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SPIDER Protein-RNA Pull-Down Kit

{SPIDER RNA Pull-Down ifFI &}

#85: BRK0062

A& 4T

& FmEN

PEMCRACHEBAINMAFEEERER, HBHERLH Pulldown/IP+MS KRAKR, PIEIRICR AT AR REESS
HRENEEER. AREEAFESHE, REERARTEXZZEABERRADRREY Pup D FEBIPEBER
PafA EEBLIZDEMICERNIRFRE, RE LEBRBRZNRABANALT —HEF RV ELBIEIRICRAR
(ZEFS ZL202110069353.7), &4 Specific Pupylation as IDEntity Reporter (SPIDER), ZFATTMAFEH-
BH. KB-FH. MM F-EASHEEANRIENAR.

AEFZET SPIDER SPIEARICHRAR, NEEEEMRUATCHFEDF, MASRMER (44EE. HE/4
LEMK) & SPIDER RNAREFHRA, HESF (Bait) MIBIRER (Prey) ZEHFEANEEHEEMABIRER
MREFENRZBNENEE, BEERERUMUREYRBERFNESHHTRIEELE.

BECEMBEERN G, ZAEERRIVERENBES FETHE, EHYMEEERNERMEIVKRE, BE
EXEE, NAEBE . i, ZFaEEERTSTNRM#TER, TEERRIFEFREONTIL, EEENRE,

ZREBUES, BNREEFEHERENMLR.
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* REHRNH

Part | F 2~8°C{£7%, Part |l F-75~-80°CIZ7%, BHI 6 MH,

& FTRAR
Hor25) FmRs ZiR Mg (4T) REERH
BRK0062-1 Buffer R 30 mL 2~8°C
BRK0062-2 Urea 4x4.8 g 2~8°C
BRK0062-3 Biotin-beads 450 pL 2~8°C
Part |
BRKO0062-4 Wash buffer | 10 mL 2~8°C
BRK0062-5 Wash buffer Il 5mL 2~8°C
BRK0062-6 Wash buffer IlI 10mL 2~8°C
BRKO0062-7 Component | 4T ~75~-80°C
BRK0062-8 Component || 4T -75~-80°C
Part i
BRK0062-9 PC 20 pL -75~-80°C
BRK0062-10 5 DNA 30 pL -75~-80°C
* HExXFR
e 2 Mg
BRK0060 SPIDER Protein-Small Molecule Pull-Down Kit {SPIDER /A5>F Pull-Down ifFI &} 471
BRK0061 SPIDER Protein-DNA Pull-Down Kit {SPIDER DNA Pull-Down E#I &} 4T
BRK0062 SPIDER Protein-RNA Pull-Down Kit {SPIDER RNA Pull-Down ifFI &} 471
BRK0063 | SPIDER Protein-Membrane Protein Pull-Down Kit {SPIDER f£&H Pull-Down g% &) 4T

*
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2. OJES: XREREEWRIF,

3. BIEEE: —INTASERERE.
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¢ BRERATESNEERF

1. £MRIFICTH RNA

OFEE RNA:EYIRARIC RNA, 2T £5 1.2nmol, ZBE/IVREXN 10 uM, ZIEE RNA BKERE 50nt IR, &£
MRS RNA ZiE[ Linker RERBK, =4 2~3 1 PEG, BILEEMERTI RNA SEEEHNESR.

@I H& RNA (TJi%): 20 RiFE RNA A4 RNA (11 5mC), FEZMEMRITICIEEM RNA EAXTER RNA, 2T #5
1.2nmol, ZR/NRE N 10uM,  ZIFIER RNA BIKERE 50 nt DIREYRS RNA ZiEH) Linker ZEEEBK,
ZM2~3 1 PEG, B5 LLEMERZI RNA SEEEHNESR.

2. i/ AR

4T HEMM/ARKNBRPEDER 12mg, BWNE/INRE R Tmg/mL, RFIER: ASRAER, Cell Lysate Buffer
NEVRSBIERIEEFEERISH, W 1%NP-40, HEREM, SBREZANXAMKUREEER; BiDEIH
Rz % F AEBSF 348 AEBSF A4 B Cocktail, AEBSF =#1#| SPIDER REL,

