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Overview
Species Human
Alternative . " R ; .
NS FIH1; Peptide-Aspartate Beta-Dioxygenase; Hypoxia-inducible factor asparagine hydroxylase
Assay J
Sandwich
Type

Sensitivity 14.4 pg/mL




Reagents Quantity Storage Condition
Pre-coated Microplate 12 strips x 8 wells 4°C

Standard (lyophilized) 2 4°C

Standard Diluent Buffer 20 mL 4°C
Biotinylated Antibody (100x) 120 ?L 4°C
Biotinylated Antibody Diluent 12 mL 4°C
Streptavidin-HRP (100x) 120?L 4°C

HRP Diluent 12 mL 4°C

Wash Buffer (25x) 20 mL 4°C

TMB Substrate Solution 9 mL 4°C (lucifuge)
Stop reagent 6 mL 4°C




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.

Safety notes

1. This kit is sold for lab research and development use only and not for use in humans or animals.
2. Reagents should be treated as hazardous substances and should be handled with care and disposed of properly.

3. Gloves, lab coat, and protective eyewear should always be worn, Avoid any skin and eye contact with Stop Solution and TMB. In
case of contact, wash thoroughly with water.

Sample collection and storage

Serum - Use a serum separator tube and allow samples to clot for two hours at room temperature or overnight at 4°C before
centrifugation for 20 minutes at approximately 1000xg. Assay freshly prepared serum immediately or store samples in aliquot at -20°C
or -80°C for later use .Avoid repeated freeze/thaw cycles.




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 device or equivalent. Centrifuge samples for 15 minutes at 1,000xg at 2-8°C. Remove

particulates and assay immediately or store samples in aliquot at ?-20°C. Avoid repeated freeze/thaw cycles.

Cell culture supernatants and other biological fluids - Centrifuge samples for 20 minutes at 1000xg. Collect the supernatant and
assay immediately or store samples in aliquot at -20°C or -80°C for later use. Avoid repeated freeze/thaw cycles

Note

1. Samples to be used within 5 days may be stored at 4°C, otherwise samples must be stored at -20°C (?1 month) or -80°C (?2
months) to avoid loss of bioactivity and contamination. Avoid repeated freeze/thaw cycles.

2. Sample hemolysis will influence the result, so hemolytic specimen should not be used.

3. When performing the assay, bring samples to room temperature.
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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.

6. TMB substrate - Aspirate the needed dosage of the solution with sterilized tips and do not dump the residual solution into the vial
again.

Note

1. Disposable pipette tips, flasks or glassware are preferred, reusable glassware must be washed and thoroughly rinsed of all
detergents before use.

2. Bacterial or fungal contamination of either samples or reagents or cross-contamination between reagents may cause erroneous
results.

3. All residual washing liquid must be drained from the wells by efficient aspiration or by decantation followed by tapping the plate
forcefully on absorbent paper. Never insert absorbent paper directly into the wells.

4. If crystals have formed in the Wash Solution concentrate (25x), warm to room temperature and mix gently until the crystals are

completely dissolved.




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.

4. Repeat the aspiration, wash process for total 3 times as conducted in step 2.

5. Add 100 ?L of Streptavidin-HRP working solution to each well, cover the wells with the plate sealer and incubate for 50 minutes at
37°C.

6. Repeat the aspiration, wash process for total 5 times as conducted in step 2.

7. Add 90 ?L of TMB Substrate Solution to each well. Cover with a new Plate sealer. Incubate for 20 minutes at 37°C (Don't exceed 30
minutes). Protect from light. The liquid will turn blue by the addition of TMB Substrate Solution.

8. Add 50 ?L of Stop reagent to each well. The liquid will turn yellow by the addition of Stop reagent. Mix the liquid by tapping the side
of the plate. If color change does not appear uniform, gently tap the plate to ensure thorough mixing. The insertion order of the Stop
reagent should be the same as that of the TMB Substrate Solution.

9. Remove any drop of water and fingerprint on the bottom of the plate and confirm there is no bubble on the surface of the liquid. Then,
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