTOPPOKTIKY) TVELLOVOTAOELX, 1010madNg
TVELLOVIKT tvoon kot gupatioon, oyetilovior pe avénuévn mbavotnrao Kapkivov

nvevpova (Robbins xaz ovv., 2002).
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1.5 Mopwki] Broioyio Tov KapKivov ToOV TVEOLHOVA

H avémtuén kot n €EEMEN Tov Kapkivov Tov Tvedova vl Hio TOAVTAUPOYOVTIKY
depyacia mov yopoktnpiletal and T GLGGOPEVCT TOALDY YEVETIKAV, LOPLOK®V Kot
emyevetik®v  oAloydv  (Sekido kar  oov.,, 2003). To kopkvikd KOTTOPO
yopaxtnpifovtot amo:

4 outo-emdpkel o€ avENTIKA  onuata,  AOy®  petoAAdEemv  og
TPOTOOYKOYOVIdLa,

4 oamoAelo gvaiohnoiog o avi-ovEntikd onuata, AOY® UETOAAAEE®DV OF
0YKOKOTOGTAATIKA YOVidlo

4 OVOGTOAN TOV TPOYPOUUUATICUEVOD KLTTOPIKOV BaviTov (amdTTmon)

4 ameplOploTn OLVATOHTNTO AVTLYPAPNC, EEatTiog TG OpAoN S TG TEAOUEPEONG

4 0lTNPM O TNG AYYEIOYEVEDTG

4 mpocPoin Tov 1oToD Kot petdotoot (Panov, 2005).

TeveTinég Kou [opLoKkeS ovaUalies

210 Kopkivo TOv TVEDHOVO TTOPOTNPEITOL EITE LIEPEKPPACT] OYKOYOVISI®V €lte
OEVEPYOTOINGCT]  OYKOKATOGTOATIKMOV YOVIOI®V, ONHIOVPY®OVTOS £TGL AALOLDCELS O
yovidle mov puOuilovv ToV KLTTOPIKO KOKAO KOl EAEYYOVV TNV KVLTTOPIKY avATTLED.
Emniéov eppaviCovrol ypoUocookés ovmpoAies (avevmlogdio) mov cuvodevovTal
ond OomOAEL N TEPIGOEL OAAMAWMV KOl OOUIKEC KUTTOPOYEVETIKES OVOUOAMES
(Sekido ka1 ovv., 2003). Emiong, epeoviletor cuyvd tkpodopueopiky aotabeio mov
aQopd o€ Alyoug EMTOTOVE Kol EKONADVETAL PE UETOOECEIC UELOVOUEVOV TOVIDOV
oANAov oe cOykplon pe 10 @uowAoywd DNA tov 1diov acBevr. H cuvolk
EULPAVIOT KPOSOPVPOPIKADV LETOTPOTMOV GE UELOVMOUEVOLS EMTOTOVS EUQOvIleTaL
670 35% TOV JKPOKLTTAPIKAOV KOl 6T0 22% T®V UN-HKPOKLTTOPIKOV KOPKIVEV TOV

nvevpova ( Sekido xaz ovv., 1998).
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Toviowo Tpomomomosig Xoyvomnra %

SCLC NSCLC
FHIT ‘EXenyn/MetdAhaén ~80 ~40
Ras Metddhaén <1 ~20
ERB1/EGFR Yrepékppoon - ~60
ERB2/HER2/NEU  Ymepékppoon - ~20
Myc Yrepékppoon 15-30 5-10
BCL-2 Yrepékppoon 75-95 10-35
pl6ink4a Amevepyomoinon 0-10 ~70
(EAdewym/Metarroén/Y meppeboii
®on)
Rb Amevepyomoinon ~90 ~15-30
(EAdenyn/MetdAraén)
p53 Amevepyomoinon 80-90 ~50
(EAlewyn/Metailatn

IMivakog 2: Tuyvég KUTTOPOYEVETIKEG OAAOYEG GE Kapkivo mvevpovo (Mitsuuchi kot Testa,

2002).
Tpomomomoeirg SCLC NSCLC
Elleiyerg 3p, 4p, 44q, 5q, 8p, 10q, 3p, 64, 8p, 9p, 9q, 13q,
13q, 179 17p, 18q, 19p, 21q, 22q
IpooOijkeg 30, 5p, 84, 19q, Xq 1p, 1q, 30, 5p, 7p, 79, 84,
11q,12q

IMivakog 3: Zvyvég poplakég yeveTikég alayég oto Kapkivo Tov mvedbpova (Mitsuuchi kot

Testa, 2002).

Emyevetixés alloyéc

Ot emyevetwcol adhayés elval KANPOVOUNGCIUES Kol gV AQOPOLV OAAOYEC GTNV
aAnrovyic tov DNA. Ot xvpldtepeg EMYEVETIKEG TPOMOTMOMGELS, €lvar M
napekkAivovca peBuiioon tov  DNA (vmopeBuiiomon kot vreppebvriioon twov
KUTOGIV®OV OE OULYKEKPIUEVEG 0EGELG), M UETO-UETAPPUCTIKY] TPOTONOINCT TMOV
16TOVOV (aKETVAI®MON, POSPOpLAImoN Kot peBLAMMOT) Kol 1 EMAYWOYN YOVIOIKNG
KOTOGTOANG amd TN HecOAdPnomn mokidwv popedv RNA, avtivonuotikd petdypaoa,

un kwdwké RNA 1 RNAi (Bowman xaz ovv., 2006).
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1.6 Avdyvoon, Tpoyvmon Tov KaPKIvVOL TOV TVEOHOVA.

ENUOVTIKO €PYOAEID Y100 TNV OVIXVELGT TOV KOPKIVOL TOL TVELHOVE, TNV TPOYVOON
Kot v 7TpoPAreyn eivar ot kopkwvikoi Oeikteg. Ilpdkettar yio Poudplo mov
aVYYVELOVTOL GE VYNAEC GLYKEVIPMOOEL GTO Oilo, GTO OVPQ, GTOLG 1GTOVS, GTO
EYKEQPAAOVOTIOH0, OCKNTIKO, TAELPITIKO LYPO. Alvovv TANpoPOpieg OYETIKA pE TNV
omapén, ™ @von, 10 uEyebog, TV VITOTPOT| N TNV UETACTOTIKY €EAMAMON H0G
KaxonBovg depyaciog otov opyaviopd. Qot060 avENUEVES TIHEG TOvg eppavifovtat
KOl GE OPIOUEVEG N KOPKIVIKES TOHOAOYIKEG KATAGTACELS.

Ot dgikteg mov ¥pnoiporooHvTol cuVNO®G GTNY d1YVEOSN, TNV TPOYVOGT| KOl GTNV
napakorovdnon acbevov pe SCLC egivor to Pro-GRP kot m €181k veupmviky
evoldon (NSE).

Av ko glvar dvokoro va Tpocdiopicovpe to enineda tov GRP otov 0pd e&artiog g
aoTAOEG TOV GTO aipa, ypnotponoteitol wg edkog deiktng yio to SCLC 1o Pro-GRP
nov givatl otabepd oto aipa. To Pro-GRP mailel onuaviikd poro oty didyvmon tov
acbevav pe SCLC pe gvoctnoio 65-80% kot ewdwomto 93-96% (Lamy xaz ovv.,
2000° Shibayama xoz ovv., 2001). Télog, ta eninedo Tov Pro-GRP otov 0pd mtailovv
pOA0 oV mopakolovOnon tng Bepameiag, oV AvViyvELON TNG VITOTPOTNG KOl GTIV
nopeio, TG vooov twv acbevav ( Miyake ko ovv., 1994 Sunaga ko ovv., 1999°
Niho ka1 ovv., 2000).

H NSE ypnoipomoleiton emiong otn ddyvmon €01KOTEPO GE GUVOLUGHO UE TOVG
deikteg TPS ko CEA. H NSE mapovcialet dioyvootikny evarcdncio 76% (Kushlinsky
kor ovv,. 1996). H NSE epgaviletar eniong vo givar aveEaptntog mpoyvmoTtikog
deikng emPioong. Merétreg €dei&ov o0ttt 1 NSE elvon mo ypiown oy
napakorovOnon towv acbevov pe SCLC mov vmoPdiiovtor oe ynueoBepameio
(Carney kot ovv., 1982° Abbasciano oz oovv., 1999). Métpnon tov emmédwv g 21
pépeg petd tn ynuewobepomeion £de1iEe Ot elvan évag aveEApTNTog TPOYVEOGTIKOG
TOPAyovTog o€ avtovg Toug acbeveic (Jin koz oov., 2001).

Ta enineda tov Pro-GRP avédvovtal katd péoco 6po 35 pépeg mpwv v KAMVIKN
évoeltn vmapéng votponng eved ta enimeda Tov NSE avédvovrtar 20 pépeg petd v
aviyvevon vrotponng (Okusaka xaz ovv., 1997).

O kapkwvikoi deikteg ypnoyomoovvior 6to NSCLC w¢ mpoyvootikol deikteg g

EKTOONG TNG VOGOV TPOEYYEPNTIKA € aobevelg pe evtomopévn vOco, GtV ANum
[16]
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AmOPOCNG Yo TNV €QPAPUOYN YNUEWOepameing, otV TapakKolovONoN avVTATOKPIoNG
o Bepaneio KaODG emiong Kol TNV LETEYYXEPNTIKN TapaKoAovONon acbevmv

To wxopxkwvoeuppuikd aviryovo (CEA), Bewpeitor mpoyvmotikdg Oeiktng otov
yewpovpynoipo NSCLC, pe oploxn tyun 2,5 ng/ml. AvEnuéveg tuég @avepdvouv
ety poyvoon (Rubins xar oov., 1998). Evd kanoteg dAleg Epguveg Bewpovv 6TL 0
TPOGOOPIGUOG TOV OEV EYEL TNV OOUTOVUEVT] €W0IKOTNTO Kot gvoucOncio oty
depevvnon tov NSCLC (Dent kaz oovv., 1978).

To CA 125, oaivetar va egivor €vag GALOG  aveEdptntog mPOEYYEPNTIKOG
TPOYVOOTIKOG deikTng emPiwong, erevBepng vocov, pe oplaxn tun 15U/ml. Otav ta
emimedo Tov Ogiktn vIEPPOV VTV TV T TaPoVoIdleTal aVENUEVOS KivOuvog
vrotponn®v (Diez kot ovv., 1994° Diez ki ovv., 1995).

Eniong o CYFRA 21-1 (tpunquo tng xvtokepativig 19 )éyelt vynmin TpoyvmoTiki
agia otov NSCLC pe opuokn tyn 3,3 ng/ml xor dwyvootikr evaisOnocio 72%
(Kushlinsky xaz ovv., 1996 Stieber ko1 oov., 1999). e perétn 67 atdpmv pe NSCLC,
vyniotepa enineda CYFRA 21-1 and 3,6 ng/ml otov opd Ppébnke va oyetiCovron
HE OTOYN TPOYVOON Kot Yio TV oAIKN emPimon kot yio v emiPioon yopic eEEMEN
G vooou o€ acBeveic pe yeypovpynoo kapkivo. O CYFRA 21-1 umopet emiong va
ypnoworombel oy aE0AOYNON TG OMOTEAECUOTIKOTNTOG TNG YMUEOepameiog
(Van der Gaast xoz ovv., 1994" Ebert xou Muley, 1999). Téhog, kdmoleg UEAETEC
vrootnpifouv otL 1 petaporn) tov CYFRA xatd 10% €xer mpoyvootikn oia otov
TPOGOOPIGUO TV VTOTPOTTAV, e gvansncio 60% ko o Ta 100% evd Kamoteg
GAAec peréteg agoroyovv v petafoAin tov CYFRA «katd 30% ((Hamzaoui xou
ovv., 1997 Ebert ka1 Muley, 1999 ).

To SCC-Ag (squamous cell carcinoma antigen ) pmopei eniong vo ypnoipomondei

¢ Kopkwvikog deiktng oto NSCLC pe opraxn tywn 2,5 ng/ml (Body xoz ovv., 1986°
Mino xaz oov, 1988). ADVENGN TOV OVTIYOVOL TPOEYXEIPTIKGA GLVOSIEVETAL OO PTWYN
npoyvoon (Niklinski ko ovv., 1992%°). To cOpmloko petarrompmteiviv propel va
etvan g&icov ypnowo oty khvikn €pgvva Yo acBeveic pe NSCLC. H vrepékppaon
100 MMP2 gavepmvel ptoyn mpoyvoon oe apodo otadto NSCLC (Passlick xou
ovv., 2000). H MMP9 givar évag aveEaptntog TpoyveooTikoc deiktng og aobeveig e

xepovpynoipo kapkivo (Sienel kaz ovv., 2003).

[17]

Institutional Repository - Library & Information Centre - University of Thessaly
20/05/2024 00:53:45 EEST - 3.139.236.33


http://www.ncbi.nlm.nih.gov/pubmed?term=%22Hamzaoui%20A%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/pubmed?term=%22Passlick%20B%22%5BAuthor%5D
http://www.ncbi.nlm.nih.gov/pubmed?term=%22Sienel%20W%22%5BAuthor%5D

KE®DAAAIO 2
RNA

2.1 Ewoayoyn

H omoppOBuion g yovidokng £kepacmng eival yopaKTnploTikd YVOPIGUN TOL
kapkivov. Eivorl oamapoitntoc, AOUOV 0 UETA-PETAYPOUPIKOS HNYOVIGUOS Yo TOV
Eleyyo ¢ yovidwkng Ekepaong. Ta peta-petaypa@ikd yeyovota mepthapfdvouv
enefepyaciac o mRNA, v &ayoyn tov MRNA oamd6 10  7LPNVA GTO
KLTTOPOTAOCHO, TOV evTomod Tov MRNA, ™ otabepdnta tov mMRNA kou ™
petappaotikny poduon. O pvOuog cuvheong tov MRNA kabmg emiong kot o pvOUOC
OTOKOJOUNONG TOV emnpedlel onuavtikd ™ otafepotntd tov (Audic kar Hartley,

2004).

2.2 Qpipaveny MRNA

210 gukopLOTIKA kKuTTapa yio va, eEayxbel To MRNA ond to mupiva vepiotaton peta-
LETAYPOPIKEG TPOTOTOMGELS DOTE TO TPOUYLO UETAYPOPO VO LETOTPATEL GE MPILO
MRNA kot va givar Aettovpykd. Ot tpomomomoelg avtég eivor 1 TpocHnkn g 5'
KaAvmtpog (capping), to pdtiopa (splicing) kot . mpocOnkn poly(A) ovpdg oto 3'
aKpo (ToAvadevorimon).

H tpomonoinon tov 5' dkpov tov MRNA £ykettal otn Tpocshnkn Hog yovaviving mov
etvar peBohopévn ot Béon 7, and ™ 7-pebvro-tpavopepdon g yovoavivng. H
YOLOVIVI] EVAOVETOL HECH LG TUPOPOGPOPIKNG YEPLPOS LE TO 5’ AKPO TOV TEAMKOV
vovkAgoTdiov tov MRNA Kot étot dnovpyeitar évag 5'-5' TPLO®GPOPIKOS SEGLOG.
Ymv  mpooOnkn avty ovppetéyovv  Tpion  évlopa, plo  eowoeatdon, pio
YOLOVVAOTPAVGPEPAOT, Kot pior peBuidor. Extog and ) pebuAiioon oto N-7 g
yovavivng copfaivovv kot dAieg dvo peBvldoelg otig dvo Tponyovueveg pROLec.
‘Etot dwkpivovion tpio €10m koAvppatog avaioyo pe to mAinbog peBuldoewv mov

eépovv: Kahvppa 0, 60tav dev vapyetl emmpdcobetn pebviimon, kdAvppa 1 6tov 10

[18]

Institutional Repository - Library & Information Centre - University of Thessaly
20/05/2024 00:53:45 EEST - 3.139.236.33



TPMOTO GhaKyapo TS PPOLNng etvar kabodikd pebviiopévo, kKdAvppo 2 6tav Kot to 6o
obyopa ™G pPOing eivar kaBodwkd pebBviopéva. Ot pebvolmoelg avTég
otafepomolovy 10 mRNA Kol TO TPOSTUTEVOVY OO TV ATOKOdOUNoN amd T1g 5'-
VOUKAEAGEG Kol TIG @moPatdoes. EmmAéov, n koAvmtpo Bonbd oty omokomn Kot
OTNV OTMOUAKPLUVOT TOV WIpOVioV Kol oTnv odENon ™S UETOUETAPPACTIKNG
wavotntag Tov MRNA and ) petapetoepacTtiKkny unyxavn tov kKuttdpov (Mapuopdg
kot Aapmpomoviov, 2005).

To debtepo peta-petaypagikd yeyovdg mov veictator to mpodipo MRNA givon 1o
pétiopa. To pATIOUO EMTUYYAVEL TNV OQOIPEST] VTPOVIOV Kol TN GuppaPn eEoviwv
wote va onuovpyndet to opywo MRNA. Kotd to pdrtiopo givor amopoitnm m
ovvepyasio apketdv pkpov popiov RNA kot mpoteivoov mov oynuotilovv éva
peydao copmioko, 0 copdto poticpatog (spliceosomes ).H cvykpdtnon avtadv twv
copatiov yivetor ota 6plo £0vimv-tvTpoviov xdpn o€ QUAOYEVETIKA GUVTNPNUEVEG
cis-aAAnAovyiec. Ta ocopdtio paticpotoc omaptiloviar omd  UIKPA TLPNVIKA
p1ovovkieonpmteivikd cvumioko (snRNPs) Ul, U2, U4/6 ko US ko dAreg £101kég
TPOTEIVES, 0TS o1 pLOUGSTIKEG TpwTEIvEG TOL poTicpatoc. H molvmAokotnto Tov
patiopotog avédvetl onpovtikd omd to {upopvknto ota Oniaotikd (Lewin, 2004).

To televtaio otddo omnv peta-petaypoeikn emeCepyosio tov mRNA eivor 1
moAvadeVUAiwon Ttov. To TPOWO HETAYPOPO VPIoTATOL Mo £VOOVOVKAEOAVTIKT
OTOUAKPLVCT OO TO oNueio petaypaeng Tov Kot 6to 3' dkpo tov mTpootifeton 250-
300 vovkAeotidla adevooivng, poly (A) ovpd. H moAvadevurimon KataiveTol omd o
poly (A) moAvuepdon. H RNA moAlvpepdon I étav @tdoel 610 TEA0C TOV YOVIdiov
dev otopoTd TN METOypoen OAAG TN ovveyiler  tovAdywotov yi 1500 axdun
vovkAeotidla. TIpwv to téhog TG aAAnAovyiag TOov K®OKOTOLEL TNV TOAVTENTIOKN
alvcida petaypapetal 1 aaAiniovyic AAUAAA. H adiniovyioc AAUAAA omotedel
onuo yw v mpocoHnkn g poly (A) ovpdg ko Ppioketor  10-30 mepimov
VOUKAEOTIOWL avodikd G TeMKNG B€omg TG TOAVASEVUAMIMONG OTO EVKAPLAOTIKA
yovidw. To onuo avtd avayvopiletar and éva €01Kd npoteivikd mapdyovta CPSF.
210 onueio avtd TPoGdEVOVTAL Kot GALOL TPOTEIVIKOL TAPAYOVTES.

O poérog ¢ poly (A) ovpdg dev €xel akdun devkpwviotel. Qotdo0 VIAPYOLY
eVOeigelg 0TL eVIoYDEL TNV OMOTELECUATIKOTNTA TG LETAPPAUCTS Kot T oTafepOTnTa
tov mRNA . To mMRNA mov dev €xet poly (A) ovpdc pmopel va petapépetar EEm and
TOV TUPNHVO. ®GTOGo €va poplo mRNA, mov dev €xel poly (A) ovpd cvvhbog gival
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MYOTEPO OMOTEAECUOTIKO G EKHOYEID Yoo 6OVOEST TPOTEIVOV amd avTd OV £XEL
poly (A) ovpd. Mepikd popio mRNA amoOniedovtat pe po pn adevolopuévn popen
Kot aroktovv TV poly (A) ovpd poévo otav emikettan petdppoon. H otabepomoinon
tov MRNA ogeiketon ot npoécdeon g  Poly (A) mpocdevouevng mpoTeivig
(poly(A)-binding protein), PABP. H PABP mpoctatedel tqv poly (A) ovpd amd Tic
vovkledoeg kot avéavel v evaicnoio tov oe o €01kn poly A pifovovkiedon

(Maoppopdc kot Aapmporodrov, 2005° Stryer kaz ovv., 2002).

