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Total Oxidant Status (TOS) Assay Kit
CN. KPG-TOS

Reactive oxygen and nitrogen species are produced during metabolic
and physiological processes in the body. These compounds can cause
harmful oxidative reactions that negatively affect organisms involved
in antioxidant mechanisms (enzymatic and non-enzymatic). In certain
circumstances, when the level of oxidants increases and the amount of
antioxidants decreases, the body's defense system is unable to prevent
oxidative damage, resulting in widespread disruptions in body
function. Serum (or plasma) concentrations of different oxidant
species can be measured separately, but these assay methods are
usually time-consuming, expensive, and laborious, requiring complex
laboratory techniques. Since it is not practical to evaluate individual
oxidant molecules separately and their oxidative effects are
cumulative, an index called total oxidant status (TOS) is used. This
index measures the total amount of peroxides and oxidative activity
present in the sample simultaneously and is used as a criterion for
assessing oxidative stress. Due to the use of a single ready-to-use
solution, this kit is very simple and easy to use compared to other kits
on the market. The Total Oxidant Status Activity Measurement Kit
produced by Karmania Pars Gene Company provides a standard,
reliable, and simple method for assessing the total oxidant status in
biological samples such as serum, plasma, urine, tissue, and cell
lysates.

e Kit components:
1. Reagent TOS (KPG-RTOS)
2. TOS Dilution Buffer (KPG-PBSS2/7)
3. Standard Dilluition buffer (KPG-PBSS6)
4. TOS Standard (KPG-TOSST)
5. ELISA Plate
Required items that are not included in the kit:
1. Sampler and sampler head
2. Centrifuge
3. ELISA reader containing a wavelength of 560 nm

Contact us
+989132926113
WWW.KARMANIAPARSGEN.IR

karmaniaparsgene@gmail.com

Preparation of solutions:

The total oxidant status reagent is in powder form and must be added to 50
ml of reagent dilution buffer in the 96-test kit (25 cc in the 48-test kit). The
reagent is stable at room temperature for one hour. Therefore, prepare the
reagent when needed and use the kit in less than one hour. If the reagent is
stored in a fully oxidized state after testing, the color of the reagent will
change over time and become purple. If needed again, first add
concentrated HCL acid to the reagent until the reagent turns orange and
then use again. Note that in this case, the sensitivity of the kit will decrease.
Sample preparation:

In cases where you use serum, plasma, or urine, there is no need to dilute
the sample, but if the TOS level in the sample is high, the final color will
turn gray instead of purple, so in these cases the sample must be diluted
(usually one-half). In cases where the sample is tissue, first homogenize 50
mg of tissue in 500 pl of standard dilution buffer (this should be done at
cold temperature, for example, cool the dilution buffer by incubating it in
the refrigerator for one hour) and then centrifuge at 10,000 RPM for 10
minutes. Finally, dilute the supernatant to one-fifth (e.g., 20 pL of sample
with 80 pL of standard dilution buffer) with standard dilution buffer and
then use in the test. Note that if the OD of the sample ultimately exceeds
the standard of 42000 pumol H20. Equiv/L, the sample must be diluted
further. Do not use the cell culture supernatant because it contains pH-
sensitive color indicators. Instead, you must 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 assays (you can obtain this
from Karmania Pars Gene) using a sonicator. Centrifuge the cell lysate and
use the supernatant for the assay. Please note that if you do not have a
sonicator, you can subject the cell sample immersed in RIPA buffer to 10
cycles of freeze-thawing, with vigorous mixing each time.

Standard Preparation:
Add 5 cc of Standard Dilution Buffer to the vial containing the standard
and mix well. This will prepare a 42000 pmol H.O: Equiv/L standard
solution. To prepare 14000, 4620, and 1540 uM/L solutions, follow the
table below. The kit standard is stable for 1 month at room temperature.
Final concentration Standard 42000 pmol H-0: Equiv/L
Dilution buffer standard
42000 (umol H>0: Equiv/L) 0L 600 pL

14000 (umol H20: Equiv/L) 400 uL 200 uL

4620 (umol H>0: Equiv/L) 534 UL 66 uL

1540 (umol H202 Equiv/L) 578 uL 22 ulL

Test Procedure:

1. Before starting the test, keep the kit components at room
temperature for 20 minutes.
2. Add 10 pL of the sample and 10 pL of each of the standards to
appropriate microtubes (e.g. 1.5 cc microtubes). Add 10 pL of
standard dilution buffer to one of the microtubes as a blank.
3. Add 400 pL of Total Oxidation Status Reagent to all microtubes
and mix well. Be careful to add the reagent to the sample
microtube first, then to the standards and blank microtubes.
4. Mix the microtubes and incubate at room temperature for 4
minutes. Then transfer 200 pL of the final solution to the ELISA
plate and measure at a wavelength of 560 nm. Note that the color
change from orange to purple indicates the reaction.
Calculations: Report data according to the standard curve and in
micromolar per liter.
To calculate the total oxidative status in milligrams of protein, you
need to measure the total protein in the sample. We recommend
the Carmania Pars Gene Total Protein Assay Kit because it is
based on BCA technology and has much higher sensitivity than
the Bradford method.
If calculating the total protein content, divide the data obtained by
the total protein content and report the data as millimolar per
microgram (umol H.O: Equiv/mg).
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 Kkits in the field of oxidants and antioxidants produced
by Karmania Pars Gene:

1. Total Antioxidant Activity (FRAP) Testing Kit

2. Total Antioxidant Activity (DPPH) Testing Kit

3. Total Antioxidant Activity (ABTS) Testing Kit

4. Total Antioxidant Activity (CUPRAC) Testing Kit

5. MDA Activity Testing Kit

6. NO Level Testing Kit

7. Paraoxonase-1 Activity Testing Kit

8. Protein Carbonyl Level Testing Kit

9. SOD Activity Testing Kit
1

0. Acetylcholinesterase Activity
9.

Other products:

1. ELISA for measuring cytokines

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

3. Measurement of miRNAs

4. Products related to cell culture such as FBS, culture medium
and cancer and mesenchymal stem cells

4. Microtubes Real-Time PCR devices

5. DNA and RNA purification columns




