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NO Assay Kit (Catalog Nos. KPG-Nob)

Contents of the kit:

1. Solution A (CN. KPG-NOa)

2. Solution B (CN. KPG-NOb)

3. Solution C (CN. KPG-NOc¢

4. Solution D (CN. KPG-Nod)

5. Solution E (CN. KPG-NOe)

Required items that are not included in the kit:

1. Sampler and sampler head, 2. Centrifuge, 3. ELISA reader
containing 450 nm wavelength

Preparation of solutions:

In 96 tests kit, add 10 mL (in 48 tests kit add 5 mL) solution A to solution
B.

To prepare solution D, in 96 tests kit add one mL (in 48 tests kit add
500 microliter) of distilled water to the vial and mix well.

The combination of solution A and B is stable for up to 72 hours
and solution D is stable for one hour after adding distilled water.

Sample preparation: In cases where serum, plasma, or urine is used,
there is no need to dilute the sample; however, if the final NO level in
the sample is high, the final color intensity increases (OD>1) and the
data are not reliable. Therefore, in such cases, the sample must be diluted
(usually 1/2). In cases where the sample is tissue, first homogenize 50
mg of tissue thoroughly in 500 microliters of dilution buffer (this should
be done at cold temperature; for example, chill the dilution buffer by
incubating it in the refrigerator for one hour), then centrifuge at 10,000
RPM for 10 minutes, and finally dilute the supernatant one-fifth with
dilution buffer (e.g., 20 microliters of sample with 80 microliters of
dilution buffer) and then use it in the assay. Note that if the final color
intensity is not noticeable (OD<0.3), the dilution factor should be
reduced. Do not use cell culture supernatant samples because they
contain pH-sensitive-colored reagents; instead, the cell sample must first
be collected from the medium, then washed with PBS, then thoroughly
lysed in RIPA buffer specific for oxidative stress assays (you can obtain
it from Karmania Pars Gene), and the cell lysate should be centrifuged
and the supernatant used for the assay. Note that if you do not have a
sonicator, freeze and thaw the cell sample immersed in RIPA buffer 10
times and mix vigorously each time.

Preparation of standard solution:
To prepare the standard solution, mix D and C in a ratio of 1/1. For example, mix 100
ul of solution D and 100 pl of solution C for each test.

Protocol:

1. Keep the kit components at room temperature for 20 minutes before starting the test.
2. To make a standard with dilutions of 100, 50, 25, 12.5 and 6.25 micromol, add 30,
15, 7.5, 3.75 and 1.85 microliters of the prepared mixture to standard microtubes 1 to
5, respectively.

3. Add 100 microliters of the mixture of solutions A and B to all the microtubes,
including the standard, blank, and samples (according to the table below).

4. Add 30 microliters of sample to the microtube corresponding to the samples and 30
microliters of distilled water (DW) to the blank (according to the table below).

S1 S2 S3 S4 S5 Sample DW

Aand B 100 100 100 100 100 100 uL 100 pL
mix ne uL uL pL ns

Prepared 15 7.5
standard pL pL

30 uL

5. Mix the microtubes vigorously and incubate for 10 minutes at room temperature in
the dark.

6. Add 150 microliters of solution E to all microtubes and mix.
7. Add 150 pL of standards, blanks, and samples to ELISA wells and immediately read
at 450 nm. Finally, report the obtained values as micromoles per milliliter (umol/mL).

If you have also measured the total protein (we recommend using the Karmania Pars
Gene Total Protein Assay Kit), divide the obtained values by the total protein amount
and report them as micromoles per milligram of protein (umol/mg).

Safety instructions: The solutions used in this kit are dangerous for
human tissue, so be sure to work with gloves and gloves, and in case of
contact with skin, eyes, etc., wash with plenty of water and go to the
hospital for additional treatment.

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

Total Antioxidant Capacity (FRAP) Assay Kit

Catalase Activity Assay Kit

MDA Assay Kit

Nitric Oxide (NO) Assay Kit

Paraoxonase-1 Activity Assay Kit

Acetylcholinesterase Activity Assay Kit

Superoxide Dismutase (SOD) Activity Assay Kit

Total Protein Assay Kit

Combined Myeloperoxidase (MPO) and ROS Assay Kit

Glutathione Peroxidase (GPX) Activity Assay Kit

Arginase Activity Assay Kit

Peroxiredoxin Activity Assay Kit

Karmania Pars Gene, manufacturer of:

ELISA Kits for cytokine measurement

DNA and RNA Extraction Kits (column-based, precipitation, and
magnetic nanoparticle methods)

miRNA Measurement Kits

Cell Culture-related products (such as FBS, culture media, cancer cell
lines, and mesenchymal stem cells)

Microtubes and Real-Time PCR devices

DNA and RNA Purification Columns

Molecular enzymes (such as Klen-Taq DNA Polymerase, Reverse
Transcriptase, and Proteinase K)

Iron Nanoparticles for DNA/RNA and Protein purification

Contact us
00989132926113-00982191692296
karmaniaparsgene@gmail.com
WWW.KARMANIAPARSGEN.IR