2.3 Amowkodopunon mMRNA

H oamowoddunon mRNA mailer onpoaviikd poio otn pvORIon ¢ YOVIOoKNG
éxppaons. H amowodounon oo mRNA ota svkapuotikd kuttapo cvpuPaivel pécm
SPOP®Y 00MV 01 0TOTEG SLOUPOPOTOIOVVTAL OVAAOYOL LLE TO OV 1) OTOIKOOOUTNGY| TOL
«oopotogy tov mRNA ovpPaiver pe katevBovon 5'—3' 1 3'—>S'kor av 1
amoadevudinon mponysiton 1 Oyl TG omotkodounong avtic (Beelman kou Parker,

1995).

A. Amoixodounon eCoptwuevn omo oxoadevoiimwon

2T00UG EVKOPLMOTIKOVG OPYOVIGHOVG 1 TAsloynpio. Twv MRNAs oamowkodopeito
HEC® €VOG HOVOTTATION, TO 0Toio Eekvd pe tn agaipeon g poly (A) ovpdc, Yvootd
®¢ povormatt omotkodounong e€aptopevo amd oamoadevorlioon (Ewdva 2.1A). H
avtidopaon  kotoAvetal  amd  poyvnolo-eCoptopeves  eEmplPovovkiedoss,  TIg
amoadevuAdces. Apov mpaypatoromBel 1 aroadevurioon, 60O UNYAVIGHOTL LTOPOVV
va 0dnynoovy oty amokoddunon tov mRNA: gite agaipeon g 5' KOAOTTPOS Ko
amotkodounon pe Katevbovon 5'—3', gite amowodounon 3'—5". Xto mpdTo povomdrt,
10 ovumieypo mpoteivov Lsm 1-7 odAniemdpd pe 1o 3' dkpo TOL UETOYPAPOV
eEMQyovtog TV aeoipeon G KoAOmTpag pécw tov cvumidkov DCP1-DCP2,
ekBétovtag €161 10 petdypago e amowkodounon amd v XRN1 eEmpiPovovkiedon.
EvoAhoktikd, 1o amoadevolmpévo mRNA pmopet va amowkodounei pe kotevbovon

3'—>5" and 10 eEwowpa. (Garneau kar ovv., 2007). Ilpdxerrar yu éva cdmproko 10-
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12 vmopovadmv mov amoteleital and 6 mpwTeiveg pe oNUOVTIKA oporoyia 3'—5'
POCPOPVMTIKOV  £EOPIVOPOVKAEACOV, OPKETEC TPWTEIVEG He oporoyia 3'—5'
vdporvtik®V eEmvovkieaowv kat Rna ehikdoeg (Houseley xar ovv., 2006). Kabe pia.
amd TS KOTOAVTIKEG vopovades tov eEmoopatog £xet oo PH meployn RNase n
omoio evOEXETAL VO, GUUPAALEL GTNV KATAALTIKY dpaoT). Q6THG0, TAPAUEVEL ACUPES
av OAOl Ol VITOUOVAJES €lval KATOAVTIKA €vePYEC N av KAmoleg and avtég mailovv
POAO GTNV aVOYVOPLOT) KOt TNV TOToBETNON TOL VTOGTPOUATOS. To eEMomUN EKTOC
and Vv KuttapomAacpatiky owdomacn tov mRNA cvppetéyel oty 3' enelepyacio
TOvV  un-kodikoroovpeve, (noncoding) mRNA oto moprivae. Metd v 3'—-5
OmOKOdOUNOT), TA OALYOUEPT] TNG S' KOAOTTTPO MOV €Yxovv amoueivel petafoAilovrtal
amd 10 évlopo DcpS (Liu kar ovv., 2002). Ta 600 avtd povomdtio dev ivan
amopaitto oveEdpmro. 1o S. cerevisiae OMOCIOTMOVTOG GLOTATIKA TOV 3'—5' 1
5'—=3" povomatiod moapatnpnOnke OTL T0 UETAYPOPOCSOUO EMNPEALETOL EALYIOTA,
YEYOVOG TOV VIOOMAMDVEL TAEOVACUO TV UNYAVIGU®V omotkoddounong (He xar ovv.,

2003" Houalla xaz ovv., 2006).

B. Aroixodounon eCopraouevny amo v opaipeon e KOAODTTIPOS

Avo un ovvdedepévo petdaypaea RPS28B xow EDC1  moapoxdumtovv v
ATONOEVLAIDGT, TPOKOADVTAS Auesa TNV agaipeon g kaivmtpog (Ewova 2.1B). H
Rps28B tov S. cerevisiae odnyel 6TV amokodOUNoN HEG® €VOG ALTOPLOGTIKOD
unyaviopov. H mpwteivn Rps28B mpocoévetan otnv 3' auetdepaoctn meployy] Tov
owov ™¢ MRNA «or otpatoroyel v Edce3, évav evioyvt) oaeaipeong g
KOAVTTPOG. AVTO TPOPAVDG ETPEPEL GHVOEGT KOl AAA®Y TAPUYOVIWOV OPAipESNS TNG
KOADTTPOG KO EMTPEMEL TNV  OMOWKOOOUNGT 7oL  &tvar  ave&aptnmn oamd v
armoadevurioon (Cheadle xar ovv., 2005). To EDC1 mRNA tov S. cerevisiae, mov
Kodwomotel v npwteivny Edcl mov pubuiler v aeaipeon g kaAvmtpag, emiong
OTOTKOOOLEITOL HEGM LOVOTATIOV OVEEAPTNTAOV TNG ATOAOEVOAMMONG. ZVYKEKPLUEVAL,
N amoadevurioon gaivetal vo mporapupdvetor amd v aAinienidpacn g poly(A)
ovpdg xor v mepoyn poly (U) oto 3' UTR. Avtd 10 evdopoplaxd Cevydpmpo
Bacewv eunodiler v mpoécPocn TV amoadevolocdv. QoTOG0 1 APOIPEST TOL

EDC1 mRNA oamowtei v moapovsio. vropovadwv tov cvpmidkov CCR4-NOT
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YEYOVOG TOV POVEPMVEL LI EVOLPEPOVTO, GUGYETIO UETAED TNG amoadEVUAIMONG Kot

™m¢ aeaipeong g koAvmtpag (Muhlrad «au Parker 2005).

I'. Awoikodounan eCoptaduevy amo evoovovkleotidky 016omooH

Amowodounon tov mRNA  pmopel vo cvopPel kKo péo®w evOOVOLKAEOTIOIKNG
dlomaonc, 0mov moapdyovtal 6vo TUMUHoTe pe ampootdtevta dkpa (Ewodva 2.1T).
[Ipoéopata £xovv YapakTNPIoTEL SIAPOPES EVOOVOVKAEATES TOV GTOYEVOVY TO MRNA
omwc or PMRI1, IRE1 kafag eniong 1o évlvpo enelepyaciog tov pipocmpikod RNA,
RNase MRP, 10 omoio @aiveton va emtedel emmpOcOeto poLo apov emtibBeton ko o€
ovykekpeva popie mRNA. To tuiuoto mov 7pokLTTOLV Amd TN JICTACT),
amoxodopovvtar omd to XRN1 kon 10 eEdoopa. EmmAéov evdovovkhedoes mov dev
&yovv towtomombel £yovv eumiakel oV amokoddunon erattopatik®v mRNAs
(He xaz ovv., 2003° Houalla xa: ovv., 2006). Ta. siRNAs emiong mpokorodv tnv
OTOIKOJOUNOT UEC® EVOOVOVKAEOTIOKNG O0TOONG HE TN HEGOAAPnon Ttwv

Argonaute protein-2 (Ago2) (Liu xoz oov., 2004" Song xaz ovv.,2004).

A B

Ewéve 2.1: Mnyoviopol omowoddunong.A)  Amowodounon  eEaptopevn  and
anoodevorioon. B) Amowodouncon egaptopevn omd v agaipeon g kaAvmpag. I)
Amnokodounon e&aptdpevn and voovoukAeoTidkn didoracn (Garneau oz ovv., 2007).
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H oanowoddunon tov MRNA Aopfdvel ydpo o0& KOTTUPOTAAGUOATIKEG KOKKMOELS
dopéc, ota P bobies 6mov Bpickovtat Topdyovteg mov eumiékoviol oty Evapén g
HETAPPOONG, OTNV OmOUdEVOAIWGT, OTNV aeaipeon ™G KaAdmTpag, oty 5'—3'
eEMVOVKAEOAVTIKY]  OMOKOOOUNOT, OV ovePUNVELSIO  SLUECOAUPOVEV
amoikodounon  (nonsense-mediated decay) kot otmv  microRNA (miRNA)
dwapecorafovuevn amowodounon. To P bodies otpatoroyodviar 6tov vadpyovv
noAld popwe RNA 1o omoio amowodopovvtal péG® TOL cvoThpatog S5'—3'
amotkodounong N o0tav m oamowodounon tov MRNAS mapeumodileron e€outiog
UETOAAAEEDY OTOVG TTOPAYOVTES OPOIPEONC TNG KOADTTPAG 1 otV €£OVOLKAEACN
XRN1. Avrifeta ta P bodies peidvovior og apiBud kot péyebog M e&apaviCovran
otav petwveton o appdg tov popiov MRNA mpog amowkoddunomn kabng kot dtav
nopepnodiletar M peToypoen, N pETAPpoon N 1 emkowmvie (Communication)
HETOED TNG HETAPPOONC KO TOV UNYOVIGUAOV amotkoddunong tov MRNA. Exniong n
ueioon tov P bodies umopei vo opeideton kot o PETOAAGEELS TOPAYOVI®V TTOV
EUMALKOVTOL OTO  OpyIKO oTAd TNG  OmOWKodOUNoNS Om®G TO  GUUITAOKO
amoadevurioong CCR4A-NOT kat to ovumioko Lsm (Garneau xaz ovv., 2007 Parker
kot Song 2004).

2.4 Amowkodopnon ehottopatikaov MRNA

Kotd v mopoyoyn &voc dpiuov mRNA petaypdeov evodyetor 1 €l00ymyn
AGBovg. T v d1aeVAAEN TG MOTOHTNTOG TNG HETAPPAONS, TO KOTTOPO SloBETEL
UNYOVICUOVG OGTE VO EVTOTILEL TOL EAATTOUOTIKA LETAYPOPO KOl VO, TO, OTTOTKOOOLLEL,
TPOGTATEVOVTOS TO OO TIG TOEIKES mpwteiveg. O €leyyog g wpipavong tov mRNA
YIVETOL GTOV TLUPNVA, EVAD VIAPYOLV TPELS 01 0001 TOV EEAPTMOVTOL OO TN UETAPPAOT
KOl OVIYVEDOLV EANTTOUOTIKG PPOVOVKAEIVIKA GOUTAOKO GTO KLTTOPOTANGHLO

(Garneau xaz ovv., 2007).

A. My-vonuatixa (avepunvevonue) oiauccoiofodusvy oamoikodounon (Nonsense-

mediated decay)

210 povomdtt ovtd to mMRNA mov mepi€yovy pio TpoO®PT GAANAOVYI0 TEPUATICHLOD
avayvopilovrot kot amotkodopovvtat. H mpéwpn adiniovyio teppoticpuod pmopet va
opeileton o€ PETOAAGEELS,  UETOTOMIGES TOL  OVOYVOGTIKOL  TAOLGIOV,

OVOTOTEAECUATIKY] €MeCepyacia, OTNV EAVTTOUOTIKY €vapén TG HETAPPOONG Kot

[23]

Institutional Repository - Library & Information Centre - University of Thessaly
20/05/2024 00:53:45 EEST - 3.139.236.33



extevn 37 apetdppactn mepoyn. H amowoddunon avtdv tov petaypdemv coppaivet
elte petd and agaipeon Tov KOAOUUATOG o€ pio dtadikacio 1 omoio ivar aveEdpTnn
amod TNV OmoodEVLUAIMOT, €ite amd emtdyvvon ¢ amoadevulioong kat g 3'—5'
amotKodounong amd 0 KVTTapomAacpoTikd eEdompa .To povordtt avtd €xet Ppebet
0€ OAOVG TOVG EVKOPLMOTIKOVG OPYOVIGHOVG KOl TO KLPLOTEPA GLOTOTIKA ToL NMD
ovumAdkov UPF1, UPF2 kot UPF3, givan dtotnpnuéva (Conti kon 1zaurralde, 2005).

Metd v opipovoen tov mRNA ctov mopnva, 10 GOUTAOKO cvvdeons eEmvimv
(EJC), to omoio mepiéyer UPF3, cuvodetan pe to petaypdeo kot to mpokvmrov MRNA
e€dyetal 6TO KLTTOPOTAACLO. XTO KLTTAPOTAACHO, Ho dgvtepn mpwteiv NMD, 1
UPF2, cvuvdéeton pe  UPF3. Katd ) petdopacn 6tav 10 ptpoc®po cuvavincel to
pompo kwoKovio ANENG (PTC), otapatd. Avtd €xel og amotélecuo T0 GOUTAOKO
SURF (mov meprhapfaver SMG1, UPF1 kot mentidtkovc-mapdyovteg anedevbiépwong
eRF1 kot eRF3) va mpocdebel oto pipocopa. H UPF1 mpocdévetar ot UPF2,
ovvdéovtag to EJC omyv PTC. H pooeopvurioon g UPF1 amd ™ SMGI odnyet
otV amocvvdeon tov eRF1 kot eRF3 kot ot décpevon tov npmteivov oo SMG7
npocappoyéa. ‘Etor to MRNA amowodopeitar (ewdva 2.2A) (Kashima xar oov.,
2006).

B. Arowxodounon un-tepuatiouot (Non-stop decay)

H Swdwacio avt) otoyevel opoiwg o mRNA 1o omoio dev €xovv KOIKOVIO
TEPUOTIONOD, £TOL avayvopilovtol Kol omotkodopovvTol ToyvTato pe Katevbuvon
3'—>5" and 10 KLTTOPOTAMGUATIKO eE@omUO. TETow HETAYpOPO UTOPOVYV Vi
TPOKLYOLV ad S1ACTOCT, OO TNV AMTOLGIo CAANAOVYING TEPLATIOUOD HEGO GTNV
KOOIKOTO00EV TTEPLoYN KaBDG emiong kol amd TPO®PN TOAVAOEVOAI®MGT KOTA TNV
peTaypaen. Xto povomdtt avtd 10 pipdcopa SiEpyetar amd v poly (A) ovpd
extomiCovtag v PABP, ka1 axwnronoteiton oto 3' dpo tov mRNA. Zn {oun ko
ota Onhaotikd, o Ski7, évag mPOTEIVIKOG TPOGUPULOYEAS TTOV EiTon HOPLaKd TO
tRNA, mpocdévetar ommv A mepoy] TOL OKWNTOTOMUEVOL PPROCAHOUATOS Yo Vo
OmOOECUEVGEL TO LETAYPOPO KOL VAL GTPOTOAOYNGEL TO EEMGMU TOV TO OTOIKOOOET
(Van Hoof A. xai ovv., 2002 Frischmeyer xaz ovv., 2002).

‘Eva dAAo povomdrt mov €xel meptypopei oto S. cerevisiae, amovsio tov Ski7, stvon
o6tt n petaromon g PABP and to pfocopa kabiotd 1o mRNA gvmabn oy
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agaipeon TG KOAOTTPpOG Kol otV amotkodounon S5 —37 oand mmv 5'—3°

eEmpiovoviiedon Xrnl (ewdva 2.2B) (Inada a1 Aiba, 2005).

I'. No-go amowxodounon (No-go decay)

O unyoviopog avtdg avakaivednke mpdceata otov {upopdknta. To pidécomua
OKIVNTOTOLEITOL GTO  OvOlXTO TAOIGIO  OVAYVOONG AOY® GYNUOTIGHOV  EOTKNG
devtepotayovs dopng oto erattopatikdé MRNA. Avtd €xel ©¢ amoTéAecuHo Vo
mopodoteitan M Olapecorafodpevn and £vOOVOLKAEAGES amokodounon tov mRNA

Kot 1 omelevépmon tov pifocdpuatog (ewdva 2.1 (Doma «or Parker, 2006).

Ewoéva 2.2: Movordtio anowkodopnong erottopotikav MRNAsS: A) Nonsense-mediated
decay. B) Non-stop decay. I') No-go decay (Garneau xaz ovv., 2007)
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2.5 Hapdyovreg mov pvOpilovv Tnv amoikodouncn tov MRNA

Microarrays avoivoelg amokdlvyov Ot 0 40-50% TV 0ALOYDV TG YOVIOIOKNG
EKQPOONG OE OMAVTNGCY OTO KLTTOPIWKA pnvopato epgoviCeton oto  eminedo
otafepotrog Tov MRNA. Ot aAlayéc avtéc cvvnBmg mpokadobvror omd aAAayEG
ot obvvleon towv mMRNPs mov eite avaoctéAAovv 1| deyeipovv TV awoKOdOUNo.
Bpébnke 611 o1 kaBopiotéc g otabeponrag twv MRNAS Bpickovion kupimg otnv 3'
apetappaotn nepoyn (3' UTR) 6mov ta mpoteivikd cOUTAOKA TPOGTUTEVOVTOL OO
) Odoyion tev pPocopdtov katd unkog twv MRNAS, aAld kat oy 5" UTR kot
oV kmdkn mepoyn (Garneau xar ovv., 2007). To 7o kaAd peletnuévo otoryeia
otafepotroc Ttov MRNAS, gival ot aAAnAovyieg mov mepi€yovv Pacec A ko U og
ddpopa. potifo (AU-rich elements, ARE). Ot aAAniovyiec avtéc Ppiokovtal otnv 3'
UTR meproyn moAAdV HETAYPAP®OV TOL KMOKOTO0VV KVTOKIVEG, TPMTOOYKOYOVIOH
KOl LETAYPOPIKOVS TTapdyovies. To mo andd potifo evog otoryeiov ARE cuvvictoton
010 meviavovkAieotiotro AUUUA, evd n aroctabepomoinon mov mpokoieitor and ta
otoyeion  avtd etvor  amotéAecpa  opydvoong TV Jlpopwv  HoTifov
(mevtavovkieotiolw AUUUA, evviapepy UUAUUUUA (U/A)U/A), «.a.) oe
devtepotayeig N Tprrotayeig dopuéc. Avdroya pe to potifo tov ototyeiov ARE kot v
avTioToyn KWwnTiky TG omowkoddunong wov popiov mMRNA mov 10 mepiéyet,
yopiloviol o€ TPELS KATNYOpies:

Ta ARE tdmov I mov amoterovvion and 1-3 emavainyelg tov potifov AUUUA kot
amaviovior cvviBwe oto MRNA tov «yovidiov zmpdwung oamndkpiong» (early-
responsegenes) Tov KmOKOTOVV UETAYPAUPIKOVS Tapdryovteg m.y. c-fos.

Ta ARE tomov II mov amoteAovvian omd mepiocotepa potifa AUUUA (5-6
avtiypaa) kot fpiokovior cuvnbwg oe yovidwa kutokvav, .. GM-CSF, TNF-a, IL-
3.

Ta ARE tonov 111, ta onoia dev mepiéyovv to potifo AUUUA, aird eravarnyeg U
(U-stretches), m.y o petaypoaikog moapdyovag C-jun.

¥ta otoyeion ARE tomov I kou tomov III 1 amowodounon tpaypatomoteiton o€ Svo
O0TAdW— OTO0 TPMTO GTAS0 cLUPaivel 1 AmoAdEVOM®OT OOV 1M VOLKAEOTIONKN
aAAniovyioa oo mRNA dev petapdiietar, kot 6to de0TEPO GTAS0 T Optae MRNA

ATOIKOSOHOVVTAL TaYVTATA Kol EQovv  TAEOV pia oAy pkpny poly (A)ovpd (30-60
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Baoeig adevooivng). H kivntikn g amoddunong otig nepurtooelg tov ARE tomov 11,
Jwpépel 6To OTL 1 omoadevulimon Kot M amowoddunon tov popiov mRNA
ovppaivovv tawtdypova (Xu xar oov., 1997).

