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Concentrations (Fe?") H,0 Fe?* 2mm

1 mM (1000 pM/mL) 500 il 500 il

0.7 mM (700 uM/mL) 650 pL 350 L

0.5 mM (500 pM/mL) 750 L 250 pL

0.3 mM (300 pM/mL) 850 L 150 pL
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0.2 mM (200 uM/mL) 900 pL 100 pL

0.1 mM (100 uM/mL) 950 pL. 50 ul
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Ferric Reducing Ability of Plasma (FRAP) assay kit
Catalog Nos. KPG-FRAP

KARMANIA PARS GENE

Contents of the Kit:

1. Solution A (CN. KPG-Sa)

2. Solution B (CN. KPG-Sb)

3. Solution C (CN. KPG-Sc)

4. Solution D (CN. KPG-Sd)

5. Solution E (CN: KPG-Se)

6. Standard (CN. KPG-StdFRAP)

Required items that are not included in the Kit:
1. Sampler and sampler head

2. Centrifuge

3. ELISA reader containing a wavelength of 593 nm

Preparation of solutions:
To prepare solution A, in a 96-test kit, add 1.25 ml
(0.625 ml in a 48-test kit) of solution E to each bottle
of solution A and mix well.
To prepare solution B, in a 96-test kit, add 1.25 ml
(0.625 ml in a 48-test kit) of deionized distilled water
(DDW) to each bottle of solution B and mix well.
To prepare solution C, in a 96-test kit, add 15 ml (7.5
ml in a 48-test kit) of solution D to each bottle of
solution C and mix well.
Note that solutions A, B and C are stable for one
week after preparation. Therefore, in order for the
user to be able to use the kit twice, there are 2 of these
solutions in the kit. Therefore, prepare each one when
needed.

Sample Preparation: In cases where you are using serum, plasma, or urine,
sample dilution is not required. However, if the TAC activity level in the
sample is very high, the final color will become too intense, and the OD will
exceed 2.5, causing the samples to appear similar. Therefore, in such cases,
the sample should be diluted. In cases where the sample is tissue, first
thoroughly homogenize 50 mg of tissue in 500 pL of dilution buffer (this
should be done at a cold temperature; for example, pre-cool the dilution
buffer by incubating it in the refrigerator for one hour). Then, centrifuge at
10,000 RPM for 10 minutes. Finally, dilute the supernatant one-fifth with the
dilution buffer (e.g., 20 pL of sample with 80 pL of dilution buffer) and use
it in the test. Note that if the color is not noticeable in the end, the dilution
factor should be decreased (e.g., to 1/2). Do not use cell culture supernatant
samples because they contain pH-sensitive-colored reagents. Instead, first
collect the cell sample from the culture medium, wash it with PBS, then
completely lyse the cells in RIPA buffer specifically for oxidative stress tests
(you can obtain this from Karmania Pars Gene) using a sonicator. Centrifuge
the cell lysate and use the 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.

Preparation of working solution:

Solutions A, B and C should be mixed immediately before the test in a ratio
of 1/10 to create a working solution. For example, if you need to examine 2
samples, prepare 300 pl of working solution as follows: mix 25 pl of solution
A, 25 pl of solution B and 250 pl of solution C. The mixture is only stable
for 30 minutes and should be prepared immediately before testing.

Preparation of standards:

Add 31 mL of deionized distilled water (DDW) to the standard bottle and
mix well to obtain a 2 mM Fe2+ standard, and then make serial dilutions
using the table below to create standards 1 to 6 using a 2 mM solution. create:

Standards are stable at room temperature for 3 months in the dark.

Std Concentrations (Fe?*) H,0 Fe?* 2mm
1 mM (1000 uM) 500 puL 500 puL
0.7 mM (700 uM) 650 puL 350 puL
0.5 mM (500 uM) 750 puL 250 puL
0.3 mM (300 uM) 850 uL 150 pL
0.2 mM (200 uM) 900 uL 100 pL
0.1 mM (100 uM) 950 ul 50 uL

Test method:

1. Keep the kit components at room temperature for 20 minutes before
starting the test.

2. Add 10 microliters of sample, standards and distilled water
respectively to the wells of the ELISA plate corresponding to the
sample, standards and blank.

3. Add 140 pL of working solution to all wells and mix for 30
seconds.

Incubate the plate at 37°C for 5 minutes and then measure the OD of
the samples along with the standards and the blank at a wavelength of
593 nm.

StdCurve

Sample standard curve. Please draw the standard curve yourself
and do not use the curve.

Please note that for normalizing the data, you must also measure the
total protein level, divide the TAC results by the total protein, and
report the data as uM/pg. (For measuring total protein, we recommend
using the Karmania Pars Gene total protein kit.)

Safety instructions:

The solutions used in this kit are hazardous to human tissue,
therefore, in case of contact with skin, eyes, etc., wash with water and
refer to hospital for additional treatment.

Contact us
00989132926113-00982191692296

karmaniaparsgene@gmail.com
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