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pIL-6-promoter-luc (55 3EK Bki)

] et (253
D2386-1ug pIL-6-promoter-luc (4 & 2 H ki) lug
D2386-100ug pIL-6-promoter-luc (4 & 2 H ki) 100ug

FmEN

> plL-6-promoter-luc (i &EF k) 2 E =K BT AR A THIIL-6 promoters sgid K T rH & LK BTk,

> pIL-6-promoter-luc/g DA A RMIpGLOBURI AR, 1EHZ SN 4fi A Thuman IL-6/4/53hF7%1(-637bp~+53bp), AJLA
1= R HIAIITL-6 promoter IRIE K,

> IL-6(Interleukin-6), WX NEAMINMFE-6, FIREMNRG, &—FAEEEZENRIEMEE T, ERIEPORN LA R EEESD
FLE SRR, WA RV B SR,

> pGL6JFRLZ A T £ WAL sh V) 4H i Hhodk 4 75 K R B e B (firefly luciferase) i 5 56 IRUAG M A3 — AR BORL, 124R 25 35 R TR Eb
Promega AR pGL3RAIE T 2m Ik, —7mx FluciferaselIgmpdi T 7ok, WfRAE S T HIfE FLah a4 73R
1K, RN EEA R A AT AT AR T L PR P RE A S IR &5 S R R HEA T T IE M SRR b B, FE ORI A DI REA R L
R, SR SR TLE R B AERE RS S R R AR

> plL-6-promoter-luc/FAif 3 215 BT R :

Base pairs 6252

IL-6 promoter 20-707
luc2 reporter gene 753-2405
SV40 late poly(A) signal 2440-2661
SV40 early enhancer/promoter 2709-3127
Synthetic neomycin phosphotransferase (Neor) coding region 3152-3946
Synthetic poly(A) signal 3971-4019
Reporter Vector primer 4 (RVprimer4) binding region 4086-4105
ColEl-derived plasmid replication origin 4343
Synthetic Beta-lactamase (Ampr) coding region 5134-5994
Synthetic poly(A) signal/transcriptional pause site 6099-6252
Reporter Vector primer 3 (RVprimer3) binding region 6201-6220

> plL-6-promoter-luc/Fih i EIREN R :
Bell9
KpaI19

SpeT6037

Nhe I430 Xho T 664

Bgl 1 709
Hind ITT 719

Sac I 5602
Pvul 5578

Synthetic poly(A)
and transciptional
pause site

IL-6 promoter

Amp*
Not I 5106

pIL-6-promoter-luc
Luciferase
6252 bp

Synthetic poly(A)

SV40 late poly(A)

BamH I 2673

SuI3106



> plL-6-promoter-luciyZ suf&fi s IL-6 promoter Y TELN RGN T :
IL-6 promoter
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201
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451

