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TR M) A EHF R F2-RNA Pull-Down X7 (SR EFERZAUS RHERERD , FH—BRE
16nt /) RNA k%5 “F2” Frid RNA, 25Xk, SR80 AT R B bk F2-RNA R H 45 FE {5
454 RNA. F2 i85 RNA F5), 5B RNAEH)G, TP AR EE-ATIEE, 7 LU T FRid SR8

RNA.
R &4 5
Y5 e 12T Fik 24T Hiks A0T k& A7 26 A

@ TN 500 pL 1mL 1.7 mL 4°C, 14
@ YR IR 7 mL 14 mL 22 mL 4°C, 14
©) NT2 22 P 32mL 64 mL 105 mL 4C, 14
® RNA 4528 ik 650 pL 1.3 mL 2.2mL 4C, 14
® T 32mL 64 mL 105 mL 4°C, 14
® iR R 650 uL 1.3mL 2.2mL 20°C, 14
@ R [ ) 230 pL 460 pL 760 pL -20°C, 14
RNase 117 65 pL 130 pL 220 pL -20°C, 14
© F2 Fii ik 250 pL 500 pL 840 L -20C, 14
10 mL &0 14 1 14 —

NER: ZEON SRS 2T 12, 24 B840 NN, B RNEA 40 pL k. TR pull-down SR

BAOTERE DRI HM— AP, Pl — R sei6 20 T B 2 NS iR
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1. H#&ME: PBS. RNase-free /K. ffill# RNATRE P MR [T7 RN ST . DNA K Rl
£21 R RNA SRR TSR RNA B EORPRL (Trizol, S5, 5P 75% 2R .

2 BRI B ORI G5 FITI01) | IRAI. (IR O, R R L

fs FH Ui BH

| EEFEH

1. 520 THRsURIZ R eI ER, A8 0 B TR, KR E A & o R R T, WG AR tE.
2. ALRERGBRIISI S AT, M AT R R . B e IR TR S Rk

3. WEUHAE RNase FSLIbEl: WELE. L%,

4. BRI RO TR R R, TTRE TR B A R R

5. TSI ARERE, T SRR — U TR

|| SEIORTHEA TIE

RNA R4 2&

(1) 4% HAs RNA 5 #iHH A T7 B3 T (TAATACGACTCACTATAGGG) Fll F2 #2741
(GGCGCTGACAAAGCGCC) 1514, LLHF&/7 411 DNA BRI, PCR 43313k T7-1F 3L RNA-F2 (5L
B2H) A1 T7-52 SC RNA-F2 (R EAH) B spetbitie, 4% DNA BEIRE [ml e i) & d B 5 11U H #r DNA;

BIR/EA S ekl

EEE-1ESIY) (FF T7 B30 ) | 5- TAATACGACTCACTATAGGGH H#r RNA Sk 751 -3’

1E X EE- R 51 (i F2 $725) 5- GGCGCTTTGTCAGCGCC+ Htx RNA B F 411 7] EAE 751 -3’

S SUBE-TES1Y) (7 F2 $3%%) 5- GGCGCTTTGTCAGCGCCHH #r RNA 3k F41 -3’

OUBE-RBIM) (1 T7 BET) | 5- TAATACGACTCACTATAGGG+ HAx RNA B #8541 i &= [f) AR 41 -3

(2) LA Lk DNA RN, #28H & 1) RNA NSO @ U B E R BR R, DU Bl GZAA R FEERAT

Bt R SR ARR B PO AN TR T BT 28 500,V 25 0 AR 0 A I 041D

Hor ME
10*Reaction Buffer 2 uL
ATP/ GTP/ UTP/ CTP % 2L
DNA it 0.5 ug
T7 RNA Polymerase Enzyme Mix 2 yL
RNase-free H20 Up to 20 uL

37°CHEHE 2h, ZJEhIA 1 yLDNase |, 37°CHEE 15min ¥ DNA Bt 1L, 531 X RNA F15 X RNA;
(3) HY 2 uL RNA A FE ;s HL 1~2 pL RNA ZEAT 2% bl eI H bk kr I RNA 2 AR s FF G285k 1) RNA B
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F- 80 CIRFELE LA T faglses.
*¥ER: i BT RNA B 5 &M, BRIFE RNA pull-down 523 4 RECAT— REHTHIMNEF L% .
i. YHEFYEE (<300bp) it (>4kb) B, HEH &M, KFH) 0 Lo BodkAT S2L6 .

