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01 PBS (25x) 7.5mL 15mL 30mL 4°C
02 Cell lysis buffer 49.15mL 98.3mL 196mL 4°C
03 Protein A/G Beads 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 2.4mL 4°C
06 100x DTT 0.36mL 0.72mL 1.44mL -20°C
07 100x Protease inhibitor 0.36mL 0.72m 1.44mL -20°C
08 IgG 30uL 60pL 0.12mL -20°C
09 RNase T1 38uL 75uL 0.15mL -20°C
10 DNase | 0.12mL 0.24mL 0.48mL -20°C
11 Proteinase K 0.12mL 0.24mL 0.48mL -20°C
12 ddH20 (RNase DNase free) 0.34mL 0.24mL 1.34mL -20°C
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Flﬁ:ﬁﬂ/Product Description

CLIP (crosslinking-immunoprecipitation) Z#|FAZ BB RNA 7 365 nm IR TR EHN
RENEY, RARELRMRNAEEERANEEZE R R, CLIP-seq (crosslinking-immunprecipitation
and High throughput sequencing) BN &I RRBEER N EEaEBENFRA, B LB HNERBP 5
RNAMEEE &Y, RN EL (EBE K. DNasel. RNase T1) /GHIRNA, #1T cDNA XEMES
Mo

?i*ﬂgﬁﬁechnology mapping

1. [RERIZE

lincRNA fre nt:
ne regments cDNA lbrary preparation

(100-300 nt) PCR amplification
C High-throughput
—> > //\,/v\ _— ) vf\ 3 \/\ —> gsequenc%np

Immunopreclplta\on Inc RNA DN dg t
Incubate cells in UVA 365nm
4-thiouridine (“U)

2. LIS ERIZE

ProteinA/GHiFk

ARELE T RIMAZER RKEFEMRNase TUHL  HUAEES % DNaselfIZHEKEL  RNALZEX

EFE iﬁ*i/ Procedure

1. AR BN RT B

W7E 31 15cm BAFEMAY KIEFAM, BAEZEN 80% NREE,

@TEZEXE] 16h MABREIBFARR PN 4- FRRZE (4-Thiouridine) EZRE 100 uMo

ERIMATEK (MLEEAARE )

OB 1E#xMANAEA S5SmL/ IRFUSHI 1XPBS ( PBS(25X) BEBEE 1X) #k 1K, Rk

PBS;

QOBABRMEEKBFERE L, BF 365nm EKIMT (Spectrolinker XL-1500 (SpectronicsCorporation)) T
1TEREY, BREBIFIEIKA 0.15J0/cm2, ZZBEEY{E] 10 min;

EEFIRFI 5 mL 1XPBS, AGERAMEGHARET, KAREZE 50 mL EEEELEF, 4°C. 500¢g
B0 5min, EBLEE;

@4 T LA FEERE, WA UARRRBRLEH BRFE -80 °C, HFNMAMIEI UREEED 12 1M,
WEFALD 0.2 g: FEATTIFESEEE 1 mm3 K53, A 20mL1XPBS (& 0.54mL37% HFEE, FELKR
E 10/0) ) EEmz’J%&:mﬁﬁ% 20 mm,

ERINTEK ( BFARE )

OB MERERKBNFER L, &EF 365nm E5MT (Spectrolinker XL-1500 (SpectronicsCorporation)) i
7RSS, BREFRIFIEIER 0.15J/cm2, 3XEXEYE 10 min;

QB FHEFEBE 50 mL TEEELEH, 4°C. 500 g B 5min, ERRLEE;

QR4 TTEI 5 mL 1XPBS, &, 4°C. 500 g B/ 5min, AkRLEE;
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@A BT EZENE, Wr LARERRFREH BREFE -80 °C, FAENARITERIUREED 12 M H,
HRIMZEK ( BHRLR )

OUEALR (0.6~0.9g), FALMNES SmLFULH 1XPBS IEFRM, REEME ALK SEERR PBS;
QBABREBEZRATN LRSS, WHALHITRRBFASHE,

CRBALEKBEREFME, EFHKNITER L, 7254nm K5I (Spectrolinker XL-1500(Spectronics
Corporation)) T#{THREY, BREIAIFIZIR 0.15J/cm2, 3ZELEY(E] 10 min;

