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gagtgcaccatat gcggtatgaaataccgeacagatgegtaaggagaaaataccgeatcaggcgaaattgtaaacgttaatattt
tgnaaaattcgcgnaaatamgnaaatcagctcarttm:xaccaataggccgaaatcggcaaaatcccttataaatcaaaagaat
agaccgagatagggngagtgngnccagntggaacaagagtccactanaaaga.acgtggactccaacgtcaaagggcgaa
aaaccgtctaxcagggcgatggcccactacgtga.accatcacccaaatcaagmmgcggtcgaggtgccgtaaagctctaaat
cggaaccctaaagggagcccccgatttagagcttgacggggaaagccggcgaacgtggcgagaaaggaagggaagmg

cgaaaggagcgggcgctagggcgctggcaagtgtagcggtcacgctgcgcgtaaccaccacacccgccgcgcuaatgcgc
cgctacagggcgcgtccancgccattcaggctgcgcaactgngggaagggcgatcggtgcgggcctcttcgctanacgcca
gctggcgaaggggggatgtgctgcaaggcganaagttgggtaacgccagggttttcccagtcacgacgngtaaaacgacgg

ccagtgaaugtaatacgactcactatagggcgaattcgagcthgtacccggggatcctctagagtcgaaagcnctcgccctat
agtgagtcgtattacagcttgagtanctatagtgtcacctaaatagcttggcgtaatcatggtcatagctgtttcctgtgtgaaattgtt
atccgctcacaattccacaca.acatacgagccggaagcataaagtgtaaagcctggggtgcctaatgagtgagctaactcacatt
aattgcgttgcgctcactgcccgcmccagtcgggaaacctgtcgtgccagctgcanaatgaatcggccaacgcgcggggag

aggcggt'ttgcgtattgggcgctcttccgcttcctcgctcactgactcgctgcgctcggtcgt:cggctgcggcgagcggtatcag
ctcactcaaaggcggt'aatacggttatccacagaatcaggggata.acgcaggaaagaacatgtgagcaaaaggccagcaaaa

ggccaggaaccgtaa.aaaggccgcgngctggcgntncgataggctccgcccccctgacgagcatcacaaaaatcgacgct

caagtcagaggtggcga.aacccgacaggactataaagataccaggcgmccccctggaagctccctcgtgcgctctcctgttc

Cgaccctgecgentaccggatacctgtccgectitcteccttcgggaagegtggc gritictcatagetcacgetgtaggtatctea

gttcggtgtaggtcgncgctccaagctgggctgtgtgcacgaaccccccg:tcagcccgaccgctgcgccttatccggtaacta

tcgtcttgagtccaacccggtaagacacgactta.tcgccactggcagcagccactggtaacaggattagcagagcgaggtatgt

aggcggtactacagagrictigaagt ggtggcctaactacggctacactagaaggacagtatttggtatctgegetetgctgaage
ca.gttaccttcggaaaaagagnggtagctcttgatccggcaaacaaaccaccgctggtagcggtggrtttmwgcaagcagc
agattacgcgcagaaaaaaaggatctcaagaagatccrttgatcm'tctacggggtctgacgctcagtggaacgaaaactcacgt
taagggatmggtcatgagana:caaaaaggatcttcacctagatccnttaaattaaaaatgaamaaatcaatcraaagtatat

atgagtaaacrtggtctgacagrtaccaatgcttaatcagtgaggcacctatctcagcgatctgtctamcgncatccaragngcct
gactccccgtcgtgragataactacgatacgggagggcttaccatctggccccagtgctgcaatgataccgcgagacccacgct
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caccggctccagatttatcagcaataaaccagcecagecggaagggecgagegeagaagggeect gcaacttiatccgectee
atccagtctantaattgugecgggaagcetagagtaagtagticgecagtiaatagtitgcgeaacgtigtiggeattgetacaggea
tcgtggtgtcacgctcgtcgmggtatggcttcattcagctccggncccaacgatcaaggcgagttacatgatcccccatgngtg
Caaaaaagcggnagceiccucggtectecgatcgtigtcagaagtaagtiggecgeagtgtiatcactcatggttatggcageact
gcataattctcttactgtcatgccatccgtaagatgcttttctgtgactggtgagtactcaaccaagtcanctgagaataccgcgccc
BBcgaccgagtigctettgeccggegtcaatacgggataatagtgtatgacatageagaactttaaaagtgetcatcattgganaa
cglicticggggegaaaacicicaaggatctiaccgetgtigagatceagttcgatgtaaceeactegtgeacccaactgatctica
gcatcttttacmcaccagcgmctgggtgagcaaaaacaggaaggcaaaatgccgcaaaaaagggutaagggcgacacg

