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Storage condition and important information before use

1. The Multi-Antibody Detection (MAD) reagent should be stored at —20 °C immediately after
receiving, and should be returned to —20 °C freezer as soon as possible after the use in
order to prevent inactivation.

2. Dilution Buffer (20 x concentrate) should be stored at 4 °C.

3. Marker Detection Reagent should be stored at 4 °C.
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Important Notices
1. The reagent should be used only for research purpose, and not for diagnostic or
medical purpose.
2. It is important to keep these reagents in appropriate condition (as indicated
above) to prevent their inactivation

(1)INTRODUCTION

Easy-WESTERN (EZW) is a primary antibody detecting reagent kit for western blotting. The kit is
based on our original Multi-Antibody Detection (MAD) technology. EZW enables you to detect
primary antibody without using secondary antibody, and gives you may advantages, such as high
sensitivity detection, signal enhancement, quick one-step detection and simultaneous multi antigen
detection and more that are not experienced by ordinary western blotting technique.

Two types of Easy-WESTERN kit are available, Easy-WESTERN Super and Easy-WESTERN
Quick. Both kits are the same in their composition except for the manual attached. The manual in
Easy-WESTERN Super is written such a way that users can easily perform detections with higher
sensitivity or signal enhancement, while that in Easy-WESTERN Quick with quick operation and
multi-antigens. Both manuals can be downloaded from our webpage.

(Principle): The main component of the kit is MAD reagent that is nano-size protein particles with
high affinity to antibodies. Each particle is composed of about 100 antibody-binding proteins and is
labeled with HRP of 50 molecules. Because of these properties, MAD reagent enables high sensitivity
and quick detection.

Advantages

1.No need of secondary antibody: MAD reagent can detect most types of primary antibodies”, and
you do not have to prepare many types of secondary antibodies.

2.Can get higher signal as compared ordinary method using 2nd antibody 2. You can detect weakly
expressed antigen or reduce amount of precious primary antibody needed.

3.Can enhance weak signals detected by ordinary 2nd antibody method: You can enhance a weak
signal once observed by 2nd antibody, just by processing the same membrane with EZW.

4.Easy to use: MAD reagent, the main component of EZW, can be used easily. Just exchange the

secondary antibody to MAD reagent and apply to membranes.
1) MAD reagent may not work well with mouse IgG1 and goat IgG.. For Mouse IgG1 please use Mouse IgG
enhancer that can cover the less sensitivity.
2) EZW?’s performance depends on the type of antibody, and we do not warrant the higher sensitivity in all cases.

(2)PRODUCT LINEUP AND COMPOSITION (the manual applies to below products)
Product # Product name Content
BCL-EZS01 | Easy-WESTERN Super basic MAD reagent, Dilution buffer, for 50 tests

BCL-EZS02 | Easy-WESTERN Super Marker detector set | Basic plus Marker detector. , for 50 tests

BCL-EZS04 | Easy-WESTERN Super Mouse enhancer set | Basic plus Mouse IgG enhancer , for 50 tests

Basic plus Marker detector and Mouse IgG enhancer , for 50

BCL-EZS03 | Easy-WESTERN Super full set tests

(3)Related products
Product # Product name description
BCL-EZMO1 Marker detector for Easy-WESTERN (for 50 test)

BCL-EZEO1 Mouse IgG enhancer for Easy-WESTERN (for 50 test)
BCL-EZB01 Dilution buffer for Easy-WESTERN  (x20, conc., 50mL)
BCL-125A Signal Booster Solution A (250mL) Enhancer for antibody-antigen reaction

(4) PREPARATION AND METHODS FOR ATTACHED REAGENTS
1. Prepare dilution buffer by diluting 1 part of 20 x concentrate with 19 parts of DW. Before use, add
skim milk at 5% to the diluted buffer (5% skim milk/dilution buffer)
2. Prepare TBS-T(150mM NaCl, 10mM Tris-HCI, 0.1% Tween-20. pH 7.6).
3. For membrane blocking we recommend skim milk (not included in the kit), and this manual
describes the method using skim milk, but any other blocking reagent may be possible to use.
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. Marker detector is used to detect molecular markers, that are designed to be detected by
secondary antibodies (such as MagicMark XP, Invitrogen), by MAD reagent.
+ To use, add 1/10000 volume of Marker detector into primary antibody reaction mixture.
+ The remaining procedure is the same as indicated in the below instructions.
.Mouse IgG enhancer is used to enhance weak signals detected by using mouse IgGs such as IgG1
* To use add Mouse IgG enhancer (dilution factor 2000) into 5% skim milk-containing dilution
buffer with which MAD reagent is diluted.
* The remaining procedure is the same as indicated in the below instructions.
+ We recommend pre-examination when you use this reagent in methods other than general
method where MAD reagent is merely used as a substitute of secondary antibody.

