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Cat No. W2502
U-Blot® Femto-Sensitive ECL Solution
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U-Blot® Femto-Sensitive ECL Solution is a highly sensitive, non- radioactive chemiluminescent substrate based on Luminol for detecting horseradish peroxidase (HRP) on immunoblotted membranes. It can detect antigens at low femtogram levels. The continuous luminescence lasts up to 8 hours and can be repeatedly exposed to chemiluminescent imaging systems for optimal results, or for stripping immunodetection reagents and re-probing.
U-Blot® Femto-Sensitive ECL Solution allows for higher antibody dilutions, significantly reducing antibody usage:
· Primary antibody (stock concentration 1mg/ml) dilution range: 1:5000–1:100,000
· Secondary antibody (stock concentration 1mg/ml) dilution range: 1:100,000–1:500,000.
Applications
U-Blot® Femto-Sensitive ECL Solution can be used to detect HRP-labeled probes or antigen-antibody complexes in Western Blot, Northern Blot, Southern Blot, Dot Blot, and other experiments.
Storage and stability:
If stored and transported in a dry, sealed condition at room temperature (2-30℃) away from light, the shelf life is up to 1 year. If stored in a refrigerated condition at 2-8℃ away from light, the shelf life [image: 图片1]is up to 2 years.
Important Product Information
· Ultra-sensitive: With extremely high sensitivity and a high signal-to-noise ratio, it can detect low femtogram antigens.
· Low background: Contains a precise luminescent substrate to improve the signal-to-noise ratio, offering higher sensitivity and lower background.
· Strong signal: The unique luminescent formula provides up to 8 hours of luminescence, making exposure operations easy.
· Stable: Contains a unique luminescent stabilizer.
Instructions for use
1． An ideal Western blot result requires optimizing all experimental steps, such as sample loading, gel type, transfer method, membrane type, blocking reagent, primary antibody concentration, secondary antibody concentration, and incubation times. Also, ensure sufficient incubation reagents are provided at each step to avoid membrane drying.
2． Perform routine electrophoresis, transfer, HRP-labeled antibody or HRP-labeled nucleic acid probe incubation, and membrane washing.
Note: ECL luminescent liquid is the substrate for HRP, so the detection system must use HRP enzyme-labeled antibodies or nucleic acid probes.
3． During the last wash of the membrane, freshly prepare the luminescent working solution by mixing equal volumes of solution A and 
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solution B. Allow the mixture to reach room temperature before use.
Note: Use separate pipette tips for solution A and B.
4． Using flat-head tweezers, remove the membrane and place it on filter paper to drain the washing solution. Avoid letting the membrane dry completely. Immerse the membrane fully in the luminescent working solution (100-200 μL/cm² of membrane) to ensure complete contact with the solution. Incubate at room temperature for 3-5 minutes, then proceed with exposure.
    Note: Extended incubation times will not increase sensitivity and may cause abnormal band exposure. Using too little luminescent solution can result in uneven exposure and reduced sensitivity. To save on solution, the membrane can be cut smaller, but the amount of luminescent solution used should remain the same.
5． Using flat-head tweezers, gently touch the lower edge of the membrane with absorbent paper to remove excess solution. Leave a small amount of working solution, but do not allow the membrane to dry completely. Do not wash off the luminescent solution.
6． Place the blot membrane into the imaging device, and adjust the placement orientation of the membrane in accordance with the instrument instructions.Expose for varying times (a few seconds to a few minutes), then fix, develop, and rinse the film.
    Note: Adjust exposure time based on inte[image: 图片1]nsity. 
Tech notes
1． To achieve the best results, optimize experimental conditions, including sample amount, primary and secondary antibody dilution, and selection of hybridization membranes and blocking reagents.
2． Steps 1 to 5 can be performed under fluorescent lights; however, prolonged exposure of the luminescent solution to strong light may reduce sensitivity. This can be avoided by moving to a darkroom. Wearing gloves prevents fingerprints and keeps the membrane clean.
3． Long exposure or excessive protein will increase background intensity, causing bands to lose their linear relationship. Insufficient exposure will blur the bands.
4． After incubating with the luminescent working solution for 3-5 minutes, bands will glow. Weak bands can be exposed for 1-10 hours. If the bands are unsatisfactory, wash the membrane, re-incubate with the secondary antibody, and re-expose with ECL.
5． Due to the high sensitivity of the luminescent solution, use primary antibody concentrations (1 mg/ml stock) diluted 1:5000- 1:100000 and secondary antibody concentrations (1 mg/ml stock) diluted 1:100,000-1:500,000. Excessive antibody concentration may cause high background or no bands.
6． Keep the blot membrane wet throughout the experiment; avoid drying it out.
7． For optimal results, use a sh[image: 图片1]aker for antibody incubation and membrane washing. Do not place multiple membranes in the same wash box, as mutual adsorption or friction may cause a high background.
8． Use pre-stained protein markers to accurately determine the position and size of bands on the film. Fluorescent-radioautographic exposure labels can also help.
9． Use clean equipment. Ensure non-metallic tools are free of scratches and metal tools are rust-free. Rust can cause stains or high background.
10． The chemiluminescent detection substrate working solution is stable at room temperature for 8 hours in light-proof conditions. 
Prolonged exposure to strong light can degrade the solution. For best results, store the solution in a brown bottle to prevent light exposure. Short-term exposure to normal laboratory light is acceptable.
11． Sodium azide (NaN3) can inhibit HRP activity. Avoid using NaN3 if recovering HRP-labeled probes or antibodies.
Troubleshooting
	Questions
	Brown or yellow bands appear on the membrane
Short luminous time
The entire membrane emits light 

