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Co-IP/Pull-down in-gel Trypsin Digestion Kit (IGD)
Catalog Number: MG03

A S B BRI R S, BT RS
= KiF

1.  PPIs (Protein-Protein Interactions): £ [15i-& [ A EAEH

2. PTMs (Protein Translational Modifications): & 15 &% f5 &1 »

3. IP/Co-IP (Immunoprecipitation/Co-immunoprecipitation): %3 UTiE/ F % HLyiiE, BEEHiA (antibody)
P39 IP/Co-IP ‘& 5&/4i 3K Bait £ RIS Bait HAFMIE AR T

4. Pull-down (PD): MEARFEAMERA T HUI K 73 T4 3R/ = R E A . WA Biotin 5 streptavidin 2 )57 Z [A]
HIEESERI 7, 2N RNA-FEAE®EE (RNA pull-down). DNA-FAEZE A (DNA pull-down). /N1
YEE B (SM pull-down) ZEH 54,

5.  LC-MS (Liquid Chromatography-Mass spectrometry): W il - ik B H AR . REA A%
(Proteomics) A 78 i = 2 T He o HI T4 58 /2 BT R FIRE b B B A SRR L = 2 B RIE KT/ K
SRS AR, S R E UK 2T Rl AT

6.  IP-MS (Immunoprecipitation-Mass Spectrometry): s JiiE- s, EIF|AH IP/Co-IP $ A & 4 Bait & H
M EAEFHE A% (Protein interaction complex) J&, FF45& LC-MS ARSI & EMMEEHT A
Yk AT S e B, AL S Bait & A FEA LAEHI I EE E T (Interactors) A 7E ) & F it
PTMs (JLH 2 Bait £ H).

7. PD-MS (Pull-down-Mass Spectrometry): #id Pull-down 3 A SZHLF RNA-HAEE A (RNA pull-down)-
DNA-TAEEH (DNA pull-down). /Ny T-HAEEE (SM pull-down) 25K 54, HLEE LC-MS £A
SEPUR A 5T S R E B AT, TR R W AR R A B (B AR/ S S EA).

8. iBAQ[1,2]: IP/Co-IP F Pull-down & £E [ &L FHBIFE S, W RO BRI 2%ty (H M2 vs. XFRRZD) HF
17 LC-MS # i, WA BERAMGHEM T “ AL MEAFEEE R, MAEX R B2 &R A
SRR PRGN AR o TR L, W AlE iBAQI3 M T i % v B 1) AT AR 1 oy AR AR
FUARR T CRER IR AR/ SE S R Il SR E E ), BEaH SR, ST mEEE
f “PRIE” HAR/ASEAR.

EEREE (LD BIRAF www.imultiomics.com market@imultiomics.com
-1~



mailto:market@imultiomics.com

'j:> imuLtiomics

®  MGO3: FmiAl
Co-IP/Pull-down in-gel Trypsin Digestion Kit (IGD)
Catalog Number: MG03 PartA
Item Content Size Quantity Storage
MGO03-1 Digestion buffer 100mL 1 -20°C
MGO03-2 Trypsin (MS grade) 20pg (0.5pg/pL) 10 -80°C
Co-IP/Pull-down in-gel Trypsin Digestion Kit (IGD)
Catalog Number: MGO03 partB
Item Content Size Quantity Storage
MGO03-3 C18 desalting column 800ul (loading volume) 12 RT
MGO03-4 Waste liquid tube 2.0 mL 12 RT
MGO03-5 Peptide collection tube 1.5SmL 12 RT

= FmEn:

1. Co-IP (Co-immunoprecipitation, %% 3EyTiE) 1 Pull-down (PD) HiAR &L MHEHAT /0 T EAERT A0
SKIHAR . WA (i) AIRARHEE T 2RSS IP-MS A1 PD-MS 18 F1 5 & 44X
& B SeBlm BRI BTG SR L

B8S & Rz il REEEHN
MGO1 | IP-MS &4 & (3XFLAG tag) B R HAR R B LFQ [4]
MGO02 | SILAC-IP-MS & £ilifl& (3XFLAG tag) =R (= SILAC [5, 6]
MGO5 | SM-PD &4RKE (Biotin tag) NGy T -HE R A T LFQ [4]
MGO08 | SILAC-SM-PD & #Eik7 & (Biotin tag) NG TR AR A i SILAC [5, 6]
MGO6 | SM-PD w4RKME (Alkyne tag) NGy T -HE AR A i LFQ [4]
MGO09 | SILAC-SM-PD &&iAA& (Alkyne tag) /NGy - RV T I SILAC [5, 6]
MGO7 | SM-PD B4 & (Azide tag) NGy T B R A R LFQ [4]
MG10 | SILAC-SM-PD E#{F& (Azide tag) /NGy R AU T I SILAC [5, 6]

2. &R EIRFUESL (MS grade) ) Co-IP/Pull-down B7 & & S8 F BTAd,  WTilid SDS-PAGE HLik
TN 5 Je £t (Coomassie blue staining, %1 Imultiomics, #MGRO1), TIEIZE R/IEMBRIZ%H (H
(2 vs. XTHEAL) o FRHAECEA MGO3 WGRI&, X% IR H BT ICA trypsin B, 4% &5 5
BRBE (MS) FRRkB . 2T LC-MS SN Ro% K 8 15T R S 1) 265 5 FRE T = B2 PR 5
(iBAQ[1, 2]).

