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KIT CONTENTS IMPORTANT NOTES BEFORE STARTING

» For best results, it is important to optimize all system components

Component Amount including sample amount, antibody concentrations and the membrane
WEST-one™ Detection Solution 100 ml and blocking reagents.
Instruction Manual (Hand book) 1 ea + The required antibody concentrations are more dilute than those used

with colorimetric HRP detection. In order to optimize the appropriate
concentrations, perform a systematic dot blot analysis.
* Using the optimized blocking buffer can increase sensitivity and prevent

STORAGE nonspecific signal caused by cross-reactivity between the antibody and
the blocking reagent.

« Avoid using milk as a blocking reagent when using avidin/biotin systems
because milk contains endogenous biotin.

+ Use a sufficient volume of wash buffer, blocking buffer, and antibody
solution to cover blotted membrane and ensure that it never becomes dry.
Large volumes of blocking and wash buffer may reduce background.

* All equipment (especially metalic device - scissors, forceps) must be
clean and free of contaminants.

» To reduce non-specific signal, add Tween-20 (final concentration of

0.05%) to the blocking buffer and when preparing all antibody dilutions.

» Do not use sodium azide as a preservative for buffers, sodium azide

works an inhibitor of HRP.

« Storage : On receipt all components should be stored at 2 - 8C. The
WEST-one™ Western Blot Detection System is sensitive to light. Long
term storage of the individual reagent should be in the light blocked
containers in which they are provided.

Expiry : The components of WEST-one™ Western Blot Detection System
are stable for at least 12 months when stored under the recommended
conditions

« Western Blotting using chemiluminescence (HRP detection)

@ iNtRON RS - Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8) @ iBNn"n«?N
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Kit Information

ADDITIONAL REQUIRED EQUIPMENT

.

.

.

.

.

Completed Western blot membrane : Nitrocellulose membrane or
PVDF membranes (0.22um pore size).

Dilution Buffer : Tris Buffered Saline (TBS) or Phosphate Buffered
Saline (PBS).

TBS, pH 7.6 : 8 g NaCl, 20 ml 1 M Tris-HCI, pH 7.6, Dilute to 1000 ml with distilled
water then check pH

PBS, pH 7.5 : 11.5 g Na,HPO, Anhydrous (80 mM), 2.96 g NaH,PO,.2H,0 (20 mM),
5.84 g NaCl (100 mM). Dilute to 1000 ml with distilled water then check pH.

Wash Buffer : TBS-T or PBS-T (TBS or PBS + 0.05% Tween 20)
Blocking Reagent : 5% non-fat dried milk in TBS-T or PBS-T (Gelatin,
Casein and Bovine Serum Albumin (BSA) may also be used as
alternative blocking reagents)

Primary antibody : Extremely variable, from 1:10 ~ 1:100,000. The
optimal dilution to use depends on the specific primary antibody and the
amount of antigen on the membrane.

HRP-conjugated secondary antibody : commonly working dilution at
10-50ng/ml (i.e., 1:20,000-1:100,000 from a 1mg/ml stock). The optimal
dilution to use varies depending on the specific conjugate and the
amount of antigen on the membrane.

Film, film cassette, developing and fixing reagents : For processing
autoradiographic film (X-ray film).

Orbital shaker : For agitation of membrane during incubations.

@ iNtRON WEST-one™ Western Blot Detection System
¥ Biotechnology
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QUALITY CONTROL

Every batch of the product is functionally tested in a Western blotting
application to ensure minimal lot to lot variation.

TECHNICAL ASSISTANCE

At iNtRON we pride ourselves on the quality and availability of our technical
support. Our Technical Service Departments are staffed by experienced
scientists with extensive practical and theoretical expertise in molecular
biology and the use of iINtRON products. INtRON customers are a major
source of information regarding advanced or specialized uses of our
products. This information is helpful to other scientists as well as to the
researchers at iNtRON. We therefore encourage you to contact us if you
have any suggestions about product performance or new applications and
techniques. For technical assistance and more information please call
iNtRON Technical Service Department or local distributors.

PRODUCT USE LIMITATIONS

WEST-one™ Western Blot Detection System is developed, designed, and
sold for research purpose only. They are not to be used for human or
animal diagnosis of diseases. Do not use internally or externally in humans
or animals. Be careful in the handling of the products.

Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8) @ iNtRON
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Protocol Protocol
QUICK GUIDE PROTOCOL
SDS-PAGE Transfer to Blot Blocking A. Electrophoresis and blotting

-

— . Perform electrophoresis and blotting according to usual techniques.
- Proteins should be transferred to PVDF or Nitrocellulose membrane.
= Blots may be used immediately or stored in a dry condition at 2 -
= 8°C for up to 3 months.

Note 1 : PVDF should be pre-wetted in 100% methanol, washed in distilled water for
5~ 10 min. and equilibrated in transfer buffer for at least 10 minutes before blotting.

WEST-one 21 Antibody 1st Antibody

B. Block the membrane

. Block non-specific binding sites by immersing the membrane in 5%

non-fat dried milk, 0.05% (v/v) Tween 20 in PBS or TBS (PBS-T or
TBS-T) for 1 hour at room temperature (RT) on an orbital shaker.
Alternatively, membranes may be left in the blocking solution
overnight in a refrigerator at 2 - 8°C.
Note : The combination of non-fat dried milk and Tween 20 should be sufficient for
most applications. Optimum Tween 20 concentrations will vary to suit specific
experiments, but a 0.05% Tween 20 concentration is suitable for most blotting
applications.

& X A oA
Rinse Rinse

-

1 min

Develop & Fix

2. Briefly rinse the membrane with 3 times of Wash Buffer

@ iNtRON RS - Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8) @ iBNn"n«?N
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Protocol

C. Primary antibody treatment

1. Pour off Wash Buffer, dilute the primary antibody in Wash Buffer.
The dilution factor should be determined empirically for each
antibody.

N

. Incubate the membrane in primary antibody solution for 1 hour at
room temperature on an orbital shaker.
Note : Incubation times and temperatures may vary and should be optimized for each
antibody. The conditions indicated are recommended starting points.

w

. Pour off primary antibody solution from membrane, then wash the
membrane for 10 min. at RT 3 times with Wash Buffer

D. Secondary antibody Treatment

1. Pour off Wash Buffer, dilute the secondary antibody in Wash Buffer.
The dilution factor should be determined empirically for each
antibody.

N

. Incubate the membrane in secondary antibody solution for 1 hour at
room temperature on an orbital shaker.
Note : Incubation times and temperatures may vary and should be optimized for each
antibody. The conditions indicated are recommended starting points.

w

. Pour off secondary antibody solution from membrane, then wash
the membrane for 10 min. at RT 3 times with Wash Buffer

@ iNtRON WEST-one™ Western Blot Detection System
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. Detection
. Spray the WEST-one™ Detection Solution to give sufficient to cover

N

bd

o

Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8) @

the membranes.
Note : The volume of one click is 500 pl. The final volume of detection reagent
required is 0.1 ml/cm?

Incubation for 1 minute at RT without agitation.
Note : The reaction for 1 minute is sufficient for detection of specific protein.

Drain off excess detection reagent by holding the membrane
vertically and touching the edge of the membrane with tissue paper.
Note : For less background, excess detection reagent on membrane have to be
removed.

Wrap membranes in transparent thin plastic wrap and gently
smooth out air bubble. And then place the blots, protein side up, in
the film cassette.

Note : Itis necessary to work quickly once the membranes have been exposed to the
detection system.

Switch off the lights and carefully place a sheet of autoradiographic
film on top of the membranes, close the cassette and expose for
dozens of minutes.

Note : Do this step in a dark room using red safe light. How long to continue the
exposure depend on the amount of target protein on the membrane. Exposure from
30 seconds to 5 minutes is sufficient to detection of abundant protein.

10
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(continued) = = === T TTTTTTTT TS oSS TS s s s s st

Note : Film must remain dry during exposure. For optimal results, Make sure excess
substrate is removed from the membrane and the membrane protector.

Note : Use gloves during the entire film-handling process.

