“ Highly Sensitive 8-OHdG Check ” Instructions

The 8-OHdG ELISA kit is a competitive in vitro enzyme-linked immunasorbent assay for quantitative measurement
of the oxidative DNA adduct 8-hydroxy-2'-deoxyguanosine (8-OHdG) in urine, tissue, serum, plasma and so on.
{Japanese Patent N0.3091974)

1. Kit Contents

(1) 8-OHdG Microtiter plate : coated with 8-OHJG (8x12wells, split type) 1 plate

{2) Primary antibody :» moneclonal antibody specific for 8-QHdG 1 vial

(3) Primary antibody solution  : phosphate buffered saline 1 vial {ca.6ml)

(4) Secondary antibody : HRP-conjugated antibody 1 vial

{5) Secondary antibody solution : phosphate buffered saline 1 vial {ca.12ml)

(6) Chromatic solution : 3,3 ,5,5'tetramethylbenzidine 1 vial (c2.0.25ml)
(7) Diluting soiution : hydrogen peroxide/citrate-phosphate buffered saline 1 vial (ca.12mi)

(8) Washing solution{x5) : 5 times concentrated phosphate buffered saline* 2 vials (ca.26mix2)
{9) Reaction terminating sclution : 1M phosphoric acid 1 vial (ca.12ml)
{10) Standard 8-OHJG solution ; 0.125, 0.25, 0.5, 1, 4, 10 ng/ml  1vial each totat 6 vials (ca. 1mlfvial)
(11) Plate seal 1 sheet

* Dilute ®Wwashing solution by 5 times (v/v) with distilled water for use.

2. Storage

Store all reagents at 2-8°C.
The components should be used before the expiration date indicated on the outside of the box.

3. Materlals and Equipments Required But Not Provided

{1) Pipettes and Pipette Tips: 10u! - 2004l

(2} 8-channel Pipette and Pipette Tips: 50ul - 200ul or 50l - 300

{3) Buffer and Reagent Reservoirs for 8-channel Pipettes

{4) Absorbent Towels

(5) Refrigerator

(6) Microtiter Plate Reader of Capable of Reading Absorbency at 450nm

4. Principles of Procedure

(1) The 8-0HdG moncclonal antibody and the sample or standard are added to the
microtiter plate which has been coated with 8-OHdG. The 8-OHdG monoclonal
antibody reacts competitively with the 8-OHdG bound on the plate and the 8-OHdG

2444424 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.

v ~nd (2} The antibodies which are bound to the 8-OHdG in the sample are washed away
222 & from the antibodies that have bound to the 8-OHdG coated on the plate.
444

{3) An enzyme-labeled secondary antibody, which is added to the plate, binds to the
monoclonal antibody which is bound to the 8-OHdG coated on the plate.

323 (4) Unbound enzyme-labeled secondary antibody is removed by a wash step.
(XY

(5) Addition of a chromatic substrate results in the development of color in proportion to
the amount of antibody bound to the plate.

ﬁ% (8) The color reaction is terminated and the absorbance is measured.
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5. Assay Procedure

Allow the reagents shall be used to reach room temperature before use, and proceed through the following 10

steps.

(1) Reconstitute primary antibody with primary antibody solution. Allow complete dissolving.

(2) Add 5041 sample or standard solution to well, as shown in plate diagram. To ensure accuracy, do not use
outer most wells.

(3) Add 50ul reconstituted primary antibody to each well except blank well. Shake plate by hand to ensure
complete mixing of solution in all wells. Cover plate with adhesive strip, making sure it is sealed tightly.
Incubate at 4°C for over night.

(4) Throw away the solution of wells in the sink. Remove the residual solutions from all wells by inverting the
plate and tapping it smartly onto absorbent towels several times. Wash assay plate 3 times using this
procedure with washing solution, 250ul per well per wash. Do not let wells dry before proceeding to the
next step.

(5) Reconstitute secondary antibody with secondary antibody solution. Allow complete dissolving.

(6) Add 1004l reconstituted secondary antibody to each well. Shake plate by hand to ensure complete mixing of
solution in all wells. Cover plate with adhesive strip, making sure it is sealed tightly. Incubate at room
temperature for 1 hour.

(7) Repeat step {4).

(8) Reconstitute chromatic solution (enzyme substrate sclution) with 100 times volume of diluting solution. Add
100pl reconstituted enzyme substrate to each well and shake plate by hand to ensure complete mixing of
solution in all wells. Incubate at rcom temperature for 15 minutes. The incubation should be done in the dark,
i.e. shield the plate with aluminum foil. Blue color should be formed in wells of 8-OHdG standards with
intensity proportional to decreasing concentrations of 8-QHdG.

