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P TR

AR ER I ChainFree® Anti-Flag 29Kt VR BL Bk oK 2k 52 i Flag #5% (DYKDDDDK) fili4 2 4 #1 RNA 4
BEILYURE (RIP) 523 . ChainFree® Anti-Flag REER AR I 2 203 T M Ik . AL IF AL RILI) Flag 99k ditk,
LLIP SRR P ALE LR, EFEEE.

LI HTSEK Flag 7% 5 B AR E A EAI B A G El & Rik . ZRFEARJS, ¥ ChainFree® Anti-Flag BiER I
PR, BiEk DABELN Flag 49K Pifh S Flag frssfl s & 10 LIS RNA T IE &1k, LRREGHIMR)E, B
i35 B 5 RNA, FFIF qPCR simn@&INFE (Seq) Jridok%E slifik 5 Hbnik (A 454 1 RNA.

R & A5

Lk ER ) 127 JA% 24T Jik% fifi A7 AT
@ ChainFree® Anti-Flag &k 250 pL 500 pL 4°C, 14
@ SR 7mL 14 mL 4C, 14
® P 25 mL 50 mL 4°C, 14
@ PRI B 550 pL 1.1 mL -20C, 14F
® 4 7 2 (AT ) 7 190 pL 380 uL -20C, 14
® RNase #1171 50 pL 100 uL -20°C, 14
@ R 55 L 110 pL 4°C, 14
10 mL &0 14 14 —

NER: N SR T R TE R 12 8 24 NSRS SOSAEH] 20 L fEBR. T RRR 1P SEIR E /D R
BSR4 — AN A PER IRAL, PRI — s B0 A 2 AN OB iR

BN TR

1. A& Flag bifg (HT Western-Blot #ll, #3575 FI01104) . PBS. RNase-free /K. Trizol.
i RNEE. T5%LEE.

2. FTHRANEE: WEAIZE RESRF= RIS FIT101) RSN, MREE 0L, R SRR
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1. BT AHRBURIZVRTERR, ZEbKe B T, XU ErT gt sk R A, FRIRE G,
2. RHUREREERI S A, EEMER RS REHE. BHURRMRIR S k.

3. B ERE RNase MsLidtkl: B, k.

4. FAREE A E I OB TN R E R R, ATRERR A A RS B O .

5. NTEBMZAEMMERE, 1% LR R— R EFEERAE.

| BAEP R

1. BEARE

1.1 Zh4nn

(1) SIGLH A R Y 1¥107~2%107 M4, FTUA ) PBS (RNase-free) E¥E4IM 2~3 ¥k, 43K 4°C 500 g
B0 5 min CELNTTRE, MK R FRE R IR .

(2) HFEAE Tk I, FAIMA 300~500 pL A QAN 3~5 uL @& ABEHIFH (% 1% i
1.5~2.5 pL (®)RNA B (4% 0.5%#M) , WITIRA.

(3) N T HRTRE, BUFUK LA RIEMIEAET . WARTCE A &, PTE TUK E2RE 30 min, JHE%E 10 min
AR —IR, FFK5s.

(4) 4°C 12000 g #-0» 15 min, WL LiE = H 070 RNase &0 .

(5) HX 30 pL fE A A input, B 30 uL % RNA input, F4HF RIP 525, & UK &8k - 80°C {17

1.2 FYAR
(1) REWEEAL, Yk, T4 K PBS (RNase-free) JEHEHA 2~3 R, MR LRI RSY, THANBA
HIRR P, - 80 C VR IRAF B BT T AP R4 .
(2) IR FIXT I XL 0.1~0.2 g THFAL, HRELEN R R HHE, BB RKETAK . ¥ RNase &
D,
(3) HHFEAE TUk b, AL 300~500 pL Fiv i QD ZMF Ik 3~5 ul & AT (i 1% Al
1.5~2.5 pL (®)RNA B (4% 0.5%#M) , WITIRA.
(4) UK |78 75 R A 2R VA R R AT
(5) 4°C 12000 g &.0» 15 min, Y& FIEZEHHITE RNase &0 H.
(6) HX 30 pL fF AE M input, HX 30 uL 4 RNA input, TR T RIP 256, B FUk B4 M EL - 80°C A
PR L UREARRRE S SRR GAMRVEMD |, 1T LU AR b i s e A Ak S R . R SRR
ARERIREFE BN, NARRTEOR . RIREL, FEAEAKREBHTE AMLT 3 pg/ul, EE4 1~3 mg.
ii. WRAEAS R H AR B RNA SE R, SRS SIS G855, oA INyIaaRe A s, A% Lo g g oz
PRIV AR RO B, AL R R R AN B O AR AR Y 2/3, AR AT DA e RS 0
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2. ERBHES
AT B IR S FE AR A R AT RNA AR, 75 2 [ 8 0 2 A 461 771 FD RNase 40057 B (8)10 mL &5
OV, NS AN IR A SR Fr FE 3.8 mL ()IEE. 19 uL & I EFHMHI7) (I 0.5% D 12 uL (6
RNase #il5f] (3% 0.05% %) , RG], K ERTE, MEIH. WREZHEAR, HiEBLirfiHEE.

