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Plasmid DNA Miniprep Protocol  
 

Buffer Preparation 

Add ethanol to Monarch Plasmid Wash Buffer 2 prior to use (4 volumes of ≥ 95% 

ethanol per volume of Monarch Plasmid Wash Buffer 2). 

 

For 50-prep kit add 24 ml of ethanol to 6 ml of Monarch Plasmid Wash Buffer 2.  

Always keep all buffer bottles tightly closed when not actively in use.  

Protocol 

Notes: 
All centrifugation steps should be carried out at 16,000 x g (~13,000 RPM). 
If precipitate has formed in Lysis Buffer (B2), incubate at 30–37°C, inverting periodically to 
dissolve. 
Store Plasmid Neutralization Buffer (B3) at 4°C after opening, as it contains RNase A. 
Unlike other commercial kits, all wash steps are required. 

 
1. Pellet 1–5 ml bacterial culture by centrifugation for 30 seconds. Discard 

supernatant.  

Note: For a standard miniprep to prepare DNA for restriction digestion or PCR, we 

recommend 1.5 ml of culture, as this is sufficient for most applications. Ensure 

cultures are not overgrown (12-16 hours is ideal). 

2. Resuspend pellet in 200ul Plasmid Resuspension Buffer (B1)  (pink). Vortex 

or pipet to ensure cells are completely resuspended. There should be no visible 

clumps. 

3. Lyse cells by adding 200ul Plasmid Lysis Buffer (B2)  (blue/green). Invert tube 

immediately and gently 5–6 times until color changes to dark pink and the 

solution is clear and viscous. Do not vortex! Incubate for one minute.  

4. Neutralize the lysate by adding 400ul of Plasmid Neutralization Buffer (B3)  

(yellow). Gently invert tube until color is uniformly yellow and a precipitate 

forms. Do not vortex! Incubate for 2 minutes. 

5. Clarify the lysate by spinning for 2–5 minutes at 16,000 x g. 
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Note: Spin time should not be less than 2 minutes. For culture volumes >1ml, we 

recommend a 5-minute spin. To save time, spin for two minutes only. 

6. Carefully transfer supernatant to the spin column and centrifuge for 1 minute. 

Discard flow-through. 

 To save time, spin for 30 seconds, instead of 1 minute. 

7. Re-insert column in the collection tube and add 200ul of Plasmid Wash Buffer 

1. Plasmid Wash Buffer 1 removes RNA, protein and endotoxin. (Add a 5-minute 

incubation step before centrifugation if the DNA will be used in transfection.) 

Centrifuge for 1 minute. Discarding the flow-through is optional. 

 To save time, spin for 30 seconds, instead of 1 minute. 

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

9. Transfer column to a clean 1.5ml microfuge tube. Use care to ensure that the 

tip of the column has not come into contact with the flow-through. If there is any 

doubt, re-spin the column for 1 minute before inserting it into the clean 

microfuge tube. 

10. Add ≥ 30ul DNA Elution Buffer to the center of the matrix. Wait for 1 minute, 

then spin for 1 minute to elute DNA. 

 

 

 

 

 

 

Product: Monarch® Plasmid DNA Miniprep Kit Protocol (NEB #T1010) 

Protocol from New England Biolabs https://www.neb.com/protocols/2015/11/20/monarch-
plasmid-dna-miniprep-kit-protocol-t1010 
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