EEBOTESEIE (EMSA)
EEITREER TR ERSIEE (EMSA) ATLL: (1) #5S DNA & ERMEEXA DNA L
BFFIEEIER; (2) FTTAT DNA EMFIEESTT, (3) BATFHR RNAGESEATE
ER RNA FFIB9HEEER.

1 SE3E75EMIRIE

RO R KITRBELL (EMSA-electrophoretic mobility shift assay) E—FhR
DNA Z55EBEFEEXA DNA Z£8FFIEEIERIRA, TRFEMMEES T, X—
RARBAIATHR DNASSER, BRISATHR RNA S5EEMUSER RNA FHIR
HBE1EF,

BEBARERFIREAEIRIRF] 32P ERZ=FRCH) DNA 5 RNA IR —RIRIR, FEIFE
MRRAGERIREK L, PEEEWMIEESHIRET. DNA-SEEYE RNA-SSYILLIFE
BRI NEIE, RAFNCHREHRIIRNESERNAR, JEXGENEER, 4
NN RIEEEF—KA0 DNA S58H, TRANWER, BoMNER, SizmiEhhiz
. EEN RNA Z£5EART, KIEBEM RNA E5EANUE, AIRAEERS YR
B, tAAZEERARRRER. RRLRTPRASEALESFSIA DNA 5 RNA FER
BZERRR (BR) , MHEIHEXNAR JHFR)  KHEE DNA 5 RNA F5EH

R ARFIIERTHMSR A REE T, KIESE SRS R E R AR RES.

2 SEREtAHL. . (XEREEH

DNA #83



[y-32P]ATP. T4 SZEHZHEFLMES. Nuclease-Free Water, T4 SEIZERLSESE k.
EEstk. TE. FTo/KZEE. TBE buffer, B3k, BAXWAGEENLR. AEERL. H5H. 3%
Batk. TEMED (PUEREZ L) . EMSA Gel-Shift F&E bR, BEYTE

KR, PCRIY. BIOHL. EBIKY. FEBiKESE

—. EREtRYRC

1. AFRERTRCHIRAIR R :

(1) =HRCERET (1.75 pmol/fiFt) : 2 (Tt

(2) T4 Polynucleotide Kinase Buffer (10X) : 1 {Ft.

(3) Nuclease-Free Water : 5 {7t

(4) [y-32P]JATP(3 000 Ci/mmol at 10 mCi/ml) : 1 7.

(5) T4 Polynucleotide Kinase (5-10 u/f{Ft) : 1 {47t

(6) BWAFR: 10 37t

(7) =R EARRMAFARFORIINZFNAR, IMARMEZERG, VortexiBS, BIIA T4
Polynucleotide Kinase, &4,

2. {EFXKAEL PCRAY, 37°CIRAL 10 5344,

3. AN 1 HFHRSHRCELLR, BY, KRIHREHMRCRIL
4. BN 89 1Tt TE, iBS. WRIRTLARD ERTATRFRCAIER. BREIRChIRE
£ 30%LAL, BORUMETIERY 30%LA EiR iCEITIRE E. HLIaEERN, BEAUNUE

BRETRITRICIER.



5. NIRRT RIFIZBNER, SIKERNE—RRAERY 3 X, tRCFAURETRILURTE
f£-20°C,
—. Fsthbéktk
BE L EEEN, ARG EAIRCIF IR 28 LR, A LSRR 5E EMSA
RUEEIKEESR, WIFRLAEL, FILURRRIN TEBIR(E
1. 33F 100 fFHRICHFAVURET, AN 1/4 4RFRRD 25 fR4FHRY 5 M BEBRER, BN 2 /RFRRD
200 AT ZEE, B,
2. 7E-70°CE-80°CiiiE 1 /\dt, sE-20°CiiEd &,
3. 7E4°C, 12000 g-16 000 g B> 30 £, AVOKBR LS, YTIARATRRIL.
4. £4°C, 12000 g-16 000 g B/ 1 ¢, AVODIREFHRRIKIKR, FMeRTiE, BFAEE
DT,
5. DX\ 100 f3Ft TE, R2BHFIIE. MCHISRET R ZAMER, HIKERE—RAE
HBid 3 X, RCHFRHRETATLURIFE -20°C,
=. EMSA BiYECH

1. ERFRRIER. JUUERAEMNENZREKRIMER, SHEESIRR, &7
R LAERRSERIMER, LMETTIREEEHERIE. NERIEIFIIER, FJLUSEES
WA EMSA RAIEE,
2. 1RERAN T EC/H Bl 20 ZFt 4% IR RIGEIIREER (= £/ 29:1 FARELAHIRY Acr/Bis
XEREMAK).