501

551

601

651

701

Bgll
GGCCTAACTG
CCGGATTGAC

TGAGGGTGGC
ACTCCCACCG

CACAGAAGAA
GTGTCTTCTT

CTTGGGGGGC
GAACCCCCCG

GTTTTTACAA
CAAAAATGTT

TGGTCACTGA
ACCAGTGACT

TATTTTTTTT
ATAAAAAAAA

TGTCAAGACA
ACAGTTCTGT

TAAAGGAAGA
ATTTCCTTCT

GCTGCACTTT
CGACGTGAAA

TGCACAATCT
ACGTGTTAGA

CCTCACCCTC
GGAGTGGGAG

CAATATTAGA
GTTATAATCT

+1
GCTCATTCTG
CGAGTAAGAC

Bglll

Kpnl
GCCGGTACCT
CGGCCATGGA

CAGGCAGTTC
GTCCGTCAAG

CTCAGATGAC
GAGTCTACTG

TGCGATGGAG
ACGCTACCTC

ATACAAATTA
TATGTTTAAT

AAAAAAAAAT
TTTTTTTTTA

CTCTTTGTAA
GAGAAACATT

TGCCAAAGTG
ACGGTTTCAC
GTGGTTCTGC
CACCAAGACG

TCCCCCTAGT
AGGGGGATCA

TAATAAGGTT
ATTATTCCAA

CAACAAAGAT
GTTGTTTCTA

GTCTCAACCC
CAGAGTTGGG

CCCTCGAGCC

GGAGACGCCT
CCTCTGCGGA

TACAACAGCC
ATGTTGTCGG

TGGTAGTATT
ACCATCATAA

TCAGAGGAAA
AGTCTCCTTT

ACTGGAACGC
TGACCTTGCG

TTTTTTTTTT
AAAAAAAAAA

AACTTCGTGC
TTGAAGCACG

CTGAGTCACT
GACTCAGTGA

TGAAGTAACT
ACTTCATTGA

GCTCACAGGG
CGAGTGTCCC

ACCTTCTTCA
TGGAAGAAGT

CTCAGTTCAG
GAGTCAAGTC

TAAATTCTAG
ATTTAAGATC

CAAAAACCAT
GTTTTTGGTA

ATGACTTCAG
TACTGAAGTC

AATAAAAGAA

GCACGAAATT
CGTGCTTTAA

AGAGCCAGAA
TCTCGGTCTT

TAATCCCAGG
ATTAGGGTCC

AACATCTTTG
TTGTAGAAAC

CCTGTTAATC
GGACAATTAG

AGCTTTAGCT
TCGAAATCGA

CTTTACTCTT
GAAATGAGAA

AAAAAGAAAG

TTATTTTCTT

Nhel

TTCTTAGCGC
AAGAATCGCG

TGTGTCTTGC
ACACAGAACG

TCCAATCAGC
AGGTTAGTCG

TTATCAAATG
AATAGTTTAC

TAGCCTCAAT
ATCGGAGTTA

GATGCTAAAG
CTACGATTTC

CCCACCCGCT
GGGTGGGCGA

TGGGATTTTC
ACCCTAAAAG

TATA box

CCAATAAATA
GGTTATTTAT

CACCGGGAAC

TAGGACTGGA
ATCCTGACCT

GAAAGAGAAG

GGGAGCTCGG GTGGCCCTTG CTTTCTCTTC

Hindl11

TTTTTCTTTC

GACGACCTAA

CTGCTGGATT

GACGTCACAT
CTGCAGTGTA

CTGGCCCCAC
GACCGGGGTG

CCATGAGTCT
GGTACTCAGA

GATGTCTGAG
CTACAGACTC

CTCTATCTCC
GAGATAGAGG

CCTCCAGAGA TCTGCAGAAG CTTGGCAATC CGGTACTGTT GGTAAAGCCA
GGAGGTCTCT AGACGTCTTC GAACCGTTAG GCCATGACAA CCATTTCGGT

> plL-6-promoter-lucH & A TIN5 (Restriction enzymes that do not cut pIL-6-promoter-luc)fiff:

ATl 11 Asc 1 Ase 1 Bsa 1 BsaA 1 BsiW 1 BspM 11 BssH 11
Eco72 1 EcoR 1 EcoR V MIu 1 Nde 1 Nru 1 PFIM 1 Pme 1
Pml 1 Psp1406 I PspA | Rsr 11 Sac 1 Sma 1 SnaB 1 Spl 1
Srf 1 Tthl1ll 1 Vsp 1 Xem | Xma 1 Xmn 1

> plL-6-promoter-lucH ¥ #EgEI{ s (Restriction enzymes that cut pIL-6-promoter-luc once)f4F:
Sfi | GGCCN,NNN"NGGCC 9 Xho 1 C TCGA,G 664
Bgl 1 GCCN,NNN"NGGC 9 Bgl 11 ATGATC,T 709
Acc65 1 G GTAC,C 15 Hind 111 ATAGCT,T 719
Asp718 G GTAC,C 15 BsrG 1 T GTAC,A 1244
Kpn 1 G,GTAC™C 19 Dra 111 CAC,NNN"GTG 1900
Nhe 1 G~ CTAG,C 430 Mun 1 CTAATT,G 2580
Aat 11 G,ACGT"C 496 BamH 1 G GATC,C 2673
PaeR7 1 C TCGA,G 664 Stu | AGG|CCT 3106
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EcoN 1 CCTNN™N,NNAGG 3627
BsiC 1 TT CG,AA 4022
BstB 1 TT"CG,AA 4022
Sal 1 G TCGA,C 4036
AfL 111 ATCRYG,T 4286
ApalL 1 G TGCA,C 4600
HgiE 11 ACCNNNNNNGGT -1/134865
Not 1 GC~GGCC,GC 5106
BstX 1 CCAN,NNNN"NTGG 5130

» pIL-6-promoter-luc/BUhr R F TN 5 VP 3140 T :

RVprimer3 (6201-6220):

CTA GCA AAA TAG GCT GTC CC
> plL-6-promoter-luclIRFFIE RIESHEEH = KMl FIZBTRE R,

BstE 11 G GTNAC,C

Ahd 1 GACNN,N"NNGTC
Bsu36 1 CC™TNA,GG

Pvu 1 CG,AT"CG

Sac 11 CC,GC™GG
Bst1107 1 GTA|TAC

Xca 1 GTA|TAC

Spe 1 ACTAG,T

CELE
P S 7= s AR (2B
D2386-1ug pIL-6-promoter-luc (23 K ki) lug
D2386-100ug pIL-6-promoter-luc (R 23 K i) 100ug
— ViR 11

RESH
-20°CHR%%,

AEEI

> APRARZERZ KA PTG TEME AR, AT SAFESLIE = SMIER D A,

5133
5208
5564
5578
5602
5718
5718
6037

> AP URT LA RRIRENH, MR TIRRIZEEGGTT, MIAT BRREE R, MIFRTEEEEN.
> N TIERZ AR, TEFIR R X T E R,

fEAHER :

L. EHOER g (R AIA Fhi, I e D BA TR AU RIGAT &, TR/ NG, R EMIEEHEN TRSME, MR

A BTRL AT OB BE VI FDK I TS, sidd P75,
2. 100pg ELEERA = FBTROREE N 0. 1ug/ul, H1ml, w] DUEHE A T e D) alas 4 420,
3. plL-6-promoter-lucA] DA LA 40 B e 75 TR L e A A G DU AR T AR FH 28 2 R A K R O 3R AT 757 228 R A K 7

(RGO05/RG006) SN 1 22 B i & BL R i & (RG027/RG028)
4. LPSEH WHIAT LABTEIL-6 promoterfidil, AT PAFTEPIL-6-promoter-lucti &5 F BRI i BH A B,

55 A 257 m B ST
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https://www.ncbi.nlm.nih.gov/pubmed/?term=Apigenin+Inhibits+IL-6+Transcription+and+Suppresses+Esophageal+Carcinogenesis.
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