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SPIDER Protein-Small Molecule Pull-Down Kit

{SPIDER /N>F Pull-Down iXFI &}

5 : BRKO060

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.

Pro-propared
yophilized
SPIDER system '
* Biotin bead:
o - P iotin beads
o G -
B % PafA) 4 ATP \\;& h{ A ) s
Prey . SA,, 65— @) prey \Y “*{
Protein -+ — \}g g{ — }w 4 —_— A 3 SA, | €@ Prey) —P LoMSMS
Nucleic acid Pan ) 2t
Bait Pup SA,, 7 Pup® J
Small Molecule ’
. b /
Purified Protein
or Cell Lysates

HZEERRMN: INASPIDERER, ERZE
HERBPafARIENL T, BPupERICK IR M
ERIEMS FHESGNRBED L, "M
2 FACARIE R R

AENZERAFINGF. EAREANESER/EREANHERNLNR.
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* REHRNH

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

Leader in Biomolecular Solutions for Life Science

& FRAEAR
525 FmEs B & (47) REERH
BRK0060-1 Buffer R 30 mL 2~8°C
BRK0060-2 Urea 4x4.8 g 2~8°C
BRK0060-3 Biotin-beads 450 pL 2~8°C
Part |
BRK0060-4 Wash buffer | 10mL 2~8°C
BRK0060-5 Wash buffer Il 5mL 2~8°C
BRK0060-6 wash buffer 11 10 mL 2~8°C
BRK0060-7 Component | 4T ~75~-80°C
Part i BRK0060-8 Component | 4T ~75~-80°C
BRK0060-9 PC 20 pL ~75~-80°C
* HEXF&

s) B AR
BRK0060 SPIDER Protein-Small Molecule Pull-Down Kit {SPIDER /N5>F Pull-Down i#F &£} 471
BRK0061 SPIDER Protein-DNA Pull-Down Kit {SPIDER DNA Pull-Down iZFI &} 4T
BRK0062 SPIDER Protein-RNA Pull-Down Kit {SPIDER RNA Pull-Down it I &} 4T
BRK0063 | SPIDER Protein-Membrane Protein Pull-Down Kit {SPIDER & H Pull-Down iHFI &)} 471

* FRER

1. BRE: BEMAFSEEERE AN

ZE, MWK/ REEEER;

2. BHR: 8 M REFERHFEERIERRETIN;

3. BESE: —RIRERABELEERH;

5. BEEHR: —IhUTHSEIRRIE.

IRERESHRY;
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¢ BRERATESNEERF
1. EMERRENNDF/EHER
OEMEFEN/NDF/EAEA: 4T HF 2.4nmol, ENUR/IRER 10uM; £V RIFCURREE
EREELZEW/NS F/EEEE. FIRR: £YER5/NDF/EAEHZBAFTERMY Linker, BN 2~3 D
PEG, HLEEHEAXMENRERBFENRNES, AFEVEREZNELARH /NS FEREABREEML.
QMmMIENAF(EAEAELEFTHES):2T H 120nmol, BINR/NRE A 1TmM,
. W/ HRHBR

THTFHEB/ARAXBRPLERD 12mg, BWH/ANKRERN Tmg/mL, RHRTR: HERME, Cell
Lysate Buffer IAMBM A BINERIEBT FRERSH, 0 1%NP-40, HEARM, B RBEANXANY
KURBE/ER; BN N8R ER AEBSF WA AEBSF A4 89 Cocktail, AEBSF 2% SPIDER
R R,
3. Hthid

Tween 20: &2 40 pL, TT=AK 4 PR,

¢ XRANKRERIN

HmER SC4H REXNRAE S=AXNRA
EMRITZNDF v N X
FHRIENDF(ITE) x V x

INGYF

M HRR v V v
SPIDER N v )
EMRRICEH J - x
SHAEH SRR v - v
SPIDER N - V)

FRRR: O 2R REMRA, UEERSIRATANR, ARNPHRELSRE, Q@ REZRXARS
MR, AIRRURESRENEFCNDF, REAEMRRIENDF 100 5, BEBRT, EAFTHHR

ERUXFER, —BRXA=ZANR.

