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Human FAS ELISA Kit 

For quantitative detection of human soluble FAS in cell culture supernates, serum and 

plasma(heparin, EDTA, citrate) 
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1. ELISA protocol:

1. Prepare standards and samples according to dilution guide. Add 100µl into the wells and incubate

the plate for 90mins at 37oC. Do not wash. 

2. Prepare a working solution of the biotinylated antibody and add 100µl of the solution to the wells.

Incubate the plate for 60mins at 37oC. Wash plate following incubation three times with 0.01M TBS. 

3. Prepare a working solution of the ABC reagent and add 100µl to the wells. Incubate the plate for

30mins at 37oC. Wash plate following incubation five times with 0.01M TBS. 

4. Add 90µl of TMB to the wells, incubate for 20-25mins.

5. Add 10µl of TMB stop solution to the wells. The plate should be read at 450nm within 30mins.

2. ELISA protocol:

Reagent Preparation and Storage 

1. Reconstitution of the standard: standard solution should be prepared no more than 2 hours prior

to the experiment. Two tubes of standard (10ng per tube) are included in each kit. Use one tube for 

each experiment.  

a.10,000pg/ml of human standard solution: Add 1ml sample diluent buffer into one tube, keep the

tube at room temperature for 10 min and mix thoroughly. 

b.5000pg/ml→78pg/ml of standard solutions: Label 7Eppendorf tubes with 5000pg/ml, 2500pg/ml,

1250pg/ml, 625pg/ml, 312pg/ml, 156pg/ml, 78pg/ml respectively. Aliquot 0.3 ml of the sample 

diluent buffer into each tube. Add 0.3 ml of the above 10, 000pg/ml standard solution into 1st tube 

and mix. Transfer 0.3 ml from 1st tube to 2nd tube and mix. Transfer 0.3 ml from 2nd tube to 3rd 

tube and mix, and so on.  

c.Note: The standard solutions are best used within 2 hours. The 10ng/ml standard solution should

be stored at 4°C for up to 12 hours, or at -20°C for up to 48 hours. Avoid repeated freeze-thaw 

cycles.  

2. Preparation of biotinylated antibody working solution: The solution should be prepared no more

than 2 hours prior to the experiment. 

a.The total volume should be: 0.1ml/well x (the number of wells). (Allowing 0.1-0.2 ml more than

total volume) 

b.Biotinylatedantibody should be diluted in 1:100 with the antibody diluent buffer and mixed

thoroughly. (i.e. Add 1μl Biotinylated antibody to 99μl antibody diluent buffer.) 
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3. Preparation of Avidin-Biotin-Peroxidase Complex (ABC) working solution: The solution should be

prepared no more than 1 hour prior to the experiment. 

a.The total volume should be: 0.1ml/well x (the number of wells). (Allowing 0.1-0.2 ml more than

total volume) 

b.Avidin- Biotin-Peroxidase Complex (ABC) should be diluted in 1:100 with the ABC dilution buffer

and mixed thoroughly. (i.e. Add 1μl ABC to 99μl ABC diluent buffer.) 

Assay Procedure 

4. The ABC working solution and TMB color developing agent must be kept warm at 37°C for 30 min

before use. When diluting samples and reagents, they must be mixed completely and evenly. 

Standard curve should be prepared for each experiment. The user will decide sample dilution fold by 

crude estimation of proteinamount in samples.  

5. Aliquot 0.1ml per well of the 4000pg/ml, 2000pg/ml, 1000pg/ml, 500pg/ml, 250pg/ml, 125pg/ml,

62.5pg/ml standard solutions into the precoated 96-well plate. Add 0.1ml of the sample diluent 

buffer into the control well (Zero well). Add 0.1ml of each properly diluted sample of human serum, 

plasma, body fluids, tissue lysates or cell culture supernatants to each empty well. It is 

recommended that each standard solution and each sample be measured in duplicate. 

6. Seal the plate with the cover and incubate at 37°C for 90 min.

7. Remove the cover, discard plate content, and blot the plate onto paper towels or other absorbent

material. Do NOT let the wells completely dry at any time. 

8. Add 0.1ml of biotinylatedantibody working solution into each well and incubate the plate at 37°C

for 60 min. 

9. Wash plate 3 times with 0.01M TBS or 0.01M PBS, and each time let washing buffer stay in the

wells for 1 min. Discard the washing buffer and blot the plate onto paper towels or other absorbent 

material. (Plate Washing Method: Discard the solution in the plate without touching the side walls. 

