PUREGENE® DNA Purification Kit

Rapid DNA Purification Protocol For 300 μl Frozen

Whole Blood
(Modified by Kathy Hennessy)

Average Yield: 10 μg (10,000 ng) DNA; Expected Yield Range: 5-15 μg

(5,000-15,000 ng) DNA; Processing Time: 25 minutes

Sample Storage and Handling

1. Storage of blood at -20°C is not recommended. However, if blood samples are stored at -20°C, this protocol can be used to obtain the best yields and quality possible.

2. Thaw frozen whole blood samples quickly in a 37°C water bath. Immediately place on ice until proceeding with the DNA purification procedure.
Cell Lysis

1. Add 300 μl whole blood (or bone marrow) to a 1.5 ml microfuge tube containing 900 μl RBC Lysis Solution. Incubate 1 minute at room temperature and invert gently 10 times during the incubation.

2. Centrifuge for 20 seconds at 13,000-16,000 x g. Remove as much supernatant as possible with a pipette leaving behind the visible pellet and about 10-20 μl of the residual liquid.

3. Vortex the tube vigorously for 10 seconds to resuspend the white cells in the residual liquid; this greatly facilitates cell lysis in Step 4 below.
4. Add another 900uL of RBC Lysis Solution and repeat from step 1 three more times.  If supernatant is still dark repeat until light in appearance. Vortex before adding lysis buffer!  
5. Add 300 μl Cell Lysis Solution and 3uL 10ng/uL proteinase K (not included in kit) to the resuspended cells and pipet up and down to lyse the cells. Incubate at 55deg at least one hour to over night.  Samples are stable in Cell Lysis Solution for at least 2 years at room temperature.
RNase Treatment (Optional) Not needed
1. Add 1.50 μl RNase A Solution to the cell lysate.

2. Mix the sample by inverting the tube 25 times and incubate at 37°C for 15-60

minutes.
Protein Precipitation

1. Cool sample to room temperature.

2. Add 100 μl Protein Precipitation Solution to the cell lysate.

3. Vortex vigorously at high speed for 20 seconds to mix the Protein Precipitation Solution uniformly with the cell lysate.
4. Centrifuge at 13,000-16,000 x g for 1 minute. The precipitated proteins will form a tight, dark brown pellet. If the protein pellet is not tight, repeat Step 2 followed by incubation on ice for 5 minutes and then repeat Step 3.

DNA Precipitation

1. Pour the supernatant containing the DNA (leaving behind the precipitated protein pellet) into a clean 1.5 ml microfuge tube containing 300 μl 100% Isopropanol (2-propanol).
2. Mix the sample by inverting gently 50 times.

3. Centrifuge at 13,000-16,000 x g for 1 minute; the DNA will be visible as a small white pellet.

4. Pour off supernatant and drain tube briefly on clean absorbent paper. Add 300 μl

70% Ethanol and invert the tube several times to wash the DNA pellet.

5. Centrifuge at 13,000-16,000 x g for 1 minute. Carefully pour off the ethanol. Pellet

may be loose so pour slowly and watch pellet.

6. Invert and drain the tube on clean absorbent paper for 5 seconds.
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DNA Hydration

1. Add 50 μl DNA Hydration Solution and vortex 5 seconds at medium speed to mix.

2. Incubate sample at 65°C for 5 minutes to accelerate rehydration. Note: samples may be incubated at 65ºC for up to 1 hour.

3. Vortex 5 seconds at medium speed to mix and pulse spin briefly to collect sample at the bottom of the tube.

4. Store DNA at 4°C. For long-term storage, store at –20° or –80° C.
