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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
FIhee, LA TFFRICS MR RNA,

% ilr a0 %

ETRc B2 12T #A% 24T JUk 40T #iA% it A7 25 A
@ Tk 500 uL 1 mL 1.7 nL 4°C, 14
@ ZURTE IR Tl 14mL 22 mL 4C, 14
® NT2 i 32mL 64 mL 105mL 4°C, 14
@ RNA S5 K 20 650 uL 1. 3mL 2. 2nL, 4°C, 14
® by R/ 32mL, 64 mL 105mL 4°C, 14
® el 22 i 650 1L 1. 3mL 2. 2nl, -20°C, 14
@ T AR 17 230 1L 460 1L 760 b L -20°C, 14
RNase 71 651 L 130uL 220 L -20°C, 14E
©) F2 Ak 250 u L 500 uL 840 1L -20°C, 14
10mL B0 14 14 14 —

R ZAREE S RS 12, 24 B 40 NG, FANRBEAH 40 u L Bk, HTAERR pull-down SEIGE

D TEYLE — NI — NP ERT IR, DRI — RS D AL 2 A RS E

BT EEL

1. E&MEL: PBS, RNase-free 7K. fil# RNA REHPRFRMAEL [T7 MRAMNEFIXAIE. DNA R EIGRT] &1 .«
H RNA $RBURF &l S2 B RNA R A48} [Trizol. &4, RAEE. T5%ZEE] .

2. FTRAES: WEDIZE. VRS (RIRE LA, S B A

st P B

I HEHEW

L BTSRRI ZLRBEREER, AR K 8 B T, XS BT RE o iR TR, BRRES AiE .
2. NPRIERERIA S A0, EEMARTEE RE R BRI R IR S k.

3. BEUERAE RNase MIBLE. HLESTIOME.

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

5. NTEHIZEFER, 1F9FLRRFB—RETFERE.

11 SEISRiHES TR
RNA R4 %

A7 AR BR A
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(1) H34B B %7 RNA JEF W T7 JB 51T (TAATACGACTCACTATAGGG) 1 F2 45725541 (GGCGCTGACAAAGCGCC) HIB1 4, LA
HARFFI DNA JFURCNRNR, PCR 4> B3R T7-1E X RNA-F2 (SZI&ZH) M1 T7-Jx 3 RNA-F2 (W RBZH) #%Msibk, 4%
HEL DNA Az RIS 74 20 e B 3[BT H #R DNA;

514 R 5195

IEXEE-IESIY Gis T7T JE3F) 57 — TAATACGACTCACTATAGGGHH #& RNA k¥4 -3’

IEXHE-R5IY Gis F2 bR%5) 5’ — GGCGCTTTGTCAGCGCC+HAx RNA EEBFFIM = A HARF 5 37

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

K- B (i TT JA3F) 57 — TAATACGACTCACTATAGGG+H ¥5 RNA ¥ FEFI KR M HAR 5] -3

(2) BhL3& DNA B, #208 B % (1 RNA A48 ol R i BB RN R, BUR RS G2 RS B AT BE A #
G R RIAFTA P 2250, 175 55 MR8 sl & vt T34 AF) -

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

37TCHEE 2h, FHHIA 1ul DNase I, 37°CHFEE 15 min Kf DNA BEARIH AL, 35I1E SURIR X RNA;
(3) HY 2L RNA AT AE, BL 1~2 wL RNA JEAT 2%35 I W B PR RNA SRS ATK R s 7S 2SR RNA & T- 80°C
TRAF B B4 F F JE 850
* VER:
i. BT RNA &5 &R, BIFERNA pull-down SEH M RIBRT—RHATHIM LR LI .
ii. HHEARFIIEE (<300bp) BitK (>4kb) B, REFHI S MERE N, K ESIRT LG BOHAT 06 .

IIT $fesk

1. PARE

(1) SESR AN HELH —JLEL 0.4~0.6 g 4L, F RNase—free /KiEdeTi%, BT, FWARSE, H #
MM ARETAI. BTG RNase BGOE

(2) HREAETIKLE, S4UA Inl BAMORREHK. 10 n L OF ABIHIFR (% 1%R) F5uL @RNA
HIF (B 0. 5%ERID , WKITIRE;

(3) Lo 7 T e 2 A AV TS

(4) 4°C 12000 g B0 15 min, Yo LiEEHHE RNase B0 H; B30 L fE input, FIA LEFHAFGAT
pull-down SEH, CASKIRAIAN AL, BT K L& M- 80°C fR7F.

* ER: i SRR SRR GARTEMD , BT DA N R ph R s G 78 2 M 4k SR . B SRR A
RMAGE RS W&, NIRRT R TSGR &ML

i1, WEREEA R B FR R A B RNA EERAK, si&E SRS & E5, WU MuIsAEA &, [R5 Lh @) 58 in 24 i 22 il
FABEIOHFI R, (E S0 B R AR s KA B OB AR R 2/3, ARFRGE K0T DL B 3 M B 0 o

2. WERER

A= R AXBR A .
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(D BOmWR - TEHEES, BCLIRHARX A —IErFHER 80 v L BEREIHMTE RNase BB 15

(2) N1 mL GONT2 ki, FEIVES] 30 IR, G %E FFE 1 min 37 13

(3) EH FBEE—K:

(4) A 400 wL GNTZ2 ZEmnfl, BT A S 2k

(5) A 40 wlL @F2 Fifk, WA EERBE 30 min

(6) BUWEAIAE EFFE 1 min JF3F RIS

(7) A 1 mL GNT2 ZEphif, BUENRS) 30 K, AR EHE 1 min 3 L,

(8) EH FBHAE—I:

(9) AN 600 wlL GNT2 ZEphil, b FEUREERER, WHET ARG, BHAXL 300 ul, HBIFNTL RNase
BLOE T, 1S A IR

3. EYRBMEE

T B b SRk FE B A RNA BEAR, TR B RIS S N A B BRI AN RNase I BUH@10 mL £
OV, MNSZEAH AN IR B SL T E M S ml ©EPER. 25 vl OEABFNHIF (3% 0. 5% F1 2.5 uL @ RNase
I % 0. 05%AMD , WEIHE, K ELRAFE, IMECIH. WA ZHEAR, xR SEhr R E .

