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Points of Primer design for real-time PCR 

1. Use Primer design software. 

2. Primer length: 17 to 25 bases. GC content: 45% to 55%.  

3. Amplicon length: 80-150bp. 

4. Primers should not anneal with themselves on 3’ ends. 

5. Primers should be separated by long intron(s) if possible. 

6. Same Tm values for both primers is preferred. 

7. Avoid T on 3’ end of the primers if possible (G or C is better). 
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