ASSAY PROCEDURE

Biomedica 25-OH vitamin D ELISA
· This protocol should not replace the package insert.

· All kit reagents can be left at room temperature throughout the assay.

Reagent preparation:

1.
Dilute wash buffer concentrate: add 100 ml concentrate to 900 ml distilled water. 

2.
Mark positions for blank, standards, controls and samples on the protocol sheet.

3.
Mark microtiter strips as appropriate.

4.
Dissolve vitamin D binding protein (VDBP, blue cap) in 13 ml assay buffer, mix well and


leave at 4°C for at least 30 min., mix again before pipetting. Store unused VDBP at -20°C.

Assay procedure:
1.
Sample / Standard / Control preparation:

· Mix samples on a Vortex mixer prior to pipetting.

· First put 50 µl of each sample, standard or control into V-tubes.
Then add 400 µl precipitating agent to every tube.

· Mix thoroughly on Vortex mixer.

· Incubate for 30 min. at -20°C.

· Centrifugation (rcf = rotational centrifugal force = g):
swing out rotor:
5 min. at 3000 rcf (precool centrifuge to 4°C)

or 2-3 min. at 6000-8000 rcf (room temperature centrifuge, 18-26°C)
fixed angle rotor:
2-3 min. at maximum speed at room temperature or 4°C.

· Handle tubes carefully after centrifugation! The supernatant must be perfectly clear and well separated from the pellet at the bottom of the tubes.

· The supernatant contains the extracted 25-OH Vit D and should be assayed immediately.
If not possible, keep at 4°C for max. 1 hour.

2.
Pipetting the samples into wells:
· Pipette tips should be fixed well to the pipette to avoid dripping.

· Avoid touching the walls of the V-tube or the pellet with the pipette tip!
Invisible thin pellet layer can stick to tube wall.

· Slowly flush the pipette tip once with the supernatant before pipetting it into well.

· Place the supernatant at the bottom of the wells.


Add 20 µl of supernatants of standards, controls and samples into the respective wells.

3.
Mix VDBP again and add 100 µl to all wells except blank.

4.
Add 100 µl antibody (green cap, yellow solution) into all wells, shake plate gently.

5.
Cover strips with plastic film and incubate 3 h at room temperature (18-26 °C).
If room temperature exceeds 26°C, incubate at 4°C.

6.
Remove plate sealer slowly from microtiter plate. Discard contents of the wells completely and wash 4x with a minimum of 250 µl diluted wash buffer. Make sure that residual buffer is removed completely after the 4th wash, e.g. by inverting the plate and tapping firmly on absorbent paper.
7.
Add 200 µl conjugate (red solution) to all wells.

8.
Cover strips with plastic film and incubate 1 hour at at room temperature (18-26 °C).
If room temperature exceeds 26°C, incubate at 4°C.

9.
Discard contents of the wells and wash 4x with a minimum of 250 µl diluted wash buffer.
Make sure that residual buffer is removed completely after the 4th wash, e.g. by inverting the plate and tapping firmly on absorbent paper.

10.
Add 200 µl of substrate to all wells.

11.
Incubate for 20 min. at room temperature (18-26°C) in the dark.

12.
Add 50 µl of stop solution to all wells, shake well.

13.
Determine absorption with an ELISA reader at 450 nm against 620 nm as reference.

TECHNICAL HINTS & CRITICAL STEPS

Biomedica 25-OH vitamin D ELISA

· Tubes:

V-tubes must be used for precipitation of samples.

Do not use round-bottom tubes or Eppendorf tubes with safety lock lids!

· Vitamin D Binding Protein:

After dissolving mix well and leave at 4°C for at least 30 min., mix again before pipetting.

· Precipitation:

First put samples into V-tubes and then add precipitating agent.

· Centrifugation:

Swing out rotor:
5 min. at 3000 rcf (precool centrifuge to 4°C)




or 2-3 min. at 6000-8000 rcf (room temperature, 18-26°C)

Fixed angle rotor:
2-3 min. at room temperature or 4°C at maximum speed

· Handle tubes carefully after centrifugation:

The supernatant must be perfectly clear and well separated from the pellet at the bottom 
of the

tubes. The supernatant should be assayed immediately. If not possible, keep at 4°C for max. 1 hour.

· General hints:
· Vitamin D assays use organic solvents for extraction. The adhesion of ethanolic solution
(e.g. precipitating agent in the samples/standards/ controls) is different to that of aqueous solutions. Therefore:

•
Make sure that the pipette tips are fixed well to the pipette to avoid dripping.

•
Slowly flush the pipette tip once with the supernatant before pipetting it into the well of the

microtiter plate.

•
Do not leave the extracts at room temperature.

•
If temperature in the laboratory exceeds 28°C we recommend to place microtiter plate on a

cool pack during pipetting the samples (to avoid alcohol evaporation).

· Never touch the pellet nor the side walls of the V-tube with the pipette.

· To avoid cross-contamination, change pipette tips between addition of standards, controls, samples, tracer, conjugate, substrate and stop solution. Use separate reservoirs for each reagent.

· Do not mix stoppers and caps of different reagents.

· Do not use reagents beyond expiration date.

· Protect reagents from direct sunlight.

· Do not mix or substitute reagents with those from other lots or sources.

· To ensure accurate results, proper adhesion of plate sealers during incubation steps is necessary. After incubation of the specific reagents, remove plate sealer slowly from microtiter plate to avoid cross-contamination.

· Substrate solution should remain colourless until added to the plate. Reagents must not precipitate or discolor.

· Stop solution should be added to the plate in the same order as the substrate solution.

· Washing is a crucial step in each assay system. Washing should be done thouroghly.
If a washer is used, adjust washer to a moderate washing speed and valve pressure.
Do not cause foam. Make sure all wells are full. Remove any remaining washing buffer by inverting the plate and tapping firmly on absorbent paper.

· [image: image1.wmf]When mixing reagents, always avoid foaming. 
· Ensure that all reagents are stored as indicated on the product labels.

· We recommend to run duplicates for all values.
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