3. HAids

Tween 20: #Z 40 pL, TI5%/K 4 NN,

¢ XRANKRERIN

#1H RNA J x
JEE1HH RNA MR J v
SPIDER v Y
518 RNA Vv x
I RNA x V
1&  RNA
I RRR v N
SPIDER v Y

iR ORAREXNREA, @ RIFXKRBNURIRSEEZENRELE  EXRAMEREETEMEM RNA 1

EfFEH, NREEM RNAREXRA, WERHIERURIEIEEZMH RNA REXREA,

& SPIDER RN{EFR

0 S| XI R (125 RNA) X RRAEEH RNA)
#R BRE #R BiRE #®R BRE
FH1H RNA 60 pL 0.1uM - - - -
X3 B8 RNA -— -— 60pL 0.1uM - -
MR 3mL 0.5 mg/mL 3mL 0.5 mg/mL 3mL 0.5mg/mL
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fit¥E RNA(TTE) 6uL/- - 6uL/- - 6uL/- -
Component | 50uL - 50uL - 50uL -
Component Il 200pL - 200uL - 200uL -
Buffer R 2.69 mL - 2.69 mL - 2.75mL -
23t 6mL - 6mL - 6mL -

& SIREFERE

1. BHE

1.1 %R

1B RNA/XSER RNA: {48 Buffer R B E 10uM,4T HFE 240 pL,

MR/ ERRBR: FOREAMET 1mg/mL, M Buffer R HBEZE 1mg/mL,4T #£F 12mL,

1.2 4N 15 mLELE, TS, BTRAIRASHREA,

1.3 AXWAZEPRRMA 3 mL BRRBR (EASEN 3mg) , 2.69 mLBufferR, 60 pLiEE RNA (TEXR
0.6 nmol) ,

1.4 ERAZSEPRRMA 3 mL BERBR (EASEN 3mg) , 2.63 mLBufferR, 60 pLIFARIE/NADF (B
£560nmol) , 60 uL 3T RNA (S 25 0.6 nmol) , & 60uL Buffer R,6uL &5 RNAGEM). FFBIRR: MH]R
HEXWHAPARRBRNTACES, ®E—H.

1.5 BIWASHRAZERNRET 4°C, EEFE, 3% (16h) .

RARR: UTSBRIRASHRARF—H, IEXASLRASHREA.

2. SPIDER

2.1 ¥ Component | ., Component IIJ&&F7kLE, BX 220 pL Buffer R AT Component |, BX 850 pL BufferR
A Component 1, & 15 min 5, BXRREREESR, I7RIZIRES

2.2 FEEAFMA 50 pL Component |, IIANSIEERS, 4°CHEEH¥E 30 min,

2.3 FEAFIMA 200 pL Component 1I, BEFETF 37°CKAHK, BB 30 min, § 10 min #THAEIRS . %5
&/R: @ Component | . Component |l BEFEAHXRER, RISETERATRE. @ Component || EBRFWMR
HIOMELRRYERBREERR, AIER, @ SPIDER FiEZERTF Component |, Component I, BufferR,
BT RERERN,

3. BiREOESE

3.1 REERNAREBRENN Urea &, ZRIEXES, BMRTEEHE, MEREL 10 min,
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3.2 @&EHA 100 plL Biotin-beads, 10 pL Tween 20, =BE&EFE 2h,
¥5l#R/~N: @ Biotin-beads, THiFH, JEEEM. @ Biotin-beads ERNEF YIRS, HEMFER 1 mLB&R:E
7N Biotin-beads, LABSLE&EE Biotin-beads HINAES,

3.3 BB=M/E, =8 500xg , KEEL 5min, EXBRLEE,

4.1 FEHBMA 1 mL I Wash buffer |, 84 Biotin-beads, H#BE 1.5 mLEP &, =BIEEE % 5 min
J&, 500 x g B 5min, XRLEE,

4.2 ZEAFMA 1 mLWash buffer |, ZiBiEiEW. 5min /&, 500 x g B 5min, XRLEE,

4.3 EEAFMA 1 mLWash buffer 11, ZEiRiEiE% 5 min /5, 500 x g B 5 min, XKRLEE.

4.4 ZEAFMA 1 mL Wash buffer 1ll, ZiBiEsiE% 5 min /&, 500 x g B 5min, XRLEE,

0 500 pL Wash buffer 1l &2 Biotin-beads, H#EF 4°C,

BAIER: OEBLUIKIEN Biotin-beads 1372, RuJ#E# % Biotin-beads Rk, @& A/E, Biotin-beads BER

POHITRIELEE S .

/A Trypsin #4TH K On-bead-digestion a2, BFEEEBEE. On-bead-digestion FiLEILEIE:
5.1 BREE

5.1.150 mM NH,HCO:&i&: REHN 3.548 mg/mL, & ddH,0 #iTE#E.

5.1.2 10 mM DTT &R(ZER 774888 SRE A 1.5425 mg/mL, {EF 50 mM NHHCO A RAHE .

