
Immunology department, School of Medicine,  
Iran University of Medical Sciences 

 

Course: Practical Immunology course for Medical Students Prepared by: Dr.Safari 

Session title: ELISA  Date of revise: July 8, 2019 

 

ELISA Protocol 
 

Introduction 

The use of enzyme linked immunosorbent assay, or ELISA, provides an economical, rapid and 

highly sensitive method for screening a large number of samples. ELISA can be used to detect 

and quantitate peptides, proteins or antibodies. The assay is based upon an antigen-antibody 

interaction and subsequent enzymatic action on a substrate yielding a soluble colored product. 

Variations of the basic method exist for specialized applications. A basic method is outlined 

below. 

Assay Procedure 

It is recommended that all reagents and materials be equilibrated to 37°C/room temperature prior 

to the experiment. 

1. Prepare all reagents and working standards as directed previously. 

2. Remove excess microplate strips from the plate frame and seal and store them in the original 

packaging. 

3. Set Standard wells, Sample wells, Control wells and Blank wells, add 50 µl of the standard, 

sample, or control per well. At least two replicates of each standard, sample, control or blank is 

recommended. 

4. Add 50 µl of HRP Conjugated anti-hCG-β antibody to each well except for the blank well and 

mix thoroughly. 

5. Cover with plate sealer and incubate for 60 minutes at 37°C. 

6. Wash the plate 3 times with the 1x wash buffer. 

a. Discard the liquid in the wells into an appropriate waste receptacle. Then, invert the plate on 

the benchtop onto a paper towel and tap the plate to gently blot any remaining liquid. It is 

recommended that the wells are not allowed to completely dry at any time. 

b. Add 300 μl of the 1x wash buffer to each assay well. (For cleaner background incubate for 60 

seconds between each wash). 

c. Repeat steps a-b 2 additional times. 

7. Add 50μl Color Developing Reagent A (substrate) and 50μl Color Developing Reagent B 

(chromogen) to each well and incubate in the dark for 15 minutes at 37°C. 

8. Add 50 μl of Stop Solution to each well. 

9. Read absorbance on Plate Reader at 450 nm within 15 minutes after adding the stopping 

solution. 

 


