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CLIP-gPCRiHIZ

Crosslinking Immunoprecipitation (CLIP) Kit for gPCR
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IRR039 IRRO39M IRRO39L
(6T) (127) (24T1)
01 PBS (25x) 7.5mL 15mL 30mL 4°C
02 Protein A/G Beads 49.15mL 98.3mL 196.6mL 4°C
03 Cell lysis buffer 0.24mL 0.48mL 0.96mL 4°C
04 IP Wash buffer 26.5mL 53mL 106mL 4°C
05 2x Proteinase K buffer 0.6mL 1.2mL 19.2 mL 4°C
06 100x DTT 0.36mL 0.72mL 2.4mL -20°C
07 100x Protease inhibitor 0.36mL 0.72m 1.44mL -20°C
08 IgG 3uL 6uL 1.44mL -20°C
09 RNase T1 36uL T2uL 12uL -20°C
10 DNase | 0.12mL 0.24mL 0.15mL -20°C
11 Proteinase K 0.12mL 0.24mL 0.48mL -20°C
12 2xmiRNART Mix 0.12mL 0.24mL 0.48mL -20°C
13 HiScript miRNA Enzyme Mix 25uL 50pL 100uL -20°C
FImH4T




14 ddH20 (RNase DNase free) 0.34mL 0.67mL 1.34mL 4°C

15 RNase-free water 0.36mL 0.72mL 1.44mL 4°C

Flﬁﬁﬁ/Product Description

CLIP (crosslinking-immunoprecipitation) EFAZER B RNA £ 365 nm £ KBRF TR LEHN
BXBVFME, RIFREARMRNAEEERANEER AR, CLIP-gPCR (crosslinking-immunoprecipitation
and qPCR) BIEIMNRBARBIEL S qPCR EERA, BI LB HIE RBP 5 RNANEESESY), REUH
¢t (ZB# K. DNasel. RNase T1) [EHIRNA, XFRNA3 - mmhNiEsk, URIGHAREMEKISIH, #H1T
RNA & EB RN SRR,

;i*ﬂgﬁﬁechnology mapping

1. RIERIZE

lincRNA fregments

(100-300 nt)
© —> — > //\/f\/\ _ \/\ R \/A ——» PCRamplification

Lysis RNase Tt digestion
Immunoprecipitaion DNase digestion

Incubate cells in UVA 365nm
4-thiouridine (*U)

Inc RNA
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ProteinA/GRE¥k
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ARELETT RINIZEX RKEEMRNase TUHL  HUlAFE Zs DNaselfIZAEKEL  RNALZEX

EFE %*E/ Procedure

1. BRI R BX

D7E 3™ 15cm FFRIMPY KIGF4AH, BAEBEERN 80% NWREE,

@7EREXH 16h MARIEFRFIN 4- IRFRZE (4-Thiouridine) EZKRE 100 uM,

RIMEX (MHEELRAR )

OB EFFMPRIRRER 5mL/ IRFVLEI 1XPBS ( PBS(25X) HREZE 1X) # 1R, Ris

PBS;

QOBMBMEB KR L, BTF 365nm E4MT (Spectrolinker XL-1500 (SpectronicsCorporation)) i
1THRSY, BRETRIFIEIEN 0.15 J/cm2, 3ZBEEYE] 10 min;

GEEFIRFI 5 mL 1XPBS, AGERAMEGHARET, KAREZE 50 mL EEEELEF, 4°C. 500g
B0 5min, EBRLEE;

@A AT EZENE, WrURAREREFREH BRFE -80 °C, HENAMITUERI UREED 12 1A,
WEFALD 0.2 g: FEATTIFESEEE 1 mm3 K53, A 20mL1XPBS (& 0.54 mL37% HEE, FRELK
E 1%), EHRSESZE83E 20 min;

RINZEL (BFAR )
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ORBARBRERKNIER L, BF 365nm KIMT (Spectrolinker XL-1500 (SpectronicsCorporation)) T
178RSY, FRETHIFTIEIRA 0.15 J/cm2, 3ZEEBY{E] 10 min;

Q@R EFMEFETEE 50 mL TEEEOEH, 4°C. 500 g By 5 min, EBRLEE;

GEBAEIEN 5 mL 1XPBS, &, 4°C. 500 g B\ 5 min, &L,

@HEP R TEZEHRE, LI RAREREFREH BRFE -80 °C, FAEHNARIUERI LUREED 12 M A,
RINZEX (ThELR )

OUEABLR (0.6~0.9g), FALRMNES SmLFULH 1XPBS BIEFHM, REEMERALRSER PBS,;
QORAREBERRTIVCASER, WHALHTRABFAGHE,;

COBARKBEIEFNYP, EFHKNFERE L, 1£254nm £5T (Spectrolinker XL-1500(Spectronics
Corporation)) T#1THREY, RHFFBIFIEIK 0.15J/cm2, ZRBEETE] 10 min;

@RFALR A 5 mL F2 8 1 X PBS ##% % 50 mL TEEEOEH, 4° C. 500 g B0 5 min WERMITEH =0
ERER;

G AT EZENRE, WALARRIRFREHBREFE -80°C, AENARUEIIURERZD 12 1M,
AR L A EEELNTE;

