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- GENESEED

PureBinding’ RNA Immunoprecipitation Kit

Cat.No.P0101 (12 rxns)
Cat.No.P0102 (24 rxns)

Sufficient reagent for RIP assays per kit
BRREHR R S FHiETT

For research use only, not intended for diagnostic testing.
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RNA Immunoprecipitation (RIP) 254 A RNA SEQEESNEAR, 2T7TEBREREBE
MBS RNENTA.

RIP RIFIS R IEFAAT BIFELTHR, TNEHFEE-RNASSYNEE, BEITES
WPEEA RNA OIRNTIST, RESFRIEALAXR, SEEAMPN RNA, SY
tROUME DNA X5, BEFMERSRIESTEA (PCR. qRT-PCR) SEBEHHTHE
A (BESNF. EEGE)  HFEATT RNANERBZD, SEEANPNESD, B
3 WB HERS A, FAATMES. RNEFAEOAAREURTRS BTEOSEH
ST =)

Rz e Rl

e SHITEQZESHRNA REMBEERER S
® RBP%& RNA motif S5

e FTEAELZESERD. DNALSSEQD (AEQ. Z(CEBS) IRIP K.

ZRFER
.. e "
u ). ‘ h : u ) J r T u WR
Lt : - : §
E-ﬁ
B RERE EBfRNAIRER
”RT—PCR B sequencing
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HHEHS
5= 2R HE 12 ans HG 24 xns AT
[1] 10= Buffer A 10mL 20mL 2~8C
[2] 10= Buffer B 10mL 20mL 2~8C
[3]) 10x Buffer C 10mL 20mL 2~8C
[4] protein A+G beads 2mL 4mlL 2~8C
[5] Buffer D 150puL 300uL 2 ~8C
[6] BREDHEIH 80uL 160uL -25~-18C
[7] RNase #75 80uL 160uL -25~-18C
[8] DR Columns 181~ 36 1 im
[7] RC Columns 181~ 36 1 fi
[10] Buffer E émL 12mL e
[11]) Buffer F émL 12mL im
[12] Buffer G amlL 12mL im
[13] RNase Free Water &mlL 12mL im

i —InESNRERIELY (SE394R: Input. IPARIGGH) | Tl 2 nnsiHFIE.

*EEZFEIRSERTNE (MITREREYE IgGH, HIBEEHH IPHE) | JReSEE
TS HEASEN.

HEMH
BE{EEiEs Ef=yasn]
S (HRERER) lgGiniE (1P £R)
RiEE O, HevEaHnE (IP4)
gz = PBS &2/ (RNase free)
BoZE RNase-Free ddH.0O
R NERA KB (e, ZR)
RNase free BILOE B—MiELEE (ofhsE, THR)
RNase free f8ik 70%Z.8% (& H RNase-Free ddH.O E2Hl)
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ST ETR A
wHHlES AR £ — RGBS

EEEIES. B RNase-Free

[1] 10x Buffer A daH, O #IER 1%, 2~ 8CIRE, 5 13mL (1)
H{EHR.
EXEERINES. B RNase-Free

[2] * 10x Buffer B ddH.O #FER 1=FhnA 0.01%4%R 10mL (1)

= [7] . 2~8CHE7F, SHER.

EMERAAES. B RNase-Free

[3] * 10= Buffer C ddH.O #EHR 1=FhnA 0.01%FiR 10mL (1)
wil (7). 2~8CiRE, SBERA.

[4] protein A+G beads | B2 EEH. 300uL

(5] * Buffer D wsEER. 20uL

[4] =[S ZmalE, EIEEH. 10pL

[7] RNase EIH | BEEEH. 12uL

[8] DR Columns / 31

[9] RC Columns / 31

[10] Buffer E SREERMMA THERE-AE 800uL (THER)
ZE, HHEH.

