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1 BERIRITS &K
1) RIEL=EEEN p8 £E cDNA £KF5, A premier primer5.0 igit54) p81 1

p82, LA cDNA Jt&t, PCR #1&153| 346bp A4, F Takara RREIKGAFIE

[EMEELE.
5¥19mS S51¥IFF5 KE
p81 TGCGGACGAAACAGGAAG 18 bp
p82 GCTCAAACAGTGATGCCAGT 20 bp

2) BRIFEGE
a. EEERLETIINEREAFRNSINSD, HASRERRIE/RILEHIE 1:3-1:8, RIELE

REEIMENERIIRER HAS RO FANKTEE/REL. IARRD RELFENT:

BiY PCR KB} 5 pl
PGM-T #fK (£ 50ng/ul) 1l
10xT4 DNA Ligation Buffer 1 pl
T4 DNA Ligase (3U/ulL) 1 ul
TEREBE X 3ul
R 10 pl

b. REEMNEOELNREASY, BEED. BT PCR X4 16°CERIERE, RNERG

BELUEETIKE.

. FEFRIABERTEERNERFARREIIN 16 pl A IPTG(50mg/ml). 40 pl A9 X-gal
(20mg/ml), ERTENEREGEIISRGTT, BXET 37°CIE5RE 1-3 /T,

A X-gal N_REFRRELRTE,



d. ¥ 10 pl BERE00%) 100 pl DH5/RREZSMES, BIES, a0, B30
BET 42°0K4A 90 #, RHERMET KA LNE 2-3 7, HEFEENEOE,
EEOEDIA 500 pl 37°CFEAEY LB (AEIMER) 1B7E, 150rpm IR 37°CR%IEFF
45 3. BRIRERAL AR RCERERE, ST, BERT 40009 TEL
1098, XiELE, J0A 100 pl IBFREERFIIAZEHLFH LB BEixiEARE L, BERE
REARERRISHRISSRIT. FHPRRETRE, AETR, 37°CEs 12-16 /i,
e. JHENEBERERHIT PCRIGN, LT,

f. BEACFEMT LB RIAEFREDES 24 /i, IREY 1mL EiREEREEEYATHT
FFEIRE.

3) EHBRARIEMEN

BY 6 ul LARIFFRYER4RGRAL, 155BX Neol PItTIES 37°CEY) 4h. ERYIRRHAZR S 20 pl:

[Tk 6 ul

10xK Buffer 2 ul

Ncol 1 ul
0.1% BSA 2 ul
KBk 9l

23 Vinl 20 pl

ENESIRIERIBALE 4 pl, & 1%IRAsRERRKQN, A )cE, SEBY)FYIA Takara
REMIHFIZEEEN, (ERESRATER,

4) RS

HZZEG DIG RNA Labeling Kit (SP6/T7)idFIREAER, fRCRX RNA #REt,

ERATERFIFISIIYEE RNase &0, SHDEN T RESRMAR. KA



RNase-Free BIHEOEFNTEINN TF L :

ORISR AL 1 g

Rnase-free dH,O up to 13 pl
10xNTP labeling mixture 2 ul
10xTranscription buffer 2 ul

Rnase inhibitor 1l

SP6 RNA Polymerase 2 ul

BYARR 20 pl

MRS, EEEOBRAKETENR, 37°C 2 h, REZAREBAM 2 ul DNase |, 37°C 15
min, RNEEREIA 0.2M EDTA 2 ul £21ERN, BY 3-5 pl R4 1% rEseAeaik
e, -20°CIRTFEE.

2. BIETRIFIE

* ASLISTEZRRLERAI I FIE RNase-free IHSSIMSRAT 180°CiLkE 10 /i, HEFR
Fi DEPC 42, SiEXEREEfEf# DEPC, H{UEEAEE=IEIE, TR 3%HY H202 4h1E
H/NEFLALE, DEPC ZKidie T, HEF.

1) ERNEESEE

EEINAEASATEA (Oh, 5h, 10h, 15h, 20h, 40h, 3d, 5d, 7d) HIxHE, £ DEPC
SMIEKERERD TS, IMAGTEECHIR A% SR REE, T 4°CEE 5-8 h, BOBUE TSI
R TR K. EBEFOEIE: 30%ZEERHK 1 h, 50% 288K 1 h, 70%ZEERHK 1 h, 80%
CEERUKZEERRIK 1 h, 90%ZEeRi/K 1 h, FTo/KZEERRK 1 h, FToIKZEERRK 1 h, FToIKS
B2 FRR(1:1)3588 10 min, “ERFSERA 10 min, ZEAZ:54°CAEE(1:1);24% 30 min, 54°C

AIERE 1 h, 54°ChiEaE,



2) BLWR EEENELSR 7 um NEET R, S RME RN EAIEIE H Eikiin DEPC

SNEEK, BRRTF 42°CRR & ERR 1 /008, BET 40°CIERfEHRLR 12 /NET 4°C

BT E,

3. ZATHIANEE

AT FRZRRREE 2x15 min, FoKZEEZERZ(1:0) 5 min, 100%-95%-80%-50%-30%

ZEERRIKEZ 5 min, f5 DEPC &:E7K 2x5 min, A THAEIIAMIE, BRESBNT:

1) IXPBS(pH7.4)=EMFE 2x5 min,

2) 0.3%TtitonX-100 [ PBS HRZAELLEE 15 min,

3) IxPBS % 2x5 min,

4) 75 RNase f9EEES K(20 ug/mL)37°Cii&ft 30 min,

5) 100mMGly/PBS 5 2x5 min,

6) IxPBS %% 2x5 min,

7) A%ZEREES(4°C)ERE 5min,

8) IxPBS %% 2x5 min,

9) &F 0.25%W/V)HNZEER 100mM H=ZEEREE 7K (pH8.0) KB E 15
min(ERECILF),

10) IxPBS %5k 2x5 min,

o

A TR AR

S

1) NIRRT EHE A £, ARETESEYT, 50°CHERE 2 /\i,

N

) FETZvRck, SMENENE BEFEEH 52°CHRIIR.
573540

5, LBRISBRAESTER RNA B,



1) FERRZK, 8RB 2xSSC 51 2x15 min,

2) FHFREA 1xSSC A 55°C/KBHER 2x15 min,

3) FI& 20ug/mL Y RNaseA B9 NTE i 37°CiEfL 30 08, LARBRKRESHIRET.
4)  #HEEN 0.5xSSC H 55°C/KAERN 2x15 min,

5) #HHF2A 0.5xSSC =38 10 min,

6. FUARNL

1) F3 washing buffer i&%H4 ) 5 min,

2) TEINEERETRER THIEAL A 30 min,

3) BARESENARNAR R, EFEEHI¥E 3h AL,
4) Washing buffer % 2x15 min,

5) Detection buffer 9237 2-5 min,

7. B&: IABBRTEEHSEREFHLES 16h

8. HRSWZ:

1) E&S{ER, FTE buffer RIEE®RN, BRZABEKEIE.

2

2) EIERFIER, BRGRTUEMES.



