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ChainFree® mCherry 4% RIP RF& (Z1#)
ChainFree” mCherry-Tag RIP Kit

= mfE B
s LR FA%
FI8708-12T ChainFree® mCherry-Tag RIP Kit 12 Ik
FI8708-24T ChainFree® mCherry-Tag RIP Kit 24 Ik

PR

A7 &% H ChainFree® Anti-mCherry 99K 5t iR ik 5k 58 B mCherry b2 i & 1 S % SEUTIE 9256
ChainFree® Anti-mCherry i Fk B¢ )2 25 4% fdk . AL I B IL K mCherry 99K 4t1k, FrbL 1P SeRtw
LB HikR, BEHEEE.

SEIGHTSEK mCherry #7455 HARER AFEREA A & Rik. ZRFEAJS, I ChainFree® Anti-mCherry
Bk, WEEk -EEBEH mCherry 4k Hiik SREA T mCherry AR & R AL HE S EARRE S K, EBRREEH
YiG, PelOR o EEAS RNA, FRfd gPCR BEnEENT (Seq) R%EEIFILES HARE A4 &1 RNA.

RAl&E4 5

%' EA 12T Mk 24T Hiks fitifr 21
@  ChainFree® Anti-mCherry %k 250 uL 500 pL 4°C, 14
@ KR 7 mL 14 mL 4C, 14
® e 25 mL 50 mL 4C, 14
@ Yebt g2 550 pL 1.1mL -20°C, 14
® R [ B i1 71 190 L 380 pL -20°C, 14
® RNase #1157 50 pL 100 pL -20°C, 14
@ I 55 pL 110 uL 4C, 14
10 mL B0 14 14 ——

MR 2N SRS RN ST 12 824 AN RS, BN RONAET 20 uL BEFR . H TR IP SR b 7
B ANSEIR AR — A PIVERT IR AL, R — s 2= A 2 AN R SRR E

1. AKX mCherry fifk (T Western-Blot £2ll, #3275 FI01111) . PBS. RNase-free /K.
Trizol. @M. FAEE. 75% 4.
2. FHEACES: WIS OB E RS FIT100) « JBAM. (RIREOHL. B BB
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5 A B

| EEFEN

Lo R RSB ZDR R, AR E TR, X R (R T A SRR R, PSS A
2. ARIERERIYSAS M, BEEFAMETREGE. SRR IR SRk .

3. WEHUERT RNase FILIbtkl: WELE. L%,

4. ELORRESN BRI E I R T AR AR, AR E A R AR

5. AT EERIERE 55 LR — kTR,

| BAEDEK

1. FEARRE

1.1 4

(1) SZEGLH A R Y 1%107~2%107 M4, F T4 PBS (RNase-free) E¥E4IM 2~3 ¥k, 43K 4°C 500 g
B0 5 min R TTRE, MR R FRE R IR -

(2) HREAEE FIK L, S4UnA 300~500 uL HiA 1 QAR E MR 3~5 uL O FE ARSI (9% 1%7m)
1.5~2.5 pL (®RNA EEMHIF (4% 0.5%#A ) , WITIRE .

(3) N TR, HRIFUK LR BVEBIEARTE I AR A A, B T UK EERAR 30 min,  HAl4E 10 min
IR —IR, K5 s,

(4) 4°C 12000 g #.L» 15 min, WL LiE EH 070 RNase &0 T .

(5) HX 30 pL fE & A input, HX 30 pL {4 RNA input, FIAFHT RIP 525, B Tk b 4% M- 80 CIRTF

