
The kit is designed to detect horseradish peroxidase (HRP)-labelled proteins or nucleic acids. This kit uses a unique luminescent substrate 
system to effectively reduce the exposure background, improve detection sensitivity, and provide significant improvements in detection 
persistence and signal-to-noise ratio compared with the Enhanced ECL Chemiluminescence Detection Kit (Vazyme #E411).

E412-01/02

Introduction

Store at 2 - 8℃ and protect from light. If it is not used for a long time, it can be stored at -20℃ in the dark. It can be transported at 2 - 8℃ 
or room temperature.

Storage

When preparing the ECL working solution, change tips between Buffer A and Buffer B. The ECL working solution should be used 
immediately after preparation. It can be used after being placed at room temperature for several hours, but the sensitivity is reduced.

Peroxide Solution B contains an oxidizing agent that is easy to be restored and invalidated. Please close the caps after use.

ECL luminescent solution is the chromogenic substrate of HRP, so the detection system must ultimately be based on HRP-labeled 
antibodies or nucleic acid probes.

Don’t wash multiple membranes in the same box. Adsorption or friction may cause background increase.

Please use plastic wrap of high quality. Poor-quality plastic wrap may quench fluorescence or cause high exposure background due to 
contamination of the blotting membrane with impurities.

Depending on the protein abundance of the target, the exposure time may range from a few seconds to several hours. Insufficient 
exposure time can result in unclear destination bands, and long exposure times can deepen the background.

Sodium azide (NaN3) can inhibit HRP activity. If HRP-labeled probes or antibodies are recovered, NaN3 should be avoided. Do not 
exceed 0.01% if used.

Since the luminescent liquid is extremely sensitive, it is recommended that the initial concentration of high-quality antibodies be 
1:1000 - 1:4000 for primary antibody and 1:2000 - 1:5000 for secondary antibody. Excessive antibody concentration may cause high 
background or no bands.

Both ECL Substrate A and Peroxide Solution B are harmful to humans. Be careful during experiment. Avoid direct contact with the 
human body or inhalation. For your safety and health, wear a lab coat and disposable gloves.
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Notes

Perform a Western Blot experiment using a suitable method until the secondary antibody is washed with PBST or TBS/TBST.

Prepare flesh ECL working solution: mix ECL Substrate A and Peroxide Solution B at 1:1 (in volume). Please use the working solution 
as soon as possible. It can be used after being placed at room temperature for several hours, but the sensitivity is reduced.
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Components

ECL Substrate A
Peroxide Solution B

50 ml
50 ml

250 ml
250 ml

Components E412-01 (2 × 50 ml) E412-02 (2 × 250 ml)
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Remove the blotting membrane with tweezers and carefully remove the residual solution with a filter paper but do not let the membrane 
completely dry. Immerse the membrane in the ECL working solution and incubate at room temperature for 2 - 3 min. Add ECL working 
solution to the blotting membrane to ensure complete coverage, incubate for 2 - 3 min at room temperature. The volume of ECL working 
solution is approximately 0.125 ml/cm2 membrane. Other volumes may also be optional according to the personal experiences.

Remove the membrane from the ECL working solution with tweezers and carefully remove the residual ECL working solution with a 
filter paper.

Immediately place the blotting membrane between two layers of plastic wrap, gently smooth out all the bubbles and flatten the 
membrane.

Put the membrane into an X-ray film cassette with upward of protein and take it to a darkroom. Secure the edges with a scotch tape.

Put an X-ray imaging film on top of the membrane, expose for appropriate time and develop the film.

According to the strength of the signal, the time for exposure and development can be adjusted appropriately, and multiple exposures 
at different times can be used for better results.
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