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ONE-HOUR Complete IP-Western Kit

Technical Manual No. 0218 Version 06192009
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Figure 1. Overview of Western Procedures
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— i ONE-HOUR Complete IP-Western Kits nJ it %, L00231. L00232. L00233 435l %% rabbit.
mouse Fl goat =Fi AR E K —Pi. BEAMEGHE AL T2 AT -T5K minigel (7.5 x 8 cm) IP-Western

blots )i,

Kit Components 10 Assays 10 Assays 10 Assays
L00231 (Rabbit) | L00232 (Mouse) | L00233 (Goat)
Pretreat A solution 100 ml 100 ml 100 ml
Pretreat B solution 100 ml 100 ml 100 ml
A&G blocker (100X) 1ml 1ml
Protein G blocker (100X) 1ml
IP-WB 1 solution 1ml 1Tml 1ml
IP-WB 2 solution 1ml 1Tml 1ml
IP-WB 3 solution 100 ml 100 ml 100 ml
10X Wash solution 125 ml 125 ml 125 ml
WestClear™ Nitrocellulose 10 Sheets 10 Sheets 10 Sheets
Membrane (0.2 um, 7.5 x 8 cm)
LumiSensor™ Chemiluminescent 2x30ml 2x30ml 2x30ml
HRP Substrate
Protocol 1 1 1
. AHSR= 5

WestClear™ Nitrocellulose Membrane L00224A60

LumiSensor™ Chemiluminescent HRP Substrate Kit ~ L00221V60

10X Wash Solution MB01011

A&G Blocker (100X) MO01014

Protein G Resin L00209

Protein A Resin L00210
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& BAETTE: BDREDREES > A bR 2=

& i, protein A, G Rl A/IG Bt A M E 2, 2SR IP-Western 454,

& (L7155 fifblffifiWestClear™ Nitrocellulose Membrane (0.2 um)#iLumiSensor™
Chemiluminescent HRP Substrate Kitfig % 5 2% (1) ALY 5.
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& IR =B AIEE, ONE-HOUR Complete IP-Western Kit H 5385210/ i1k .
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VI. ONE-HOUR WESTERN™ KIT PROTOCOL

i \
1. REAEP RS 7.5x8 cm 1) o //f,://f “ 7 PAGE Gel I L
BEHETIRAL . RS R, =~£mﬁ// :J Ll
VR ISP S B K/, 4 s '
HEPIT FH TR0 R A AR I — l | ::u::tu%::: nlr-wm
2. A BRSO A vk o
2 ug Pk Aearr . LWKERDT J// Membrane ! } Mixture 1
R EFEEEARERBIT 2 ug (FEiE !
£ 2 pg PiikRESILHE 1.33 ug 50 1 T l Add 100 ul of IP-WE 2 to Mixture 1
kD K/MAPTED Rinse (2 X) Incubation (5 min)
3. 7EREAT Western blot Al 5256 it S &) _
Bk, R st e | <L | .
protein A. G Ei# A/G W, fif }

JH K 7= R 91 mouse \\ /
R 1. Add Mixture 2 to 10 ml of IP-WEB 3

(L0O0232)ik 7 fxEk goat (L00233) 2. Put membrana into solution

HESK: HA RSP
rabbit (L00231)i& 7 £, Wi
protein G blocker %% 41
protein G 2t A/G HEH 4kl
(1] rabbit HiiEk I, protein
A A4: 520 Western blot [##6

Incubation (40 min)
Rinse (1 X)
Wash (3 X & min }

Detaction

WA, Ll A&G blocker 3 ’
5% BA I protein AL G B AIG

2559 o P AR S 2
o A, RESRVKIE T BLE P 42 /b 50 ng protein A G 5l AIG.

W& EARIB AR -
Pl AR AR B PTiE . Rabbit ZHTE AN 19G 2> 7 1. Fab (1) Bitb & W FARA
o S U ENE B O 2 T A RS DN 155 5 0 e A AR N o LA R348 LA 1L
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AT IR IR DL N E SR AT R T A AL :

FH112.5 mIZ: 3 77K Fi#812.5 ml 10X wash solution, 125 ml 1X wash solution, #¥ERERAEH15
ml 1X wash solution, PEfFE%4EK S F120 ml 1X wash solution, 41 %:10X wash solutionft it 7714 F& Fh A i
PR, KM (50°C) BT AR . FRRELF 11X bufferfif7T4°C.

