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pGL6-miR ) T TAEJRER R, 0 H BI2E K 193 JE#) 1% X (3"-untranslated region, 3'-UTR)IILEIE 2 7 5146 N\ 3| 52 Y6 2 T A
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pGL6-miR 5 (1) F B A5 BT

Base pairs 6097bp
Feature Nucleotide Position
PGK promoter 20-538
luc2 reporter gene 549-2202
Multiple cloning region 2208-22061
SV40 late poly (A) sinal 2268-2512
SV40 early enhancer/promoter 2554-2972
Synthetic neomycin phosphotransferase (Neor)coding region 2998-3792
Synthetic poly(A) signal 3817-3865
Synthetic Beta-lactamase (Ampr) coding region 4980-5840
Synthetic poly(A) signal/transcriptional pause site 5945-6097
pGL6-miR KL & 1% 411 -
Nhe [ 542
PGK promoter
Pst 14975
Ampr
Not 14951
pGL6-miR .
luciferase
6097 bp
Kpn12213
Nhe I 2215
BamH I 2221
EcoR V 2229
Xho 12233
Sac I 2243
Synthetic poly(A Mlu I 2245
e poly(A) SV40 late polyA Bgl 112251
Sal 13881 Hind 1T 2257
SV40 early promoter

Xba 13796 Neor



> pGLO-miR TR 1) 25 5 [ 07 1A T 20 B3 0 T (R 3V 3 2L P (KU Nhe AN 2 B i D) 67 1)«

