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Getting the Most Out of Your PCR

A best practice and optimization guide

Eppendorf products used in the workflow Thermal cycler PCR plates

PCR tubes
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Troubleshooting your PCR

Problems Possible solutions

1. Use Hot-start strategies:
a) Manual hot-start
b) Use devices with thermal sample protection (TSP) lid
c) Use devices with “Impulse PCR" function

d) Use hot-start reagents
1. Non-specific

amplifications 2. For new primers, run optimization with
single-primer (e.g. forward primer only)
controls to determine non-specificity

3. Alternative strategies:
a) Mg2+ titration (concentration optimization)
b) Touchdown PCR

1. Optimize denaturation and/or annealing temperature with

2. No/ low gradient function

amplifications
2. Use PCR enhancers (e.g. DMSO, BSA). These require

empirical testing for each combination of template and primer




