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Reagents Quantity Storage Condition

Pre-coated Microplate 12 strips x 8 wells 4°C

Standard (lyophilized) 4°C

Standard Diluent Buffer

Biotinylated Antibody (100x)
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3. Electro-heating standing-temperature cultivator.

4. Absorbent paper.

5. Distilled or deionized water.

6. Single or multi-channel pipettes with high precision and disposable tips.

7. Precision pipettes to deliver 2 ?L to 1 mL volumes.
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2. Wash cells three times in cold PBS.

3. Cells were then resuspended in fresh lysis buffer with concentration of 107 cells/mL. If it is necessary, the cells could be subjected to
ultrasonication till the solution is clarified.

4. Centrifuge at 1500xg for 10 minutes at 2-8°C to remove cellular debris. Assay immediately or aliquot and store at ?-20°C.

Urine -Aseptically collect the first urine of the day (mid-stream), voided directly into a sterile container. Centrifuge to remove particulate
matter, assay immediately or aliquot and store at ?-20°C.Avoid repeated freeze-thaw cycles.

Saliva - Collect saliva using a collection devi
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5. Biotinylated Antibody and Streptavidin-HRP: Briefly spin or centrifuge the stock Biotinylated Antibody and Streptavidin-HRP
before use. Dilute them to the working concentration 100-fold with Biotinylated Antibody Diluent and HRP Diluent, respectively.
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Assay Procedure

1. Determine wells for diluted standard, blank and sample. Prepare 7 wells for standard, 1 well for blank. Add 100 ?L each of standard
working solution (read Reagent Preparation), or 100 ?L of samples into the appropriate wells. Cover with the Plate sealer. Incubate for
80 minutes at 37°C.

2. Remove the liquid of each well. Aspirate the solution and wash with 200 ?L of 1x Wash Solution to each well and let it sit for 1-2
minutes. Remove the remaining liquid from all wells completely by snapping the plate onto absorbent paper. Totally wash 3 times. After
the last wash, remove any remaining Wash Buffer by aspirating or decanting. Invert the plate and blot it against absorbent paper.

3. Add 100 7L of Biotinylated Antibody working solution to each well, cover the wells with the plate sealer and incubate for 50 minutes
at 37°C.
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