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Product Information
The Enzyme Immunoassay (EIA) is an in vitro quantitative assay kit for detecting biological peptides or proteins based on the competitive 
enzyme immunoassay principle. The microplate in the kit is coated with a target-specific antibody. The antibody is competitively bound by  
a mixture of biotinylated peptide (provided in the kit) and the endogenous peptide in the biological sample. The biotinylated peptide then  
interacts with HRP-Streptavidin, which produces a colorimetric signal. The signal intensity is directly proportional to the amount of biotinylated 
peptide-streptavidin-HRP, and inversely proportional to the amount of target peptide in the sample or standard. A standard curve of peptide 
is then established and the concentration of protein in the samples can be calculated.

EIA Assay Procedure
1. Keep kit reagents on ice during reagent preparation steps. It is 
recommended that all standards and samples be run at least in 
duplicate. 

2. Add 100 μL anti-“target” antibody to each well. Incubate for  
1.5 hours at room temperature with gentle shaking (1-2 cycles/sec). 
You may also incubate overnight at 4 °C. 

3. Discard the solution and wash wells 4 times with 1× Wash  
Buffer (200-300 μL each), Washing may be done with a multichannel 
pipette or an automated plate washer. Complete removal of liquid 
at each step is essential to good assay performance. After the last 
wash, remove any remaining Wash Buffer by aspirating or decanting. 
Invert the plate and blot it against clean paper towels. 

4. Add 100 μL of each standard, positive control and sample into  
appropriate wells. Be sure to include a blank well (Assay Diluent only). 

5. Cover wells and incubate for 2.5 hours at room temperature with 
gentle shaking (1-2 cycles/sec) or overnight at 4 °C. 

6. Discard the solution and wash 4 times as directed in Step 3. 

7. Add 100 μL of prepared HRP-Streptavidin solution to each well. 
Incubate for 45 minutes with gentle shaking at room temperature. 
It is recommended that incubation time should not be shorter or 
longer than 45 minutes. 

8. Discard the solution and wash 4 times as directed in Step 3. 

9. Add 100 μL of TMB One-Step Substrate Reagent (Item H) to each 
well. Incubate for 30 minutes at room temperature in the dark with 
gentle shaking (1-2 cycles/sec). 

10. Add 50 μL of Stop Solution (Item I) to each well.  
Read absorbances at 450 nm immediately.

How It Works
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