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Free Radical Scavenging Capacity Assay Kit based on DPPH

CN. KPG-GPX96

The DPPH (2,2-diphenyl-1-picrylhydrazyl) method is one of
the most widely used methods for determining the free
radical neutralization capacity in plant and animal samples
(such as serum, plasma, tissue, etc.) and also
pharmaceuticals. Although this test can be performed on
serum or plasma, milk, and some other samples that contain
a large amount of protein or lipid with some changes in the
working method and with some considerations. The DPPH
method is briefly as follows: a sample of the desired
substance is mixed with a DPPH solution. Then, using an
ELISA reader, the decrease in DPPH concentration over time
is measured. Using light absorption data, the antioxidant
activity of the sample can be calculated. In such a way that
antioxidant agents cause DPPH consumption, and the higher
the antioxidant activity, the lower the color of the substrate.

Kit Contents:

Diluent Reagent A (KPG-DPTES8): 70 cc

Diluent Reagent B (KPG-DPSUBMETH): 15 cc

Substrate (KPG-DPSUBDP)

Proteinase K (KPG-PK): 1 cc

DPPH Standard (KPG-DPPHSTD)

. ELISA Plate (96 Wells)

Required items not included in the kit: 1. Sampler and
sampler head, 2. ELISA reader containing 517 nm
wavelength.

Preparation of solutions: *

» To prepare the substrate, in 96 tests add 12.5 cc (6.5 cc in
48 tests kit) of Diluent Buffer B to the substrate container
and mix well. Note that this solution should be stored in
the dark and refrigerated and is stable for up to one week.
To prepare the standard, add 64 cc of distilled water to the
standard container. The prepared standard contains 50 pm
(micromolar) of antioxidants. To prepare the first
standard, 25 pm, mix 0.5 cc of the prepared 50 pm
standard with 0.5 cc of Diluent Buffer B and continue this
process to prepare 12.5 um, 6.25 um, and 3.12 um.

Sample Preparation:

When using serum, plasma, or urine, there is no need to dilute the sample.
However, if the protein concentration in the sample is high, the sample should be
diluted (usually 1:2).

For tissue samples, first homogenize 20 mg of tissue in 500 pL of Dilution Buffer
A thoroughly (this should be done at a cold temperature—for example, chill the
dilution buffer by incubating it on ice for one hour). Then, centrifuge at 10,000
RPM for 10 minutes. Finally, dilute the supernatant 1:5 with Dilution Buffer A
(e.g., 20 pL sample + 80 pL Dilution Buffer A) before use in the test.

Note: If the color reduction is not significant, the dilution factor should be
decreased (e.g., 1:2). Therefore, before performing the test, always check one
sample to determine the appropriate dilution. Do not use the cell culture
supernatant for the test, as it contains pH-sensitive color indicators. Instead, first
collect the cell sample from the culture medium, wash it with PBS, and then
completely lyse the cells in RIPA buffer specifically intended for oxidative stress
tests (you can obtain this from Karmania Pars Gene) using a sonicator. Centrifuge
the cell lysate and use the resulting supernatant for the test. Note: If you do not
have a sonicator, freeze and thaw the cell sample immersed in RIPA buffer 10
times, mixing vigorously each time.

Test Procedure:

Before starting the experiment, ensure all solutions are at room temperature.
Add 100 pL of the sample to a 1.5 mL microtube, followed by 100 pL of
Dilution Buffer A and 10 uL of Proteinase K. Mix well and incubate at 55°C for
2 hours.

Transfer 100 pL of each sample and the standards (25, 12.5, 6.25, and 3.12
umol) to ELISA wells. Designate one well as the blank and add 100 uL of
Dilution Buffer B to it.

Add 50 pL of substrate to all wells. After mixing and incubating for 1 minute at
room temperature, measure the absorbance of the samples, standards, and blank
at 517 nm.

Subtract the blank absorbance from all readings and report the results in pmol
based on the standard curve.

To express results as percent inhibition, use the following formula:

I At
Inhibition percent = 2 100

Where:
At = Absorbance of the sample at 517 nm
Ab = Absorbance of the blank at 517 nm
When evaluating a specific drug or compound, calculate the 1C50 by selecting
the dilution that yields 50% absorbance in this formula.
Notes:
If your sample does not contain protein, Proteinase K addition and 2-hour
incubation at 55°C are unnecessary. Proceed directly to the next step after
adding the sample and Dilution Buffer A.
®  Since antioxidants decolorize the substrate, higher antioxidant levels
result in less color.
If the antioxidant concentration in your sample is high:
O  Either dilute the sample with Dilution Buffer A,
O  Or start the standard curve from 50 pM and increase the
substrate volume to 100 pL.

Safety Instructions: The solutions used in this kit are hazardous to
human tissue, hence, in cases of contact with skin, eyes, etc., wash
with water and go to hospital for additional treatment.

Similar kits in the field of oxidants and antioxidants produced by
Karmania Pars Gene:

Total Antioxidant Activity (FRAP) Testing Kit
Catalase Activity Testing Kit

MDA Activity Testing Kit

NO Level Testing Kit

Paraoxonase-1 Activity Testing Kit

Protein Carbonyl Level Testing Kit

SOD Activity Testing Kit

Acetylcholinesterase Activity
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Other products:

1.  ELISA for measuring cytokines

2. DNA and RNA extraction by column, sedimentation and
magnetic nanoparticles methods

3. Measurement of miRNAs 10. Products related to cell
culture such as FBS, culture medium and cancer and
mesenchymal stem cells
Microtubes Real-Time PCR devices
DNA and RNA purification columns

Contact us
+989132926113
WWW.KARMANIAPARSGEN.IR
karmaniaparsgene@gmail.com