O mparteiveg mov cuvdéovtal pe Ta ototyein ARE pmopet va sivon ite e101kég dmwg
napdyovteg AUBFs (AU-rich binding factors, AUBFs), eite va avikouv otnv
owoyévelr TV TUPNVIKOV provovkieonpwteivov  hnRNP.  Apxetol tétotot
napdyovteg €xovv tavtomombetl 6mwg : AUFL, TTP, KSRP , RHAU, TIAR. Ot
TOPAYOVTEG OVTOT AAANAETIOPOVY AUECO 1) EUUECO LE TOPAYOVTEG TOV GLUUETEYOLV
oV anowkodounon MRNA 6nwg ot amoadevurdosc (PARN, CCR4-NOT), ta DCP1-
2 kot 10 eEdowpa.. Avarvtikdtepa 1o AUF1 adiniemdpd pe to eEmcopa, 10 KSRP
kot to RHAU mpoodévovior oty amoadevordon PARN kot oto eEdoopo, pe
amoTtéAEG L0 aVTO VoL 001 YEl o€ avénuévn d1donacn Tov mRNA-otdyov (Garneau xoz

ovv., 2007).

2.6 Amoadevordoeg

[Ipoto kot kaboploTikd P Yoo TV amokodounon twv evkapvoTik®v mRNAS
etvar n Bpdyvvon g poly (A) ovpdc, amoadevLVAIDGON, ard o 0KoyEVELD eEVEOU®V
TIG amoadevuAdoes. Tlpokettor yio poayvnoo-eoaptopeveg eEmpifovovkiedoss, ot
omoieg vOporvovy T0 MRNA pe 3'—5' katevbuvon, aneievbepwvovtoc S' — AMP. H
poly (A) ovpd amoterel KOPLO VIOSTPOUA AVTOV TOV eViOU®V. Ol aTOoAdEVLALCES
TaIVOHOVVTAL GE OVO HEYAAEG LIEP-OTKOYEVELEG PACT TNG TAPOVCING CLYKEKPUEVMV
CUVINPNUEVOV  KOTOAOIT®Y O©T0 KOTOALTIKO Tovg kévipo v DEDD 11 v
exonuclease—endonuclease—phosphatase  (EEP)  vmép-owoyéveln. Otv  DEDD
VOUKAEAGEG OVOUACTNKAV £TGL £0UTIOG TOV GLVINPNUEVOV KATOAVTIKOV AUIVOEIKOV
Kataroinov Asp kot Glu ta onoia givorl dibomapta oe tpia potifa eEmvovkiedong
nov dgopedovv vt payvnoiov . MéAn g opddag avtng givarl o1 0KOYEVELES NG
POP2 (CAF1), n poly(A) eEedkevpévn pipovovkiedon (PARN), n CAF1Z, ko n
PAN2. Ta évlopa g opddag EEP éyovv cuvinpnuéva katdrowma Asp kot His oty
nePoyN e dpdor voukAedons. MéAn g opddag avtng eivor 1 CCR4, n Nocturinin,
n ANGEL ot n 2' phosphodiesterase (2'PDE). ITi@oavov va vrmépyovv kot dAieg
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VOuKAEdoeG €KTOC Twv vrép-owkoyeveuwy DEDD kot EEP wotéco dev  €yxet
tavtomomOel kapio axoéun (Dlakic, 2000).

Ot mowiAio Tov amoadevolacdv peToPdiletor petald tov eddv. MéAn tov
owoyevelwv POP2, CCR4, PAN2 kot ANGEL evromilovion o€ OAovg TOLg
EVKOPLMOTIKOVS  OPYOVIOUOVS, &V  GAAec  oamoadevoldoeg eivar  AyoTEPO
CUVTNPNUEVEG. ZTOV AVOP®TO £X0VV TOTOTOIMNOEL TOVAAYIGTOV EVVEQ ATOAESVUAAGES

(Goldstrohm kax Wickens, 2008).

Group Name SC CE DM XL MM  HS
DEDD nucleases CNOT7/Cafla + + + + + +
CNOT8/Caflb - - - + + +
PAN2 + + + + + +
PARN - + : + o "
CAF1Z - + : + n +
EEP nucleases CNOT6/CCR4a + + + + + +
CNOT6L/CCR4b - = - - + +
NOC/CCR4C - - + + + +
2’PDE - + + + + +

IMivaxkog 1: TTowopopoio tov anoadsvvracmdv SC: S.cerevisiae, CE: C. elegans, DM:
D.melanogaster, XL: X.laevis, MM: M. musculus, HS: H.sapiens (+): givar Topodca otov

opyaviopo (-): dev givan mapovoa otov opyaviopd (Goldstronm kot Wickens, 2008).
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2.7 Zopmhoka amoadEVOAAC OV

Ot amoadevoldoeg ovvnbwg oynuatiCouv cOumloko evd GAAEC opodyepn M
etepodnuepn Omwg to moAvmpwteivikd cvumloko CCR4-NOT, 10 etepodipepéc
PAN2-PAN3 ko 1o opodipepéc tg PARN (Piao xar ovv., 2010). O gtepodiuepiopog
av&Avel ONUOVTIKO TO PETEPTOPLO TOV CLUTAOK®V TOV OTOAUIEVOAUCHY. Aldpopo
etepodyuepn pmopel vo £xovv dopopetikny eviupkn 1 puduotikn wavotnta. o
nmapaderypa 1 CNOTS8 mov avrkel oty owkoyéveln g POP2, £yt v kavotta va
npocoévetal oty PUF puBuiotikny mpwteivn mepiocdtepo amd O6TL mpoodévetar M
CNOT7, mov eniong avikel oty owoyévela. POP2 (Goldstrohm xar oovv., 2006). Ta,
CUUTAOKO TWV OTONOEVOANUCHV TTEPO TNG CUUUETOYNG TOVG GTNV OTOIKOOOUNGN TO
MRNA npocHétovv ce emimedo opydvwong emmAéov Aettovpyieg ko pvOUIoTIKN
dvvardtnTa.

To moAdmpwteivikd coumhoko CCR4 -NOT eivar cuovinpnpévo omd ) {Oun ewg tov
avBpomo. Apywd yopaktnpiommke otov S. Cerevisiae g HETAYPOPIKO GCOUTAOKO
pvOulopevo amd yivkdln, to omoio katactéAier v RNA moivuepdon Il won
amotelel To KO0 cvumhoko amoadevurinong (Garneau xar oov., 2007). i {Oun 10
ocbumioko anoteheiton amd amd tnv Pop2/Cafl, Ccrd, Notl-5, Caf 40, Caf 130 (Chen
kor ovv., 2001). Xtov GvOp®no 10 GOUTAOKO OTOTEAEITOL OO TIG KOTOAVTIKEC
vropovadeg CNOT6, CNOT6EL, CNOT7 war CNOTS8 xot T1g pn KOTOAVLTIKEG
vropovadeg CNOTI, CNOT2, CNOT3, CNOT9 ka1 CNOT10. H vrmopovada
CNOT1 Aertovpyel cav «OKOA®GIA», POV GE OVTH TPOCOEVOVTIOL Ol VITOAOUTEG
CNOT vropovadeg (Bartlam kot Yamamoto 2010). Méin g owoyéveiag BTG/TOB
umopel va cupPaAiovy 6t oTpotoAdyNnon tov GuuUTAOKoV. Toco n TOB kain BTG2
aAANAemdpovv pe Tig vropovadeg Cafla(CNOT7)/Caflb (CNOT8) kot evioydeton 1
amoadevurinon. Ot mpoteivegc TOB mpodyovv v omoadevurioon oTpatoroyOvToS
10 ovumioko CAF1-CCR4 oto téhog 3' dkpov tov mRNA pe tavtdypovn npdcdeon
g CAF1 kot g PABP. Qot660, 0 akpig Loptakdg pnyovicos mpo®inong g
anoadevorioone péow tov TOB mapapéver acapng (Ezzeddine xar oovv., 2012).
Qo1000 ToAOTEPEG HEAETEG delyvouv OtL 1 Pabpl avactéddel v evepydtnTo TG
Ccrdp (Tucker xoz ovv., 2002). O1 PUF zpoteiveg mov otoyxebovy €dikd oty 3'
apetdppaotn tepoyn twv RNAS pmopodv emiiong va ennpedcovv ) 6Tpatordynon

T0v cupmddkov CCR4-NOT, 6mmg cvpPaiver pe t COX17 (Olivas ko Parker, 2000).
[29]
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[Ipdécpateg perétec otn Drosophila kot g kdTTOpo OnAactikK®V Exovv deigetl 6TL N
KaTaoTOA]  yovidiov pecorafodpuevrny oamd microRNA  oyetiCeton  pe v
amoadEVLAIDOT Kot amotkodopurion tov mRNA kot 0Tt GLGTATIKA TOV UNYOVIGHOV
micro RNAs aAlnienidpodv pe to odumroko CCR4A-NOT (Fabian xa: ovv., 2009).
EmmAéov m dpootikdéTNTo TOL OSLUMAOKOVL umopel va pvOuiletor petd TNV
otpatordynon tov oto MRNA (Morozov oz ovv., 2010).

‘Eva dAAo ocOumloko amoadsuvordcmv mov €xel tavtomombel otn {Oun kol oto
OnAaotwcd etvor 1 PAN. H PAN egival o etepodipepng mpoteivn mov amotedeiton
and t KotoAvtik PAN2 ko ) pvOuotiky PAN3 vropovédeg H amoadevoriaon
PAN2 mpocoéveran otnv PAN3 m omoio pe v oelpd ™G OAANAETOpE pe v
npoteivn PABP. H PABP puOuilet v 6pdon tov cuUmAdKov TPOGEAKDOVTOS TO
otV poly(A) ovpd, n omoia pe v cepd TG GAANAETOPA e v Tpwteiv PABP
(Uchida xaz oov., 2004). Ztic {Opeg ko mbavov kot 6g GALOL EDKOPLOTIKG KOTTOPO,
n PAN ocvopuetéyel oto mpodipo otédo tov petafoiiopod oo MRNA émov 1 poly
(A) ovpd peidverar katd 55-75 vovkheotidia, avaroyo pe too MRNAS dopopmv
ewwov (Brown kot Sachs, 1998). Xto S. cerevisiae to ocovumioko PAN2-PAN3
evéyetar oty PBpayvven g poly (A) ovpdg punkovg 60-80 vovkieotidiwv (Brown
kot ovv., 1996). Xe kottopo Onlactikdv, 1 PAN2 aeoipei thv ot ovpd, omdte péAn
g POP2 xoau CCR4 amowodopodv tnv vmdroutn. 1o ONAACTIKA, TO GOUTAOKO
PAN2-PAN3 mpaypatonotei po apywkn Ppayvven g poly (A) ovpdg tov
petaypdoov ¢ P-yAoPivng omd to ocvvnng pnkog 200 vovkAieotidimv oe 80
voukAeotidle. H amoadevurimon oe avtd to onueio cvveyiletor amd éva GAAO
obumioko, 1o CCR4-NOT (Yamashita oz oov., 2005).

H PARN £&yet v xopla vepyodtnTo amoadeVLUAACNG OTO ONANCTIKG GE GLGTNUATA
in vitro amowodounong MRNA. O opodyepiopdc g ivol aropaitrog yo v
evepyodmta s (WU xoz oov., 2005). H dpdon g evioydetor amd v mapovsia g S'
KOADTTPOG EVD OVOGTEAAETOL OTTO TPOGOETMUEVEG TPWTEIVES ot KoAdmtpa (Gao xar
ovv., 2000). Zta woxvTTapa Tov Xenopus laevis eaivetar 6Tt 1 PARN gumiéieton
o1 amoadeVLAiwon TV untpikdv mMRNAs katd v opipavon kabng eniong eivailn
KOPlOL ATOAOEVUALCN OE KVLTTOUPOTANGUOTIKG EKYLAIGHOTA TOV TPOEPYOVTIOL Oomd

ddpopeg kutrapikég oepég (Korner kor oov., 1998 Opyrchal xkaz ovv., 2005).
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Ewova 2.3 : Zoumioka gukapuatikdv aroadevoracdv. A) To courioko CC4R-POP2-NOT
avaotédletal and v PABP kot dev oddnlemidpd ue myv 5' kaddvmtpa. B) To sdumioko
PAN2-PAN3 gvepyomositan amd t PABP kot aAAniemdpd pe v 5' kodvmrpa. I') H PARN

avaotéAletal omd ™ PABP kot evepyomotgiton amd v 5' kadvmtpa, (Parker kor Song, 2004).

H avBpdmivi ANGEL éyet Bpebei va oyetileton pe cOUTAOKN 0moadEVLAIDOGNG KoL VoL
St pel Ta katahouro Tov evepyol kEvpov, evd 1 Ngl2, pia opforoyn g ANGEL
otov poknto, ivar pia sEowvovkiedon ((Wagner kaz ovv., 2007 Faber xaz ovv.,
2002). H avBpomivn 2'PDE umopei va dwaomnd to poly(A) 6tav 1o 5’ omwcpopikd Kabe
adevooivng etvat opo1omoAKA cuvdedepévo e to 2' 1 3' vopo&oho. Tpdoparta
Bpébnke 6t10 povadkdg Proroyikdg porog g 2'PDE etvar n amowodounon tov 2'-5'
oligo(A) (Kubota xaz ovv,. 2004).

To ooumloka TV amoadeEVLANCHV €KTOC omd Ta VLI  AmoadEVOAI®ONG, £xovV
TOPAYOVTEG TOV KATOUGTEALOVY TN UETAPPACT] KO EVIGYVOLV TNV OTOIKOSOUNOT) TOV
mRNA. H moAvAertovpywdmta avtny mapéyet gokopieg yioo moivdpiBuo onpeia
POBLIONC TNG ATOAdEVLM®ONG, TG LETAPPOONS Kot TNG amotkodopunong t@v mRNAs,

eite Egyoprotd eite ovvtovicpéva (Goldstrohm ko Wickens, 2008).
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2.8 Buoroywkég Aertovpyieg

Ot amoadevorioeg £xovv d1dpopeg Proroyikég Aettovpyiec. Kamoteg amd avtég sivon
amopoitnteg ywoo T PlOcdTNTO TOV  OPYOVICU®V, VO UETOAAAEES GAA®V
ATOAOEVOANGHOV TOPOVGIALOVYV [0l TOIKIAIDL @ovOTOT®V. APKETEG OmOASEVOAAGES
OLUUETEYOLV oTNV  gUPpLOYEVEST], GTOV KLTTOPIKO KOKAO, otnv avdimtuln, ot
yovipotnto, otn petoforikn opotdotacn. I'a mapdderypa 1 PARN ¢ A. Thaliana
kot Tov X. laevis, 1 CCR4 tg D.melanogaster ka1 1 CCF1 tov C. elegans givai
amapoitnTeg Yoo Ty mpodn euppuvikn avarntoén (Chiba ko ovv., 2004° Korner ko
ovv., 1998 Morris xar ovv.,, 2005 Molin oz ovv., 2005). Zto Onlaotikd,
vrepékepacn e CNOT7 1§ g CAF1Z 1 amoocidnnon g CNOT6L gpmodilel tnv
Kkuttapiky avénon (Morita koz oov., 2007° Bogdan oz oov., 1998). Ot un KataAvTIKES
vropovadeg Tov ovumidkov CCR4-NOT, n CNOT1 kou p CNOT3 givan amapoitntéc
Y0l TOV KVTTOPIKO TOAAATANGIOGUO OAAL dev CLUUPBAAAOVY GTNV KLTTOPIKY| eMPBiwon.
Eniong ot vopovadeg Cerda (CNOT6) «ar Cerdb (CNOT6) tov cvumhdokov CCRA-
NOT avaotélhovv tov Kuttaptkd Odvato kot t yRpavon (Mittal xer ovv., 2011).
Emumdéov depletions eite tg vmopovadoag CNOTI1 eite g CNOT2 endyovv

KuTTAPIKo Bdvarto péow tov ERstress (Ito xaz ovv., 2011%P).

OlKOYEVELQ Blroloyikéc Asttovpyiec

DEED vovkisdosc

POP2 Koataostpoery DNA
Kvutrapikd kdokAo (Sc)
Avantoén
T'ovipotta (Ce)

Kvttapum pada
PvOion miRNA (Dm)
XTEPUOTOYEVEST
Ootikn pégo (Mm)
ND

CAF1Z ND

PARN Qokvtmon
Qpipavon (XI)
NMD (Hs)

PAN2 Bpdyvvon poly (A)
Replication stress (Sc)
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EEP vovkiedosg

CCR4 Kataotpoery DNA
Kvttoapikd kdxkio
Replication stress (Sc)

Qovyéveon (Dm)

NMD (Mm)
Kvuttapikd noramracioopud (Mm)
Nocturnin Kipkadiog pubuodg (X1, Mm)
Opotdvotacn (Mm)
Angel Eneéepyooia tov 5,85 rRNA
IInyn évBpoka (Sc)
2' PDE Amowodounon tov 2°-5" oligo(A) amd

wtepeepovn (HS)

Mivaoxog 2: Ta&wounon amoadevorac®dv (Goldstrohm kot Wickens, 2008).

E&attiag g wavOTTag TOV OTONdEVOANCHY VO, GTOYXEVOVYV GE JLOKPITEG OUAOES
mRNA dote va edéyyeton kbBe opdda amd v opdomn evog eviipov kabmg emiong Kot
va. 0povv o10 1010 MRNA pe Sokpitég oAAG AAANAOETIKAAVTTTOUEVEG OPAGELS,
dkaoAoyeiton M HeyaAn TOKIAOTNTO Kot Towkihopopeio tovg. Ilepartépm peréteg
elval amopaitteg yoo vo. TavTomomBodv OAEC 01 SPOUCTIKES OMOAOEVOANCES Kol VO

dtevkpwviotel o Proroyikdg tovg porog (Goldstrohm ko Wickens, 2008).

2.9 PoOpion amoadevoiimong mMRNA

H puBuion mg dpactikdtrag tov  amoadevolochv gival amapaitntn, Kabog 1
avelédeyKtn amoadevuriimon Ba 00myovce 610 BAVOTO TOL KLTTAPOVL.
Ta otabepd o evepyd petdypaga MRNA Bo mpémel va mpocstatevtodv ond tnv
amoadevuriowon evd  ta  actafn N ehottopotiké MRNA  Oo mpéner  va
amoadevordvovTot 1 v arotkodopovvtat. O pvBude amoadevolmong mokiiel ota
dwpopa vrootpdpate. MRNA yuo avtd ot amoadevvrdoel pvOuilovtar 1660 og
YEVIKO 660 Ko o€ €101k0 emtinedo (Goldstrohm kot Wickens, 2008).
H ékopaon tov amoadevolachv Kot TV pLOUIGTOV TOVS LITOYOPEVOVY TO YPOVO Kot

10 TOm0 oL B svuPel 1 pVBUIoN TG amoadevudinong. T Tapaderypa  Ekppacn
[33]
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¢ Nocturnin gtvot puOpIKy, EVOEYOUEVOS EAEYYETOL OO TOV KIPKASIO0 puBuod. AAleg
amoadevuAdoes Omwe péAN g owkoyévelng POP2 kot CCR4 eivor otabepd kot
exppalovtat Wocvototikd. H avactoAdn g evluuikng evepydtrag amotedel Evav
GALo TPOTO YeEVIKOD EAEYYOVL TNG AMOAOELVUAIMONG. L& GLVONKES OTPEC OMWS 1
VIEPLOONG akTvOPoAia, To 0EEWMTIKA, 1| OCUOTIKY Tieon N T0 Oepuikd oTpeg, M
EMewymn YALKOING, M OmTOAOEVOM®MOT OVOCTEAAETOL O HOPLOKOS UNYOVIGUOG TTOV
puuiler avt v avactoln dev givar akdpo yvootog (Goldstrohm kot Wickens,
2008).

