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H¥1E RNA Pull-Down RF& (Ei¥)

Biotin-Labeled RNA Pull-Down Kit

R
igst e FA%
F18702-12T Biotin-Labeled RNA Pull-Down Kit 12 %
FI8702-24T Biotin-Labeled RNA Pull-Down Kit 24 Ik
FI8702-40T Biotin-Labeled RNA Pull-Down Kit 40 X
FE IR

RNA pull-down 2 H b7 RNA 5H 4548 8045 & RNA Z A BEAER MR B 7EZ —. MREVAEF N
¥z RNA Pull-Down {5 £ 7 F B &R AR SR 5 A3 2 (M I 5ESE AL ), 0B H A RNA R4 &8N
454 RNA.

RS A EAACH) RNATREL, SFEARZYARBING, RNARENSFEAR 1) F 268 1 5 RNA 255 TR
BAR: BERE SRR R MR R MR AE M FARIC Y RNA SRS, RN IR 454 8 A BS54 RNA; 25T BURH
Western Blot. Jiii (LC-MS/MS) HiEfMNEGEH, 8 KA gPCR. MlJF (seq) Jikkillsh & RNA.

R &EH 7

Y5 e 12T Fik 24T Hiks AOT HA% it 7 26T
@ ok B o AN R G ER 500 pL 1mL 1.7 mL 4°C, 14
@ YR IR 7 mL 14 mL 22 mL 4°C, 14
©) NT2 2 15 mL 30 mL 50 mL 4C, 14
®@ RNA 45 ¥4 2% 1Pl 650 L 1.3mL 2.2mL 4°C, 14
® T 32mL 64 mL 105 mL 4°C, 14
® Bt 2B R 650 uL 1.3mL 2.2mL 20°C, 14
@ R A 61 1) 230 pL 460 pL 760 pL -20°C, 14
RNase 117 65 pL 130 uL 220 pL -20°C, 14
©) 10 mL 20 14 14 14 —

TR IZRAIEE SRR 12, 24 5 40 AN SR, BN VA 40 uL #iEk. BT AR pull-down SE36
BT EE DL A — AR IR, Rl — R Sa 2 /0 T BAE T 2 AN SN R
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1. H&ME: PBS. RNase-free 7K. W& ARIC K RNA SREFBUH] 4R ET T AR [T7 4R 4M% 3R 700 £
DNA Bz Rk & . AR RNAFRICIESY) (Biotin RNA labeling Mix) . RNA 4lifk k74 (RNeasy
Mini Kit) 1 « & RNA F2BUAF & 53 I RNA B 184k [Trizol. &5 JAEE. 75%Z ] .
2. FTTEANEE: WA OBIRr= RS FIT101)  JRAIMY. (RIREOFL. A DR RREAY .

15 i B

| EREM

1. B TR R ZNR VERi TR, AR B TR, X T B 2 B R R ], B AR
2. CARIFREERII S 40 A, LR F R R AR . R A Ve S IR AT R Bk

3. BHHUEHT RNase KB OLE. WLk,

4. ELAREG BRI E N FKS T A C AR, TR EERALA AR A &

5. AT RAREE, &5 2RIt — ot FERE.

Il SEEORTHER TR

RNA #4414

(1) HR%E HFr RNA 51 G T7 B3 (TAATACGACTCACTATAGGG) 1514, LLHFRF51ff DNA J7 ki
NEEH, PCR 73 3k13 T7-1E L RNA (SZERZH) F1 T7-/ L RNA (WFRRZHD FE3ARAR , 14 R DNA Bl [T
FIE LA PR B A4k H FR DNA;

EIE/EZR S ek gl
1E X EE-1E51Y (71 T7 J83hF) | 5- TAATACGACTCACTATAGGG+ H#x RNA Sk FF41)-3’

1E - 517 5'- Hbr RNA E &7 5 & 18 BAE T3 -3

R SUEE-TES ) 5- Hix RNA LE R -3

RUEE-RBIY (1 T7 BT | 5- TAATACGACTCACTATAGGG+ HAx RNA B H#F 41 ) 1) BAE 751 -3

(2) LA LA DNA SN, #2506 E %5 10 RNA RANE SRS U P E N AR &R, DU ] Gk R AL R e
PR Sk & IS [F T A P 22001, 1 55 b MR A ) & il I R AED

4oy M=

DNA AR 0.5 ug

10*Reaction Buffer 2L

10*Biotin RNA labeling Mix 2L

T7 RNA Polymerase Enzyme Mix 2L
RNase-free H20 Up to 20 uL
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37°CH¥E 2h, FIMA 1 uLDNasel, 37CH:E 15 min K DNA AL, 2] IE AR L RNA;

