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Plasmid DNA Isolation with miniprep
Introduction
In order to isolate the plasmid DNA from liquid bacterial cultures, we used New England Biolabs' Monarch Plasmid Miniprep Kit. We 
followed the protocol supplied with the kit by the manufacturer and added one more step, that included repeating the elution step one more 
time, in order to improve the yield. 

For more information check the following link: https://www.neb.com/-/media/nebus/files/manuals/manualt1010.pdf?
rev=5bc17659c6df4f9cbb585e6d6973180d&hash=926E0752DD30125061D3419C486176A6 

Materials

› Monarch Plasmid Miniprep Kit

› Monarch Plasmid Resuspension Buffer (B1)

› Monarch Plasmid Lysis Buffer (B2)

› Monarch Plasmid Neutralization Buffer (B3)

› Monarch Plasmid Wash Buffer 1

› Monarch Plasmid Wash Buffer 2

› Monarch DNA Elution Buffer

› Equipment

› Microcentrifuge

› Pipettes & tips

› 1.5 ml microcentrifuge tube (2 per sample)

Procedure

Resuspend cells

1. Pellet 1.5 ml of a liquid culture by centrifugation for 30 sec at 16.000 g and decant the supernatant.

(Repeat this step if a larger volume of culture is needed)

2. Resuspend the pellet in 200 μl of the solution B1. Vortex or pipette until the cells are fully resuspended.

Lyse Cells

3. Lyse cells by adding 200 ul of the buffer B2. Invert the tube 5-6 times and incubate for 1 min. Avoid vortex or 
pipetting.

Neutralize Lysate
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4. Neutralize by adding 400 ul of the buffer B3 and invert the tube until a precipitate forms. Incubate for 2 min. Avoid 
vortex and pipetting.

5. Clarify the lysate by centrifugation for 5 min at 16.000 g.

Bind DNA from Supernatant to Matrix

6. Transfer the supernatant to the column and spin for 1 min at 16.000 g. Discard the flow-through.

Wash Matrix

7. Add 200 ul of plasmid Wash Buffer 1 and centrifuge for 1 min at 16.000 g. Discard the flow-through.

8. Add 400 ul of Plasmid Wash Buffer 2 and centrifuge for 1 minute at 16.000 g.

Elute Plasmid DNA

9. Transfer column to a clean 1.5 ml microfuge tube.

10. Add 20 ul DNA Elution Buffer to the center of the matrix. Wait for 1 minute, then spin for 1 minute to elute DNA. 
Repeat this step in order to improve yield.

Heating the DNA Elution Buffer to 50°C prior to eluting and extending the incubation time after buffer addition to 5 
minutes can also, improve the yield.


