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Flag-tag Magnetic Beads RNA Immunoprecipitation (RIP) Kit for Mammal
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01 Anti-FlaghiEk 0.5mL 1mL 4°C
02 SURRE IR 7mL 14 mL 4°C
03 B 25 mL 50 mL 4°C
04 SRR R 0.55 mL 1.1mL -20°C
05 EA=LEE R 0.19 mL 0.38 mL -20°C
06 RNase #l5 50uL 100pL -20°C
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RNA Immunoprecipitation (RIP) 254N RNA 5&H
SIENENIE,

RIP iz A3 BIRE ARMIIATUEER M RNA- ZEEHEEY), £ ERHME cDNAXE, RiE
BEEFREDIZA (PCR. qRT-PCR) EEELNMEAR (FEENF. BRATH), 2Hxd
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Cell Lysate Immunoprecipitation RNA Extraction
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EFE iﬁ*i/ Procedure

1. AR IR

MLAL: 100~200 mg AL A% PBS (RNase-free) &R T %, MIRERILEERD, RAFZTOHE;
HREEAS: 1X 1077 ~2X 1007 NERRFES PBS /Z4E 2~3 R, MIRERIBEFREMS, 4°C500g Bl 5min
WEETTURE o

@FEZADIN 300~500 pL FULBIRMRE FR. 3~5 UL EEEFINFIF (32 1:100 Zp0) 0 1.5~2.5 uL RNA EgHD
HF (¥% 1:200 D) , ITIRES

4R : BFKLERME 30 min (BIRRFINIRES); ATERDRMRE, WAILUK EBEEAREANEF, AR
Bk EBEREEAREERES, HWalUEFT K ERE 30 min (BRFEES).

@®4°C 12000 g B0 15 min, W& EEEFHHEOES, B 30 uL /E4 input, FIRAETF RNA pull-down 3258,
- 80°C1R1%o
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1. SEARFETEHNMBEN CARERER), AILUSMNBEARINEBEZUHRERE, BEZHFREL
RBMBEIGEMER, MRFRRFEENEMT,

2. NRHFAPEIRERD RNA FERR, HEEWEINEERIREE, rILUEINYIBIEARE, BENEHIEMR
R PR MESINEIFINEE, BRFEERRATBIEOERRRN 2/3, AREAAIUSRAIEELE.,
2. ERRES

BY 10 mL BOE, MINSLIRAMRASHAERN 3.8 mL iEXKKR. 19uL BAESDHIF (3% 0.5% 7))
2uL RNase #1 §l51 (3% 0.05% 7 00) , B EI95), Kk L RE, ECIL A RE LAEER, FRBLRERERE,

3.RNA & HTE (RIP)

(D% Anti-Flag Wi Bk = TEIEIRS), S4B 40ul HEEREIFTRIT RNase BOLEH,

Q@BLAMNA 200 pLFHhR (P 2 £&F), BEIRS 30X, 500 g B 5min, HFLEE,

QFEE LFBIEF—R,

@RERPIANS BRER - AREY, BURESONEEERES 1h 3 4°CIEE 2 h,

®4°C500 g B 5min, FLE&

©FLANN 500uL EHRKR, BELES 30 %, 4°C500g Bl 5 min, HFLEE,

OEE EHIRIE—R,

@BRIA 500uL SE%KR, BEEAS 30 k; BY 100uL BAFBOETBATEART, F& 400uL EFRER
& 2) BT RNAREY, MBS 4°C500g B 5min, FEE, RE#HIkK

E20H3M



4. FBEERN

OBE 1 BRI 20uL 1 X SDS-PAGE #4843, 95 °CHNH 3 min,

212000g &0y 30s, WELEBEFHNELESR, AFFEEBER Western Blot 127,

5. RNA $2EX&ifk

KRBT BHMLME RNA 1ZEULF & IZELRNA, 2BV RNA TATF qPCR LI S@ENF:
FE1L: ME 2 BEERPIN 40uL FEBRE AR, RIEE7 20s, BURBSN EZ=RFER 10 ~ 15 min, RIEE
% 20s, FBWHZRWE EEEHMBIE RNase BAOER; M EFERFIMA 1 mL Trizol, ZEREE 5min, 4°C
12000g B0y 10 min, B L&,

FE2: BE 2 WEEHBIAN 1 mL Trizol, EBE 5min, BEAZEELE. A 0.2mL 814, RIGES
FIERZIRE 155, ERME 2 ~ 3 min. 4°C12000g B 15min, REUVKAEZEFBIE RNase BLOEF (497
R EX 0.5-0.55mL)., NN 0.5mL FREE, BIEHOXRES, ERETIE 10min 3 -20°CIEE &, 4°C
12000g &2 10 min, EERA M RNA JIE, 7 EiB. AN 1mL 75% Z B (DEPC 7k3% RNase-free 7kEgfl) . 4°C
12000g &0 10min, F_E7E; 5000g HRERED 1s, JVORR&RAE, F RNA BETFfE, SO 20 uL DEPC 7k
RNase-free 7K AR, - 80°CREHERHITRIER.

AR

LEEARE 1 GEBiBIZEY RNA) , TTREIRSEES RNA; 1R RNA 2818, BIGERAE 2 (ME L&
EFIRELRNA) , 1REHEES, ErfeEmiErrzt.

2. RIP [5H9 RNA —fi3R1E, BRIERIERHE RNA TUEWRE.

3. 1701k RNA 9 FI%, [NNEIREARR, BNEHA A260/280 BT 1.6,

3i§$m/Notes
1. A= RIRTFE WA RREHATH, AERTIRKRIZEEATT, AMBTERIAR, FAEERTZEE
EN;

2. ATIEMNR2MER, BFRERAB —REFERF
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