(3) AT BEGILSL Y RIE EAE R UTP S 4r 5 G REER,  BhAb Bl R RNA gl il ok b B 5 =4, HIlE
PRAE T AR IS AR — 5 M= AR R, T DURRHE LA 10 e S 75 AT B DR A «

(4) L2 yL RNA KR EE, HU1~2 uL RNA BEAT 29%350 e HEEE I FRik A Il RNA BT RS AFE 20K RNA B
F- 80°CARAF B E B F T 5 8550

* R

i. BT RNA Z5 /&M, BRIFEE RNA pull-down LB 4 RERRT— KRBT RSN

ii. 4 HARF AR (<300bp) St (>4kb) B, FREH SR KPR Ao BOEEAT S5 .

N BAETTEE

1. BEARZRE

1.1 Zh4nn

(1) SEGLH A R4 —JLHY 2%107~4*10e” N4, FI T HI PBS (RNase-free) JE¥E4HE 2~3 Ik, &Rk 4°C
500 g #5.0> 5 min YCEGIIYTIE, R R BREE 7R HE o7 s

(2) KEEAETIKE, A 0.6~1 mL FA QMM 6~10 uL @& ABHDHIF (3% 1% 1 3~5 uL
®RNA BEHMHIF] ($ 0.5%FMD , WITIRS,

() AT EFRSRR, TR LB B AR T R A&, ATE T UK E2Y# 30 min, HEAE 10 min
IR —IR, HR5s;

(4) 4°C 12000 g &0 15 min, Y4 B3 ZEHH0TE RNase B0E o5 B30 uL /E4 input, 4 L3 Fo ey
T RNA pull-down 525 (it SEie 4 fxt i) , B T ok b & - 80 CH1E.

1.2 FHYAR

(1) R4 K PBS (RNase-free) i&ESEHE414 2~3 Ik, MR LMKy WIREEANAHAL, EHFE
o 1 75 L AT T B

(2) SEEGHAINT AR ILEY 0.2~0.4 g T HZ, HREAEME T i, BB R EHA K. Bt RNase &
O

(3) BEEAE Tk, A 0.6~1 mL FA M QB 6~10 uL @& FAREIIHIF (3% 1% ) H1 3~5 pL
(®RNA F 7] (% 0.5%RI) , WITIRA:

(4) UK bk AR 2 T TR I AT

(5) 4°C 12000 g &> 15 min, Wb EiFZEHH6 RNase &0 1

(6) HX 30 uL fEN input, FlR LiEF2 NP0 T RNA pull-down 52538 e AsEi At 4D , BTk &M
a%- 80 CIR 1T

PR L O UREARRRE T SRR GAMRVEMR) |, 1T LU DAL i s A I Ak SR . R SRR
ARBRIFE BT 5, NIRRT BRI G %1 .
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i, WERFEAT R A B RNA R, sias SR Es G508s, DA A aa R &, R <5 Le 18 hn s 2z
PRV AT R, (H R B AR O AN 1OV AR AR Y 273, AR AT DUSE O RS 1500

2. RETRMES

(1) K @mEEk b N EEIRS), BUSLIe 4URN IR — ST 5 9 80 pL AR EIH AL RNase 5504
(2) M 1 mL GNT2 Zrhit, BifRIRA) 30 K, M4 L E 1 min 3535 L3

(3) EHE LB

(4) M 400 uL ONT2 ki, b 1 8 {3 2 B ik s

(5) MR- NPy, FEHKZ) 200 b, FFEFHHJC RNase &0 E H, id ySEgn Ao 4 .

3. BEUEWBHES

N T B Ak SRR R A AT RNA B, 75 B A e 0 b 8 0 28 3 B 57U A RNase #0457 B (9)10 mL &
O, INSEER LRI HR AL LT 1 5 mL O)EWe. 25 uL (D& AEEHIHI 7 (42 0.5%R ) 1 2.5 pL
RNase #lifil5f] (3% 0.05% 1) , BEHE, K ERAE, IRCIA . WA ZHFEAR, HiEBEbriHERE.

4. RNA pull-down

(1) HeszigeH Font i ZH RNA R4S 3 ug, 95°CARM: 3 min, oKt 1 min, %88 508 FEEWREL, mEHIinA
50 pL (MHRNA i, = ACE 30 min;

(2) K RNABREF A BIIE R REER IR 2 4 o, JBSIY =R F 30 min;

(3) Jstii /15 L E 1 min JF 3 L,

(4) AN 500 pL Gl CGPBR 3 fEw) , BUENRS 30 4k, Tl 148 LFFE 1 min IF 5 B

(5) HEE FDHEAE—IX;

(6) MIAAHRZZE N FIREA R CGPER 1Hl#5) , IR E 4 CHEE 2~4 h;

(7) T8t 758 L E 1 min JFFE L

(8) HFAHINA 500 pL ¥V CLYR 3 #E#y) , HUENES) 30 I, il /148 EgE 1 min JF3% HiG

(9) EE FPEERBRENR, TR =K, REMR.

