Missouri Western/Davidson
FML (Frameshift mutation leader) PCR primers

A. Forward Primer

The 5’ end of the forward PCR primer sequence is GCAT.  It continues with the BioBrick prefix and  the FML.  Then it has 15 nucleotides (labeled as “gene”) that are the next 5 codons for GFP after its ATG.  
For using this method with a different reporter gene, just switch out the 15 nt from GFP for 15 nt from the other reporter gene.

FML forward primer for GFP
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG CTAGC CGTAAAGGAGAAGAA 3’



 Prefix

  FML

GFP gene

B. Reverse Primer

The reverse primer is designed to bind within the sequence just before a unique restriction site.  It contains a GCAT spacer, the restriction site, and the reverse complement of the sequence just upstream of the restriction site.    

For using this method with a different reporter gene, just switch out the 15 nt from GFP for 15 nt from the other reporter gene.

Unique restriction site reverse primer for GFP
reverse primer to order

5’ GCAT xxxyyy nnnnnnnnnnnnnnn 3’
Forward primers to order
Leucine 3
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG CTAGC CGTAAAGGAGAAGAAG 3’ Leu3_FML_for
Proline 2
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG CCACC CGTAAAGGAGAAGAA 3’ Pro2_FML_for
Proline 1
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG CCAAT CGTAAAGGAGAAGAA 3’ Pro1_FML_for
Leucine 1
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG CTACC CGTAAAGGAGAAGAA 3’ Leu1_FML_for
Argenine 1
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG AGGAC CGTAAAGGAGAAGAA 3’ Arg1_FML_for
Leucine 2
5’ GCAT GAATTCGCGGCCGCTTCTAG ATG CTACT CGTAAAGGAGAAGAA 3’  Leu2_FML_for
