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SDS-PAGE —% L =5 45,

B % BE

A bR A Rayto RT-6100
B A EEA R E O DRAGONLAB D3024R
B B Wanwu D100SE
W TETR A 48 Wanwu MX-F
AR e Wanwu MS-PB
i EL P2 R Wanwu TSY-B
T B H KX Wanwu BV-2

T BEAX Wanwu KZ-II

2. FEESIAH

R K L)

RIPA Z4if i Wanwu G2002
50*cooktail Wanwu G2006
PMSF (100mM) Wanwu G2008

TR 0 B T A 1) 71 Wanwu G2007
BCA & 7€ &k 7 & Wanwu G2026
S*E IR R RS MR Wanwu G2013
SDS-PAGE ¥ fic il & il 71l £ Wanwu G2003

7% 19 Marker Wanwu 26617

FLUK 22 M Wanwu G2018

% L i 5 W Y Wanwu G2021-250ML
2% ) Wy B £ T Wanwu G2022-250ML
3. TRIPRE

(1) HREEHER

1.1 X-F&F4Md: 2000rpm, 4°C, 5min, EOWEEMMRYTE, & 10040200 250 uL A2
A7 RIPA 2R (FEAEFRTEC T B NN T EEHIAD , R . WA R ZER S &N
WREE, WIE 2D R &

1.2 X-F L EE40 A
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1.2.1 1 PBS Medliff 2-3 K, e —kiGvEsE, 4 PBS, MR R &N T4k H
A

122 IINIE SRR RIPA AR (8 FH T B IR VB 7)) T35/
BN 3-5mine SR SR SEAEEFRARM, AR 4t P 70 40 Bl

123 HAME JIRARE T, 2 1.5ml BOE T,

1.3 VK 2% 30min, SR B HAS S ERAT, W ORA0 ML 58 2 2% .

1.4 12000rpm,4°C, B> 10min, Y B3, BINEE AEWR.

(2) ALRBEBERN:

2.1 A TA T PBS BE% 2-3 IR, ERRILTS, BIM/NRE TARE S, A 124
3mm PISIIRER, NN 10 R 2H SLARFR M LA (1 A AT &8 i N2 B 510D
WESKBEFHTARK: MREFEREEOKRE, 7] LLIE D 2R

2.2 BB AR B, TRCE UK F 2R 30min, FERS Smin fE 3 — IR IRH 58
B33

2.3 12000rpm, 4°C, &> 10min, UE B3, RUONEEABER. -

(3) SDS-PAGE Hiik

3.1 THVEBEER

32 #iliRE Lk

3.3 B BIEBON S EIIONRI RS 5, R, PRI

3.4 FESCEG T EEHI 4 B, I\ TEMED Ja s EPRRS) BRI AT #Efi . K20 45min f& TR ik
BRI R R K AR R KR T s

5y B IREC L

%l 8% 10% 12% 15% 18% 20%

H,O mL 4.63 4 33 23 1.3 0.63

30% AJAEERE (29: 1) mL | 2.67 33 4 5 6 6.67

1.5M TRIS—HCI(PH 8.8)

. 25 25 25 25 25 25

10% SDS mL 0.1 0.1 0.1 0.1 0.1 0.1

AP mL 0.1 0.1 0.1 0.1 0.1 0.1

TEMED pL Sp SpL Sul SpuL SpuL SpuL

SR mL 10mL
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il 5%IRAa IR TC EL
H,O mL 2
30% AMREENZ (29: 1) mL 0.5
IM  TRIS—Hcl(PH 6.8) mL 0.5
10%SDS pL 40
AP uL 30
TEMED pL 4uL
BAAFH mL 3mL

3.5 FERITH 7 VER 5% MR AR, I\ TEMED J& 7RI R 50 BI AT VE A o K 38 4% 2 ) VB 3l vk 4
JRAR W -l N i ke o

3.6 MRS EIKIE BRI, RSN BIKILE, Bk WA R 75V, B H
120V, FLUK 2 IR i B B AR B8 A K 2T Tem B R R] 28 1B k.

4) ZELHREREREEERDE

4.1 BBENBIS I IS B e 5 70°CHF A Smin, B THEK Y 90min;

4.2 #47% DH Ge O RIS FTE K B, IO e i, BT (P8R B
(8

4.3 EMEMERE, FEKDEE RS X H & AT R

5)~ R EMHT (W Excel K5 HrRA%)
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SDS-PAGE- coomassie blue staining

1. Experiment instruments

name company Model number
Microplate Reader Rayto RT-6100
Centrifuge DRAGONLAB D3024R