Western blot .

1. #& Mixturel

EHE N FT ek 1% Mixture 1. ] 100 pl IP-WB 1 110 pg 4 (REFL) Ha, & TEL
BN, BEOSFHME Mixture 1 IR IFIUES TR =il FIFE Mixture 1 /b 40 min. 4 CHFE LA AL
(EEL/ IR

Note: 414 Western £l FHHTAH & /DT 10 pg, 1P-WB 1 {48 FH AR BA N /b . it
50 ul IP WB 1 F1 5 pug —Huifilpk Mixture 1. H g il AT BH 4,
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2. TRALPEEAIUES Mixture 2
FHEERLZ 2476 & 10 ml pretreat A solution A1 10 ml pretreat B solution 7|45 % pretreat solution. 1
B 5 ] pretreat solution % FAERRK 5 & 5 min. W& 5, JH 1X wash solution JEEM Vi, £k 15
ml.
[Fi] I ¥ % Mixture 2, 3% 100 pl IP-WB 2 B A 2] Mixture 1, 250EFb i Mixture 2 1841 - UTEE T
#, Mixture 2 % NI H 5min.
3. Protein A fll protein G JEM:A7 ARIHEA (ATiE)
X} T mouse Fl goat A& WHERAE e UTiE & T protein AL G, A/GHfIE, 10 ml 1X wash
solution #i%¢ 100 ul A&G blocker, fEfEIRK FHIFRELF ) A&G blocker B F i (7E2088 2 433D , =
'~ 5 min, ANFFEYEE.
X T- rabbit WG W RAE R TTIE NI T protein G BiE A/G WJIE, % Mixture 2 i AF] 10 ml
IP-WB 3, #XJ5H A 100 pl protein G blocker il /i combined solution, JE%].
4. WEWAEYRIE
a) A Mixture 2 £ 10 ml IP-WB 3 7E¥ kL2585 1, RA). H& Mixture 2 [ IP-WB =il F#2IK
% & 40min.

b) I 15 ml 1X wash solution pEfi—k, FEFRIR EBERE =k, H&H 15 ml 1X wash solution %
18 5 min. BRI YEELE BEIE 5 BEAE F B A28 LA R BRI TS 5%

5. B%

a) JH 3 mlreagent AFil 3 ml reagent B Lo¥Fb il 46 Jik T A, REom?BAE T 0.1 mIT AR JRAE
1) TAEM RES AT S NG IR AT NI

b) MBI, fERT, ML SEAIN KR, WTHE 2 4 wash solution. BB HCAET
e PRI, AR 55

c) H FWFEM 3 min. JEHE TR FEWOKAR. H A — iKUK AR LR 2 210 TR . BEE
TG HIE &

d) HRFEEE 1 min, RiEEE. EEILK, SRR R, DS 35 25

VII. S256 =45 Western IP-Western

1 F 3 4 1 2 3 4
1. f#H rabbit —#i, ONE-HOUR

IP-Western blot 5 &% #
Western blot % :
{# F] rabbit anti-GST-tag

Profein A =

(GenScript, A00097) £ wifEdt Rabbit Ab = -
&, ONE-HOUR IP-Western blot 5
. . Protein G ===
HHl Western blot Lt4%:  F rabbit -

anti-GST-tag (GenScript, A00097) . - L ®» —GST

4T H 1 Western blot (1) H
B W7 (4.5hours, K2, A

Protein A 50 ng 50 ng
Klfr7~) , ONE-HOUR IP-Western ProteinG 50 ng 50 ng
. Rabbit Ab 2 ug 2 ug
blot (1 hour, K2, £EFIR) » GsT 20ng 8ng 20ng 8ng

2, %37 HONE-HOUR IP-Western blot (L00231) Fil# #iWestern blotPy Fh 7 A MIGST & 1,
R 20 FE A T R L R U LumiSensor™ Chemiluminescent HRP substrate.

