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Today we are designing primers to amplify to the URA3 region of plasmid pRS406 in a PCR. These primers will also have carefully chosen “tails” so they can homologously recombine with a portion of the yeast genome to delete spt8. 
Forward Primer

5’ ACTAAAGGCTCAGTTTTTTTTTTTTTCTTCTTTTACGTAGATGCGGCCAGCAAAACTAA 3’
20 bp Primer data

LENGTH:20GC CONTENT:50.0 %MELT TEMP:56.3 ºC MOLECULAR 
WEIGHT:6144.1 g/moleEXTINCTION 
COEFFICIENT:202600 L/(mole·cm)nmole/OD260:4.94µg/OD260:30.33

Full primer data
LENGTH:59GC CONTENT:33.9 %MELT TEMP:66.4 ºC MOLECULAR 
WEIGHT:18080.8 g/moleEXTINCTION 
COEFFICIENT:555900 L/(mole·cm)nmole/OD260:1.80µg/OD260:32.53

Reverse Primer

5’ TTAGTTTTGCTGGCCGCATC 3’
LENGTH:20GC CONTENT:50.0 %MELT TEMP:56.3 ºC MOLECULAR 
WEIGHT:6090.0 g/moleEXTINCTION 
COEFFICIENT:177200 L/(mole·cm)nmole/OD260:5.64µg/OD260:34.37
5’TATGATTATGATTATGGTTATGATTATTATTACAACTCATTAGTTTTGCTGGCCGCATC 3’

LENGTH:59GC CONTENT:30.5 %MELT TEMP:63.6 ºC MOLECULAR 
WEIGHT:18150.8 g/moleEXTINCTION 
COEFFICIENT:570100 L/(mole·cm)nmole/OD260:1.75µg/OD260:31.84
