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H"e 2K oS &
F1511-12T RNA Pull-Down k7l & (F#) 121 -20°C
F1511-24T RNA Pull-Down k7 & (FE#) 24T -20°C
F1511-40T RNA Pull-Down W& (YD) 40T -20°C
7= A

RNA Pull-Down 7 &FIH —BRAE 16nt [ RNA #5325 “F2” #ric RNA, 2 J5RARE R IEMCAARRIER, ScfE
FEARH R HFR F2-RNA R 45 & B A 454 RNA. F2 AR5 RNA 741, S HER RNA EE, JUPEARRmIEEH
AThEE, BLUHFARC SRR RNA,

% Ft5 i

ETRe] 2 12T Jit% 24T FiA% 40T HUE it A7 S A
@® Ttk 500 L L 1 nL 1.7 mlL 4C, 14E
@ FL R LB 7mL 14mL 22 L 4°C, 14
® NT2 223 32mL 64 mL 105mL 4°C, 14F
@ RNA 45 ¥ i 650 1 L 1. 3nL 2. 2mL 4°C, 14
® TR 32mL, 64 mL 105mL 4°C, 14
©® eIt 2% i 650 1L 1. 3uL 2. 2ml, -200C, 14
@ 5 [ AT 75 230 1L 460 1 L 760 1L -20°C, 14
RNase #1371 651 130 1L 2201 L -20C, 14
© F2 fidfk 250 1 L 500 1L 840 b L -20°C, 14
10mL & 004 14 I I —

*ER: ZRASEE EBEMK 12, 24 8040 NMRBFRF, A RBAEH 40 w L #i%k. B TRK pull-down SLIEE
D TERE AR — AN A, R — R s e &b B 2 A ORI R

AT TR

1. E&MEL: PBS. RNase-free /K. % RNA #REFATFRIAMEL [T7 /MG & . DNA SR EGAT &1 - 4
a5 RNA $REURF ST a2 RNA AT R R [Trizol. &4 RAEE. T5%LEE] .

2. BT TANES: WEAIHE RSN, MR EOHL S B A

st P B

I HEHEW

L BTSRRI ZLRBEEER, AR K 18 B TS, XS e e o iR TR, BRIRES AiE .
2. NTRIERERIA S A0, EEMARTEE R E IR BRI R IR S Wik

3. BEUERAE RNase MIBLE. HLESTIOME.

4. FRFE SR FNREE IN B OB T AR E R R, WTREFRZENA A RSB BT & .

5. NTEHIZEFER, 1§95 LRRIFB—RETFERE.

11 SERFRETIE

RNA HREFHI%&

(1) M4 H ¥R RNA 508 T7 JE 30T (TAATACGACTCACTATAGGG) 1 F2 K525 551 (GGCGCTGACAAAGCGCC) 514, LA
HARFFI DNA BURCAMENR, PCR 43 I3k43 T7-1E X RNA-F2 (SEE84H) M1 T7-/ 3 RNA-F2 CWfHRZH) FEstiiibe, 1%
FE DA 5% 5 [ WS 77 4 i B 3 TR WA H A DA

A7 AR BR A
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514 R 5195

IEXEE-IESIY Gis T7T JH3F) 57 — TAATACGACTCACTATAGGGHH #& RNA k¥4 -3’

IEXEE-REIY (8 F2 #5%) 57 — GGCGCTTTGTCAGOGCC+H AR RNA EHBFHIHI I M) HAE %] -3

R EE-IESIY) (i F2 45%8) 5’ - GGCGCTTTGTCAGCGCC+H ¥% RNA SkIFJF% -3°

R BIM I TT JB3T) 57 — TAATACGACTCACTATAGGG+HE #% RNA JB3#F 411 I v HAEF 51 -3

(2) LA L3R DNA J9#8EHR, 4518 B & 1K RNA A4 sl ) @ U WA HBC B RNAR &R, DU 7Rl G20k R AN IR A] e R e
BRI A IR 20, 1555 AR R & i B )

www.warbio.cn

Hoy M
DNA #554R 0.5ug
10*Reaction Buffer 2pL
ATP/ GTP/ UTP/ CTP %2ul
T7 RNA Polymerase Enzyme Mix 2ul
RNase—-free H20 Up to 20 nL

37CHEE 2h, FHHIA 1ul DNase I, 37°CHFEE 15 min Kf DNA BEARIE AL, 35I1E SURIR X RNA;
(3) B2 uL RNA AT AE, BL 1~2 wL RNA JEAT 20350 I wE e B PR RNA SRS ATK R FF& 2SR RNA & T- 80°C
TRA7 B B4 F J5 8500
* VER:
i. BT RNA &5 &R, BIFERNA pull-down SEH M RIBRT—RHATHI LR LI .
ii. HHEARFIIEE (<300bp) Bt (>4kb) B, REFHI S MEREE N, K FEFIRT LS BOHAT 056 .