(1) TBE buffer (10X): 127,
BERIK: 16.2Z7H,

(2) 39:1 acrylamide/bisacrylamide (40%,w/v): 2 ZFt,



(3) 80% Hif: 625 fFt.

(4) 10% IFELEE (ammonium persulfate) : 150 f4Ft,
(5) TEMED : 10 #45+

3. IR ERRFEIIAZNE®R, 0N TEMED BifRES, I TEMED ExElES, #3
EINNEIFIRAGEES, BRFESE, FINLRY. IRENIEESZIEASIE, T
SRR ARSI TR AR B,

M. EMSA &8RN

1. AFIRE EMSA &5 K&

PR RR S Y :

(1) Nuclease-Free Water : 7 {47+,

(2) EMSA/Gel-Shift E&EHiK(5X) : 2 #Ft.

(3) HIEEARMIERET: 0T,

(4) FRCHFRURET @ 15T

(5) BMAFR @ 10 i,

PR :

(1) Nuclease-Free Water : 5 &7+,

(2) EMSA/Gel-Shift ZZ5%&HR(5X) : 2 f#Ft.

(3) HIEEARMIERET © 277t

(4) FRCHFRURET: 15T

(5) RMARR: 10 7.

SRR :

(1) Nuclease-Free Water : 4 §Ft,



(2) EMSA/Gel-Shift &&&F&(5X) : 2 {7t
(3) HMEZEREAIIERETF: 2 T,
(4) KRFRICHYRET: 145t

(5) WRCHRYRET: 15T,

(6) B - 10 137,

R RETRYIS TR RN :

(1) Nuclease-Free Water : 4 {47+,

(2) EMSA/Gel-Shift F&&HT&R(5X) : 2 {7t
(3) HPEZEREAIHERETF © 2 T,
(4) RIFCHIRZRET: 15Tt

(5) WRCHFRYRET: 15Tt

(6) #FH - 10 fFt

Super-shift i :

(1) Nuclease-Free Water: 4 {7t

(2) EMSA/Gel-Shift FE&EIMR(5X) = 2 {7t
(3) MRV RET: 2 FiTt.

(4) BRNERRSRIVF @ 1575t

(5) WRICHFRIERET: 133,

(6) B . 10 37,

2. IR EIAIFAORIINSFAR], EIARCHFARERISTRES, FE=IR(20-25°C)
WE 10 2%, NMBRARERENRHIEBRIMGRMSS, & ILSHREHM R AL,

REIINIRCIFRYRET, iBS, =iE(20-25°C)i& 20 7.



3. DO 1 47+ EMSA/Gel-Shift TREMR(GTE, 10X), BIEMED L. T8 B2

IRRENBESFMESMN DNA RIS, & WRELRTER EMSA/Gel-Shift LiFEIRiK,

RS TERLE LR NRE LI REEITE L, JLUELE LR EERIIR
DERRERN CHETR, EENEREEAERH.,

h. HikSh

1. F3 0.5XTBE {E/9RBikiR. 1ZHR 10V/EKAIEBEFREEIK 10 58, FREBIKAIRHRINSRE S

RA9EEEFL, ATLUNADERIEIFRY 1X /Y EMSA EHEENR(ER), DINRBEERIERE

2. BRET LHETRATFRINNE LA, ESRAEN LHEFLARIOAN 10 HFHaRF
A9 1X B9 EMSA/Gel-Shift EAF&iTiKR (BE), BTNEREIXHITHIRR.

3. 1&RR 10 V/ERRIEBEEEK. HBIRRAGEEAEY 30°C, MREETS, FTEESFE
FA/E. FEIKE EMSA/Gel-Shift ER4E MR PRIBEGBIRELIRIMIEERI TS 1/4 4, FIE
FEiK.

4. BI—RR/NF] EMSA BOR/MBIA IR RRILLARESERIIELR, VOB A EMSA BRRIER
R, FRRZKREEBERABIRTRIRE FAYERER. IO THRRENR PRI EE—R(E
18 F IR SRS R (L RIBRIRIIRNR) , fEIE4RM EMSA RE—IZFHBSEEN EMSAR,
REEBEMRER. BRERMMSEERARE 1 7)), BSR4, XA EMSA
REMIR—RBER., ERENRT, ¥, & EMSA R CEES—ERER, R
REFIEFIR AR B SIB.

