
Plasmid Miniprep

P1 (Resuspension buffer) at 4°C on ice
● 50mM Tris•HCl (pH = 8), 10mM EDTA, 100μg/ml RNase A

P2 (Lysis buffer) at room temperature
● 200mM NaOH, 1% SDS

P3 (Precipitation buffer) at room temperature
● 3M potassium acetate (pH = 5.5)

1. Grow 2 to 6ml culture O/N
2. Transfer 2ml (at a time) to 2ml microcentrifuge tube(s) and pellet at 14000rpm for 5

minutes. Discard supernatant and repeat as necessary
3. Resuspend in 300μl ice-cold P1
4. Add 300μl P2, gently invert 3x. Quickly add 300μl P3 and invert 3x
5. Spin at 14000rpm for 10 minutes at room temperature
6. Retain supernatant in 1.5ml microcentrifuge tube
7. Add 650μl of 100% isopropanol, gently invert, and incubate for 10 minutes at room

temperature
8. Spin at 14000rpm for 10 minutes, then discard supernatant
9. Wash pellet with 500μl of cold 70% ethanol
10. Spin at 14000rpm for 5 minutes
11. Discard supernatant. Carefully tap tube to remove remaining ethanol. Dry pellet in

vacufuge
12. Resuspend pellet in 20μl of sterile ddH2O or TE buffer. Nanodrop to determine

concentration. Store at -20°C (TE buffer is better for long term storage)
○ In TE buffer plasmids can also be stored at room temperature

Troubleshooting tips:
*Kits are almost always better for DNA purification (minipreps, PCR purifications, gel
extractions) → Qiagen kits are quite good, but BioBasic kits are also good and cost less

1. A260/A280= >1.8 → usually indicates RNA contamination
2. A260/A280= <1.8 → Usually indicates protein contamination

*The presence of other salts, buffer, or phenol can also mess up the readings

If using a kit, minipreps can also be done from a streak plate:
1. With an inoculation loop scrape half a loop-full of bacteria from the plate and resuspend

in 1mL of 1X PBS in a 2mL microcentrifuge tube
2. Centrifuge to pellet and continue with the kit protocol


