Multiple sequence alignment

Calculate consensus minimum free

Set up model parameters: Count dinucleotides, estimate
energy in original alignment

transition/transversion rate ratio by maximum likelihood
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Empirically estimate relationship between number of

substitutions and observed differences
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Calculate distance matrix Estimate site
of sequences specific rates
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Estimate tree from distances Sample ancestral sequence
using the BIONJ algorithm by 1st order Markov
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Simulate new sequences along the tree,
(re-introduce gaps)

Calculate z-score

Calculate background distribution
of the folding energies in the
randomized alignments
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