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7= IR

XA £ % H ChainFree® Anti-Flag BBk ok & %56 i Flag #7%% (DYKDDDDK) 42 F11# RNA G HE0E
(RIP) sZ4%. ChainFree® Anti-Flag BBk 0 & 285 4% 7k . DRk IF EALRIA I TERE . BEHEM) Flag Bk, Fr
LA IP BB F AL F AR, Eim.
SEIGHTSEK Flag #7255 B AR E A ERYIREA &Rk . ZRFEAJS, % ChainFree® Anti-Flag BRI FE
A, ik FARERN Flag ik Flag brisfil & 0 L HE S RNATERE G, EBRRGEHIVIRIE, Beliits
BHEMAS RNA, A gPCR simEENF (Seq) Jrikk%wulifit 5 AR AL 41 RNA,

B & S5

P e 12T JA% 24T Fik il A7 56T
@ ChainFree® Anti-Flag % 250 pL 500 pL 4°C, 14
@ SR 7mL 14 mL 4C, 14
® LT 25 mL 50 mL 4°C, 14
@ P 2% 550 UL 1.1 mL -20C, 14
® B [ B i 71 190 L 380 pL -20C, 14
® RNase #1117 50 uL 100 pL -20C, 14
@ 10 mL 20 14 14 —

NER: 2SS R SER 12 5 24 NS, SRS SONAE 20 pl Wik T RER 1P SR8 A /b 7 R
BSR4 — AN A PER IRAL, PRI — s B0 A 2 AN OB iR

BN R R

1. A& Flag bifk (HT Western-Blot #2ll, #3575 FI01104) . PBS. RNase-free /K. Trizol.
i RNEE. T5%LEF.

2. FTHRANEE: WEAIZE RESRF= RIS FIT101) RSN, MREE 0L, R SRR
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1. B R PR Rk, bR A E TR, XEERET fe o iR, BREESTE .
2. NRUEWEERI S o0 A, TELEAE A s e B EVE . R oR et R IR S ik .

3. BE& UL RNase RS2kl EoE. ks,

4.  ELARFES BRI E I AR TR MR e R, TR B B R RIR K&,

5. NTERZEMERE, 1575 LBRIFS— ) TERE.

Il B

1. BEAZE

(1) SEIGZHAIXSIELH 20 AL 0.2~0.3 g HEW2H4, H] RNase-free /Kigde T, B THHERS, HWE R TE, F
MR ETA R HHJE RNase B.LE .
(2) BHEARE Tk, F4mA 500 uL FA K Q@AM 5 uL OF ARHIHIF (3% 1% A1 2.5 uL
(®RNA FHMEIF] (3% 0.5%A D , RITIBA.
(3) K it 75 B 2 VAR AT
(4) 4°C 12000 g /0> 15 min, Wb B EHHIL RNase 208 .
(5) H 30 pL fE N A input, HX 30 pL /4 RNA input, 4T RIP 525, B Tk _E 4 8- 80°C {147
R
I CUFEARANRE SRR GEBARVERLD AT DANY D SR AR 2% i v B S0 75 2R I AR B i . P SR A DRI AR SR Y
AT, NMARRTR R GG &M . RIBER, FEAREDIKREEEAKT 5 ug/uL, HB&EL 2~3 mg.
i, GARAEA T HAR S B RNA FJE8UIC, s SRS &8585, AT ARG INVIaaREAC &, (A I 45 Lu 5 166 n 2 i 2
TRt AU R ) P R, ALY B AR B R AN B AR 213, AR AT DASE i KRR B0

2. ERBHES

N T B SEE R R R A AR A RNA B, 75 B A ey P s o B (IR 770 AT RNase #0177 B ()10 mL &
O, IINSZIGALR AL S LT 10 3.8 mL (DI WE. 19 uL &) A EHNHIF (14 0.5%7 ) 12 uL ®
RNase #lifil7] (3% 0.05%iF 0D , WBEHE), WK EMRAE, WEHLH. WRA ZAREA, THRRbrEH 2R E .

3. RNA ZEEHPIsE (RIP)

(1) #Q@cChainFree® Anti-Flag ik b FEifEIRA], SLHE 20 pL MR EH 107C RNase B0 .