Blot the plate onto paper towels or other absorbent material. Soak each well with at least 0.3 ml PBS 

or TBS buffer for 1~2 minutes. Repeat this process two additional times for a total of THREE washes. 

Note: For automated washing, aspirate all wells and wash THREE times with PBS or TBS buffer, 

overfilling wells with PBS or TBS buffer. Blot the plate onto paper towels or other absorbent 

material.)  

10. Add 0.1ml of prepared ABC working solution into each well and incubate the plate at 37°C for 30

min. 

11. Wash plate 5 times with 0.01M TBS or 0.01M PBS, and each time let washing buffer stay in the

wells for 1-2 min. Discard the washing buffer and blot the plate onto paper towels or other 

absorbent material. (See Step 5 for plate washing method). 

12. Add 90μl of prepared TMB color developing agent into each well and incubate plate at 37°C in

dark for 15-20 min (Note: For reference only, the optimal incubation time should be determined by 
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end user. And the shades of blue can be seen in the wells with the four most concentrated solutions; 

the other wells show no obvious color). 

13. Add 0.1ml of prepared TMB stop solution into each well. The color changes into yellow

immediately. 

14. Read the O.D. absorbance at 450nm in a microplate reader within 30 min after adding the stop

solution. 

3. ELISA Principle:

1. Principle:

Enzyme-linked immunosorbent assay (ELISA) is based on antigen immobilization and enzyme 

labeling of antibody. Antigen immobilized on a solid support keep its immunological activity while 

enzyme conjugated antibody retains immunological activity as well as enzyme activity. Target 

antigen in the sample binds to antibody on a solid support. Antigen-antibody complex is separated 

with other substances by washing. Then enzyme conjugated antibody is immobilized on the solid 

support by reacting with the antigen. And enzyme attached on the solid support is in proportion to 

the amount of antigen in the sample. A substrate for the enzyme is applied, and catalysis by the 

enzyme leads to a change in color, which indicates the amount of target antigen. Therefore, in ELISA 

test, the reaction is measurable in both qualitative and quantitative according to the intensity of the 

color. ELISA is equipped with high sensitivity quality by taking advantage of high catalytic efficiency 

of the enzyme which amplifies immunoreaction signal.  

2. Types:

ELISA can be performed to evaluate either the presence of antigen or the presence of antibody in a 

sample. Various ELISA types are designed based on a range of factors, such as source of reagents, 

sample status as well as specific test conditions. ELISA test applied for clinical diagnosis contains 

mainly sandwich ELISA, indirect ELISA and competitive ELISA,etc.  

3. ELISA kit Components:

1.ELISA plate precoated with antibody

2.Biotinylated antibody

3.Standard

4.Avidin-Biotin-Peroxidase Complex(ABC)

5.Sample dilute buffer

6.Antibody diluent buffer

7.ABC diluent buffer

8.TMB color developing agent

9.TMB stop solution
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4. Protocol:

The ABC working solution and TMB color developing agent must be kept warm at 37°C for 30 min 

before use. When diluting samples and reagents, they must be mixed completely and evenly. 

Standard curve should be prepared for each experiment. The user will decide sample dilution fold by 

crude estimation of target amount in samples.  

1. Calculating the amount of wells precoated with antibody, and adding one blank well as control.

Total amount=the amount of sample wells+9. Duplicate the amount while do double assay. Wrap 

other unused wells and place them into refrigerator.  

2. Aliquot 0.1ml per well of the standard solutions into the precoated 96-well plate. Add 0.1ml of the

sample diluent buffer into the control well (Zero well). Add 0.1ml of each properly diluted sample of 

human cell culture supernates, serum or plasma( heparin, EDTA, citrate) to each empty well. See 

“Sample Dilution Guideline” above for details. It is recommended that each standard solution and 

each sample be measured in duplicate.  

3. Seal the plate with the cover and incubate at 37°C for 90 min.

4. Remove the cover, discard plate content, and blot the plate onto paper towels or other absorbent

material. Do NOT let the wells completely dry at any time. 

5. Add 0.1ml of biotinylated antibody working solution into each well and incubate the plate at 37°C

for 60 min. 

6. Wash plate 3 times with 0.01M TBS or 0.01M PBS, and each time let washing buffer stay in the

wells for 1 min. Discard the washing buffer and blot the plate onto paper towels or other absorbent 

material. (Plate Washing Method: Discard the solution in the plate without touching the side walls. 

Blot the plate onto paper towels or other absorbent material. Soak each well with at least 0.3 ml PBS 

or TBS buffer for 1~2 minutes. Repeat this process two additional times for a total of THREE washes. 

