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H"e 2K oS &
F1514-12T Flag #3%5 RIP W{5& CH¥) 121 -20°C
F1514-24T Flag ##%5 RIP W5l& ¥ 24T -20°C
72 A

ARFNEFRH  Anti-Flag Bi¥RERGEMR Flag Fr%5 (DYKDDDDK) Bl& M) RNA #EdLyiie  (RIP) 24,
Anti-Flag BEERBBERIR ST LFEAFREN LR, EHEN Flag Pk, B UL IP HRBHASE IR
B, EEESY,

SCIGHT SR Flag AR%85 HARE AEMEMIFEA PG RIE . RIGHEASS, B Anti-Flag BAERIMAFRE A, #AZL L
BEER Flag $ifA S Flag dr%fhaEE LSS RNA BRE A, EBRARGEYIEE, s BEBAS RNA,
PRI oPCR BRmE BN (Seq) Jridks sliffiik 5 HARE AL &1 RNA.

A&

RS 42 H 12T Jt% 24T A% fifi A7 A
@ Anti-Flag Rk 250 u L 500 uL 4°C, 14
@ BRI Tnl, 14ml, 4°C, 14
® B 25mL, 50mL 4C, 14
@ el 22 i 550 u L 1. ImL -20°C, 14F
® B 7 190 L 380 uL -20°C, 14
® RNase #ii71 50 L 100 L -20°C, 14F
@ 10, 550 14 14 —

*YER: ZN AT AW 12, 24 5040 DRBIENRH, BN 40 0 L #iFk. TR pul 1-down SEE %
DB E AN SR AN N A, PRI — RS A D R AT 2 A SO R

BT R R
1. H%RA: Flag yifk (T Western-Blot #&ll) . PBS. RNase—free 7K. Trizol. &4 BWHEE. 75%LEE .
2. FTTRAXAS: WESIHE. IR MRIEES AL 7S B RN

st P B

I HEHEW

L B2 WIRBURIZOR eI ER, b A E T 0, XSEErTRe o ik H, RIS GiaTE.
2. NTRERERIA S A0, EEMARTEE EBE . BRI R IR S k.

3. HH LTS RNase MISEERMIEL: WIg O, MkE.

4. SREG R BAREE S E A E I AR T A E AR, W REREIA R RIR TR

5. NTEHIZEFER, 1F%FLRRIFB—RETFERE.

11 BE05:

1. FERZE

(1) sERHMN A —FEE 0. 4~0.6 g WYHL, FH RNase—free /KIGWET4, B TWHET, FIWERSTE, FHiE
KM ARETAHI . BT RNase S04 .

(2) HFEAEE T UK E, AMA 500 v L FAKQ@ZEZE M. 5 u LOE HBGIIHIFR (% 1%7M) A1 2.5 u LORNA f
HHIF CFe 0. B%ERMD , WKITIRE] .

(3) VK I8 el e 2 A T A T o

A7 AR BR A
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(4) 4°C 12000g B> 15min, WCEE LB EHTHITE RNase B E

(5) W30 uLfEANEH input, B 30 L fEJ RNA input, FI4FHT RIP 524, B TUk E&FHE-80CHEAE.

* PR 1 YFEARREE RN GAMIRERD , TN R ph RS ECE AR A A& RS . BB SRR A
FAUREFE AT, NIRRT RIF GG %M. FEARAEARBEEEAMET 5 ng/ul, BHEL 2~3 ng.

ii. ARAEA R HAREE (1B RNA EREBUIR, B GWIRIMSE G088, 7T LA IR UAREA &L, [R]85 L 31 386 Jin 2R g 2% il
FNBEHOHI R R, (EEE A R AR R AN I B O AR 2/3, ARARUE K AT DUBE e KRS 5.0
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2. BEVRMEE

T B b SRk FE A D RNA PR, R EE R AN N B BRI A RNase SR . HUHH@D10 mL B0,
DI SEE H A IR S I RR Y 3. 8 mL@ESEM. 19 n L ®EAMHHIT (% 0. 5% F2uL ©® RNase #If7]
(3% 0. 05%7 D) , IREIS, K EARAE, DA, RG2S HEEAR, Wi ireHELE.

