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AEARAX Rayto RT-6100
Tt BB A Servicebio KZ-11
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E EELL Servicebio D100SE
TRIETR A 78 Servicebio MX-F
AR A Servicebio MS-PB
[iINSREAZR Servicebio TSY-B
T B H KX Servicebio BV-2
BRI Servicebio BT-2
i Servicebio WGA0017
G T AT Servicebio WGA0016
FIIE IR A Servicebio WGJIP0001
VKB SIMAG SPR80
Ol Servicebio WGXYQ0004
) 57 NO.8014
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188 X DGYUCH DZ47-63C32
FAHAY EPSON V370
IR FE 3 W A Alpha Innotech alphaEaseFC
EHZ 53 #r 3 A Adobe Adobe PhotoShop
2z R CLINX 6300
3mm B Bk Servicebio G0203-150G
2. EE LR
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RIPA 2L Servicebio G2002
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50*cocktail Servicebio G2006
PMSF (100mM) Servicebio G2008
TR AL, T 3 Bl 01 ok 77 Servicebio G2007
BCA & [ & & kil 77 & Servicebio G2026
S*EE I JE A EAESE PR Servicebio G2013
SDS-PAGE i il & il & Servicebio G2003

t H Marker Servicebio 26617
PVDF & 0.45um Servicebio G6015-0.45
It g WA Servicebio G5002
TWEEN 20 Servicebio WGTS8220
ECL Servicebio G2014
58§ Servicebio G2019
B-actin Servicebio GB12001
GAPDH Servicebio GB12002
Histone H3 Servicebio GB11026
HRP fric £ Servicebio GB23303
HRP fric gyl = Servicebio GB23404
HRP #Fric L5070 Servicebio GB23301
HRP #Fric L FEHK R Servicebio GB23302
e JE 2 P Servicebio G2017
FLUK 22 PR Servicebio G2018
TBS 2l Servicebio G0001-2L

3. Western Blot 24 1B

(D4 AR = B B3R E

1.1 X T2 E4Md: 3000rpm, 4°C, 4 min, BOWEAIMRITIE, & 1004850 250 uL 724
RIPA 2L (LEAE FHATEC B NN ETBERIRD IR, R T ER S E AR, W)
& 2 ek D R A =

1.2 XF T MEEEAH ffa.:

1.2.1 H PBS P4 2-3 Ik, fJa— &L, B3 PBS , M IRASR B0k B4
1.2.2 INNGE S ARFR RIPA 240 (8 F AT 200 B N In N B B B A1) 0D T B IRt/ B 7
W 3-5min. JIE] S 52 SR BN TR, AR A0 78 o0 Rkl

1.2.3 F4BME| T K4, 30 1.5ml 508,

1.3 K L3 30min, HAEABBERERIT, HRAKETERE.
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1.4 12000rpm,4°C, B0 10min, W& L, NABREABER.

QHEA B EERE:

2.1 A A 1) PBS BE¥ 2-3 Ik, ZBRILTE, BYBUNRE TAKEH, A 1~2 4 3mm
51K, NN 10 R ALSUARRR 2R (AT B N In N S LRI , BB SR
FEFPHEAT A0 WERTREIR SR IR, n DU &b R

2.2 KSR SE RN A AU, RCE VK AR 30min, BERE Smin B — IRERIR 4 S5E A2
fif

2.3 12000rpm, 4°C, B0 10min, Y8E B, BIAME AER.

GREEZERRR (& O 540003 & A i il 8D MR RS E
H =R, ARVRJE SCRURCE VK b, JRA) . BUE S AN A iR A S,

TEAE I RTEC B 9 I\ PMSF, {f PMSF FIS 29K R ImM.  HUE 2 & (1040 iz 5 B g
WA, A4 RTE> 8 AN\ PMSF, {#i PMSF (&K N 1mM;

3.0 T RGEESAML: F PBS Wi —id, FHAHME| VI N, BUH EDTA ¥ AL 2 40 i 45 40
AFNGEEIRE, FEFHBMARWAT NI, SO Egnie, KRS W Bk, W R4t
VERS o R FH RV A A0 B, DA S Sl P R B I H B

