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RNA Antisense Purification (RAP) Kit for RNA
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(6T) (121) (247)
01 1.375 M Glycine 12mL 24 mL 48 mL 4°C
02 lysis buffer 6 mL 12 mL 24mL 4°C
03 EDTA 60uL 0.12mL 0.24mL 4°C
04 EGTA 30uL 60 mL 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 10 mM Tris-HCIpH 7.5 9mL 18 mL 36mL 4°C
08 1xHybridization Buffer 1.2mL 2.4 mL 4.8 mL 4°C
09 Wash Buffer 21mL 42 mL 84mL 4°C
10 Protein Elution Buffer 0.36 mL 0.72 mL 1.44mL 4°C
11 RNA Elution Buffer 0.6 mL 1.2mL 2.4mL 4°C
12 Proteinase K buffer 0.3mL 0.6 mL 1.2mL 4°C
13 5M NaCl 60uL 0.12 mL 0.24mL 4°C
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14 Glycogen 10pL 20pL 40uL 4°C

15 RNase-free water 0.36mL 0.72mL 1.44mL 4°C

16 Protease inhibitor 60uL 0.12mL 0.24mL -20°C
17 RNase Inhibitor 30puL 60uL 0.12 mL -20°C
18 DNase salt stock 30pL 60puL 0.12mL -20°C
19 DNase 60pL 0.12mL 0.24mL -20°C
20 DTT 60uL 0.13mL 0.26mL -20°C
21 Proteinase K 20uL 50uL 100uL -20°C

Flﬁ:ﬁﬂ/Product Description

RNA e X4tk RK (RNAAntisense Purification, RAP) iZF T3 RNAS RNA RERRZEIMHEEE
ALK, RIBARTRAE, RAPRZALESTHBEENRF (RAP-Seq) MBERAR (RAP-MS) #HAIMRS
B4R RNA BEfEEREMEB R,

RAP AR BB IGITEMRIRE A, BEMRRNAKI TRUG, SEXFRERARN RNAZEER (RBPs)
MEaMEHHK L, REIEERMSEENF, XFERFIZEIZRNAERBEN THERERE, 5ItEH,
RBPs B] LAFF & WesternBlot I8iFaiE&E MS £ EXRAEH.
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EFE iﬁ*i/ Procedure

1. 4R / LR AT R ER

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,

@M 10 mL 728y 1 X PBS, WEAMKALR, FR4°C, 1000 rpm By 5 D HHUEAR;
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,

@4REETUEFMAN 0.9 mL 3289 lysis buffer. 9uLprotease inhibitor. 4.5uL RNase

Inhibitor, #7Z2WT, K EFTHHEAE 10min.

AR

1. BRLBREDVFEE2X107 ABE,;

2. BEWERRTRAEN CT E5WS GAPDH MEBE/NT 12, HEEAT 12, WEBMAHRE, BH 1289
BHEsLZHE— CTE, EN—E4ars;

. FREE AT S

VBN 1X 107 4AREMER 10 mL PBS (& 1% FBEE) THEHRE;

.RE—RFEDERRT AR PBS;

REEHFMAISRARE, -80°CHRT7E;

. DNA B92%p%

DR ZARRAIN 4.5uLDNase salt stock. 10uLDNase (10U), 37°C:E& 10 min;

QB RECAIFE, HRIEMA 9uL0.5M EDTA. 4.5uL 0.5M EGTA. 9uL DTT H % 584);

O MBERERIZ 0.8 mL. 0.1 mMLAAFWERHIA (7R RAP M Input) ;

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

(®4°C, 16,000 g BEr 10 min ¥# _EEE#HTE RNase BOEH,

®Input # 5 -80°CREE H.

