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(121) (247) (96T)
01 25X PBS 3mL 6 mL 24 mL 4°C
02 Cell lysis buffer 10 mL 20 mL 80 mL 4°C
03 6 X RNA loading buffer 40 mL 80 mL 320 mL 4°C
04 Wash Buffer | 40 mL 80 mL 320 mL 4°C
05 Wash Buffer |l 40 mL 80 mL 320 mL 4°C
06 Wash Buffer Il 60 mL 120 mL 480 mL 4°C
07 Pre-hybridization 30 mL 60 mL 240 mL 4°C
solution
08 anti-DIG 10 plL 20 uL 80 L 4°C
09 Developer solution 10 uL 20 pL 80 uL 4°C
10 Blocking buffer 30 mL 60 mL 240 L -20°C
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Eﬁﬂ ﬁ*&/ Procedure

1. RNA 12EX (~1.2h)

Ot AFULH 1 mL1XPBS FiE&FEm (W4, FRRa. A4R) WX, :RE—XRKT PBS;

Q3R RIEAMENFREMNER AT Cell lysis buffer, 35 1.5 mL EP BRIZUHR 10 %, =388 5 3~5 min;
Q& AHIE: ¥ 0.2mL &5 /1 mLCell lysis buffer BILEBIIMAR B H DRSS 20s, K EBREEZESNE,
12,000g. 4°CE.» 10 min;

@iiE: WENEE (0.5mL 55 /1 mL Cell lysis buffer) #%BZEHB) 2mLEP &, Y17RkIGEE, %
1.5 F EERERMARRE, ZT2ES, -20°C%% 30 min, 12,000 g. 4°CEC 10 min, NOFELE,
OB % 1mLT75% 28 /1 mL Cell lysis buffer B9ELf, MIATULRY 75% ZEE, 7500 g. 4°CESi0) 5
min, /JOFELEF,

©BfR: FTF EP B, EREBEAEARZE 10 min (ZEEELXT %), M 30 uL RNase-freeddH20 =38
AR RNA JIE 10mine

AR

1. %2 DEPC 7K, ¥4 25X PBS #%# Rk 1 X PBS;

2.1 mL Cell lysis buffer/107 /MR ;

3. 183k, BLELELIE,

4.75% Z B2 FATRg/KECH;

5. AR IBEFEENNHRE.
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2. RNA#&51 (~0.5h)

(DBY 5L RNA #5461 RNA 0D260. OD280, 1R#E 0D260/0D280 T8 & RNA SRE K 22 BRI 272 R ;
@BY 5uL RNA #£5," 1% IRBSKERAEE K (120V, 10 min) #3 RNA 528814 ;

QREH R RTEERATF B4R E T -80°CHRE;

AR REBRT, RNAEBKE3IE®, FH=E05H8 2:1:1,

2. Bk (~2h)

OECH 15% FRETMHEK;

it R /1% (8 mL)
R& 3.84¢
10X TBE 0.8 mL
40% R RIFBLRL 3.04mL
10%IFRER TR 40 pL
TEMED 8 uL
gk #E8mL

@rAIEKEFRIMAN 0.5XTBE ARG, BIBEXKEE T KL, 60V FiEk 30 min;

3% 20 ug RNA #5415 1/5 1&F3 6 X RNA Loading Buffer S84, 75°CHift 5 min, REETF K LEE 10 min /5
i

@80V RERXEREMIEIETHMERRELY 1/3 4, SREX BNEKIEZEKLEHT ).

AR

1. Fofl 15% PREZMERBY, ST 10X TBE # 40% RRIGELRRERRTLBMHE, BN 10% AP (FiRELTR)
M TEMED, HZ&92RS;

2.RNA THEEIRNEFK L,

4. ¥%fE (~0.5h)

OHEERE (BRAN), BF 0.5XTBE ZHRFERZHE 10 min;

QEBETML 3mm ER. BRE. 8BE. 3mm BRIRFKRE, BREBEEEHRESSE;

ERE: 390 mA 1ERFFEEEEEL 30 min;

AR 3mm BRI Z B EEF B,

5. %8k (~0.1h)

OEELERG, 1BEER LA 3mm B4R, BIFERE, ARETE LR ERENUE,
QBEBTRINIEHMYUE (B RNA—mEEH L), 3B RNA2~10 min;

CEETEIREMNE Marker WIE, BRREL, 4°CRESHR,

6. #32 (~21h)

OFiFR: KERREARRHA (B RNAW—MEIHE, S5&EER), A 10 mL Pre-hybridization solution,
HERSE, 42°CHiZ+x 2 h, [EIYX Pre-hybridization solution;

@Z%: B 10 uL & & (10 uM), 100°CHR K B T4 10min f5, IZBI KA 20 10min, AEME 10 mL
Pre-hybridization solution 1, 37~42°C#%Z 18h, EIWEIRFHHY Pre-hybridization solutions

@%% 10 I 10mL Wash Buffer |, Z=:8%% 5min, 25—,
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@33% 20 N 10mL Wash Buffer I, 42°C#%3% 10min, EE—KX;

®i#% 3: 1IN 10mL Wash Buffer I, ZE&%% 5min.

AR

1. Pre-hybridization solution &89 Pre-hybridization solution {#7FF -20°C, RIEEfFH 2~3 %;
2. RHTMRELNETFIKE;

3. AL BEZRIFARTTEM.

7. ;&8 (~3h)

WPFE: AN 10 mL Blocking bufferr, Z=R3f# 30min, [EI4k Blocking buffer;

@EETE: mEYEI Blocking 0N 2 uL anti-DIG, ZBH¥E 2 h, EIURE anti-DIG B9 Blocking buffer;
@& MO 10 mL Wash Buffer I, Z=387%% 15min, EE—X;

@FA: AN 20 mL 1XPBS, ZERF# 5min,

7= Blocking buffer 1% anti-DIG B9 Blockingbuffer 337 EE £/ 2~3 R

8. 2% (~0.5h)

OBRER (B RNA B9—m@) 8L, MAEEE® K (Developer solution :1XPBS=1:100, {AFfR£97% 0.02
mL/cm2), 15~25°CE/H¥E 5min;

QOBEE T HFRIA MG IR 5~20 min 2%,

FEE I /Notes

1. A=RRFELARHRERRA, FERTFIRKIZEHSET, FERATERIAR, FEERTHEE
EMA;

2. ATENREMER, BELRERAB REFEIRE
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