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KIT CONTENTS AND STORAGE 

KIT CONTENTS 

Reagent Volume/ Pack size 

RNase A solution 520 µL 

Lysis buffer 25 mL 

Buffer P1 10 mL 

Binding buffer# 30 mL 

Wash buffer I#* (Concentrate) 18 mL 

Wash buffer II* (Concentrate) 9 mL 

Elution buffer 15mL 

DNA spin columns 50 Nos. 

#Contains chaotropic salts which are not compatible with disinfectants containing bleach. 
*Add indicated amount of absolute amount of ethanol before first use. 

STORAGE 

Store RNase A solution at -20 °C after every use. 

All buffers can be stored at room temperature (15- 25°C). 

It is recommended to use Wash Buffer I and II within month after addition of ethanol to 

concentrate. 

REAGENTS/ COMPONENTS REQUIRED BUT NOT SUPPLIED  

➢ 1.5mL and 2mL microfuge tubes, 

➢ Ethanol, 

➢ Heating block, 

➢ Centrifuge, Centrifuge rotor for 2mL microfuge tubes, 

➢ 2- Mercaptoethanol (β- mercaptoethanol), 

➢ Vortexer, 

➢ Liquid nitrogen, 
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NOTES BEFORE STARTING 

BUFFER PREPARATION 

LYSIS BUFFER, BINDING BUFFER#  

Before starting, mix lysis buffer and Binding buffer well by gently shaking container. If 

precipitates are formed in buffers during storage, dissolve it by incubating buffers at 60°C 

before use. 
#Binding buffer contains chaotropic salts which are incompatible with bleach. 

WASH BUFFER I# (WB I)  

Wash buffer I in this kit is provided as concentrate and user is required to add 22 mL of 

absolute ethanol and mix it well before each use. 

It is recommended to use WB I within a month after addition of ethanol to it. Make sure you 

close lid of container properly after each use. 
# Wash buffer I contains chaotropic salts which are incompatible with bleach. 

WAHS BUFFER II (WB II)  

Wash buffer II in this kit is provided as concentrate and user is required to add 21mL of 

absolute ethanol and mix it well before each use. 

It is recommended to use WB II within a month after addition of ethanol to it. Make sure you 

close lid of container properly after each use. 

ELUTION BUFFER 

Before proceeding to elution step, make sure your elution buffer is at room temperature. 

SAMPLE PREPARATION 

This kit can be used for fresh/ stored plan tissue samples and cultured plant tissue samples for 

isolation of plant gDNA. Sample size can be from 50 mg to 100 mg. 

FRESH PLANT TISSUE/ STORED PLANT TISSUE  

While using fresh plant tissue, wash it once using sterile distilled water (D/W) to remove any 

dirt particles present on the surface of the tissue sample. In case of stored/ preserved plant 

tissue, wash samples for two to three times or until there is no preservation buffer left on the 

surface of the tissue. Make sure to remove preservation buffer completely as it may affect in 

lysis process. 

Once washing is completed, weigh 50 mg to 100 mg tissue and homogenize it under Liquide 

Nitrogen with the help of mortar and pestle.  

CULTERED PLANT TISSUE 

While processing cultured samples, use warm water to remove agar or any other solid 

supporting media first. After removal of it, wash it with sterile d/w. 
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Once washing is completed, weigh 50 mg to 100 mg tissue and homogenize it under Liquide 

Nitrogen with the help of mortar and pestle. 

PROCEDURE 

BEFORE YOU START 

➢ If precipitates are formed in Lysis buffer and Binding buffer, dissolve it by incubating 

buffer at 60°C before starting. 

➢ Prepare Wash buffer I and II as mentioned in sample preparation guide. 

➢ Make sure Elution buffer is at room temperature for using at step- 11. 

➢ All centrifugation steps are performed at room temperature. 

PROTOCOL 

1. Take 2 mL clean vial and add 386 µL Lysis buffer, 10 µL RNase A solution and 4 µL  

2- Mercaptoethanol to it. To this mixture add homogenized tissue sample before it 

starts thawing and briefly vortex the mixture. 

While processing multiple samples, mixture of Lysis buffer and 2- Mercaptoethanol 

can be prepared in advance for all the samples. This mixture is stable for up to one 

month. 

2. Incubate the sample at 65 °C for 10 minutes. 

3. After incubation, add 130 µL Buffer P to the mixture and mix it by vortexing briefly. 

Incubate the vial on ice for 10 minutes. After incubation, centrifuge the vial at 16,000 x 

g for 5 minutes. 

4. Transfer up to 500 µL supernatant to another clean vial and add 1X volume binding 

buffer to it. 

5. Incubate the mixture at 65 °C for 10 minutes. 

6. Add 1X volume absolute ethanol to the mixture and mix it by pipetting for at least six 

times. 

7. Transfer 700 µL mixture from step 6 to DNA spin column and centrifuge it at 12,000 x g 

for 1 minute. Remove spin column from collection tube, discard flow through and 

replace the column on collection tube. 

8. Perform step 7 for remaining mixture. 

9. Add 700 µL Wash buffer I to the column and spin at 12,000 x g for 1 minute. Discard 

the flow through. 

10. Add 500 µL Wash buffer II to the column and spin at 12,000 x g for 2 minutes with open 

lid. Discard the flow through and collection tube. Place the spin column on clean 1.5 

mL vial for elution. 

11. Add 60- 100 µL pre-warm elution buffer to the center of the spin column and incubate 

at room temperature for 2 minutes.  

12.  Centrifuge at 12,000 x g for 1 minute. 

13. Repeat step 11-12 if required. 

14. Store purified DNA at -20 °C until further use. 


	kit contents and Storage
	Kit contents
	Storage

	Reagents/ components required but not supplied
	Notes before starting
	Buffer preparation
	Lysis buffer, Binding buffer#
	wash buffer I# (WB I)
	Wahs buffer II (WB II)
	Elution buffer

	Sample preparation
	Fresh plant tissue/ stored plant tissue
	cultered plant tissue


	Procedure
	before you start
	Protocol