Note : Never place a blot on developed film, as there may be chemicals on the film
that will reduce signal

6. Develop film using appropriate developing and fixing reagent

@ iNtRON WEST-one™ Western Blot Detection System
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TROUBLESHOOTING GUIDE

Problem Causes Comments
Weak or no Too much HRP in the Dilute HRP-conjugate at least 10-
signal system depleted the fold

substrate and caused the
signal to fade quickly

Insufficient quantities of
antigen or antibody

Increase amount of antibody or
antigen

Inefficient protein transfer

Optimize transfer condition

Reduction of HRP or
substrate activity

To test the activity of the HRP
detection system in the darkroom
, prepare 1-2 mL of the WEST-
one™Western Blot Detection
System in a clear test tube. With
the lights turned off, add 1 pL
undiluted HRP-conjugate to the
Working Solution. The solution
should immediately emit a blue
light that will fade over the next
several minutes.

Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8) @ iNtRON
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Additional Information Additional Information
TROUBLESHOOTING GUIDE TROUBLESHOOTING GUIDE
Problem Causes Comments Problem Causes Comments
High background  Inadequate blocking Optimize blocking conditions Spots within the Unevenly hydrated Perform manufacturer's
Too much HRP in the Dilute HRP-conjugate at least 10- protein bands membrane recorgmendatlonsl for hydrating
system fold membrane properly
. : . . Bubble between the film Remove all bubbles before
Irr;zz;otpnate blocking Try a different blocking reagent and the membrane exposing blotto fiim
; Speckled Aggregate formation in the Filter conjugate through a 0.2 ym
nadequate washing roclLerT‘;a:eo}exg;:,er;umber or bgckground on HRP-conjugate filter or centrifuge and use
: - Film supernatant
Film has been overexposed _ Decrease exposure fime Nonspecific Inadequate blocking Optimize blocking conditions
Antigen or antibody is too Dilute antigen or antibody bands : ; .
concentrated working solution Too much HRP in the Dilute HRP-conjugate at least 10-
system fold
Reverse image Too much HRP in the Dilute HRP-conjugate at least 10-
onfim system fold

Membrane has
brown or yellow
Bands

Signal duration is
too short (less
than few hours)

@ iNtRON IS Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8) @ iBNltlh!(I)N
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Additional Information

TECHNICAL ADVICE

@ Critical parameters

N

w

~

o

o

. WEST-one™ Western Blot Detection System can be used with both nitrocellulose

and PVDF membranes. However the improvement observed is likely to be more
significant with PVDF membranes than with nitrocellulose. In addition the prolonged
light output is a feature of WEST-one™ Western Blot Detection System with PVDF
membranes. Therefore in order to achieve the best results with WEST-one™ Western
Blot Detection System the use of PVDF membranes is recommended.

. During immunodetection, sufficient solution should be used to adequately cover the

membrane. Containers should be agitated gently on a mixer platform.

. While non-fat dried milk is strongly recommended as the membrane blocking agent,

Gelatin, Casein and Bovine Serum Albumin (BSA) may also be used as alternative
blocking reagents with the WEST-one™ Western Blot Detection System.

. When washing, the volume of wash buffer should be as large as possible ; 4 ml of

buffer per cm? of membrane is suggested. Brief rinses of the membrane in wash
buffer before incubating will improve washing efficiency.

. Itis advisable to avoid the use of containers that are polystyrene based to mix WEST-

one™ Western Blot Detection System as the solution will turn milky and produce a
precipitate. Other types of containers, such as polypropylene, poly-ethylene,
polymethyl-pentene and glass are all suitable for use.

. If exposure times of less than 5 seconds are routinely required, it is recommended

that the antibodies used are further diluted as it is difficult to perform such short
exposures.

@ iNtRON WEST-one™ Western Blot Detection System
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TECHNICAL ADVICE

4 Stripping and reprobing membranes

The complete removal of primary and secondary antibodies from the membrane is
possible following the protocol outlined below.

The membranes may be stripped of bound antibodies and reprobed several times.
Membranes should be stored wet wrapped in plastic wrap in a refrigerator (2-8 C) after
each immunodetection.

. Submerge the membrane in stripping buffer (100 mM 2-Mercaptoethanol, 2% SDS,
62.5 mM Tris-HCI pH 6.7 ) and incubate at 50 °C for 30 minutes with agitation.

. Wash the membrane 2 times for 10 minutes in large amount of Wash Buffer at room
temperature.

N

w

. Block the membrane in 5% non-fat dried milk in Wash Buffer for 1 hour at room
temperature.

~

. Repeat the immunodetection protocol.