4. RNA pull-down

(1) L3 wg RNA#REF, 95°CARME 3 min, VKIS 1 min, FEE.LE FEBERMA, AEPMA S50 ul @RNA g4
WA 1 uL @RNase 5], FEIRMCE 30 min;

(2) K TzEe 2H AN R 2 RNA BREF P IR LG ER CPER 2 #14&) h, RS E=RFE 30 min;
(3) JHUHEAIZE EFE 1 min HF 3 EIE;

(4) AN 500 wL EPR CPER3 &) , BUFENES 30 K, TR EFE 1 nin IF5 L5,
(5) BE EBRIEIK

(6) MONAHRZA N FIFEARZ AR CPBE 1 Hl&) . BAMN L4 CHE 2~4 h;

(7) JBOEEFIZE B E 1 min JF 3 B

(8) HAIA 500 wL EPR CPER 3 #E%) , BUFENES 30 K, MR EFE 1 nin IF5 L35,
(9) BE EBEBREREMR, LER=IK, RE k.

5. EH¥EH LMD
AR RS pull down PEHIEATEE ORI, W LAYE LR 7 B HOE B A & I e B 52
(1) FEBHEREB L. BBk N 50 1L ©BEBEIIR, IRHEREY 20 s, WA EZIRBEN 10~15 min; JRIEEY
20s, 1000g #.0» 20s; JEHE/ 7% B E 1 min, WEE LIEEHAEOE T, — 80OCHRAT. =M R A 4y
Ve, &R TS ARG, BN iE . SDS-PAGE BY Western-blot %,
(2) SDS-PAGE EAEZE el CEMESeii) « mBERHMA 50 nL 1XSDS-PAGE AL, 95 “CHI#4 5 min;
BEA5 LEE 1 min, YUE RIEEHMEOE R 2B F=YE T SDS-PAGE 5 Western Blot Rills i 7 Zik 4y
g ioall A1 iE JEpE ol
* VER: 1 ARG AR AL B 22 b AT DA T o
i1 QUORE R AR MR, T AR CR B B AR (AR, AR AR M e AR BRI, TSR SDS-PAGE b REZR ik
kAR S e A
iii. RNA pull-down 3K 2 (A H 80, KUk SDS-PAGE Z I RS IR e th, Yt b BB E I
CHTETRRE, SDHE MVE R RER, S br i/ R S & R AR R A))D

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

(2) #ifk: 30 min (ZFRHN 10.2 g, BRARBRIREN 0.471 g, ZWE 45 mL, JN/KZ 150 mL)

(3) 7K¥: 4k, K 10 min;

A= R AXBR A .



VYarbio
AIEEY

www.warbio.cn

(4) #R%: 30 min (AYERER 0.375 g, HIZKZE 150 mL) ;

(5) JK¥E: 2k, FFIK A0 s;

(6) Tfh: DWELUIELE RN 3.75 g, 60 wL HEE, JI/KZE 150 mb) ;
(7) #1k: 5 min (Naz EDTA 2.19 g, MIZKZ 150 mL) .

6. RNA $EER4ifL GEMD
AR FFEXT pull down F=HIREAT RNA KL, 175 0 S A i RNA S 701 5 ma DA A0 B4R HX RNA
(1) FMEEERFIMAN L oL Trizol, =FiR#FFE 5 min, 4°C 12000 g &L 10 min, B EIE;
(2) A 0.2 mL &5, WIERSEURZIRS) 156 s, HKE 2~3 min;
(3) 4°C 12000g &> 15 min, WRHUKAHZ BT RNase BOEH (L[ IREL 0.5-0.55 mL)
(4) fnA 0.5 mL FNEE, EUEEIES, ZE FUUE 10 min 8% -20CHEER;
(5) 4°C 12000g BS.0» 10 min, AT L RNA U8, 3 1%
(6) A 1 mL 75%Z.E% (DEPC /K=¥ RNase-free /KACH]) ;
(7) 4°C 12000g B.0» 10 min, F EiF; 5000g tRIEE O 1s, ORISR,
(8) 4 RNAWETJ5, AN 20 uL DEPC /KE{ RNase—free /KEUIA AR, —80°C AR BT i
* JER: 1. Pull down 51 RNA — BB, #RAERIERZDIE RNA YIUEBGE:
ii. Y75k RNA S04, BN RAEE A, BLIWH ) A260/280 (KT 1. 6.
(IEE ]
S8 HbR: K HAR RNA SFRFER (Prey) REAFAEMEAER.
(1) Input: FEARZMW,
(2) (2) F2-antisense: F2-RNA X SCEEFREFHT pull-down P24 (HHRZD
(3) (3) F2-sense: F2-RNA 1EMEEFREMH pull-down F=4 (SRIG4)

RNA pull down

Input F2-antisense F2-sense

WB: anti-Prey | m— . a—

FMEER F2-RNA pull-down WB #E

RNA pull down

M F2-antisense F2-sense
180
140
100
75

60

45

35

I

EL

15

10

F2-RNA pull-down & FI4RYLE

A= R AXBR A .