(9) Add 100ul reaction terminating solution and shake plate by hand to ensure complete mixing of solution in all
wells. The blue color should turn to yeliow after acidification.

(10)After terminating the reaction, read absorbance at 450 nm in a plate reader.

Use a standard curve to determing the amount of 8-OHAG present in samples. Generate the standard
curve by plotting absorbance vs. log (concentration of samplg). Then use the absorbance values
obtained for the samples to determine the concentrations.

6. Guides

(1) Sample Pretreatment:
To assay properly, please pre-treat samples desired bellow. In addition, please avoid repeated freeze thaw
samples. In order to confirm the aptitude of assay methods on a new sample, implementing recovery test of
standard 8-OHdG added into new sample is recommended.
(D Urine: If it's clear, pretreatment is not needed.
Cenitrifuging at 2,000 ~ 5,000g for 10 ~ 15 minutes is recommended for opaque sampies only
@ Serum: Blood samples must be separated to serum immediately. To separate interfering substances,
filtration of serum using an ultra filter (cut off molecular weight 10,000) is necessary. Pre-treat ultra filter
following manufacture’s protocols. In order to reduce deviation, diluting samples by more than twice, while
paying attention to concentration range is suggested.
@ DNA intissue: lt's necessary to extract samples and digest DNA before using this kit.
(2) Measurement;
O Please pay attention to the reaction conditions in order to avoid the affection of reaction conditions.
© Thoroughly Washing of Microtiter Plate: It's recommendable to invert the plate and tap it smartly onto
absorbent towels in order to remove the residual solutions from all wells, because solutions remained in well
influence measurement value.
@ Cleansing of Instruments and Vessels: Please use clean instruments and vessels (such as tips, reservoirs

for 8-channel pipette etc.). If such toals are used repeatedly, please boil or steep them into alkaline cleanser,
then wash thoroughly and dry them before use,

@ Be careful not to shake it violently when chromatic solution is diluted. :

® Adjustment of PH for Samples: it is necessary to maintain PH of a sample mixed with primary solution
between 6.0 and 8.0. It's recommendable for abnormal urine samples to be diluted with PBS by 3 times.

{3) Split Usage:

(@ Remained parts of kit (plate and reagents) must be kept at 2-8'C and used within two weeks after open.

@ Plate and reagents except chromatic solution shall be used to reach room temperature before use.

@ Necessary volume of chromatic solution may be added to adequate volume only of diluting solution just
before the reacticn. Keep chromatic solution in the dark.
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(4) Wells Usage:

@O To avoid edge effects, the use of outer most wells is not recommended. To maintain the uniform temperature
within the wells, please add same volume (50ul) PBS or DW to the unused wells.

@ Biank well: At the operation of step {3), those wells which are not added the reconstituted primary antibody,
will serve as blank wells. High absorbance in blank well could be due to ajcross well contamination by
standard solution or sample blinadequate washing of wells with washing solution c)overexposure to
light after substrate has been added.

@ The figure below shows a typical arrangement for sample loading in triplicates for each sample. Wells
indicated with a cross-mark (x) in A and H lines are not used. With this arrangement, a maximum of 18
samples can be assayed in a plate.

1 2 3 4 5 3] 7 8 g 10 11 12
AfBlank| x [ x x | x [ x x | = | = x | » | Blank
B |_STD 0.125ng/ml (x3) 1 (x3) 7 (x3) 13 (x3)
c 0.25ng/ml {#) 2 (7) 8 () 14 ()
D 0.5ng/ml { #) 3 (") 9 () 15 (")
E tngiml {#) 4 (") 10 (") 16 ()
F ang/ml (#) 5 () 1 () 17 (")
G 10ng/mil () 6 {7) 12 {r) 18 {(#)
H | Blank l X i x x | x [ x x I x | x x L x l Blank
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9. Assay Flowchart

Reagents Preparation ' Samples Pretreatment
Primary Antibody
Primary Antibody P
Incubation
Add sample or standard sclution: 50l
Add primary antibody reconstitution: SOl
Incubate at 4°C for overnight
Washing Solution "
*| Washing Plate | 3times
Add washing sclution: 250l per wash
Secondary Antibody
®  Secondary Antibody
Incubation
Add secondary antibody reconstitution: 100ul
Incubate at room temperature for 1 hour
Washing Solution
g Washing Plate | 3times
Add washing solution: 250! per wash
Enzyme Substrate !

[
Ll

Substrate Incubation

Add enzyme substrate reconstitution; 100!
Incubate at room temperature for 15 min in the dark

Reaction Termination

Add reaction terminating solution; 100l

h 4

Reading Absorbance

Wavelength at 450nm

y
Calculation
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