GEzii

RNA pull-down Kit

Catalog# JKR23004-V2.0

Instruction Manual (For Two Groups)

Sufficient reagents for 6T RNA pull-down assays per kit.
Store at-20 &4°C
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1. SCEIRIE

RNA pull-downZ2R4MARNAS & H/RNAG SIE R BV AR FSIERNABITIRIE
(NEYMETID) , BSARRBBREEBES, A RRNA-RNA/ZEARESY, #
mielsZ2EEaMRNARERR. S8 %G, BERAEEEPCR(RNA pull
down- qPCR) &= B2 MF (RNA pull down-seq) 57AREEBIRNAR T 5 F &
RNASD FHEE1EA, @3 Western blot(pull down-WB) 3236053 (pull down-
MS) AR MBEIFRNAR T S ELEERMEEER.

2. AR
2.1 RIRIEE

QPCR
/\/\/\/\J o o o
o HN o NH HN Y NH HN v NH WB
W B QP P QP P Q »
§
» M
RNA Capture Protein Binding Washing Elution
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2.2 WERIGERIZE

ORE S @ ﬁ@

3/AB94RRA, ImL IP lysis buffer 1/4894850
—_—

Q@R i U

900uL 100uL

40uLBAZR 40l HEFE
(©425:3-4 g g

Yoo
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pSgd ]
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150pM3TERIRET 150pMSEL0IRET
(©]:73735F 33 \ \

wamn
) v o

60pL Protein-RNA binding buffer (10X) +
80pL Glycerol+450pL4RAR AR+
5uL RNase Inhibitor+5pL Yeast tRNA
—_—

OuEER-R e
58844

wE 5] U

600puL{kxFR 600pLiAR
©FiE,WB i . |

BRI SRNA Jﬁla Wesiifz RNARERAG
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WRO  ERO WRQ ER@ Input WERG R Input
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3. iAIEAS
85

Nucleic-Acid Compatible Streptavidin

Magnetic Beads 270uL 4°C
RNA binding buffer 6mL 4°C
Wash Buffer | 20mL 4°C
Protein-RNA binding buffer (10X) 600uL 4°C
IP lysis buffer 9mL 4°C
DEPC7K 400uL 4°C
Glycerol 800uL 4°C
Wash Buffer Il 10mL 4°C
Salt Solution | 350puL 4°C
Salt Solution Il 105puL 4°C
Elution Buffer 800pL 4°CiBE
Protease inhibitor (100 X) 35uL -20°C
DTT 500uL -20°C
Glycogen 35uL -20°C
RNase Inhibitor 35uL -20°C
Yeast tRNA 35uL -20°C

HARTL FEET5%ZE. Trizol. 5. TKZEE. 1 x PBS. B R RN B RN RM F Lo
HRRR2: 6THECRAA (LREWHAHURIRA) RRETL, GENRESRHTEE T KRAM
XHEREAE 14E, FIHFE2TH,

4. 12FPE
4.1 AR
4.1.1 4AfaEZs

D YRR EX940uLBIIP lysis buffer, AIA10uL Protease inhibitor(100X)#0
50uL DTT, 845

@ WE2X10M T ARREHE &R, IIAN2mML PBSHTARARM, B0 G F LB WEARRTE,
221 /AR R R F/E42InputH BIRNASR B K2 4l 1k (15 BB T B B UEPE 171K,
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-80°C1RTF);

@ BRKAMTUERIMANBRESR, BB RICVWITRES, AR 2R, 48
30min, E5mini@liE—R, 10s/ R, (E: BEEARAMTERE BLEH], o UERAEST
S B A K AR R PR (KRB 2-5min, 20%BITHER, 87 3s, (8] 8R3s).