320 T RF4M: FH PBS ¥E—il, BSOS, REKRSENWOR HIE, B NHRTTE &
H.

33X THEEHELR: SEHLSUS T REV) AR A /N o $08 20:1 1R ELBITR & 3 24 & 1) 40
H R EAh ARG A R B4 200pL 4K R ARG A HoinN 10pL #h BT B), RN
PMSF Z &K N 1mM BE il R 2513500 - 1% 8 60mg ZHZUIMN 200uL S EL A,
IR, HATHIER 210K, SIRFTAEVKIEL 4°CiEAT . VKA 15min. 4°C, 2000g &L
Smin, 8 RiEHBE AN EP B, ARIRERIM oM RKES . (W EIERT A
fili S JTUE o BN T IX— A I KR A AR K, TR UTUE F 40 ML TUE 1) 75 5 - IR 12
KEA;

3.4 B 20pL UM TTHE AN 200uL @00 7 PMSF H4H M 5% 5 3 b3 ) A

3.5 d R ZLRTE 5s, HAHMIPTIE B AR IR BOT: (W R4 TE A T84 B I o
BT, 0] DU 4 KR e 8] o )

3.6 VK% 10-15min;

3.7 OGBS R (I IR B 10pL. f s m Z1mE Ss, VKIS 1min;

3.8 f R ZLRiE Ss, 4°C 12,000-16,000g 250> Smin;

3.9 SLHIMEEY BIEE — T 1) EP B, BASRIS B AE sk R e . wr RLSZRIEA, tn]
PARAT s

SFFUUEE, SEAMRRA NI B, M SOuL 7N T PMSF 4 % & A 3 ik ;

3.10 S s | ZL iR e 15-30s, FE4HMEITIE 84 8 I E 80T . SREURvKiEH, ##FF 1-2min
P R 0 € 15-30s, 3 30min;

3.11 4°C 12,000-16,000g &> 10min;
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3.2 SZRPRE BIE R —TA I EP b, BN HIRAR B4z . T RASZRIER], ]
PA-80°C4 AT 5
GOEBRENE: NRFEMEARE, BRI E B, H BCA & HWKENE X7
M R, Bk S RAAR & UE
(5)FE AZEME: W AL IR 4:1 IELBIINN S*8 SR B8R (1 FARRZE M, /KB 15min,
PN -20°CUKFE TR AT 45 1+
(6)SDS-PAGE H.3k
6.1 JEVE IR :
6.2 filJx 5 _E#E
6.2.1 FEBEHERR F AR T 05, K — PR IVIBIAR AN — P B 4l — X, JBONHIRE 2%, fh R
TR B [ 8, AR TS, BRI
6.2.2 HAJE S5 75 SR ECHIAS R FE I 20 B, I\ TEMED J5 S BNR G357, 45 2 i #E 2]
TR R, HER AT AT LR IR — T, AR A B BRI K4 5-8mm
SRIGHG AR SN o B iR B2, EZ N . K29 30min J5 1457 25 B [ B AT 5] 25 43
B 2 7K I F WK AR 8 A K TR T

S BRI
il 8% 10% 12% 15% 18% 20%
H0 ml 4.63 4 3.3 23 1.3 0.63
30% R MEBERE (29: 1) ml | 2.67 33 4 5 6 6.67
1.5M TRIS—Hcl(PH 8.8)ml | 2.5 2.5 2.5 2.5 2.5 2.5
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 Sul Sul Sul Sul Sul Sul
SR ml 10ml
% 5%WR 48 AL L
H,0 ml 2
30% N MEIEZ (29: 1) ml 0.5
IM TRIS—Hcl(PH 6.8)ml 0.5
10%SDS ul 40
AP ul 30
TEMED ul 4ul
SR ml 3ml

