S B lEE T AR, E]
é\:’ E%m Xiamen Blotflow Biotech Co.,Ltd
hRk#<:v1.0.0

I Catalog:IRR034

mCherryiaZE#EERERIPIHATIE (Eh1)

mCherry-tag Magnetic Beads RNA Immunoprecipitation (RIP) Kit for Mammal
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01 Anti-mCherryBEk 0.5mL 1mL 4°C
02 JURLE R 7mL 14 mL 4°C
03 EHR 25 mL 50 mL 4°C
04 e R 0.55 mL 1.1mL -20°C
05 EHESIEIF 0.19mL 0.38 mL -20°C
06 RNase #l51 50uL 100uL -20°C
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Cell Lysate Immunoprecipitation RNA Extraction
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EFE 51?&*5/ Procedure

1. 4HRR / LAEHE AT L IR

ML 100~200 mg LR A% PBS (RNase-free) &EHhT %, HIRERIBRERD, RAFZIHE,
REFEA: 1X 1077 ~2X 1007 NMAREAIS PBS JE% 2~3 &, HIIREBRIEFEMRS, 4°C500g Bt 5min
WIETTURE o

@AM 300~500 pL FULHIRRE HR. 3~5 uL EEESHIHEIF (3% 1:100 70) 0 1.5~2.5 puL RNA E&HD
HIF (¥ 1:200 7Fm0) , WITRS,

CHfE: BF KL 30min (BRFIRES); ITERDHME, WAILUK EBEEARERRES, AR
RIF Kk FBERESAREADS, WeIUBF K ERME 30 min (BRFEES).

@4°C 12000 g B&0r 15 min, W&k DEEFHNEOES, B 30 uL 157 input, FIKRAT RNA pull-down £548,
- 80°C1R 1o

AR

1. IHEARTRETERMEE CARRER) , JLUEMMNMBRE P RANZBEZHRERNF, BEXHRERER
RAMBARIRENR, MERRRITSENEMT.

2. MR#HARETEADR RNA FERMK, NESWRINESRES, AJLULINTGBERE, RSEGIEMe
R R MESINEIFINAE, BRFEARSEATBEBLOERIRMN 2/3, AT AATUBIEAMIEELE.
2. BERES

B 10 mL BOE, MASRIAMSRASHAREN 3.8 mL iEEK. 19uL EBESNHIF (% 0.5% #M) 0
2uL RNase # #lI5 (32 0.05% #10) , B &394, 7k L &R1F, MBI A, RE ALK, FREBIMEAEEE,

3. RNA ®&EHE (RIP)

OF Anti-mCherry HEE = TEVEIRS, S4B 40Ul HAEREIFTHYE RNase BOEH,

Q@BAMN 200 uL BZHER (PR 2 EF), BEIES 30 %, 500 g EL0 5 min, FLE&

@FEE LFIRIE—R,

@RBEHEAPMATBENER - MIEREY), BURBONLEERIEE 1h 5 4°CHFE 2 h,

®4°C500 g B0y 5min, FLEAE

©FAMN 500uL ;E5R&, EEIEA 30 %, 4°C500g B0 5 min, F L&,

OEE EHRIE—R,

@FRIIN 500uL SE5&K, BENEA 30 x; BX 100uL BAFBLOERRATFELRN, FF 400uL FREH
& 2) AT RNAREY, WEH54°C500g B 5min, F LB, REHTR

E2mHE3:



4. FEEBN

OBE 1 BIMBSHAIN 20uL 1 X SDS-PAGE L4847, 95 °CHNFR 3 min.

212000g B0 30s, Wk EEEMMBEOER, BFIFEEZERMN Western Blot 12,

5. RNA {2ER4Gift

BB TS BHWLME RNA IREUAFEHIZE RNA, 12EUEHY RNA AT TF qPCR LR =@ &N
FE1L: ME 2 BHERPIN 40uL FERRE AR, REEES 20s, BURBSN EZERHER 10 ~ 15 min, REEE
7 20s, MRS LEEMBIE RNase BOER; M LEERFIMAN 1 mL Trizol, =EFE 5min, 4°C
12000g &:r 10 min, BY L&,

BE2: BE 2 WEIEPIMAN 1 mL Trizol, =885 5min, BEAAZEE LS. A 0.2 mL 814, RIGES
HIEZIREN 155, ZRKE 2 ~ 3 min, 4°C12000g & 15min, WREUVKEZEFHAITE RNase BOER (497
REY 0.5-0.55mL), MON 0.5mL FFREE, BIEHURES, ERTIE 10min 3 -20°CITEE &K, 4°C
12000g &:0r 10 min, BRI RNA JTUE, 7 EiB. TN 1mL 75% ZB2 (DEPC 7k 3% RNase-free KEEHl) . 4°C
12000g .0 10min, FFE3&; 5000g HEEEL 1s, AMUIRRKIK. % RNA BEF/S, AN 20 uL DEPC K=,
RNase-free 7KZAfR, - SO°CIREHEZHITRIER

FE:

LERAR 1 GOhBEIRELRNA) , ATHERAEES RNA; W8 RNA S21], BIGERAR 2 (MEH%EE
ZIREYRNA) , 1REVEES, ErERIEMIERFEN.

2.RIP [GH9 RNA —f3R1ME, RIEBTERIIE RNA JTTERRE,

3. 170iL RNA 92 FI%, BN ARR, BNEHA A260/280 EXKTF 1.6,

3I§$Iﬁ/Notes
1. A= RRTFEWARNORZWRE, FAEETIRKIZHEET, AEETERIAM, FEERTEEE
EA;

2. ATENREMEE, BERERAB—REFERE.




