
E.Z.N.A.® X-Press Plasmid DNA Mini Kit

D6947-00 5 preps
D6947-01 50 preps
D6947-02 200 preps

June 2013



1

Introduction    and    Overview........................................................2
Kit    Contents/Storage    and    Stability..........................................3
Preparing    Reagents.......................................................................4 
X-Press Plasmid DNA Mini Kit Protocol..................................5
Troubleshooting Guide...............................................................8

Manual Revision:  June 2013

Innovations in nucleic acid isolation

E.Z.N.A.® X-Press Plasmid DNA Mini Kit 
 

Table of Contents



2

Introduction and Overview

The E.Z.N.A.® X-press system provide a fast and simple plasmid purification method for 
routine molecular biology applications. This innovative technology significantly reduces 
processing time compared to traditional alkaline lysis-based methods. Plasmid isolation 
can be completed in less than 10 minutes. 

The  E.Z.N.A.® X-press Plasmid DNA Mini Kit is based on a proprietary technology to 
provide a fast and consistent method for molecular-grade plasmid DNA isolation. This 
kit uses a single solution to resuspend and lyse the culture and promote DNA binding 
to the column. After cell lysis, plasmid DNA is bound to the matrix of the X-press DNA 
Mini Column. After two simple wash steps, the bound plasmid DNA is eluted with from 
the column with low salt buffer and ready to use for downstream applications. Yield 
varies depending on the bacterial strain, growth conditions, media, and copy number of 
plasmid. Typically, a 1.5 mL overnight bacterial culture in LB media with high copy number 
plasmid will yield 3-8 µg plasmid DNA.

Binding Capacity:

Each X-press DNA Mini Column can bind approximately 25 μg Plasmid DNA. 

New in this Edition:

•	 This manual has been edited for content and redesigned to enhance user readability.
•	 HB Buffer has been replaced by HBC Buffer. Isopropanol is required and supplied by 

the user.
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Kit Contents

Product D6947-00 D6947-01 D6947-02

Purifications 5 50 200

X-press DNA Mini Columns 5 50 200

2 mL Collection Tubes 5 50 200

XCL Lysis Buffer 3 mL 30 mL 120 mL

HBC Buffer 4 mL 25 mL 80 mL

DNA Wash Buffer 1.5 mL 15 mL 3 x 25 mL

Lysozyme 3 mg 30 mg 120 mg

RNase A (25 mg/mL) 40 μL 400 μL 1.4 mL

Elution Buffer 1.0 mL 10 mL 25 mL

User Manual P P P

Storage and Stability

All of the E.Z.N.A.® X-press Plasmid DNA Mini Kit components are guaranteed for at least 
12 months from the date of purchase when stored as follows. Store RNase A and lysozyme 
at 2-8°C. XCL Lysis Buffer (once RNase A and lysozyme are added) should be stored at 
2-8˚C. All other materials should be stored at room temperature.
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1. Dilute DNA Wash Buffer with 100% ethanol as follows and store at room temperature. 

Kit  100% Ethanol to be Added

D6947-00 6 mL

D6947-01 60 mL

D6947-02 100 mL per bottle

2. Dilute HBC Buffer with isopropanol as follows and store at room temperature. 

Kit  Isopropanol to be Added

D6947-00 1.6 mL

D6947-01 10 mL

D6947-02 32 mL

3. Prepare XCL Lysis Buffer as follows and store at 2-8°C.

1. Transfer the entire volume of RNase A to the vial containing lysozyme.
2. Pipet up and down to completely resuspend the lysozyme.
3. Transfer the entire volume of RNase A/lysozyme to the bottle of XCL Buffer.
4. Invert to mix.
5. Store XCL Buffer at 2-8°C.

Preparing Reagents
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E.Z.N.A.® X-Press Plasmid DNA Mini Kit Protocol

Materials and Equipment to be Supplied by User:

•	 Tabletop microcentrifuge capable of 13,000 x g
•	 Nuclease-free 1.5 mL microcentrifuge tubes
•	 Vortexer
•	 Ice bucket
•	 100% ethanol
•	 Isopropanol

Before Starting:

•	 Prepare DNA Wash Buffer, HBC Buffer, and XCL Buffer according to the instructions on 
Page 4.

•	 Prepare ice bucket.
•	 Chill XCL Lysis Buffer on ice before use.

1. Isolate a single colony from a freshly streaked selective plate, and inoculate a culture 
of 2-3 mL LB medium containing the appropriate selective antibiotic. Incubate for 
~12-16 hours at 37°C with vigorous shaking (~ 300 rpm).

Note: Do not use a culture with an OD600 > 4. Excess biomass can cause incomplete 
cell lysis and lead to low DNA yield.

2. Transfer 1-1.5 mL culture to a 1.5 mL microcentrifuge tube (not provided).

3. Centrifuge at maximum speed (≥13,000 x g) for 1 minute at room temperature.

4. Decant or aspirate and discard the culture media.

5. Add 500 µL ice-cold XCL Lysis Buffer containing RNase A and lysozyme.

Note: XCL Lysis Buffer must be ice-cold to achieve maximum plasmid yield.