6.2.3 %8 FIRHEL T ECH] 5% 4IRS, NN TEMED Jg BRE-&3525), BInT RS . Kl s
[ JEE S VA 4 I 8 JE A T-H NIR e, YRR T RIS RE R <

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

m RN RYE/RENPHE R AT
¥ Wuhan Servicebio Technology Co., Ltd.
6.2.4 SERGEILBEE 4F, HUNHIRES, AN OSRasi T, BT R IT A6 ik
6.2.5 H 1 I & TEON FELUKCRE Jo 12 8 1) LV VRS LA LUK o IR I 75V, 70 B 120V
FLJK 22 VR 0 R B K2 Lom BT 28 b gk, REATHG
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7.1 #E% 6 7K 7x9cm HITELCAT—iKk K/NidEH ) PVDF (0.45um) i, PVDF JE7E g FH 2 fif 22
S H H S AL 2min;

7.2 FE N BRI 7 NG B 1 3 7, PRBRIEZRER, — I imbs, B4R im b
PVDF Jii;

13 W ITFHATH, Aihat, GBS, EWLEn—dgas. =24,

7.4 /NOF R BEIRIBAEELR E, % PVDF B TR b, AZASM, ER B =5KIELE
PR, Bas B a— g,

7.5 BT GBS :300mA TEFLFE N/ NIE, A e R vt e 8 14 2% TSUPE KK o B i
®) SR RS

8.1 KL BN SE M N7 TBST (g g hlirh, PRl —ox, SAEm BB Re g, HE
Bt g R b, 25 T 4 30min;

8.2 #LMPUAUL I, AT —PUMRE, MELGE, SR B, MARE L —
P, 4°CIHBERIRER FRBIRERE

8.3 [MlUlt—Ht, H TBST PRSEMIBENL =X, SAJ5MA TBST, JECEM ERER B, &
K Smin, PE=1K;

8.4 ¥ —HiH] TBST #H 1:5000 M LLGIBEATHRE, RGN GRS, ERK LEE, =
& R % F 30min;

8.5 Fl TBST PUslRILeiE =k, SR/GFIAN TBST, J3CE M AR R EPSEPER, &K Smin,
=

RN 7EHE = 0K ECL A U ECL B ¥l FHR AT B0 H S BUR &, 7RI
EERUE PE FEE HoAhE AL, # PVDF [ K 25 1 T 8 b iore B ' [ v 2 38 i 2 ],
NV EGFI ECL A5 R, 1-2min J&, HRFRM, o5 LEEBEAFGEER . EER
W 5 RARRIEAT AN E 5 o AR AN 7] 110 6 o 5 1 ol 21
Q0)ERE E G A4 W5 A AT A7 RS, PhotoShop BB €4, Alpha B 4b ¥ R4 40T H
Bl 06 % FE AR
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1. Experiment Instruments

Western Blot Protocol

Equipment Company Model Number
Microplate Reader Rayto RT-6100
Homogenizer Servicebio KZ-11
Centrifuge DRAGONLAB D3024R
Mini centrifuge Servicebio DI1008E
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
Red light Servicebio WGAO0016
Kodak film Servicebio WGJP0001
Ice machine SIMAG SPR8&0
Capper Servicebio WGXYQ0004
Paper cutter Deli NO.8014
Ultrasonic breaker Ningbo New zhi biology JY92-11N
Fume cupboard DGYUCH DZ47-63C32
Scanner EPSON V370
Gray analysis software Alpha Innotech alphaEaseFC
Image analysis software Adobe Adobe PhotoShop
Chemiluminescence apparatus CLINX 6300
3mm Mill bead Servicebio G0203-150G

2. Reagents

Reagents Company Catalog

RIPA buffer Servicebio G2002

50* cocktail Servicebio G2006
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PMSF (100mM) Servicebio G2008
Phosphatase inhibitor Servicebio G2007
BCA protein quantitative detection kit Servicebio G2026
5*loading buffer Servicebio G2013
SDS-PAGE kits Servicebio G2003
Protein Marker Thermo (Fermentas) 26617
PVDF membrane 0.45um Servicebio G6015-0.45
Skim Milk Servicebio G5002
TWEEN 20 Solarbio T8220
ECL Servicebio G2014
Developer and fixer Servicebio G2019
B-actin Servicebio GB13001-1
GAPDH Servicebio GB13002-m-1
Histone H3 Servicebio GB11026
PeroXidase-conjugated Goat Anti-Rabbit Servicebio GB23303
IgG(H+L)
PeroXidase-conjugated Donkey Anti-Goat  Servicebio GB23404
IgG(H+L)
PeroXidase-conjugated Goat Anti-Mouse Servicebio GB23301
IgG(H+L)
PeroXidase-conjugated Goat Anti-Rat Servicebio GB23302
IgG(H+L)
Transfer buffer Servicebio G2017
Electrophoretic buffer Servicebio G2018
TBS buffer solution Servicebio G0001-2L

