Designing qPCR primers

1. Go to https://www.idtdna.com/. Sign in or make an account.
2. Tools -> qPCR assay design -> PrimerQuest Tool
3. Enter gene sequence. For checking transcript abundance, we usually use the first ~400 nucleotides of the gene.
4. Select “qPCR 2 primers intercalating dyes”
5. Pick 3 primer sets that are in different regions of the input sequence, if possible. Two will be fine if there aren’t three unique ones found.
6. Confirm that there is only one binding location on the genome for each primer ordered.
7. Order through thermofisher like normal primers.
8. Once received and reconstituted, dilute matching primers into one tube at a concentration of 5 uM (i.e. 15 ul of 100 uM forward primer, 15 ul of 100 uM reverse primer, 270 ul of buffer)