	Cause
	HRP excessive

	Solutions
	Dilute HRP-second[image: 图片1]ary antibody to appropriate concentration

	Questions
	No signal or weak signal

	Cause
	Too much HRP causes fluorescence quenching

	Solutions
	Dilute HRP-secondary antibody to appropriate concentration

	Cause
	Antibody specificity is poor or ineffective

	Solutions
	Change antibody

	Cause
	Transfer failure

	Solutions
	Optimize the conditions and transfer again. For proteins with small molecular weight, reduce the transfer time. Use a 0.22 μM membrane. For proteins with large molecular weight, increase the transfer time.

	Cause
	Too little target protein

	Solutions
	Increase sample loading

	Questions
	Background too high

	Cause
	Too much HRP

	Solutions
	Dilute HRP-secondary antibody to appropriate concentration

	Cause
	Blocking is not thorough

	Solutions
	Replace the blocking solution and increase the blocking time

	Cause
	Incomplete membrane washing

	Solutions
	Increase the number of membrane washing times, time, and amount of washing solution

	[image: 图片1]Cause
	Too many antigens

	Solutions
	Reduce the amount of SDS-PAGE sample

	Cause
	Too much primary antibody was used

	Solutions
	Dilute the primary antibody to an appropriate concentration

	Cause
	Primary antibody specificity is too low

	Solutions
	Change antibody

	Questions
	Stripes with spots

	Cause
	Incomplete transfer

	Solutions
	Optimize the conditions and transfer again

	Cause
	PVDF membrane is not fully wetted

	Solutions
	The PVDF membrane was first fully moistened with methanol and then hydrated.

	Cause
	There are bubbles between the film and the plastic wrap

	Solutions
	Remove bubbles during exposure

	Questions
	Spots on the film

	Cause
	Secondary antibody aggregates or precipitates

	Solutions
	The diluted secondary antibody working solution is filtered through a membrane

	Questions
	Non-specific bands

	Cause
	Too much HRP

	Solutions
	Dilute HRP-secondary antibody to appropriate concentration

	Cause
	[bookmark: _GoBack]Poor antibody specifici[image: 图片1]ty

	Solutions
	Change primary antibody

	Cause
	SDS causes non-specific binding

	Solutions
	Standardized transfer operation
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