3. IEFEEABUKA trypsin BEAF T IR ARIAE: (1) Li;%%ﬁﬁ%ﬁ%’%éﬁi I EMFIET Co-
IP/Pull-down FIFEShifil & &, R—EAZER—H T (FERA AW REE LC-MS fifi i 27 £ ) 1
PE/45 £ 521); (2) Co-IP/Pull-down & 5 & F TR, il3d SDS-PAGE Hxﬁj\%, AE 0 2 AR A
AP, AHRIT LC-MS & A B & E A 2

4. MGO3: Co-IP/Pull-down in-gel Trypsin Digestion Kit (IGD) X7\ & 00E & 7% 1 Wi 72 5 Y 66 11 25 (A B BE
i, AEGHRYE (Silver staining) G AR i

5. MGO3 RN &% T 324t digestion buffer A1 trypsin (MS grade) 24, &% T 124> C18 B (C18

desalting column), FJSZHUXT 12 AN SR BREARAT i (R0 DR B 3, 1) 485 A2 o i A 3000 20 ) 1 v ol S ot
IR BEFE i o
6.  MGO3: Co-IP/Pull-down in-gel Trypsin Digestion Kit (IGD) {7 & LA F] MG R4 i &£ M & A

JRGEVE BT ARER, ) v o ) o e

WERE (R AIRAF

www.imultiomics.com market@imultiomics.com

~2 ~



mailto:market@imultiomics.com

imultiomics

3

7. MGO3: Co-IP/Pull-down in-gel Trypsin Digestion Kit (IGD) 7| & 758 1] F T2 I 7 i4 Je e 1) At 2R
B ot PR o 1 i A 3
* KPR AL RHE A

B FREETEE:

Gel band Gel pieces Gel pieces Gel picces Gel p,em
1 Destaining twice Dehydration twice Trypsin (MG03-2) digestion
Band excision (MGO3-1/Acetonitrile (1:1, v/v)) (Acetonitrile) (in 5xdiluted MGO3-1)
= (37°C, 300 rpm, 15min/destaining) (RT, 10min/dehydration) (37°C, 300 rpm, ~16 hours)

Peptide extraction

Desalting Peptide resuspension B
Vacuum dryin, Peptide quantitation MG03-3 (in 0.1% TFA/water) Vacuum drying
LC-MS U rying b] b ( ) |

200u1
(0.1% TFA/50% Acetonitrile)

(NI

l4[ﬂ

Dried peptide 300ul Dried peptide Peptide solution

Copyright@iBiR L (1) A RA T (imultiomics)

BRE&H:

EBAl7K (18.2MQ-cm@25°C) BUHBAIK R4 (WnE N8 EHKAbEARA R A, #RODI-220B1)
SDS-PAGE HLiKific#s (T UI#IS%) SFRTI

ZJE (Acetonitrile, %1 Sigma-Aldrich, #34851)

2 (Formic acid, %1 Sigma-Aldrich, #F0507)

ZH LR (Trifluoroacetic acid, 4 Sigma-Aldrich, #T6508)

A B IETHL (U0 Labeonco, #7811037 & #7310038)

e R A X (U Miulab, #MIX-308S)

HIRIR I (20 Miulab, #MTC-100)

S/ EXELHL (W1 Miulab, #mini-6K)

SN EEE 0L (>16000g, 41 BeckmanCoulter: Microfuge 20R)

Tk Bk 2 E BRI (U0 ThermoFisher Scientific, #23290). Zé 6K MIAEHRAY (ex390/em475, 40 BioTek
Synergy H1)~ %% 96 fLEGFRHR (U1 ThermoFisher Scientific, #237108)

= EERSS:

WER (B ARAFIG (RRE&EEED =T B fulnl. H o ari s
Syl g I 2 AR g 3T BT (1) A8 MGO3 k1) 6 58 R 1 5T 50 P A Uk BB B ke Bk 2+
RBRT: () IkBoER:  (3) IkBELC-MS Kill; (4) BUl Bt R (5)H 5 i il 7 55 4= A s i
AN AT R 55

—_

A A T AT e

—_ =
—_ o
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PART 1. {Ii%. BSRESHRAK

i

B 1. #L5%E EE R A IRiRAE

1. SDS-PAGE Rt AIBi (e, 155 WA A iR JR I (W B4R 150mm F BT FRIN), 52000 F 2k
FRlll. BHEREFRIMGLHT, 5500 KB AUK B T 55 B H

2. WEAIRE I DGt (Imultiomics, #MGRO1), B i R 52 B 32 FTER Atk o TR (o )35
RORJG, FEERMAK, BT EEyIEIRsk. W L8 CRKBCTT RO, 0t 1 3 2=
RORJE, RSBk el SDS-PAGE i 2 3, 5 204h/k. FYIK.

