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SPIDER Protein-DNA Pull-Down Kit

{SPIDER DNA Pull-Down iXFI &}

= : BRK0O061

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) RESHG
BRKO0061-1 Buffer R 30 mL 2~8°C
BRK0061-2 Urea 4x4.8 g 2~8°C
BRK0061-3 Biotin-beads 450 pL 2~8°C
Part |
BRKO061-4 Wash buffer | 10 mL 2~8°C
BRKO0061-5 Wash buffer Il 5mL 2~8°C
BRKO0061-6 Wash buffer 1lI 10mL 2~8°C
BRKO0061-7 Component | 4T ~75~-80°C
BRK0061-8 Component || 4T -75~-80°C
Part Il
BRK0061-9 PC 20 pL -75~-80°C
BRKO061-10 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. £ RMRICH DNA

OIE1E DNAEMZRIRIE DNA,2T #£5F 1.2nmol, ZBINZR/IVRER 10 pM, ZIEE DNA BKETE 50nt AR, &
MRS DNA Z[EH Linker RERBK, =D 2~3 1 PEG, BILLEYZRZI DNA SEEEERNES.

@38 DNA (TT3E): N RiFEE DNA H{EM DNA (1 5mC), FEREEYRIFICIEEM DNA fEAXTE DNA, 2T 5
1.2nmol, ZR/NRE R 10uM,  ZIFIER DNA BIKEF 50 nt IREHERS DNA Z[EH Linker FREBK,
ZM2~3 1 PEG, B5 LLEMERZI DNA EEEEBNES.

2. M/ HEARBRR

AT HFHAM/BRARBBRPLSERD 12mg, BWE/NKRERN Tmg/mL, R3RR~: BERMEE, Cell
Lysate Buffer I BB N B NEREBFERXTH, W 1%NP-40, HEHEN, B REEANXAN
SUREEIER; B GIF 8% EH AEBSF 8% B AEBSF A4 19 Cocktail, AEBSF £#1#l SPIDER
R R,

3. HitbiF

Tween 20: 2 40 pL, TT=RK 4 PRM.

¢ XRANKRERIN

Eizby S| XFRE
518 DNA J x
JE1E4 DNA MR RBRR Vv v
SPIDER v v
B1HDNA Vv x
XJ BBDNA x J
{EHDNA
HIRER v v
SPIDER v v

FRRR: OBFRENREA, @ REIRANURIRFUEERTRALE EXRARERETEPE

h DNA WEFZEH, WREEH DNAREXRA; WEFHERNRIEIEEM DNA REXRA,

& SPIDER RM{EZR

. S0 %% B 4 ({245 DNA) 53 F4 (JE4E %5 DNA)
' *R R R R *R R
%18 DNA 60 L 0.1uM - - _ _
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B2 DNA - -— 60pL 0.1pM - -

A AR 3mL 0.5 mg/mL 3mL 0.5 mg/mL 3mL 0.5mg/mL
it ¥& DNA(TT %) 6uL/- - 6uL/- - 6uL/- -
Component | 50uL - 50uL - 50uL -
Component Il 200pL - 200pL - 200pL -
Buffer R 2.69 mL - 2.69 mL - 2.75mL -
It 6mL - 6mL - 6mL -

& SREFRE

1. TS

1.1 HmBR

545 DNA/XTBB DNA: {EH Buffer R B ZE 10uM,4T &£ 240 pL,

W/ BREBR: FORERAET 1mg/mL, {£ A Buffer REREZE 1mg/mL,4T H£F 12mL,

1.2 4N I5mLBLE, #iTHRE, BATEXOXIRASHRA,

1.3 BXBAFTEPHEKRMA I MLARRBE (ERLEN 3mg) , 2.69 mL Buffer R, 60 pL i#4E DNA
(8 £7% 0.6 nmol) ,

1.4 BXRAZSEPHERMA 3L ARRBER (EALEHN 3mg) , 2.63 mLBufferR, 60 pL FFHRITNG
F (B8R 60nmol) , 60 pLXfEB DNA (S 25 0.6 nmol) , & 60puL Buffer R,6pL ¥ DNAGEH).
RERR: YRASIKAPAREBRUMEES, RE—H.