[11] Buffer F FERTIINA 1 SERITKIEE. 1.5mL (L{E#)

[12] Buffer G EREIN0A 4 SARITKIEE. 3mL (L{EH&)

[13) RNase Free Water / 300uL

B& RMase-Free ddH.O / TmL

B& K EE / 5mL

B B-hEZE / 100L

FE:01) LLEES () [2) (3] o) SR esmaciAE:
2) * IFcEZEFRIBT SRR EER
3) Buffer EiN&EniED 60°CAHKEBEEER.
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SLISHYiE) IR
SRNFAMEENEE, 2EALRNTREEE, SEAHTEEEFRSINWE,

Faniz LR RETR AL IR B
TakiE SR
0.5h 2~3h

[m(ﬁﬁﬁﬁ}ﬁﬁ}

2h~13%
[ BB J
IP/\Western Blot

(oT3%)

DAz
0.5h

RNA/EE R . aifk
2h
(RNA/FE B F=#17£-80°C

o iEfF1B )

RNA 347
gRT-PCR/NGS
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1. HN&EAB

BENERHE IgG A MME—H, Bl P, ERAEMEN s5ug, AEZHEIRASS
HEHE.

2. HHHAEfE

S RIPEANMERSEHL AR RNA EEEENFEERTMRA. MENERRBERAE,
MREBENEEAE. BE, —XRIP KL 1E7 BVEBEEN L 1mL #E#H S8 Buffer A, B
= 3E7 BV4BER E A NLTIE o LA Th .

3. RNase =l

HEANIH P, MREFFAILEMPSEELUREED RNase i58. MABLSRINEFE,
FIrE 1 AR 4R AR 3 4B AR 2 R D0 B8 . TSR AN 28 4 B8 I A 45 AIE A Ao i% B B8 3 Rt (5 A DEPC
af ELftt RNase JGEILAIETILE . HAZEH RNase {IFI7, SR PIRHEBITIEE.

4. HHGAES
1) NLEE4RER
e FIENEHAH

@ MIEFISEFR LE THEE, BEBAB0E, @B
@ 500xg B/ 5min WELRME, # LiE. FTSHEY PBS HLiEMEH
@ 4°C, 500xg B 5min WEMRE, F iE (TIM-80°CIRTE) .

o E{CHUECUEERR

O FHEFE, H PBS bikMmE—IX;

@ MEEEMECESMEN.

@ M 10 FERRNTEEIEFERIDEL, WEERITE, EBIE0E;
@ 500xg B/ 5min WELRME, # LiE. FTSHEY PBS HLiEMEH

® &C, 500xg B0 5min WELR, F LF (TTM-80°CIRTF) .

2) B4R

O BEEWEISEEE S, MBI

5-028~029-A5 6713
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@ 500xg B/ 5min WELRE, #F LiE. FIFUSHY PBS HiEMEH
@ 4C, 500xg B0 5min WIEELRE, FE LiF (TIM-80°CIRTF) .
HRdm:

HREEFHEREEA, HEOEATHT RP TROR.

SEIIRME

1. HARER

o HMHm:

1) BX 100mg SrEF4A400A 1mL & PBS (B&) #iTikiE, EZRINES.

2) EP AL ASEEE, A TmL Buffer A=) T{E#. 10uL ELEMEIF [6] . 10uL
RNase &7 [7] | #THE, ERSHE Tmin BEF ik E45H30s, RO HEEEET
15 mL 7 RNase BOE

3) 4°C, 10000=g B4, 10 min BL L.

o HRlHm:

1) 110" MCERREIA 1 mL Buffer A(Tx) TE#. 10uL EEEDEIF [6] . 10uL RNase
mElFE [7] |, WITES, EFk EEE 10min, EBRENE 2%, 8k 5s;

2) 4°C, 10,000 xg Br, 10 min L EEETFT L RNase BIOHEDP.

HRPB:

a) EEZ RNase WIELRBLE, REEREFED RNase I HEN;

b) /¥ PBS (BF) KFENEE, MIEMMENERE, PBS UREAIMT 4 ClE;

c) ‘MREBAREY, FORH], FribEBir HEBERE, MERETTS . TLUSHBNEERE, EFFiHE,
ERa{E RNA TRER:

d) ANERECENLERE, MERRNEELEFAERE.
2 HoPite

1) BR50uL FEREFNEOCEDHFICH Input £, MDA 50uL Loading buffer(1x), i88/E
#AKGE Smin, -25~ -18C&R{FE, BT WB =,
2) BR100puL EERERINEOCERIRCH Input 8, -25~-18°CIR{FE, BT RNAZEL.