gaaatgitgaatactcatacicncctiititcaatattattgaageatttatcagggttatigtctcatgageggatacatatttgaatgtat
ttagaaaaataazcaaataggggrtccgcgcacamccccgaaaagtgccacctgacgtctaagaaaccattanatcatgacatt
a.acctataaaaataggcgmcacgaggcccmegtctcgcgcgmcggtgatgacggtgaaaaccmgacacatgcagctcc
Cagagacggtcacagcettgtetgtaageggatgecgggageagacaageccgtcagggegcgtcagegggatgacaast

glcgggactggctiaactatgeggcatcagageagattgtactga

A6 2
PGN100

Ctagcatgaacacgattaacatcgctaagaacgactictctgacatcgaactggetgetatccegttcaacactctggetgaccatt
acggtgagcgtitageicgegaacagtiggeoctigageatgagtcttacgagatgggtgaageacgeticcgcaagatgtitga
gcgtcaacttaaagotggtgaggitgcggataacgetgecgecaagectctcateactaccctactccctaagatgattgcacge
atcaacgactggitigaggaagtgaaagctaagegeggeaagegeccgacagecticeagrecigeaagaaatcaagecgga
agccgtagegtacatcaccataagaccactctggerntgectaaccagtgctgacaatacaacegticaggetgtagecaagegea
atcggtegggccangaggacgaggetegettcggtogtatcegtgacctigaagetaageacticaagaaaaacgttgaggaa
Caactcaacaagcgcegtagggeacgtctacaagaaageatitatgcaagtigtcgaggcetgacatgetctetaagggtetactcg
gtggcgaggcgtagtcticgtggcataaggaagactctattcatgtaggagtacgetgeatcgagatgeteattgagicaaccgg
aatggttagcttacaccgecaaaatgetggegtagtaggicaagactctgagactatcgaactcgeacctgaatacgetgagget
atcgcaaccegtgeaggtgegetggetggeatctetccgatgitccaacctigegtagticctcctaageegtggactggeattac
tggtagtggctatigggctaacggicgtegtcctetggegetggtgcatactcacagtaagaaageactgatgegotacgaagac
guitacatgectgaggigiacaaagcgattaacatt gcgoaaaacaccgeatggaaaatcaacaagaaagtcctagcggicgec
aacgtaatcaccaagtggaagcatigtccggtcgaggacatcectgegartgagegtgaagaactcccgatgaaaccggaaga
catcgacatga.atcctghggctctcaccgcgtggmcgtgctgccgctgctgtgtaccgcaaggacagggctcgcaagtctc
gecgtatcagectigagticargetigageaagecaataagtitgetaaccataaggecatctggttcecttacaacatggactgge
gcggtcgtetitacgeegtgtcaatgticaacccgcaaggtaacgatatgaccaaaggactgettacgetggegaaaggtaaac
caatcggtaaggaaggtiactactggctgaaaatccacggtgcaaacigtgcpggtgtcgataaggticcgticectgagegeat
Caagticattgaggaaaaccacgagaacatcatggertgegetaagtcetecactggagaacacttggtgggctgageaagattct
ccgrictgeticcttgegtictgcgagtacgetggggtacagcaccacggectgagetataactgetcccticogetggegtitg -
acgggtctigetctggcatccageactictccgegatgetccgagatgaggtaggtggicgegeggtiaacttgettectagtgag
accgticaggacatctacgggartgrigctaagaaagtcaacgagatictacaagcagacgcaatcaargggaccgataacgaa
gtagttaccgtgaccgatgagaacactggtgaaatctetgagaaagtcaagetgggcactaaggcactggetggtcaatggetg
gctcacggigractcgeagigtgactaagegiicagcatgacgetggettacgggtccaaagaguceggettccgtcaacaagt