2. KL F2HE AT RNase DNase FIE LERMIEK;

3.PBS (25X) fFERANFEHES 1X,

2. MRS RNaseT1 jEfk

OTER BRI T NN 6 mL 1 X Cell lysis buffer, A0 60 uL 100XDTT # 60 uL100 X Protease inhibitor,
HBEFEKEZAE 10 min, HRELRIEES 2~3 0%;

QBB RRRRIE 4°C. 13000 g B0 15 min, FIUE;

@LEHMAN 6 uL RNase T1 (ZRE 1U/uL), 22°C/K3A 15min &, IZED/KGA 5min; @ _E7EER 200 uL fEA
Input 48, EF -80°CHR7E, EXLY 6 mLEN IP 4H;

3.IP 5lEEkEE

@IP HIIN 5~10 pg 43S M BRE (8 5~10 uL 1gG #ifx) , FEERESSR L 4°C. 15r/min, d&EE,
@IP 4HEE Tk A BX 40 uL ProteinA/G Beads Z 1.5 mL EP &, f0A 1 mL 1XCelllysis buffer, #232MiT
BRABEBE TR WM, AR LEE, EEEREER 1R,

GIP AREEEIN 40 uL 1 X Cell lysis buffer E&;

@B HERIMNEIFERAY 1P 4B, 4°ChesiEE 3 h;

OB¥BETNBELEE TSI L, &Kt 20~30 s, FIFF L3E, 1IN 1 mL 1 XIP washbuffer, BifEIEA) 10 x5,
KRB R L5 mLEP BFR, BT L, | 20~30s, BIFLE;

O©F8 E—FBIFKE 2R,

AR L ERHOWERKNERT, REEEHNZR EUREERITRETE], B IEHMERBERS.

2. 1gG ARE N 1 ug/ulo

4. DNase | jEfk

¥ EP EBETFHEZE L, WMIREEk 20~30s, EIF LA, A 100 uL 1 XIP wash buffer #1 20 uL DNase [;
@37°CK3A 15 min f5, IZER7KA 5 min;

QR EPEETMW AL L, WMk 20~30s, EF L&, 10N 200 uLlX IP wash buffer JE&HEEk 3 kG,
EHANZR LM, & LEF,;

@IP £BHNA 100 pL 1 X Cell lysis buffers

5. ZREt5S RNA 12EX

WEX Input 48, #0 A\ 10 pL Proteinase K; BXIP 48, 0 NZF{AFR (100 pL) 2 X ProteinaseK buffer 5 10 uL
Proteinase K;

@55°CAKAEN 30 min; /158 EIRMIREER 20~30's, ¥ LIEEHAIT RNase B,
CEIBHERARIN 0.8 mL Trizol, BH#EA 15s /5, MA 160 uL &5, BXRXAES 15sf5, KE®
E 2 min;

E3mt4m



@4°C. 12000 g B 10 min;

O LEEHN 2 mL T EP B, A 2 ZARNRRAEE, -80°CERIE;

©®4°C. 12000 g & 10 min;

@F L&, MAN1ImL75% 28 (EEgKEH), FoFIE 1R

®4°C, 12000 g & 10 min;

Q@QIOELERE, EEBIRT 10min, BZELIMEL;

AN 20 uL ddH20 (RNase DNase free), &% RNA, -80°C1R7F&E o

FE L KAHEKHAE, SR 5min REROLERIMEHIERT;

2. B&EA: Trizol. &5, BAE. 75% 8 (FTBESKESH) .

6.3 - ImINIELRIFHER

W7E PCRE HA EC il M0 3% 3L 4K & 10pL 2XmiRNA RT Mix . 2 pL HiScript miRNA Enzyme Mix. 1 uL #& ik
RNA, 1 ddH20 (RNase DNase free) #NZE 20 uL;

Q@QRNIERF: 37°C1h. 85°C 5 min.

7. 514¥%it

RIBENERNTHER B, T NCBIHIBETASEZERZEERFYI, XA Primer3.0 Input & 100 bp i&it
1-2 £ EH51Y, THs 1Y RBIME®EAES4%, Bl PCRReverse Primer, FBF qRT-PCR 3:48,

8.qPCR

OR N & % B %l: 10 uL 2 X SYBR Mater Mix. 1 pL PCR Forward Primer (10 uM) . 1 pL PCR Reverse
Primer (10 uM). 2 pL cDNA #&#%. 70 ddH20 %= 20 pL;

Q@R [FZRF: 95°CFIZE M 5 min; 45 NMEIF: 95°CZ M4 15s . 60°CIBA 20s. 72°CHEfR 20s, KEXKNKES;
T0~95°CL M IARRRELE ;

@LERND: ACt AN ACt=Ct[IP]- (Ct[input]-4.9), 2 (-ACt) A2 AE, W -ACt AEE, BE
BEME % Input, AACt A AACE= (ACHIP]-ACtIgG]) , 28 (AACH AL 2 A, L -AACt HER1E,
BRI ZEEEE Fold Enrichment,

’;I.%fslﬁ/Notes
1. AR BETFEIAGHRIZEHRRA, AMERATIRKZHEET, AERTRRIAR, FEEHRTEEE
EW;

2. ATENR2MER, BERERAR—REFERF.
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