III #fEAE

1. FEARE

(1) SEIGAHFG IR —FEEL 0.4~0.6 g fEYIHL, Fl RNase—free /KIG¥ET %, B TWHEkTF, AR IWE, B &
BMRETAT. HIJE RNase BOEHF;

() BRAETKLE, S4UnA InL FA QAN 10 0L OF ABEIHIF (% %R 51l @RNA
HF (B 0. 5%ERID , WRITIRE;

(3) UK I 7 Tl e 2 R AP

(4) 4°C 12000 g #5015 min, WEE EIEZEHIIL RNase B0EH; B30 wL fEA input, FlR BiEFH ARG AT
pull-down SE4%, 1 NREGHMX A, & TIUK E&MAS- 80C fRfF.

* ER: 1 UFEATREE SRR CEBURVERL) |, 0T LUK IR 2% i e i 7 2k P Ak S . RS AR AR R AR
AR i e, AR AT BRI A & 1 %A

i1, WORFEAR R H R B RNA SRR, B SR A G559, T LA INWIAAREAC B, [ I 46 L go1l 386 284 A % i
ANEEHNA R, (HEIE A R R R R AR B OB AR 2/3, ARARUE KAT DUSE B KRS 500

2. WK

(1) KOk B FEENRES), BURIGAA RAL—JLAT T 80 u L BAEKEIHT I TE RNase B9 s

(2) MU 1 mL GNT2 ZEhit, HUENRS) 30 Wk, JBHE/ %8 E#E 1 min 38 i,

(3) B FBHE—I

(4) A 400 wL ONT2 ZEml, b N5 E SRk,

(5) A 40 nL @F2 fifk, RN EERTHE 30 min;

(6) JHHESIZE LEE 1 min J3F ik

(1) AN 1 mL GNT2 ZEpifi, EUEVRA] 30 K, BN L#E 1 nin 7 L,

(8) EHE B HIE—I

A= R AXBR A .
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(9) A 600 wL GNT2 ZZobifl, L FEUFIHEEMITR, SHERTH R0, BHEZ 300 vL, FHEIHIL RNase
BLODE T, SR A R
3. FEYREE
N T W5 b S AR v A PR RNA BREAR, 7R B AR VR P S I A T B R R RNase #IFR] . HUHH®©10 mL B

O, ISR AN BRI TR 5 ul OEPRW. 25 vl @E ARSI (% 0. 5%F) M 2.5 uL ® RNase
HIHIF (B 0. 05%A™ID , IRES), UK ERAE, ECULH . WA S ARA, HRRLhR A ERE.
4. RNA pull-down
(1) B3 wg RNA4REF, 95°CAME 3 min, UKW 1 min, HEFEL0M TEBERMA, M TIN50 nL @RNA 45H 5%
WA 1 wl @RNase #l5), =iRBCE 30 min;
(2) A4 SZIGLHFINT IR ZH RNA FREF 47 BT LA HERR GBI 2 Hi145) H, RS REEME 30 min;
(3) 714 R E | min 35 L7
(4) FHEMAB00 vl FEHW CGPER3AER) , WENRS 30 Kk, B/ E#E 1 nin 57 B
(5) HE FBEAE—IK;
(6) IINFIRZARMREAZYER CEIE 1 #1%) , B E4 CHE 2~4 h;
(1) HHE7I58 L E | min 735 17
(8) FAHMANB00 wL FEPHW CGPER 3R , RS 30 K, B/ E#E 1 nin 57 B
(9) HE FBEPIRER K, ER=K, Rk,
5. mH¥EH LMD
RTINS pull down PEHIREAT E RN, TTLATE LUR 7 Rk B A G B I 5
(1) AEARPESRME: Mgk 50 vl ©BEBEMR, WHEED 20 s, RS EERBEM 10~15 nin; WEEY
20s, 1000g B0 20s; JHMESIZE 5 E 1 min, UWE RIEEHEOE T, — 8OCIRAF. LM =M RREA K44
v, & TR ARG, BN iE . SDS-PAGE BY Western-blot %5,
(2) SDS-PAGE EAEZE il CEMESeiiv) « mBEkHMA 50 nL 1XSDS-PAGE EAEZEMR, 95 “CHI#4 5 min;
WiAIZE EFFE 1 min, WEEEENNELE S . BB Y& T SDS-PAGE B¢ Western Blot &illl; iR 75E kAT
B A, MBI 4% J5 164
* YRR 1 AR SR A 1 B B 2 T A B
1. WO AR PR E, AT DU GRS 5 IO ME Bk, AR AR MR Bl AR BN, JUSR A SDS-PAGE A2 Mt
i 4k S B A
iii. RNA pull-down #H3RAIE AEIAH D, KUk SDS-PAGE B A REAR YL, Pl BSHEINT:
CHTETHRE, S0 ERERARTRER, SR rE I BOE S E s R R )