H omoadevuriioon emnpedleton emiong amd 0V0 HOPEPEG YOPIKOV EAEYYOL OO TOV

TLPNVO-KVTTOPOTAAGUATIKO S1O(®PICUO TOV ATOUOEVUANGMY KOl TOV EVIOTIGUO TOVG
oto. P-bodies. Apxetéc amoadevoddoeg — petakivovvtol petald Tupnve. Kot
KUTTOPOTTAACHOTOG. AALOYEG OTN OOUEPIGLOTOTOMGT) TOVG UTOPOVV VO EMUPEPOLV
OPOUOTIKEG CUVETEIEG, Y10 TAPAOELY L 6T, ap@ifia, 1 arochvleon Tov Tupnva Kot
v peiowon anelevbepmdvel v PARN 610 KUTTOPOTAAGHO OOV KO OTOOOEVOAIDVEL
untpikd mRNAS (Goldstrohm kot Wickens, 2008).
Opiopéveg amoadevVOALCES £Y0VV EVTIOTIOTEL G€ €VOOKLTTOPIKA KokKio. To kokkio
OUTO OTTMOC T YOUETOKVTTOPO, TO VELPOVIKA Kokkio kot to P-bodies mepiéyouvv
mRNA poépia og kotaotod o omoio pmopovv va evepyonombovv (Eulalio xaz oov.,
2007). Evdeyouévmc, 0 GLUVEVTOMIGUOC OMOUSEVOAICOV KOl TOV VTOCTPOUATOV TOVG
umopel va avénoel v KvnTikn g amoadevulioons. H amoadevulimorn Oev
nepopiletan ota kokkioo ywuri ot i01e¢ amoadevurdoeg €yxovv Ppebel oe OA0 TO
KUTTOPOTAOGLOL.

Ta yopaknpiotikd twv MRNAs otOywv pumopodv emiong va ennpedcovy Tnv
amoadevuAiowon. H 5' cap pmopodv va emnpedost TNV amoadeVOAimon OlEyelpovTag
mv  evepyotnta ¢ PARN, evd 0dev éyet emidpaon oty dpdorn dAlwv
amoadEVLANGAOV. AVt M HOvVadlk) WOTNTo pecorafeitarl amd TV dpeon
aAAnienidpacn e PARN pe v 5 'cap tov mRNA (Garneau xouz ovv., 2007). Z¢
opiopéva MRNAS, 1 poly (A) ovpd pmopei va TpoGTATELETOL OO TIG OTOAOEVOAICES
péom Cevyopopatog Pacewv. o mapdostypo n mAovold e ovpdivn mepoyy 610
mopnvikd RNA g PAN oto cdpkopa Kaposi, tpokaiovpevo amd tov €pnntoio,
amoTpénel TV omoodevuAioon tov pe Cevydpopo PBacewv pe v poly(A) ovpd
(Conrad xaz ovv., 2007). H mhovoila og ovpdivn mepioyn tov mRNA Edcl tov S.
cerevisiae pmopei va Aettovpynoet mapopoiong (Muhlard won Parker, 2005).
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EmumAéov 1 pOOon edikdv MRNAS eaptdtor and cvykekpyléveg aAiniovyieg
nmov evromilovtor oto 3' UTR «xot evioyvovv v amoadevuriimor. Atdeopot
TOPAYOVTEG  OEGUEVOVTAL OTIG OAANAOLYlEC OLTEG KOL  OTPATOAOYOLV  TIG
amoadevAdoec. Tlapdyovieg 6nwg ot CUG-BP, PUF ka1 CPEB, alAniemdpovv
Gueoa pe TIC amoadevoddceg kot Tig otpatoroyodv oto MRNA (Goldstrohm kot
Wickens, 2008).

H ovvdvactiky dpdon twv pubot®dv €nekteivel TNV TOALTAOKOTNTO TMOV
ddkacudv amoadevorioons. [Todlamiol katactolelc, eite mpwteiveg eite miRNAs,
umopotv va tpocdévovtal oto 1010 mMRNA 3" UTR kou cOumhoka vo tpocdévoviat
ot0 3'-UTR péowm dapopetik®dv vmopovddwv. Eniong n  amoadevurioon pmopet vo
eMEyxeTon pEe TpOomoToinom g mpoOcdeons tov pvOoty pe éva mRNA 71 v
amoadEVLUAGON N He TNV oAANAentidpaon puOuiot-amoadevoraong (Goldstrohm xat
Wickens, 2008).

‘Evag dAAog mapdyovtag mov emmpedlel v amoadevorimon eivar n PABP. To
VIOSTPOUA TV omoadevolacav, 1 poly (A) ovpd tov mRNA, emkaAdTTETON pE
uopia PABP mov epmodilovv v tpdoPacn tov anoadevoracov ( Gorgoni kol Gray,
2004). H PABP tov {opopdknto avooTEAAEL TV SPACTIKOTNTA TG OITOUOVOUEVNG
Ccrd evod ota Onlaotikd avaotédder tnv PARN (Tucker xaz ovv., 2002 Korner kot
Wabhlel, 1997). Avtifeta n puOuilouevn amodéopevon e PABP and v poly (A)
ovpd M N aAAnAemiopaon g PABP pe pio amoadevvAidon umopel va emdyer v
amoadevoAioon. H PABP pumopei va evepyomomoer v amoadevurimon
otpoatoroydvtag 10 ocOumioko PAN2-PAN3 oto mRNA o16y0. Zta Onlootikd N
PABP umopei va otpatoroynoet to ooumioko amoadevorMmong CCR4-CAF1-NOT,
uéow aAniemidpaong pe tig mpwteivec TOB (Ezzedine kot ovv.,2007).

2.10 Pipovovkiredces Kol KapKivog

H amoppvBuion g otabepdtnrog tov mRNAs pmopei va 09N yNoeL 68 VEOTAAGIES.
H pewopévn amowodounorn oykoyovidiov mRNAs Adyo ¢  avénpévng
JPACTIKOTNTAG TOV GTAHEPOTOMTIK®OV TPAOTEIVOV TOV cuvdcovtal pe To mRNA 1 tng
LEWOUEVNC dPACTIKOTNTAG TOV amocTadepomomTikdv mopayoviov (destabilizer RBP)

Kot Tov MIRNAS ov avactéAAlovy T HETAPPACT LTOPEL VoL 0Oy GEL GTNV OVATTUEN
[35]
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KopKivov. Amd v GAAN, 1 avENUEVN OMOKOJOUNGCT TOV OYKOKOTUGTUATIKMV
mRNAs A0y® avénuévng dpactikdttag ppovovkieacmv 1 t@v miRNAs umopet
emiong va odnynoet oty avartuén kapkivov (ewdva 4) (Kim kon Lee, 2009).

H oamoadevoraon CCR4b tov ocvunidokov CCR4-NOT erdyst v adénon tov
WOPALUGTAOV GE KUTTOPIKEG GEPESG MG TPMTO-0YKOYOVIO0. X& PUCIOAOYIKES CLVONKEG
10 évlupo avtd pubuilel ta enimeda tov p27Kipl mRNA, £voc 0yKOKATAGTOATIKOD
OV AVACTEAAEL KUKMVO-EE0PTMUEVEG KIVAGES Ko TPOAYEL TOV KLTTAPIKO Bdvato. Ze
Kkottapa 6mov Aginel 1 CCR4b, ta emineda tov p27Kipl avédvovtat Kot avacTéAAETOL
N avdntuén tov Kuttdpov. Qotdco dev vapyel Kopio HEAETN HE OAAOYN TGV
emmédmv ™g CCR4b oe 6yKovg, evd dgv vapyovv peAéteg mov vo oyetiCovv pio
mieovalovoo Opdon Tov eviOUOL UE TO EMIMEIO OYKOKATUGTUATIK®OV YOVIOIWV GE
Kapkwikég oepég (Mortia xar ovv., 2007).

H CCR4d (ANGEL) pvOpuiCer v ékgppaon tov p21 péow tov p53-ave&dptntov
povomatiov. H Betikr) pvOuion g p21 and ™ Cerdd kot avacToAn TG ovATTUENG
and v enidpaon g Cerdd vrodniovouv 0Tt evdegyopévas 1 Cerdd vo gpmhékeTon
omv kapkivoyéveon. H Ccrdd vroekepdletol o€ Kopkivovg Tov mpoépyoviol amd
S1APOPOVG 16TOVS, GUUTEPIAAUPAVOUEVOV TOV VEPPDOV, TNG 0LPOSOYOV KLGTNG, TOV
a160iov, oV TPOoTATN, BupE0EIdOVG, dépua, Aemtd Eviepo, kou To maykpeog (Yi xor
ovv., 2012).

H oamoadevolmtiky evepydmta ¢ PARN  oe  ovvovaopd pe  Tig
arootabepomomtikég dpdoelg Towv RBPS, pmopel evdeyouévmg vao evepynoel g
0YKOKATOOTOALNG, TPOKOADVTAG omolkodounon twv mRNAs mov kmdikomoloHv
avéntikovg mapdyovieg omwg tov IL-8 ko tov VEGF. Ymepékopoaon Ttov
anoctadepomomtikod moapdyovia TTP oe xokonOn yAolokvttapo, oOnyel o€
anoctobepomoinon tov RNA ¢ IL-8 kot tov VEGF (Lai xaz ovv., 2003" Suswam
kot ovv., 2008). Metalha&elg tov TTP ota petaototikd yAolokbTTapa £Umodilovy
otpatordynon s PARN. Emiong m PARN kot 10 oVumhoko €EOGOUATOS
otpatoroyovvral amd i KSRP kot DHAU pe amotéiecpa va anostabeponoovvron
10, €mineda Tov C-jun Kot TG UPA, to omoio awEdvovtar otov kapkivo (Tran kaz ovv.,
2003). H CUG-BP mpocdévetan og vrootpopatae MRNA kot otpatoroyei ty PARN
ue amotélecpo v amoctobepomoinon twv MRNAS tov c-fos kar TNF-alpha

(Moraes xat ovv., 2006).
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Ewévo 2.4: Metd-peta@poikog £deyyoc oto kapkivo. Ot dvolertovpywkoi trans-acting

napayovieg otov petaforopnd oo mRNA odnyodv og kapkivoyéveon (Kim and Lee, 2009).

[Ipocepata amd 1O €pyacTPLO WHOG OVOKOWOVONKE TG TO EMIMEOD EKQPPOOTC
opopévay aroadevoracmv, 0nwg ™ PARN kot CNOT7, aAlidlovv v £Kk@paon
ToV¢ o€ 0&eieg Aevyoiec, 1060 oe eminedo MRNA, 660 ko pwteivng. [lpotdbnke
eniong mwg Oo umopovoe va depevvnbel - dvvatdTNTA Vo ypnoipoTomBovy To
emimedn  Ekppoone Tov eviduomv ovtov ¢ mbavol Prodeikteg oto  péEAAOV

(Maragozidis et al. 2012; Balatsos et al 2011).
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2Komoc

Me Bdon Tig TpOGEATEG TAPATNPNGELS TOV EPYUOSTNPIOL LG OTNV £KQPOOT
TOV OTOAOEVOAICMV OTIG Agvyoipieg, okomdg tng mapovoag epyaciog eivar 1
HEAETN TG PloAoyIKNG oNUOGTING TOV ATOASEVOAAGHOV GTO KOPKIVO TOV TVEDLOVO.
Y16x0¢ eivor va eetaotel av ol aAlayég oty £Kepacn Tov evOOU®V oVTOV
a@OPOVV EVa YEVIKOTEPO POLVOUEVO GTOV KOPKIVO.

INo v mpocéyyion 10V oKomov G epyaciag, emiyelpnOnke n avdivon
tov emmédowv mRNAs tov amoadsvolacov oe  Oelypota  acBevov  pe
UIKPOKLTTOPIKO KapKivo Kol mAOK®OEG KapKivopa tov mwvedpova. [lapdiinia,
amoclOTNONKe M £KEPOCTN EMAEYUEVOV  OMOOOEVOANCAOV GE KOAMEPYELEC
KVTTApOV and KapkKivo TOL mvevpova Kol €EETAGTNKE 1 EMOpACN NG OTM

YOVIOL0KT £KQPACT).
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3. Yhkd kon péBodor

3.1 Yiixka

3.1.1 Xnuwka

Antibiotic-Antimycotic
Ayapoln

AwBavon

Apmuciddivn

Bromophenol Blue
B-peproamtoofovorn
GelRed Nuclein Acid Stain
IMokepoin

D(+) T'kdln

Dimethyl sulfoxide DMSO
RPMI 1640

DNA KB marker

DNA marker 100 bp

Fetal Bovine Serum FBS
[oompomavoin

LB Agar

LB Broth

NaOH

O&wo 0&D

Phosphate buffered saline PBS Tablets
Protease Inhibitors
Puromycin

Tris base

Trypan blue solution 0,4%
Trypsin-EDTA 5% 10x

[39]

BIOSERA
BIO-RAD
MERCH
SIGMA
RESEARCH ORGANICS
RIEDEL-DE HAEN
BIOTIUM

SDS
PANREAC
SIGMA
SIGMA

GEN SCRIPT
INVITROGEN
GIBCO
SCHARLAU
SCHARLAU
SCHARLAU
MERCK
MERCK
CALBIOCHEM
ROCHE
SIGMA
MERCK
SIGMA
GIBCO

Institutional Repository - Library & Information Centre - University of Thessaly
20/05/2024 00:53:45 EEST - 3.139.236.33



3.1.2 Kit

KAPA™ SYBR® FAST gPCR Kit - KAPA BIOSYSTEMS
Master Mix (2X) Universal

NucleoSpin Plasmid QuickPure MACHEREY NAGEL
PrimeScript™ 1* strand cDNA synthesis TAKARA BIO

Total RNA Isolation kit Nucleospin MACHEREY NAGEL
Xfect Transfection Reagent CLONTECH

3.1.3 Avurddpato

AraAduozo yio nlektpoopnon VovkAsikwy oéséwv

* TAE (50x) PvBuotikd o1dAvpa yuoo v MAEKTPOQOPNON VOUKAEIK®Y 0wV o€
mkTopa ayopolng : Tris base 24,2% viw , O&wo6 o0& 5,71% w/w , EDTA 0,05M ,
pH 8,6.

* Loading buffer (6x) PvOuotikd didAvpa yio tnv nAEKTpo@OpNomn VOLKAETK®OV 0&EmV

Bromophenol Blue 0,09%, Xylene Cyanol 0,09%, I'Avkepdin 60%, EDTA 60mM.

3.1.4 Opentikd péoa

Opemtika vAKd Y10, THY KoALiEpyeia foxTnpiomy

* Yypo Openticd péoo (LB Broth) 0,5% v/w yeast extract, 1% v/w tryptone, 0,5% viw
NaCl, pH 7,2.

» Yteped Bpentikd péco (LB Agar) 0,5% v/w yeast extract, 1% v/w tryptone, 0,5%
viw NacCl, 1,5% agar, pH 7,2.

* SOC (vypd Opentikd péco yua petooynuatiopd Paxtnpiov) 0,5% viw yeast extract,
1% v/w tryptone, 10 mM NacCl, 2,5 mM KCI,10 mM MgCI2, 10 mM MgS0O4, 20mM

glucose.

[40]

Institutional Repository - Library & Information Centre - University of Thessaly
20/05/2024 00:53:45 EEST - 3.139.236.33



Loty koldiépyeio avOpdmvwy KDTTOPIKOY OELPWY

* [TApng Bpentikd vAKO kuttapokariepyeudv RPMI 1640 w/ 25 mM HEPES kat
6&wvo avOpakiko vatpo, L- glutamine, 10% fetal bovine serum (FBS), Antibiotic-
Antimycoti (10000 units penicillin and 10000 pg streptomycin per ml).

* At yoéng: 20% FBS, 10% DMSO, RPMI 1640.

3.1.5 Boktnpwka oteréym

DH5a (yovotunog: F-¢80lacZAM15 A(lacZY A-argF) U169 deoR recAl endAl
hsdR17(rk-, mk+) phoA supE44 thi-1 gyrA96 relal A-).

3.1.6 IThaocpowaxol gopeig

Plko.1-puro: O ¢@opéag pLKO.l-puro mepiéyer yovidia avOektikdTTag oTNV
OUTIKIAAIV] KOl TNV TOVPOULKIVI) Yoo duvaTOTNTO EMAOYNG POKTNPOK®OV Kol

EVKAPLOTIKAOV KVTTAP®V AVTIGTOTY®OC, TOL MNP0V ETITVYDS TO TAACUISL0.

3.1.7 Kvttopwun) oepa

NCI-H 520: AvOpdOmivn KopKIVIKN GEPAE TPOEPYOUEVT amO OCOEVEIC HE TAUKMOEG
KOPKIVOLO TOV TVEDHOVOL. ZVVTINPNoT KuTtdpwv o€ Opentikd péco, RPMI 1640, w/L-
glutamine, gumiovticpévo pe 10 % FBS, 1% Antibiotic-Antimycotic kot exdoon
otovg 37°C, 6e 5 % CO, |

3.1.8 Asgiyparta

[Ipaypoatomombnke ANyn maBoAoyKoy Kot TAPOKEILEVOL (QUGIOAOYIKOD 1GTOV UE
Bpoyyookdnmon amd acBeveilg pe WKPOKLTTOPIKO Kot TAOKDOES KOPKIVOUL TOL

TVELLLOVOAL.
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SCLC SCC

AplOuag detypatwv 10 22

®dulo Avbpeg Avbpeg
M.O nAwioag 64,3 (+6,9) 65,8 (£6,9)
lotoptko Kamviotég Kamviotég

Hivaxkag 1: Ap1Oudc kot Tpoérevon delyUdTOV.

3.1.9 Short-Hairpin RNAs (ShRNAs)

Mo mv arocwwnnon g kdbe amoadevordone ypnoiomombnkay 3 S10popeTIKA
ShRNASs oand t Sigma, kKlovoromuéva oto mAacudakd eopéo pLKO.1-puro. Ta
shRNAs kot ta yopaKTNploTIKd TOV GLYKEKPUEVOL (POPEN. TOPEXOVY EVa 1GYVPO
poplakd epyodreio poakpompdbeoung, otabepnc amocidmnone Tov  embountol
yovidiov, Hécsm tov cvotnuatoc Tov RNAIL kabdg kot ) dvvatdtnta avoayEvvnong
TOL TAACUIO10V PETH TO peTOoYNUOTIGHS BokTnpiov pHe avTd.

O pnyoviopdg opdong twv shRNAs éykertar otnv in vivo HETAYPOON TNG
KAovomomuévng oto @opén aAiniovyiog tov shRNA evdokvttopikd kot otnv
Tapaymyn HKpov dikhoveov popiov RNA mov @épovv por devtepotayn doun
(QOVPKETAG. XTN GLVEYELN avTh Ta dikAmva popla eneéepyalovtarl and ) Dicer kot
wapayouv pia opada and siRNAs €101kd yio to éva mRNA-6t0y0.

Ta SIRNAS avtd otpatoroyovvtatl 6to copmroko RISC, mov mepiéyet tn vovkiedon
Argonaute kaBdg kot TAn0dpa GAAOV KuTToptkdV Topaydviov. To evepyomomuévo
obumioko SIRISC, oto omoio mepiéyeton mAéov udvo o évog kKAmvog tov SIRNA
popiov, o KAGOVOS 0dnyog, kaboonyeitar oto otdxo MRNA Kot tov ménTel.