, Betggaagataccattcagecagetattgattceggeaagggtecgatgticactcagecgaatcaggetgetggatacatgget
aagctgatttgggaatctgigagcgigacggtggtagetgcggitgaagcaatgaactggettaagtctgetgetaagetgetgg
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ctgctgaggtcaaagataagaagactggagagancncgcaagcgttgcgctgtgcangggtaactcctgatggtnccctgtgt
ggcaggaatacaagaagcctaticagacgegeitgaacctgatgticctcggtcagecgettacagectaccattaacaccaac
daagalagcgagangatgcacacaaacaggagtetggtatcgetcctaactngtacacagecaagacggtagecaccticgta
agact‘gtagtgtgggcacacgagaagtacggaatcga.atcttttgcactgattcacgactccttcggtaccaztccggctgacgct
gegaaccigticaaagcaggegegasactatggtigacacatat gagtetigtgatgtactggeigartictacgaccagticget
gaccagltgeacgagtcicaaltggacaaaatgecageacticcggetaaaggtaacttgaacctcogtgacatcitagagtcgg
acticgegticgegtaaccatggtattgatatctgagetccgeateggecgctgtcatcagatcgeeatetegegeeegtgectcty
actictaagtccaattactcttcaacateectacatgetctttcteectgtgetcecaceeectatttitgttattatcaaaaaaactictte
Haattctitgitititagcticnitaagtcacctctaacaatgaaattgtgtagaticaaaaatagaattaaticgtaataaaaagtcga
aaaaaattgtgctccctccccccanaataataattctar.cccaaaatctacacaatgrtctgtgtacacttcttaxgtttmnacnctga
taaatttitittgaaacatcatagaaaaaaccgcacacaaaatacctiatcatatgtiacgticagtttatgacegcaatitiatictec
geacglctgggectcteatgacgicaaatcatgeteategtgaaaaagtitiggagtattitiggaantttcaatcaagtgaaagttta
tgaaattaartttcctgctmgcttmgggggmcccctaﬁgtttgtcaagagmcgaggacggcgttﬂtcttgctmatcacaag
tatrzatsascacsatscaasmsatcsgaagaassmszsmsassctcastssaasstsastaaaasnsmatttzaa
agtggagtagtgtctatggggnmgccttmtgacagaatacattcccaatataccaaacataactgtt:cctactagtcggccgt
acgggecctitcgtetegegegtticggtyatgacggtgaaaaccictgacacatgeagetcceggagacggteacagettgtet
gtaageggatgecgggageagacaageccgtcaggReECelcage e igggcagatatcgEgactggctiaactatge
Bgcatcagagcagattgractgagagtgeaccatatgeggtgtgaaataccgeacagatgegtaaggagaaaataccgeatca
ggcggecttaagggecticgigatacgectatittataggttaatgteatgataataatggtitcttagacgtcaggtggeacttitcg
Bggaaaigtgegeggaaccectatigtiattitictaaatacaticaaatatgtatcegetcatgagacaataaccctgataaatget
tcaataatattgaaaaaggaagagtatgagtaticaacatitcegigtcgecctiaticectitttgeggeattitgecttet gittg
Ctcacccagaaacgetggigaaagtaaaagatgetgaagateagrigggtgcacgagtgggttacatcgaactggatctcaaca
Scggtazgatccttgagagtiticgecccgaagaacgtittecaatgatgageactittaaagtictgctatgiggcgoggtattate
cegtatigacgeegggeaagageaacteggiegecgeatacactatictcagaatgacttggtt gagtacteaccagtcacagaa
