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Gene Elute Plasmid Miniprep
-This system can be used to isolate any plasmid from E. coli hosts but works most efficiently when the plasmid is less than 20,000bp in size.

-Completed in 30 min.

-Work in komora for plasmids.
-All spins at 12000xg, except as noted.
Before starting
-Put water in thermoblock to warm it up for elution of big plasmids (For plasmids ≥10kb, use water preheated to 70°C; for plasmids ≥20kb, use water preheated to 80°C).

Production of Cleared Lysate

1. Pellet 1–10ml (2x5ml) of overnight culture for 5 minutes (4.500rpm, RT).

2. Thoroughly resuspend pellet with 200μl of Resuspension Solution (stored in the fridge). Pipette up and down or vortex.
Note: prior to first time use, add RNase A at the Resuspension solution and store at 4°C

3. Add 200μl of Lysis Solution to each sample; invert 4 times to mix. DO not vortex. 

Incubate 5 minutes at room temperature.
4. Add 350μl of Neutralization Solution; invert 4-6 times to mix.
5. Transfer the lysate into 2 mL tubes and centrifuge at top speed for 10 minutes at room temperature. 
Prepare binding column

6. Insert Spin Column into Collection Tube.
7. Add 500ul Column Preparation Solution to the column.
8. Spin down at 12000g 1 min. Discard flow-through.
Note: Don’t mark Spin Column on the side, because it can be erased during washes, mark near the top border.

Binding of Plasmid DNA.
9. Transfer the cleared supernatant from step 5 into the column.

10. Centrifuge 1 minute at room temperature. 
11. Discard flow through, and reinsert Column into Collection Tube. 
Washing

12. Add 750μl of Wash Solution (ethanol added). Centrifuge for 1 minute. Discard flowthrough and reinsert column into a new Collection Tube.
13. Centrifuge at top speed for 2 minutes at room temperature to dry column. Smell the tubes!

Elution

14. Transfer Spin Column to a new collection tube (note: cap of normal 1.5ml tube can’t be closed), being careful not to transfer any of the Column Wash Solution with the Spin Column. If the Spin Column has Column Wash Solution associated with it, centrifuge again for 2 minute at top speed, then transfer the Spin Column to a new collection tube.
15. Add 50μl of Nuclease-Free Water to the Spin Column. Incubate for 10 min at RT. Centrifuge at top speed for 2 minute at room temperature.

Note: For plasmids ≥10kb, use water preheated to 70°C; for plasmids ≥20kb, use water preheated to 80°C.

16. Discard column, and store DNA at –20°C or below.

For complete protocol information see Technical Manual  OriginalProtocols\Minipreps_Sigma.pdf
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