(5) METHOD TO USE AS A SUBSTITUTE FOR SECONDARY ANTIBODY

This is the most general way of usage and best suited to get higher sensitivity and strong signal.

1. Separate protein sample(s) by general SDS-PAGE procedure.

2. Transfer protein to PVDF membrane from gel by general protocol.

3. Block with 5 % skim milk in TBS-T for 1 hour at room temperature.

4. Wash membrane with TBS-T (5 min x 3 times)

5. Incubate the membrane with primary antibody diluted in 1% skim milk/TBS-T for 1 hr at RT.
(The primary antibody’s dilution should follow the supplier’s recommendation at the first trial.
Appropriate dilution should be determined then. Signal Booster, solution A, can be used to
further strength the signal)

6. Wash membrane with TBS-T (5 min x 3 times)

7. Dilute MAD reagent to 1/2000 in 5% skim milk/dilution buffer and incubate membrane in it for 1
hr at RT. MAD reagent can be used at 1/4000 to 1/1000 dilution.

8. Wash membrane with TBS-T (5 min x 3 times)

9. Detect signal by commercial HRP detection reagent.

(6) METHOD FOR ENHANCING SIGNALS BY REPROBING
This is a method to enhance weak signals once detected by ordinary detection using the same
membrane.

1.  Membrane with weak signal detected by ordinary 2nd antibody method. (Membrane have to be

still wet with buffer solutions, dried membrane cannot be used)

2. Wash membrane with TBS-T (5 min x 3 times)

3. Incubate membrane with MAD reagent for 1 hr at RT as described in (5)-7.

4. Wash membrane with TBS-T (5 min x 5 times)

5. Detect signal by commercial HRP detection reagent.

(7) METHOD FOR ENHANCING SIGNALS DETECTED BY 2"° ANTIBODY
This is a method to enhance 2nd antibody-detected signals as the 3rd reaction

2. Perform the same procedures as described in (5) 1 to 6.

3. Incubate membrane with HRP-conjugated secondary antibody.

4. Wash membrane with TBS-T (5 min x 3 times)

5. Incubate membrane with MAD reagent for 1 hr at RT as described in (5)-7.

6. Wash membrane with TBS-T (5 min x 5 times)

7. Detect signal by commercial HRP detection reagent.

(8) TROUBLE SHOOTINGS

Trouble

Causes and Measures

Weak signal

1. Low amount of antigen: Increase the concentration of antigen

2. Low primary antibody concentration: increase the concentration of primary
antibody.

3. Low protein transfer: Increase the electric current or transfer time.

4. Strong blocking: over blocking reduced the signal intensity. Reduce the time or
lower the concentration of blocking agents

5. Primary antibody is either mouse IgG, or Goat IgG: Consider the usage of EZW
for enhancing signal method.

6. Adherence of MAD reagent: When dilute MAD reagents in buffer without blocking
agents, use low protein binding tubes.

whited out of signal
band

7. Too much antigen or antibody: Too much signal inhibits luminescence, reduced the
antigen or antibody to appropriate concentrations.

Many extra—bands

8. Too much antibodies: excess antibody resulted in increases non—specific signals.
Reduced the antibody to appropriate concentration.

9. Too much protein: Reduces the amount of protein in electrophoresis.

10. not enough blocking: block the membrane with 5% skim milk /TBS-T for over 1 hrs.

11. MAD reagent inactivated: Inappropriate storage of MAD reagents
inactivation, and sometimes produces non-specific signal. Reduce the concentration

causes

of MAD reagents or replace with new one.

High background
High background

12. not enough washing: increase the number and the duration of washing.

13. High antibody concentration or long incubation: When high background with
enough signal band visible, reduce the antibody concentration or reaction time with
antibody.

14. Too much MAD reagent: Reduce the concentration of MAD reagents.

15. When using antigen—antibody reaction enhancer, insufficient washing causes high
background: Increase the number and the duration of washing.

By simultaneous
detection, one
band shown weak
signal.

16. One primary antibody weakly binds to antigen or MAD reagent: increase the
concentration of the antibody with weak signal.

17. Insufficient washing of primary antibody: Increase the number and the duration of
washing.

18. Washing of multiple primary antibodies conducted in the same chamber: A trace
amount of antibody by reacting with MAD reagent resulted in weaker signal in
non-balanced signals one, Please wash membrane separately.

No  signal  with

one—step method

19. With not purified antibody, such as serum, one—step method may not work due to
contaminated IgGs. Use purified antibodies or detect by two—step method.

The Q&A contains items related to Easy-WESTERN Quick

(9) CONTACT

Beacle Inc. [Manufacturer]

0303 Haga, Kita—Ku, Okavama 701

1221, Japan
Tel/FAX: +81-86-268-8091

ical-support@heacle, corn

Vebsite WwWw.Deacle.com

[ Distributor ]

Cosmo Bl1o Co, LTD.
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URL: http://www.cosmobio.com
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