3. RNA A3t yiiE (RIP)

(1) #4@ChainFree® Anti-Flag fi%k - FEEIRA], 4 20 pL #iEkEH T RNase B0,

(2) B4 200 pL EHER CPIR 2 #E%) , AUENES] 30 4k, I8 LF#E 1 min JE5 i

(3) EH B HIE—IR.

(4) PRSI RLZE  REARRARR CPIR LHI4&) , RS EERFE Lh B 4CFE 4 h.

(5) 8L /1 4R EEE 1 min JEFE B

(6) FFALANA 500 pL G CUIE 2 #E&) , AUENES] 30k, ML/ L E 1 min JE5F EiS.

(7) EHE EDERIE—IR

(8) FXMMA 500 pL iEpkil CPER 2 %) , EiEINES) 30 ¥k, HL 100 pL BB O AT E il (hrikh
B 1), P4 400 uL T RNAREL CBRIENE 2) , W BB 28 8 1 min JE3E B3, (REEHLER.

4. FEEFEARKN
(1) 1% 1 EEER NN 20 L 1 X SDS-PAGE FREZE M, 95°C Nk 3 min.
(2) WHESZE LEE 1 min, UWE LEZEFEOET, ATiHEHEEAR Western Blot #6:3

5. RNA #H4ifk

FIE DUR 5 R SR RNA SRBGRF SRR H RNA, #2505 B9 RNA 7] T qPCR 5256 58 5 i & 11 e «

(1) HR L [ 2 MRS 40 gL @WEBLEN, WIEEY 20s, BURAX L ZE BB 10~15 min; i
iE¥% 20s, 1000 g B0 20's, LI EE 1 ming W HIEEHI0E RNase B0 H, A 4 ul @
AW EIN 1 mL Trizol, =iEF E 5min; 4°C 12000 g &> 10 min, B _LiE.

FHE2: [ 2 WREERF A 1 mL Trizol, =i E 5 min; 4°C 12000 g &0 10 min, B &,

(2) X 0.2 mL &7, WIRRAEMAEI%S) 15, FERME 2~3 min.

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

(4) A 0.5 mL FNEE, EUEIEIRS], i FUE 10 min 8 - 20 CYLE I’ .

(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 .

CEER: LR E 1 CRENFRIRNA) , ATREHURESSS RNA; W RNA & &21K, @UOERE 7% 2 OA#IER
FEERR RNA) |, RRIBCR T, HAT RN
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i. RIP J5 11 RNA — i, BAERHER 7148 RNA UTTEE .
jii. V1771 RNA 50T 4, SN R e g,  HLIOWH ) A260/280 H KT 1.6.

i) /2t n] ge SR A R &
PERFEEARRK | AT EREAEAY | IRSFEAR R EEGE R v

FEA R AN REFEAH BB 2 54K R EAT 9256
FR1E1 RNA 2 &/

RNA 2B e RNA $2HU7 7580 RNA BT &

SIS HAR: WA EEN (Flag-A) H5HEMERE (B) RELS.
(1) SEUedl: Fik Flag-iE1HE A IREA R ChainFree® Anti-Flag fZki# 1T RIP SZi
(2) M. Fik Flag F#H A HIREA K ChainFree® Anti-Flag B %17 RIP 5256 .

Input IP: anti-Flag

Flag + - + =
Flag-Bait - + - +

IB: anti-Flag -— -
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