BAETZEINFE78S
FEiE: 025-84347333 84347338 168 : 025-84347334 B -FHP#E: order @ genscript.com.cn W41k www.genscript.com.cn




TR & R & HT B — 125 AY 81 ST 5 B A Ok
$MEH CRO

2. f#f mouse —$i, ONE-HOUR IP-Western blot 5%l Western blot tt#:

1# [} ONE-HOUR IP-Western blot 5% ¥l Western blot #1264k ¥ multiple-Tag (M.Tag) #h& & A
s R : B mouse anti-Trx-tag #.d FEHi4A (Genscript, A00180) AN[a] J5 vl Py sk [ AE (K . 55
}t Western blot #3l] (4.5 hours, Kl 3, ZZEfi7~) , ONE-HOUR IP-Western blot (1 hour, & 3, 4K
i) o

Western IP-Western

1 2 3 4 1 2 3 4

Protein A
Ab(H) —
. - «+— M. Tag
Protein G =
Ab (L) —

e
'

Protein A& 50 ng 50 ng

Protein G 50 ng 50 ng
Mouse Ab 2 ug 2 ug
M. Tag 20ng B ng 20 ng B ng

3, 73 HIFHONE-HOUR IP-Western blot (L00232) F1% #tWestern bloti# f 73245 Mimulitiple-Tag
BA S, PR 7 & 4R AL i LumiSensor™ Chemiluminescent HRP substrate .

3. f¥H] goat —#i, ONE-HOUR IP-Western blot 5% 3 Western blot L%

{i [/} ONE-HOUR IP-Western blot L i Western blot #ill {1k [¢) multiple-Tag (M.Tag) #@h#& 8 H
FI45 R L. ] goat anti-HA £ 5e [ Hi/k (Genscript, A00168) N[a] 7y il by ok [RIRE R IRE, = 33K
Western blot ¥l (4.5 hours, Kl 4, ZEKEIfT7r) , ONE-HOUR IP-Western blot (1 hour, K&l 4, A KT

) o
Western IP-Western
1 2 3 4 1 2 3 4

Ab(H) —
' . - . » <M. Tag

Protein G—» ' s

Protein A 50 ng 50 ng

Protein G 50 ng 50 ng

Goat Ab 2ug 2 ug

M. Tag 20 ng 8 ng 20 ng 8 ng

4, 43 5IFHHONE-HOUR IP-Western blot (L00233) 1 MlWestern blot# #f 5 i illmulitiple-Tag
BA S, PR 7 & 4R AL i LumiSensor™ Chemiluminescent HRP substrate .
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ety & 3 protein A, G Hi# AIG
SRS it

H4m protein A/G H RS [E1E] 10 min
[ RN

i\ —£% A&G blocker | IP-WB 3
solution 1, A H] 100X, {4 200X
WAL rabbit kit, I £ 1)

protein G blocker

38R AT LU 21 F ke i

G T iy

I RIFE R ) — e, (H 2 ko>
WB-1 solution. 114 80 ul WB-1
solution 2% 10 yg —¥it.

— P

il

/> WB-1 solution 1A&FUR1 i A 3 step
1 —pi i, HRERAR—ES
Eefil . f504nde 100 pl WB-1 solution
Fike 10ug —$t, AI L4 50
WB-1 solution #ift 5 pg —¥i.

YRR I ) A
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IX. iT0afE &

ONE-HOUR Complete IP-Western Kit:
7= 45 L00231 i rabbit —i

77 g5 L00232 1 H mouse — Pt

P il gn 5 100233 1§ 1] goat —#t

ERHE,
PR EHFAEA -

BB A= ol G T /S i AR A R A 7 () —DiEcs 2 L] W3 (f
FEFARMIAY BRI AR A i 1 [F] I %P:%Tfﬂ%’ﬂﬁﬁiClﬂﬁﬁﬁzlifnuﬂzlifnuﬁcﬁ “HB >
VAN RT3 LR AR o W) 338 AN B 45 e 7 o) 28 =07 ik (@) A ™ i, (D) AS)™ A — 1

& (CYHAT™ fi 5 W ATATT— 5 3 I IR AL RL: WS AT (@) A s (b )Zliﬁnnﬁ’lﬁﬁ *I%J\, %
B (C) AT it 5 it (R ATATT — 8 3 Bl E AR TRk H o an R 2 T 3, it
order@genscript.com.cnlft % 4 ¥ i .
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