3) *RlF EEB D I0A 100l protein A+G beads [4] | F 4°C. 10 #/min fEE KR 10min;

5-028~029-A5 7/13
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LH*EFHENE, BEE, FHk
AEREI:

a) WMF|ISFTREHTE 5 F (BERE) BT RNA 2 Input 8 EiEESDRINA 200pL Buffer E[10]
(BN 1% B-HEBZE) . UE-80CHEE. % 5 FRENFIE/NTRAERIEE, TR RER
R REEE.

b) 3)* 4P TWAOIRZELE, B protein A+G beads [4] FiFRiHTIILE, WABRHIEFRES
B—EEE.

3 EEAMAHEE
1) BY 200pL protein A+G beads [4] , I0A TmLBuffer A(1x), iBIEikZFE 5, ETFHENE,
# 5.

2) EERFE VNG, EFYATNR, WoTEERIIFEEPE 6) ;. (Buffer D EPayH
SR MEFEEEME) |

3) oA 1mL Buffer A(1x), 20uL Buffer D [5] . F 4°C. 10 #/min gk & 30min;
4) BEFHAR, £LF;

5) DA 1mL Buffer A(1x), i@iEk#F 5s, BEFHEAORE, FLF

6) O 1mL Buffer A(1x), ORSESH 243, & 500uL, SHIFRCH IPERM IgG A,
7) BETHAOR, FLE.

4 Bk SHEEEE

1) LR EHERS A TmL Buffer A(1x), IP£0A Sug 89 IP $idk, IgG AN A 5ug
B919G, F 4°C. 10 #/min FEFERAL 1~2 h;

2) RIZREKE, BEFTHEAR, HLF;

3) fEH 1mL Buffer A(1x)i@lEikE 5s, EFHENE, ELiE,

4) TERFE TR, BEFENRE, ELE.

5. IR

1) SRELSEET IP ik (IP4) 519G (IgGA) 8BRS NI 350pL Buffer A(1x) F1 400pL
AR EE, T 4°C. 10 H/min IR 2h ~ 3#&.

2) REisHE, ETHAOR FLE.

5-028~029-A5 8/13
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ARTI:
atBE RN SRINE S,
b) EZiENR A EHZL TRECEESRE 4. £8 5 NBEESSEMH T BirtVEREEH,
@ 25ug FIRSHB. 2500 FURS R DESRIMHT 4°C. 10 #/min FEEERN 1h ~ S RBE.

Q@ RNmHREHEHE-HRESY. Hf-HE DESAMTES, SE3#T 4°C. 10 $/min B RN
2h.

c) MERFEOFERIE, SHEZRE D Buffer AXINAE, EiFNAERTRINFHREREANER
Erglia)--

6 hEE

1) EHRESY (IP 4. 1gG 4) hFMA 1mL Buffer B(1x)z Buffer C(1x), 5BHEHEE 2min,
ETFHENE, ELEE,

2) EEFXEO 1) KFEI~5IK.

FRFI:

a) BNEENUBEESE—EEE;

b) MBEMH—FRELE, TTLUER Buffer C(1x)iHTH%E, EUELRFEFESNZENTE.

7. I2IER

1) BRE—RAFRN, SR 100uL BERESMERBOED, ETHILRE, £LE.

