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ChainFree® GFP ¥#4 RIP RAAI& (G
ChainFree® GFP-Tag RIP Kit

P s B
LSe) 7 kAR B
FI8707-12T ChainFree® GFP-Tag RIP Kit 12 %
FI8707-24T ChainFree® GFP-Tag RIP Kit 24 Ik

Jl T E

AR ERH ChainFree® Anti-GFP 9KV BLER K 58 i GFP B EGFP kR Rt & 85 1 A S 2 S ITHE SE 6
ChainFree® Anti-GFP REER B (12 238 P ke itk . Ak IE AL RIL I GFP 9k difk, Fril IP BB AP A LH
HikRg., BEREEY.

SEIGT S 4% GFP 8 EGFP #7255 A bR R (/L A ak AL 4Ll & Rk . W EEAJS, 4 ChainFree® Anti-GFP
WEERIINBEA Y, HEER /) GFP 9K PiiA SHEAR 1) GFP B A RA M HE S EANE &k, KBRS AN
R, PeliIFBE S RNA, FFIH gPCR BiFEEENF (Seq) Jrikk% i sifit 5 HbniE 445 41 RNA.

RAl&E4 5

I'T 4 F 12T Fik% 24T ks A7 2%
@ ChainFree® Anti-GFP &k 250 uL 500 pL 4°C, 14
@ KR 7 mL 14 mL 4C, 14
® BV 25 mL 50 mL 4C, 14
® S RITEZ U 550 uL 1.1mL -20C, 14F
® B [ B i 71 190 L 380 pL -20°C, 14
® RNase 1 ill 71 50 pL 100 pL -20C, 14
@ R 55 L 110 pL 4C, 14
10 mL B0 14 14 ——

R ZRAAEEE LW 12 8 24 MR, SR 20 L #EFR. BT R IP e A/ R
BRI — AN A PERT IRAL, PRI — s B0 5 A 2 AN OB iR

BN R R

1. A& GFP #ifk (T Western-Blot fill, 3™t '5 FI01110) . PBS. RNase-free 7K. Trizol.
i RNEE. T5%LEF.

2. FTHRANER: WEAIZE RESRF= RIS FIT101) RSN, MREEOHL. R B
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| EEFEN

Lo R RSB ZR R, AR E TR, XS AR T A SRR R, PSS A
2. RRIEHERIGDINM, BEMHIETREBE . BHRRARIE S HER.

3. HH WAL RNase FILIp bl B8, k%,

4. ELORRES BRI I R T MR R, AR E A R AR R

5. AT MRS RERE, 5% LRl T ERE.

| BAEP R

1. FEARRE

1.1 FY4ai

(1) SEGLH A R A Y 1¥107~2%107 M4, F T4 PBS (RNase-free) E¥E4IM 2~3 ¥k, 43K 4°C 500 g
B0 5 min WCEEAIMITTTE , IR 23 BB 7RI 57 -

(2) HPEAEE Tk b, M4 300~500 pL HiA 1 @Q2RZEMW . 3~5 pL @ AFEIHIF (& 1% A
1.5~2.5 pL (®RNA B (4% 0.5%#4M) , WITIRA.

(3) AT HERIAGE, FUFUK LS BIERIEAET: WRITEA %M, 7T E Tk ERE 30 min, BRI 10 min
WIEIRA—IR, ik 5s.

(4) 4°C 12000 g &-t» 15 min, Wtk B2 HTHIJC RNase 04 1.

(5) HX 30 pL fE AN A input, B 30 uL /4 RNA input, F|4 T RIP 525, & UK L& H k- 80°C A7

1.2 FHYAR

(1) R4 K PBS (RNase-free) i&EPEHE414 2~3 Ik, MR LMKy, WIREEANAGHAL, EHFE
I 8 75 TR AT R AR o

(2) SEIGAHRMN R H L 0.1~0.2 g T2, HWELEH R R EE, HBEMARETAT . ¥E RNase &
D,

(3) MREARE T UK I, 41NN 300~500 uL A 1 QM EMW . 3~5 uL & ARG (3% 1%7n) Al
1.5~2.5 pL (®)RNA B (4% 0.5%# M) , WITIRA.

(4) VK -8 75 R A 2 VA R AT

(5) 4°C 12000 g &5.0» 15 min, Y8 FIEZEHHITE RNase &0 H.