1.5 BERASHRAZERTRET 4°C, KEHS, I® (16h) ,

BARR: UTHSRIRASHRARF—K, IRRXALRASHREA.

2. SPIDER

2.1 ¥ Component |, Component & Fik L, B 220 pL Buffer R il A Component | , BX 850 pL Buffer R
A Component 1, & 15 min 5, BXRREEESR, I7RIZIRES

2.2 ZEESBMA 50 pL Component |, JIANSIMENEEIRS, 4°CietES 30 min,

2.3 EEHBIMA 200 pL Component I, SEABETF 37°CKA%, S 30 min, 8 10 min #THERES . 455
#&/R: @ Component | . Component Il FEEAHXRER, RIFEEMAIEE. @ Component 1| ERFEWR
HIAMEZRYEREERR, A% IER, @ SPIDER FiEZERTE Component | . Component I, BufferR,
AT RERERN,

3. BREAES
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3.1 BEERNAREBEXNN Urea &, ERIERES, EMARTLBME, FAREEL 10 min,
3.2 MEENMA 100 pL Biotin-beads, 10 pL Tween 20, =B EERE 2h,
AR~ : @ Biotin-beads, EFiFM%, DJHEEM. @ Biotin-beads EAKIESXES, HEMER 1 mL B&R:S
¥ Biotin-beads, LARFLE&E Biotin-beads JRMAYA,

3 BBERME, =8 500xg , KFEEL5min, EBRLE,

4.1 EEABIMA 1 mL# Wash buffer |, ;84 Biotin-beads, H#BZE 1.5 mLEP &, =iEhEkE% 5 min
&, 500 x g B 5 min, XKREB.

4.2 FEAFMA 1 mLWwash buffer |, ZiBiEE% 5min/g, 500 x g B4 5min, EXREE.

4.3 ZEEABMA 1 mLWwash buffer 1, EiBiEdEE% 5 min /5, 500 x g B 5min, XRLEE,

4.4 ZFEABMA 1 mL Wash buffer 1Il, ZRIEHEME 5minf5, 500 x g B 5min, EBRLEE,

#0500 pL Wash buffer 11l E& Biotin-beads, E#&T 4°C,

KERR: ORBLIRETE Biotin-beads 1972, Rul#EE % Biotin-beads #ik, @iE %M /G, Biotin-beads IR

POHITRIELEE S .

&/ Trypsin #{T# K On-bead-digestion RERIZIE, BFEEEHEE. On-bead-digestion RIZRILIE:
5.1 BREE

5.1.150 mM NH,HCO:&i&: REHN 3.548 mg/mL, {EF ddH,0 #ITERE.

5.1.2 10 mM DTT {&8/R(ZHR 79882 ) SRE R 1.5425 mg/mL, {EH 50 mM NH,HCOA KB,

5.1.3 25mM IAM &R (B Z BERR) SRE N 4.62mg/mL, {EF 50 mM NH,HCO A8, &, MEIA,

5.1.4 Trypsin BSR(RIZ4R): R RIFABIEEREE S 0.2 mg/mL,iEFEF-80°C,

5.1.50.1%FA:0.1% &K, /A ddH,0 BEHBRHFBREREN 0.1%.

