GE3ii

RNA Binding Protein
Immunoprecipitation
(RIP)Kit

Catalog# JKR23003-6T

Instruction Manual (For Two Groups)

Sufficientreagents for 12 RIP assays per kit.
Store at-20&4°C
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1. RIERIE
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2. BARRREEE

[on
2.1 RIERIEE
0.4mL 1.05mL 0.3mL 0.1mL
3’ 3
e —
[OF:]:2b=0 4 @éﬂiﬁ@%ﬁ@ GIPF R @FH G)7i

22 WG ERZE

D@ E @

QR 3/4894852, 405pL Complete RIP Lysis Buffer 1/4804888

3004l 100uL.
GRS 30uL BEEk  30pL BEER
1gG
@HIRS HifE ¥ wge 3-5ug rm 5ug
HEWE
1gG
‘—
150uL Complete RIP Lysis Buffer+
OH%-TkS 900pL RIP Buffer
EQLEMNE
1050pLiA%  1050pLfkR
1gG P
RNAI:EHY*W{
®WBSRNA
To 9 900
1gGm 1P Input 1862 P@ Input
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3. idMRAS
RIP Lysis Buffer 3.6mL 4°C
Protease Inhibitor (100X) 15ul -20°C
RNase Inhibitor 35uL -20°C
ProteinA/G Magnetic Beads 200pL 4°C
Normal Rabbit IgG (Img/mL) 30pL -20°C
Normal Mouse 1gG (Img/mL) 30pL -20°C
RIP Wash Buffer 50mL 4°C
0.5MEDTA 400pL 4°C
Salt Solution 600uL 4°C
DEPCH,0 400uL 4°C
Elution Buffer 800pL 4°CiBENE

HARTRL BB &Trizol 7T5%Z 8. S5 SHE. ERRAN 2 RRARY;
FRIIRTR2: 6THERHBA (14IP1AIgG) RETIERL, FHEMNRESEFEETIgCHMIPE14A,
FiHFE2TIEAL

4. 1217

4.1 HEERUR

4.1.1 sh¥4ERa

@ H&F405uL Complete RIP Lysis Buffer (400uL RIP Lysis Buffer+4ulL Protease
Inhibitor (100X)+1uL RNase Inhibitor);

@ URE2x10" MBI &, IO\ 2 mL PBS &40, B.OEF LAWEMRTTE,
RB1/4A094EEE BB T ELinputdABFIRNAIR B 41k, (55 5B EAZEREEBIEPETERL,
-80°CRT%) ;
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@ BFIKAMMTEFIMA400uL Complete RIP Lysis Buffer& &, H BB RICWITRE
10, BT D RAR, #GA30min, B5miniRiE—%, 10s//R, RiRTH/E BB
R AR R ACA B S min, 20%KI TN R, #B73s, B]813s.4°C 12000rpmE it
10min, BY 3, i A Lysis, HIEER150uL (IP) . 150uL (1gG) « 100uL (Input) A=
4, Inputt¥ F-80°CIRTZ & Ao

4.1.2 sh¥4ER

@ ##&405uL Complete RIP Lysis Buffer (400uL RIP Lysis Buffer+4ul Protease
Inhibitor (100X)+1uL RNase Inhibitor);

@ HREE BB AL SR B (£90.3g) , B FRKEAF L B R, IINR A IR
EEHFRR, WELL/4098 RINE B FELEInputdBIRNAR BV AL (R 1%
FAESEUEPETFI, -80°CIRTF);

@ AR RERTPIMAN250uL Complete RIP Lysis Buffer, fE7k_ b4k 42T EES-
10minE# BRI SRR, BB ERMEPE R, BRI SFAMARIRA1I50uL
Complete RIP Lysis Bufferlt&e 7 B HIHE f, R FRB EZEPE;

@ EBHRDEVEPEE K LD HME30mMIn, E5miniBHE— R, 105/, HRTMR
& P4 R B AR B B kA BB A 8-10min, 20%I0 3K, B 3s, [8]18R3s.

(3 4°C,12000rpm B 10min, WsE £, BB EEFRIARIP Lysis Bufferthze{Ail
ZF400uL, SEA, FIEIR150uL(IP). 150uL(1gG). 100uL(Input) DR =%, Inputh¥ -
80°CIRFE A

4.2 BEE

@ E&2EZ1.5mL EPE, 2 RIRICIgGEMIPE, #&ProteinA/G Magnetic BeadsRE
ETEMEL0R, FHERAIRIAR A, 2 BIEH30uL R IgGEMIPE;

@ SEMA300uL RIP Wash Buffer, B RIEWITEASR, ETHAORLHE
1min, 7 55, ZH BIRIEIR;

(3 F300uLBIRIP Wash BufferE £Hs¥k.

