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FI518-12T | nCherry-Tag RIP ik#l& CHI4) 127 -20°C
FI518-24T | mCherry-Tag RIP iXAl& CHI) 241 -20C
a1 Pl

ARFIGRM Anti-nCherry BAERRSEM mCherry FreEfha & A K BILTIE LY . Anti-nCherry WEERIEILA
RN AR L U IF EARIAR mCherry GKFUMR, FrLL TP BRI A A ik, HEEGR.

SEIGRT S mCherry #RZE5 BARE AEMEYIFE AT B ERIE. ZEHEAIE, A Anti-mCherry BiZR, W%k L
BRI mCherry APRPUASFEAHE nCherry FREMEGERERAMELEEEARRE AWK, ERREEHIVITGE, Yl
HAEEEYS RNA, Fi#id oPCR BUEEENT (Seq) KRETEHITES HinE A4 &1 RNA.

il

G e i 12T #A% 24T Hl% fiti 17 2% 1F
@ Anti-mCherry WEk 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 4°C, 14
® B 7 190 L 380 uL -20°C, 14
® RNase $14i171) 50 L 100 L -20°C, 14F
@ AR 55ul 110uL 4°C, 1 4
10mL B0 14 14 —

*ER: ZRAA SO E LT 12, 24 540 NRBIAIEG, B RBEAT 20 w L @ik T AR TP SR E b K
BRI A B AL, BRI SR 2 /D 7 B 2 AN RS

Ny ap
1. H#%RAF: mCherry Hif&k (T Western-Blot #&l]) . PBS. RNase—free 7K. Trizol. &fhi. FHEE. 75% LM,
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. APRERZRSSSAE, BEEEAMETREHE. BRRetRIR Sk,

3. L UERAE RNase MISEIObRL: WEOE. k%,

4. SIS BAREE S E A A N AR T A E AR, W REREIA R RIR TR

5. NTEHIZEFER, 1F%FLRRIFB—RETFERE.

11 BE05:

1. FEARZYF

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

(2) WeFeAE B TUK L, B4 500 v L FiA @ZRESZ MR 5 1 LOHE FBEHIHIFR (% 1% 1) 1 2.5 1 LORNA
T (3% 0. 5%, RETIRAL.

(3) VK I P B A A T TR B AR T

A7 AR BR A
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(4) 4°C 12000g B.L» 15min, Y& EIEZEFINT RNase BOE T .

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

* TR

1 OREARANRE TS AT AR , T DA ISR % M iR sl s 68 75 A% 1 A SR 240 . B 75 2% PRI R AR 2 T
RIS, NIRAHHRIFEEN &I HARAREEFAMET 5 ne/ul, BEL2~3 ng.

ii. ARAEA R HAREE (B RNA ERERUIR, B GRS G088, 7T LA IR UAREA &L, [R] i 46 L 31 386 Jin 2R g8 22 il
FNBEHOHI I &, (EEE A R AR R AN T B O AR 2/3, ARARUE R AT DUBE e KRS 505
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2. BEVRMEE

T B b SR FE A A RNA BRAR, R R AN I B BRI A RNase SR . HUHH@10 mL BSOE,
DI SEER H A IR S I RR Y 3. 8 mL@ESEM. 19 n L ®EAMHHIT (% 0. 5% F2uL ©® RNase HIf7]
(3% 0. 05% D) , IREIS, K EARAE, DA, RG2S AR, WHiEREir A ELE.

3. RNA S 3Lt (RIP)

(1) ¥ OAnti-mCherry fi¥k b FEUENRES), RHE 20 v L BAXRBIHT T RNase 208 .

(2) BN 200 WL BRI CGPER 2 M%) , BUBNRS 30 I, M4 EHE 1 min JEFE EIE.

(3) HE FBHAE—IK,

(4) MR IAAR AR FFEAZER GBI 1 #%) , BURSMX EFENE 1h B 4CIHHE 4h.

(5) B/ EEE 1 nin IHF3F BiG.

(6) RN 500 L B CGPER 2 ) , BUBNRS 30 I, M4 EHE 1 min JEFE EIE.

(1) HEE FBHIE—IK.

(9) UM 500 u L EFER CGEIE 2 #E4) , BURNES] 30 ¥, B 100 u L B &.0E A TE AR BriEE D,
P4 400 w L FIT RNA 280 ChRydon& 2>, B8 758 B 1 min 3555 BIE, IREGWLER.

4. BEEARN
(1) Mm% 1 BIREEE I 20 o L 1XSDS-PAGE _FREZEM, 95 CHI# 3 min.
(2) WA ZRLEEE | nin, , IWELBEHNELES, HTHEEEAR Vestern Blot .

5. RNA H 4tk
B LT B e R RNA SREGETI &R SREL RNA, $REUS M RNA AT AT qPCR S36 B e Il
(D FR 1 W8 2 WRERTIN 40 n L @WBEMBR, WiEiEs 20s, BRI E=EREMR 10~15 min: WRiE
&Y 20s, 1000g B.0» 20s, AL EFHE 1min, WU EIEFINT RNase BEOE S, A 4ul @R Fn
A ImL Trizol, =iR#FHE 5 min; 4°C 12000g B> 10 min, 3.
HE 2: 8 2 MEERHIAN 1 nL Trizol, =EFE 5 min; 4 C 12000 g &0 10 min, HLEIE.
(2) A 0.2 oL &7, WIFRABHRZIRE) 15 s, =ERBE 2~3 min.
(3) 4°C12000g B-L» 15min, WREUKAHZ B IJC RNase B0 H (LA 0. 5-0. 55 mL) .
(4) AN 0.5 mL FIARE, EUEHORS, =R TUUE 10 nin 8-20C JTEE K.
(5) 4 °C12000g B> 10 min, AT WL RNA PT3E, FE 7.
(6) AN 1mL 75%Z /% (DEPC 7KBY RNase—free /KHECHI) .
(7) 4°C 12000g &> 10min, 7 _EiFE; 5000g PRGEE L 1 s, NOIRRBAAE,
(8) 1% RNAWSTJ5, MM 20 wL DEPC /KB RNase—free 7KBUVAME, — 80CARAEELBLIEIAT L.
* VERE: 0 EPEHR 1 CEBBEIEC RNA) , FIREHIRHRSS RNA: NS RNA &A%, @UVCEREH R 2 Ok L H
BARHURNA) , SREUBCR T &, (HV] ety ndeds mdk.
ii. RIP J&H RNA — BB, BRAERTVE R 2030 RNA TR AE -

A= R AXBR A .
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iii. Y70k RNA B0, 5 NPE AR oA Ad,  ELIIH 9 A260/280 (&K T 1.6

i 2 A
[EF ] RE R K fE R T
HAFHIFHEE A=K PR EREAEAS PEEFEA &
FEA AN BREFEAHEDSCRA 2 kR T8
KPR EE=YD —
RNA $REUAN T e RNA BRENTVEELE RNA $EEGAFA &
i FHE B

S8 H AR REHE A (nCherry-X) SAHIIEER (B)

H AN
Eé%mo

(1) =EI6H. F£ik mCherry-X HIFEAFRF Anti-mCherry WEERHE(T RIP 5246,
(2) XTHEZH: Fik mCherry TFHAEMIFEARF Anti-mCherry MEER#EAT RIP 5236,

Input IP: anti-mCherry beads

mCherry +

mCherry-X a

IB: anti-mCherry

Relative enrichment
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RIP-qPCR %58 451t 1K

A= R AXBR A .




