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Note for sample: 

 

1. Tubes for blood collection should be disposable and be non-endotoxin. Samples with high hemolysis or 

much lipid are not suitable for ELISA assay.  

2. Samples should be assayed within 7 days when stored at 2-8°C, otherwise samples must be divided up 

and stored at -20°C (≤ 1 month) or -80°C (≤ 3 months). Avoid repeated freeze-thaw cycles. Prior to assay, 

the frozen samples should be slowly thawed and centrifuged to remove precipitates.  

3. Please predict the concentration before assaying. If the sample concentration is not within the range of 

the standard curve, users must determine the optimal sample dilutions for their particular experiments. 

4. If the sample type is not included in the manual, a preliminary experiment is suggested to verify the validity. 

5. If a lysis buffer is used to prepare tissue homogenates or cell lysates, there is a possibility of causing a 

deviation due to the introduced chemical substance.  

6. Some recombinant protein may not be detected due to a mismatching with the coated antibody or 

detection antibody. 

 

Dilution Method 

 

Undiluted normal serum/plasma samples are recommended for the assay.  

Due to individual differences, please estimate the concentration range of the sample in advance, and conduct 

a preliminary test to determine the appropriate dilution ratio of the sample.  

If your test sample needs dilution, please refer to the dilution method as follows: 

For 100 fold dilution:  

One-step dilution. Add 5 μL sample to 495 μL sample diluent to yield 100 fold dilution. 

For 1,000 fold dilution:  

Two-step dilution. Add 5 μL sample to 95 μL sample diluent to yield 20 fold dilution, then add 5 μL 20 fold diluted 

sample to 245 μL sample diluent, after this, the neat sample has been diluted at 1,000 fold successfully. 

For 100,000 fold dilution:  

Three-step dilution. Add 5 μL sample to 195 μL sample diluent to yield 40 fold dilution, then add 5 μL 40 fold 

diluted sample to 245 μL sample diluent to yield 50 fold dilution, and finally add 5 μL 2000 fold diluted sample 

to 245 μL sample diluent, after this, the neat sample has been diluted at 100,000 fold successfully. 

The volume of liquid used in each dilution is not less than 3μL, and the dilution ratio is not more than 100 fold. 

Mix well at each dilution step to avoid foaming. 
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Assay Procedure 

1. Determine wells for diluted standard, blank and sample. Add 100 μL each dilution of standard, blank 

and sample into the appropriate wells (It is recommended that all samples and standards be assayed 

in duplicate. It is recommended to determine the dilution ratio of samples through preliminary 

experiments or technical support recommendations). Cover the plate with the sealer provided in the kit. 

Incubate for 90 min at 37°C. 

Note: solutions should be added to the bottom of the micro ELISA plate well, avoid touching the inside 

wall and causing foaming as much as possible. 

2. Decant the liquid from each well, do not wash. Immediately add 100 μL of Biotinylated Detection Ab 

working solution to each well. Cover the plate with a new sealer. Incubate for 1 hour at 37°C.  

3. Decant the solution from each well，add 350 μL of wash buffer to each well. Soak for 1 min and aspirate 

or decant the solution from each well and pat it dry against clean absorbent paper. Repeat this wash 

step 3 times.  

Note: a microplate washer can be used in this step and other wash steps. Make the tested strips in use 

immediately after the wash step. Do not allow wells to be dry. 

4. Add 100 μL of HRP Conjugate working solution to each well. Cover the plate with a new sealer. Incubate 

for 30 min at 37°C. 

5. Decant the solution from each well, repeat the wash process for 5 times as conducted in step 3. 

6. Add 90 μL of Substrate Reagent to each well. Cover the plate with a new sealer. Incubate for about 15 

min at 37°C. Protect the plate from light. Note: the reaction time can be shortened or extended 

according to the actual color change, but not more than 30 min. Preheat the Microplate Reader for 

about 15 min before OD measurement. 

7. Add 50 μL of Stop Solution to each well. 

Note: adding the stop solution should be done in the same order as the substrate solution. 

8. Determine the optical density (OD value) of each well at once with a micro-plate reader set to 450 nm. 
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