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EKOQNHXEIX

OEMA A
Al. H ypopocoukn avoporio XYY propet va opeiletar:

0. O©TO UN S®PIGUO T®V OLOAGY®V YPOUOCOUATOV GTNV TPAOTN LELOTIKY| dtaipeon
GTOV TOTEPQ.

B. ot0 Un SOYWPIGUO TOV AOEAPOV XPOUATIO®V, GTN OEVTEPN UEWMTIKY doipeon
GTOV TOTEPQ

Y. OTO Un S®PoUd TOV 0OEAPOV YPOUATIO®V, GTN OgVTEPT UEWMTIKY daipeon
OTOV TOTEPA 1 GTNV UNTEPA

0. 070 Un SOPIGUO T®V OLOAGY®V YPOUOCOUATOV GTNV TPAOTN LELOTIKY| dtaipeon
OTOV TOTEPA 1 GTNV UNTEPA

Movadeg 5
A2. Tloweg amd 11§ TOPaKATO OlEPYUCIES OEV UTOPOVV VA EMTELOVVTOL TOVTOYPOVA GE £VOL
KOTTOPO:
o. Awipeon [uroyovopimv Kot YAWPOTAUCTOV
B. Auwipeon HTOYOVOPLOVY KOl KEVIPOSMUATIOV
Y. Awipeon YAopOTAUGTOV KOl KEVTPOSMUATIOV
0. Amodopydvwon TupnvicKov Kol CLGTEIPMON YPOUATIVIG
Movaoeg 5

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX XEAIAA: 1 AITIO 9
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A3. T évav opyovioud pe 23 ypOUOGOUATE GTO AMAOEWEG TOV YoVIdioua Kotd Tnv

peioon I umopet va oynuatictodv ocvvdvacuol BuyaTpiKdV KLTTAP®Y NG
TPOTNG HEIWTIKNG dtaipeong (avd 600).
a 2%
. 222
y. 23-46
0. Ttimota amd To TOPATAVE®
Movaoeg 5
Ad4. Tl6cec opdoeg aiung mepiéyet kdbe LOPLO PLGIOAOYIKNG LUOGPOLPIVIG;
o 1
B. 2
v. 3
6. 4
Movadec 5

AS5.  Na yopoktnpioete TIg TOPAKAT® TPOTACELS OG XMOOTEG 1| G AavOacuéve.

o. To pkpd ppovovkieonpoteivikd  copotidole  etvor ot pOVOSIKES
VOVKAEOTPOTEIVIKEG QOUEG TTOV VITAPYOVV GTO KOTTOUPO.

B. 'Eva popro tRNA mov evromiletan oto E.coli, cuvtiBeton pe gopd 3’ mpog 5’ 6to
KLTTOPOTAOGLOL.

Y. To KevtpoowpdTio KOt TO KEVIPOUEPIOO QPOPOVV TNV OOUN YPOUATIVIG.

0. O veoovvtiBéueveg ailvcideg DNA kvttdpov mov mpoékvye amd TN dwoipeon
INTPIKOD KLTTAPOL TO 0moio PeTapépdnke oe mepPdAriov pe padievepyd N oto
016010 TG TPOPaoTS Ba elvar padievepyés.

e. Tampoxapvotikd kbtTapa epeaviCovv doun ypopocsompukod DNA.

Movadec 5

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX XEAIAA: 2 AITIO 9
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OEMA B

B1.

B2.

Noa avtietoryioete T1g Tpotdoelg g XTANg A pe pia Tpdtaon g Zting B dote va
Ogiete to emimedo pYOUIONG TG YOVIOIOKNG £K@paons Tov ennpedletol otnv kdbe
pdTAoT TNS ZTNANG A.

XTHAH A XTHAHB

o. H terpakvkiivn gumodilel T ovvoeon
™mg peyains prpocopikis oto ovumioko | 1. Enimedo g petaypopig
évaplng g mpoTeivocHvieong

B. H prpapvkivy evoveton pe Tnv RNA
molvugpaon gumodilovrag TNV nPocdeon

NG GTOV VTOKIVI| T
s i 2. Eminedo petd 1 peraypoen

v. H otativn (spliceostatin C) avaotéiier
™ opaon g npoteivy SF3b Tov pikpov
PLPOVOVKAEOTPMOTEIVIKOV COUATIOI®OV