2) TOA 50pL loading buffer(1x), BSfE#KE 5 o8p, ETFHAOE, WELFE, #HTWB
fil,

8. IZHY RNA

1) AREEEHEE FAVESEY (Input AERBETERE)

M EHEHKESY (P 4. 1gG4A) hFIA 300uL Buffer E[10], Input £A0A 200uL Buffer
E [10] , i@lE 30s;

@ BEFHENE, WELE,

2) 1IdHEER DNA

@ ¥ _EFMmA DR Columns [8] iE+E:

@ 10,000xg, B 1min, WEIEH;

@ EEEPMASERN 70%EE, EHBRSEWIT3~5 1K,

5-028~029-A5 9/13
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3) A4 RNA

@ HFRE 70%ZEMERIMNAZE RC Columns [9] iEHE:

@ 10,000xg, B 30~60s, FiEH;

@ £ RC Columns [?] iE#F_EA0A 500ul Buffer F (&75kZE8) [11]
@ 10,000xg, B 30~60s, FigH;

& £ RC Columns [?] iE#F_EA0A 500ul Buffer G (E7EKZE) [12] .
@ 10,000xg, B 30~60s, FEiEH;

O EEO-@FE—IX;

= 12,000xg, BO 3 min, FiEH#;

@ BEFEBZERNAL RNase BOES, TEESTMA 30~100uL RNase free water [13]
FEHEDR

@ ZEiEFFE 3 min; 12000xg, B4 3 min, 1FYEFIR RNA RIFF-80C; SEEMES
ER, SEFEOHTEULRIES RNAFE.

FHET:
a) Input BREFETE, FTUNSHEESEH
b) REMFHIMITHRESISE RNA BUFEEE, RIERFLRET 210

c) EFIEPIRMA RNase Free Water [13] FEHIEF, S{ENosESSI AMEHERE SR, T{ERS
Y BNase Free Water [13) = RNase-Free ddH.O (BE)

d) 70%ZE0)fEH Buffer G (FKZE) [12] B,

e) BT RRENSERRRENTRE. BENMEr-YERSETFHTHRESR, MlFE, ESTYH, &3
it/

f) d3aifbn) RNA, MNEEFNE, ZBUIDAFIET 30uL 89 RNase free water, B RETE.

9. ot

1) BEEFoh

RIP LI ERFE—MRERE, TEEN 20pL #TWBEN. BNERFE. BE5HE.
WEESHIN WB ER2PHE, tTHRIBSEENTREGURMERTHAEE.

2) RNA F¥ 531

FARLECEY RNA, FHIB—IRABLIEENERIRE, tHEdEE RT-PCR (M1EEX RBP
NESEER) | FBIWFERFTOH.

5-028~029-A5 10/13
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® (PCR#iEatE

RiE 2 “oCt o E BREEEN R X ER:
A ACE :{Ct IP‘_Ct IrlpuIJ_{Ct MG_Ct IrlpuIJ: X “nPUt gﬁ E *ﬁg Ct Irlpul{EﬂEjtl:ﬁﬂﬁ Ct {EJ
N BrEE IPAFREKER IgG AR 2 45,

T TR BIRRENE

3 HBERTHE

Imput: P IgG+

hsa_circ D0AAAAA

100KD
TOKD

S5KD

A40KD

35KD
25KD

Tgh IF

HEIm:
a) WFE¥ES, BRULEREHINEESFEFSSEttEERESFIHE;
b) HF RNAREZRH, BUERELRESHEENSEX RNA FHEIHTIEES.
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SRR ESE
[ 28 E]N) BMRRAE
RNA F#1A2 BN E;
RNA 7E15%5E AV P
RT-PCREERE CT .
:;_Ld_:.,_jjt R SETHNERENTH | ERERNSRESEN;
= JFEEE

miRNA =B 8RR

R 8-2)-QFRATKILEE,

MR AR (FAEES, &

sueo o BARS, TEBWEMENED) |
IR
BEZAE T IFE IP Sk
1 - AN -
s e m%ﬁ@m#mmﬂi%ﬁmmﬁi
WB BRMEEES = = 21 WB By — 3 il E R E.
SRGHT B LRBLRNES
S EMR ST
BNEOREELHE | RN ASRHENELITER:
BORE (& Y AT BT A R AU RE A
s O AR
#% WEEERERT | o mmnn, SRR
oE
IP 0] IgG AZSEL R
/ B 5N AT
(A RN ER? e
RMEIN R EAT ) T, AEEERREEEHES
RN ? T LR S B T,
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