
EndoFree Plasmid Miniprep (EZgene™ EndoFree Plasmid Miniprep) 

 

Procedure: 

1. Inoculate 3-12 mL LB containing appropriate antibiotic with a single colony 
from a freshly streaked selective plate. Grow at 37° C for 14-16 hours with 
vigorous shaking.  

 

2. Harvest the bacterial culture by centrifugation for 1 minute at 13,000 rpm. 
Pour off the supernatant and blot the inverted tube on a paper towel to 
remove residue medium. Remove the residue medium completely. Residual 
medium will cause  

 

3. Add 400 μL Buffer A1 and completely resuspend bacterial pellet by 
vortexing or pipetting. Complete resuspension is critical for bacterial lysis and 
lysate neutralization.  

 

4. Add 450 μL Buffer B1, mix gently by inverting 10 times (do not vortex) and 
incubate at room temperature for 5 minutes. Do not incubate for more than 5 
minutes, which will increase the possibility of genomic DNA contamination.  

 

5. Add 80 μL Buffer N3, mix completely by inverting/shaking the vial for 5 
times. It is critical to mix the solution well, if the mixture still appears 
conglobated, brownish or viscous; more mixing is required to completely 
neutralize the solution.  

 

6. Centrifuge the lysate at 13,000 rpm for 10 minutes at room temperature. If 
the lysate doesn’t appear clean, reverse the tube angle, centrifuge for 5 more 
minutes and then transfer the clear lysate to DNA column.  

 

7. Carefully transfer about 750 μL clear lysate (no more than 800 μL) to a 
clean 2.0 mL tube and add 1 volume Buffer RET (For 7 EasyPrepTM EndoFree 
Plasmid Miniprep-II example, 800 μL Buffer RET to 800 μL clear lysate), and 
400 μL 100% ethanol. Mix well by sharp hand shaking for 3 times.  



 

8. Transfer 700 μL lysate/ethanol mixture to a DNA spin column and 
centrifuge at 13,000 rpm for 30s. Discard the flow-through liquid and transfer 
the remaining lysate/ethanol mixture to the column. Centrifuge at 13,000 rpm 
for 30s and discard the flowthrough, put the column back to the collection 
tube.  

 

9. Add 500 μL Buffer KB into the spin column, centrifuge at 13,000 rpm for 1 
minute. Remove the spin column from the tube and discard the flow-through. 
Put the column back to the collection tube. This step is important to remove 
residual protein contaminations especially for endA+ strains and be highly 
recommended for high quality plasmid DNA.  

 

10. Add 650 μL DNA Wash Buffer and centrifuge at 13,000 rpm for 30s. 
Discard the flow-through liquid and insert the column, with the lid open, back 
to the collection tube. Repeat step “10”.  

 

11. Centrifuge the column, with the lid open, at top speed for 5 -10 minutes 
to remove the residual ethanol. Residual ethanol can be removed more 
efficiently with the column lid open. It is critical to remove residual ethanol 
completely. Transfer the column to a new 1.5 mL tube and add 50-100 μL 
EndoFree Elution Buffer. Incubate for 1 minute at room temperature and 
centrifuge at 13,000 rpm for 1 minute to elute DNA. Reload the eluate into 
the column (use the same 1.5 mL tube) and incubate for 1 minute, centrifuge 
at 13,000 rpm for 1 minute to elute DNA. Two elutions give rise to maximum 
DNA yield. Use less EndoFree Elution Buffer if high concentration is desired. 
The eluted DNA is ready for transfection of endotoxinsensitive cell lines, 
primary cultured cells or microinjection. 

 


