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D2501-100pg TOPFlash($ 75 ZE K Uk 100ug
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Feature Nucleotide Position
TCF binding sites 20-105
Minimal TA promoter (pTA) 140-162
luc2 reporter gene 194-1856
SV40 late poly(A) signal 1891-2112
SV40 early enhancer/promoter 2160-2578
Synthetic neomycin phosphotransferase (Neor) coding region 2603-3397
Synthetic poly(A) signal 3422-3470
Reporter Vector primer 4 (RVprimer4) binding region 3537-3556
ColE1-derived plasmid replication origin 3794
Synthetic Beta-lactamase (Ampr) coding region 4585-5445
Synthetic poly(A) signal/transcriptional pause site 5550-5703
Reporter Vector primer 3 (RVprimer3) binding region 5652-5671
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Sac 11 5053

Pvu 15029

Not [ 4557

Sal 1 3487

Bal19

Spe [ 5488

Synthetic poly(A)

» TOPFlash/ii %7 I TCF/LEF4; &7 SUF AN T

TCF binding sites

TOPFlash
5703 bp

SV40 late poly(A)

SV40 early promoter

Sac1111
Mlul 13
Bel 11119
HinD I11 129

Luciferase

BamH 12124

Stu 12557

Bgl I Kpn I TCF binding sites

1 GGCCTAACTG GCCGGTACCA GATCAAAGGG GGTAAGATCA AAGGGGGTAA

CCGGATTGAC CGGCCATGGT CTAGTTTCCC CCATTCTAGT TTCCCCCATT
51 GATCAAAGGG GGCCCCCTTT GATCTTACCC CCTTTGATCT TACCCCCTTT

CTAGTTTCCC CCGGGGGAAA CTAGAATGGG GGAAACTAGA ATGGGGGAAA

Sac I Mlu I Bgl IT HinD IIT

101 GATCTGAGCT CACGCGTAGA TCTGCAGGAA GCTTAGACAC

CTAGACTCGA GTGCGCATCT AGACGTCCTT CGAATCTGTG

> TOPFlash 5L AR 7% A5 B ) {7 25 (Restriction enzymes that do not cut TOPFlash) 4 :
Aat II Afl IT Asc I Ase I Bsa I BsaA I BsiW I
BssH II Eco72 I EcoR I EcoR V Nde I Nhe I Nru I
Pf1M I Pme I Pml I Pspl406 I PspA I Rsr II Sma I
Spl I Srf I Tthlll I Vsp I Xcm T Xho I
> TOPFlash/5URL 5 Y BB 1) 457 55 (Restriction enzymes that cut TOPFlash once)fl 5

Sfi I GGCCN, NNN "NGGCC 9 EcoN T CCTNN N, NNAGG
Bgl I GCCN, NNN "NGGC 9 BsiC I TT CG,AA
Accb5 I G GTAC, C 15 BstB I T CG, AA
Asp718 G GTAC, C 15 Sal I G TCGA, C
Kpn I G,GTAC C 19 Apal I G TGCA, C
Sac I G,AGCT" C 111 Not I GC GGCC, GC
Mlu I A" CGCG, T 113 BstX I CCAN, NNNN "NTGG
Bgl II A" GATC,T 119 BstE II G GTNAC, C
HinD III A"AGCT, T 129 Ahd T GACNN, N NNGTC
BsrG I T GTAC,A 695 Bsu36 I CC"TNA, GG
Dra TIIT CAC,NNN GTG 1351 Pvu I CG,AT CG
Gsu I CTGGAG 21/19 1584 Sac II CC,GC GG
Bpm I CTGGAG 22/20 1585 Bst1107 I GTA|TAC
Apo I RTAATT,Y 1967 Xca I GTA | TAC
Mun I C AATT, G 2031 Spe I A°CTAG, T
BamH I G GATC, C 2124 BsmA I GTCTC /9
Stu I AGG|CCT 2557 BsmB I CGTCTC 7/11
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RVprimer3(5652-5671):
CTA GCA AAA TAG GCT GTC CC
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BXE@:

72 G P2 AR Bk
D2501 TOPFlash(# 75 3 K] ki) lpg
D2503 FOPFlash(#i 15 2 [R5 ir) lug
D2505 SuperTOPFlash(#f 7 % [K i fir) lpg
D2507 SuperFOPFlash(3H 5 3 PX J5 4ir ) lug
D2760 pRL-TK (H 5 2 K] TR ) pg
D2806 pCMV-B-Galactosidase lpg
RG005 K T FR AR R R R & 1007
RG006 i K R AN ZR R SR R R R & 10007
RGO16 T O 2R AR A R A ) 1007%
RGO17 B RO AR B A R & 10007
RG027 R ' 2 Bl 5 DRl s k) 1007
RG028 U 2 A 2 25 DR s ) 10007%
RG0036 B-2F- L4 T T4 o A RIS N A R 200K
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