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[Introduction]

The 8-OHdG Assay Preparation Reagent Set contains nucle-
ase, buffer and reagents which are used for the preparation
of the assay of 8-OHdG (8-Hydroxy-2-deoxyguanosine), a
marker for oxidative stress. This set is able to reduce the
variation of the enzyme reaction by addition of each reagent
to the sample DNA in accordance with the protocol. There-
fore, you are able to get stable assay results for a marker of
oxidative stress.

[Features]

1) All reagents for the preparation of 8-OHdG assay are
included.

2) Get stable assay results for a marker of oxidative stress
with reduced variation of the reaction.

[Kit contents]

1) Acetic Acid Buffer 950 uL % 1
2) Nuclease P1 500 units % 1
3) Tris Buffer 1mL x 1
4) Alkaline Phosphatase Solution 50ul x 1

[Materials needed]
Reagent :

1) Deionized distilled water (DDW) : Code No. 316-90101
Equipments :

1) Centrifugal ultrafiltration device (10,000 M.W.) (e.g. :

Sartorius VIVASPIN 500 code. VS0102)
2) High speed refrigerated microcentrifuge
3) Incubator (98C, 37C)

[Storage]
Store at -20T.

[Package size]
50 reactions

[Method]

(Preparation)

Add 500 #L of Nuclease P, (Iyophilized form) to 500 uL of
DDW in order to prepare 1 unit/uL Nuclease P, Solution.
Refrigerate the Nuclease P1 Solution. The Nuclease P1 Solu-
tion may be used for approx. 6 months after preparation.

(Protocol) Standard conditions
It is possible to change the concentration of DNA sample
for assay of 8-OHdG by HPLC.
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(1) Heat the DNA sample which is prepared 200 ug/150 uL
(= 1.33 mg/mL) at approx. 98C for 2 minutes.

(2) Chill in ice water and leave for 5-10 minutes.

(3) Flash centrifuge.

(4) Add 19 uL of Acetic Acid Buffer and 10 uL of Nuclease
P, Solution.

(5) Incubate at 37°C for 30 minutes.

(6) Flash centrifuge.

(7) Add 20 uL of Tris Buffer and 1 uL of Alkaline Phospha-
tase Solution. (Final concentration of DNA : 1 mg/mL)

(8) Incubate at 37°C for 30 minutes.

(9) Flash centrifuge.

(10) Transfer to a filter cup of a Centrifugal ultrafiltration
device (10,000 M.W.) (e.g. : Sartorius VIVASPIN 500 code.
VS0102).

(11) Centrifuge at 15000 x G at 4C for approx. 20 minutes.

(12) Collect the filtrate. Proceed to the assay of 8-OHdG.

The Oxidation of DNA advances early in the state of the
filtrate after the treatment of Nuclease P, Solution. We
recommend you to proceed to the assay of 8-OHdG as
soon as possible, on the day if possible.

Flow chart
Standard conditions

200 pg DNA/150 pL DDW
I
98°C, 2 min.
I
Chill on ice, 5-10 min.
< 19 uL Acetic Acid Buffer
< 10 uL Nuclease P, Solution
37°C, 30 min.
< 20 uL Tris Buffer
< 1 pL Alkaline Phosphatase Solution
37°C, 30 min.

I

Centrifugal ultrafiltration(10,000 M.W.), 15K X G, 4°C, 20 min.
I

Filtrate (1 mg/mL DNA)
I

8-OHdG assay (ELISA or HPLC)

It is possible to change the concentration of DNA sample
for assay of 8-OHdG by HPLC.
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