Modified MinElute protocol for purifying DNA fragments >4kb from agarose.

This is an adaptation of the Qiagen protocol for MinElute using different salt concentrations to allow larger fragments of DNA to better adsorb to the column membrane.  This has been developed using much trial and error and large fragments of ( DNA electrophoresed in 0.8% agarose.

Use regular low-EEO agarose, not low melting temp.  LMT agarose makes it very difficult to separate two similarly-sized fragments.

1. Run gel as usual.  Separate your band of interest.

2. Excise band in as small a volume as possible.  

3. Add 3 gel volumes buffer QG and incubate at 50(C until gel slice is solubilized.

4. Add 1 gel volume IpOH and 1-2 volumes H2O.

a. The larger the fragment, the more H2O you need to add.  Larger DNA fragments bind to the Qiagen membrane at progressively lower salt concentrations.

5. Mix well by gentle inversion.

6. Pass mixture through the MinElute column in 700(l aliquots using a microfuge.  Save the eluate.

7. Using a vacuum source, if convenient, pass the entire eluate back through the MinElute column.  Use steady vacuum, and discard eluate.

8. Wash column using 500(l buffer QG.

9. Wash with 750(l buffer EB

10. Elute DNA with 10(l TE, pH 8.0-8.5 heated to 50(C.  (0.1X TE, or 10mM Tris, pH 8.5 may be used also.)

11. Incubate column for >1min at 50(C.

12. Centrifuge >30 sec. to collect DNA.

13. Repeat elution exactly as before, to collect DNA in a total volume ~20 (l.

14. Quantitate by running 1(l on a gel next to 2(l of Invitrogen’s high DNA mass ladder.