(2) B4 200 pL EHER OB 2 #E%) , AUENES] 30 4k, LI L& 1 min JE5F Lid.

(3) EHE FIHRE—X.

(4) 1A BEER D NAH L IR AR AR CEIR LHI4%) , JBORSMY EERFE 1 h i 4 CHEE 4 h.
(5) JBUHE i 5E LigE 1 min JEFE L.
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(6) FEALINA 500 pL EBER CEER 2 %) , HENRS) 30 Ik, JBUH: 048 i E 1 min JE3E L.

(7) =S PBHE—R.

(8) FXKMMA 500 pL iEpki CPER 2 %) , EiEIEA) 30 ¥k, HX 100 pL BB B O E AT E E il (hrikh
B, F4 400 uL T RNA SR (B3N 2) , P01 28 g B 1 min JF38 13, (REEBEER.

4. HEEFEAKN
(1) [ 1 EEER NN 20 uL 1 X SDS-PAGE _EREZZ W, 95 Chn# 3 min.
(2) ks e EFE 1 min, WEREEHKEOET, HTiHHEHEAK Western Blot £:31 .

5. RNA #H ik

F2 IR DUR 5 IR SR RNA SRBGR A SRR RNA, 32U 9 RNA 7] T qPCR 286 5 e 3 Sl 7 -

(1) FRL: 5 2 FEEERF I 40 pL @RS, WiEED 20s, R E=EPEN 10~15 min; iRiEE
20s, 1000 g #5.0» 20's, JAE /748 EEE 1 min, Y EIEHJC RNase 08 o [\ EIE@H A 1 mL
Trizol, EJHEE 5 min, 4 ‘C 12000 g &> 10 min, B L.

FR2: WE 2 MR 1 mL Trizol, =iR# & 5 min, 4 °C 12000 g &t 10 min, L&,

(2) I 0.2 mL &, IRIERAISMEZI %3 15 s, FiE 2~3 min.

(3) 4 °C 12000 g &> 15 min, WLHUKAHZ ¥ )76 RNase B.0EH (LA 0.5-0.55 mL) .

(4) MO 0.5 mL S NRE, EEIEIKIRS], =R TUUE 10 min 8¢ -20 C JliEid & .

(5) 4 °C 12000 g &> 10 min, &R W RNA JTiE, 7 B

(6) MM 1 mL 75%Z % (DEPC /KB RNase-free /KECH]) .

(7) 4°C 12000 g &> 10 min, 3% EiF; 5000 g POEE L 1s, NOIUIRIRIE.

(8) # RNAWSTJ&, MM 20 uL DEPC /K5 RNase-free /KB MR, - 80 CARAFER BT IRt

R R 1 CEVEBERE RNA) , TTEEHIZR 4> RNA; 15 RNA &A%, Ak & 2 OAER b B iR

BURNAD 4RI E iy, HAT R gin ARy 51k
ii. RIP J5 1) RNA — i, #AERE =203 RNA e E .
iii. Y)20ik RNA S 7T, BN AR, ELH ) A260/280 fH2 KT 1.6,

v R A R
i) /2 nJ e iR A S
FERFHEARMK | SRR EREAEAY | IREFEA R & s 2 v
FEA R AN PEEREA BB 2 54 R T 5256
IR1EH RNA &80
RNA 2B FEH RNA $FEHU77A80E RNA SEEGRF &
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SIS HAR: BINEEHEA (Flag-A) S5EIZR (B) &@H4%4.
(1) SEied. Fik Flag-iEHE A RIRAR A ChainFree® Anti-Flag #Ek#E1T RIP S5 ;
(2) WHHRL: Fik Flag 28K MIFEAFFH ChainFree® Anti-Flag fEk T RIP SZi .
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Input IP: anti-Flag
Flag + - + =
Flag-Bait - + - +
IB: anti-Flag — -
FEHE A1 western-blot 1
120 ~
m GAPDH
= 100 - o BBIERE-7 411
@ sl
E 80 - HHND m BN -5 42
E 60 - <:<:<:<
o e
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o | sl |
Flag_RIP Flag-A_RIP

Anti-Flag RIP-gPCR 45 4t 11 &
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