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PureGenome Plant gDNA Kit

OVERVIEW

The Aline PureGenome plant gDNA kit allows for rapid and economical purification of genomic
DNA from up to 100mg of plant sample using magnetic beads. The kit eliminates lengthy
incubations and the use of hazardous organic solvents such as chloroform and phenol while
offering the ability to perform plant genomic DNA purification in a 96-well plate format. The Aline
PureGenome plant gDNA kit purifies DNA from commercially important agricultural crops such
as corn and tomato leaf. The protocol mainly consists of tissue grounding, centrifugation,
binding, first washing, second washing and elution. The purified DNA is essentially free of
inhibitors and suitable for PCR genotyping as well as next gen sequencing.

PROCESS OVERVIEW:

The ALINE PureGenome plant gDNA procedure is performed in the following stages:

Grind plant tissues or seeds.

Lyse tissues and remove cell debris by centrifugation.

Bind nucleic acids to magnetic beads.

Wash off contaminants with washing buffer 1.

Wash off contaminants with washing buffer 2.

Optional: wash with 80% ethanol to remove additional contaminants and salt.
Elute DNA.
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Materials Supplied in the ALINE PureGenome Plant gDNA Kit:

ALINE Biosciences PureGenome plant gDNA kit have a shelf life of 12 months if stored as

directed.

PureGenome Lysis Solution 1
Store at 4°C.
PureGenome Lysis Solution 2

Store at room temperature.

PureGenome Bind Solution contains magnetic beads.

Store at Store at 4°C.

PureGenome Wash 1 Buffer

Store at room temperature. If precipitates appear, shaking at room temperature until the
solution appears clear.

PureGenome Wash 2 Buffer

Store at room temperature.

Materials Supplied by the User:

Consumables and Hardware:

» For 96 well format: 96 well ring stand, Ambion Inc., (acquired by Applied Biosystems),

# AM10050, www.appliedbiosystems.com

* 8 channel pipette (50—-200pl)

e Grinders

Geno/Grinder® 2000 (SPEX CertiPrep, Inc.) or

Retsch MM300 Mixer Mill, plate holder and consumables
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* 96-well, deep-well plates, 1 or 2ml (polypropylene)
* sealing tape (3M Scotch® brand aluminum foil tape 425: 3 inches x 60 yards)

» Geno/Grinder® beads

+ Liquid handling robotics

Reagents:

* 80% Ethanol
« Elution buffer (10 mM TrisHCI or TE buffer, pH8.0).

BEFORE START

1. All solutions should be clear when used. If precipitates have formed warm the solutions gently
until the precipitates have dissolved.

2. gDNA Magnetic Particles should be mixed thoroughly just before pipetting. Vortexing of the
Magnetic Particles is not recommended.

3. Repeat pipettors should not be used when dispensing Magnetic Particles.

4. If RNA-free genomic DNA preparation is required, start after the bind step, resuspend beads
in 25ul of RNase solution and incubate for 10 minutes. After RNase treatment, proceed by
adding wash buffer1 and follow the rest of the protocol.
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DETAILED PROCEDURE:
1. Disruption of plant tissues

Place 8mm fresh leaf disks or seed samples (1-5 or 100mg) in a sealed 96-well, deepwell plate
(Geno/Grinder®) or capped microtubules (Retsch) in the presence of 400ul of Lysis Buffer as
instructed in preparation step and 1 or 2 grinding beads.

NOTE: Complete disruption of starting material is essential to ensure high DNA yields.
PureGenome Plant Kit is compatible with all sample-disruption methods.

2. Process in the Geno/Grinder® or MM300 Mixer Mill following the manufacturer’s
instructions. Time and speed will need to be determined for each sample type.

NOTE: Leaf samples are more easily homogenized, and seeds may need longer times and/or
higher speeds. Use the minimum speed that produces an even suspension to prevent excess
shearing of the DNA.

3. Centrifuge 96 deep-well plates at 1,700 x g or maximum allowable speed for 10 minutes
to collect cell debris.

4. Transfer 200ul of each sample to the appropriate well of the U-bottom plate.

NOTE: Avoid aspirating the pellet from the bottom of the wells.

5. Add 100ul/well of Bind Buffer, and mix well by pipetting 7 times or shaking at 1000rpm

for 1 minute.
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6. Incubate the sample at room temperature for 3 minutes.

7. Place the plate onto a Magnet for 5 minutes or until the solution is clear.

8. Discard the liquid by pipetting/aspiration.

9. Optional: If RNA-free DNA is required, resuspend beads in 30 ul of RNase (0.2 mg/mL)
solution in TE buffer and incubate for 10 minutes at room temperature. After RNase
treatment, proceed by adding Wash Buffer1 and follow the rest of the protocol.

10. Remove the sample plate from the Magnet. Resuspend beads with 200 ul of Wash
Buffer 1 by pipetting for 5 times. If STEP 9 has been performed, let the sample plate first
sit at room temperature for 5 minutes to allow for DNA rebinding before putting on

magnet.

10. Discard the liquid by pipetting/aspiration.

11. Wash beads once with 200ul Wash Buffer 2 by pipetting up down for 7 times with
plate on magnet.

12. Place on magnet for 1 minute. Discard the liquid by pipetting/aspiration.
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13. Optional: Add 200ul of 80% ethanol. Incubate at room temperature for 30 seconds.

14. Upon final wash, remove the supernatant as much as possible.

15. Let the plate dry at room temperature for 5 minutes.

16. Remove the plate from the magnet, and add 100ul of 10mM TrisHCI (pH8). Thoroughly
resuspend the magnetic beads, and incubate at room temperature for 5 minutes.

17. Place the plate on the Magnet with for 1 minute. Transfer the purified DNA to a fresh
plate for storage and further analysis.

SALES AND TECHNICAL SUPPORT

Please visit SUPPORT at alinebioscience.com for the most up to date protocol and for
questions and answers. If you have additional questions, please contact:
support@alinebiosciences.com. For sales questions, please contact

sales@alinebiosciences.com. Tel: 781-698-7265