Extog and ta tpia edwd ko eEgdkevpéva shRNAS, évavtt tov MRNA ¢ kdbe
amoodevuAdoNG, oyedldotnke, pio akoun oAlniovyio ShRNA, n omoia dev oto)EvEL
KOVEVOL YOVISI0 €VTOG TOL KLTTAPOL Kal ypnoonoleitor g apvntikd control (Non
target ShRNA control vector). H oAAnlovyio avth mepiéystl T€66EpIs avavTioToyies
Cevyov Pdoeswv, vy kdbe yvootd avOpomivo yovido. Avtd pog emrpémel vao
efetdoovpe Vv emidpacn g SwpodAvvong tov kuttdpov pe €va ShRNA, ot
YOVIOLOKY] EKQPOOT KOl VO, EPUNVEDGOVUE GUYKPITIKE TNV EM{OPACT TG OMOGUDTNONG

TOL EMTVYYAVETAL UE TN XPpTon TV €101KOY ShRNAS.
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Ewova 1: A. Xdptng tov mhacpdtakod eopéo pLKO.1- puro. B. Mnyoviopog amocionnong

HEG® TANCUBLOKGV Popémv TTov petaypdeovy ShRNAS (Sigma).
[43]
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eﬁ;‘\{‘g:\?;)io;) AMnAouyia twv 3 shRNAs
shRNAs évavtt tng CNOT6
CTCGAG GCTTTGCATTTGAGTGACAATCTCGAGATTGTCACTCAAATGCAAAGCTTTTTG
CTCGAG CCAGGATATATTGAACCTTTACTCGAGTAAAGGTTCAATATATCCTGGTTTTTG
CTCGAG GCAACCTCAAATCCAGTGTTTCTCGAGAAACACTGGATTTGAGGTTGCTTTTTG
shRNAs évavti tng CNOT6L
CTCGAG CCGGTACAAGCAGACTCTATACTCGAGTATAGAGTCTGCTTGTACCGGTTTTTG
CTCGAG CCAAGAGGTGGACCACTATTTCTCGAGAAATAGTGGTCCACCTCTTGGTTTTTG
CTCGAG TTTAATCACAGGAGTCTATTTCTCGAGAAATAGACTCCTGTGATTAAATTTTTG
shRNAs évavti tng CNOT7
CTCGAG GCTACTAACAACATCTGGTATCTCGAGATACCAGATGTTGTTAGTAGCTTTTT
CTCGAG GCTGACTATCAATACCAACTACTCGAGTAGTTGGTATTGATAGTCAGCTTTTT
CTCGAG CGGTGTAATGTAGACTTGTTACTCGAGTAACAAGTCTACATTACACCGTTTTT

Mivoxkag 2: : Xapaktnpotikd tov oyedtacpévov ShRNAS évavtt tov anoadsvvoloocdv. Me
TpAcIvae Kol UTAE ypdippata mopovstdlovtol To 5 kot 37 dKpo avtioToryo, Ve pe KOKKIVA 1)
ariniovyia ¢ povpkétag. Exatépmbev avtg, Le podpa yphppoata 1 KoK Ko pn KOO
aAiniovyio.

3.1.10 Exxivntég

[Ma tov Tpocdopod TOV EMTESOV EKEPACNS TNG TMOV ATOUIEVLALCHOV KOOMOG Kot
TOV VTOAOMOV TOPAYOVI®OV OV €EETAGTNKOV YPNGLOTOMONK®OV 01 EKKIVITES TOV
napovctdlovtot otov [ivaxa . O kébe exkkivng eAéyyOnke g mpog v eedikevon

10V Y 10 avtictoyo cDNA-616y0, Le To Tpdypapo Blastn.
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Primers (5'>3’)

Napadyovtag BloAoywkr) Asttoupyia Avapevouevo péyeBog
npoiovtog PCR (bp)
ANGEL1 Avnkel otnv EEP umepolkoyévela Fwd
amoadevulaowv. YIApyEL o€ OAa Ta AGCATAGCACCTGAGCCTGT
EUKOPUWTLKA KUTTapa (Goldstrohm Rev
A. and Wickens M., 2008) GGTCCTGAGCCAGGATGTTA
220bp
ANGEL2 AvnkeL otnv EEP unepolkoyévela Fwd
amnoadevulaowv. YIIAPYXEL O OAa Ta GTGTTGCCCACCAGAAAGAT
EUKAPUWTLKA KUTTapa (Goldstrohm Rev
A. and Wickens M., 2008) GGGGCCAAATTGGAATAGAT
195bp
PARN Avnkel otnv DEDD umepolKoyEVELQL Fwd
amoadevulaowv (Goldstrohm A. kat GACCCCTCCCAGAAAGCTAC
Wickens M., 2008) Rev
GGGGCACTTTGTCTCAACAT
236bp
PARNL Avn kel otnv DEDD umnepolkoyevela Fwd
amoadsvulaowv (Goldstrohm A. and GACCCCTCCCAGAAAGCTAC
(PNLDC1 poly(A)- Wickens M., 2008 Rev
specific GGGGCACTTTGTCTCAACAT
ribonuclease 236bp
(PARN)-like
domain containing
1)
CNOT6 Anotelel umtopovada tou Fwd
OUUTAOKOU amoadevuliwaong CCR4- AGCTGTCATGGGAAGAATGG
(CCR4-NOT NOT (Lau kat ouv., 2009) Rev
transcription GGGCAGCCACTGATGTTATT
complex, subunit 221bp
6)
CNOT6L Anotelel petapAntr unopovada tou Fwd
oUMMAGKou amoadevuliwong CCR4- CGGCTCTTCCAGCTACAAAC
(CCR4-NOT NOT (Lau kat ouv., 2009) Rev
transcription GGAAGCTGCTCTGGATGAAC
complex, subunit 143bp
6-like)
CNOT7 AvrkelL otnv DEDD umepolkoyévela Fwd
(Goldstrohm A. kat Wickens M., GTCCTCTGTGAAGGGGTCAA
2008) Rev
GACTGCTTGTTGGCTTCTC
419bp
CNOT8 Anotelel unopovada tou Fwd
oupmAdkou anoadevuliwong CCR4- GGATTTGCAGAGGATTGGAA
(CCR4-NOT NOT (Lau kat ouv., 2009) Rev
transcription TCACTGCTGCATGTTGTTGA
complex, subunit 232bp

8)
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NOCTURNIN

(CCR4 carbon
catabolite
repression 4-like)

PAN2

b-actin

18S rRNA

AmnoadevuAdon katnyopiog EEP,
e€aptwpevn amo S1abevr) katTiovTa
Mg2+. YIOKELTOL O KIPKASLO EAEYXO
(Goldstrohm A. kat Wickens M.,
2008)

AVNAKeL oTnVv uTtepolkoyEvela DEDD
amoadevulaowv. ATtolkodouEel To
HLOO pnKoc TN moAU(A) oupdg péoa
OTOV TIUPHVA, EVW TO UTIOAOLITO
UEPOG aMOLKOSOMELTAL OTTO TLG
amoadevulaoeg CAF1 kot CCR4 oto
kuttapomAacpa (Goldstrohm A. kat
Wickens M., 2008)

H B- aktivn elval pio ano tig 6
SLoPOPETLKEC LOOUOPDEG AKTIVNG
TIOU €XOUV TaUTOMOLNBEL oTOUG
avBpwrmou¢. Elval pia anod tig Suo
OKTLVEG TOU KUTTOPOOKEAETOU, TIOU
6¢ev Bplokovtal otoug puec. Eivat
vPnAa Statnpnpévn MPWTEIvN Kot
EUMAEKETAL TNV KLVNTLKOTNTA, TN
Soun Kal TNV aKePOLOTNTO TOU
KUTTApou. Ta eminmedad tng
TapapEVOUV oTtaBepad Kal
XpPNnoLuomoLleital £€tal, oav control,
peTafl aA\wV, 60wV adopd TNV
OKEPALOTNTA TWV KUTTAPWYV, TV
QIOLKOSOUNON TWV MPWTEIVWV Kall
O€ TEXVIKEC Omw¢ Western Blotting
(“Entrez Gene: ACTB actin, beta”)
Mé£Aog Tou pLBoowpitkol RNA.
ATOTEAEL CUGTATIKO TNG HLKPNG
plBocwuLkng umopovadag 40S. Eival
TO EUKAPUWTLKO TIUPNVLKO OLOAOYO
ToU 16S rRNA Twv MPoKapuwWTwWY Kot
TWV ptoxovdpiwv. Eival éva amnd ta
Baolkd cUCTOTLKA OAWV TWV
EUKAPUWTLKWV KUTTAPWV. Aev €XeL
moAu(A) oupd, kabwg Sev
petadpaletal kal Bswpeital wg
housekeeping gene, ylati ta eninedda
TOU €VTOC TOU KUTTAPOU TIAPAUEVOUV
otaBepd (Lewin, GENES VIII)

Fwd
GCCAAGACACTGAACAGCAG
Rev
GGCAATCTGTCCTCAGATCC
175bp

Fwd
CTCATCGGGGGACTCTGTTA

Rev
CCAGGCCTGTGTATTCTGGT
205bp

Fwd
GGACTTCGAGCAAGAGATGG
Rev
AGCACTGTGTTGGCGTACAG
234 bp

Fwd
AGAAGGCTGGGGCTCATITG
Rev
AGGGGCCATCCACAGTCTTC
253 bp

Mivaxkag 3: Exkivntég mov ypnoporomdnkoyv ot REAL TIME PCR.
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3.2 M£Bodor

3.2.1 Hiektpodratpnon dektik®dv kKuttdpwv DH5a (E.coli) pe
mhacpotoko gopsa pLKO.1 (puro-amp)

1. Eenayovovpe 10 Opentikd (SOB) kot oteyvdvovue 10 emotpmpévo, ue LB-
Gryap ko aumikiAdivn, TpuPrio otovg 37°C.

2. TomoBetodue v &edK] KOYEAdD 1TNG GLOKELNG MNAEKTPOSIATPNONG
(electroporator) otov mayo.

3. e 990ul SOB mpocBétovue 10ul 2M yAvkdlng ywo. ™ Onpovpyio Tov
dtdvuatog SOC.

4. ZEemoydvovue ta NAeKTpodekTiKd Boaktnplakd kottapo and tovg -80°C.

5. TIpocbétovpe 1ul mhacudiov o 40ul dextikdv kuttapmv DHb5a.

6. Avoakatevovpe pe v muwéta Kot Tomobstovpe OAN TNV MOGOTNTA GTHV
KOYEALDO, TNV oTtoia Kol EPAPUOLOVILE GTN GUOKEDN).

7. T v ekdNA®ON TOL EAWVOREVOL TNG MAEKTPOOIATPNONG, VTAPYEL Eva
KATOOAL TNG TACNC TOV NAEKTPIKOV PEVLATOG, TOL JMEPVA TN HEUPpvn Kot
Kopaiveton and 0,5-1 V katd ) didpkeio evog oot (epimov 4msec).

8. Apéowmg petd v £@apuoyn tov moAuov, tpocbiétovus ota kotrapa 200ul
dtdvpatog SOC.

9. Emotpodvovpue 50ul oto tpufrio ko agrvovpe va avamtvybovv amoikieg O/N,
37°C.

10. 12-14h petd, evogBoluileton pio amoikioo mov emiéyovue o Sml LB broth
OV TEPLEYEL OUTIKIAAIVY. AkolovBel enmoon tov Kolhepysumv ywo 12-14h

otovg 37°C vrd avadevon (210 rpm).
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3.2.2 Anopovoon traoudlokod DNA o€ pikpn) khipoko (mini

preparation)

Baktnprokd kotrapo DH5a (cuvnBwog amd stock yAvkepoing) evogboiuiloviol o
Sml LB broth mov mepiéyel 10 katdAinAo avtiplotikd. Akolovbel emmocn TV
Koadepysidv Y 12-14h otovg 37°C vmd avédevon (210 rpm). H oaxdrovdn
dwdkaocio mpaypatonmoleital pe PAcn T0 TPOTOKOAAO OTOUOVOONG TAAGHIOOKOD

DNA on6 kottapa E. coli, NucleoSpin Plasmid QuickPure:

KoAMEpyeia Kol cLALOYN TOV BOKTNPOKOV KLUTTAP®V:

Metagpépovtarl 1,5ml and v kaAlépyela E. coli mov avantoybnke oe éva coiva
Kot puyokevtpovvtat yio. 1min otig 14000 x g. ATOUaKPOVETAL TO VIEPKEIUEVO KL

emavorapPavetal avtd to Pripo.

Avon tov Kuttapwv:

[TpootiBevron 250ul buffer Al kot emavadioiveTon o inua pe ™ Pondeio mmérog
Kol Evrovn avadevon oto vortex. AkoAovOel mpocOnkm 250ul buffer A2 kot avapeiEn
avamodoyvpilovtag Mmoo HEPIKEG POPEG Ywpig T ypnon tov vortex. To Oetypa
enmdletan oe Beppokpacio dopotiov yia 2-3 Aentd. AkoAovBwg mpootiBevror 300ul
buffer A3 kot Tpaypatoroleiton e avdoevor avamodoyvpiloviag Heptkég popég (6-
8) amopevyovtog T xpnon tov vortex. Gvyokévrpnon vy S Aentd otig 11000 x g o€

Oepuoxpacio dmpatiov.

Aéougvon tov DNA:

TonoBeteiton n omAn NucleoSpin Plasmid QuickPure e éva cvliektikd coAva
(collecting tube) tv 2ml otV omoia POPTMOVETAL TO VIEPKEILEVO TTOV £XEL TPOKVYEL
oo TN QLYOKEVIPNOT TOL TPONYOVUEVOL PNHOTOG. XTI GUVEXELD, TPOYLOTOTOLEITOL

ouyokévrpnon v 1 Aentd otig 11000 x g Ko amopdkpuven tov eKA0HVGUATOG.

I[TAbon e ueuPpdvne ctuxkdvnc:

EnavatomoBeteital  omAn 610 cLAlekTiKO coAva kot tpootiBevton 450ul buffer

AQ (pe aBavorn). AkorovBel puyokévrpnon yw 3 Aentd otig 11000 x g dmov Ko
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emruyybvetar  Epavon g pepPpdvng owukovne. Télog, mpaypotomoteiton

QIO LAKPLVGT TOL EKAOVGUOTOG KOl UYOKEVTIPNON G UEYIGTN TOYVTNTA.

"ExAovon tov DNA:

TomoBeteitar n 6TAN o€ vEéo cwAnva kot mpootifevtor S0ul buffer AE. Xt cuvéyela,
enwaletor to delypa yuw 1 Aemtd oe Ogppoxpacio dmpartiov. Axolovbei

euyokévtpnon yw 1 Aento otig 11000 x g.

3.2.3 Awupoivven kuttapov Onlactikdv pe X-fect

H Swudivvon xvttdpov mpaypotomombnke Pdost tov mpwtokdiiov Xfect
Transfection Reagent ¢ Clontech.
1. Apywd po pépa mpwv ) dapoivven oe kabe  T25 flask tomoBetovpue
KutTapa og TAnpotTa 40-50%.

2. T kabe flask etodlovrar 600 dwAdpoTo:

Tube 1 (mhasmdroxo DNA) Tube 2 (ITolvpepéc)

ul (10 png) IMaocudiokdé DNA 3 ul Xfect Polymer

ul Xfect Reaction Buffer 197 ul Xfect Reaction Buffer
200 pl Tehkog dykog 200 pl Tehkog dykog

3. Avoxwobpue kaAd to kabe tube.

4. Tw v 7opackevy] Tov Swddvpo  dapdivveong  (transfection  mix)
avopryvoovpe to tube 1 pe to tube 2 ko avaxwvovpe yua 10 sec.

5. Ta aprivovue va enmactodv yio. 10 min og Ogppokpacio dopotiov

6. TIMapadiinio oamopakpovoope amd kabe flask 1o Opentikd vAwd pe
avappdenon kot EEMAEVOLLE To KOTTOPA [LE KPVO Kot amootepopévo PBS 1X
dvo @opég. Ilpwv v mpoobnkn tov transfection mix mpocOétovpe 2ml
Openticod VAKOV ywpic avtifrotTikd-avtipvkotikd kot xopig opd (FBS) oe

Kka0¢ flask .
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7. Metd 1o mépag Tov ypdvov enmacng tov transfection mix, popdalovue 400 pl
010, KOTTOPO. TTOL TTpoopilovtal Yo dtapdivven kot agrvovpe ) flask  va
enmootel otovg 37°C.

8. Metd and 12h amopokpdvovpe 10 Opemtikd LVAIKO amd To SLOUOAVGUEVA
KOttapa kot to aviikabiwotoope pe RPMI 1640 10% FBS, 1% Antibiotic-
Antimycotic to omoio mepiéyel emmAéov Kot o avtiplotikd emAoyng (otnv
Topovca Epyacio ypnoonomdnke movpopvkivy oe TEMKN GuyKEVTpwon 1-
10ug/ml Opentikod vikov. Ilpaypotomomoope TE0T AVOEKTIKOTNTOC TMV
NCI-H520 omv movpopvkivn kot 1 BEATIOT) OGLYKEVTIP®OY, GTNV OmOoin
anefiooe 10 100% tov KLTTAPOV OV deV PEPOVV TAACUIO0 AVOEKTIKOTNTOGC
oe 48h petd v apykn £kbeomn, ivar Sug/ml).

9. Mertd and 72h cvAréyoupe ta KOTTOPO.

3.2.4 Amopdvomon omkov RNA ané kotTtopa Oniocstik®v

INa mv amoudévewon oikod RNA and ta enelepyacuéva pe ShRNAS kotTopo mov
ocVAAEYONKOY pe 10 TPOTOKOAAO NG Tapaypdeov 3.2.4, ypnowomomdnke to
eumopikd Total RNA Isolation kit Nucleopsin RNAII t¢ Macherey Nagel. H
dwadikacio aroudvmong eivar faciopévn oty uébodo twv Chomezynski ko Sacchi
oTNV omoic YPNOYOTOLEITOL OTO OPYIKO OTASIO TNG OUOYEVOTOINoNG 16TOV Kot
EKYOMONG VOUKAETKOV 0EE®V G€ OEVO PAIVOAMKS S1OAVLO BEI0KVAVIKNG YOLAVIOTVIG.
Apyd mepimov 30 mg amd kabe deiypo opoyevomotovvtol pe v tpocdnkn 350 ul
dwivpatog RAID mapovsio 3.5 pL B-pepxamtoaBoavoing. To opoyevomoinuo
tonmofeteitanl og €0KEG GTNAEG Ol OTOLEC EMTPEMOVYV TO PIATPAPICLA TOV OETYLATOG
HeTd amd Quyokévpnon otig 11000 X g yi 1 min og Bgppokpacio dwpatiov. To
dmONuévo piypo pHeTopépeTal 6 VEOLS OmoGTEP®UEVOLS cwinves eppendorf, oto
omoio mpoaotifevrar 0.350 ml aBavoing 70%. AxorovBel décpevon tov odikov RNA
o€ HIKPEG OTNAES YpOUTOYpaiag Kot akoAovBel puyokévtpnon otig 8000 X g yia 30
sec o Beppokpacio dopatiov. AkoAovBel amopdkpvven TLYOV OAATOV HE EOIKO

ddAvpo (Membrane Desalting Buffer, MDB) kot encdacn tov deiypatog mapovoio
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DNAaong I, yua 15 min og Ogppokpacio dopatiov. To Prpa avtd eEaceorilel v
eMdotn duvat empodivveon tov delypatdg pag pe yovidiopatikd DNA, yeyovog to
omoio Ba emnpéale v teAKn avdivon tev mpoidvtov ™ RT-PCR. AxoAovBovv
OTOOWOKEG (UVYOKEVIPNOEL, TOV OEIYUATOG, KATA TIG OMOIEG OMOUOKPVVOVTOL TO
napanpoiovta g téyng pe v DNAdon 1.

Téhog, akoiovBel éxhovon tov oAwkoh® RNA tov detypotoc pe HoO eledbBepo
ppovovkieacmv (RNase-free 11 DEPC-treated water). Kdafe deiypo RNA mov
OTOLLOVAVETOL EAEYYETOL Y10 TLYXOLN VOPOALOY] UETA OO OVAALGN TOGO GE TMNKTN
ayapolng 0,8% o6co ko oe mnkty ayopolng 1,2% mapovcio @oppoAdelone Kot

puldooetat otovg -80°C.

Ewova 3.1: Zvvortiki] mopovciosn Tov TPMOTOKOAAOL amopdveong oikod RNA amod
KOTTOpPO ONAaoTIKGOV.
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3.2.5 AlvodmT) avTidpacns TOAVUEPAGIS TPAYRATIKOV YPOVOL dV0

pnparov (RT-gPCR)

H olvocidmt) avtidpaon ToAvuePAoNG GE TPAYHOTIKO ¥povo eivar pio omd TIg o
dwdedopéves peBdoovg TPoodloptooh yovidlokng Ekepacns. Eivor pia dwitepa
dwdedopéves neBbOovE TPOoGdOPGHOD Yovidlakng Ekepaong. Eivar pia dlaitepa
evaioOnm kol eEgdkevpévn texvikn koo umopel va aviyvedoel akdpa Kot Eva
aVTiypoQO €VOC LETAYPAPOL 1) OKOUO VO OVIXVEVGEL OLPOPETIKNG EVTAONG EKPPOOT)
HETOED OVO Oetypdtwv o mocootd £wg Ko 23%. Mnopel va die&oybel oe Eva Prjna
(one step reaction), émov 1 OAN dwdwkacio and 1 ovvOeon tov cDNA uéypt v
avtiopaon moivpepdong cvppaivel otov 1010 SOKIUACTIKO GOAVA 1| 6€ dVO PritoTo
(two-steps) 6mov N avTicTPOEN UETAYPAPT| Kot 1) Evicyvon Tov mapayouevov cDNA
TPOYLOTOTOOVVTOL GE JOLPOPETIKOVG dOKIHAOTIKOVG cwAves. H one step Real time
PCR Bewmpeiton 6Tt petdvel Ty TEPAROTIKY amdKAon Yot ot evEDIKES avVTIOPAGELS
ovpPaivovv 6to 1010 cwAnvaxt. Qotd6co avti N HEB0SOG YPNOIUOTOIEL WG UNTPO. TO
RNA, 10 omoio givon emppenéc o€ amotkoddounon. I'a to Adyo avtd epapudcape ™

devtepn nébodo, Real-time PCR dvo Prnudtmv, n odwg RT-gPCR.