3. Western Blot Protocol

(1)Sample Preparation (Total protein)

1.1 For suspension cells: Centrifuge at 3000rpm , 4°C for 4minutes to collect cells, add RIPA
buffer. (250uL RIPA buffer/10° 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

Place the cell culture dish on ice and wash the cells three times with ice-cold PBS.

1.2.1 Aspirate the PBS, then add ice-cold RIPA buffer (Protease and phosphatase inhibitors should
be added before use).
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1.2.2 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 in 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 in 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) Histone extraction protocol for western blot (Use Nuclear protein and cytoplasmic protein
extraction kit)

3.1 Prepare the reagents: Dissolve the reagents at room temperature, then mix them up and put
them on ice. The Nuclear protein and cytoplasmic protein extraction reagent A and B should be
mixed up with PMSF until its final concentration comes to ImM. Adherent cells: Wash the cells
three times with ice-cold PBS or EDTA. Centrifuge and collect the cells, discard the supernatant.
3.2 Suspension cells: Wash the cells three times with ice-cold PBS or EDTA. Centrifuge and
collect the cells, discard the supernatant.

3.3 Fresh Tissue: Cut the tissue into very small pieces as much as possible. Mix the appropriate
amount of cytoplasmic protein extract A and B at a ratio of 20:1 (e.g., add 10 microliter of
cytoplasmic protein extract B to 200 microliter of cytoplasmic protein extract A). Prepare a tissue
homogenate with a final concentration of PMSF of 1 mM. Add 200uL of lysis buffer per 60mg
tissue for machine homogenization. The homogenization should be performed in an ice bath or
4°C..Place in an ice bath for 15 minutes. After centrifugation at 2000g , 4°C for 5 minutes, the
supernatant was transferred to a precooled EP tube, which was part of the cytoplasmic protein
extracted.(Never touch the sediment when supernatant.)At this stage, some plasma proteins were
still not extracted, and the remaining precipitation was again extracted by the method of cell
precipitation.

3.4 Add 200puL of cytoplasmic protein extraction reagent A with PMSF into each 20puL of cell
precipitate.

3.5 Vortex at the highest speed for 5s, let the cell precipitates completely suspended and
dispersed;( Vortex time can be extended if cell precipitation were not completely suspended and
dispersed).

3.6 Maintain constant agitation for 10-15 min in ice bath.

3.7 Add 10uL Cytoplasmic protein extraction reagent B(add PMSF before use).Vortex at the
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highest speed for 1s. Maintain constant agitation for 1 min in ice bath.

3.8 Vortex at the highest speed for 5s, Centrifuge at 12,000-16,000g, 4°C. for 5 min.

3.9 Aspirate the supernatant(plasma protein) and place in a fresh tube kept on ice.

3.10 Aspirate the supernatant. Add 50uL nuclear protein extraction reagent B(add PMSF before
use).

3.11 Vortex at the highest speed for 15-30s. Maintain constant agitation in ice bath. Vortex at the
highest speed for 15-30s in between 1-2 minutes.(Total:30min).

3.12 Centrifuge at 12,000-16,000g, 4°C for 10 min.

3.13 Tranfer the supernatant to a fresh tube kept on ice. The supernatant is nuclear protein, you
can immediately use or keep in -80°C fridge.