2169 AGGCCAAGAA GGGCGGCAAG ATCGCCGTGT
TCCGGTTCTT CCCGCCGTTC TAGCGGCACA

BamHI EcoRV XhoI Sacl Mlul
2220 GGATCCGATA TCCTCGAGGA GCTCACGCGT
CCTAGGCTAT AGGAGCTCCT CGAGTGCGCA

KpnI Nhel
AAAGATCCGG TACCGCTAGC
TTTCTAGGCC ATGGCGATCG

BglII HindIII
AGATCTAAGC TTCGATCTCG
TCTAGATTCG AAGCTAGAGC

> pGL6-miR A MBI {7 4 (Restriction enzymes that do not cut pGL6-miR) 45
Aat II Afl II Asc I Ase I Bsa I BsaA I BsiW I
BssH II Eco72 I EcoR I Nde I Nru I Pf1M I Pme T
Pml T Pspl406 I PspA I Rsr II Sam I SnaB I Spl I
Srf I Tthlll I Vsp I Xcm I
> pGL6-miR [ B il L1407 55 (Restriction enzymes that cut pGL6-miR once)fd i :
Sfi I GGCCN, NNN "NGGCC 9 Sal I G TCGA,C 3881
BspM II T CCGG, A 445 EcoN I CCTNN "N, NNAGG 3472
BsaB I GATNN | NNATC 997 Xba I T CTAG, A 3796
BsrG I T GTAC,A 1040 BsiC I TT CG, AA 3867
Dra TIIT CAC,NNN " GTG 1696 BstB I TT CG, AA 3867
Acc6b5 I G GTAC, C 2209 Apal I G TGCA,C 4445
Asp718 G GTAC,C 2209 Ple I GAGTC 9/10 4510
Kpn I G,GTAC C 2213 HgiE II ACCNNNNNNGGT -1/134710
BamH I G GATC, C 2221 Not I GC " GGCC, GC 4951
EcoR V GAT |ATC 2229 BstX I CCAN, NNNN"NTGG 4975
PaeR7 I C TCGA, G 2233 Pst I C,TGCA"G 4975
Xho I C TCGA, G 2233 BstE II G GTNAC, C 4978
Sac I G,AGCT" C 2243 Ahd I GACNN, N NNGTC 5053
Mlu I A’ CGCG, T 2245 Bsu36 I CC TNA, GG 5409
Bgl II A GATC,T 2251 Pvu I CG,AT CG 5423
HinD III A AGCT, T 2257 Sac II CC,GC GG 5447
Apo I R AATT, Y 2361 Bst1107 I GTA | TAC 5563
Mun I C AATT, G 2425 Xca I GTA|TAC 5563
> pGL6-miR UKL P HES 3 F RO PP 51 M0 Fe 510 3
Forward primer (2135-2154): 5’GTTGGACGCCCGCAAGATCC 3’
Reverse primer (2303-2322): 5’GGTTTGTCCAAACTCATCAA 3’
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LEL ] = i AR =k
D2102-1pg pGL6 (F i J K T A g
D2102-100pg pGL6 (Fi 15 2 [Kl i kir) 100pg
D2105-1pg pGL6-TA (Fi 15 2[5l o ¥ir) lpg
D2105-100pug pGL6-TA (i 75 2 Al o ir) 100pg
D2106-1pg pGL6-miR (75 3 K 5 i) g
D2106-100pg pGL6-miR (R 75 2 [l Jii #ir) 100pg
D2108-1pg pAP1-luc (% 5 FE 5 JF k) Ipg
D2108-100pg pAP1-luc (R 75 FE [ Fi k) 100ug
D2109-1pg pAP1-TA-luc (3 2 JE [R5 bir) g
D2109-100pg pAP1-TA-luc (35 2 R Fir) 100pg
D2112-1pg PARE-luc (R 75 K JFi k) Ipg
D2112-100pug PARE-luc (R 75 3 K i fr) 100ug
D2152-1pg pGRE-luc (R 75 3 K Fi fr) g
D2152-100pg pGRE-luc (i 5 2 K i fir) 100pg
D2179-1pg pISRE-TA-luc (& 55 2 K kD) lpg
D2179-100pg pISRE-TA-luc (75 3& K kD) 100ug
D2198-1pg pMyc-TA-luc (& 75 FE K 5 ki) g
D2198-100pg pMyc-TA-luc (55 F: P 7 kD) 100pg
D2206-1pg pNF«B-luc (i 74 K k) Ipg
D2206-100pg pNFxB-luc (75 & K k) 100ug
D2207-1pg pNF«kB-TA-luc (% 75 2 K Jii ki) g
D2207-100pg PNFKB-TA-luc (& 75 2 [ JFi fir) 100pg
D2223-1pg pp53-TA-luc (R 55 2 FF TR lpg
D2223-100pg pp53-TA-luc (15 FE K k) 100ug
D2248-1pug pRb-TA-luc (R 75 2 K k) g
D2248-100pg pRb-TA-luc (R 75 2 K T f) 100pg
D2259-1pg pSTAT3-TA-luc (i 55 2 K TR lpg
D2259-100pg pSTAT3-TA-luc (75 & K kD) 100ug
D2306-1ug pAAT-promoter-luc (fi 75 2 K ki) lpg
D2306-100pg pAAT-promoter-luc (H 7 %5 [l 5 Fir) 100pg
D2386-1pg pIL-6-promoter-luc (& 75 2 [ i fir) lpg
D2386-100pug pIL-6-promoter-luc (& 7 22 K ki) 100pg
D2480-1ug pTNF-a-promoter-luc (H 7 28 5] i Fir) lpg
D2480-100pg pTNF-o-promoter-luc (i 75 3 [X Jii H1) 100pg
D2481-1ug pTNF-a-promoter-TA-luc ($R 15 3 5 J5 i) lug
D2481-100pug pTNF-a-promoter-TA-luc (3 75 2 [ Ji i) 100pg
D2762-1pg pRL-SV40-N (#} 75 2 K 5 ki) g
D2762-100pg PRL-SV40-N (#} 75 2 [ i fr) 100pg
D2768-1pg PRL-SV40-C (25 5[5 bir) lpg
D2768-100ug pRL-SV40-C (F 5 5 [K i FiD) 100pg

RG005 R UG BRI 2 DRk R 100K
RG006 K U R R 7 2 DR e A & 10007K
RGO16 U B ' BRI o R DR R & 1007
RGO17 g B O B R i RS AR & 10007K
RG027 U ' 3R W o ik RS ) 100K
RG028 UL ' 3R B o i DR A k) 10007K
RG0036 B-F- LW T b R R ke U 3 200K
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