Quantitative ELISA Test Lab Report

Introduction
A biochemical technique known as ELISA is an enzyme linked Amino sorbent essay is fundamentally used to detect the presence of specific compound or antibody and sometimes hormones in a given sample. In this Elisa test we need to perform several steps to find the specific compound by observing the conversion of colorless substance into a colored substance by the enzyme-linked antibody then we can confirm whether the test is positive or negative. ELISA is a quick method to quantify large number of samples in a short time. There are many variations available, but we used quantitative ELISA to determine the presence of protein in a given sample and results are tabulated.
Materials and methods:
	To perform ELISA in the lab we used 96-well polystyrene microtiter plate. We added primary antibody to the wells, and we allowed the mixture for incubation for short span of time. And we allowed this antibody to bind on a specific targeted molecule. Samples were separated into different wells and labelled. Five of each antigen A and antigen B were separated. By using micro pipette, we added 150ml of the dilution buffer to each set of each micro centrifuge tubes and transferred 50 ml of from tube A1 to tube A2. We moved the well upside down for better mixture of solution for 4-5 times. Again, we transferred the sample from A2 to A3 and mixed well for 5 times and we continued the same process till tube A6. We did the same process for antigen B. Every time we cleaned pipets with buffered solution. Took 2 microtiter ELISA plates and tube of unknown 1 and unknown 2. Each plate contains 3 columns and 8 rows of wells. and we used a fine tip marker and label the left column of each plate as one in central column is two in the right column and finally would draw a line between six and seven on both plates. We were used only the top side of the wells in each plate and we took a Fresh pipette transfer 50 L from tube into top left well of each plate column 1 and Row 1 again with the fresh micro pipette tip we transferred 50 l from tube A2 to the well directly below the sample from the above process column 1 and column 2. We continued transfer 50 l of remaining Antigen A samples in the  appropriate wells of column 1 on both plates again with the fresh pipette  we transferred 50 l from B1 into Top central well each plate we did the same with B2 we continued adding 50 l of remaining sample and incubated it for 5 minutes at room temperature. We were removed the samples and wash the wells over the sink and used stack of a paper towels to remove the samples and discarded the paper towels. We used a transfer pipette and added buffer to the wells not to overfill it helps us to avoid cross contamination of the samples. We used fine marker and labelled A and b. We used new pipette and added 50ml of antibody A and Antibody B to the different wells with different pipettes. Incubated it for 5 min. Using fresh pipette, we transferred 50ml of secondary antibody to each sample and incubated for 5 minutes at room temperature. Invert on paper towel washed.


With a new micropipette 50 ml ABTS substrate added to the sample in the well of both plates again we waited for 2-5 minutes at room temperature and we waited for the change in the color.  The color change has highest concentration of antigens Again by using micropipette we added 50 ml of stop solution on each sample well on both plates and gently tapped the plates to mix the sample well. we documented the results and drew standard curve and we did for the quantitative analysis.

Results:

Quantifying the signal in each sample is performed by comparing the value to the standard curve to determine the concentration and we observed color changed in the sample shows false positive means that the results were positive. Quantitative results are shown below. After analyzing the data antigen-A and antigen-B concentrations were felt between 0.8 - 0.16l/mg 

Discussion:
when we were conducting ELISA test many factors can influence non-specific binding including various protein-protein interactions there are some difference from the sample and antibodies involved in the number of blockers may result in excessive background using excessive concentrations of blockers may mark and is an antibody interaction sometimes. When we were transferring samples from one well to the other. Sometimes unattached antigens or antibodies were washed away after we added secondary antibodies attach it to the end itself during incubation. When we added the substrate ABTS and hydrogen peroxide to sample the secondary antibodies were able to oxidize to change the color interval to show the results various modifications to the plate surface to increase hydrophobicity are hydrophilicity when enzymes reacted with inappropriate substrate then the color change occurs. We documented the results of concentration of antigens or antibodies in a sample and standard curve explained in the results.
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