(6) B 30 pL fE N8 A input, HX 30 pL /E4 RNA input, FIAHT RIP 524, B TUK 4% F5k- 80 C -1

*PER: 0L UREANRE SR TR, VARV AT DL N SR B R B A A R AR S . R S BRI

RBTIREEFE B 5, ROARRTBORAF . IR, FEAE K@ AMET 5 ug/ul, MEY 2~3 mg.
ii. WIRFE A HAREE (1l RNA R, s EMInMEs 6555, nfAINVIsaFEAR, [ S8 L1 oz

PRRANEGHDER R, (S B AR KA I B O R 213, AARBR I KR DLBE R IR B 0
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2. EGBHES
AT B IR S FE AR A R AT RNA AR, 75 2 [ 8 0 2 A 461 77U F RNase 40157 B (8)10 mL &5
OV, NS AR IR SR 1 3.8 mL ()IEE. 19 uL & I BFHMHI7) (218 0.5% D 12 uL 6
RNase #lifill 5] (#% 0.05%1) , &S], K ERAE, ICIA. WA ZHFEAR, Wb R E.

3. RNA &EZ3yiiE (RIP)

(1) ¥ @ChainFree® Anti-GFP fii2k I FEfEIR A, M4 20 uL MEERFIHC RNase B0t .

(2) M 200 pLEPR CRER 2 #E%) , WUENRS) 30 Wk, T8I 28 Lt E 1 min JR3E LI .

() EH P ERE—K.

(4) TAVREER HOINAR B2 A IR AR AR CPIR L&) BURAMX L ERFE 1 h B 4CHEE 4 h.

(5) JBUHEJI4E L E 1 min JEFE LT

(6) RFHIA 500 pL IFEWR CEER 2 %) , WUEIRS) 30 I, JEHA /IR g E 1 min JF5E LIS

(7) BEE EDEIE—IR

(8) FHXMA 500 uL ¥ CGUYR 2 #E#%) , EfEIRS) 30 Ik, HL 100 pL A & 0E T H TEAKN RN
B 1), P4 400 pL T RNAREL CBRIENE 2) , W0 BB 28 F#E 1 min JE3E B, (RERHLER.

4. FEEEBEARKN
(1) 1% 1 RN 20 L 1 X SDS-PAGE FAEZEM, 95°C Nk 3 min.
(2) WHESZE LEE 1 min, UWE LEZEFEOET, ATiHEHEEAR Western Blot #6:3

5. RNA #H4ifk

F IR LR 5 PR S RNA SRR &R IEEL RNA, $2EUE Y1 RNA 7] F T qPCR 256 al & &l 7 -

(1) R L W 2 MRHER I 40 pL @B, Wik 20 s, BURSI LR IEYEM 10~15 min: R g
L% 20s, 1000 g 02 20's, JWUHLAE LHE 1 min; W LB EHTC RNase 208, A 4 ul @Dt
AW EIN 1 mL Trizol, =iEF E 5min; 4°C 12000 g &> 10 min, B _LiE.

FHE2: A5 2 WREERF A 1 mL Trizol, =ik E 5 min; 4°C 12000 g &0 10 min, L FiE.

(2) A 0.2 mL &5, IWEIRAERZI%S) 15 s, FEKE 2~3 min.

(3) 4°C 12000 g &.t» 15 min, "HUKAHZH I RNase &L (AL 0.5-0.55 mL) .

(4) MM 0.5 mL FNEE, HUEIEIES, = NUUE 10 min 8 - 20°CHiEid & .

(5) 4°C 12000 g &t 10 min, EJEA W RNA UIE, & Lib.

(6) I 1 mL 75%Z 1 (DEPC /K8, RNase-free /K H]) -

(7) 4°C 12000 g &> 10 min, ¢ LjF; 5000 g PRIEE0 1s, ANOIRISHEE.

(8) % RNASTJ5, AN 20 uL DEPC /K8i RNase-free 7KiAfi#, - 80°CARAEEL H 34T B .

PR BT R 1 CGRIRBERICRNA) , ATRESUAES RNA; WU RNA & 84K, @A 7% 2 (IBEER
FEBSRERNA) , SREICRE m, H AT e AR Rt
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i. RIP J5 11 RNA — i, BAERHER 7148 RNA UTTEE .
ii. Y211k RNA o048, & NS @, EIH # A260/280 HE&KT 1.6

v R A R
i) /2t n] ge SR A R &
PERFEEARRK | AT EREAEAY | IREFEAHE
FEA R AN REFEAH BB 2 54K R EAT 9256
FR1E1 RNA 2 &/
RNA 2B e RNA $2HU7 7580 RNA BT &

SE6 Hbr: BIEBHEA (GFP-X) 5NN (B) 2E44.
(1) SEUedl. Fik GFP-X [MFEA R ChainFree® Anti-GFP B{EK#ET RIP 5256
(2) MHELL: Fik GFP FHKMIEE AR A ChainFree® Anti-GFP fii¥k 4T RIP 2%

Input IP: anti-GFP beads

GFP + - + -
GFPX - + - +

IB: anti-GFP - -

EVEE A1 western-blot #6:1

70 1 m GAPDH

oYHERH-5¥1
oY [H-5 452
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Relative enrichment
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RIP-gPCR 453411t
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