5.2 #EL R

5.2.1 SPIDER F=A/E, =g, 500xg B 5 min, X LF, BMEDMA TmL50 mM NH,HCO;, Z=IRAEHEEHR 10
min, BRHEBLELE,

5.2.2 AN 1mL10 mM DTT &89, 37°Cie# s 1h . AEHELELE,

5.2.3 A TmL25mM  IAM AR (FLECHLA) BN ZEREEFS 15 min . BRH#BLELE.

5.2.4 A 500 pL 89 50 mM NH,HCOS8R, EREENE 15 min , AR#HELELE.
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5.2.5 [a) EP &P 500 pL & 50 mM NH,HCO38 &, AR 10 L Trypsin BSi&(RiGR) BIS 24 2pg,
5.2.6 37°Cie & EIR(16 h),
5.2.7 TRETRE TR
5.2.8 ¥ EP & 12000xg B 5 min, B EE, BAFBEP B, HHFET 4°C,
5.2.9 [6 EP &P EXRMA 200 pL B9 50 mM NHHCOsEM, =IBEER % 20 min,
5.2.10 ¥ EP & 12000xg B/ 5 min, BLEiE, S&RIRENLEERE.
5211 55°CEZEH,T/E 1h, MEREZEEBRETER, ERTRUAEHTTREERE TR,
5.2.12 FIRFHIFER DR 100 pL B 0.1%EBERIK(0.1%FA), FEFRAM EEF 5-10 min, TNBMBITRE.
5.2.13 {3 C18 Tips Bk, WEKRAR, ET.
5.2.14 @E$MA 11 pL 89 0.1%FEK, RIEES 10 min EE/REBERABH. BENBL, EERERTFER.
5.2.15 B 1 L ¥ABR, £/ nanodrop, MEREERREHRTUE. BE, #&KRERE 0.1ng/uL AL,
5.2.16 BRAHERIN 5 L MARBERE, TRAZBETSHSE. BRBEBRAEFRDP, = EFF.
5.2.17 METF 4°CE EHEBUH U L#,
5.3 BRI
5.3.1 FiEeilGE: BAERABREE 0I%PRE 2% ZBE)EREAR, HER 18 REBIEFERENSE,
£ BEE, BEN 5%-80%3ERK B (88 0.1%PBKE 00%ZE). FRSHIERSZAKEEN 5000 L LEEF
DEH  ELRE, FENTBRR@@ R 300-1400),
5.3.2 RIZLEREMIE: B Ratio . Unique peptide, FREA=MEImHTLS L, —M&RIAHN Ratio=1.5 (1
425 ) . Unique peptide>1. SSHREBH(XIERE: CRAPOME) ERHEHT 20%HRIEENSREAANEEZERY
EH,
6. RiE (&)
AiLFIZ i8R (PC) A FEMIT(4 SPIDER X5 (Component |, II) B95EM, RSSA/EER SDS-PAGE
BN, BIENKL 20,
6.1 BX 20 pL Buffer RAIA PC, REFIK L, BERRREEAMRE,

6.2 L 2 DM PCR &, MRICHZRASHRA, BTRMXMARNAS, BS, HREBMEXFET PR EKEB,

REERNTE:
SLIO4H X ERZH
‘2w
KRR (uL) R (uL)
Buffer R 32 41
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PC 1.5 1.5
Component | 7.5 7.5
Componentll 9.0 -

BER 50 50

6.3 BRNERETF 37°CEHMAE,

5 30 min-2h,

6.4 RMSER/EFREFETF-20°Ck#E, ILBN#TT SDS-PAGE 4,

KRR BIWERES SPIDER RN B #1T, HRERERNETT, % Componentl,

F-80°CikEE, BN REFFL; Buffer RIEETF 4°C, ~HIZERMNT:
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<«— Component I
-— BiKRT

—— <— PC (RRM)

-!-4— Component |

Componentll 3ZEMR%F

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

¢ EEER

S]FF5ehk SPIDER RN,

1. RELWFEIEE R ERMNESE DNA, ZEE/RERQS DNA HEEARES, NWRNARILTFRMER DNA,

2. IRASHRAMFANNENER, BNSHIRH—RBEAREE, —RIWHE4T AHE,

3. ATHENREEER, BFIRBAG—IEFERE.

4. K= R{UERFRIER!
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