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prepIT  L2P

Laboratory protocol for manual purification of DNA from 0.5 mL 
using a deep 96-well plate

This protocol applies to formats OG-250, ON-500, OG-5XX, OCR-100 and OC-100.

The following step-by-step protocol describes how to purify 500 µL aliquots of multiple samples simultaneously 
using a deep 96-well plate.

Reagents included

•	 prepIT™•L2P (PT-L2P)

Equipment and reagents

•	 Plates and covers - deep 96-well (round) plates (Axygen Cat. No. P-DW-20-C) with 96-well reusable mat 
or adhesive cover sheet (Axygen Cat. No. AM-2ML-RD-IMP)

•	 Centrifuge with bucket to accommodate 96-well plates. Capable of a minimum of 3,500 x g. 
(e.g., Sorvall centrifuge model RT 6000D with PN 11093 96-well plate adapter)

•	 -20°C freezer
•	 Blue Dextran (1 mg/mL) (Sigma-Aldrich Cat. No. D5751)
•	 Isopropanol at room temperature
•	 70% ethanol (EtOH) at room temperature
•	 DNA storage buffer: TE (10 mM Tris-HCl, 1 mM EDTA, pH 8.0) 
•	 8- or 12-channel pipettor

Procedure

Purification steps Notes

1.	 Mix the sample in the DNA Genotek kit by 
inversion and gentle shaking for a few seconds.

•	 This is to ensure that viscous samples are 
properly mixed.

2.	 Incubate the sample at 50°C in a water incubator 
for a minimum of 1 hour or in an air incubator for 
a minimum of 2 hours.

Note: The use of an air incubator may be preferable 
since the sample tubes may float in a water bath. 
If a water bath must be used, ensure the sample-
containing portion of the tube remains immersed 
in water.

•	 DNA in collected sample is stable at room 
temperature even without the incubation step. 

•	 This heat-treatment step is essential to ensure that 
DNA is adequately released and that nucleases are 
permanently inactivated.

•	 This incubation step may be performed at any time 
after sample is collected and before it is purified.

•	 Incubation of the entire sample before aliquoting 
is necessary to ensure sample homogeneity. 

•	 The entire sample must be incubated in the 
original container. 

•	 The sample may be incubated at 50°C overnight if 
it is more convenient. 

•	 A longer time is required in an air incubator 
because temperature equilibration is slower than 
in a water incubator.
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Purification steps Notes

3.	 Add 20 µL of PT-L2P to each well of the plate. •	 The sample will become turbid as impurities and 
inhibitors are precipitated.

4.	 Transfer 5 µL of Dextran (1 mg/mL) to each 
well of the plate.

•	 Dextran helps to make the DNA pellet more visible 
during the DNA precipitation step.

5.	 Transfer 500 µL of sample to each well. 

6.	 Cover plate with adhesive cover sheet 
or reusable mat. Press into place to seal. 
Mix manually by inversion 5 times. 

•	 Ensure a firm seal for each well.

7.	 Incubate at -20°C for 10 minutes.

8.	 Centrifuge plate for 10 minutes, 
room temperature at 4,200 x g.

9.	 During centrifugation, label a second 
96‑well plate.

10.	When centrifuge has stopped, transfer 450 µL 
of the supernatant from the first plate to the 
second plate. Take care not to disrupt the pellet.

11.	Add 350 µL of Isopropanol (room temperature) 
to each well of the second 96-well plate.

12.	Cover plate with adhesive cover sheet or reusable 
mat. Press into place to seal. Mix manually 
by slowly inverting 10 times. Incubate at room 
temperature for 10 minutes.

•	 During mixing with ethanol, the DNA will be 
precipitated. This may appear as a clot of DNA 
fibers or as a fine precipitate, depending upon 
the amount of DNA in the sample. 

•	 Even if no clot is seen, DNA will be recovered by 
carefully following the next steps.

13.	Centrifuge plate for 10 minutes, 
room temperature at 4,200 x g.

14.	Carefully remove as much supernatant 
as possible from each well without disturbing 
the pellet. Discard the supernatant. 

•	 This step should be done with a single-tip pipette 
to avoid disturbing the pellet. Some pellets may 
be stuck to the side of the well, take care not to 
remove them with the pipette.

15.	Add 400 µL of 70% EtOH (room temperature) 
to each well.

•	 Take care not to disturb the DNA pellet.
•	 The DNA pellet may be small. 
•	 Should the pellet detach, centrifuge the sample 

for 5 minutes at 3,500 x g.
•	 The 70% ethanol wash helps to remove residual 

inhibitors.



PD-PR-052 Issue 4/2011-06  © DNA Genotek Inc., all rights reserved.	 www.dnagenotek.com  •  support@dnagenotek.com 3

All DNA Genotek protocols, white papers and application notes, are available in the Support section of our website at www.dnagenotek.com 
prepIT™•L2P is a trademark of DNA Genotek Inc. All other brands and names contained herein are the property of their respective owners.

Purification steps Notes

16.	Cover plate with adhesive cover sheet 
or reusable mat. Press into place to seal. 
Mix by vigorous vortexing.

17.	Centrifuge plate for 10 minutes, 
room temperature at 4,200 x g.

18.	Carefully remove ALL of the supernatant 
from each well without disturbing the pellet. 
Discard the supernatant. 

•	 To avoid disturbing the pellet the use of a single-
channel pipette is recommended for this step.

19.	The plate should be pulsed centrifuged for 
20 seconds to collect any left over EtOH.

20.	Using a pipette carefully remove ALL residual 
EtOH and air-dry the plate for 5 minutes. 

•	 To avoid disturbing the pellet the use of a single-
channel pipette is recommended for this step.

21.	Dissolve the precipitated DNA in 50-100 µL of TE. 
Vortex vigorously to ensure any pellet on the side 
of the well is dislodged and re-hydrated. Place the 
plate on a shaker or rocker to help fully re-hydrate 
the DNA pellet – at least 30 minutes. 

•	 To increase the rate of DNA hydration the sample 
may be incubated for 1 hour at 50°C with 
occasional vortexing.

22.	Options for storage of the fully rehydrated DNA:
a)	 Recommended in TE, in aliquots at -20°C for 

long-term storage, or
b)	 In TE at 4°C for up to 2 months. 

•	 Freezing of purified DNA in TE will cause DNA 
to precipitate. When thawing a sample of frozen 
purified DNA, pay careful attention to rehydration, 
as discussed in step 21.