(4) Determination : If the protein concentration needs to be measured, take some undenatured
protein solution and measured by the BCA protein concentration measurement kit. The specific
method is referred to the kit instructions

(5) Denature the protein: Add 5* reduced protein loading buffer to the protein solution at a ratio
of 4:1, denature it in a boiling water bath for 15 minutes, and stored at -20°C for later use

(6) SDS-PAGE

6.1 Washing glass plates.

6.2 Preparing and loading the gel.

6.2.1 After the glass panel naturally dried, a concave glass panel and a flat glass panel shall be
formed into a pair, which shall be put into the gel-making device, inserted into the inclined glass
panel to fix the glass panel, and check whether the bottom is aligned to avoid gel leakage;

6.2.2 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. A comb could be used to test the height before pouring, and the
comb teeth should be about 5-8mm away from the liquid level of separation gel. Then add the
pure water to the top layer of the separation gel slowly and evenly until it is filled .After about
30min, pour the water from the upper layer of the separation glue and drain the remaining water
with absorbent paper.

separation gel buffer

concentration
Reagents 8% 10% | 12% | 15% | 18% | 20% | 8% 10% | 12% | 15% | 18% | 20%
H,O mL 4.63 4 33 2.3 1.3 | 0.63 6.9 59 4.9 34 1.9 0.9
30% acrylamide
2.67 33 4 5 6 6.67 4 5 6 7.5 9 10
(29: 1) mL
1.5M TRIS— 2.5 2.5 2.5 2.5 2.5 2.5 3.8 3.8 3.8 3.8 3.8 3.8
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HCI(PH 8.8) mL
10% SDS mL 0.1 0170101 |01 )01 | 015] 015 ] 0.15 | 0.15 | 0.15 | 0.15
AP mL 0.1 01 | 01 |01 |01 |01 |015]0.15] 0.15 | 0.15 | 0.15 | 0.15
TEMED uL 5 5 5 5 5 7.5 7.5 7.5 7.5 7.5 7.5
Total 10 mL 15 mL
5% stacking gel buffer
Reagents concentration 5%
H.O mL 2 3 4 6
30% acrylamide (29: 1) mL 0.5 0.75 1 1.5
IM  TRIS—HCI(PH 6.8)mL 0.5 0.75 1 1.5
10%SDS uL 40 60 80 120
AP pL 30 45 60 90
TEMED uL 4 6 8 12
Total mL 3 4.5 6 9

6.2.3 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.

6.2.4 After stacking gel has polymerized, remove comb carefully and begin the electrophoresis .
6.3 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 lcm.

(7) Transferring the protein from the gel to the membrane

7.1 Prepare 6 pieces of 7x9cm filter paper and a PVDF (0.45um) membrane of moderate size. The
PVDF membrane should be activated by methanol for 2min before use

7.2 In the basin with transfer buffer, place the clip for transfer film, two sponge pads, a glass rod,
filter paper and activated PVDF film;

7.3 Open the clip with white on the left and black on the right. Add a sponge and three layers of
filter paper on each side.

7.4 Carefully peel off the separation glue and put it on the filter paper. Put the PVDF film on the
filter paper. Cover three pieces of filter paper on the film and remove the bubbles. Finally, cover
with another spong.

7.5 Transfer condition (wet transfer) 300mA for 3omintues ,during the transfer process, the film
transfer equipment is placed in ice water to cool down

(8) Antibody staining

8.1 Put the transferred membrane into the TBST incubation tank for a quick Wash, Block the
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membrane for 30minutes at room temperature by blocking buffer (5% milk,).

8.2 Incubate the membrane with appropriate dilutions of primary antibody. We recommend
overnight incubation at 4°C.

8.3 Recycle the primary antibody then wash the membrane for three washes with TBST, 5 min
each .

8.4 Incubate the membrane with the recommended dilution (1:5000) of conjugated secondary
antibody in blocking buffer at room temperature for 30min.

8.5 Wash the film three times with TBST, Sminutes each time.

(9) Chemiluminescence Acquire image using darkroom development techniques for
chemiluminescence, Perform ECL as described by the manufacturer, add ECL reagents for 1-2min
at RT and capture WB image using various durations of exposure.
(10) Image analysis Scan the film, Organize and desaturate by using Photoshop. Use Alpha
processing system to analyze the optical density value of the target band.

WB result and analysis (shown in Excel)
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