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The 8-OHdG ELISA kit is a competitive in vitro enzyme-linked immunosorbent assay for quantitative
measurement of the oxidative DNA adduct 8-hydroxy-2’-deoxyguanosine (8-OHdG) in tissue, serum,
plasma, urine and so on.
1. KIT CONTENTS
1
2
3

8-OHdG Microtiter plate
Primary antibody

4

Primary antibody solution
Secondary antibody

5

Secondary antibody solution

6

Chromatic solution

7

Diluting solution

8

Washing solution (x 5)

9

Reaction terminating solution

10 Standard 8-OHdG solution

precoated with 8-OHdG (8x12 wells, split 1 plate
type)
1 vial
monoclonal antibody specific for 8OHdG
1 vial (ca. 6ml)
phosphate buffered saline
1 vial
HRP-conjugated antibody
1 vial (ca. 12ml)
phosphate buffered saline
1 vial (ca. 0,25ml)
3,3’,5,5’-tetramethylbenzidine
1 vial (ca. 12ml)
hydrogen peroxide/citrate-phosphate
buffered saline
2 vials (ca. 26ml/
5 times concentrated phosphate buffered
vial)
saline**
1 vial (ca. 12ml)
1 M phosphoric acid
total 6 vials (ca. 1ml/
0.5, 2, 8, 20, 80, 200 ng/ml 1 vial each
vial)

11 Plate seal

1 sheet

All reagent should be refrigerated at 2-8°C
The kit should not be used beyond 12 months past the manufacturers date stamped on the
exterior of the box
** Dilute Washing solution by 5 times (v/v) with distilled water for use
-

2. ADDITIONAL MATERIALS AND EQUIPMENTS REQUIRED
-

50 µl pipettor and tips
8-channel micropipettor and tips (50~200µl)
Trays for 8-channel pipettor
37°C incubator
Microplate reader

3. SUMMARY OF ASSAY PROCEDURE
1. The 8-OHdG monoclonal antibody and the sample or standard are added to
the microtiter plate which has been precoated with 8-OHdG. The 8-OHdG
monoclonal antibody reacts competitively with the 8-OHdG bound on the
plate and the 8-OHdG in samples solution. Therefore higher concentrations
of 8-OHdG in the sample solution lead to a reduced binding of the antibody
to the 8-OHdG on the plate.
2. The antibodies which are bound to the 8-OHdG in the sample are washed
away from the antibodies that have bound to the 8-OHdG coated on the
plate.
3. An enzyme-linked secondary antibody, which is added to the plate, binds to
the monoclonal antibody which is bound to the 8-OHdG coated on the plate.
4. Unbound enzyme-labeled secondary antibody is removed by a wash step.
5. Addition of a chromatic substrate results in the development of color in
proportion to the amount of antibody bound to the plate.
6. The color reaction is terminated and the absorbance is measured.

4. ASSAY PROCEDURE
Bring all reagents and samples to room temperature before use (20-25°C), and proceed through the
following 10 steps.
1. Reconstitute the primary antibody with the primary antibody solution. Allow dissolving completely.
2. Add 50 µl of sample or standard per well, as shown in plate diagram. To ensure accuracy, do not
use outer most wells.
3. Add 50 µl of reconstituted primary antibody per well. Cover plate with adhesive strip, making sure
it is sealed tightly. Incubate at 37°C for 1 hour. Mix continuously.
4. Pour off contents of plate into sink. Pipette 250 µl washing solution into each well. After washing
thoroughly by shaking the plate from side to side, dispose of washing solution. Invert plate and
blot against clean paper towel to remove any remaining washing buffer. Repeat wash two times
more.
5. Reconstitute the secondary antibody with the secondary antibody solution. Allow dissolving
completely.
6. Add 100 µl of constituted secondary antibody per well. Cover the plate with an adhesive strip.
Incubate 37°C for 1 hour. Mix continuously.
7. Reconstitute the chromatic solution (enzyme substrate solution) with 100 times volume of the
diluting solution.
8. At the end of the incubation period, repeat wash as in step.
9. Add 100 µl of the reconstituted enzyme substrate per well. Incubate at room temperature for 15
minutes. This incubation should be done in the dark, i.e. shield the plate with aluminium foil. Mix
continuously.
10. Add 100 µl of the reaction terminating solution. After adding the reaction terminating solution,
allow 3 minutes before reading the absorbance at 450 nm. For optimal results, the time lag
between the termination of reaction and plate reading should not exceed 30 minutes.
Use a standard curve to determine the amount of 8-OHdG present in test samples. Generate the
standard curve by plotting absorbance vs. log (concentration of sample). Then use the absorbance
values obtained for the test samples to determine the concentrations.

5. NOTABLE FEATURES
•

To avoid edge effects, the use of outer most wells is not recommended. To maintain the uniform
temperature within the wells, please full same volume of solutions or water to the unused wells.
Blank wells: at the operation of step 3., those wells which are not added the reconstituted primary
antibody, will serve as blank wells.
The figure below shows a typical layout for sample loading in triplicates for each sample. Wells
indicated with a cross-mark (×) in A and H lines are not used. With this layout, a maximum of 18
samples can be assayed in a plate.

•
•
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Since the microplate used in this kit is of split-type design depending on the needs, partial use of
the plate is feasible.

6. STANDARD CURVE

7. SAMPLE PRE-TREATMENT
1. Urine: If it’s clear, pre-treatment is not needed. Centrifugation at 2,000g for 10 minutes is
recommended for opaque samples only.
2. Serum: To separate interfering substances, filtration of serum using an ultrafilter (cut off molecular
weight 10,000) is necessary.
3. DNA in Tissue, Plasma: It’s necessary to extract and digest DNA in the samples beforehand.
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