N #EHE:

1. BEARR

(1) FPHPEAR (SRIGH+ IR R an vk U EE AN AL .
FEAAY FEAE W 52

4 PBS (RNase-free) it 2~3 ¥k, &KX 4 “C 5000 g 20> 5 min YT

RPN | 100uL WADLE | ,
e, REWCTBUE

RNase-free /KJESE T4, HFRBITIEFEAR ] BEETHE, HREIE

N 200~400 mg -
AT, PR R ZTA . BiJE RNase &0

() BFEAREETIKE, A 1 mL BA QAWM. 10 uL @DEABHIHEIF (3% 1%% ) A1 5 uL @)RNA
MR (3% 0.5% RN, WRITIRAT;

(3) VK - P I VA VR ARV

(4) 4°C 12000 g &> 15 min, Y4E EiEE 0 RNase #.08 H; B30 uL /E8 input, 4 B3 V49 N wid i
T RNA pull-down 5256 (it Ay SEib L Ax i) , B T-uk b & F 8- 80 CEA1E.

*ER:

i UFEARARE SRR QERARVESRD |, T DL IR AR08 MR B O o 7 R AR AR R S SR I R R AR Y
RS VA T 5, AR T B R AT A 0 (R 5% 1

i QRFEAR R H AR (5 RNA FEERAR, B SWIRMESG5ES, LU INVIGaREA S, (R &5 LU A 36 in 4 2%
BRI BRI TR 0 P o, E R B A R R R AN I B0 AR 1 213, RARI T DS e RIS 250

2. F2 BeAkmEERb &

(1) H@QuEEk L FBUENRA), BUSLE AR A — L TR 19 80 pL BAEKEHT K RNase B0

(2) A 1 mL GINT2 i, FifEIIR ) 30 WK, U % L% B 1 min 3 L,

(3) EE I HRAE—IR:

(4) M 400 puL GINT2 ZErhil, |- T Hifs) Rk

(5) A 40 uL QF2 fittk, R = IEME 30 min;

(6) JUHE /i 4R LisgE 1 min JR3E L

(7) SN 1 mL GNT2 ZErhil, BifEIRA) 30 K, /14 L E 1 min 3535 L3

(8) HAE LIDERAE—IK;

(9) WA 600 pL GNT2 ZEvhif, b R H B mIER, KREERT- 50 NP0, FF41%4) 300 L, $A8 308 1L
RNase 208, d i 2 R6 E4H
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3. EUBHES
N T B RSB R P A R R RNA B AR, 75 05 a3 v 5 I 2 B 750 A RNase #1075 B 301210 mL &
O, IMNSEER AR AL LT 1 5 mL ORI 25 L (D& AEEHIHI 7 (3% 0.5% ) 1 2.5 pL
RNase il 7] (3% 0.05%#A D , IRAIE], K EARF, SECELH. WA SRR, 1B sEhr i = hE .

4. RNA pull-down

(1) B¢ 3 pg RNA ¥4, 95°CAsME 3 min, VKB 1 min, 45850 FEBEMAK, ME A 50 uL (DRNA 45122
BT 1 uL (®)RNase #MHIF), = iEHE 30 min;

(2) Fs2oe AT HEZH RNA BREH 40 AN BE G ER CGEIR 2 146>, IRAMY EZERFFE 30 min;

(3) JMHE ISR LR E 1 min JEFE IS,

(4) BALINA 500 pL DR CPIR 3 e , USRS 30 U, Jlhd /i LEFE 1 min JF5% Ei:

(5) EHE FIGRIE—IK;

(6) MOAAHRZZEIN FIFEARZ R CEPRR 1 #1145 , BURSIM E 4CIEE 2~4 h;

(7) TBHEIEE EFE 1 min Jf3E B

(8) HFZALINA 500 pL FUeil CPER 3#E4) , BUENRS) 30 K, /4L EFE 1 min Jf 5% LI,

(9) BEE EBEIEMR, HER=R, REBER.

