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XII. TROUBLESHOOTING

Problem Possible cause Solution

Incomplete cell lysis. Too many cells were taken 
for DNA purification.

Reduce amount of starting material or follow instructions 
for isolation from more than recommended cells 
(section IX. Sample preparation).

Gram-positive strain was 
taken for DNA isolation.

Follow instructions regarding DNA isolation from 
Gram-positive bacteria (section IX. Sample preparation).

Other than bacterial strain 
was taken for DNA isolation.

Confirm genus identification of strain and use 
an appropriate DNA isolation kit.

Insufficient lysis time for 
amount of material taken 
for isolation.

Extend incubation time at 55°C to 20 min or 
until cells are completely lysed.

After incubation 
with BacB Buffer, 
a thick coat of slime 
occurs near surface 
of the lysate.

Characteristic feature 
of bacterial strain used 
for isolation.

See „Interactions with BacB Buffer” in section VIII. 
Recommendation and important notes.

Column becomes 
clogged during  
purification.

Incomplete cell lysis. See „Incomplete cell lysis”.

A thick slime of DNA 
was formed.

Repeat centrifugation for 1 min at 15k x g   
or at maximum speed.

Low yield of 
purified DNA.

Starting material contained 
few bacterial cells.

Increase amount of starting material or decrease 
volume of Elution Buffer to 20 µl.

Incomplete cell lysis. See the Problem „Incomplete cell lysis”.

Reduced 
Proteinase K activity.

Prepare a fresh Proteinase K solution. Ensure that 
Proteinase K solution is stored at -20°C.

Lysate was not mixed 
sufficiently with binding 
buffer BacB.

Repeat isolation, paying a particular attention to whether 
the lysate is thoroughly mixed with BacB Buffer before 
incubating at 55°C (step 8).

Purified DNA contains 
residual alcohol.

Repeat isolation, paying a particular attention to whether 
any residual BacW Buffer is left in the purification 
minicolumn after final centrifugation step.

Incomplete DNA elution 
from membrane.

Before applying Elution Buffer to membrane, heat it 
to 80°C. Apply Elution Buffer directly to centre 
of membrane. Extend incubation time with Elution Buffer 
to 10 min. Perform second elution. Increase volume of 
Elution Buffer to 200 µl.

pH of the water used for 
elution is lower than 7.0.

Use Elution Buffer for DNA elution.
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Problem Possible cause Solution

Low concentration    
of purified DNA.

Too much Elution Buffer 
was used.

Decrease volume of Elution Buffer. For details,  
see section VIII. Recommendations and important notes.

Isolated DNA is           
of poor purity.

Incomplete 
protein degradation.

Prepare a fresh Proteinase K solution. Ensure that 
Proteinase K solution is stored at -20°C.

One of washing steps 
was omitted.

Repeat isolation, performing both washing steps.

Purified DNA contains 
residual alcohol.

Repeat isolation, paying a particular attention to ensuring 
that no residual BacW Buffer is left in purification 
minicolumn after final centrifugation step.

DNA flows out of 
lanes in agarose gel.

Purified DNA contains 
residual alcohol.

Repeat isolation, paying a particular attention to whether 
any residual BacW Buffer is left in the purification 
minicolumn after final centrifugation step.

Purified DNA 
is degraded.

Old or damaged material 
was used.

It is recommended to perform an isolation from fresh 
overnight bacterial broth culture. Older bacterial cultures 
may contain degraded DNA.

Inappropriate sample 
storage conditions.

Always perform an isolation from fresh or frozen material. 
Avoid subjecting the sample material to repeated 
freeze/thaw cycles.

RNA contamination  
present.

Reduced RNase A activity. Prepare a fresh RNase A solution and repeat isolation. 
Ensure proper storage conditions.

Insufficient incubation time 
with RNase A.

Extend incubation time with RNase A (step 4)  
to 30 min.

Inhibition of 
downstream 
enzymatic reactions.

Purified DNA contains 
residual alcohol.

After each washing step, ensure that filtrate is removed 
from collection tube. After second washing step, 
empty collection tube and re-spin it for 60 seconds 
at the maximum speed.

Insufficient DNA 
in sample material.

See „Incomplete cell lysis” and „Low concentration 
of purified DNA”.

High RNA contamination. See „RNA contamination present”.