& SPIDER RM{EZR

LI RENRA SAXNRA
BN &R BRE YA BRE YA BRE
Biotin-bait 60 pL 0.1 uM 60 pL 0.1 uM -— —-
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JE#RiE Bait - -— 60 pL 10 uM -— -

MR 3mL 0.5 mg/mL 3mL 0.5 mg/mL 3mL 0.5 mg/mL
Component | 50 pL -— 50 pL - 50 L -
Component |l 200 pL -— 200 pL - 200 pL -
Buffer R 2.69 mL -— 2.63mL - 2.75 mL -
All 6 mL -— 6 mL -— 6 mL -

¢ SRBERE

1. TS

RELRFRBEZTFZSEZTSE. _ELRNRARERR, TEELFM 100 SEFSNADP FEATETE,
FEREEURTNED RTINS F/EEAEAEAZTEHTR,

11T NRBRAARENR

1.1.1 ¥RHE

EMERERRICNDF: ERERFEANFREE 10uM,4T £5 240pL

FEFRCNDF: ERFRERNBRE 1mM,2T £F 120pL,

M/ HRAHBER: FRERETF 1mg/mL, £ Buffer REEZE Tmg/mL,4T £& 12mL,

1.1.2 B4 15 mLBELOE, #TME, ATRAIRASHRA,

1.1.3 AIXBAZTEFKRMA 3 mL BRIER (EESE/8 3 mg) , 2.69 mL Buffer R, 60 pyL E¥REIR
/N F (BE75 0.6 nmol)

1.1.4 Y RAZTERHKRMA 3mMLARHEBER (EESEN 3mg) , 2.63 mLBufferR, 60 pL FEFRIE/N
7F (B873 60nmol) , 60 pL EMRFICNADF (BE7 0.6 nmol) . KHRR: WRASIKRAPAE
HMREMERS, BRE—H.

115 BIRASENRASERARNMETF 4°C, REWS, & (16h) ,

1.2 MRAAZTAXNE

1.2.1 Em%R.

EMEFICNDF/ERER: EAREBNHERE 10 pM, 2T HF 120 pL;

ME/AREBRR: FREARETF 1 mg/mL, EH Buffer REBEZE 1 mg/mL, 4THFE 12 mL,

1.22 B4 15 mLBELE, #TME, ATRAIRASHRA,

123 AXLWAZTEPMAIMLARRBR (EELSEN 3 mg) , 2.69 mLBufferR, 60 pL E¥ZERARIEN

PF/EAEH (S275 0.6 nmol) ,
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1.24 OXNRASEDPMAIMLABREER (EASEHN 3mg) , 2. 75 mL Buffer R, F5IER: NBAS
THWAGTHBRBREMERES, RE—H.
1.2.5 REIWASHRASERNHET 4°C, REHES, 3® (16h) . FERR: UTLSRILWHASRARE—

¥, IRRAXIRASHREA.

2.1 ¥ Component |, Component & Fik L, B 220 pL Buffer R il A Component | , BX 850 pL Buffer R
A Component II, #& 15 min f5, BRRREHESA, V12RZLES.

2.2 Z2ESBMA 50 pL Component |, JIANSIMENEEIRS, 4°CieiiES 30 min,

2.3 EESBIMA 200 pL Component I, SEABEF 37°CKAR, S 30 min, 8 10 min #THERES . 455
J&7x: @ Component | . Component Il BEFERHAXER, RIFETEMSIRE. @ Component || ERFNR
HIAMEZRYEREERR, A IER, @ SPIDER FiEZE{RT?E Component | . Component I, BufferR,

BTFE&RERN.

3.1 BEERNAREBENMN Urea B, ZRERRES, ENRTLBH, MENEL 10 min,

3.2 A ENMA 100 pL Biotin-beads, 10 pL Tween 20, =2HEHEE 2 h,

#5732~ @ Biotin-beads, THiE, TTEEER. @ Biotin-beads ERNBESZXAES, HEMEH 1 mLBKR:S
¥ Biotin-beads, LAB5IEEFE Biotin-beads iFMAE S,