0. H mol¥-A ovpd otaBepomorei To mRNA
enmodilovrag v ypiyopn katactpodn | 3. Eminedo tng petdopoong
TOV

e. To npoteolvtikd évlvpo agarpei 30
apvo&Ea amd TV tVGoVAIvY

ot. H peBvlotpavegepaon netoa@iper | 4 Erinedo NETG TN PETAPPOON
pedviopdoes oto DNA mapepmodilovrog
™m ovvdeon TOV NETAYPUPIKAV
napoyovTOV

Movaoes 6

o) o ™ dnuovpyia Tov avirydovov A kot B tov opddov aipatog didpopa cakyopa
npooTtifevtal mave o€ pia Tpwteivikn doun mov ovopdleton avtiydvo H. Ze mepintmon
amovciog ¢ Ekepacng TG To dtopo epeovitovv eawvotvmo opddag aipatog O. H
ékepaot tov aviryovov H kaBopiletor amd éva avtocouikd emkpatés ovtydvo, 1o
omoio Bpioketot og d1aPOPETIKO (EVYOS XPOUOCOUATMOV OO TO, OVTLYOVO, Y10, TIG OUAOEG
aipatog A kot B. Avo dropa, éva pe opdda aipotog A kot €va pe opdda aipatog O
HETA Omd YEVETIKY AVOAVOT, SOTICTAOVETOL OTL 1] THOVT] AVOAOYIO TWV OITOYOV®V TOVG
Ba Mtav 5 opdda aipatog O : 1 opdoda aipatog A : 1 opdda aipoatoc B: 1 opdda aipoatog
AB. Na avaeépete tovg mbovoidg yovoTumovg tv 000 aTOU®mY Kol Vo YPAyeTe TNV
d1GTAVPAOCT TOVG.

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX XEAIAA: 3 AIIO 9
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B3.

B4.

yov{6Lo
avlekTIKdTNTAG
atnv otnv
aTpemtopukivn
(str?) (str?)

B) 'Eva xopitotl yevwiOnke pe opdda aipatog AB, dpmg katd v ddpketa e {mng Tov

EUQAVICE KATA TIG OLAPOPES EEETAGELS OULATOG TOV, EKTOC ammd opdda AB kot opdda
aipatog O. TapdrAinia epedvice KopLOTLTO, AAAOTE 0yOPlov Kot GALOTE KOPLTGLOV.
Ao mow acBévela acbevel avtd to Kopitot;

Movaéoeg (3+2) 5

To mapakdto mAacuido A 0o ypnoyomombel yio v KA®vomoinon Tov yovidiov mov
KOOIKOTOLEL TNV TEPLOPIOTIKY EVOOVOVKAEAST EcoRI evd t0 mhaouidto B evtomileton
ota Paxkmple mov Ba ypnopomomBovv ®g EEVioTEG Yy TV KA®VOTOINGT TOV
ovykekpipévov yovidiov. Ta Paxtipla dabétovv v kavotnTo UETAPOAMGHOD TNG
Aaxtolng e&outiog omepoviov g Aaktolng oto Kupo Paxtnploko DNA.

yov(6Lo
avBekTIKéTNTOG
oTnv apmkilvn

(ampF)

XELPLOTHG

Hindlll EcoRlI

lacY

lacA

yov(bLo
QVBEKTIKOTNTAG

otpemtopvkivn

MAaou(do A NAaoui(éo B

Noa Bpeite Kot vo a1Ti0A0YNGETE TOV TPOTO e TOV 0010 Umopel v yiver 1] eMAOYT TOV
Boaxtnpiov Tov peTacyNUOTIoTNKAY HE TO AVOGVVOVOGUEVO TAACUION0;

Movaoec 6

[Mog pmopel 0 yeveTlotg, HECHO NG KAAGGIKNG YEVETIKNG, LE UEAETT) OMTOTEAECUATOV
OO TAVPOCEMY, Vo BPEL TO YOVOTLTO OTOUMV UE TOV ETIKPOTY] PAIVOTUTO GE £VOV
dvOpwmo, éva pooyoumilelo kot e £va KOUVELL

Movaoec 8

OEMAT

I'1.

No amavToETE GTIC TOPUKAT® EPMTNGELS TOV APOPOVV TOL YOVIOLN TMV TOAVTEXTIOIKADV
aAVGIOMV TOV AVOPOTIVOV OLLOGPALPIVOV:

a. To yovidiopa gvog pUG10A0YIKOD EVIALKA, TOGOVE YEVETIKOVG TOTOVG d1aBETEL Y1t
TIC avOpOTIVEG ALLOCPUPIVEG TTOV YVOPILETE;

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX
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I2.