1° BAuo: 0vvBeon 1ov cDNA kAdvov

IMa ™ petatpom tov oAkov RNA oe cDNA mov 1 ypnoyomomonke mpokeyévon
6T GVVEKEW Vo ToAamAactaotel o okl PCR ypnotonoindnke to Prime 1% Strand
Cdna Synthesis Kit g etoupiog Takara. H avtiotpoen petaypagdon mwov
ypnoporombnke anopovovetat amd tov Moloney Murine Leukemia Virus (MMLYV)
Kol propel va ouvBécel cDNA pmrovg uéypt ko 12000 Bacewmv.

1. Etowalovpe o€ éva pukpd eppendorf to e&ng:

Avtdpooctipla Oyxog
Oligo dT Primer (50 uM)* 1.0ul
dNTP Mixture (10 mM each) 1.0ul

(OAkO RNA : < 5 pg*,

Template RNA
P moAu(A)" RNA : < 1 pg**)

RNase free dH,0 péxpt 10 pl
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*Ye mepintwon mov BEAovpE Vo YPNCILOTOCOVHE EOIKOVE EKKIVITEG Y10l KATO10
yovidw, 6mwg mapadetypotog ybpwv to 18S rRNA mov dev €xet moAiv(A) ovpd, M
TEMKN GLYKEVTPW®GT TOV EKKIVITH TPETEL va. givar 2pmol.

**Tmv mapovoa egpyacioa n pitpa RNA mov ypnoyomolodpe €xel GLYKEVIP®ON
400ng/rxn.

2. To piypo Oeppaivetoar otovg 650 C ywo 5 min ®ote va omodiataybodv ot
devtepotayeig dopég Tov RNA Kot va yivel ) TpdGdecT TV EKKIVIITOV GTO GTOYO Kot
o1 ovvEyeln torofeteiton kKatevbeiov otov Tayo

3. Z1n ovvéyela TpooTifevTol To TAPAKATO AvTIOPAGTHPLO, LEXPL TOV TEMKO GYKO OV

etvon 20 pl.
Avtidpaotipla Oykog
Template RNA Primer Mixture péxpt 10.0pl
5 X PrimeScript™ Buffer 4 ul (1X)
RNase Inhibitor (40 U/ul) 0.5 ul (20 units)
PrimeScript™ RTase (200 U/pl) 1.0 pl (200 units)
RNase free dH,0 péxpt 20.0 pl

20 Bhuao: Real Time PCR

Kotd v Real Time PCR, mpaypatomoieiton n p€rpnon tng mocoOTNTAG TOL
poidvtog kah’oAn T ddpKeln TG avtidpaons, HEC® NG TapakolovOnone Kot
Katoypagpng e avbénong tov @bopiopod kdmowag @bopilovcac ovoioc. Evpémg
ypnowonowvpevn ovoio amotelel m SYBR greenl m omoilo dweyeipeton pe
axtivoPoiio. pnkovg kvpatog 497nm kar eknépmel ota 520 nm. To peyoivtepo
nieovéktnua ¢ SYBR green eivar n duvatdotnto ypriong g HE OTO00MTOTE
Cevydpt exkivntdv , ywoo TNV €vioyvon omolcOMmoTe dAANAOVYiOG — OTOYO, €V
ONUOVTIKO LEOVEKTNILA TG etvan OTL Tpocdévetal o€ OAa ta dikAwva popia DNA mov
ocuvtiBevior koTd TV ovtidopaon evioyvuomng., ota omoio cvumeplrappdvovtal To
mOavd Sepn TOV EKKVINTOV KoODS Kol U1 €0KA TPOiOdvVTa TOL EVOEYETOL VO

TPOKOTTOVLV. Q6TOG0 0 GMOOTOG GYEOCUOC EWIKAV EKKIVNTOV KOODG Kot M
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BeAtictomoinon TtV cuvOnKOV ¢ ovtidopaons, pmopobv vo cvppdiiovv otnv
amoTpomy Onpovpyiag dipepdv towv ekkivntav. H évtaon @bopiopov petpdror og
kd0e kOkho tng PCR, pe omotélecpo vo mpokvmtel pio KopmdOAn evioyvong
(amplification plot), yeyovdg mov emitpémel v mapakoAovdnon oAdKAnpng g
dwdkaciog g avtidpaong and tov gpguvnty. H avénon tov ofuatog ¢Bopiopon
elvatl avdAoyn tov cuvtifépevov Tpoidvtog Kot oyeTileTon AUESO LE TNV TOGOTNTO TOV
apykov vrootpouatos. H kapumdAn evioyvong dwaxpivetal ce Tpel OAces: v
ex0eTiKn|, TN YPOUKTY Kol T Ao Kopeopov. Katd v exBetikn| odon (exponential
phase) , og kdBe KOKAO ™G avtidpaong Tpaypotomotleital akpiPng SOImANGLOc LOG TOL
TPoidvTog, kKabmc Ol Ta amapoaitnTa Yo TNV aviidpacn cvoTtatikd Ppiokovtol o
nepiooeln (100% omodoTKOTNTA). XT1 GUVEYELD EMEPYETAL 1] YPOUUIKY] PACT) KOTA TNV
omoio. opopéva and to aviwpactinplo apyilovv va eEaviAobvtal, v TapIAANAa
OLOOMPEVOVTAL , GTOOLOK( KOl OVOGTOAEIS TNG AVTIOPAIOTC, XTN GUYKEKPIULEVT] PACN,
N avtidpaon g evioyvong emPpoadivetal, KOOOS LEIOVETOL 1] ATOJOTIKOTNTA TNG Kot
TEMKA GTOUOTAEL EVTEAMG, OTOTE 1| KAUTOAN @OOPIGHOD PTAVEL GE ONUEID KOPEGLOV
(plateau).

2N GLYKEKPYWEVN €pYacio 1) LEAETN TOV EMTEI®V EKPPACTG OTOUOEVOANCHV KoL
KOPKWVIKOV Tapayovtwv mpaypotoromdnke pe v mocotikn PCR ocopgpwva pe 1o
npotokoriro e "KAPA™ SYBR® FAST qPCR Kit — Master Mix (2X) Universal”.
2115 avTIopdoelg ypnoyomomnke o¢ ypootikn avaeopds N ROX kot o¢ ecwtepkd
control Yy TNV KAVOVIKOTOINGN TOV ONUOTOS TGV EWIKOV TPOIOVTI®V, TO
wwoovotatikd yoviolro g P-aktivng kot tov 18S rRNA. Q¢ vrdéotpopa
ypnoorombnke cDNA, oand oAkd RNA oamopovouévo amd to eetalopeva
detypoto. Ot mocOTNTEG TOV EMUEPOLS AVTIIOPACTNPIOV TOV OVTIOPACEMV Kol Ol

ouvOnKeg avTOV Tapovctdloviat 6Tovg Tapakdte mivakes (ITivakag 4 ko 5).

Final concentration 20 pl rxn
KAPA SYBR® FAST 1X 10.0ul
gPCR Master Mix (2X)
Universal
Forward Primer (10 pM) 200nM 0.4ul
Reverse Primer (10 uM) 200nM 0.4ul
Template DNA (<20 ng/20 pl rxn) Variable
ROX Low 50nM 0.4ul
PCR grade water up to As required
20 pl

Mivakag 4: Xvototikd avtidpaong gPCR.
[54]

Institutional Repository - Library & Information Centre - University of Thessaly
20/05/2024 00:53:45 EEST - 3.139.236.33



gPCR steps Cycling conditions

Denaturation (Hot Start) 95°C, 3min (1 cycle)
Amplification 95°C, 3sec (40 cycles)
60°C, 30sec
72°C, 11sec
Dissociation 95°C, 1min (1 cycle)
55°C, 30sec
95°C, 30sec
25°C, 3min (1 cycle)

Mivaxag 5: Xuvnkeg avtidpaong gPCR yia v evicyvon tov eXAeyUEVOV TOPAYOVIOV

3.2.6 cDNA Mwpoovetoryisg (Microarrays)

Ta mepapota TV IKPosLoTo IOV Kot 1 avaivon €ywve and m NIMGenetics, Tres
Cantos, ot Madpitn ¢ [onaviag. Emheypéveg amoadevoldoeg amociomnonkoy pe
shRNAs og «ottapa NCI-H520 (mpoéhevong «kapkivov Tov  mveduova).
Amopovadnke oMo RNA and detypata kuttdpov, pe fdon to tpotokoiro RNeasy
kit (Qiagen Inc., Valencia, CA) ka1 éywve avadAvon e EKQPOaonG LLE UIKPOGVOTOLYIES
oe eminedo oAOKANpov tov yovidivuatog (full-genome analysis). Ta deiypoto mov
xpNopoTombnkay nTav tao e&ng:

1. Kobttapa ta omoia dtopordvonkov pe miacudokd eopéa pLKO.1 mov ¢pépet
pio oddniovyieg ShRNA évavtt tov anoadevoracdv CNOT6, CNOT6L ko
CNOT7.

2.  Kvttopa aypiov tomov (MW).

3. Kvotrapa ta omoia doaporivvOnkav pe mhacpdkd eopéa pLKO.1 mov dev
eépet kamola aAinAiovyic ShARNA (MV).

4. Kobtropa ta omoio dopoAdvOnkay pe miacudlokd gopéa pLKO.1 mov @épet
pio oAAnrovyio. ShRNA 1 omoio dev otoyedel kavéva MRNA gviog tov
rkvttdpov (MSH).

Ta deiyparta 2, 3 kot 4 ypnowomomdnkav og paptopeg (control). Ta deiypatoa RNA

oto omoio €yve avdAvon Tov TPOEIA NG YOVISOKNG £KPpacns, LPpwictnkav ce
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wkpoovototyicn  oAryovovkAeotdimv-Whole Human Genome Agilent 4X44K
oligonucleotide Microarray (Agilent Technologies, Inc., Santa Clara, CA). H
amopdévoon, o kabapopdg, M evioyvuorn, M onuavon Kot 0 LPPoUdg otV
mhateopua (Agilent 44K Human Whole Genome microarrays) tov dstypdtov RNA,
KaOdC Ko M odpwon Tev apyelov €KOVIS, TPAYLATOTOMONKAY GOUQ®VL HE TIG
odnyleg tov katackevaot|. H kavovikomoinon towv dedopévov €ytve Y€ TOL
npoypduporog Feature Extraction (v. 10.7.3.1).

Buominpoopikr): ‘Eyive avdlvon g petaforng tov enumédwv ékppaong (fold-

change analysis), mpoxeipévov va tavtomombovv ta yovidio ta omoio ekppalovtat
daPopika oTig 60 ouddec ovykplong (kabe detypa cvykpibnke pe To Mock kdttapa
(MS), éto1 dote vo. amokAsiovtal ot ueTaPoAEC TOV OPEIAOVIOL OTNV EMAYMYN TOV
unyaviopod RNAI). Moévo ta yovidw mov mapovoialovv tuég >2-fold change,
Bewpovvtar Ot petafdriovion onuaviikd. H Pdaon dedouévov GSEA (Gene Set
Enrichment Analysis), ypnowomomnke yio tv €Opeocn AETOLPYIKOV OUGd®V
yovdiwv. Ot emileypévec opadec ouykpidnkov pe opdoes Yovidimv mov GUUUETEYOLY
0€ KLTTOPIKA povomdrtia To omoia ivan katoywpnuéva otig Paoeig: BioCarta, KEGG

kot REACTOME.
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4. Amoteléopato

4.1 Eninedo ék@ppaons mRNA amoadevvracov o€ a60eveig pe
MIKPOKVTTOPIKO KapKivo Tov tvevpova pe quantitive Real Time

PCR (qRT-PCR)

[MpaypoatomomOnke Myn mtaboroyikod Kol TOPAKEILEVOL QLGIOAOYIKOV 1GTOV
ue Bpoyyookdmnon and acheveic pe HIKopKLTTAPIKO TOV TveLHova. MeletnOnkav
10 delypota kot petpnOnkav ta enineda EKPpaong Towv aroadevvoracov ue qRT-
PCR. Q¢ pdépropag ypnowomoteitor delypo amd pn moboroykd 16td T0ov 18i0v
acBevovg. AvEnom TV eMEd®V EKEPUCNG TOPATNPNONKE OTIC OTONOEVOAIGES

PARN, CNOT6L, CNOT7, CNOTS8, PAN2.

SCLC
1. PARN
2. CNOT6
o 3. CNOT6L
?C;: 4. CNOT7
< 5. CNOT8
) 6. PAN2
(]
o
(o]
o]
°
DeAs PARN CNOT6 CNOT6L CNOT7 CNOT8  PAN2
Average 1,32 0,21 1,68 0,70 2,94 1,16

Ewova 4.1: Eninedo ékppaocng anoadevolacmdv kal 0 pEGOS 0pog ékgpacng (—) o€
oetynato and 1lacBeveig pe SCLC. Ta onueia mov gppovifovtol avtiotolyodv otn
EKQpacn omoadevolooc®v otov TaBoloylkd 1610 6€ oYM UE TNV avtictolyn emi Tov

evotoroyikob wetov (log2fold change).
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4.2 Emineda éxgpaons mRNA omoadevviooc®v og acOgveic pe

TAOKMOOES KopKivopo Tov vevpovoe pe quantitive Real Time PCR
(QRT-PCR)

[MpaypatomomOnke ARYn waforoykov Kol TOPOKEILEVOV PUGIOAOYIKOD 16TOD
e Ppoyyookdémnon amd acBeveig pe TAOK®OES KOPKIVOUO TOL TVEVUOVAL.
MeietqOnkav 22 delypoto ko  petpiOnkov to  emimeda  EKQpaong TGOV
armoadevvoracodv pe qRT-PCR. Q¢ updprtvpag ypnowomoteiton delypo omd pun
mofoAoyikd 10160 tov 1Wiov acBevovs. H avalvon £deiée mog M €kppacn ToV
ATONOEVVUANCAOY OAAALEL onuovTiKd o€ oy€omn pHe tovg pdptupes. Ewdwkdtepa, ot
TEPLOGOTEPES  AMOUOEVOAACEG £0€1EAY  SPOPOTOINGT TNV £KQPOUCT] TOVS GE
oLYKpIoN HE TOVG paptupes, 6mwg n avénon tov ANGEL1, ANGEL2, PARN,
CNOT7 xour CNOTS8 xot peimwon mmg CNOT6L. 6mwg 1 avénon tov ANGELL,
ANGEL2, PARN, PARNL kot CNOT7 kot peimon g CNOT6L. Eve to emimeda
gxppaong s CNOT6 kot dev mapovsidlovy onuavTiky dlopopomoinon.

1. ANGEL1
2. ANGEL2
3. PARN
4. PARNL
5. CNOT6
6. CNOT6L
7. CNOT7
8. CNOTS8
9. NOC
10. PAN2

log2 fold change
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DeAs ANGEL1 ANGEL2 PARN PARNL CNOT6 CNOT6L CNOT7 CNOT8 NOC PAN2

Ewkovo 4.2: Eninedo ék@poong amoadevoAachV Kol 0 HEGOG 0poc ékepoaone (—) o€
delynata and 22 acbeveig pe SCC. Ta onueia mov egpgaviCovtal avtiotolyodv oIy
EKQPACT TOV OTO0OEVVANCHY GTOV TAOOLOYIKO 1GTO GE GYECT LE TNV AVTIGTOLYN €Tl TOL

evotoroyikov 1otov (fold change).

4.3 cDNA MwkpocvoToryieg

Mo va eggetdoovpe v emidpaon TG OMOGIORANCNG OTO YOVIdiopo kol mlova
povomdtio Tov enNPedlovtol omd TIS OMONOEVOAAGES TPOUYLATOTOWCOUE OVAALGN
pikpoovototiwv. Iapovoialetor 1 avaivon TV dESOUEV®V Y10 TPELS OO OVTEC, TIC
CNOT6, CNOTO6L xour CNOT7, mov €d¢ei&e 6TL | amociwmnon e CNOT6 odnynos
oe petaforéc tov emmédwv 1117yovidiov (dapopikn Ekepacn >2-fold cuykprrikd pe
ta MS, p<0,05), ek tov omoiwv ta 112 deiyvouv peimon kot to 1005 avénon. Qg
amotéheopo ¢ omoowwmnong ™¢ CNOT6L peiwvovior onuaviikd to emimeda
gxppaong 185 yovidiov kat avEdvovtar 646 yovidiov. Xtnv arocionnon tg CNOT7
petwdnkayv ta enimeda Ekppaong 213 evd avéninkav 680. tovg mopakdT® TIVOKES
TaPoVC1ALoVTal To KUTTOPIKA HLOVOTATIO TOV Qaivetol vo exnpedlovion gite BeTikd

(up-regulated), gite apvnrica (down-regulated).

MV vs MSH

ACE2PATHWAY 12 0,002484472 0,23531255

A. OeTikd oyeTilopeva povordtia

CALCINEURINPATHWAY 18 0 0,08046725

B. Apvntikd oyeTilopeva povordtia
Mivaxag 1:A. Oetikd oxeti{opeva povordtia B. Apvntikd oyetilopeva povomdtio
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Xy wpOT] KOTOypapoviol To povomdtie mov  amoppubuilovion oto MV delypota
ovykpwvopeve pe to MSH. Ztig enduevec otreg avagépetor o péyebog (o apBpdg twov
YoVISi®V TOL GLUUETEXOVY GTO povomdtt), N P value (otatiotiky mapdpetpog/ tpég < 0.05
VTOGEIKVDOLV OTUTICTIKG ONUOVTIKA amoteiéopata) kot 11 FDR value (false discovery rate,

oTOTIOTIKN 1EB0d0g/ Tiég <0.25 vmodelkviovy GTUTIGTIKG GTUOVTIKG UTOTEAEGLOTA).

T-CNOT6 vs MSH

NEUTROPHIL
PATHWAY

8

0,042454444

DC PATHWAY

20

0,040114745

HSAO00591 LINOLEIC
ACID METABOLISM

31

0,03396627

MONOCYTE
PATHWAY

11

0,03835693

LYMPHOCYTE
PATHWAY

0,04242203

GAMMA
HEXACHLOROCYCL
OHEXANE
DEGRADATION

27

0,0037546933

0,13010617

COMP PATHWAY

15

0,005524862

0,11827622

CYTOKINE
PATHWAY

19

0,009536785

0,17123464

HSA04640
HEMATOPOIETIC
CELL LINEAGE

87

0,0010976949

0,16245124

BENZOATE
DEGRADATION VIA
COA LIGATION

0,010510511

0,16180834

TRYPTOPHAN
METABOLISM

50

0,002361275

0,1684694

HSA04610
COMPLEMENT AND
COAGULATIN
CASCADES

68

0,0033259424

0,15924191

PEPTIDE GPCRS

66

0,0011185682

0,14943996

COMPLEMENT
ACTIVATION
CLASSICAL

12

0,004237288

0,15484977

LAIR PATHWAY

16

0,009497965

0,14649454

HSA00940
PHENYLPROPANOI
D BIOSYNTHESIS

0,0060790274

0,13939546
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HSA03010
RIBOSOME 67 0,0056433408 0,14099811
HSA04940 TYPE |
DIABETES 44 0,010869565 0,15609321
MELLITUS
STRIATED MUSCLE
CONTRACTION 33 0,006142506 0,15259273
BL YMPHOCYTE
PATHWAY 10 0,017291067 0,15939562
FATTY ACID
BIOSYNTHESIS 8 0,022865854 0,16498205
PATH 2
GPCRDB CLASS A
RHODOPSIN LIKE 163 0,0010362695 0,16381371
CLASSIC PATHWAY 12 0,014450867 0,16307901
ILS PATHWAY 10 0,019746121 0,16217913
INFLAM PATHWAY 28 0,015228426 0,17971636
C21 STEROID
HORMONE 10 0,024096385 0,18495302
METABOLISM
NKT PATHWAY 28 0,024875622 0,21875691
GLUCOCORTICOID
MINERALOCORTIC 7 0,039694656 0,22735533
OID METABOLISM

OeTika oyeTICOpEVE POVOTTATIO,

Hivakag 2: Xy TpdTn Kotoypapovol to povordtio, mov amoppuduilovior ot TCNOT6
detyporo ovykpivopevo pe ta MSH. Xtig emopeveg oteg avapépetat to péyeboc, n p value
0.05 xoun FDR value.
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TCNOT6-L vs MSH

STRIATED MUSCLE
CONTRACTION 33 0 0,049484037
DC PATHWAY 20 0 0,07849256
HSP27 PATHWAY 15 0 0,11089081

OeTIKG oYETILONEVE. HOVOTATLO.

