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Workshop “New Applications for PCR" (Level 1 8-20 Mar.2013

Troubleshooting

By
e ) =Vl o hame dsWaelvAbdwAl-Azeem
Head OF Dep Of Mlcroblology

South Vallcify University




The speed and
ease of use,

sensitivity,
specificity and

robustness of PCR

has revolutionised molecular biology and
made PCR the most widely used and
powerful technigue with great spectrum of
research and diagnostic applications.




* A well-designed experiment can keep you
from getting into trouble!

e A poorly-designed experiment Is asking for
problems!!!!







PCR troubleshooting is a collection of
techniques that alter PCR reactions In
order to achieve optimum PCR results




e Main point:
Always use CONTROLS

— So you’'ll know what a successful result looks like.

— Lets you know if you have contamination.




b
;
£

Avoiding Contamination

» DNA sample preparation, reaction
mixture assemblage should be performed
in separate areas.

» A Laminar Flow Cabinet with a UV lamp
is recommended for preparing the
reaction mixture.

»New gloves should be used for DNA
purification and each reaction set-up.



: Use of Open Pipet Tips Leads 1o Pipettor Contamination
'~ The use of tips -
with aerosol
filters for both

] o | —
R UV OV Y

mixture
— =4
preparation, is - A A —

slronyy Use of Barrier Pipet Tips Prevents Pipettor Contamination
recommended.

Filter % % % %
—_
First sample Second sample

—



is reco;'nmended. '

» A control reaction, omitting template
DNA, should always be performed, to

confirm the absence of contamination.



























e Bottom Line:
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