5.1.3 25mM IAM BiR (R ZBLRR) SRE R 4.62mg/mL, {EF 50 mM NH,HCO;B#%, By, MEMA,

5.1.4 Trypsin B§/R (FRIGR): R BIHPPBRKEREEN 0.2 mg/mL,f#7FF-80°C,

5.1.50.1%FA:0.1% &K, EA ddH,0 BRBHEREREN 0.1%,

5.2 BIELE

5.2.1 SPIDER &2 /G, =R, 500xg B/ 5 min, A L&, @ME$MA TmL50 mM NH,HCO;, EiRIEREZER 10
min, ERHEELELE,

5.2.2 A 1mL10 mM DTT &K%, 37°CHERIES 1h . AREBEOELE.

5.2.3 filA TmL25mM  |IAM BR(REIA) BAZREEBFES 15 min . AEHFELELE.

5.2.4 A 500 pL 8950 mM NH,HCO:8 &R, ZEREEFS 15 min , BERHBLELE,

5.2.5 [@ EP E%/I0A 500 pL B9 50 mM NH,HCO:3&#, LAK 10 pL Trypsin B§R(EIER), BIRER 2ug,
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5.2.6 37°CIE BB IR (16 h),
5.2.7 MRETRE TR
5.2.8 ¥ EP & 12000xg B 5 min, B EE, BAFBEP B, HHFET 4°C,
5.2.9 @ EP EhERAMA 200 pL &9 50 mM NH,HCOSAM, =iBAEHE %% 20 min,
5.2.10 ¥ EP & 12000xg B/ 5 min, L&, S4&RIRENEERA.
5211 55°CEZRETFRE 1h, MERERETR, EXRTRUALHTTFREERE2FR.
5.2.12 FIRFHIFER DR 100 pL B 0.1%EBERIK(0.1%FA), FEFRAM EEF 5-10 min, TANBMBITIRE.
5.2.13 £ C18 Tips Bidh, WEKRAR, e+,
5.2.14 MEDMA 11 pL B 0.1%RBEK, SRIEES 10 min FRKEZNEHR., BNEL, E8RENTER.
5.2.15 B 1 L ¥ABR, £/ nanodrop, MEREERREHRTUE. BE, #&KRERE 0.1ng/uL AL,
5.2.16 BRAHERIN S5 L MARBERE, IEARBETSHIE. BRBEB/AHEFRP, ELFF.
5.2.17 METF 4°CHEEBUHNEE L#,
5.3 BRI
5.3.1 RIEMNAE: BEER ABREAE 0.1%PRE 2% 2B )EIKEAEHK, HER 18 REBEFBRENE,
E/ BBERR, BER 5%-80%3R B (85 0.1%HHKS 90%ZfE). ERABMERERAKIEREN 5000 LEEF
DEH ELRE, FENTBRR@@ R 300-1400),
5.3.2 RIEZRMIE: 1R#E Ratio . Unique peptide, SREH=TERHTILHE, —MRIAA Ratioz1.5 (th
A[425 ) . Unique peptide>1, SSHREZH(XIERE: CRAPOME) ERHEEHT 20 RIEELSREAANEEERN
EH,
6. FRi® (i)
REFZArR O RE (PC) BT EMIT4 SPIDER X#4H 7 (Component |, II) 897& M, RM5EA/EEA SDS-PAGE
BN, BIENKL 20,
6.1 BL 20 pL Buffer RAIA PC, MEFiKk L, BRRIREHEZMRE,

6.2 L 2 DM PCR &, fRCHAZRASHRA, HMTRMKXMARNAS, BS, HREBOMELFET PCR EEE.

REAREINTE:
SLIO4H XtHRZH
B
AR (L) AR (pL)
Buffer R 32 41
PC 1.5 1.5
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Component | 7.5 7.5
Componentil 9.0 -
SRR 50 50

6.3 BRMNIKRZRET 37°CIEFME, S 30 min-2h,
6.4 RMSTMEHRETF-20°CKkFE, HILEFETT SDS-PAGE @i,
BRRR: BIWEERS SPIDER RN E#MIT, HEERERNHEIT, &% Componentl, Componentil 3ZEMRTF

F-80°CkE, BURERRL; Buffer R{RETF 4°C, RAILRMT:

5 @ 4

95 —— [——
65— .

<«— Component I
50 . R -— BHR%T
38 —— [N
31 —— ..

B . < PC (R

25 —— [N 3

4—.
15 ——‘- Component |

MEFR, SLWABIENETHN, HBRFIES D Component |, Component 11 5EMHREF,

S]FF5ehk SPIDER RN,

¢ EEER

1. RETWFEEE R ERMESS DNA, ZEE/REQS RNA HEFRRSS, NRNARLERMNER DNA,
2. IRASHRAMFANNENERD, BNSHIRM—REAREE, —RIWHE4T AHE,

3. ATHNREREE, BELIRBRAT —REFERE.

4. K= R{UERFRIER!
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