B. To yovidiopo tov €ldovg pag, wOGH yovidlo SbéTel yo TG OvOpOTIVEG
OLHLOGQOPTIVEC;

v. To yovidlopa tng mAEOVOTNTOS TOV COUATIKOV KVTTAPp®V G0¢, oo idwo 1

SLUPOPETIKA AAANAOLOPPA. YOVIOLH O1DETEL Y10l TIG OUOCPOPIVEC GOG;

0. To epvuBpoKHTTOPO TOV PETEYEL GTIV LETAPOPA 0EVLYOVOV GTOVG 1IGTOVG VOGS Gvopa,
néco aAANAOHopPa. dbétel yioo Tig aipoceapivec tov; Ildca omd avtd
LETAYPAPEL KO TOGO SLLPOPETIKE amd oV Th HeTaPPAlet;

Avagepouoocte oe aroua pe yovotomo: P00 yy kou ao/oo. o kabe wepintwaon amo
TIG TOPATAVED.

Movaoec 9

Atdeton 10 mopakdte tunpuae DNA yovidiov, mov mepiéyel v mAnpogopia yio v
ocvvbeon g evooOnNiivng, evdg ayyelocuotaltikod TenTdiov, mov eivor amapaitnTo
Yoo TNV Agrtovpyio TV ayysiov Kot mopdyetol omd ta evoodnilakd kuTTOpa, TO. OToin
dlpovv TV KavOTNTO, EAEYXOUEVNG KVLTTAPOSIOIPESNG (V1o TV OlKOVOuLo. THS
AOKNONG OLOETOL EVO, DTOOETIKG 0AIYOTENTIONO TO OTTOIO AVTIOTOLYEL TNV EVOOONAIVY).

DNA:

....GCATTACGATGTGTAAGCACGGGAAGATATTACCTGGTTTTCATGATAACAGGTTAA. ...
....CGTAATGCTACACATTCGTGCCCTTCTATAATGGACCAAAAGTACTA TTGTCCAATT....

To nentid1o mov mpokvITEL Ad TO TAPOUTAV® Yovidto gtvar :

ITentidro:

H2N-Me0Ogwovivn-Kveteivn-Aveivny-Ilpoiivy-Tpontoavn-@arwvvroravivn-Lepiv)-COOH

No amovToeTe Kot VoL OIKOOAOYNGETE TIG TOPAKAT® EPOTNCELS:
o. Ilola aAvcida eivar n kwOIKN Kol TO10G O TPOSAVATOMGLOG TG KAOE aAvGidag;
B. TIlow &ival o €6VIO GTO YOVISL0 KOl GTO TPOIOV TNG LETOYPOUPNGS;

v. Ilote Ba exkppdletor To Tapamdvem yovidlo, Kot T dtdpkeLo ToL KOKAOV (NG evog
£VO0OMALOKOD KLTTAPOU;

AidovTal TO KOOIKOVIO TOV OVTIGTOLYOVV GTO TOPATAVE® Optvo&ea:

Kvoteivn: 5°-UGU-3’, Avcivn: 5°-AAG-3°, Tlporivn: 5°-CCC-3°, Tpuvrtopdvn: 5°-
UGG-3’, ®arvvroravivn:5’-UUU-3’, Xepivn: 5°-UCA-3°,

Movéoeg (2+2+2) 6

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX | XEAIAA: 5 AIIO 9
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I'3. Aidetor 10 TOPAKATO YEVEOAOYIKO OEVOPO, GTO ONOI0 TO UALPIGUEVO GUUPOAN
OVTIGTOLYOVV GE ATOUA TTOV TAGYOLY OO LI LLOVOYOVIOIOKY] acOEvela.