16
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EXPERIMENTAL INFORMATION

@ Prolonged Duration Time

Antibody was diluted with dilution buffer in % serial dilution. And then spray the WEST-
one™ Western Blot Detection System on the membrane. The other step progress the
normal western blotting method.

M 1 2 3 4 5 6 7 8
5 minute after Substrate incubation;
1 minute exposure
|- ¥
D.-.—-

1 hour after Substrate incubation;
3 minute exposure

2 hours after Substrate incubation;
5 minute exposure

Lane M; ProView Western Protein Marker, lane 1; 250 pg of antigen, lane 2; 125 pg of
antigen, lane 3; 62.5 pg of antigen, lane 4; 31.3 pg of antigen, lane 5; 15.6 pg of antigen,
lane 6; 7.8 pg of antigen, lane 7; 3.9 pg of antigen, lane 8; 2.0 pg of antigen.

iNtRON WEST-one™ Western Blot Detection System

Biotechnology

Additional Information

EXPERIMENTAL INFORMATION

4 Enhanced Sensitivity

Chemilumi detocti
with luminometer

The light signal of WEST-one™
Western Blot Detection System is
more sensitive and stable than our
old version of product.

.
w12
400 .

H WEST-20LPhiy WEST-ane
@HEST-Z0L P ) WWEST-one v

Slope [(Abuminesc enceidnbody il imin)
seR¥SR
°
o
°
°

o n “ 0 0 W
Ineubatonting fmies)

M12345678 M12345¢6T1738
5 min after incubation;
= 1 h after incubation;

2h after incubation;
1 min exposure

[WEST-one™ Kit] [Our old version product]

Lane M; ProView Western Protein Marker, lane 1; 250 pg of antigen, lane 2; 125 pg of
antigen, lane 3; 62.5 pg of antigen, lane 4; 31.3 pg of antigen, lane 5; 15.6 pg of antigen,
lane 6; 7.8 pg of antigen, lane 7; 3.9 pg of antigen, lane 8; 2.0 pg of antigen.

Instruction Manual, Aug. 2012, IBT-QMS-WO1603 (R00-2012-8)
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EXPERIMENTAL INFORMATION RELATIVE PRODUCTS

4 Save antibody, effective detection

WEST-one™ Western Blot Detection System can be detect the target gene under Product Name Cat. No
various concentration of secondary antibody. The Kit produced the effective detection
sensitivity with less amount of secondary antibody. PRO-PREP™ Protein Extraction Solution 17081
SMART™ BCA Protein Assay Kit 21071
1/3,000 diluted secondary antibody .
WEST-ZOL® plus Western Blot Detection
16024
System
1/5,000 diluted secondary antibody
ProView™ Western Protein Marker 24086
1/10,000 diluted secondary antibody .
Blocking One-P ITN-05999-84
Lane M; ProView Western Protein Marker, lane 1; 250 pg of antigen, lane 2; 125 pg of PRO-MEASURE™ Protein Measurement 21011
antigen, lane 3; 62.5 pg of antigen, lane 4; 31.3 pg of antigen, lane 5; 15.6 pg of antigen, Solution
lane 6; 7.8 pg of antigen, lane 7; 3.9 pg of antigen, lane 8; 2.0 pg of antigen.
{&} INtRON fe) INtRON
AS¥ Biotechnology AN Biotechnology
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Additional Information
BAL DISTRIBU
4@ Molecular Reagent (MR)
Bio Co. LTD.
Smenm'thy L. G —— Pﬁgnmeo 18138630617

+61 3 85405900
Fax +61 39548 7177

Phone +49761 389 490
+49 761 202 0066

URL': http://www.scientifix.com.au URL http://www_hiss-dx.de

European Biotech Network
Phone +32 4 3884398

+32 4 3884398
URL htp://www.euro-bio-
net.com

vanad

hgnge +1 416 736 8325
Fax : +1416 736 3399
URL: httg'//www froggabio.com

C
Phone +86 [73755 26014525
+86 526014527

http://www.chinagen.com.cn

China- Honq_Kong
Tec hDra% imited
Phone ; +852 2646 5368
Fax: +852 2646 5037

httg:/Mww.techdragon.com hk

ElowswonE y
Phone +2) 19007908
20 223204509

Emall iovision.egypt@gmail.com

EUROMEDEX

Blo V?as tel Ki

Phone ; +361 381 0694
Fax: +36 1381 0695

URL': http://www.kasztel.com

India

Biogene Pho
Phone: +91 11 42581008/25920048

fax +91 1142581260
URL: httg'//www biogene-india.com
Indonesi

CV. Knstahndo Biolab

Phone ; +62 31 5998626

Fax: +62315008007

Email: kutama@indo.net.id

NANOM EHR CO,
Phone : +98 21 4432 3682
Fax: +98 21 4432 3684

URL: http://www.nanomehr.ir

Israel

Talron Biotech Ltd.