3. wiERWF R, fH SDS-PAGE Hijk A4 (AL S ER T AR I H (%50 R F 19, YIEIH
M) ZE R (RA) HEER R R B R b . [ e 4% BRI Ak, /b /38 G U R i i
KL “gfe”, FRREER & R BUNBRLG, N 1.5ml MBSO (15 55 008 H s i 5 1 250
G JG SRR IR Y, 5 U RE AT R ).

4. *Tips: (1) VIRIAHES, RUIFIGEMERT. REAZEYMER (K TFRE<IOmm M), Bl
SEUS SRR T . (2) WY H KA VE R LB, WA 2 B LR, 43 53T f5 SR e
LK1 B ARAN K BB RIR I . fi 5 AT NG SRER 00 IR B R& 9 5 HEAT I B R T s A

—. e

3
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Add destaining solution 37°C, 300rpm, 15min 37°C, 300rpm, 15min
(Second round)
—————————

(MGO3-1: Acetonitrile (1:1, v/v)) (First round)

Copyright@ii BrEHE (L) PR W (imultiomics)

B 2. & D% g AL &R AR

1. SEEE MGO3-1 (WERENHEMRT . WK MG03-1 AT{E 4°C vk R 1E~2 ), BUE R MGO3-1 5
LB (Acetonitrile, @1 Sigma-Aldrich, #34851) 1:1 V&%, HECHI B (destaining solution) (R 4% &
1.5~2.0mU/fB 2% il 45 it €470 o

2. wERNR, A IR BRI (Gel pieces) M 500~800ul FUM (i (>3 RARIAR,
R ), WERIES S, B TEERES (W0 Miulab, #MTC-100) F, 37°C, 300rpm, #& 15
o, EAEOYPRER L, FEEE. EENEASE 1R, &AM EZEHRERE, RS
PRI/ A .

3. *Tips: (1) WAGLEARIR, WG GO RE. () HmB kB, BRAIARETE e Bt th, T 4kSE 5 4k
A IR
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BRKTFIR:

Add Acetonitrile (RT, 10min) Add Acetonitrile (RT, 10min)
(First round) (Second round)

Copyright@ & BiRHE CEHfE) A7 A (imultiomics)

B 3. ALK THRiAAR
1. wERR, S BRI I 500~800ul 452 (Acetonitrile, %1 Sigma-Aldrich, #34851), it
WRIRNERS O, BTEIR 10 o8, S EREOIPER O, FEOE. BEOBMK 1R, Kk
AEARNE, iR IR T/ A,
2. KBELEBTEXEF 10~15 54, BERENLE.
M. Trypsin E&f#:

Digestion
(37°C, 300rpm, ~16 hours)

Add Trypsin (MGO03-2) solution (in Sxdiluted MGO3-1)
(RT, 10min)

B 4. B#s Trypsin B4 g iRAZ

1.  Digestion buffer Bt
FRIBAKE MGO3-1 #ifk 5 f% (Q0EL 100ud (1) MGO3-1, JIA 400ul FEEHIK), 4 BEHR SR
(Digestion buffer).
2. Trypsin solution B
M-80°C VKFEHELH MGO3-2 (Trypsin (MS grade)) B T-VK I 58205, S B OHLIRE S O,
KGR ETIE R . MG03-2 FIKFEN 0.5pg/ml. HOEE MGO3-2 M 1 i £ ) Digestion buffer 1,
{FHAE R 12.5pg/ml. ANECH] 1ml [¥) trypsin solution, JIEL 25ul [ MG03-2, FkT 975ul [
Digestion buffer H'. 3# % &MES T E ) Trypsin solution A8 A 200~400ul (F 4 A/ ),
MRAE L S RN 3, il #% 2 2 (1 Trypsin solution FFAT Bt -
3. UKL “IRAK”:
() R (=, BKTFIR BRSNS, # 2 il 1) Trypsin solution JIAARLH (100~300pl/Ff
fiye FAERHIBOR 2 PUE I Trypsin solution “ ik ” ([ERNFT ), ZECE ML 10 4340,
WIn B Trypsin solution KL 4 EBIK UL, MIFMIN Trypsin solution, B2 5647 55 ki .
) ¥ (1) A Trypsin solution [HIJEE KL E T 4°C vkAH 30 234, [R5 “WiK”.
4. JRRIEEE:
(1) 30 7r%hjE, W23 FELE, FFRIEEM Trypsin solution, ff Trypsin solution W& f7E 5 i ki
RIA] (40 Trypsin solution AN, TIEMIN).
Q) HELEE TEEIRAT, 37°C, 300rpm, WREHE~16 N (EE).
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A. BAEHEEVSHT:

WKL BB AR, ST 3 R LR B, TR B (TR AR L) 4l 78 B34 09 1.5ml

B,

2. [AE TR R BRL R NN~ A BRI FR I R B IR VR (Extraction buffer, 5% F R /KGR . E=1:2
(v/v)), 37°C, 300rpm, 15 24t

3. 15 adh)E, RmEXEOILPUER.C, W RIEHXN S 1R EERE I, BN A E 5 B AR T
Bkt R ESEOETHL (W1 Labconco, #7811037 & #7310038), T4 Jig 4 14 T i S Ik BORE

4. FIRMIRRIEZEFE, -20°C. LAPFSRIGmfRa &, ol Fo ROoRE AT B SR UK B -

—_—
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PART 2. iKERI§EhSEE

BBl :

= LER (Trifluoroacetic acid, TFA, % Sigma-Aldrich, #T6508)

ZJE (Acetonitrile, 1 Sigma-Aldrich, #34851)

0.1% TFA /KVEWR: SRR T 900ul. WIECH] Iml, WIEL 1ul TRA #fE T 999ul M4tk .
0.1%TFA/50% Acetonitrile 7K : FEFE T 300ul. NECH] 1ml, TIHL 499ul #B4E7K. 1ul TFA F1 500ul
Acetonitrile & &Rl o

IRERER SR

i) PART 1 45N T [ Ak BORE b i 300md (1 0.1% TFA /KW, FesriieimiRar, s s ol
P B O E, BETEOEE G,

T RE S BUW N BUR 10 MG03-3 (C18 desalting column) 1 MG03-4 (Waste liquid tube), 7% MG03-
3BT MGO3-4 . 1 FEM MG03-3 I 100ul ¥ 0.1%TFA/50% Acetonitrile ¥4, T, =i,
5000rpm, B0 2 4rEh.

M 2 1) MGO3-3 AN 300ul (1) 0.1% TFA AKEW, FFiE, =i, 5000rpm, 2502 53-8k,

2 MG03-4 P NIERIGHER S MG03-3 HA%. ¥ 1 PIESIKB S ME N MG03-3 1, =i, #
B 23 7%, FFEE, =i, 5000rpm, B0 2 45

A MGO3-3 A 300ul (17 0.1% TFA /KW, FFis, =i, 5000rpm, &0 2 74%h.

FE MGO3-4 ]2 JFW . ¥ MG03-3 5 MGO3-5 (Peptide collection tube) 7372135 . F i b2 MG03-
3 i 200ul ) 0.1%TFA/50% Acetonitrile, FF#, =i, 5000rpm, #0278, mASA MG03-
5 E PR D O BR RIS IR BRI (200ul), RPRTEEAT 5k BoE & .

FRERINEREE

JEAE L ThermoFisher Scientific 2 ] B % KB € &7 & (Pierce Quantitative Fluorometric Peptide
Assay, #23290) #&5HCROCHRIMEFFRIC ((ex390/em475, fill BioTek Synergy H1) 1%t 96 FLEFHR (20
ThermoFisher Scientific, #237108) Xt & £ J& Bk BOISWUHEAT & & o

(1) FRF & I BB B HE S, (Peptide Standard) i 4 FrifE-hZRFE ML, (2) BB ER MK BLRE
A 10pd BEATINE o AR BOE B EE T

S

360/40,460/40

B
16000
14000 SA . .
Peptide yields of 5 gel bands using MGO03 Kit

12000.
Loading volume of  Measured peptide ~ Calculated peptide  Leftover desalted

SERID | o) | e (6m) | Comemiem ) | pomssm )

Total peptide yield (ng)
10000

A 10 26422 26422 190 502.018
10 25.202 25202 190 478.838
10 51733 5.1733 190 982.927
10 26.308 2.6308 190 499.852
10 27566 27566 190 523754

8000

6000,

4000

W o ow

2000

-100.000 0.000 100.000 200000 300.000 400.000 500.000 600.000
<V SEIR R 1>

e ‘ AR A l 3 l R2

RS [ v=axes 262 | 686 | 0999

kBCE B e, B OETHL (10 Labeonco, #7811037 & #7310038), H &S Heks ik T 2 BIE I
[iINEZE e = gy walll

748 ] Bruker 2] () TimsTOF i R41 (4D i), FRi ek B ERER 200ng/k 5, LC-MS il
TR TR 1 /NI RE B
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