| O

1 2

" O M

[
)
=
W

I

1 2 3 4 5

Amnopovabnke to tuquo DNA mov @épet 1o yovido, amd to omoio pe emdektiky PCR
TOALOTTAQCIAGTNKE HOVO TO Yovidlo. Katomv €ytve méyn tov yovidiov LE TNV TEPLOPIGTIKY
gvoovovkiedon BamHI ko Bpédnke 611 10 puololoykd yovidlo kOBeTan dVO POpPES amd TV
ITE evd 10 petodraypévo 1 gopd. 'Eyvav avardoelc pe v 0o pebodoroyia yia dropo tov
TAPOTAVE® YEVEAAOYIKOD OEVOPOL KOl OKOAOLONGE MAEKTPOPOPNON TOV KOUUOTUDV, TOV
Tpoékuyay ylo Kabe dropo, o Tnktopa ayopding. Ta arotedécpota didoviot TapaKATO:

kbp (L T Y

Edv yvopilete 6tT1 610 Yevealoyikd 0EvOpo VIAPYEL va ATOUO OV £YEL UN OVAUEVOUEVO
(QOVOTLTIO, VO SIKALOAOYTOETE TIG AMOVTIGELS GOG OTIG TOPAUKATM EPWTNCELS:

a. Ilolog elvar 0 TpOTOG KANPOVOUIKOTNTOS TOV YVOPIGLATOG;

B. Ilotwo givor Ko TOG TPOEKVYE TO ATOUO LE TOV LT AVAUEVOLEVO QOVOTVLTO;

Movéoeg (5+5) 10

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX | XEAIAA: 6 AIIO 9
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OEMA A

210 mavemotquo g OEEdpdng Eywvav ta televtaion dvo ypdvia mpoomadeleg Yoo TV
onpovpyia Tov guPoiiov kATl TOL KOPOVOIOV (10U HE YEVETIKO VAKO povokimvo +RNA, wov
QEPEL GUECH TNV YEVETIKN TANPOQOpPia, GAAG Yoo TNV HETAQPOOCT TOV OmOLTEL TPOTA TNV
AVTLYPOPT] TOV EVTOG TOV KLTTAPOL EEVIOTN), TOV TPOKAAEL TNV TOVONLiaL.

Y10 mAaiow oVTAG TNG €PEvvag Ol EMOTNUOVEG-Proteyvordyol onuovpynoav cDNA
BBA10ONK”N TOL KOPWVOTOD LE GKOTO TV UEAETY TOV YOVISIWV TOV, TOL KMIKOTOIOHV Y10, TO
avVTIYOVO-0KIOEG GTNV EMPAVELL TOV. X€ PETAYEVECSTEPO PR TNG EPEVVAC TOVS, EMPENE VAL
dnuovpyncsouvv éva vPpdkd yovidlo ov-avBpmmov, Tov Ba enétpene TV TOTOOETNGN TOV
UKoy avTyovov-axidag oty emedveln Tov ovlpdTiveav Kuttdpov, xdpn oty avlpomivn
TPOTEIVY] TOL TOTODETEITOL OTNV KVTTOPOTAAGUOTIKY HEUPBPAVI] TOV KLTTAP®V UOG Kot
Keltetan Tpog TV e£®KLTTAPLO TAELPAL.

0. Mg dedopévo 6Tl 0 KopmVOidg TPOGPAAAEL TAL TVEVHOVIKA LG KOTTAPO, TMOG EYIVE SUVOTA M)
onpovpyic cDNA BifAodnkng tov Kopwvoiod; AVaQEPETE OVOUACTIKA Ta PrpHoTo Tov
TPOYUOTOTOINCAY Ol EMGTHHOVES Yia TV dnuovpyic cDNA BiAtodnkng tov 100.

Movaodeg 5
Y10 duwmlovd oynuo  dlvetor 0 (QOPENG et
’ 7 4 T
KA®VOTOINoNg mov ypnolponomonke and Tovg rowrec [

egpeuvntéc. [low meploplotiky] gvdoovovkAedon
YPNOOTOMONKE Y@ TOV  OVOCLVOVLOGUO, UE
dedopévo 0Tt OAeC Aettovpyolv Ommg Kou N EcoRI
®¢G TPOG TOV TPOMO Bpadong Kol To UNKOS TNg
aAAnAovyiag avayvopiong;

(tet?)

(kan®)

Movaodeg 1
Me mo10 TpOTO 01 EPEVVNTEG KATEGTNOAY OLVATO £
TOV avacLvoLacHd tov dikAwvov cDNA, otov /
(PopEN KAOVOTOINoNG; \ @g,‘f
MOV(ISSQ 3 (amp®)

B. Eav to mopaxdtw popio RNA eivoar to mRNA
TOV YOVIS{0L TOV 100 OV KOAKOTOLEL Y10, TNV aKida-0vTydvo Tov, v VTodeiEeTe pe £va amid
Béhog Vv mopeia g ovvBeong tov cDNA tov, Ano © Ilpog 10 Q, And 7 Ilpog 10 Z.
AwtioAoynote ™ @opd Tov BELOVG TOL GYEOIAGATE.