aagcatcttacggatggeatgacagraagagaattatgcagtgetgccataaccatgagt gataacactgeggecaacttacttet
8acaacgatcggaggaccgaaggagctaaccyetitittgeacaacatgggggatcatgtaactegectigategitgggaacc
88agctgaatgaagccataccaaacgacgagegtgacaccacgatgectgtageaatggeaacaacgtigegeaaactattaa
Ctggcgaactacttactetagettcccggeaacaattaatagactggatggaggcggataaagtgcaggaccactictgegete
8gcccliceggetggetggmangetgataaatctggagecggtgagegtaggtetcgeggtatcattgeageactggggeca
gaiggtaagecctecegtatcgtagitatctacacgacggggagtcaggeaactatggatgaacgaaatagacagatcgetgag
ataggtgcctcactgarta.agcanggtaactgtcagaccaagtttactca:atatacmagangatttaaaacttcattmaamm
aggatctaggtgaagatcenitigataatcteatgaccaaaateccttaacgtgagmicticcactgagegtcagacceegtag
aaaagatcaaaggatccrigagatcetittittctgegegtaatctgetgettgeaaacaaaaaaaccaccgetaccageggtes
tegittgeeggatcaagagetaccaactettiticcgaaggtaactggeticageagagegcagataccaaatactgtecttctagt
Btagcegtagitaggecaccacticaagaacictgtageacegectacatacctcgetotgetaatectgttaceagtggetgeige
cagtggcgataagtegigtentaccgggtiggactcaagacgatagitaceggataaggegcageggtcgggctsaacgsgag
gitegrgeacacageccageiiggagegaacgacctacaccgaactgagatacctacagegtgageattgagaaagegecac
gcticccgaagggagaaaggcegacaggatccggtaageggcagggtcggaacaggagagegcacgagggagetteea
888ggaaacgcctggtatciatagtectgtegggtitcgeraccictgactigagegtegattittgtgatgetegtcaggggag
Cggagcctatggaaaaacgccageaacgegg ctitttacggticctggectitgetggecttitgeteacatgticttectgegtt
atccecigaticigtggataaccgtanacegectigagigag tgatacegelcgecgeagecgaacgaccgagegcagoga
StCastgagcgaggaagcggaagagcgcccaatacgcaaaccgcctctccccgcgcgrtggccgattcanaatgcagctgg
Cacgacaggticccgaciggaaagegggcagtgagegeaacgcaatiaatgtgagitagetcacteattaggeaceeeagget
ftacacrtatgcticcggetegratgngtgtggaatigtgageggataacaatticacacaggaaacagetatgaccatgattacg
CCaagctigcatgectgeaggiegactclagaggatcaagageattigaatcagaatatggagaacggageatgageatittcga
agittiagatgeactagaacaaagegrgtiggeticetctgageecgetticotatatacccgeattctgeagecacagaatgtt
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Clagaaggtcctagatgeancgiitgaaaatactcccggtggptgcaaagagacgcagacggaaaatgtatctgggtetctttan
gtgtacactactittccatgtaccgaatgtgagtegecctectitigeaacaageagetcgaatgticlagagaaaggtggaaaata
Stataaataccgtigaaaataaataccgaacaacattigetctaatigtgaaattagaaatcttcaaactataatcatctcactggate
cccgggattggecaaaggacccaaaggtatgtitcgaatgatactaacataacatagaacattttcaggaggaccctigg
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promoter
HA EPITOPE

