
Load target genome (FASTA or GBK file) Load reference genome (GBK file)

List all genes/mature peptides
from the reference genome

TBLASTN
The best hit is assumed 
to be a mature peptide

BLASTN each exon separately;
if necessary extend the 

first exon to a start codon and
last exon to a stop codon

Single exon

TBLASTN
If necessary extend the best 
hit to start and stop codons

Add all found proteins
to list of annotations

Find all ORFs in the target genome
bigger than X nucleotides and that do not 

overlap with the proteins found above.

BLAST all found unannotated
ORFs against NCBI or VOCs
databases; store the results

Align all found proteins with
reference ortholog using NEEDLE;

determine percent identity

Manually review/modify
annotations Save to GBK or EMBL file

No

Yes

Mature peptideGene

Optional


