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RNA Antisense Purification (RAP) Kit for RNA
A AR B KIEE R TRIR BB B 2 I REF4°CR-20°C, (REHEAI2MN A,
LGS RFE
Fs it fitz
IRRO36 IRRO36M IRRO36L
(6T) (127) (24T)
01 1.375 M Glycine 12mL 24 mL 48 mL 4°C
02 lysis buffer 54 mL 10.8 mL 21.6mL 4°C
03 0.5M EDTA 50uL 100uL 0.2mL 4°C
04 0.5M EGTA 30uL 60uL 0.12mL 4°C
05 2xHybridization Buffer 4.8 mL 9.6 mL 19.2 mL 4°C
06 Streptavidin Beads 0.3mL 0.6 mL 1.2mL 4°C
07 10mM Tris-HClpH7.5 9mL 18 mL 36mL 4°C
08 1xHybridization Buffer 1.2mL 2.4 mL 4.8 mL 4°C
09 Wash Buffer 15mL 30mL 60 mL 4°C
10 RNA Elution Buffer 0.6 mL 12mL 24mL 4°C
11 Proteinase K buffer 0.3mL 0.6 mL 1.2mL 4°C
12 5M NacCl 60uL 120uL 0.24mL 4°C
13 Glycogen 10uL 20pL 40pL 4°C
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14 RNase-free water 0.36 mL 0.72mL 1.44 mL 4°C

15 Protease inhibitor 50uL 100uL 0.2 mL -20°C
16 RNase Inhibitor 30uL 60uL 0.12mL -20°C
17 DNase salt stock 30uL 60uL 0.12 mL -20°C
18 DNase 60pL 0.12 mL 0.24 mL -20°C
19 DTT 55pL 0.11mL 0.22mL -20°C
20 Proteinase K 25uL 50uL 100pL -20°C

Flﬁ:ﬁﬁ/Product Description

RNA e X4tk R (RNAAntisense Purification, RAP) IZEFi#5 RNA S RNA MERFRZEHEEE
MK, RIBRRANRAE, RAPRALESTEBENRF (RAP-Seq) FMRiERA (RAP-MS) #3lHRS
B4R RNA BEfEME RN EH R,

RAP AR @I IZIT EMRIREAH, IBEMRRNAKITIRUG, SEERERAN RNARKERR (RBPs)
MEWEHEE L, REBERAMSEENF, XERBHZAR RNAERIATNTREER, 5ILLE,
RBPs B LAFF & WesternBlot i8I E MS £ERAEH.
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EFE iﬁ*i/ Procedure

1. 4f8 / AR mRi b2

AREIEA:

@ UeEE 2 X 1077 A3, B0 10 mL PBS F0&4HAE, =28 1000 rpm 0 5 min ELEF £,
22X 107 4BREHNN 20 mL 1XPBS( 8% 0.54 mL37% B, HELRE 1%) 2400, EERYBEER
2ZEx 10 min;

@I 2 mL1.375 M Glycine ( 2% 0.2 g Glycine), EEREAZRZERBH 5 min;

@®4°C, 1500 rpm, B 5 DHUKEMRE, 7 LEE PBSAR;

@I 10 mL 3289 1 X PBS, JEAFRAME, &) 4°C, 1000 rpm B 5 98, FLEE, WEA,
HARREA:

OFEFALR 0.2 g: FATTIZHEIHEE 1 mm3 AR, MMA20mL1XPBS (& 0.54mL37% BEE, HREEL
RE 1%), BEERSISRERE 20 min;

AMURRFIATFHLR 0.2 g: BEERARAMEZEINSTMEM, MA20mL1XPBS (& 0.54 mL37%
R, PEBRERE 1%), EERESYSRERRE 20 min;

@A 2mL 1.375M Glycine, EERS|/E R 5min, HREETF KL,

®4°C, 1500 rpm, B 5 PSR AM, F EE PBSAR,

@HAN 10 mL UL HY 1 X PBS, F&mRALR, X 4°C, 1000 rpm By 5 DHUREAR,;
ORKBAEFTHDWRALR, B 100 um SEWEMMBER, ATNLE 1 XPBS HE;

©1500 rpm. 4°CE/L5 28, FLE, WEAM;

MM PBS EE41iE, 1100g. 4°CEBL 508, FLAE, WS,

@4REETUEFMA 0.9 mL FU2HY lysis buffer. 9 uL protease inhibitor. 4.5 uL RNase

Inhibitor, H#7Zm2WT, K EFTHHEAE 10 min.

