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GX Plasmid DNA Kit (250 Preps) 

 

For Purification of Plasmid DNA from: 

       

      1-5ml of Bacterial Culture 
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Introduction 

GX Plasmid DNA Kit consists of all the components needed to purify the plasmid DNA from 1-
5ml of bacterial culture and obtain the high quality of plasmid DNA recovery in a format of 
elution volume (100-200µL).  

A new technology has been used in GX plasmid DNA Kit to guarantee the integrity and purify of 
the extracted plasmid DNA. The purified plasmid DNA can be directly used for different 
downstream applications: Transfection, Sub-Cloning, Sequencing, Restriction enzyme digestion, 
RFLP, PCR and protein expression.  All Kit components are guaranteed 24 months from the date 
purchase. 

Kit Contents 

GX Plasmid DNA Kit contains sufficient reagents for 50 (C106-50) and 250 (C106-250) plasmid 
minipreps, respectively. 

Catalog No C106-50 C106-250 Storage 

Preps 50 250 - 

Mini Column 50 250 RT 

Cell Suspension Buffer     12 ml 60 ml 4
o
C 

Cell Lysis Buffer 15 ml 75 ml RT 

NZ Binding Buffer 21 ml 105 ml RT 

Washing Buffer I 18.8 ml 94 ml RT 

Washing Buffer II 6 ml 30 ml RT 

Elution Buffer A 24ml 120 ml RT 

Collection Tubes 50 250 RT 

Manual 1 1 - 

 
 
Protocol: Purification of Plasmid DNA from Bacterial Cell Line 
(Spin-Column Protocol) 
 

Things to do before starting 

 Cell Lysis Buffer and NZ Binding Buffer may precipitate upon storage. If necessary, warm 
to 56°C until the precipitate has fully dissolved.  

 Washing Buffer I and Washing Buffer II are supplied as concentrates. Before using for 
first time, add the appropriate amount of ethanol (96–100%) as indicated on the bottle 
to obtain a working solution.  
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Procedure 
  

1. Harvest Pellet from 1-5 ml LB bacterial culture (grow for 12-16 hrs, vigorous agitation) by 
centrifuging at 10,000 rpm for 1 minutes. Discard the supernatant and completely resuspend 
the pellet in 200 μl of Cell Suspension Buffer. Mix well by pipetting. 
Note: Cell should have 1.5-5.0 A600 density/ per ml. Cell Suspension Buffer contains RNase A 
and should be stored at 4oC before and after use.  
 
2. Add 250 μl Cell Lysis Buffer and gently mix (convert tube 4-6 times) to lyse the cells (Do not 
vortex). Incubate at room temperature (RT) for 1-5 min. 
Note: Do not incubate at RT for more than 5 min, and vortexing will lead to genomic DNA 
contamination in the plasmid prep. 
 
3. Add 350 μl NZ Binding Buffer to neutralize the lysate, and gently mix (convert tube 4-6 
times) the solution immediately.  
Note: The solution should become cloudy, and the precipitation should be formed after adding 
NZ Binding Buffer. 
 
4. Centrifuge at 1,1700 × g (12,000 rpm) for 10 min. 
 
5. Transfer the supernatant from step 4 to the column placed in the 2 ml collection tube 
(provided). Centrifuge at  ≥ 6000 × g (8000 rpm) for 1 min. Discard filtration and collection 
tube. 
 
6. Place the column in the 2 ml collection tube (provided) and wash the column once with 500 
μl Washing Buffer I by centrifuging for 1 min at  ≥ 6000 × g (8000 rpm). Discard filtration and 
save collection tube for step7. 
 
7. Place the column in the 2 ml collection tube (provided) and wash the column once with 500 
μl Washing Buffer II by centrifuging for 3 min at  ≥ 16,000 x g (14,000 rpm).  Discard filtration 
and save the collection tube for step 8. 
 
8. Place the column in the 2ml collection tube, and centrifuge for 1 min at ≥ 16,000 × g 
(14,000 rpm). Discard filtration and the collection tube. 
Note: It is important to dry the membrane of the column, since residual ethanol may interfere 
with subsequent reactions. 
  
9. Place the column in a clean 1.5 ml or 2 ml microcentrifuge tube (not provided), and pipet 
100-200 μl of Elution Buffer A directly onto the center of the column membrane. Incubate at 
room temperature for 2 min, and then centrifuge for 1 min at ≥ 6000 × g (8000 rpm) to elute. 
Note: Elution with 100 μl (instead of 200 μl) increases the final DNA concentration in the eluate, 
but also decreases the overall DNA yield. 
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10. Recommended: For maximum DNA yield, repeat elution once as described in step 9. 
Note: Do not elute more than 200 μl into a 1.5 ml microcentrifuge tube because the column will 
come into contact with the eluate. 
 
11. Store the elute plasmid DNA at -20oC 

 
Troubleshooting Guide 

Scientists in GenoExpress Technical Services are available to answer questions you may have in 
your applications. Please contact with support@genoexpress.com. 
 

Problems Possible Cause Solution 
Poor bacterial growth Inoculate bacterial cells from a 

plate or a culture stock stored 
for long time. 
Incubation with inadequate 
shaking. 

Always inoculate bacterial cells 
from a freshly streaked plate and 
grow with required antibiotic(s). 
Grow cells with vigorous shaking 
(e.g. 250 rpm). Adjust a suitable 
shaking speed according to the 
angular magnitude of an orbital 
shaker platform. 

Poor cell lysis Use too many bacterial cells 
harvested from a large culture or 
an over-grown culture cell pellet 
is not well resuspended 

Up to 5 ml culture for high-copy 
Plasmid, Up to 10 ml culture for 
low-copy plasmid. When the 
culture is more than 5 ml, use 
double amount of Cell 
Suspension Buffer, Cell Lysis 
Buffer, and NZ Binding Buffer. Do 
not add Cell Lysis Buffer until 
cells are completely 
resuspended by vortexing. 

Low yield of plasmid DNA Not enough bacterial cells 
Overgrowth of bacteria 
Plasmid does not propagate 
Inefficient or incomplete DNA 
elution 

Ensure that bacteria have grown 
well after overnight incubation 
with vigorous shaking. 
Do not incubate for more than 
16 hours. 
Always inoculate bacterial cells 
from a freshly streaked plate and 
grow with required antibiotic(s) 
Efficient and complete 
DNA elution only takes place 
when elution solution is within 
pH 7-8.5 and is full contact with 
the membrane. Make sure that 
no less than 30 μl of Elution 
Buffer A is dispensed onto the 
membrane. 

mailto:support@genoexpress.com
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Genomic DNA contamination Prolonged incubation with Cell 
Lysis Buffer or vigorous 
shaking in step 2. 

Do not vortex, mix gently, and 
keep incubation within 5 
minutes. 

RNA contamination Reduced RNase A activity due to 
improper or prolonged storage 
of Cell Lysis Buffer which contain  
RNaseA. 

Add RNase A to cell suspension 
Buffer to a final concentration of 
50 ug/ml and store at 4°C 

Low yield of plasmid larger than 
10 Kb 

 Use Elution Buffer A preheated 
to 70°C 

 