5. HEVEHR GE#HD
AR EENT pull down FEAIREAT R (AN, R LAZE BL R U7 S HOs A IE I e B 5
(1) AEZSEPEMmI: FIREER PN 50 pL @ PEME M, WiEEY 20's, B EEEBEH 10~15 min; R iEE
% 20s, 1000 g #.0» 20 s; JHME 748 LR E 1 min, W& RIS EHMEOE . TR A 1 AEY)
W, EH T RIS RGN, BanFiiE . SDS-PAGE o Western-blot %5 .
(2) SDS-PAGE EAEZEmilvilitik (BetEdeliiiz) « M@k i 50 uL 1 X SDS-PAGE bHEZEMiK, 95 Chnfk
5min; B/ EFE 1 min, IE LIEEHIMEOE . ZN A YE AT SDS-PAGE 5k Western Blot £
Ws AR BT TR, IR %5 1A
*ER:
i PEME G T AR B, IR ARt n] DA A AR 1 I A DU IR 55
i, AR PRAR AR, AT DA (R B e S I REER, AR ARV R BUIRAT , ISR A SDS-PAGE LAFEZZ i
VI O 1 Ak SR LR 1
iii. RNA pull-down $# 35 (115 [ &8 # 5/>, [Hk SDS-PAGE & AR Yu (0, et IS HIR.,
CRTET &, PR E RSB REOR, Shrig e BOE & s iR iR A
(1) FE: 30min (ZF: ZF: K=4: 1. 5HERILD ;
(2) Htk: 30 min (ZF2% 10.2 g, FACHEIERSY 0.471 g, £FF 45 mL, JIJKZE 150 mL)
(3) /K¥fk: 4, HK 10 min;
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(4) HYe: 30 min (AYFRAR 0.375 g, JH/KE 150 mL) ;

(5) /K¥e: 2k, #FK40s;

(6) Bfu: BEELWERE (W 459, 72 uL HEE, HkZE 180 mbL) ;
(7) #%1k: 5min (Na2EDTA2.19¢g, /K% 150 mL) .

6. RNA #REZifh GEHO
AR FEEEXT pull down P EAT RNAKTIN,  RT LA SE Gl RNA SR EGET & s f DL AP BRI RNA.
(1) WEEERF I 1 mL Trizol, =& E 5min, 4 ‘C 12000 g &0 10 min, H L
(2) Mo 0.2 mL &, IWRIRAEBURZI %3 15 s, ZIKE 2~3 min;
(3) 4 °C 12000 g &> 15 min, WHUKAHZ ¥ 76 RNase B.0& H (LA E 0.5-0.55 mL) ;
(4) N 0.5 mL = AEE, EUEIERA, =i FUTE 10 min 8¢ -20 °C JliEid &
(5) 4 °C 12000 g &-0» 10 min, &AW, RNA JUIE, # LiE;
(6) MM 1 mL 75%Z. % (DEPC /K= RNase-free /KECH]) ;
(7) 4°C 12000 g &0 10 min,  _Lif; 5000 g PROEE G 1's, /NI R A
(8) # RNASTJ=, fnA 20 uL DEPC /K8 RNase-free /K B4R, - 80 ‘CARTFER H 134T BT .
*EER: i RIPJGH RNA — B, BRI R 2740 RNA JTEGE
i. 1701k RNA S r T4, MK %, HLUH 1Y) A260/280 (H 21K T 1.6.

] R AR TR
1 ] e

FEAEAE AR
EREH N (NEELRD , (HFEERRE
AN KBRS SBCER R IS S 2

RNERR G 7 7 I [R) AN

RNA #4845 5 RNA B4 H &
SDS-PAGE #:ill A 1R ANV ) AR, BFEARTRALEE: 25
{ " R R E AL SRR L ) o ’
ZARF G AR s, LhifrRgaE0
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SIS Hax: W H AR RNA SR8 E (Prey) 2 EAF/EMHAEH .
(1) Input: FEAZRR;

(2) F2-antisense: F2-RNA Jx CEEREF pull-down =4 (RHHRZLD
(3) F2-sense: F2-RNA IE X EEFREHHT pull-down F=4) (SE3R4H) .

RNA pull down

Input F2-antisense F2-sense

WB: anti-Prey | S o

REill & 1 F2-RNA pull-down WB il

RNA pull down

M F2-antisense F2-sense
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F2-RNA pull-down 2 R 4L &
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