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Co-Immunoprecipitation SEZIHR &

1. SEIREEM
E/ "% LRSS
BRI Rayto RT-6100
Tt B A Servicebio Kz-11
& A E AR O DRAGONLAB D3024R
HEEEOHL Servicebio D1008E
TRIETR A 78 Servicebio MX-F
AR A Servicebio MS-PB
it €L P2 R Servicebio TSY-B
T H HIKAX Servicebio BV-2
BRI Servicebio BT-2
I [ Servicebio WGA0017
I % FALAT Servicebio WGA0016
FIIA B Servicebio WGJIP0001
HIVKHL SIMAG SPR80
Ol Servicebio WGXYQ0004
K o b A Adobe Adobe PhotoShop
IR PE 53 T ik A Alpha Innotech alphaEaseFC
2. EESEKIEH
B K e
IP 2 Servicebio G2038-100ML
H A A/G-beads Millipore IP05
50*cocktail Servicebio G2006
PMSF (100mM) Servicebio G2008
Rt IR A i 1 g A0 1) 71 Servicebio G2007
BCA 1€ &k ilak7m) & Servicebio G2026
5*/2% 8 H FREZ R Servicebio G2013/G2031
SDS-PAGE ## iz il %% 1771 & Servicebio G2003
£ H Marker Servicebio 26617
PVDF Ji 0.45um Servicebio G6015-0.45
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it A5 Wk Servicebio G5002-100G
TWEEN 20 Servicebio WGT8220
ECL Servicebio G2014
5 08 52T Servicebio G2019
HRP Fric il £dife Servicebio GB23303
HRP #ric il Servicebio GB23404
HRP #ic L 5 B Servicebio GB23301
HRP #ic L FEHUR R Servicebio GB23302
R 2% R Servicebio G2017
LYK 22 R Servicebio G2018
TBS ZZil Servicebio G0001

3. COIP LR E

(1) A FHRE

L1 ks ss OWEEANAR: 100mm 4 i35 57 M Hh B0 2 40 K 80 96 -90 %6 B2 4 g 35 77 i o
YA 2-5%107 4, ByRdiff: O EMIE, 4IHIER] 2-5%107 )

1.2 I & Fiv8 1) 1P 40 2L B AR E5 IR I (TP 24 H I SR g IR, 4'CL
fEAM 10min, JARIAFERES S RET, SRR AR RS 2 1.5ml B0, 4REiiK
%% 20min;

1.3 12000rpm. 4°CEC> 10min, K EIEF GBI 1.5ml S.08 1, UK EEHE, A5 KA BCA %
D58 B TR

1.4 HBUbE HEWAS G T input S48, B WB ASIIHEE .

(2) ALHFEHRRK

2.1 HEUPH A PBS ek 2-3 Ik, ZERRILIG, BIRB/NRETARKE S, A 10 FHHR
PRFA TP 2 (ST AR B I ON R IR0 HLES S . WR R ER SR
WSE, AICAE R 1% 1P 2RI AR

22 WAIRMERE 1.5ml EOEY, UK E2E 30min;

23 12000rpm, 4°C, B0 10min, Y8 B3, 5K BCA VENE R FHREE;

2.4 Hubs FIERASES T input 5256, BP WB RSIEEE 4.

(3) SBIES TR
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3.1 FRATEX R (1gG) A& A EiEm A InA 1.0ug IgG (55 1P SZE6FF-UUie RITAFR @ kI
[F] P38 1gG) 1 20uL protein A/G Bh¥- ((FH AT /MRS, SEBZH A BN 20uL protein
A/G BT, ACREE 1h;
3.2 2000g, 4°C, E5.L» Smin, B Fi;
3.4 A 1-10uL (0.2-2ug) Hifk, K5 4 CHEIIR;
3.5 B 80pL protein A/G-Ek T~ (EFHRTA /MRS , HITFHEREHS], 4CHHA 2h;
3.6 4C, 2000g, 50> Smin, /NCRE B, FEREAERBKER T, IEERETTER 59
3.7 MU E A Tml T4 1P A I I FMHIFRD Bk 4 Ik, &k 4°C, 2000g,
B Smin, BEHATEGRNOFE LIS
3.8 ‘eI )E, RATRERIR 2 BB, SR)E, M 80uL DGR JRAY FRAEZMIR, Tk 3
10min, 4°C, 1000g, 5> Smin B,

2. IB &M
4.1 HU10pL BIEFEMH T WB Rl
42 ZERSHTEN EXCLE F£k%
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Co- Immunoprecipitation protocol

