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Cat No. W2501
U-Blot® MaxSignal ECL solution
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U-Blot® MaxSignal ECL Solution is a highly sensitive, non-radioactive chemiluminescent substrate based on Luminol for detecting horseradish peroxidase (HRP) immobilized on membranes in immunoblotting, with the ability to detect antigens as low as femtograms. The continuous luminescence lasts up to 6 hours and can be repeatedly exposed to chemiluminescent imaging systems for optimal results, as well as for stripping immunodetection reagents and reprobing.
Applications
U-Blot® MaxSignal ECL Solution can be used to detect HRP- labeled probes or antibodies in Western Blot, Northern Blot, Southern Blot, Dot Blot, and other experiments.
Storage and stability:
Store and transport at room temperature (2-30℃) in a dry and sealed container away from light, with a shelf life of up to 1 year; store at 2-8℃ in a dry and sealed container away from light, with a shelf life of up to 2 years.
Instructions for use
1． Perform routine electrophoresis, transfer, incubate with HRP-labeled antibodies or nucleic acid probes, and wash the membrane. Note that IgG should be labeled with HRP or the primary antibody- streptavidin-biotin-HRP method should be used. Hybridize the 
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nucleic acid hybridization membrane with HRP-labeled probes and wash the membrane.
2． When washing the HRP-labeled secondary antibody on the membrane, prepare a fresh luminescent working solution by mixing equal volumes of Luminol/Enhancer solution and Stable Peroxide Buffer (1:1). Allow the solution to warm to room temperature; otherwise, the fluorescence intensity may be weakened. It is recommended to use the working solution immediately. While it can still be used after being left at room temperature for several hours, sensitivity will be slightly reduced.
3． Remove the membrane with tweezers and place it on filter paper to drain the washing solution, but do not allow the membrane to dry completely. Immerse the membrane fully to ensure full contact with the luminescent working solution (0.125 mL luminescent working solution per cm of membrane). Incubate at room temperature for 3-5 minutes before pressing and exposing. Extended incubation time will not increase sensitivity and may cause abnormal exposure bands. The essence of the luminescence process is an enzymatic reaction. Using too little luminescent working solution will hinder the reaction, leading to uneven exposure of the bands and significantly reduced sensitivity. To save on materials, the membrane can be cut smaller, but the amount of luminescent solution should not be reduced.
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4． Pick up the membrane with tweezers and place it on filter paper to drain the luminescent working solution.
5． Place the blot membrane into the imaging device, and adjust the placement orientation of the membrane in accordance with the instrument instructions. Use filter paper to absorb any excess luminescent working solution.
6． Expose it for a period of time, ranging from seconds to minutes. Develop and rinse the film.
Tech notes
1． Since milk contains endogenous biotin, avoid using milk powder in the blocking solution when employing the avidin/biotin system.
2． Add high-quality Tween-20 (final concentration of 0.05%) to the blocking buffer and all antibody diluents to reduce nonspecific binding.
3． Sodium azide is an HRP inhibitor, so avoid using it as a preservative in the buffer.
4． Ensure the blotting membrane remains wet throughout the entire immunoblotting experiment, and avoid allowing it to dry.
5． To achieve optimal experimental results, use a shaker during the antibody incubation and membrane washing steps.
6． Always wear gloves or use clean tweezers when handling the membrane to prevent protein contamination.
7． [bookmark: _GoBack]Under light-protected c[image: 图片1]onditions, the prepared chemiluminescent detection substrate working solution remains stable at room temperature for up to 8 hours. Exposure to sunlight or other strong light will affect the solution. For best results, prepare the working solution in a brown bottle to prevent prolonged exposure to strong light. Short-term exposure to normal laboratory lighting does not affect the solution's performance.
8． After approximately 3 minutes of incubation with the luminescent working solution, the membrane bands will emit light. Do not rely solely on visual observation to judge luminescence duration. Fluorescence that is invisible to the naked eye can persist for several hours. Weak bands may require an exposure time of 1-10 hours. If the bands are unsatisfactory after exposure, wash the membrane with washing buffer, re-incubate with the secondary antibody, and repeat the luminescent detection and exposure using ECL.
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