GE3ii

RNA Binding Protein
Immunoprecipitation
(RIP)Kit

Catalog# JKR23003-V2.0-24T

Instruction Manual (For Two Groups)

Sufficientreagents for 24 RIP assays per kit.
Store at-20&4°C
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1. RIERIE
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2. BARRREEE

2.1 LRIEE
0.8mL ‘. —_— 0.6mL 0.3mL 0.1mL
[OF: ]2 3 @gﬂﬁ@%ﬁ@ GIPFTE @F% Oy

2.2 WERIGERZEE

OBEE @

oEmE

DA 3/489488, 800uL Complete RIP Lysis Buffer 1/AR9ARR
300uL 300uL 200uL

omasann 'EG{S“E ik 35ug

186 P

O35 30pL FEBR 30pL B
~
i 0
186 IP
300pL B9 Y+ RS BYBEER

[6]73535] 300uL Complete RIP Buffer |
BEEMEs

600uLIEFR 600uL{AFR
1gG P

RNAEH}UM{

S e R RN

Ig6®» P Input 1g6®  P@  Input
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3. iR AS
4% A& (247)

Protease Inhibitor (100X) 100pL -20°C
RNase Inhibitor 170uL -20°C
Normal Rabbit 1gG (Img/mL) 65uL -20°C
Normal Mouse IgG (Img/mL) 65uL -20°C
DTT 3.2mL -20°C
Glycogen 125uL -20°C
RIP Lysis Buffer 24mL 4°C
ProteinA/G Magnetic Beads 740pL 4°C

RIP Wash Buffer 200mL 4°C
0.5MEDTA 1.6mL 4°C
Salt Solution | 1.3mL 4°C
Salt Solution 1l 400pL 4°C
DEPCH,0 1.6mL 4°C
Elution Buffer 3.2mL 4°CiBENE

RRTL: EB&Trizol . 75%Z B2 &1h. TKZEE. 1 X PBS. M RiIAF E R LA LHE;
FRRR2: 24TRH24RBA (14AIPR14AIgG) RETIERLR, EENRESEPEE TIgGHMIPE
148, FHFE2TIA .

4. 1217

4.1 HEERUR

4.1.1 ¥4

D ##&0.8mL Complete RIP Lysis Buffer (744uL RIP Lysis Buffer+40uL DTT+8uL
Protease Inhibitor(100X)+8uL RNase Inhibitor);

@ URE2x10" MBS, IO\ 2 mL PBS &40, B.OEF LAWEMRTTE,
RB1/4A094EEE BB T ELinputdABFIRNAIR B 41k, (55 B T EREEBIEPETERL,
-80°CRT%) ;
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@ BFRIKAMMTEFIMAN0.8mL Complete RIP Lysis Buffer& &, H BB RICWITRE
A, EMAR T D RER, KA30min, E5miniREE—X,10s/7%,4°C 12000rpmE
10min, BY L7, iB ALysis, FIZFR300uL(IP).300uL(1gG).200uL(Input) 3 =
13, Inputi¥ da-80°CIR1FE Mo (F : BEEAR N RE ZEH, I UERBTRE
PR AR KA RBA 2-5min, 20%BITHER, #BF3s, (a18R3s)

4.1.2 sh¥4ER

@ ##0.8mL Complete RIP Lysis Buffer (744uL RIP Lysis Buffer+40uL DTT+8uL
Protease Inhibitor(100X)+8uL RNase Inhibitor);

@ BREE B BB AR ALR (490.3g) , BT KE BT BHASH, N RA PR
EEMFR, WEL1/A09H RIS B T ELRinputB BIRNATZ B K 41k (e L%
FRESOEPETFI, -80°CIRTF);

@ B HRIRERFIAS00uL Complete RIP Lysis Buffer, fEk - 4k 4L 5 BES-
10minEH BRI SRR, BEEMMEPESR, BRFTHHIMARRAIZ000L
Complete RIP Lysis Bufferlt&e 7 B HIHE i, RIIE B EZEPE;

@ EBFHERIRMNEPETE K LD HAR30-45min, F5miniBhE—R,10s/ %, 2HR5E
B[S PR AR B A B B (S ACA B AR 5-10min, 20%TI0 3K, #873s, (8] 813s,

(3 4°C,12000rpmE 2 10min, Y& £i&, BE EEFRIARIP Lysis Bufferkh 78453
Z0.8mL, 5247, FIZEB300uL(IP). 300uL(1gG) 200uL(Input) 53 B =14, Inputi¥ &
-80°CIREFE Ao

4.2 EREEHIE
O PB4 1FA8Lysis, IPEMA3-5ug BRHUE, IgGEIMA3-5ugETIFERE
BIIgG, MEIBERAE L4°CIHBEER (4916h)

4.3 HEEWH
@ E&2EZ1.5mL EPE, 2 RIIRICIgGEMIPE, #&ProteinA/G Magnetic BeadsRE&E
ETEEEHSKNRERS  RIEDFIEH30uLEIgGEFMIPE;
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@ BFHAZREFEELImin, RERIPER;

® NA300uL RIP Wash Buffer BB &ieERES, BFHAR EFHELIMIn, FLE,
BT BIRIEINR;

4 ATHBKREREYES

@ #&0.6mL Complete RIP Buffer [ (570uL RIP Wash Buffer+24uL 0.5M EDTA+6uL
RNase Inhibitor) ;

@ 1%2255@’%]%5’955%%%%%1])\EUX?F‘%?@F—EE’JEH%%'?, FHEMA300uL
Complete RIP Buffer IG7E#ERER LERHE

3 #E&E2mL Complete RIP Buffer 11 (1.9mL RIP Wash Buffer+100uL DTT)

@ FERE TR SREI#E IR EFELImin, FLE,

® B2EZMA300uL Complete RIP Buffer Il , 5 SR & 88 Li%2-5min, TE# /]
REFBELIMin, FLE, ZFBIRIEIR;

® F2EEMA300uL RIP Wash Buffer, BB RIBRIZRA/G, BL00ULEEREFH
&, MEAOE, FRBREICHOE, BAEBETHAR LHEELImin, 7 LE, OBM
100pL Elution Buffer, Z#10minfE#i /152 L& 1min, B LB ZIFE, fIA10pL
6X Loading bufferiB4) #&WBIM, @8 A FAMRNA, DEIGEI TR

I TR T

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

O SEBAITMEMinputiERT 1gG-Q&. IP-QEZMA500uLBY Trizol, SREEES, =il
E#ES5min, BN 100uULAYEA, SREEEA], 4°C 14000rpmE L 10min, BY_EE7K4E
(£9300pL) EIFE, TR,

@ PIAS5WL Glycogen, 50pL Salt Solution |, 15uL Salt Solution 11 #1850uLFEKZ B2,
JRAE-80°CERE2-4h(TFAI R BN R), (EARTRE4 CAK;

(3 4°C 14,000rpm&E L2 10min, 3 £7&;

@ PINIMLIUAEIT5%ZES, SREER A /E4°C 14000rpm B r10min, N FiE i,

® FEZRIRT, N10-20uL DEPC H,0, #RIEWRIT, ERNATEL AR, -80°CIRIZ&E 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: LAKEEEERIRNA, AIERAIAER; 2.1g6E S35, A8k
BRRBRL TR S BRNAR N2,

Q3:ZMRHLRE

HIERRY SR BE 5 M- REEER, FEMLIT5 Y.

Q4: I FHARNARE SR

LEARANED D, EEEMERGRNE; 2RBT T, BRFERRMETSD, 3
ERRRRBRHITRER,
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