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Excising and Dissolving the Gel

1. Equilibrate a water bath or heat block to 50°C.

2. Excise a minimal area of gel containing the DNA fragment of interest.

3. Weigh the gel slice containing the DNA fragment using a scale sensitive to
0.001 g.

4. Add Gel Solubilization Buffer (L3) to the excised gel in the tube size indicated
in the following table:

Gel Tube Buffer L3 Volume

<2% agarose | 1.7-mL polypropylene | 3:1 (i.e., 1.2 mL Buffer L3:
400 mg gel piece)

>2% agarose | 5-mL polypropylene 6:1 (i.e., 2.4 mL Buffer L3:
400 mg gel piece)

5. Place the tube with the gel slice and Buffer L3 into a 50°C water bath or heat
block. Incubate the tube at 50°C for 10 minutes. Invert the tube every
3 minutes to mix and ensure gel dissolution.

Note: High concentration gels (>2% agarose] or large gel slices may take
longer than 10 minutes to dissolve.

6. After the gel slice appears dissolved, incubate the tube for an additional
5 minutes.

7. Optional: For optimal DNA yields, add 1 gel volume of isopropanol to the
dissolved gel slice. Mix well.

8. Purify the DNA using a Centrifuge or Vacuum Manifold (see the following
pages).
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Purifying DNA Using a Centrifuge

Before Starting
Add ethanol to the Wash Buffer (W1) according to the label on the bottle.

Load. Pipet the dissolved gel piece onto a Quick Gel
Extraction Column inside a Wash Tube. Use 1 column per
400 mg of agarose gel.

Note: The column reservoir capacity is 850 pL.

Bind. Centrifuge the column at >12,000 x g for 1 minute.
Discard the flow-through and place the column into the
Wash Tube.

. Wash. Add 500 pL Wash Buffer (W1) containing ethanol to the
column.

Remove Buffer. Centrifuge the column at >12,000 x g for
1 minute. Discard the flow-through and place the column into
the Wash Tube.

Remove Ethanol. Centrifuge the column at maximum speed
for 1-2 minutes. Discard the flow-through.

Elute. Place the column into a Recovery Tube. Add 50 pL
Elution Buffer (E5) to the center of the column.
Incubate the tube for 1 minute at room temperature.

Collect. Centrifuge the tube at >12,000 x g for 1 minute.

. Store. The elution tube contains the purified DNA.
Store the purified DNA at 4°C for immediate use or at -20°C
for long-term storage.




Purifying DNA Using a Vacuum Manifold

Before Starting

Add ethanol to the Wash Buffer (W1) according to the label on the bottle.
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Load. Attach a Quick Gel Extraction Column to a vacuum
manifold. Pipet the dissolved gel mixture containing the
DNA fragment of interest onto the center of the column.
Use 1 column per 400 mg of agarose gel.

Note: The column reservoir capacity is 850 pL.

Bind. Apply vacuum until all of the liquid passes through
the column.

Wash. Add 500-700 pL Wash Buffer (W1] containing
ethanol to the column.

Remove Buffer. Apply vacuum until all of the liquid
passes through the column.

Remove Ethanol. Place the column into a Wash
Tube. Centrifuge the column at maximum speed for
1-2 minutes. Discard the flow-through.

Elute. Place the column into a Recovery Tube. Add 50 pL
Elution Buffer (E5) to the center of the column.
Incubate the tube for 1 minute at room temperature.

Collect. Centrifuge the tube at >12,000 x g for 1 minute.

Store. The elution tube contains the purified DNA.
Store the purified DNA at 4°C for immediate use or at
-20°C for long-term storage.



Troubleshooting

Problem Solution

Low DNAvyield | e Ensure thatthe correctvolume of Gel Solubilization Buffer
(L3) is added for every 1 volume of gel used, based on the
agarose gel percentage.

e Verify that the temperature of water bath or heat block is 50°C.

e Cut large gel slices into several pieces to accelerate the gel
dissolution.

e Mix the gel slice in the buffer every 3 minutes during the
dissolution step.

e |ncrease the incubation time for elution to >10 minutes.
Note: This kit is not designed to purify supercoiled plasmid DNA.

Low Ayy0/250 ¢ Do not get any buffer solution in the cap area of the tube.
ratio * Add a second wash step with Wash Buffer (W1):

After your first wash with Wash Buffer (step 3 in Purifying
DNA Using a Centrifuge or Purifying DNA Using a Vacuum
Manifold:

1. Add another 500-700 pL Wash Buffer containing ethanol.

2. Centrifuge the tube at 12,000 x g. Discard the flow-
through and return the column into the Wash Tube.

3. Centrifuge at the tube at maximum speed for

2-3 minutes.
Enzymatic To remove Wash Buffer, discard Wash Buffer flow-through
reactions are from the Wash Tube. Place the column into the Wash Tube
inhibited and centrifuge the column at >12,000 x g for 2-3 minutes to

completely dry the column.

Limited Use Label License: Research Use Only

The purchase of this product conveys to the purchaser the limited, non-transferable right to use the purchased amount of

the product only to perform internal research for the sole benefit of the purchaser. No right to resell this product or any of its
components is conveyed expressly, by implication, or by estoppel. This product is for internal research purposes only and is not
for use in commercial applications of any kind, including, without limitation, quality control and commercial services such as
reporting the results of purchaser’s activities for a fee or other form of consideration. For information on obtaining additional
rights, please contact outlicensing(@lifetech.com or Out Licensing, Life Technologies, 5791 Van Allen Way, Carlsbad, California
92008.

©2011 Life Technologies Corporation. All rights reserved. The trademarks mentioned herein are the property of Life
Technologies Corporation or their respective owners.

Headquarters

5791 Van Allen Way | Carlsbad, CA 92008 USA

Phone +1 760 603 7200 | Toll Free in USA 800 955 6288

For support visit www.invitrogen.com/support or email techsupport@invitrogen.com
www.lifetechnologies.com technologies”