Note: RNase A and lysozyme must be added to XCL Lysis Buffer before use. Please see 
Page 4 for instructions.

E.Z.N.A.® X-Press Plasmid DNA Mini Kit Protocol
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6. Vortex at maximum speed for 30-60 seconds to completely resuspend the cell pellet. 

Note: Complete resuspension of cell pellet is vital for obtaining good yields. 

7. Let sit at room temperature for 5-10 minutes. The cell lysate should be non-viscous 
and slightly cloud after incubation. 

8. Insert a X-Press DNA Mini Column into a 2 mL Collection Tube.

9. Transfer the entire cell lysate to the X-press DNA Mini Column.

10. Centrifuge at maximum speed for 1 minute. 

11. Discard the filtrate and reuse the collection tube.

12. Add 500 µL HBC Buffer.

Note: HBC Buffer must be diluted with isopropanol before use. Please see Page 4 for 
instructions.

13. Centrifuge at maximum speed for 1 minute.

14. Discard the filtrate and reuse collection tube. 

15. Add 700 µL DNA Wash Buffer.

Note: DNA Wash Buffer must be diluted with 100% ethanol prior to use. Please see 
Page 6 for instructions.

16. Centrifuge at maximum speed for 1 minute.

17. Discard the filtrate and reuse the collection tube.

E.Z.N.A.® X-Press Plasmid DNA Mini Kit Protocol
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E.Z.N.A.® X-Press Plasmid DNA Mini Kit Protocol

18. Centrifuge the empty HiBind® DNA Mini Column for 2 minutes at maximum speed to 
dry the column matrix. 

Note: It is important to dry the HiBind® DNA Mini Column matrix before elution. 
Residual ethanol may interfere with downstream applications.

19. Transfer the HiBind® DNA Mini Column to a clean 1.5 mL microcentrifuge tube.

20. Add 50-100 μL Elution Buffer directly to the center of the column membrane.

21. Let sit at room temperature for 2 minutes.

22. Centrifuge at maximum speed for 1 minute.  
 
Note: This represents approximately 70% of bound DNA. An optional second elution 
will yield any residual DNA, though at a lower concentration.

23. Store DNA at -20°C.

Yield and quality of DNA:

Determine the absorbance of an appropriate dilution (20- to 50-fold) of the sample at
260 nm and then at 280 nm. The DNA concentration is calculated as follows:

DNA concentration = Absorbance 260 × 50 × (Dilution Factor) µg/mL

A ratio greater than 1.8 indicates greater than 90% nucleic acid. Alternatively, quantity 
(as well as quality) sometimes can be determined best by agarose gel/ethidium bromide 
electrophoresis by comparison to DNA samples of known concentrations. Typically, the 
majority of the DNA eluted is in monomeric supercoil form, though concatemers may also 
be present.

High copy number plasmids generally will yield 3-15 μg of DNA from 1.5 mL overnight 
culture.
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Please use this guide to troubleshoot any problems that may arise.  For further assistance, 
please contact the technical support staff, toll free, at 1-800-832-8896.

Problem Cause Solution

Low DNA yield

Poor cell lysis

Do not use a culture with an OD600 > 4. 
Excess biomass can cause incomplete cell 
lysis and lead to low DNA yield.
 
Ensure the XCL Lysis Buffer incubation 
time is at least 5 minutes. Increase the 
incubation time if necessary.

XCL Lysis Buffer need to be ice-cold to 
obtain maximum yield.

XCL Lysis Buffer storage 
was not correct or 
buffer is too old

Make sure the XCL Lysis Buffer is stored at 
2-8°C.

Low copy number 
plasmid used

Such plasmids may yield as little as 0.2 μg 
DNA from a 1 mL overnight culture. 

DNA Wash Buffer was 
prepared incorrectly

Ensure correct amount of 100% ethanol 
was added to the DNA Wash Buffer.

Binding condition was 
altered due to vector or 
bacterial stain 

Add 150 µL isopropanol to the cell lysate 
before loading to the column.

Problem Solution

No DNA eluted
System is overloaded Ensure the culture has OD600 of 2-4.

DNA Wash Buffer was 
prepared incorrectly

Ensure correct amount of 100% ethanol 
was added to the DNA Wash Buffer.

Problem Solution

Optical densities 
do not agree 

with  DNA yield 
on agarose gel

Trace contaminants 
eluted from column 
increase A260

Make sure to wash column as instructed.  
Alternatively, rely on agarose gel/ethidium 
bromide electrophoresis for quantization.

RNA visible on 
agarose gel

RNase A not added to 
XCL Lysis Buffer

Add 1 vial RNase A to the bottle of XCL 
Lysis Buffer.

Plasmid DNA 
floats out of well 

while loading 
agarose gel

Ethanol not completely 
removed from column 
following wash steps

Dry the column before the elution.

Troubleshooting Guide

HiBind®, E.Z.N.A.®, and MicroElute® are registered trademarks of  Omega Bio-tek, Inc.
PCR is a patented process of Hoffman-La Roche. Use of the PCR process requires a license.