Note: For automated washing, aspirate all wells and wash THREE times with PBS or TBS buffer, 

overfilling wells with PBS or TBS buffer. Blot the plate onto paper towels or other absorbent 

material.)  

7. Add 0.1ml of prepared ABC working solution into each well and incubate the plate at 37°C for 30

min. 

8. Wash plate 5 times with 0.01M TBS or 0.01M PBS, and each time let washing buffer stay in the

wells for 1-2 min. Discard the washing buffer and blot the plate onto paper towels or other 

absorbent material. (See Step 5 for plate washing method).  

9. Add 90μl of prepared TMB color developing agent into each well and incubate plate at 37°C in

dark for 25-30 min (Note: For reference only, the optimal incubation time should be determined by 

end user. And the shades of blue can be seen in the wells with the four most concentrated standard 

solutions; the other wells show no obvious color).  

10. Add 0.1ml of prepared TMB stop solution into each well. The color changes into yellow from blue

immediately. 
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11. Read the O.D. absorbance at 450nm in a microplate reader within 30 min after adding the stop

solution. For calculation, (the relative O.D.450) = (the O.D.450 of each well) – (the O.D.450 of Zero 

well). The standard curve can be plotted as the relative O.D.450 of each standard solution (Y) vs. the 

respective concentration of the standard solution (X). The concentration of the samples can be 

interpolated from the standard curve.  

Note: if the samples measured were diluted, multiply the dilution factor to the concentrations from 

interpolation to obtain the concentration before dilution.  

5. Highlights:

Reagents preparation and storage: 

Prepare reagents as described in the datasheet inserted in the ELISA kit. Distilled water or deionized 

water used in the whole ELISA test should be fresh and superior. PH meter is recommended to 

measure and calibrate self-made buffer solution. Heat the reagents which are taken out from 

refrigerator to room temperature before use. Reagents that are not used for the assay should be 

stored in refrigerator immediately  

Adding sample: 

Samples should be added to the bottom of wells to avoid splashing and bubbles. Finnpipette is 

recommended to be applied to add sample in specific amount. Suction nozzle should be changed 

every single time to avoid cross contamination. Disposable quantitative plastic tube could be used 

alternatively. Serum should be diluted in specific dilution ratio in tube before adding samples if 

diluted serum needs to be involved in the assay, like as in indirect ELISA. While adding enzyme 

conjugate complex solution and substrate solution, multi-channel peptide could be applied to 

facilitate reagents adding.  

Incubation: 

Performing an ELISA involves two binds between antibody and antigen, namely, antibody 

immobilized on solid surface reacting with antigen in the sample and enzyme conjugated antibody 

binding to antigen in the sample. Incubation indicates the process that maintain antigen-antibody 

complex in favorable temperature for a period of time. Antibody binds to antigen only on solid 

surface. Taking sandwich ELISA as an example, antigen from the sample in wells could not bind to 

immobilized antibody evenly and thoroughly. Only antigen in sample solution which is adhere or 

close to wall of the well could react with antibody directly. This is a gradual process of balance, thus 

thorough reaction could be completed by difusion. In the same sense, incubation is necessary for the 

Enzyme conjugated antibody and immobilized antigen binding.  
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Washing: 

Washing is crucial for ELISA test though it is not a reaction step in the assay. Free and bonded 

enzyme conjugated complex are separated by washing. The plate is typically washed to remove any 

substances that are not specifically bound and interfering substance that non-specifically binds to 

solid support produced by plastic like polystyrene adsorbing proteins. Therefore, operator should 

wash strictly and attached great importance to washing which is crucial for ELISA test.  

Color development: 

Color development is the last incubation step in ELISA test. Colorless substrate change color due to 

enzyme catalysis. Time and temperature are still factors that affect color development. In a period of 

time, negative wells remain colorless while positive wells show color increasingly. Appropriate 

temperature raising would facilitate color development process. In quantitative assay, reacting time 

and temperature should be accurate whereas qualitative test could be conducted in room 

temperature with less controlled time. Time could be shorted or prolonged based on the color 

developing of positive control or negative control. The color of TMB substrate would not get deeper 

after 20-30 minutes at outdoor temperature or 37°C . Background value would increase if prolong 

reaction time. Color development should protected from light due to chromogenic substrate could 

change color itself in light. Stop solution should be added to stop the reaction after color 

development process finishing.  

Microplate reader: 

Microplate reader is used to measure absorbance of ELISA result. It should not placed under 

sunshine or intensive light. And Microplate reader should be preheated for 15-30 minutes in room 

temperature of 15~30°C.   
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