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Profiles, Patterns, Motifs, and Domains
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PFAM
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A profile HMM is a variant of an HMM relating specifically to biological sequences. Profile HMMs turn a multiple sequence ali

They capitalise on the fact that certain positions in a sequence alignment tend to have biases in which residues are most lik

https://www.youtube.com/watch?v=jxowB-Xen_8
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PFAM A
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CDD Conserved Database Domain
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InterPro https://www.ebi.ac.uk/interpro/
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psi-blast
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Multiple sequence alignment: a quick primer
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Selecting the Sequences
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Selecting the Sequences
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Selecting the Sequences
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Inspection: an iterative process
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Inspection: an iterative process
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Interpretation
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Clustal omega
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Clustal omega output
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Conservation pattern
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Conservation pattern
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Jalview
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Jailview
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Primer design
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Primer design

For a successful and reliable PCR requires efficient and specific
amplification of the product, using chemically synthesized
oligonucleotides – DNA primers.

Target sequence and designing primers substantially affect the
efficiency of your PCR

When designing primers, follow these steps:
1.Check literature and databases for existing primers
2.Choose a target sequence
3.Design primers (and probes)
4.Check primer specificity
5.Validate primers
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design: summary
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design
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Primer design

Gradient PCR
Optimizing pcr
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Primer design - Homework

1. Choose a pathogen
Find sequence (FASTA). Not the whole genome
NCBI - http://www.ncbi.nlm.nih.gov/genbank/

(PER SUGGERIMENTI: https://www.ncbi.nlm.nih.gov/pathogens/organisms/)
Copy the sequence to notepad

2. Use web-based tool to design a primer pair
Primer3 - http://bioinfo.ut.ee/primer3/
Paste the pathogen sequence
Fill out requirements

3. Use BLAST to test the first primer pair for off-targets
If there are off targets continue with the second primer pair etc.

4. Design PCR program based on Tm of both primer pairs

http://www.ncbi.nlm.nih.gov/genbank/

