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IRR006 IRROO6M IRROO6L
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01 W ER 0.25mL 0.5mL 1mL 4°C

02 WRE R 3.5mL 7mL 14 mL 4°C

03 NT2& A& 16 mL 32mL 64 mL 4°C

04 RNALEMEE AR 0.38 mL 0.65 mL 1.3mL 4°C

05 =R 16 mL 32mL 64 mL 4°C

06 FERRE R 0.33mL 0.65mL 1.3mL -20°C

07 EHEEHEIF 0.12mL 0.23mL 0.46 mL -20°C

08 RNase #i5 35uL 70 puL 0.14 mL -20°C

09 F2EC(A 0.13mL 0.25mL 0.5mL -20°C

Flﬁﬁﬁ/Product Description

F2-RNA pull-down ifF|&F A F2 & 5ESR4ERENEFZEMDSXRIAEEM R RNA RE E£85E8,
F2 #r&2—ER%2 RNA 51, 5B4r RNA EEG, NNFAEWELEHMIINEE, oA TFEREIME I8 ZFh
ZEAIAY RNA (30 mRNA. IncRNA. circRNA ),



Em ﬁ*i/ Procedure

1. 40RR / LRERHF amml R0 3R

D50 pL BATUERS PBS 2t 2~3 /R, HIIREFRIEFEMS, 4°C5000 g B0y 5 min YKEETE,
@FEZASINA 300~500 pL FULHINMRE AR, 3~5 uL EEESIDSIF (b= 1:100 7R0) M 1.5~2.5 uL RNA Eg#7
HIF (3% 1:200 700, WITRS.

QK LBEWEEAREANEE.

®4°C 12000 g B/0r 15 min, W& BEEFHEOESH, B 30 uL 1579 input, FIFRATF RNA pull-down $L58,
- 80°C1R 1%

AR

1. YEATRETEHMEN CARERER), AJLULIMRMBEARYNEBEEZHRERRE. BEFGRAER
KBNBRIGEMR, MRARREFEENEH

2. MIRHAPEREBLE RNA FERIK, HESYIENESIRS, FILUEMNGHEARE, FNFLLFIEM
fRE PR FESINEIFINAE, BRFEAREATEBIBELERRN 2/3, AT ARTUERAMEELE,

2. F2 ER{AHAERH &

OEFLALIOEY 40 pL BZER, PO 500 uL NT2 &4k, EELEA) 30 %, MEEAZRERHE 1 min HE LA
@EXRIN 500 uL NT2 &k, EEIRS 30 %, MEZAIZR ERRE 1 min HE LS,

GBI 200 UL NT2 &HiR, Lt TERIEREE,

@ PO 20 pL F2 BofE, RSN EEBFE 30 min, MEHZR EERE 1 min HAE LB

OB 500 uL NT2 &&hik, EEIRS 30 %, MR LEREHE 1 min HRELE, EERERIRE—R.

® PO 300 uL NT2 ik, £ TEREIE AR,

. EERES

BY 10 mL BO0E, MAZSRSEL 2 4AiE7R (S2004H + X9HR4H) FREavEiik. ZEQESINEIF (3% 1:200 #m)
#0 RNase #0832 1:2000 700), 'BEHS, KERE, MEEIMA. F90: 45 F2-RNA pull-down BX 5
mL ZES& N 25uL EEEMHIFI, 2.5uLRNase &I ; AR F2-RNA pull-down BYX 3 mL ;Z4E& 0 15uL &
HESINHIFI, 1.5uLRNase 5,

4. RNA pull-down
7E 1: {&9h F2-RNA pull-down

(V1.5 uL BY 3 ug RNA#RET, 95°CZENM 3 min, 7A 1 min, BEBELORTEERE, MESIMA 50 uL RNA
54 R A 1 uL RNase &I, =EKE 30 min,

@ 38 RNA BREHIONBLERS, BURSN EZERFE 30 min; BU#ESIZE LEE 1 min HAE LE,

@A 500 pLF%R&R, BHELES 30 /R, MHEARLERE 1 min HRELE, EERERRE—R,
@ISR, BUBSOMN L 4°CHEE 2~4h; MR EEHSE 1 min HAFELE.

®IA 500 pL 25k, EEES] 30 R, MHEEAIRLERE 1 min HFELE, EERTRERIERR.