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

4.1 EEH3HIAN 1 mL &Y Wash buffer |, 84 Biotin-beads, H#%Z%E 1.5 mLEP &b, =2HEENE 5 min

m

500 x g B/ 5 min, XK LEE,

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

4.3 FEABMA 1 mL Wash buffer I, ZiRIEHEM. 5minf5, 500 x g B 5min, ERLEE.

4.4 EEAFMA 1 mL Wash buffer 1ll, EiRiEiENE 5 min /&, 500 x g Bl 5 min, XRLEE,

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

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

RFTRIELES .
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{# M Trypsin #1T#7K On-bead-digestion RiEFI4IE, BFEEEHEE. On-bead-digestion RIZRTLNIE:
5.1 BREE
5.1.150 mM NH,HCO:&i&: REHN 3.548 mg/mL, {EF ddH,0 #HITERRE.
5.1.210 mM DTT B R(ZF 7 ¥EES) SRE N 1.5425 mg/mL, {EF 50 mM NH,HCOSERAMR .
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 B8R (RIER): R BIHPPBEREEZ 0.2 mg/mL,iEFETF-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, iR, 500xg B\ 5 min, X LF, BMEDMA TmL50 mM NH,HCO;, Z=IRAEHEEHR 10
min, ARHEBLELS.
5.2.2 AN 1mL10 mM DTT &89, 37°Cie# s 1h . AEHEELELE,
5.2.3 A 1TmL25mM  IAM AR (MECHA), BN ERIERBES 15 min ., ARHEBLELE.
5.2.4 N 500 pL By 50 mM NHHCO;/8R, ERIEEMES 15 min . BREBLELE.
5.2.5 @ EP A0 500 pL 89 50 mM NH,HCOSA &, LA 10 pL Trypsin B8R (FRIELR), BNZEA 2ug.
5.2.6 37°ClEFBEER(16 h),
5.2.7 MAESHER TR,
5.2.8 ¥ EP & 12000xg B:& 5 min, B EE, BAMMEP B, HEFT 4°C,
5.2.9 [@ EP EHERAIA 200 pL #9 50 mM NH,HCOSBK, =IRAEEE R 20 min,
5.2.10 ¥ EP & 12000xg B/ 5 min, B L&, S&RBEHNLEBRA.
5.2.1155°C EZ g T/& 1h, UBREFRLTE, EXRTEREVSEHTTREER2TE,
5.2.12 FIRFHHERZPHRM 100 pL B9 0.1%EBERIK(0.1%FA), FEF RSN LEEF 5-10 min, EHEMIUE.
5.2.13 £/ Q18 Tips fith, WEMERBR, kT,
5.2.14 EEDMA 11 pL 89 0.1%EBEIK, SRIEES 10 min FEERERABHE. BRHBEL, FEREATER.
5.2.15 B 1 pL #AB®K, EH nanodrop, NHERNELREHRTUE, BE, #MKEE 0.1Tng/uL BLE,
5.2.16 BRRHERW 5 L MARBERD, TRAEBEZSHASE. BRBESHEANEERP, SEEF.
5.2.17 BT 4°CHEEBUHNEE L,
5.3 FRIEain

5.3.1 FRIERNTTE: BAERABRRES 0.1%BRE 2%ZB)BREBH%, HER 18 RESETERESS,
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EF BB, BER 5%-80%3R B (85 0.1%HBKS 90%ZfE). ERABMERERAKIEREN 5000 LEEF
NEH ESEE, FRNTERRE R 300-1400),
5.3.2 RIZLEEMIE: B Ratio . Unique peptide, FREA=MEImHTLS L, —M&RIAHN Ratio=1.5 (1
[42% ) . Unique peptide>1. SSREH(HIERE: CRAPOME) EMHEEZHT 20% M RIEENSREOANEEZEN
EH=
6. FEIE (3&fK)
AEFIZFR A SRR (PC) T E T4 SPIDER X845 (Component |, 1) BI5EM, RESEMEEM SDS-PAGE
BN, BIENKL 20,
6.1 BL 20 pL Buffer RN PC, MEFiKL, BRRREEZH,

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

REERIMNTER:
S| XJERH
B
R (pL) R (uL)

Buffer R 32 41
PC 1.5 1.5
Component | 7.5 7.5
Componentll 9.0 -

BER 50 50

6.3 BREARET 37°CE %4, 5 30 min-2h,
6.4 RESTMEHRETF-20°CkFE, HILAHETT SDS-PAGE @i,
BRRR: BIUERES SPIDER RN EN#MIT, HEERERNHIT, &% Componentl, Componentil ZEMRTE

F-80°CkfE, BARERRL; Buffer R{RETF 4°C, RAILRMT:
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5 x© @

95 —— .
65 —— -

<«— Component |l
>0 4 - BiEE
38 —— -
31— [

B B < PC (RRAZ)

25 — [N

4_
15 — . ——-— Component |

MEFR, YXRAHPENETE, HEHFIEDF Component |, Component | 5EHIREF,

A F 52k SPIDER R,

¢ EEER
1. TRASHRAFFRANEERD, BUBHIRBM—REARES, —RIWEE 4T HHE,
2. ATHENREEE, BFIRBAG—IEFERE.

3. AF@RER AR

¢ FEREr

Q: WfIBEEARSEHEREE?

O EEERRSE, BENEREVRUND FRIINEMERD linker EERANFFRMETIN,

R T LEE RS E, FMEBEFREVETICHAFRFESTENERD, JUMRARSEFZEALRN
HEMEMEZR,

@ MREFRENSF, HIFRCNADFIOKBEREETRZEXNRER (>10 uM) , NHEEFE
BEEMR.

@ MTFSIANEMERY Linker FIFRNIFFRMEESNELCHRHNTE, TERTAXER.
Q2: BEZHEMNERENEREAEHARENL?

BT PafA E&ENEE, BMEOTERGUIRNBSRT SEBRAIR.
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