3. IREHER

WIREFE—2%, MO 100 1% nmol 1 uL DEPC 7K, ZHRIBRESGEHBEOERBIEE, LULSSHRRE
PiRs; BERIE—ZFE, WEZEMA 100 & nmol £t uL DEPC 7K, ZRIEESBMBEL;

QEY 4pL K5t () A% (B 40 pmol 15t / %5 /0.8 mL B, REHEZE7 nX40 pmol) ;

(385°CLM 3 NHfE, RREBIKA,
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AR L circRNA BUEKE I — IR
2. H1thZ A RNA R FBF5EI8)R 150~200bp &1t — 1R85, HI&RIFTTA;
3.1RE (4B) SBRE nX10pmol/uL;

4, WERES

O n( HFEEE ) X 10 pL BB EMEMIATE, 79 RAP LA 50 uL Streptavidin Beads (LURFHASER
FIRET NG, HARBEMKHELF,;

@B 0.5mL10 mM Tris-HCl (pH7.5) ZERERGE, BEIRES 10X, WMHRKEMBKHELE,
EEFBOFAKX;

@A 0.2 mL 1 X Hybridization Buffer #0 &85, EfEIRS 10k, M, ANEAORIERRHE LE.
JE2: 1.100 uL beads/ 400pmol probes;

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

3. BUn=5 ZIREARF, TR ZEH 200pmol, STRZREEER 50uL;

5. % SR

D RAP FMEEBERSE L 65°CRE LM 10 min, BFIRHAMEITHHERP, 37°CE3X 30min, 50°CE
B4 5min, 37°C%+3Z 90~180 min;

Q¥ RAP @ - BREAFRIMAINERFIHIRT, EREHREYIR EEEES 30min; OB EHER
HELS;

@HON 500uL Wash Buffer, 37°CHEnhiti% 2~4 min G HZRWERIRH X LIF;

OFEEFB@O=RK;

®BIN 1.5 mL 37°CFiiR wash buffer, #% 100 pL Az 1400 uL 3%, 9354577~ RAP RNA. RAP Protein, 4/
RUREEHEERFH S EB. RAP Protein ¥ MBEZRFAEBS R 6; FE RAPRNAFREZAESET, 8,9, 10,

==

(DRAP Protein # &0 60pL Protein Elution Buffer. 0.6uL DTT Z&£%84), 37°CHEnh 2 h;

QOHEH RSB A S L BEEHBLER,

(QEY 15 uL EAHFRFFE PAGE- $E#427; (option one)

@EX 15 uL ZEA ¥ ST PAGE-western blot #3ll; (option two)

®RFA western blot L5101, HEFRIE, EEHERIMA 5X Loading buffer #HREZE 1X, #7K4A 10 min
BETF kLD -20°CRE,

©HY 30 uL EFEFRFAE LC-MS &l

ORIRIE R -20°CIR1ZE A

7. RNA $2ER4{E

(DRAP RNA # SR 50 pL RNA Elution Buffer 87841/, 95°CHN#A 2 min;

QML FIBRWNERFH R LEEHT RNase BLEH, E8FBO—R, aHLE;

(®DRAP RNA #1 Input RNA ¥ i0\ 25 ulL 5X Proteinase K buffer. 2 uL protestation K; @55°C:E & E 1t 1
h;

OMMNZEERATR (125 ul) Xy - &5 - BRERESR (25:24:1) % RAP RNA I Input RNA #5, EEIRS
15 %,

©13000 g, 4°CEy 10 250, WE LERBKE, BEEME RNABELET,

@A 5 uL 5M NaCl. 1 pL Glycogen. 312.5 uL TKZE2, F=OEENEARG -80°CIUTE 1~16 /)\BY;

®4°C, 16100 g B0 30 0%, FLE,;

@A 1 mL 7489 80% 2B, 4°C 16100g B 10 5%p, F LA, ERFHENXT 10 £,

@AM 30 uL RNase-free water ;a2 RNAJTUE; RNAERET -80°CIREFEE .
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7. RNA R

(DEX 2 uL RNA #5 Agilent 2100 #230] RNA SR ;

QBEYEFAFTEIHABTER RNAES (RAPRNA A Input RNA #5) ;

(%% PCRIAFIEAE B RMIAFRHIT PCR, BX3~5uL PCR =) 3% IRASHERR KON 1EMER; (option
one)

@£ 2 X SYBR Green qPCR Mix i#7|&i%BE-BEZE 20 uL PCR ¥ 1&{K R #1T qPCR, AREHITEIEDH, B
FEEME; (optiontwo),

“;IEEIE/ Notes

1 AFRRXERTFEWASHHERRA, MEATIRKIZEESETT, AR TRMRIAM, FMSERTEEE
£R;
2. AT ENREMER, BFRERAB—REFERE.
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