5. FRINER EFIE EMSA R, AR X SeREREN, sREEES NS,

4 BEREES



1. HARBRRITHEFEINERERLI?

EERITREEERIKIEEERLIE (EMSA) 2—FifiZ DNA &5 ERFIEMEXA DNA E5F
FIEEIERIRA, TRTEEMEESHT. X—RARYATHR DNAESER, BAl
AT RNA EEEEFFEN RNA FHIRSTEEER.
BEBARERTIBEAEIRIRF] 32P ERZ=4RCHI DNA 5 RNA IR —RIRIR, AIFE
MRRAGERREX L, PEEEMIIEESHIRET. DNA S595 RNA SE4ILLAFS
BRI NEIE, RAFNCHREHRIIRNESERNRR, JEXGENEERE, 4
1NN RIBEEF—KA0 DNA S58H, JRANER, BoMNER, SizmiEhhiz
. TER RNA £5EEN, (KIEB RNA £5EANME, TRAWEERDEIE
B, tEAEERAEER. RRLNPRBEEALESFSIR DNA 5 RNA FERHI
BzERRR (%)  IHBIMEXIRR GHER) | KiEE DNA S RNA £5ER
RN, ERFIERIIFERFRIFE T, KIEE SIS RIBRERRER RES.
2. SIOPFEEAREMAI?

BRI FENESERE, IRETANESEIAENNER, SR IERMRER.
E I RN DNA 5 RNA, —f%, DNA ZEERIRETF 32P 1 T4 S
EESRFRIRIRIC, EZEFRCA) RNA FRRER RNA REESHIEMURITMCHIEBRIEARI
BHk%. Promega AFIH Riboprobe/sup £4t (a,b) ATRFRZFERCH RNA BYAIMS
%, DNA5'KImtRCERSE, FATFHIE DNA REt, AERNAIENESE: SHER (8
1HEE, S, sRELER) . EMAR (Tris-HCI & HEPES) | iFE# (DTT) . Hif.
IFFFAYRS DNA (poly (di:dC) di:dC) , tBRIBERIFBFXISH. EESEBMENL
SNCHUREHERR, EAFRRMNRRIEERREIX L, PEEEY, MEBRR TR

BEE8, 5/ Phosphorimage/sup 91,



3. BRI RS T 2idF?
Promega A EHRM—MEIRITRZ LIRS0 DNA E5EH, RAa{FAXETIOH—
MEEMXIER. RAGEENSIZEE, IR DNALSEH, S68%YR, BTFEHERIR
HRImIRCFTERYAF. Core RACIESEHAP2 ER (AP2 HilER) BIKIDITEIIRE
#&F0 AP2 (YEIFEETRR, AP2 fIiRRENTRIX AP2 BEERIAMHTEPENN. S5,
Core Rk S SP1 EIRBIZHER, BRIBESETR, FI5EIF 20 XIIHRSLIOHT Hela
ZHIER. Complete RFEZ RS0 5 MUREIZERR, 52 AP1, OCT1, CREB, NF-kB,
TFIID Z&URNERFS. XEBEZERAILERRTNCERIESEIERET, BfERFET
WP FFRS SIERE .
4. PN TEIRITRSELN, RENHBLER?
BT SLI0TEIEIC HRME BB BARIRIE, (B AT TR S0, BB —E254L,
XEEZESEANRRIRH S SRS RV, LITERENHNESE : MmidRroH
T (RIS IEEREE SRR IER) | AEEANKE, HREHUKRE, IHEERERE
RE, BPRIVECHH pH, RAGEERBEIKASRAIEIKSEM, (RENEMEE, BAE
B, EABHIET (tbitE, RFERE T, BiiR) . &2, RESWERERN (20u) .
FHE—RER, HAETRS 4%EH, 1TmM MgCl2, 0.5mM EDTA, 0.5mM DTT,
50mM NaCl, 10mM Tris-HCI (pH7.5) , 0.05mg/ml poly di:dC, & 10mM HEPES
(PH7.9) , 50mMKCI, TmM DTT, 1mM EDTA, 10%kf#, 0.05mg/ml poly di:dC
EVERAEEIERYERA,
5. £ DNA 25T, EERPLEERR?
EIfY DNA RIKER/VF 300bp, LIEFRITFIESHREFIER DNA SEHNEIXKSHE. W

HERY S BRI EERAD PRSI M A R AT RO LI R A EIR . B RNEHERERE,



NN FAERIEZERR AR (2979 25bp) | XHEEMRATMEAEFHNEEMURKEITF.
KAPRFIMESY] ROl B F e B A8 FXIFANERES R ERL. MERTA
DNasel EMIXERESHUFHXIAE DNA FRHI7KFE LFHSHT.

6. ALIT—LAERIETEFH0 Hela ISR T RBEE S4: AP1, AP2, CREB,
NFkB, Oct1, Sp1, TFIID, TFIIB,

=R Hela BRI FNEEERAIKFR, & 1 MERETEFFIEEXAY DNA F
RFFYEETBGFEENESIS. NI FEA T 8— P RIRRERATREF, R
BINERFS, BFRIA/N, FENGEEFMY, LUK Hela AREZmIRY I RS S

RI%E.



