Troubleshooting
of PCR
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BUT what if you don't...
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Non specific bands
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Diffuse smearing
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Primer dimers
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PCR Inhibitors
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Basic Experimental Design

Blank reaction

Negative control
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Avoid contamination

d DNA sample preparation, reaction mixture
assemblage should be performed in separate areas. i.e.
Separate pre and post- PCR facilities.

Sample Preparation Room Reagent Preparation Room

High Speed Centrifuge Pipettes

Vortex Vortex

Pipettes Spindown Centrifuge
Autoclave Refrigerator

Pure Water System Freezer

Refrigerator Laminar Hood
Air-Conditioner

Sink

Gel Electrophoresis Dark
Room Room PCR Room

Pipettes UV Transillu- Themal Cycler
Electrophoresis Apparatus minator UPS & Voltage Stabilizer
Balance Camera Pipettes

Microwave Oven Spindown Centrifuge
Sink Air-Conditioner




Avoid contamination

1 A Laminar Flow Cabinet with a UVlamp is recommended
for preparing the reaction mixture.
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Avoid contamination

1 New gloves should be used for DNA purification.




Avoid contamination

d Using filter tips.




PCR Profocol

Get the reagents Prepare the mix Set up conditions

Analyze the gel Negative result Cry