T7 promoter
VA

GAL4DB
PADH1

Sall

Yeast two hybrid T7 vector AMP

TRP1

Aol S/l
, K‘/t’7

77 oromater 7. Zoremoler
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General description of the C.elegans T7 RNA polymerase
expression vector with 4 examples

Specific orfand general or/and constitutive

ot/and inducible Promoter
/small syntetic intron
T7 RNA polymerase

UncS4 3'end

E.coli plasmid —

backbone
/ msp-s
- small syntetic intron
—— T7 RNA polymerase
- Unc54 J'end
E.coli ptasmid
backbone

SUBSTITUTE SHEET (RULE 26)



R R

- 3 FEB 2004

WO 00/01846 PCT/EP99/04718

.8/21

AIE S (ronrmED )

fépy—?

smail syntetic intron
* T7 RNA polymerase

Unc54 3'end

E.coli plasmid backbone __

F’es-1

g

small syntetic intron
T7 RNA polymerase

Unc54 3'end

E.coli plasmid —-
backbone

FGATA-1

small syntetic intron
T7 RNA polymerase

Unc54 3'end

E.coli plasmid
backbone
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PHAGE F1

LAC OPERON
T7 promoter

APT T7 promoter

LAC OPERON
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T7 promoter
/ Library (cDNA, PCR) -
T7 promoter —

_— gene of interest - MCS
N

.~ T7 promoter
sup35 —

T7 promoter

~

E.coli plasmid backbone

enhanced vecltor For FNAL, //ao/ac/;cgg
Sup 35 als NG and dis NG oF /e Lérary,
- Fene of wferest or PCR orodics
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A

T7 promoter

T7 promoter Me

C. elegans sup-35
(stop codons)

E. coli ori

AMP R
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MCS
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ArE 7

MCS|
HindII(2)
Sphl1(12)
Pst1(18)

i1/sbf1(18)

!,.-'f' Sda1(18)

Stul (20)
S Syl

'-"-—.....‘.‘-‘:_

Y, ] min. mo-2 prom
/" \ synth. intron
. / ‘.\ Sac1(292)
.' PGN105 |
! i T7 poyrerase
'? |
amp 6470 bp |
\, | /
N 4
~_
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)
MSCIl
T7-praroter
>
A6 AZ !
y N int1
| & — GFP
3 { in2
\ i
] PGNAO1 -
1 5175 bp _ Y
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. s polyAsigral
MCS1
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) let-858

T7RNAPCL

pGN110

12482 bp
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pAS2* with Forward and Reverse T7/T3/Spé

T7/T3/Sp6 oter (forward
PS promoter (forward) T7/T3/Sp6 promoter (reverse)

GAL4DB
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PGAD424 with Forward and Reverse T7/T3/Sp6

) T7/T3/Sp6 promoter  T7/T3/Sp6 promoter
GAL4AD

EU2

AMP
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Sma 1(7207)

Xma1(7205)

le(7l95)\

| Msc1(7194)|}
Ndel('llSD)\

T7/T3/Sp6 promotor (reverse ‘

EcoR 1(7161)

Hpa (6994)

GAL4DB _

Sfu1(6449)_
pADH1_“_ ™~

Miu1(5306)_ o
Sac1(3719)_

.,
Y

Ecl 13611(5717)__ "~

’THTSISpG promotor (forward)
/ BamH 1(1)
./ Sal 1(7)
Bgl T (13)
Pst1(43)

Nrul(5713)
_ Nae1(5410) = pAS2-cyh2-HA+bothT7-final AP
j Ngo M1 (5408) 7209 bp ot 1585
TRP1 N
Pmitgzssy NP 101 2709)
BspE (4170) “Nsi 12713)
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T7/T3/Sp6 promotor
TIITA/Sp6 promotor '\
Neol(6704) }
Apa;(smy‘\ \i
Bsp 1201 (6700)) §
EcoR 1(6676) \,‘ \
Mu1(6569) \W| | BamHIQ)
GAL4aD \ \ Sal 1(7)
Kpn'1(6326) \\‘ 1 _Pst1(43)
Accesi(en2z_ N\ \ Nl { " Msc1(181)
ADH1 _ADHIT
Nsi1(5557) Bsr GI(699)
Ppu 101 (5553) EcoRV (1074)
2MU-0_ LEU2
Feo 10515200 D424-without-FULL-ICE-BOT ot
6820 bp Bst ETI (1785)

Aat 11 (4427) . PwI2436)
Sea 1 (3985) Wi ORI
Pr1(3875) / |

AMP
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pGN205
10597 bp

pGN207
10599 bp
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