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In the name of God

DNA extraction kit from Plants

Kit components:

o Lyse buffer A (CN: KPG-KLSA): 1 vial 20 mL
Lyse buffer B (CN: KPG-KLSB): 1 vial 25 mL
Lyse buffer C (CN: KPG-KLSC): 1 vial 5 mL
Homogenizing buffer (CN: KPG-HBU): 1 vial 25 mL
Percipitation buffer (CN: KPG-PS): 1 vial 25 mL
Washing buffer (CN: KPG-WBp): 1 vial 25 mL
DNase/RNase free water (CN: KPG-DW): 1 vial 5 mL
High purity column: 50 preps
e Collection tubes: 100 preps

Other material that are not provided by this Kit:
e  Samplers and 1/5mLmicrotubes

Sample: Before using the kit, you need homogenize the Plant samples. Harvested tissues should be used freshly or stored at
very low temperature as quickly as possible. Grinding in mortal and pestle under liquid nitrogen is a good method for
homogenizing the sample, but alternative methods, such as a homogenizer or a bead-beater, can be employed in case by case
for efficient disruption. Shaking or vortex during incubation for lysis may greatly accelerate the efficiency of lysis, resulting
in reduced time for complete lysis. Note that the freshness and the particle size of disrupted sample is the key for good result
and that the frozen sample should be kept on ice until use. To homogenize the plant samples, add the harvested samples
(100-200 mg) to the sterile tubes and add 500 pL Homogenize buffer (CN: KPG-HBp) and then homogenize the samples
and then follow the next protocol.

Protocole:

e  Add 500 microliters of lysis buffer A to a DNase/RNase free microtube.

e Add the appropriate amount of the sample (for example, 200 microliters of homogenized plant tissue) to the
microtube and mix vigorously for 15 seconds on the vortex and incubate at room temperature for 1 minutes. Do
not increase the incubation time, because it is harmful for DNA.

e  Add 500 microliters of lysis buffer B to the microtube. And vortex for completely.
e Add 100 pL of Lysis Buffer C to the microtube and mix vigorously for 5 seconds.

e  Add 500 microliters of cold precipitating buffer to the microtube and mix gently by hand. Pay attention, you can
mix lysis solution C and precipitation buffer together and then add it to the microtube.

e  Add 750 pL of the contents of the microtube to the DNA extraction columns and centrifuge at 12.000 RPM for 1
minute. Make sure that according to the kit method, very good amounts of DNA are separated and you should not
add extra sample volume to the column. But if your sample is small, you should use another column for the
remainder (an additional column is not provided in the kit and you have to get it separately from Karmania Pars
Gene Company).

e  Transfer the column to a new collection tube and add 500 pL of washing buffer and then centrifuge at 8.000 RPM
for 1 minute.

e Repeat the washing process with the washing buffer one more time.

e After finishing the wash without changing the collection tube, centrifuge the column at 12/000 RPM for 1 minute
to drain the remaining buffer from the filters.

e  Transfer the column to a sterile RNase/DNase free 1/5 microtube and add 100 microliters of DNase/RNase free
distilled water and incubate for 2 minutes at room temperature. Make sure that the temperature of the distilled
water is around 55 °C for better DNA separation.

e Next, centrifuge the columns at 12/000 RPM for 1 minute. The resulting solution contains DNA. To increase the
amount of extracted DNA, we suggest transferring the extracted DNA sample to the column and centrifuging again
at 12.000 RPM for 1 minute.
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Troubleshooting:

e  The current kit is highly quality controlled and the probability of encountering a problem is very low. However, in
some cases, you may encounter problems using this kit. Refer to the following table to solve these issues:

Problem Reasons Solving
Low Yeild Low cell count in the sample v" Use more samples
v Add 30 uL DNase/RNase free water
Using an expired kit v" Althopugh the components of the kits has more than
1 year stability, lysis buffer A and B had 6 months
stability.
Using the material contaminated with v' Use the DNase/RNase free materials, You can
DNase prepare them from Karmania Pras Gene
Company
Using low amounts of lysis buffer v' Please follow the protocole
Using column from other source v Please use the column from Karmania Pars Gene
Company
DNA is not appropriate Presence of PCR inhibitor v Do not change the washing step and centrifuge
for PCR conditions

Safety:

The lysing solution in the kit has a very alkaline and acidic pH. On the other hand, the substances used in these solutions
may in some cases be stimulating for the nervous system. Therefore, when working with these solutions, be sure to use
gloves and in case of contact with the skin, wash with large amounts of water. In case of contact with the eyes, wash with
large amounts of water and if there is no improvement, refer to medical centers.
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