@ 4°C 12000rpm®&. 0 10min, BY_E5E, BE EFFINNIP Lysis Bufferkb 78 (ATRE
1mL, B4, H#%EB450uL (XFAR4R) 450l (S23848) . 100puL (Input) DA =12,
Inputt¥ @-80°CREE Ao

4.1.2 sh¥P4ELR

O RS BX940uULMIP lysis buffer, IIA10UL Protease inhibitor(100X)F150pL
DTT, B%4J;

@ EUEEHAR RS (£90.3g), BT REGTUL B SRR, IR RIRIREEH
FIR, WEL /409 RME BT B4 InputARNAIRE ((E B TIXREEMNEPE R
78, -80°C1RTF);

G MAFHFIRERPINSOUL HRRE, TR EREEIRES-10minERF MRAERIEY S 3
R, BEREHRNEPESD, BRAMSEHMARRI200uL RRR UK ETE B OV R, B
BB EZEPE;

@ HEEFRDFEMEPEIEK EFHHAR30-45min, E5miniRIE—IR, 10/ RAB5TEL
& PRI A IR KGR FB A 5-10min, 20%Ih R, #B75 3s, (81813s.

(® 4°C,12000rpmE 0 10min, W £, BRI _EFEFRIMAIP Lysis BufferkhssdiiE
1mL, B4, FIZERA50uL (XFERH). 450uL(32304H). 100uL(Input) 53 B =14, InputiF
B-80°CIRTEE Ao

4.2 HEERSRNAL S

O BEREE B2 .5mLEZBRENWEPEMMICIF X BAMEKA, BH AT EH
Nucleic-Acid Compatible Streptavidin Magnetic Beads, 7584/, B40uL ik
MAEIEPEH;

@ BN EPEREIH AR L, BB Imin, RFRIFR;

® F200pL Wash Buffer Ik, BB RICERRIEREHENIR L, #E1min, K
FWash Buffer |, 2 B3R ;

@ ERSTRAIREER NI N300uLEIRNA binding bufferE £ HiEk;

® MAEILAEPEMALS0pmol EMRIRICHISLIIRET, AXTERLAEPE MA150pmol&E
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AN RRE, HABREEERITRS;
® MRS RGN L, EREEFEE2h,

4.3 RNA-IEERE YIS EBE/RNALEE

@ BB EMRNA-EEF B2 NEPEREI L L, A LS,

(@ F200uL Wash Buffer & HEER, 1ERF RS 88 ER2-5min G A /152 L, 8
1min, B#Wash Buffer |, %5 B M3 ;

B BB TRIKR A FTTHBIEPE PN R AFRAYIR T ;

gl BINESFIATRSE 8 (uL)

Protein-RNA binding buffer (10X) 60
Glycerol 80
4. 1HIENE B RER 450
RNase Inhibitor 5
Yeast tRNA 5

@ BOEHIEGSEERL 42/UFEIR.
#E EZRNA SRNAL S, N4 AT BOPNEKT A E, £ 2B FRNARIRE.

4 4ARNALEEELESYINESR

@ B4.3PETREA-RNA-HEKEEWEPE MBI HER L, R HE;

2 F3200uLKIWash Buffer IFE&REER, TEFFE R A8 LER2-5minfEMEIE L5 L, &%
B 1min, IkFWash Buffer |, IREERETE;

(3 F200uLEIWash Buffer IR EER, TERS S R B 28 LF0&2-5minEEIREIZR L, &%
&E1min, |3 Wash Buffer Il , YgEEHEER, Z & B HLHEIR;

@ MEYEESERAIEPE FRANIA200uL Wash Buffer 11, B4 GEUE FAFAS BT R AY &
(BETHRKA 2R L, NEBGHIKHTOE, WRAMLWANBIGE, T
KRIH U, MBHRELE, BIVATRIRERWB/4R 4 qPCR: FRi%=3:5: 2179 o

® B HHEIRMEPERANME B OVRERS O, BRERLHER L, 58 1min, k3T
Wash Buffer Il , W4Tk,
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4.5 BRI (R AWBIERZE, i%EM)