Mini centrifuge Wanwu DI008E

Vortex mixer Wanwu MX-F
Magnetic stirrers Wanwu MS-PB
Decolorizing shaker Wanwu TSY-B

Vertical electrophoresis apparatus Wanwu BV-2
Homogenizer Wanwu KZ-1I

2. Reagents

Reagents Company Catlog

RIPA buffer Wanwu G2002

50* cooktail Wanwu G2006

PMSF (100mM) Wanwu G2008
Phosphatase inhibitor Wanwu G2007

BCA protein quantitative detection kit Wanwu G2026
5*loading buffer Wanwu G2013
SDS-PAGE kits Wanwu G2003

Protein Marker Thermo 26617
Electrophoretic buffer (Wanwu Fermentas ) G2018
Coomassie brilliant blue dye Wanwu G2021-250ML
Decolorizing solution of Coomassie Wanwu G2022-250ML
Brilliant blue

3. coomassie blue staining protocol

(1)  Sample Preparation (Total protein)
1.1 For suspension cells: Centrifuge at 2000rpm, 4°C for 5 min to collect cells, add RIPA buffer.
(250uL RIPA buffer/10"6 cells (Protease and phosphatase inhibitors should be added before use) .
If you wish to increase protein concentration, then add less lysis buffer.

1.2 For adherent cells
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1.2.1 Place the cell culture dish on ice and wash the cells three times with ice-cold PBS.
1.2.2 Aspirate the PBS, then add ice-cold RIPA buffer (Protease and phosphatase inhibitors
should be added before use).
1.2.3 Scrape adherent cells off the dish , then gently transfer the cell suspension into a 1.5mL
microcentrifuge tube.
1.3 Maintain constant agitation for 30 min on ice bath, use pipette to mix it up.
1.4 Centrifuge at 12,000 rpm , 4°C for 10 min. Gently remove the tubes from the centrifuge and
place on ice,tranfer the supernatant to a fresh tube.
(2)  Preparation of lysate from tissues
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.
2.2 Maintain constant agitation for 30 min on ice bath, use pipette to mix it up.
2.3 Centrifuge at 12,000 rpm ,4°C for 10 min . Gently aspirate the supernatant and place in a fresh
tube kept on ice.
(3) SDS-PAGE
3.1 Washing glass plates.
3.2 Preparing and loading the gel.
3.3 Align the glass plate and put it into the gel maker to align and clamp tightly to avoid gel
leakage
3.4 Different concentrations of separation gel were prepared according to the experimental
requirements, and mixed evenly immediately after adding TEMED, and the separation gel
was poured to an appropriate height. .After about 45min, pour the water from the upper

layer of the separation glue and drain the remaining water with absorbent paper.

Reagents 8% 10% | 12% | 15% | 18% | 20%
HO mL 4.63 4 33 123 | 1.3 ]0.63
30% acrylamide
2.67 33 4 5 6 | 6.67
(29: 1) mL
1.5SM TRIS—

25 | 25| 25| 25|25/ 25
HCI(PH 8.8) mL

10%SDS mL 0.1 0.1 0.1 0.1 0.1 0.1

AP mL 0.1 0.1 0.1 0.1 0.1 0.1
TEMED uL 5 5 5 5 5
Total 10 mL
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concentra
Reagents tion
5%
H,O mL 2
30% acrylamide (29: 1) mL 0.5
IM TRIS—HCI(PH 6.8)mL 0.5
10%SDS pL 40
AP L 30
TEMED pL 4
Total mL 3

3.5 Prepare 5% concentrated gel according to the above formula. After adding TEMED, mix
well immediately, and then the gel can be filled. Fill the remaining space with the
concentrate and insert the comb into the concentrate Make sure there are no bubbles under
the comb.

3.6 After stacking gel has polymerized, remove comb carefully and begin the electrophoresis.

3.7 Add enough electrophoresis solution for sample electrophoresis., Concentrated gel voltage
is 75V, and separation gel uses 120V. The electrophoresis was stopped when the bottom of
bromophenol blue was about 1cm.

(4)~ Coomassie brilliant blue staining and subsequent experimental steps
4.1 Put the gel into a glass plate, add Coomassie brilliant staining solution, and incubate at
70 °C for 5 min, and then place it on a shaker for 90 min;
4.2 After recovery, wash the gel with water, add the decolorizing solution, and put it on the
decolorizing shaker overnight;
4.3 Remove the decolorizing solution, clean the gel with water and take photos of the target
band.

(5)~ Results and analysis (see excel gray analysis table for details)
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