Movaoeg (1+3) 4

Z 3x Q
AAAAACCAUGGAUCCGGAAUUC...CCCGCGGUAAACGCUAGACGCG
2nueiwon: EViog tov tunuotos 3x 0ev vmopyel Kwolkovio ANCHG.

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX | XEAIAA: 7 AIIO 9
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v. To yovidio g avOp®OTIVNG KLTTOPOTAAGHOTIKAG TPMTEIVNG EIVOL TO TOPAKAT®:

800
5"...ACGTAAACGGCCACAAGTTCAGCGT...ACCCCGACCACATGAAGCAGCACGACT...3’

3"...TGCATTTGCCGGTGTTCAAGTCGCA... TGGGGCTGGTGTACTTCGTCGTGCTGA...5"
Orrou ...800 C.B.

[Towo/moteg aAinAovyieg amd TG TOPAKAT® TPOTEWOUEVEG B emAEEOVY Ol EMOTHUOVES
TPOKEWEVOD VAL TO KAWVOTOW|GOVV in Vitro; AITIOMOYNGTE TNV EMAOYT] TOVC.

Movaéoeg (2+3) 5

" GTAAACGGCCACAAG 3
"CATTTGCCGGTGTTC 3
"CTTGTGGCCGTTTAC 3
" AATGGCATATGCCGT 3
" ATGAAGCAGCACGAC 3
"GTCGTGCTGCTTCAT 3

th h & G "

0. H {ntodpuevn vfpown npmteivn akida 100 — KVTTOPOTAACUATIKN TPOTEIVY avOp®OTOL £xEl
TNV TOPOKAT® OOUN:

KUTTOPOMAQOUATLKNA COOH
0@ ®% %% TPWTELVN g
»®  akiba e avepwrnov o’
o’ 100 b oo®’
.\.onoo.’

NH3*

Metd oand mepapota €yer amoderybel OTL M avtiyoviky] WOdtTo TG UKNG 0oKidag Oev
emnpealetar 6tav amovsialovv Atya apwvo&éa and to —COOH dkpo g, dmwg Kot 0Tt dev
emmpedleton M gykatdotaon oty HEUPPAVN TV KLTTAP®OV NG KLTTOPOTANGHATIKNG
npwteivng, dtav arovstdlovv Aya auvo&éa tov —NH3" dkpov g,

H oAAniovyia tov 3" dkpov (Tng K®IKNG aAvGidag) Tov YoVidiov TOv KOIKOTOEL TNV UK
axida givar:

5 ....C TTAAGGCCTAGGTACC... ¥

H aAAniovyio tov 5° dkpov (Tng K®dKNG 0ALGidag) Tov YOVIdiov TOL KMOIKOTOLEL TNV
avOpOTIVN KLTTOPOTAACUOTIKY TPMTEIVY Elval:

5°...AGGCCTTAAGCCTAGGCTAGCAATGGTACC...3’

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX XEAIAA: 8 AIIO 9
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O1 emoTpoveS O10ETOVY TNV TOPAKATO OUAdO TEPLOPIOTIKAOV EVEOUWOV:

ME1 MNE3
5 clrtaaG 35 AGGlccT 3
3! GAATT|C 5 3 T CCIGGA 5
ME1 NnE3
MNE2 MNE4
5 C G 35 GICTAGC 3
3! GGATQC 5 3 CGATC|G 5
NE2 NE4

[Tow IlIepopiotikr; Evdovovkdiedon (IIE) ypnopomoincav o1 emoTHUOVES YL Vo
ONpovpyNGovy 10 VPO YoVidlo 1H-0vBpOTOL OV Bo KMOKOTOWGEL TV TPMTEIVY] TOV
Oa exbéTel TV UK 0Kida GTNV HEUPPAVN TOV KUTTAPOV EEVIGTOV TOV 10V;

AT10AOYNOTE TNV OTAVINGT GOG.

Movéoeg (2 +5) 7

TA OEMATA ITPOOPIZONTAI I'TA AITIOKAEIXTIKH XPHXH THEX ®PONTIZTHPIAKHY MONAAAX XEAIAA: 9 AIIO 9