3. RNA S 3Lt (RIP)

(1) ¥OAnti-Flag Bi¥k B FEUEIRS], R4 20 v L RAERFHT L RNase B O H .

(2) BN 200 WL BRI CGPER 2 M%) , BUBNRS 30 I, M EHE 1 min JEFE EIE.

(3) HE FBHAE—IK,

(4) FREERF AR AR FFEAZER GBI #%) , BURSIMX EFENE 1h B 4CIHE 4h.

(5) B/ EEE 1 nin IHF3F BiE.

(6) BRI 500 L B CGPER 2 ) , BUBNRS 30 I, 14 EHE 1 min JEFE EIE.

(1) \EE FBHIE—X.

(9) FUMA 500 u L SRR CGEIE 2 #E4) , BURNES] 30 ¥, BL 100 u L BB &.0E AT E AR BriEE D,
F4x 400 w L FIT RNA $2H0 ChRydon& 2>, B8 758 B 1 min 3555 BIE, IREGWLER.

4. BEEARN
(1) M% 1 BIREEE O 20 o L 1XSDS-PAGE _FREZEM, 95 CHI# 3 min.
(2) WA LEEE | nin, , IWELBEHHNELES, HTHEEHEAR Vestern Blot .

5. RNA $#RE itk
B LT S e R RNA SREGETI &R SREL RNA, $REUSH RNA AT AT qPCR SE36 B e Il
HE L M8 2 BIREERP I 40 u LOBEB R, WWIEREY 20s, BORAIM RS\ 10~15min, WiEE % 20s,
4°C 12000g 80> 5min, W& EEEHNT RNase BOES: W EFERTIMA 1 ol Trizol, FIRHE 5 min, 4 C
12000g B0 10 min, HY Eik.
HE 2: A2 FEERT N 1 nL Trizol, HiRFE 5 min, 4°C12000 g #4010 min, B L.
(2) A 0.2 oL &7, WIFRABURZIRE) 15 s, =RBE 2~3 nin.
(3) 4°C12000g B.L» 15min, WRHUKARZ B IJC RNase B0 & (LA 0. 5-0. 55 mL) .
(4) AN 0.5 mL FIARE, EUEHORS, =R TUUE 10 nin 8-20C JTEE K.
(5) 4 “C12000g B0 10 min, A RNA JLUE, 3 Hi%.
(6) hOA ImL 75%Z.E% (DEPC 7KK RNase—free /KACHI) .
(7) 4°C 12000g &> 10min, 7 _EiFE; 5000g PRIEE L 1 s, NOIRRHAAE,
(8) 1% RNAWSTJ5, MM 20 wL DEPC /KB RNase—free 7KBRVAME, — 80CARAEELELIEIAT L.
* JERE: 0 EPETR 1 CRBEBEIEC RNA) , FIREHIRHRSS RNA: NS RNA &A%, @UVCEREH R 2 Ok LH
FESRHURNAD , SREUSCREE &, H AT R BN R bk .
ii. RIP J&H RNA — BB, BRAERTVE 2030 RNA TR AE -
iii. YIZ5ik RNA i o0, NP AR,  BLOUHH ¥ A260/280 (KT 1. 6,

A= R AXBR A .
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Vel R R
i1 Al fgJE A fil kT &
FEA R A FEEFEA &
. BT A FIA (NEEERD , HEEEENE
IR AT RS S BCER RIS S 2
RNA FREF A & i RNA R %
SDS-PAGE il 1R FEINERGEIT RIATREL, BREATAL R Se SRk
LAk A | IR ER RS SRR b BRI R A
CHEL]

S8 HAR: RIEHEES (Flag-A) SHAUEERE (B)

=] +
GRS

(1) SEIR4H: Rik Flag-iFHEAMEAKA Anti-Flag RAERHEAT RIP 5258,
(2) XM Rik Flag TEARMFEAKA Anti-Flag BEERHEIT RIP SEIG.

IB:

Relative enrichment

Input IP: anti-Flag
Flag + . + =
Flag-Bait - + - .
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= m GAPDH
o | BB H-3141
80 mBIE 51972
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20 -
0 - e — -
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Anti-Flag RIP-gPCR %R %41t E

A= R AXBR A .




