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IR E I AR (2B
D2207-1pg PNFxB-TA-luc (Hi &3 F Fik) lug
D2207-100pg PNFKB-TA-luc (1 % R Fkr) 100pg

FEmEN

> PNFxB-TA-luc (R &5HER TR B HE AR BITHER AT RIINFxBHE FIE M ACERIR S E R R, pNFkB-TA-lucZ AE AR
pGL6-TABR IR, fEHZ N SEA T 2 NNFBE AN, 7] PAR REUEHAR N FxBAY TS K,

> pGL6-TAFR & TEMFL S At 1 778 K B e £l (firefly luciferase)ii 5 B RAR AT —FRBRL, 1264 15 56 (K] Bk bk
Promega/ARIpGL3RFIE T 2Mm SO, — 5 Ex TluciferaselI4mbS T T ki, WifEAEE 7 FL S A bt f TR
IR, RIS REAN TORL R AT [ RT DA E AT BE Y e TR 45 & R R EAT 1718 158 b B, (EARF IR A DhRE R A5 1t
R, SR SR N TE R AR RS S R R AR,

> HOUR. HNEE. HAREDCRINIE E R MAE PR EIOLR, TOLEM. B ISR SO RN,

> pNFxB-TA-lucFik A FEE R T:

Base pairs 5651
NFkB response element (kB) 26-65
Minimal TA promoter (pTA) 88-110
luc2 reporter gene 152-1804
SV40 late poly(A) signal 1839-2060
SV40 early enhancer/promoter 2108-2526
Synthetic neomycin phosphotransferase
(Neor) coding region 2551-3345
Synthetic poly(A) signal 3370-3418
Reporter Vector primer 4 (RVprimer4) binding region 3485-3504
ColE1-derived plasmid replication origin 3742
Synthetic Beta-lactamase (Ampr) coding region 4533-5393
Synthetic poly(A) signal/transcriptional pause site 5498-5651
Reporter Vector primer 3 (RVprimer3) binding region 5600-5619
» pNFxB-TA-lucBR i ERELN R : BelT9

Spe 15436

Sac II 5001
Pvu14977

Synthetic poly(A)
and transcniptional
pause site

Not 14505 Luciferase

PNFkB-TA-luc

5651 bp

Synthetic poly(A)

SV40 late poly
SV40 early promoter ,

BamH I 2072

Sal 13435

Stul2505



> pNFkB-TA-lucfZ & hi s S NFkB response element ¥ ELHE RELT T :

Bgll Kpnl Nhel

NFkB response elememt

1 GGCCTAACTG GCCGGTACCG CTAGCGGGAA TTTCCGGGAA TTTCCGGGAA
CCGGATTGAC CGGCCATGGC GATCGCCCTT AAAGGCCCTT AAAGGCCCTT

Bglll

Hindl11

Minimal TA promoter
51 TTTCCGGGAA TTTCCAGATC TGCAGAAGCT TAGACACTAG AGGGTATATA
AAAGGCCCTT AAAGGTCTAG ACGTCTTCGA ATCTGTGATC TCCCATATAT

> pNFkB-TA-lucH & A HIEFIAL A (Restriction enzymes that do not cut pNFxB-TA-luc) fa45:

Aat 11 AFI 11 Asc 1 Ase 1 Bsa | BsaA | BsiW 1 BspM 11
BssH 11 Eco72 1 EcoR 1 EcoR V MIu 1 Nde 1 Nru 1 PaeR7 1
PFIM 1 Pme 1 Pml 1 Psp1406 1 PspA | Rsr 11 Sac 1 Sma 1
SnaB 1 Spl 1 Srf 1 Tthlll 1 Vsp 1 Xcm 1 Xho 1 Xma 1
> pNFkB-TA-lucHHIHEFYIN 5 (Restriction enzymes that cut pNFkB-TA-luc once) f4F:
Sfi | GGCCN,NNN"NGGCC 9 BstB 1 TT™CG,AA 3421
Bgl 1 GCCN,NNN"NGGC 9 Sal 1 G TCGA,C 3435
Accé65 1 G GTAC,C 15 AFI 111 ATCRYG,T 3685
Asp718 G GTAC,C 15 ApaL 1 G TGCA,C 3999
Kpn 1 G,GTAC™C 19 HgiE 11 ACCNNNNNNGGT -1/134264
Nhe 1 G~ CTAG,C 21 Not 1 GC~GGCC,GC 4505
Bgl 11 ATGATC,T 67 BstX 1 CCAN,NNNN"NTGG 4529
Hind 111 ATAGCT,T 77 BstE 11 G GTNAC,C 4532
BsrG 1 T GTAC,A 643 Ahd 1 GACNN,N NNGTC 4607
Dra 111 CAC,NNN"GTG 1299 Bsu36 1 CC~TNA,GG 4963
Gsu | CTGGAG 21/19 1532 Pvu 1 CG,AT"CG 4977
Bpm 1 CTGGAG 22/20 1533 Sac 11 CC,GC™GG 5001
Mun 1 CTAATT,G 1979 Bst1107 | GTA|TAC 5117
BamH 1 G GATC,C 2072 Xca 1 GTA|TAC 5117
Stu 1 AGG|CCT 2505 Spe 1 ACTAG,T 5436
EcoN 1 CCTNNT™N, NNAGG 3026 BsmA 1 GTCTC™ /9 5448
BsiC 1 TT™CG,AA 3421 BsmB 1 CGTCTC 7/11 5449
> PNFkB-TA-luclk R FH TN 5 1Y 5140 T
RVprimer3 (5600-5619):
CTA GCA AAA TAG GCT GTC CC
> pNFxB-TA-lucH2F51E RIESE E Z KM, FIZBRIE o
GELY L
P S 2 B AR (2B
D2207-1pg PNFkB-TA-luc (32 3 F Fikr) lug
D2207-100pug pNFxB-TA-luc (¥ & B F Fikr) 100pg
_ BiRH 117
RIEFZRM
-20°CHR17,
EEEI

> ABRARGEZRHEFAIAGHATEMEL AR, AR I AFELL = SMIEM D AL,
> AP ERT LA ZRER SN, MIRATIRKSHEGET, M T Rz, MIFRTEEEEN.
> NTIERZENERE, EFLRRTFR R TERE.

fEAWEA :

1. BREA1ugEENA RN, EEDE8RTRNECKBITE, HTRAVNE., PESKEMEEHA TES G, ke
H SR AT DOB I B VTR TS0, sOdE w7,

2. 100ugELZEAT= BBRIRE 0. 1ug/ul, FH1ml, ] PAE A TERYIsE KA,

3. pNFkB-TA-luch] F & AT LHREEL G 77 15 G i, AR AT SR A 3 2 R AV K By S 22 R 15 5 R A7 &2 (RGO05/RGO06)
B R ER 5 L R M & (RG027/RG028),

4. TNF-a. IL-1BMILPSEEZH WAYRT DUEIENFxBAYIAFA, BT AR EpNFRB-TA-luct 5 35 [RIAG B I RH 1A T AR
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