(1) [E5E: 30 min (Z8E: ZFR: K=4: 1: 5 R ;

(2) #ifk: 30 min (ZFRHN 10.2 g, BRACHRIREN 0.471 g, LW 45 mL, HN/KZE 150 mL) ;

(3) ZK¥E: 4Kk, FIK10 min;

(4) #R%e: 30 min (FSER4R 0.375 g, MHZKZE 150 ml)

(5) JK¥k: 2k, FHK 40 s;

(6) Tfh: DWELUIEE RN 3.75 g, 60 wL HEE, JI/KZE 150 mb) ;

(7) #1k: 5 min (Naz EDTA 2.19 g, JIZKZE 150 mL) o
6. RNA $EER4ifL GEMD

AR FFEXT pull down F=HJREAT RNA KL, 175 0 S A RNA S 701 o ma DA 2D BRAR HX RNA.
(1) FMEEERFMAN L oL Trizol, =FiR#FFE 5 min, 4°C 12000 g .0 10 min, B EIE;
(2) A 0.2 mL &7, WIERSEURZIRS) 156 s, HKE 2~3 min;
(3) 4°C 12000g £§0» 15 min, "RHUKAHZEFTE RNase BLE T (ZATIREL 0.5-0.55 mL)
(4) A 0.5 mL SEPRE, EUBEEIRS, =R FUUE 10 min B0 20 CUUELR;
(5) 4°C 12000g B.L» 10 min, BJEAT M RNA i€, FF L

A= R AXBR A .
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(6) I 1 mL 75%Z.E% (DEPC /K=¥ RNase-free /KECH]) ;

(7) 4°C 12000g 80> 10 min, F EiF; 5000g PRIEE O 1s, ORISR,

(8) 4 RNAWETJ5, AN 20 uL DEPC /KEE RNase—free /KEUIA AR, —80°C AR BT i
* JERE: 1. Pull down 51 RNA — BB, #RAERIERZDIE RNA YIUEUE:

ii. PI70ik RNA o T4, MK AR AR, BIH A260/280 HEKT 1. 6.

I AR R
i AR T R
FEAR B A SRR
- SEKIFE I R EIERD o H Y
RwRar, | AN It T 2 SR S
RNA & 2 A% P27 RNA 54 &
SDS-PAGE #: I 1R T DERGEIT AFT R, BROREAR TR EE: SR SRR
pl R amgn | PRTEREASEERRL  wy, 2RdEsRasaRa

GIEEL]

S HAR: A HAR RNA SRR A (Prey) R BAAEMHIAEM.

(1) Input: FEAZLMRIR;

(2) F2-antisense: F2-RNA & SEEIREFAY pull-down 724 GFIELLD
(3) F2-sense: F2-RNA IE SUBEHREFHY pull-down 724 (S2E&4L) .

RNA pull down

Input F2-antisense F2-sense

WB: anti-Prey s s— i —

FMEAR F2-RNA pull-down WB #&:E

RNA pull down

M F2-antisense F2-sense
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F2-RNA pull-down & [4E4:&

A7 AR BR A