®NNA 50 uL FEBE AR, RIEE 20s, BURSN EZERER 10~15 min, JRIEES7 20 so

1000 g B0 20 s, MEELAIZR EFRE 1 min, IWE EBEEFMHBOEF, - 80°CRTE, HEIZATF Western blot.
fRZ: SDS-PAGE FRiLLL0, BXSCIOAMITERZA RNA IREE 3 ug, 95°CEM 3min, 74 1min, EEHEL
FBTEERE, MEDIAN 50 uL RNA £HE 4K, =EME 30 min;

5 2: KA F2-RNA pull-down

OB AR MNEIR, BURSN L 4°CIEE 2~4h, BEHZRLEREE 1 min HAE LA,

@INA 500 pL ZHEAR&R, BEDNRS 30 /R, MR LEEE 1 min R L&, EERERRIERR,

GMN 50uL FERBE AR, RIEER 20s, BUBSN EZERER 10~15 min, JREEES7 20 so

B2T1H3M



@1000 g B/ 20s, MR LFHE 1 min, WE LEEMNELER, -80°C&REF.

5. ZBRER (GEH)

WMRFBEXT pull down =YETEBRN, BTUEM T ARPIEEFEESERERSE:

OIETMRHE: EEERFIN 50 uL FEBRE SR, RIEES 20s, BN EERER 10 ~ 15min; RiE
% 20s, 1000g By 20s; WEEAZRERBRE 1 min, WELBEHRNBLED, -80°CHRE. ZEBRYIR
FERENEY) %, ERTEHRZMEQN, HlamiE. SDS-PAGE 3% Western-blot .

@ SDS-PAGE R mifklisk (TMERE) : MBEERPAIN 50 uL 1 X SDS-PAGE #4843, 95 °Chnt
S5min AR EEE 1 min, IWELEBEMNBLOER, 1ZA~ER T SDS-PAGE 3% Western Blot #:1;
WMRF|EHT RIS, WIIREEZER,

AR

1. A SR E AR R R A AR A R,

2. NREFRIET LR, TUERRGANRGIEEE, SIET MRS ERIRAT, NXA SDS-PAGE LEi##
BRI BRI E A,

3.RNA pull-down HFEMEHE@ER/D, Eit SDS-PAGE BiYBEEERE, RESBESENT: (ITE
FHE, STRENARERRA, LIREENEGEEARZ/ERENT)

OEE: 30min (ZB: Z8: k=4: 1: 5{&FLL);

@81L: 30 min (ZE&%h 10.2 g, RCIRERSH 0.471 g, ZE245mL, HNKE 150 mL) ;

@7k%: 4%, ®& 10 min;

@%: 30 min (FEERTR 0.375g, MNZKZE 150 mL);

®Ki%k: 2%, 8K 40s;

®EE: ERELXTERE (MEAM3.75g, 60 uL BEE, MNKZE 150 mL);

@1k 5min (NaX EDTA2.19 g, fI7KZE 150 mL),

6. RNA 12EX 4tk (3%&#)
NBEERT pull down =43 1T RNA &1, $ZBE LT B4ZEY RNA.

OEEERFIN 1 mL Trizol, ZEREE 5min, 4°C 12000 g B/ 10 min, B LEE;

@mMA 0.2 mL &4, RIEBAHIAZIREN 155, ERKE 2 ~ 3 min;

(®4°C 12000g B0 15 min, REVKIEZEFEIT RNase BOEH (£98]0%EX 0.5-0.55 mL) ;

@A 0.5 ML BAEE, BEFURES, =R TUE 10 min 3 -20°CUEd R,

(®4°C 12000g B0 10 min, BEA W RNATUE, FLE;

®MIN 1 mL75% Z& (DEPC 7k&f RNase-free 7kE#!) ;

(4°C 12000g &L 10 min, F_Ei&; 5000g HEE L 1s, NORRRE;

®%F RNA B&F/S, AN 20 pL DEPC 7K RNase-free /KE;af#, -80°CIRIFHEIEHITRIER. B 40 uL
Protein A/G F#Ek, 10 500 uL IP buffer 3, RBRWITROBEE TN ERMIH#EER, BRLEE;

AR

1. Pull down /5B RNA —fREE, 1R(EFNEEDIE RNA TR ;

2. 8070k RNA 39 FI%, BNERMEARE, BNIHA A260/280 ERRTF 1.6, At IR MHAERE AR
EIYE 358

5I§$Iﬁ/Notes
1. K= RN RFEWAGHRERAA, FAERTFIRKIZEHZET, AMEATERIA M, FAMEERTFZEE
EW;

2. ATENR2MER, BERERAR —REFERF.
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