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Catalase Activity Assay Kit
Catalog Nos. KPG-CAT

» Kit components:
1.  Solution A (CN. KPG-CATa): 2 vials
2. Solution B (CN. KPG-CATDb)
3. Solution C (CN. KPG-CATc)
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 the 96-test kit, add 25 ml (12.5 ml in the
48-test kit) of distilled water to each vial. Note that due to the long-
term instability of solution A after the addition of distilled water,
two containers are provided in the kit to allow for two uses.
Therefore, prepare solution A if needed.
Preparation of working solution:
Mix the prepared solution A with acetic acid in a ratio of 1 to 3 and
in the required amount. For example = 100 microliters of solution
A with 300 microliters of acetic acid. (Solution A mixed with the
prepared acid is stable for 72 hours in a dark place).
Solution B and C should be mixed before testing. Accordingly, mix
them in the ratio of 200/1. For example, if you need to test 4
samples, mix 995 pL of solution B with 5 pL of solution C. (The
mixture is stable for only 48 hours and should be prepared
immediately before testing). The solutions themselves are stable for
1 year if not mixed (the form provided in the kit).

Test Procedure:

1. Before starting the test, keep the kit components at room temperature for 20
minutes.

R. Add the ingredients according to the table below into 1.5 ml microtubes.

Test Negative Standard | Blank
Control

25l - -
25l 275 L
250ul | -

25 L
- 250 L
250 uL -

Sample

Distilled water

Mix B and C
solution

3. Incubate the tubes for 3 minutes at 37°C and then add 500 pl of the prepared
solution A to all tubes except the blank.

4. Incubate all tubes for 10 minutes at 100°C and then centrifuge at 2500 rpm
for 5 minutes.

5. Transfer 200 uL of the supernatant to the wells of the ELISA plate and
evaluate its OD at 570 nm.

6. Use the following formula to calculate the catalase activity:
c .. (KU , 2.33 Vt

atalase Activity (T) =[S"=(—M)]x T *Ve

S'=Absorbance of standard, S= Absorbance of Test,

M= Absorbance of negative control, VT=Total Volume and VS= Volume of
sample

Given that the result of dividing 2.33 by 3 is 0.7676666, and also the result of
dividing the final volume by the sample volume is 16, and the result of
multiplying 0.7676666 by 16 is 282.12, so use the following formula:

Catalase activity (KU/L)= [S'-(S-M)]x 12.282

Note that the higher the catalase activity, the less color (green) will be produced
because more solution C is consumed and does not react with solution A. This is
why the standard, which does not contain catalase, reacts completely with

Sample Preparation:
If using serum, plasma, or urine, no sample dilution is required.

For tissue samples: First, thoroughly homogenize 50 mg of tissue in 500
pL of sample dilution buffer (perform this step at a cold temperature; for
example, pre-cool the dilution buffer by incubating it in the refrigerator
for one hour). Then centrifuge at 5000 RPM for 5 minutes, and finally
use the supernatant for the test.

Do not use the supernatant from cell culture samples, as it contains pH-
sensitive colored reagents. Instead, first collect the cell sample from the
culture medium, wash it with PBS, then fully lyse the cells in RIPA
buffer specifically designed for oxidative stress tests (available 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-thaw the cell sample
submerged in RIPA buffer 10 times, vigorously mixing each time.

solution A. Therefore, in cases where the sample color remains orange and the
samples become uniformly orange, it indicates that solution C has been
completely consumed and the catalase level in the sample is high. In these cases,
dilute the sample by at least half. It is recommended to test one sample at
different dilutions before performing all tests and then prepare the remaining
samples at the appropriate dilution (OD: 0.5-1).

For easier data calculation, please download the Excel file designed by KPG
Company using the barcode below:

Note that the OD of the numerical standard is about 0.6
to 0.8. If this number is lower, change the values for
mixing solutions B and C accordingly. For example, if
the absorbance obtained for the standard is 0.3, this ratio
should be 1.50. Therefore, it is recommended to first
perform a test on the standard and, if a suitable OD is
obtained for the standard, perform the test on the
samples.

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
Total Antioxidant Activity (DPPH) Testing Kit
Total Antioxidant Activity (ABTS) Testing Kit
Total Antioxidant Activity (CUPRAC) Testing Kit
MDA Activity Testing Kit

NO Level Testing Kit

Paraoxonase-1 Activity Testing Kit

Protein Carbonyl Level Testing Kit

. SOD Activity Testing Kit

10. Acetylcholinesterase Activity

9.

CoNoTO~WNE

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
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WWW.KARMANIAPARSGEN.IR
karmaniaparsgene@gmail.com