RMZBRNERNERRRAR 05 www.genecreate.cn



6 SR R NSFREMTIZGMRZAE WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.

4.3 HBRE R K

@ IPEIIA3-5ugBAYHUE, IgGE MA3-5ugE B AERTE £ H1gG, MEIGHZ RS
8B E=RIFF2h;

@ BRERIALR EEELImin, FLE;

(3 PIA300uL RIP Wash Buffer, A# &I WITRASR, EHAR L& ELmin, 7L
&, 2P BIRIEIR,

4ARNALEEBRE R

@ ##&1.8mL RIP Buffer (1720uL RIP Wash Buffer+70uL 0.5 M EDTA+10uL RNase
Inhibitor) ;

@ AP BEAIFMEMIgCEMIPEFRIFIMAI0UL RIP Buffer, 150pLF 184, 1FF15
Lysis, BHEE#ERE SR L, 4°CHEER;

® BRERIIEIZR EFEELImin, F L,

@ BmEZMA3I00uL RIP Wash Buffer, B RIEWITEASR, EH AR L#E
1min, F L35, P BIRIESR,

® BREZMA300uL RIP Wash Buffer, B#RIEMITRASR, BX100uLEERE]
WME,MMEAOE, IRBRAIBHQOE, KABBTH AR LEHELmin, FLE, OF
fN100pL Elution Buffer, Z#10min/gH %R L& E 1min, BLEERIFE, IO
10pL 6X Loading buffer’B5 & WBHIM, @ EBFAMRNA, DAKREINTR:

“an | wewnourer | #5 | wR | me

1gG-D 100pL WB
IgG 300uL
1gG-@ 200pL RNAZLL
IP-® 100pL WB
IP 300uL
IP-@ 200uL RNAZE1L,
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4.5 RNA4fi{L

® SB4INBNinputiE RN 1gG-QE. IP-QEZMAN500uLE Trizol, ;REEGES, iR
E2ESmin, BIMAL00uLEEUA, mATEA, 4°C 14,000rpm 0 10min, B EE7K4E
(£9300pL) BIHE, MEFARIE;

@ PIA50pL Salt Solution, 550uL FAEEEA), -80°CE# & 2-4h (TRAIBF BT R) , £
WEACHK;

(3 4°C 14,000rpm & 10min, 7 £7F;
@ PIA500uL 75%ZEZ, 4°C 14000rpmE L 10min, /VLFiE £, ZH BIRIEIR;
® FHZERRTF, I110-20uL DEPC H,0, BBRIEIFT, (ERNATE 234 #E, -80°CIRFE Ao

4.6 RIP-qPCR (3%f#)
O FRR RRPERHANHTIRE
@ REZ#EF:#FInput, IP, IgG#HE REcDNAZ BB IULIN A EIPCRR RZFL A, &M
m=827l, ERHADZISYBR Green qPCR Mix HEBHHITARIN, MNFTEMIEFITIE
BEEY B0\ 10s, NS EEPCRIN A ENUR N ¥4 2 ¥ 75 a0 F (PRI AR R
GAPDH3 ¥ 25 = 5EENF)
1 2 3 4 5 6 7 8 9
Primerl B Input Input Input IgG IgG  IgG IP IP P
Primer2 C Input Input Input IgG 1gG  IgG P P P
Input Input Input IgG 1gG 1gG P IP P

@ £R1HE Fold Enrichment =24 (-AACt) (MIgGABER)

4.7 RIP-seq (& f#)
BYGE BInputflIPREAS, SREBRNARE B IR 72 31 B Pt T3 1,
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5. E W in)RE

Q1: A HIBTRIPSEIE R TH?

RIPEWBHMIPAFinputBNE B HERE S BIFIRRIPSEI AL,
Q2:IPHIgGHACHERBER

ZHERRER:LAREEEETIRNA, B RIEEIR;2.1gCE 25, ATk
RESR GBTE S BRNAB N2,

Q3:FMRHLRE

HIERRY SR B 5 M _REEE R, FEMLIT5 Y.

Q4: I FH#ARNARE SR

LERRANEL D, ZEEMFRDIGRNE ;2 HFR T2, BRAERRMERD, X
ERRBRRBRHITRE,
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WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.
Hodk: HAEE R LE KRR AR E 2R ER el LR
EBiE: 027-87960366
#P#E: marketing@genecreate.com
MI3E: www.genecreate.cn
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