1. Experiment instruments

Name Company Model number
Microplate Reader Rayto RT-6100
Homogenizer Servicebio KZ-11
Centrifuge DRAGONLAB D3024R
Mini Centrifuge Servicebio DI100SE
Vortex mixer Servicebio MX-F
Magnetic stirrers Servicebio MS-PB
Decolorizing shaker Servicebio TSY-B
Vertical Electrophoresis Apparatus  Servicebio BV-2
Transfer Electrophoresis Apparatus  Servicebio BT-2
Camera obscura Servicebio WGAO0017
Darkroom lamp Servicebio WGAO0016
Photographic film Servicebio WGJP0001
Ice Maker SIMAG SPR80
Sealer Servicebio WGXYQ0004
Scanister EPSON V370
Image-analysis software Adobe Adobe PhotoShop
Gray analysis software Alpha Innotech alphaEaseFC
2. Reagents
Reagents Company Catlog
IP Lysis Buffer Servicebio G2038-100ML
Protein A/G-beads Millipore IPOS
50*cocktail Servicebio G2006
PMSF (100mM) Servicebio G2008
Phosphatase Inhibitor Servicebio G2007
BCA protein quantitative detection kit Servicebio G2026
5*/2*loading buffer Servicebio G2013/G2031
SDS-PAGE kits Servicebio G2003
Protein Marker Servicebio 26617
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PVDF membrane 0.45um Servicebio G6015-0.45
Milk Servicebio G5002-100G
TWEEN 20 Servicebio WGT8220
ECL Servicebio G2014
Developer and fixer Servicebio G2019
PeroXidase-conjugated Goat Anti-Rabbit IgG(H+L) Servicebio GB23303
PeroXidase-conjugated Donkey Anti-Goat IgG(H+L)  Servicebio GB23404
PeroXidase-conjugated Goat Anti-Mouse IgG(H+L) Servicebio GB23301
PeroXidase-conjugated Goat Anti-Rat IgG(H+L) Servicebio GB23302
Transfer buffer Servicebio G2017
Electrophoretic Buffer Servicebio G2018

TBS buffer solution Servicebio G0001

3. Protocol For ColP

(1) Cell protein extraction
1.1 Cell culture (Adherent cells: The cells should be about 80% - 90% confluent in a 100 mm cell
culture dish,or the number of cells in the culture bottle was2-5x107 .Suspension cells: Centrifuge
to collect cells (2-5x107)
1.2 Add enough cold IP buffer (Protease and phosphatase inhibitors should be added before use).
Maintain constant agitation for 10 min in ice bath, use pipette to mix it up. Then gently transfer
the cell suspension into a 1.5ml microcentrifuge tube. Continue splitting for 20 min in ice bath.
1.3 Centrifuge at 12,000 rpm, 4°C for 10 min. Gently remove the tubes from the centrifuge and place on
ice, aspirate the supernatant and place in a fresh tube kept on ice; then determination with the BCA kit
1.4 Denature some lysis solution for Input

(2) Tissue protein extraction
2.1 Wash the sample with cold PBS for twice or three times, then homogenize with an electric
homogenizer. Volumes of lysis buffer must be determined in relation to the amount of tissue
present.
2.2 Gently transfer the cell suspension into a 1.5ml microcentrifuge tube.Maintain constant
agitation for 30 min in ice bath, use pipette to mix it up.
2.3 Centrifuge at 12,000 rpm ,4°C for 10 min. Gently remove the tubes from the centrifuge and
place on ice, aspirate the supernatant and place in a fresh tube kept on ice; Use BCA method to
determine protein concentration.
2.4 Denature some lysis solution for Input.

(3) Protocol for ColP
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3.1 Add 1.0pg IgG and 20uL Protein A/G PLUS-agarose to the IgG group.Add 20ul Protein A/G
PLUS-agarose to the experimental group. Shaken at4 C for 1 h..

3.2 Centrifuge at 2000g ,4°C for 5 min. Gently remove the tubes from the centrifuge and place on ice,
aspirate the supernatant .

3.3 Incubate 1-10pL (0.2-2ug) antibody coupled beads in 250 pl cell lysis supernatants, rotate overnight
at4 °C

3.4 Mix the lysates with 80 pl Protein A/G PLUS-agarose rotating at 4 °C for 2 h.

3.5 Centrifuge at 2000g, 4°C for 5 min. gently remove the supernatant.

3.6 Wash the immunoprecipitation complex with 1 ml of precooled IP lysate (without any inhibitors) for 4
times. Centrifuge at 2000g ,4°C for 10 min , and the supernatant should be carefully discarded each time.
3.7 After the last washing ,discard the supernatant as much as possible, then add 80 puL 1 xreduced
loading buffer, boil for 10 min in boiling water. Centrifuge at 1000 g, 4 °C, for 5 min. then aspirate
the supernatant.

4. Detection

4.1 Separate the protein sample by SDS-PAGE (5-15%) and analyze by western blot.

4.2 The results were analyzed in the form of Excel.
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