@ BN MIEPE RE M 100uLAElution Buffer, 5847, #7Kk&10min;

@ WEBONRERES OVEREIRE IR L, 58 Lmin, WEY_ EESIFARICIFHEPEF;

@ A2 HEPESIALOUL 6x Loading Buffer, 4. 15 BIINRBR/ZTAEHIL00puL
InputZRIIA10uL 6x Loading Buffer, &4, BTE-20°CIR1E,

4.6 RNAIREX (FilsAQPCR, 3&f#)

@ E2NEATERRIEPE RS INAS00uLEY Trizol, 4. 15 IR TR 1/AARBYEPE IR N
N500uLBITrizol, SRAEES, B2 E5min, IIAN100uLBISA, SREEEAS), 4°C
14000rpm&::10min;

@ BY_EE7KA8 (£92500L) BIFRBVEPE A, IIAS5UL Glycogen, 50uL Salt Solution | ,
15pL Salt Solution 1l M1850uLFKZES, B4 f5-80°CEE & 2-4h(IRAlE B R), &
FARIMEACIRR;

(3 4°C 14000rpm B2 10min, 7 L35

@ MANIMLILARITS%ZBS, SRAERA/E4°C 14000rpm B 10min D FEfE £,

® FEZERIF3-5min, NEE (10-20uL) DEPCIKARERNA,

4.7 Bk (Tl ABuE, i BEREH A AEBR, WA EEM4. 55 TR,

TRBELTE)

@ MFEATERBEPE R IMA200uLFUL B IXPBSHARAER, AN DB, FAR, &F
BRHLSTHESIR;

@ -20°CIREFFRIBEE,

5. & W ia)E

Q1:LI 22 UNFIFIBIRNAERR?

KIERAMFMEIRFIFEM FET ERNABSR I,

Q2:RNA pull-down—EE (&M% R GFERNAIRE1Z?

RN R R BIRIBRNAN—Fh A, L E &R AEE S, Filpull-downs2ie—%
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RIERIMNEREE EHIRNA. Y B HIRNAFFIAT2000bpBHAINE R A KB B E R
I, XETEA T UG & R —/ ) ER B FIRNAIR £, BT IR 5 B MRNAL &, B5EH
&g, Basd XN,

Q3:RNAEHRIHRE, HOD—REPFS, I U EAIB I EENE?
ODEFRE A TRNALL Y, BMER A (L 7E L 30 AR 2 I —LeRNATR A o T E 2 (8] B — A%
SHEITIRBEFE R BRI, AT LUREmMarkeriR E SKEBTRNARREE . th o] LU Y 88
TERNAKKRE, (B8 (KM RS FIBIRNAREEBEAE2ug /uLl L. H Bpull-
downL B R BEREHHNE R, HMNT 2HEEH .

Q4: X F itz I8, MAEskE AARMBEEREMNEQEFINEIFIHRNABINGIFI2EE
E#THMLEEUEEIRNEETEMA?

MANAFEMNE QBARNABINGIN, RIFEBHTEELE, BINBEEAN
SIEREEK IR,

Q5:IncRNAS|¥ig it B+ A BRI &l 5 E @S 1ig i E T AXE?

IMNE R ISR EEREBS YIS WIMATIEsF 5B,

Q6: iR FHEBENRPIANZA?

BR¥HERNTSFFIRIER T Lo

QRIS ENEATERKIBIT S RBJITHE?X N HES L IEER?
pul-downEEZEAREDHTERFIRTAEER, RITNERAIEER, EEHREN
9. BEHENIE—RERBEEEARTERENHBIENEE,

Q8:f§IncRNA pull down +FHiE—fEA= LM E(EE B2 INEZEH—T
EARGEHAARTE?

REMRNAL & &AM EXRE RIBLIRETENE QHITHE; HENRENESREBE D
RS M EXIREREXXER,
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