Phone : +972 8 9472563
Fax: +972 8 9471156

URL: http://www.talron.co.il

Italy

Li StarFISH S.r.|

Phone : +39 02 92150794
Fax: +39 02 92157285

com URL : http://www.listarfish.it

URL htp://wwi

Biotechnolo:

Fax: +81 3 5632 9618
URL: http://www.cosmobio.co.jp
Netherlan
Goffin MolecularTeohnologles B.V.
Phone ; +31 76 508 6000
Fax : +3176 508 6086
URL http://www.goffinmeyv is.com
New Zealand
N alo Dla nostics Ltd
+64 3548 4727
Fax +64 35484729
L : http://www.ngaio.co.nz

SKain

L BOTA%, S.C

Phone ; +34 954 31 7216
Fax: +34 954 31 7360

URL: http://www.labotag.com

Aslan Llfe Scienge Co, Ltd.

Phone +886 2 2998 6239
+886 2 8992 098!

URL http://www.. aswanscwcom.

com.tw

Hong j g
Phone ; 8862 3233 8585
Fax : +886 2 3233 8686
URL': http://www.hongjing.com.tw
Thajland
:’acmc Science Co. Lid,
+66 2433 0068
Fax +66 24342609

http://www.Pacificscience.co.th
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S.A,

oca Scientific

Phone ; +1 561 995 5017
Fax:+15619955018

URL : http://www.bocascientific.com

WE S

VIETLAB Co., Ltd

e ; +844'37821739
Fax 844 37821738
Email: info@uietlab.yn

4@ Mol. Diagnosis (MD)

Srﬁvna Bio Medical Chemistry Co.
Phone ; +98 21 2244 2488
Fax: +98 212244 0888

http://www.sinabiomedical.com

Kazakhstan

BioHim Pribor

Phone : +7 727 278 23 16
Fax +7 727 269 2791
Email: biohimpribor@mail.ru

BROVET VETERINARIAS.L.
e +34 91 8841374
-ax _+34 918875465

URL L
http://www.euroveterinaria.com

Slna o Medical Chemistry Co.

Phon 98 21 2244 2488

Fax - 396 212044 0855

URL: hitp: //www sinabiomedical.
om

Kazakhstan

BioHim Pribor

Phone : +7 727 278 23 16
Fax: +7,72,7 2692791
Email: biohimpribor@mail.ru

FJROVET VETERINARIA SL.
Phone ; +34 91 8841374
Fax : +34 918875465

URL: )
http://www.euroveterinaria.com

K3 MR and MD

Aust

Anopoh Blomedlca\ S stems
Ph 43 7342564
Fax: +4 773

URL: httg //www.anopoli.com

6.
URL httg /Iwww.genetics-jo.com

Malag
NAREIGsciENCE soLuTIons
Phone : +60 3 7987 8218

Fax +60 3 7067 8213

ttp [www.nhikbioscience.com

SX B?otech Co., Ltd.
Phone +976 5006 0677

X ; +976 7011 1767
Emall zanaa@sxbiotech.mn
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Phone ; +92 42 37247650
Fax +07 42 37247650
Em biosciences@yahoo.com

hili pp ines
Heb om Analytics INC.
Phone ; +6324617173
Fax: 632 418 5877
Email: hebborn@pldtdsl.com

Romani

S.C. Blo Ime SRL.

Phone ; +40 264 52 32 81
Fax: +40 264 52 32 81
URL: http://www.biozyme.ro.
Switzerland

LucernaChem AG
Fhone +41 041 420 9636

URL: ht(p /)www \uoema chem.ch

RIBO Pharmaceuthue &
Diagnosti

Phone ; +216 71981095
Fax: +216 71981473
Email: ribopharma@topnet.tn
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