1.2 FMAR
(1) KHTAM PBS (RNase-free) JHUEHTEEAL 2~3 Ik, MK EBRMIKEERSY, WIRFEANAVRALZ, TEFE
I 75 AT T DR PR A
(2) IR FINT I S 0.1~0.2 g TFAL, HRELEI T R B, BB ARKETAK. HHT RNase &
D,
(3) HREAEE FIK I, H4LnA 300~500 uL WA 1 QZME M. 3~5 uL & & ARSI (% 1%7n) A
1.5~2.5 uL (®)RNA B 7 (#% 0.5% M) , WATIRA]
(4) UK LR P R A T T A T
(5) 4°C 12000 g 0> 15 min, WL ISR HTC RNase #0E T
(6) HX 30 pL fF A% A input, HL 30 L /£y RNA input, F4xH T RIP 525, & ok E& 8L - 80°C -
*EER: 0 UFEARBE S AR CIETRARIESRD AT DA DA R R S A 7 A R AR SRR S AR R DR
ARFBIRIFE BT 5, RDARATELR T RIRAR, FEAREAREER AMET 5 ug/ul, &L 2~3 mg.
ii. WIRAEAS R H AR B RNA SEEERUR, SRS S M4 A8TS, oA INyIaaRe A e, A 4% Lo i g o
PRIV AR RO R, LG R R S R AN B O AR AR Y 2/3, AR AT DA e RS 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-mCherry ¥k b N RS, F4E 20 uL BEEkFI# #C RNase B0,

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

() EH P ERE—K.

(4) FIREER TN SL N MR A AR CPIR 145, BURAM EEIRFE 1h 8 4CHH 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 uL T RNAREL CBRIENE 2) , WS BIBHE 28 8 1 min JE3E B, (REHLER.

4. FEEEBEARKN
(1) [ 1 REER NN 20 uL 1 X SDS-PAGE _FAREZE M, 95°CAn#k 3 min.
(2) WHEF 3R LEE 1 min, WELEEFHELE T, HTIEHEEAR Western Blot #6:3

5. RNA $#&Hait

F IR LR 5 PR A RNA SRR &R IEEL RNA, $2EUE 1 RNA 7] F T qPCR 256 al i &l 7 -

(1) R L W 2 MRHER I 40 pL @B, iR 20 s, BURSI L= IEYEM 10~15 min: IR g
7% 20's, 1000 g 02 20's, JHLAE L#E 1 min; HE LB EH0TC RNase 20T, A 4uLl @D
AW EIN 1 mL Trizol, =iEFE 5min; 4 °C 12000 g &> 10 min, H_LiE.

FHE2: [ 2 WREERF A 1 mL Trizol, =iR&EE 5 min; 4°C 12000 g &0 10 min, B FiE.

(2) A 0.2 mL &5, IWEIRAERZIRS) 15 s, FIKE 2~3 min.

(3) 4°C 12000 g &.t» 15 min, "HUKAHZH I RNase B0 (AL 0.5-0.55 mL) .

(4) A 0.5 mL FNEE, BUEIHIES, = NUUE 10 min 8 - 20°CIiEid & .

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

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

(7) 4°C 12000 g &> 10 min, ¢ LjF; 5000 g PRIEE 0 1s, ANOIRISHEE.

(8) # RNAWST )5, fnA 20 uL DEPC /K8 RNase-free 7KiAfi#, - 80°CARAFEL H 34T B .

PR LIEFETR 1 CGRIRBERICRNA) , ATRESUAE RNA; WU RNA & 84K, @A 7% 2 (BEER

FEBSRIRNA)  SRECRE &, HA e AR .
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i. RIP J5 11 RNA — i, BAERER 7148 RNA UTTEE .
jii. V1771 RNA 5> T4, SN R g,  HLIH ) A260/280 [H KT 1.6.

i) /25t nJ e JR A IS
REMFHEARMIK | NP EREAEAY | REEAHE

FEA R AN REFEAH BB 2 54K R EAT 9256
IRBH RNA 4 8/b

RNA BRI e RNA $2HU7 7580 RNA BT &

GRS

SIS EAR: BINEHEA (mCherry-X) S5FRIZER (B) £E44.
(1) SEBa4H. ik mCherry-X [FEAE A ChainFree® Anti-mCherry BBk 1T RIP 5256
(2) XHHE4L: Fik mCherry X # A HIkEAK H ChainFree® Anti- mCherry fii ki 4T RIP 256 .

Input IP: anti-mCherry beads
mCherry + - + -
mCherry-X - + - +

IB: anti-mCherry

PEE A 1) western-blot 161 [&]

70 1 m GAPDH

oY RK-541
mY#[H -5 92
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Relative enrichment
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RIP-gPCR 454111 K
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