AR

1. BRALREDFEE 2X10N 4EE,

2. BENERRAEN CT E5WS GAPDH MEBE/NTF 12, BEEATF 12, WEEMAHME, BH 1289
BHEsLZHE—CTE, EN—E4rs;

. FREE AT S

VI 1X 1007 4ARE(ER 10 mL PBS (& 1% FREE) 3CEE4AAE;

. RE—RFEDERRT AR PBS;

REEHFMAISRARE, -80°CRT7E;

. DNA 9 EBR

OB ZUARR AN 4.5uL DNase salt stock. 10uLDNase (10U), 37°C:E& 10min;
QIEBHEREICAIFE, PIEMA 9uL 0.5M EDTA. 4.5uL 0.5M EGTA. 9uL DTT H %984 ;

I MBERERIZ 0.8mL. 0.1mL D AMERHA (#57= RAP M Input) ;

@RAP AN NZFAFR 2 X Hybridization Buffer, F£5EBAEKLEEE 10 min;

(®4°C, 16,000 g B» 10 min ¥# _EEEFHTE RNase BLER;

®Input # 5 -80°CREE H.

3. IREHER

WIREFE—2%, MO 100 fZ nmol 28 uL DEPC 7K, ZRIBRSGEHBEOERBIETE, LULISHRRE
PiRs; ERE—FFE, WEZIMA 100 fZ nmol % uL DEPC 7k, RRITCESBMBEL;

@ BR4uL 85t (4B) A% (BD 40 pmol 1REt / 55 /0.8 mL £, HEEE nX40pmol);

3 85°CEM 3 NHfE, RREZIKA,
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AR 1. circRNA LUELFHIR I — %75,
2. Hh2EA RNA #REBE5E(8F% 150~200bp i&it—51R5, HISRHE;
3.1RE (4B) SBPRE nX10pmol/uL;

4. IR

O n( HFEEE ) X 10 pL $ESEMEWIATE, J9 RAP A% 50 uL Streptavidin Beads (LURFHASER
FRe B, MHORWERKHAELE,;

@MA 0.5mL10 mM Tris-HCl (pH7.5) ZERERRE, 8RS 10 R, MAORKEEKHZE LS,
PEESEOWAR,

@M 0.2 mL 1 X Hybridization Buffer Zn E&fG, LIRS 10 R, A, ANEAORWERKHE LB,
B R BRRIMNABRN AR VR, SBSN E 4°CIES 2~4 h;

72 1.100 L beads/ 400pmol probes;

2. BUANECE 1T: 50uLbeads/200 pmol probes;

3. BUn=5 ZREA NG, FINREEDEH 200pmol, STRZHEEER 50pL;

5. AR 5K

O¥ RAP HREEERASSR L 65°CEETM 10 min, BFRFHAMBITMHSRS, 37°C23 30 min, 50°CE
BZM 5 min, 37°C%%3Z 90~180 min;

@¥ RAP #& - REHAFRMAIES TS, ZREE RSB EEEES 30 min; OREIZRUNER TR
HELERS;

@HAN 500 L Wash Buffer, 37°CHEnhii# 2~4 min G NHRNERERHE LE,

OEE AR,

OSBRI EIRF A £E,

6. RNA 2B 4tk

(DRAP ¥ BRI 50 pL RNA Elution Buffer ®9E4AIE, 95°CHNHA 2 min;

QM NZRWEHIRH LT LEEMT RNase BOER, EESEO—R;

GRAP 1 Input #Z2FUA0N 25 pL 5X Proteinase K buffer. 2 plL proteinase K;

@55°C:EBH 1 he

GOMANERRAETR (125 uL) Kip - 815 - BRERESR (25:24:1) T RAP X Input # 5, EELES 15 %),
(©13000 g, 4°CEr 10 7350, WEE LE/KE, BEIME RNABELER,

@73 5 uL 5M NaCl. 1 plL Glycogen. 312.5 uL k2B, Z2EMENESSS -80°CIiE 1~16 /B
®4°C, 16100 g B0 30 0%F, FLE,;

@A 1 mL 74289 80% 2B, 4°C, 16100 g B 10 0%, HF LA, EREFBENXT 10 5,

@@H0N 30 UL RNase-free water 75 f# RNA J7UiE, 5% RAP RNA I Input RNA #d; RNAH@RETF -80°CHk
=F&H.

7.RNA 3R

(DEX 2 uL RNA #5 Agilent 2100 #2311 RNA SKEE ;

@&EPEFIATZWAPPIEF RNAES (RAP RNA F Input RNA #52) ;

®%% PCRIAFIZEERNIAZRFHIT PCR, BY 3~5uL PCR #=4#) 3% IRASHEREAEBXIQN 185 ER; (option
one)

@®%5% 2XSYBR Green qPCR Mix i FI& IR FEE 20 uL PCR ¥ AR #HTT qPCR, REHITEIE

o, BRIEENE,; (option two)

(®EY 20 uL RNA #¥ mEBENFR AN RNA 282, (option three)
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“;Igslﬁ/Notes

1. K= RNBRFEWAGHRERAA, FEETFIRKIZEHIAETT, AMATERIA M, A ERTFEHEE
EW;

2. ATENZeMERE, BERRRAG I EFERE,
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