Hivakag 3: Zmv 7pd™ Kou OgvTEPT OTHAN  KOTOYPAPOVIOL TO MUOVOTOTIOL 7OV
amoppvOuiloviar kot ta yapoktnplotikd tovg ota CNOT6EL delypoata cuykpvopeva U ta

MSH. Z11g endpeveg otiheg avapépetar To péyebog, n p value kou np FDR value.

TCNOT7 vs MSH
STRIATED MUSCLE
CONTRACTION 33 0 0,10950794
HSA04640
HEMATOPOIETIC 87 0 0,16339089
CELL LINEAGE
DC PATHWAY 20 0,0017793594 0,13182579

OeTiKd oyeTICOpEVO povoTaTIO

Hivakag 4: Zmv 7pd Kot dgvTEPT OTAAN  KOTOYPAPOVIOL TO LOVOTATIL TOV
amoppvOpuiloviar kor ta yapaxtpotikd tovg oto CNOT7 delypota cvuykpwvopevo pe to

MSH. Xt endpeveg othieg avaepépetat To péyebog, n p value ko n FDR value.

Ot amoadevuAdoes autéc gaivetol T sumAékoviar ot pOOoN g EkEPaocTg
KPIGIL®V LOVOTOTIOV Kot OPKETMOV YoVdiov ov petald cvpmeptiapfovorévey g
KUTTOPIKNG OVOATTUENG, TNG OVOGOAOYIKNG OmOKPIoNG, NG HULIKNG GUOTACONS, TNG

npoteivoovvieong (Iapdaptnua). Apketd povomdrtio ennpedlovial TOLAdYIGTOV 0md
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OO0  OmOAOEVUAACEG, YEYOVOC TOL VLAAVIGGETOL OAANAETIKOAVTTOUEVOLG POAOVG

(Ewova 4.3).

Positively correlated
pathways/ genes

Ewoéva 4.3: Kowd povomdtio mov amopvBpifoviar and tg amoadevvrices CNOTHE,
CNOTG6L kot CNOT7. Ot apiBpoi dnidvouy To GUVOAO TOV AToppLOLIGUEVOV YOVISI®mV Kot
™V 0AANAOETIKAAVYY TOVG.
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5. Xuvinmon

[Tponyobdueveg peAéteg mOov amd TO €PYOCTNPO HOG GE Oelypota achevav pe
Aevyonpieg ko £de1&av 0T N €K@paot aroadevorac®dv, Otoc 1 PARN ko 1 CNOT7,
petafdrietal petald achevdv Kot VYOV ATOU®V, VTOVIGGOVTOS TMG To VIV 0VTA
Bo umopovcav vo xpnoomoinfovv w¢ onurAnpopotikol Brodeikteg kot mhavov g
xpnoa epyareio peAETNG TG mTPpoodov g Oepanciog (Maragozidis xai ovv., 2012).
Me Bdaon ovtéc TiC mopatnpfoelg eMEKTEIVOUE TN UEAETN HOG OTOV KOPKIVO TOL
TVELLOVA, MOOTE VO EEETACOVUE OV Ol TPOTYOVUEVEG TOPATNPNCEIS CYETIKA LE TN
HETOPOAN TOV EMTEOOV EKPPACTG TOV ATONOEVOANCHV OTOTEAOVV EVa YEVIKOTEPO
QOVOLEVO GTOV KOopKivo. XTnVv mapovco epyacio peletioaue pe t péBoodo g Real
Time PCR, ta enineda ékppoone twv amoadevoiacwv PARN, CNOT6, CNOT6L,
CNOT7, CNOTS8 kau PAN2 oe mabBoroyikd kot pucoloAoykd detypota aclevov pe
Muwpoxvttapikd (SCLC) ko tov ANGELL, ANGEL2, PARN, PARNL, CNOTS6,
CNOT6L, CNOT7, CNOT8, NOC, PAN2 ce mhakddn kapkivo (SCC) tov mveduova.
Y1rg ewoveg 4.1 ko 4.2 amewoviCovtar cvykpitikd ot petafoAés ota emimeda
EKQPOONG TOV OTONOEVOANGHOV OVALEGO GTOVS 000 TOTOVS KOPKIVOL TOL TVEVLOVOL.
H PARN napovcidlet avénuévn €kppaomn emg kot 2 gopég ota maforoykd detypoto
acOevOV e JKPOKVTTAPIKO KOPKivo evid M Ekppoon oavEdvetor acBevde oTovg
acBeveic pe miokmdeg Kapkivopa. Emione ta enimeda ékppaong towv CNOT6 kot
PAN2 d10popomotovvTol  GNUOVTIKE OVOUESH GTOVG OVO  TUTOVG  KOPKivov,
eppavifovtag avénon oto MikpokvTTaPIKO KOPKIVO TOV TVELHOVO Kol UEIMON GTO
[MAaxmoec kapkivopa. H CNOT6L mapovsidalel oyetikd vynin £kepact otovg 600
TOmovg Kapkivov, evd 1 CNOT7 exepdleton acOevdS TOG0 GTO HUKPOKVTTUPIKO OGO
KOl GTO [N MKPOKVLTTOPKO KapKivo tov mvedpova. Téhog 1 CNOTS eppaviel nma
ahENOT GTO HUKPOKLTTOPIKO KOPKIVO TOL TVELHOVO, EVD OV EKPPAleTonl KBOAOL GTO
TAOKMDOEG KOPKIveLLL

Ta amotedéopoTo aVTA EVIGYOOVV TIC TAPATNPNGELS amd TPONYOVUEVT LG EpYacia,
OOV OElyveTOl TG OPKETEC AMONOEVUAACES UETOPAALOVY TNV EKEPACY] TOLG OE
oeleg Aevyoieg (Maragozidis et al., 2012). H cvykpion tov aAlaydv peta&d tov
dv0 €OV kopkivov (Aevyollidv Kot TVEOUOVE) OMOKOADTTEL EVOLLPEPOVGES
nopatmpnoels (Ewova 5.1) Ta eninedo twv PARN ka1 CNOTOL petofdariovton pe

tov 1010 tpomo oto 6vo €idn- m PARN av&avetar evdd n CNOT6L peidveror.
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Avtifeta, 1 CNOT7 eved ov&dvetor 6Tov KOPKIVO TOV TVELLOVO, UEIDVETOL OTIC
oeieg Aevyoieg. Avéroya mapatnpodvior kot yio v CNOT6L, aAld aviictpoea
oto €ldn Kopkivov kot oe AMyodtepn évtoon oe oxéon pe v CNOT7. O
TOPOTNPNOES OVTEG UmMOpel Vo ONUOIVOUV TIOC GUYKEKPUEVEG OTOOOEVUAAGEC
EAEYYOVV GLUYKEKPIUEVO LOVOTIATIO 1] KVTTAPIKESG dlepyaciec. [Ipénetl va onpeuwcovpe
TPOCOUTEG UEAETEG TOL OElYVOLV TG G€ KOTTAPO TPOEAEVONG ONO KOPKIVO TOV
paotov ot CNOT6 xow CNOTOL ovppetéyovv oe Olepyoaciec ynpavong Kot
KuttopkoV Bavatov (Mittal xoaz gov., 2011), ot CNOT7 kou CNOTS8 ctov kuttapiko
nolhanmhactocpd (Aslam xor oov., 2009). Emiong dciynke mwg 1 PARN eléyyet
OLYKEKPIEVN Opdda YOVIOIOV 7OV EUMAEKOVTOL OTNV KWNTIKOTNTO KLTTOP®OV
pvoPractov movtikov (Lee xar ovv., 2012). 'Eav ot amoadevordceg eAéyyouvv
OLYKEKPIUEVOL LOVOTATIOL MK GAAN EVOLLPEPOVCO, TPOOTTIKY €ivol TG HTopel ot
OTONOEVUALGEG VO AEITOVPYOVV  OAANAOETIKAAVTTOUEVA: GE TEPIMTMOON TOL TA
emimeda pog petwvovion (.. CNOT6L) va v aviikadiotd pia dAin (CNOT7) oote
va eEac@aAiletan 1 amowkodounon twv mRNAs tov mapayoviwv mov dgv Oa yvotov
av éleume N pio amd avtéc (n CNOT6L oto ev Aoym mapaderypa). Tlepartépm peréreg

amottoHvTol Ko £xovv dpoporoynel yo va mpoceyy1iofovv auTd To EPOTILLOTA.
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Ewova 5.1. Zoykpion amotelecpdtov oto enimeda EKppoong omoadevolacdv o€ acbeveig
pe SCC (mhokmdeg) kou og aobevelg pe Asvyopieg (ALL — O&eia Agppoxvtrapiky, AML —
O&ela Mvghoyevnc).
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Me Bdon ovTég TIg TPOTYOVUEVES TOPOTNPNOELS EMYEPTCOLE VO KOATAVOGOVLE TO
POAO T®V OTOOOEVAUCMV GTOV KOPKIVO TOL TVELHOVO GE EMMESO YOVIOIOKNG
éxppaong. ['a to okond avtd amociwnndnke | £ékppaon tov CNOT6, CNOT6L kot
CNOT7 og kdttapo mpoéievong Kapkivov tov mvedpova (squamous cell carcinoma),
®oTE VO TPOoEYYILEL TO €100C TV KAIVIK®V OEYHATOV TOV AVOADGOE TOPATAV®, Kot
avaAvOnke n enidpacn g depyaciog oTnV £EKPPOCT TOL GUVOAOD TOL YOVISIMHUOTOG,
Onwg eoiveTor EKTEVOG OTO OMOTEAEGUOTO, Ol OTOOOEVOAAGES OVTEG (QOIVETOL TMG
eumAékovtal ot pHOUIoN TNG EKEPOCNS KPIGL®MV LOVOTOTIOV Kol APKETMOV YOVIOIWV
(TTivaxag 1). daivetor mog eumiékovior, petold GAov, otn poduion g
mpwteivochvleons, arpomoinong Kot Puikng ovomaons. Av Kot To TeAevtaio givorl
UEALOV OVTIPOTIKO Y10 £VOL KOPKIVIKO KVTTOPO, EVTIOVTOLS WITOPEL va onUaivel Tmg T0
VL0 EUMAEKETOL GE UNYAVICUOVS KLTTOPIKNG KvNnTiKOTNTOG, Tov €ivarl kpioun
dtepyacio yio €va Kapkvikd kouttapo. Idwaitepa onpoviikd eivol mwg mTapdyovTeg
aoroinong eaivetan va eAéyyovrtal and kowvov and tic CNOT6 ko CNOT7 (Ewdva
4.3), vyeyovég mov Oo pmopovoE EVIOYVEL TNV TPOMYOUUEVN VTOBeomn NG
OAANAOETIKAAVTTTOPEVIC OpAoNC TV EVEOU®V MG £Vag UNYovicdg puduong yio tov

ELeYY0 NG AEITOLPYIOG TOV LLOVOTOTIDV.
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AvoooAoyLKn TRYPTOPHAN MetaBoAlopndg
NEUTROPHIL PATHWAY amoKpLon METABOLISM TpurtodpAavng
HSA04610
AvoooloyLkn COMPLEMENT AND .,
DC PATHWAY anéKpLoN COAGULATION AvoooAoyLKH amoKpLon
CASCADES
MetaBoAlopog
HSA00591 LINOLEIC ACID . . .
METABOLISM Tou }\Lv?}\eu(ou PEPTIDE GPCRS ZNUATOSIKA HLOVOTATLL
o&€og
AvoooloyLkn COMPLEMENT .,
MONOCYTE PATHWAY andKpIoN ACTIVATION CLASSICAL AvoooAoyLKr amoKpLon
LYMPHOCYTE PATHWAY Avoo,o Aoyuai LAIR PATHWAY AVOCOAOYLKI| QTIOKPLON
anokpLon
GAMMA HSA00940 BLoGOVOEG
HEXACHLOROCYCLOHEXANE MetoBoALopdg PHENYLPROPANOID bavulorn ortotvcr)]suS(bv
DEGRADATION BIOSYNTHESIS P
, Fovidia mou eumAékovtat
COMP PATHWAY AVOG,O}\OVLK” HSA03010 RIBOSOME oTn PLBOCWHLKNA
anokplon .
Aettoupyia
AVOGOAOYLKN HSA04940 TYPE | Takyapwdng dtaBrtng
CYTOKINE PATHWAY anokplon DIABETES MELLITUS tonou |
HSA04640 HEMATOPOIETIC AloToing STRIATED MUSCLE MUikf o0oTae
CELL LINEAGE Horonon CONTRACTION " f
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BENZOATE DEGRADATION VIA
COA LIGATION

Arnowkodounon

Bevioikou o&fog

péow olvdeang
tou CoA

B LYMPHOCYTE
PATHWAY

AVOGOAOYLKI| QTIOKPLON

STRIATED MUSCLE Myl sbomas STRIATED MUSCLE Myl obomas
CONTRACTION n n CONTRACTION n n
DC PATHWAY Avooohoyu DC PATHWAY AVOGOAOYKH ambKpLon
amokpLon
MNpootaocio and HSA04640
HSP27PATHWAY poota HEMATOPOIETIC CELL Aworoinon
TNV anéntwon LINEAGE

Hivaxkag 1: To Oetikd oyeti{oOuevo, LOVOTATIO KOl TO YOPOUKTNPIOTIKG TOVG GTO OTOid

eumiéxovtor ot amoadevordoegc CNOTE,CNOT6L kot CNOTY.

To oamotedéopata g epyociog ovolyouvv VvEeC TPOOTMTIKEG ©TO POAO  TOV
OTOOOVEVANGHOV GTOV KAPKIVO TOV TVELHOVO KOl TOV OGHEVEIDV OVTAOV YEVIKOTEPO.
IMa v KaAvTEPN Katavonomn Tov pOAOL TOLG GTO GUVOAD TOV OTOLTEITOL 1 ETEKTOCT
NG HEAETNG KOL OTIS VLIOAOUTEG OMOAOEVOANCEG KOOMG KOl TOPAYOVI®OV OV
eumAéKovTal 6T pOOIIOT TOGO TOV HOVOTATIOV, OGO KOl TNG YOVIOIOKNG EKPPOCTG
YEVIKOTEPO. X€ aLTN TNV TEAELTOio KOTEVOBLVON M HEAET TV GTO €MIMESO TV

micoRNAs ce oyéon pe TNV omoadevuAimorn ovouévetor vo eivorl 1dtoaitepa

OTOKOAVTTTIKOG.
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2vunepaouaro

Ta amotedéopoto TG MOPOVOHG £pyaciog Oelyvouv TG 1 EKEPOCT TOV
AmoadEVLANGHOV 0ALALOVYV GTOV KapKivo Tov vedpova. Ot mapatnpnoels avtég givat
onNUovTIKES yotl pmopel vo oyxetiCovion Gueco PE TIG GAAAYEG TOV KOVOUE GTNV
EKQpaon GAL®V KPICIHOV TopayovTomv, OT®g OyYKOYovidimv Kot Plodelkt®v GTov
KOpKivo TOov 7veduova. Xe GLVOVAGUO [E TPONYOVLEVEG TOAPUTNPNCES TOL
gpyaotnpiov mov eivar vd kpion yw onuocicvon, vrootpilovy v o OTL OL
armoadevuoAdoeg dwdpopotilovy onuaviikd poko ot puduon ™G EKEPAONG
yovwiov mov oyetiCovror pe v avamtoén kot v e&EMEN tov Koapkivov. Oa
pumopovcav Aourdv ta Evivpa ovtd vo eEetacBovv mepetaip® yia va ypnoiponomovv
¢ Pondntikol Prodeiktec, 1 akdUn Ko yio TNV mapoakolovdnon g e&éMieg TV

OepameLTIKOV GYNUATOV.
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ITAPAPTHMA

PECAM1
SELE
SELL

ITGAL
ITGAM
ICAM1

DCPATHWAY
IL4

ITGAX

CD7

IL12B

ILS
TLR9
IL13
CD33
IFNB1
CD2
IFNG
IL10

platelet/endothelial cell adhesion molecule (CD31 antigen)
selectin E (endothelial adhesion molecule 1)

selectin L (lymphocyte adhesion molecule 1)

integrin, alpha L (antigen CD11A (p180), lymphocyte function-
associated antigen 1; alpha polypeptide)

integrin, alpha M (complement component 3 receptor 3 subunit)
intercellular adhesion molecule 1 (CD54), human rhinovirus
receptor

interleukin 4

integrin, alpha X (complement component 3 receptor 4 subunit)
CD7 molecule

interleukin 12B (natural killer cell stimulatory factor 2, cytotoxic
lymphocyte maturation factor 2, p40)

interleukin 5 (colony-stimulating factor, eosinophil)

toll-like receptor 9

interleukin 13

CD33 molecule

interferon, beta 1, fibroblast

CD2 molecule

interferon, gamma

interleukin 10

PLA2G12B
PLA2G5
RDH12
CYP3A5
CYP2C9
PLA2G2F
CYP3A4
CYP3A?7
CYP1A2
CYP2C18
PLA2G1B
CYP2C19
CYP2E1
PLA2G2E

phospholipase A2, group XIIB

phospholipase A2, group V

retinol dehydrogenase 12 (all-trans/9-cis/11-cis)
cytochrome P450, family 3, subfamily A, polypeptide 5
cytochrome P450, family 2, subfamily C, polypeptide 9
phospholipase A2, group IIF

cytochrome P450, family 3, subfamily A, polypeptide 4
cytochrome P450, family 3, subfamily A, polypeptide 7
cytochrome P450, family 1, subfamily A, polypeptide 2
cytochrome P450, family 2, subfamily C, polypeptide 18
phospholipase A2, group IB (pancreas)

cytochrome P450, family 2, subfamily C, polypeptide 19
cytochrome P450, family 2, subfamily E, polypeptide 1
phospholipase A2, group IIE

PECAM1

platelet/endothelial cell adhesion molecule (CD31 antigen)
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SELE
SELL

ITGAL
ITGAM
ICAM1

selectin E (endothelial adhesion molecule 1)

selectin L (lymphocyte adhesion molecule 1)

integrin, alpha L (antigen CD11A (p180), lymphocyte function-
associated antigen 1; alpha polypeptide)

integrin, alpha M (complement component 3 receptor 3 subunit)
intercellular adhesion molecule 1 (CD54), human rhinovirus
receptor