@RFRL A 5 mL T8 1 X PBS ¥ 2 50 mL TEEEOEF, 4° C. 500 g B0 5 min WEEARRIEH bR
FERER;

O IR FEERE, WAIURRARRREH BRFE -80°C, FENARITERIURERL 12 MA,
AR

1 FAAIEFRERNAE;

2. SRS F2FE AT RNase DNase UL EFIESK;

3.PBS (25X) fERNERREEI1X,

2. /fE3HES RNaseT1 jE{k

OTERBEBAE AN 6 mL 1XCell lysis buffer, #0X 60 uL 100X DTT 1 60 uL100 X Protease inhibitor,
FEEKEZRAE 10 min, HRENRIEEA 2~3 K;

Q¥R SIERRIE 4°C. 13000 g B0 15 min, FIUE;

@LEFMAN 6 UL RNase T1 (¥3KREE 1 U/uL), 22°C/K3A 15min &, IZBMZKGA 5min; @_LEEER 200 ul fE4
Input 42, EF -80°CHR7E, EXLY 6 mL1EN IP 4H;

3.IP S5HHKEE

@IP HIIN 5~10 ug 83 M BERIE (3 5~10ul 1gG k), EEERES% L 4°C. 15r/min, d&REE,
@IP £HH Bk BX 40uL ProteinA/G Beads 2 1.5 mLEP &1, 0N 1 mL 1XCelllysis buffer, 32037
RABEBE TR WM, AR LEE, EEEEEER 1R,

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

@B HIRIMNEIFARAY IP 4B, 4°CHesiEE 3 h;

OBEETNELEE TSI L, &Kt 20~30s, FIFF L&, TN 1 mL 1 XIP washbuffer, BifEIEA) 10 x5,
BHEERFEBE L5 mLEP BFR, BT L, | 20~30s, FIFLE;

©OF8 E—FBIFKE 2R,

AR

1. B D WERKNBERT, REFEHNIZEE SIREHTRETE, IR ERS.

2. 1gG HARE N 1 ug/ulo

4. DNase | jEfk

OF EP EE TR L, RMIHLTR 20~30s, EIFLE, MNAN 100 pLlXIP wash buffer #1 20 uL DNase I;
@37°CKA 15 min 5, ILBL7KA 5 min;

OB EPEETH AR L, WMIFEER 20~30s, BIF L&, MO 200 uL 1X IP wash buffer FEi&H4ER 3 R /G,
EHENZR LM, £ LEIF,;

@IP £BHNA 100 pL 1 X Cell lysis buffers

5. ZRE5S RNA 2B

WEX Input 48, # A\ 10 pL Proteinase K; BXIP 4, 0 NZF{AFR (100 pL) 2 X ProteinaseK buffer 5 10 pL
Proteinase K;

@55°CAAE 30 min; W52 EIRREEER 20~30's, ##% LEEFIT RNase B,
CEIEEIARINAN 0.8 mL Trizol, BAEA 15s/G, MO 160 uL &6, BAENES 15sfE, KEK
2 2 min;
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@4°C. 12000 g B 10 min;

OB EBEEMN 2 ML LI EP EF, A2 FHRHNERE, -80°CIRINTE;
©®4°C. 12000 g & 10 min;

@F L&, MA1ImL75% 28 (FCBE/KERE) , FofomE 1R,

®4°C, 12000 g & 10 min;

@/NLF LD, EEEFEF 10min, BZELIIELR;

AN 20 uL ddH20 (RNase DNase free), &fi# RNA, -80°CIR1Z& A,

R 1 KGAE LR, SR 5min BREEOERIMERKET;

2. B&RAF: Trizol. &fA. BFEE. 75% 28 (TE/KEEH))

7. BEENRF
RNA #{TEB 2N,

FERBET /Notes

L APRBFEWARNREHAR, FERTFIRELHRAT, FMEATARAAR, FEERTFLEE
E;

2. AT EMRSAEE, EFRBRABREFERE.
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