5. FHHEWHK GEED

AR FEEEX pull down PR IEAT S RN, R RAZE AR 7 Rk B A IS e 2

(1) AR FBEERT NN 50 uL ®VEMZrR, WIEES 20 s, IR LRIV 10~15 min: R iEE
% 20s, 1000 g 0> 20's; JRREAIEE LFE L min, WE LEEHME OB, - 80CIRTF. ZIEI =PI FF
JEA A iE e, & TS RSN, B ig . SDS-PAGE i( Western-blot %5

(2) SDS-PAGE FEZEMRTEE CRMEVERE) « MIBEERF I 50 uL 1 X SDS-PAGE LFEZE MR, 95 Chn#k
5min; /148 EFE 1 min, WE LERHEOE . ZEB A YEH T SDS-PAGE 5( Western Blot £
W AR FTEGAT SR, W) 5K R
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CER: ARSI B E R R DR PG, MR AR T LASR A AR 0 R A AR 55
i QAR BEARAS SR E, TR I OR BB S ORAER, AR AR PR BCR BURES, WISRA] SDS-PAGE LAEZ2

TR Ak S e R
iii. RNA pull-down i3k ()8 (A &l H 500, Kk SDS-PAGE @ i MR G tt, Yt bIRSEINT .
CHTETRRE, F0REMERARTRER, b e R BUE 2R B R R

(1) [EsE: 30min (4EE: ZMR: K=4: 1. 5 ;

(2) #Huft: 30 min (ZLFR%H 10.2 g, BifUHiERHN 0.471 g, LB 45mL, Jn7KZ 150 mL) ;

(3) ZK¥k: 4, FX 10 min;

(4) HYe: 30 min CRYERER 0.375 g, MIZKZE 150 mL) ;

(5) /K¥k: 2k, HIK40s;

(6) Wth: BEELMIEHE (WK 3.759, 60 L FEE, /K= 150 mL) ;

(7) #1k: 5min (Na2EDTA2.19¢g, fM/K%E 150 mL) .

6. RNA #REZifk GEMHO
AR FEEXT pull down P4 HEAT RNA KI5 1 S RNA SEEURGH & Btz i LT AP IR RNA.
(1) [AREERF I 1 mL Trizol, =R E 5min, 4 ‘C 12000 g &> 10 min, H(_i&;
(2) A 0.2 mL&f;, WIRRSBUARZIRS) 15 s, =i E 2~3 min;
(3) 4 °C 12000 g &> 15 min, WHUKAHZH 76 RNase B.0& H (L0 E 0.5-0.55 mL) ;
(4) A 0.5 mL = AEE, EUEIERA, =i FUTE 10 min 8¢ -20 °C JliEid &
(5) 4 °C 12000 g 50> 10 min, &JEA] W, RNA JIE, i LiE;
(6) MM 1 mL 75%Z. 1% (DEPC 7kB{ RNase-free /KECH]) ;
(7) 4°C 12000 g &> 10 min, 7 Lif; 5000 g ok &0 1's, /DO,
(8) £ RNASTJ=, fnA 20 uL DEPC /K8t RNase-free /K ELVA R, - 80 ‘CARAFER HL 134T B .
*YER: i Pull down J5 1) RNA — B, #RAERE R 240 RNA TTIEMGE
ii. 1271k RNA LG4, 5 WA e vA i, HLIW Hi1¥) A260/280 fH 21K T 1.6.

] R AR TR
il Al 5 RUTTE

AR SRR A
ERFERE GO ELE0 . B
i K BT A A BRI R M S %

RIS E G B I 1R AN S

RNA FEEF RS HL% RNA JE6HT

SDS-PAGE Kyl it e ey
R e x ’

LA R A IR WH, LRI RAAEN
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LA H bR R H AR RNA 5R50&EE (Prey) 2 EAF/EM BAER .
(1) Input: FEARZEMR:

(2) Antisense: H#r RNA [ SCEEZREFHT pull-down 74 ChfIEZL)
(3) Sense: H#tr RNA IE SUEEFREN 1) pull-down 724 (S5

RNA pull down

Input Antisense Sense

WB: anti-Prey -

R 119 RNA pull-down WB #6:31

IR AR AT R A 6 www fitgene.com, Tel: 4006991663