PECAM1
SELE
SELL

ITGAL

ICAM1

platelet/endothelial cell adhesion molecule (CD31 antigen)
selectin E (endothelial adhesion molecule 1)

selectin L (lymphocyte adhesion molecule 1)

integrin, alpha L (antigen CD11A (p180), lymphocyte function-
associated antigen 1; alpha polypeptide)

intercellular adhesion molecule 1 (CD54), human rhinovirus
receptor

CYP3A5
ACP5
CYPAF8
CYP2C9
CYP3A4
CYP3A7
CYP1A2
CYP2C18
CYP2C19
CYP2E1
CYP2F1
CYP2B6
CYP1A1
PON1

cytochrome P450, family 3, subfamily A, polypeptide 5
acid phosphatase 5, tartrate resistant

cytochrome P450, family 4, subfamily F, polypeptide 8
cytochrome P450, family 2, subfamily C, polypeptide 9
cytochrome P450, family 3, subfamily A, polypeptide 4
cytochrome P450, family 3, subfamily A, polypeptide 7
cytochrome P450, family 1, subfamily A, polypeptide 2
cytochrome P450, family 2, subfamily C, polypeptide 18
cytochrome P450, family 2, subfamily C, polypeptide 19
cytochrome P450, family 2, subfamily E, polypeptide 1
cytochrome P450, family 2, subfamily F, polypeptide 1
cytochrome P450, family 2, subfamily B, polypeptide 6
cytochrome P450, family 1, subfamily A, polypeptide 1
paraoxonase 1

Cci1QB

complement component 1, g subcomponent, B chain

MBL2
C8A

mannose-binding lectin (protein C) 2, soluble (opsonic defect)
complement component 8, alpha polypeptide

complement component 1, s subcomponent

complement component 6

complement component 7

complement component 4B (Childo blood group)
complement component 2

iL4
TNF
IL1A

interleukin 4
tumor necrosis factor (TNF superfamily, member 2)
interleukin 1, alpha
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interleukin 12B (natural killer cell stimulatory factor 2, cytotoxic

IL12B lymphocyte maturation factor 2, p40)

IL5 interleukin 5 (colony-stimulating factor, eosinophil)
IL13 interleukin 13

IFNB1 interferon, beta 1, fibroblast

IFNG interferon, gamma

IL10 interleukin 10

LTA lymphotoxin alpha (TNF superfamily, member 1)
IL6 interleukin 6 (interferon, beta 2)

iL4 interleukin 4

ITGB3 integrin, beta 3 (platelet glycoprotein llla, antigen CD61)

DNTT deoxynucleotidyltransferase, terminal

CD7 CD7 molecule

CD1A CD1a molecule

ILSRA interleukin 5 receptor, alpha

TNF tumor necrosis factor (TNF superfamily, member 2)

CR1 complement component (3b/4b) receptor 1 (Knops blood group)

IL1A interleukin 1, alpha

CD19 CD19 molecule

ITGAM integrin, alpha M (complement component 3 receptor 3 subunit)

FLT3 fms-related tyrosine kinase 3

CSF3 colony stimulating factor 3 (granulocyte)

HLA-DRB5 major histocompatibility complex, class Il, DR beta 5

GP9 glycoprotein IX (platelet)

CD3E CD3e molecule, epsilon (CD3-TCR complex)

MS4A1 membrane-spanning 4-domains, subfamily A, member 1

CD1D CD1d molecule

GP5 glycoprotein V (platelet)

CD38 CD38 molecule

IL5 interleukin 5 (colony-stimulating factor, eosinophil)

IL1B interleukin 1, beta

CSE1R colony stimulating factor 1 receptor, formerly McDonough feline
sarcoma viral (v-fms) oncogene homolog

CD14 CD14 molecule

GP1BA glycoprotein Ib (platelet), alpha polypeptide

CD33 CD33 molecule

CD2 CD2 molecule

HLA-DRB4 major histocompatibility complex, class Il, DR beta 4

IL6 interleukin 6 (interferon, beta 2)

FCER2 Fc fragment of IgE, low affinity Il, receptor for (CD23)

CD1E CD1e molecule

HLA-DRA major histocompatibility complex, class Il, DR alpha

CD8B CD8b molecule
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CD1C CD1c molecule
CD3G CD3g molecule, gamma (CD3-TCR complex)
thrombopoietin (myeloproliferative leukemia virus oncogene

THPO ligand, megakaryocyte growth and development factor)
CD36 CD36 molecule (thrombospondin receptor)
integrin, alpha 4 (antigen CD49D, alpha 4 subunit of VLA-4
ITGA4
receptor)
integrin, alpha 2b (platelet glycoprotein Ilb of lIb/Illa complex,
ITGA2B antigen CDZl) P SYEP / °
ITGA1 integrin, alpha 1
ILSR interleukin 9 receptor
CD1B CD1b molecule
IL3 interleukin 3 (colony-stimulating factor, multiple)
CD37 CD37 molecule
HLA-DRB3 major histocompatibility complex, class Il, DR beta 3
ANPEP alanyl (membrane) aminopeptidase (aminopeptidase N,
aminopeptidase M, microsomal aminopeptidase, CD13, p150)
CD34 CD34 molecule
IL3RA interleukin 3 receptor, alpha (low affinity)
CD8A CD8a molecule
IL1IR2 interleukin 1 receptor, type Il

HLA-DRB1 major histocompatibility complex, class Il, DR beta 1

SDS serine dehydratase

ACYP2 acylphosphatase 2, muscle type

EHHADH enoyl-Coenzyme A, hydratase/3-hydroxyacyl Coenzyme A
dehydrogenase

SDS serine dehydratase
ASMT acetylserotonin O-methyltransferase
TPH1 tryptophan hydroxylase 1 (tryptophan 5-monooxygenase)
CYP3A5 cytochrome P450, family 3, subfamily A, polypeptide 5
CYP4F8 cytochrome P450, family 4, subfamily F, polypeptide 8
CYP2C9 cytochrome P450, family 2, subfamily C, polypeptide 9
CYP3A4 cytochrome P450, family 3, subfamily A, polypeptide 4
CYP3A7 cytochrome P450, family 3, subfamily A, polypeptide 7
CYP1A2 cytochrome P450, family 1, subfamily A, polypeptide 2
CYP2C18 cytochrome P450, family 2, subfamily C, polypeptide 18
EHHADH enoyl-Coenzyme A, hydratase/3-hydroxyacyl Coenzyme A

dehydrogenase
CYP2C19 cytochrome P450, family 2, subfamily C, polypeptide 19
CYP2E1 cytochrome P450, family 2, subfamily E, polypeptide 1
CYP2F1 cytochrome P450, family 2, subfamily F, polypeptide 1
ALDH1A2 aldehyde dehydrogenase 1 family, member A2
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KNG1 kininogen 1

F13B coagulation factor XllI, B polypeptide

C1QB complement component 1, g subcomponent, B chain

CR1 complement component (3b/4b) receptor 1 (Knops blood group)

SERPIND1 serpin peptidase inhibitor, clade D (heparin cofactor), member 1

F10 coagulation factor X

c1QcC complement component 1, g subcomponent, C chain

MBL2 mannose-binding lectin (protein C) 2, soluble (opsonic defect)

C8A complement component 8, alpha polypeptide

F11 coagulation factor XI (plasma thromboplastin antecedent)

C4BPA complement component 4 binding protein, alpha

PLAU plasminogen activator, urokinase

C3AR1 complement component 3a receptor 1

F2 coagulation factor Il (thrombin)

KLKB1 kallikrein B, plasma (Fletcher factor) 1

C1S complement component 1, s subcomponent

C6 complement component 6

SERPINE1 serpin peptidase inhibitor, clade E (nexin, plasminogen activator
inhibitor type 1), member 1

F8 coagulation factor VIII, procoagulant component (hemophilia A)

Cc7 complement component 7

PLAT plasminogen activator, tissue

C8B complement component 8, beta polypeptide

SERPINA1 serpin peptidase inhibitor, clade A (alpha-1 antiproteinase,
antitrypsin), member 1

CFB complement factor B

SERPINAS serpin peptidase inhibitor, clade A (alpha-1 antiproteinase,
antitrypsin), member 5

C4B complement component 4B (Childo blood group)

C5AR1 complement component 5a receptor 1

PLG Plasminogen

(PEPTIDEGPCRS

GNRHR gonadotropin-releasing hormone receptor

CCR4 chemokine (C-C motif) receptor 4

MC4R melanocortin 4 receptor

SSTR4 somatostatin receptor 4

BRS3 bombesin-like receptor 3

EDNRB endothelin receptor type B

CCR7 chemokine (C-C motif) receptor 7

C3AR1 complement component 3a receptor 1

TACR3 tachykinin receptor 3

PPYR1 pancreatic polypeptide receptor 1
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EDNRA endothelin receptor type A

NTSR1 neurotensin receptor 1 (high affinity)
CX3CR1 chemokine (C-X3-C motif) receptor 1
SSTR3 somatostatin receptor 3

NPY5R neuropeptide Y receptor Y5

NTSR2 neurotensin receptor 2

OPRM1 opioid receptor, mu 1

GALR1 galanin receptor 1

AVPR1B arginine vasopressin receptor 1B

TRHR thyrotropin-releasing hormone receptor
FPR1 formyl peptide receptor 1

CXCR4 chemokine (C-X-C motif) receptor 4
TACR1 tachykinin receptor 1

CXCR3 chemokine (C-X-C motif) receptor 3
CXCR6 chemokine (C-X-C motif) receptor 6
NPY6R neuropeptide Y receptor Y6 (pseudogene)
AVPR2 arginine vasopressin receptor 2 (nephrogenic diabetes insipidus)
MC3R melanocortin 3 receptor

CCKAR cholecystokinin A receptor

OXTR oxytocin receptor

AVPR1A arginine vasopressin receptor 1A

SSTR1 somatostatin receptor 1

CCR6 chemokine (C-C motif) receptor 6

FSHR follicle stimulating hormone receptor
OPRL1 opiate receptor-like 1

GHSR growth hormone secretagogue receptor
BDKRB1 bradykinin receptor B1

MC2R melanocortin 2 receptor (adrenocorticotropic hormone)
MC5R melanocortin 5 receptor

GRPR gastrin-releasing peptide receptor

C1QB complement component 1, g subcomponent, B chain

C8A complement component 8, alpha polypeptide

C1S complement component 1, s subcomponent

Cé6 complement component 6

c7 complement component 7

C8B complement component 8, beta polypeptide

Cc2 complement component 2

TNF tumor necrosis factor (TNF superfamily, member 2)

IL1A interleukin 1, alpha

ITGAL integrin, alpha L (antigen CD11A (p180), lymphocyte function-
associated antigen 1; alpha polypeptide)

ICAM1 intercellular adhesion molecule 1 (CD54), human rhinovirus
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Cé

c7

IL6
SELP
ITGA4

receptor

complement component 6

complement component 7

interleukin 6 (interferon, beta 2)

selectin P (granule membrane protein 140kDa, antigen CD62)

integrin, alpha 4 (antigen CD49D, alpha 4 subunit of VLA-4
receptor)

MPO
EPX
GBA3
LPO

RPS4Y1
RPS13
RPL4A1
RPS12
RPL35A
RPS8
RPL11
RPL26
RPS24
RPL38
RPS5
RPL27
RPL19
RPL35
FAU

RPS21
RPL30
RPL22L1
RPL6
RPL32
RPS20
RPS28
RPL18
RPL37A
RPS3A
RPS16
RPS9
RPS7
RPS25
RPL12

Myeloperoxidase

eosinophil peroxidase

glucosidase, beta, acid 3 (cytosolic)
Lactoperoxidase

ribosomal protein S4, Y-linked 1
ribosomal protein S13
ribosomal protein L41
ribosomal protein S12
ribosomal protein L35a
ribosomal protein S8
ribosomal protein L11
ribosomal protein L26
ribosomal protein S24
ribosomal protein L38
ribosomal protein S5
ribosomal protein L27
ribosomal protein L19
ribosomal protein L35

Finkel-Biskis-Reilly murine sarcoma virus (FBR-MuSV) ubiquitously
expressed (fox derived); ribosomal protein S30
ribosomal protein S21

ribosomal protein L30
ribosomal protein L22-like 1
ribosomal protein L6
ribosomal protein L32
ribosomal protein S20
ribosomal protein S28
ribosomal protein L18
ribosomal protein L37a
ribosomal protein S3A
ribosomal protein S16
ribosomal protein S9
ribosomal protein S7
ribosomal protein S25
ribosomal protein L12
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RPS27 ribosomal protein S27 (metallopanstimulin 1)

RPL18A ribosomal protein L18a
RPS3 ribosomal protein S3
RPS10 ribosomal protein S10
RPL36A ribosomal protein L36a
RPS18 ribosomal protein S18
RPL36AL ribosomal protein L36a-like
RPS11 ribosomal protein S11
RPL9 ribosomal protein L9
RPL24 ribosomal protein L24
RPL8 ribosomal protein L8
CD80 CD80 molecule
FASLG Fas ligand (TNF superfamily, member 6)
TNF tumor necrosis factor (TNF superfamily, member 2)
IL1A interleukin 1, alpha
HLA-DRB5 major histocompatibility complex, class Il, DR beta 5
HLA-DQB1 major histocompatibility complex, class I, DQ beta 1
PTPRN protein tyrosine phosphatase, receptor type, N
IL12B interleukin 12B (natural killer cell stimulatory factor 2, cytotoxic
lymphocyte maturation factor 2, p40)
IL1B interleukin 1, beta
CD86 CD86 molecule
HLA-DMA major histocompatibility complex, class Il, DM alpha
HLA-DOB major histocompatibility complex, class I, DO beta
HLA-DMB major histocompatibility complex, class Il, DM beta
IFNG interferon, gamma
HLA-DRB4 major histocompatibility complex, class Il, DR beta 4
GZMB granzyme B (granzyme 2, cytotoxic T-lymphocyte-associated serine
esterase 1)

LTA lymphotoxin alpha (TNF superfamily, member 1)
HLA-DQB2 major histocompatibility complex, class I, DQ beta 2
PRF1 perforin 1 (pore forming protein)
HLA-DOA major histocompatibility complex, class Il, DO alpha
INS Insulin
HLA-DRA major histocompatibility complex, class Il, DR alpha
HLA-DQA1 major histocompatibility complex, class Il, DQ alpha 1
HLA-DPA1 major histocompatibility complex, class Il, DP alpha 1
MYBPC3 myosin binding protein C, cardiac
MYL2 myosin, light chain 2, regulatory, cardiac, slow
MYL3 myosin, light chain 3, alkali; ventricular, skeletal, slow
MYBPC2 myosin binding protein C, fast type
TNNI2 troponin | type 2 (skeletal, fast)
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MyL1 myosin, light chain 1, alkali; skeletal, fast

MYH3 myosin, heavy chain 3, skeletal muscle, embryonic

MYHG6 myosin, heavy chain 6, cardiac muscle, alpha (cardiomyopathy,
hypertrophic 1)

NEB Nebulin

ACTN2 actinin, alpha 2

TNNI3 troponin | type 3 (cardiac)

TNNT1 troponin T type 1 (skeletal, slow)

MYL9 myosin, light chain 9, regulatory

ACTA2 actin, alpha 2, smooth muscle, aorta

CD80 CD80 molecule

CR1 complement component (3b/4b) receptor 1 (Knops blood group)

ITGAL integrin, alpha L (antigen CD11A (p180), lymphocyte function-
associated antigen 1; alpha polypeptide)

ICAM1 intercellular adhesion molecule 1 (CD54), human rhinovirus
receptor

FCGR2B Fc fragment of IgG, low affinity Ilb, receptor (CD32)

HLA-DRA major histocompatibility complex, class Il, DR alpha

Hivakag 1 : CNOT6 vs MSH - AmoppuBuicuéva yovidio 6to kébe povomart

MYHS8 myosin, heavy chain 8, skeletal muscle, perinatal
MyL1 myosin, light chain 1, alkali; skeletal, fast
MYBPC3 myosin binding protein C, cardiac
TNNI2 troponin | type 2 (skeletal, fast)
MYL2 myosin, light chain 2, regulatory, cardiac, slow
TNNT1 troponin T type 1 (skeletal, slow)
ACTA2 actin, alpha 2, smooth muscle, aorta
MYBPC2 myosin binding protein C, fast type
TCAP titin-cap (telethonin)
MYH3 myosin, heavy chain 3, skeletal muscle, embryonic
MYL9 myosin, light chain 9, regulatory
MYH6 myosin, heavy chain 6, cardiac muscle, alpha (cardiomyopathy,
hypertrophic 1)
MYL3 myosin, light chain 3, alkali; ventricular, skeletal, slow
TNNI3 troponin | type 3 (cardiac)
NEB nebulin
DCPATHWAY
L4 interleukin 4
CD7 CD7 molecule
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CD33 CD33 molecule

IL12B interleukin 12B (natural killer cell stimulatory factor 2, cytotoxic
lymphocyte maturation factor 2, p40)

CD5 CD5 molecule

ITGAX integrin, alpha X (complement component 3 receptor 4 subunit)

IL13 interleukin 13

TLR7 toll-like receptor 7

ILS interleukin 5 (colony-stimulating factor, eosinophil)

IL3 interleukin 3 (colony-stimulating factor, multiple)

TLR9 toll-like receptor 9

IL10 interleukin 10

CD2 CD2 molecule

CSF2 colony stimulating factor 2 (granulocyte-macrophage)

FASLG Fas ligand (TNF superfamily, member 6)

ACTA1 actin, alpha 1, skeletal muscle

IL1A interleukin 1, alpha

TNF tumor necrosis factor (TNF superfamily, member 2)

Mivaxag 2: CNOT6L vs MSH - AmoppuOucuéva yovidia 610 k0e povorart.

MYBPC3 myosin binding protein C, cardiac
MyYL1 myosin, light chain 1, alkali; skeletal, fast
MYL2 myosin, light chain 2, regulatory, cardiac, slow
MYBPC2 myosin binding protein C, fast type
TNNI2 troponin | type 2 (skeletal, fast)
MYL3 myosin, light chain 3, alkali; ventricular, skeletal, slow
TNNT1 troponin T type 1 (skeletal, slow)
MYH3 myosin, heavy chain 3, skeletal muscle, embryonic
NEB Nebulin
ACTA2 actin, alpha 2, smooth muscle, aorta
TCAP titin-cap (telethonin)
MYHS myosin, heavy chain 8, skeletal muscle, perinatal
TNNI3 troponin | type 3 (cardiac)
ACTN2 actinin, alpha 2
MYH6 myosin, heavy chain 6, cardiac muscle, alpha (cardiomyopathy,
hypertrophic 1)
TPM1 tropomyosin 1 (alpha)
iLa interleukin 4
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GP9 glycoprotein IX (platelet)

CD7 CD7 molecule

CD1D CD1d molecule

HLA-DRB5 major histocompatibility complex, class Il, DR beta 5

GP5 glycoprotein V (platelet)

CD1B CD1b molecule

ITGAM integrin, alpha M (complement component 3 receptor 3 subunit)

FLT3 fms-related tyrosine kinase 3

ILSRA interleukin 5 receptor, alpha

CD33 CD33 molecule

IL1A interleukin 1, alpha

MS4A1 membrane-spanning 4-domains, subfamily A, member 1

TNF tumor necrosis factor (TNF superfamily, member 2)

IL3 interleukin 3 (colony-stimulating factor, multiple)

CD19 CD19 molecule

CD14 CD14 molecule

HLA-DRA major histocompatibility complex, class Il, DR alpha

CD36 CD36 molecule (thrombospondin receptor)

CD3E CD3e molecule, epsilon (CD3-TCR complex)

CD1A CD1a molecule

CR1 complement component (3b/4b) receptor 1 (Knops blood group)

ITGB3 integrin, beta 3 (platelet glycoprotein llla, antigen CD61)

ITGA5 integrin, alpha 5 (fibronectin receptor, alpha polypeptide)

DNTT deoxynucleotidyltransferase, terminal

CD2 CD2 molecule

CD38 CD38 molecule

IL5 interleukin 5 (colony-stimulating factor, eosinophil)

CD5 CD5 molecule

FCER2 Fc fragment of IgE, low affinity Il, receptor for (CD23)
(DCPATHWAY

iL4 interleukin 4

CD7 CD7 molecule

CD33 CD33 molecule

IL12B interleukin 12B (natural killer cell stimulatory factor 2, cytotoxic

lymphocyte maturation factor 2, p40)

IL3 interleukin 3 (colony-stimulating factor, multiple)

ITGAX integrin, alpha X (complement component 3 receptor 4 subunit)

IL13 interleukin 13

TLR9 toll-like receptor 9

CD2 CD2 molecule

IL5 interleukin 5 (colony-stimulating factor, eosinophil)

CD5 CD5 molecule

IL10 interleukin 10

Mivaxag 3: CNOT7 vs MSH - AnoppuBpucuéva yovidia oto Kabe povomdri.
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