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Profles, PSI-BLAST
Hidden Markov Models

AA1 AA2 AA3 AA4 AA5 AA6

I 1 I 2 I 3 I 4 I 5

D 2 D 3 D 4 D 5

Discovering Function from Protein Sequence

PositionPosition

        1  2  3  4  5  6  7  8  9 10 11 121  2  3  4  5  6  7  8  9 10 11 12

AA   2  1  3 13 10 12 67  4 13  9  1  22  1  3 13 10 12 67  4 13  9  1  2
RR     7  5  8  9  4  0  1 16  7  0  1  07  5  8  9  4  0  1 16  7  0  1  0
NN     0  8  0  1  0  0  0  2  1  1 10  00  8  0  1  0  0  0  2  1  1 10  0
DD     0  1  0  1 13  0  0 12  1  0  4  00  1  0  1 13  0  0 12  1  0  4  0
CC     0  0  1  0  0  0  0  0  0  2  2  10  0  1  0  0  0  0  0  0  2  2  1
QQ     1  1 21  8 10  0  0  7  6  0  0  21  1 21  8 10  0  0  7  6  0  0  2
EE     2  0  0  9 21  0  0 15  7  3  3  02  0  0  9 21  0  0 15  7  3  3  0
GG     9  7  1  4  0  0  8  0  0  0 46  09  7  1  4  0  0  8  0  0  0 46  0
HH     4  3  1  1  2  0  0  2  2  0  5  04  3  1  1  2  0  0  2  2  0  5  0
II   10  0 11  1  2 10  0  4  9  3  0 1610  0 11  1  2 10  0  4  9  3  0 16
LL   16  1 17  0  1 31  0  3 11 24  0 1416  1 17  0  1 31  0  3 11 24  0 14
KK     3  4  5 10 11  1  1 13 10  0  5  23  4  5 10 11  1  1 13 10  0  5  2
MM     7  1  1  0  0  0  0  0  5  7  1  87  1  1  0  0  0  0  0  5  7  1  8
FF     4  0  3  0  0  4  0  0  0 10  0  04  0  3  0  0  4  0  0  0 10  0  0
PP     0  6  0  1  0  0  0  0  0  0  0  00  6  0  1  0  0  0  0  0  0  0  0
SS     1 17  0  8  3  1  3  0  2  2  2  01 17  0  8  3  1  3  0  2  2  2  0
TT     5 22  3 11  1  5  0  2  2  2  0  55 22  3 11  1  5  0  2  2  2  0  5
WW     2  0  0  0  0  0  0  0  0  1  0  12  0  0  0  0  0  0  0  0  1  0  1
YY     1  0  4  2  0  1  0  0  2  4  0  11  0  4  2  0  1  0  0  2  4  0  1
VV     6  3  1  1  2 15  0  0  2 12  0 286  3  1  1  2 15  0  0  2 12  0 28

BLOCKs, PRINTs, PSSMS or
Weight Matrices

Consensus Sequences
or Sequence Motifs
Zinc Finger  (C2H2 type)

C X{2,4} C X{12} H X{3,5} H

Sequences of
Common

Structure or Function

Sequence Similarity
              10        20        30        40              50

   Query         HLTPEEKSAVTALWGKV--NVDEVGGEALGRLLVVYPWTQRFFESFGDLSTPDAVMGN
        |:| :|: | |:||||     | |:||| |: : :|:|  :|  |      |:  |

Database      VLSPADKTNVKAAWGKVGAHAGEYGAEALERMFLSFPTTKTYFPHF------DLSHGS
             10          20        30        40        50
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Swiss Institute of Bioinformatics
http://www.isb-sib.ch/

http://www.isb-sib.ch/
http://www.isb-sib.ch/
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Expasy Bioinformatics Resource Portal
http://expasy.org/

http://expasy.org/
http://www.isb-sib.ch/
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Expasy Bioinformatics Resource Portal
http://expasy.org/

http://expasy.org/
http://www.isb-sib.ch/
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UniProt Knowledge Base
http://www.uniprot.org/

http://www.uniprot.org/
http://www.uniprot.org/
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UniProt Knowledge Base Advanced Search
http://www.uniprot.org/

http://www.uniprot.org/
http://www.uniprot.org/
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UniProt Human Opsin Entries
http://www.uniprot.org/

http://www.uniprot.org/
http://www.uniprot.org/
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UniProt Human Opsin Entries Reviewed
http://www.uniprot.org/

http://www.uniprot.org/
http://www.uniprot.org/
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UniProt Human Opsin OPN1MW Entry
http://www.uniprot.org/uniprot/P04001

http://www.uniprot.org/uniprot/P04001
http://www.uniprot.org/
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UniProt Human Opsin PTM Processing
http://www.uniprot.org/uniprot/P04001

http://www.uniprot.org/uniprot/P04001
http://www.uniprot.org/
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Blast UniProt Human Opsin OPN1MW Entry
http://www.uniprot.org/uniprot/P04001

http://www.uniprot.org/uniprot/P04001
http://www.uniprot.org/
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Blast UniProt Human OPN1MW Results
http://www.uniprot.org/uniprot/P04001

http://www.uniprot.org/uniprot/P04001
http://www.uniprot.org/
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Entrez Gene search for Human Opsin
http://www.ncbi.nlm.nih.gov/gene

http://www.ncbi.nlm.nih.gov/gene
http://www.ncbi.nlm.nih.gov/gene
http://www.ncbi.nlm.nih.gov/gene
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Entrez Gene search for Human Opsin
http://www.ncbi.nlm.nih.gov/gene/?term=human+opsin

http://www.ncbi.nlm.nih.gov/gene/?term=human+opsin
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Entrez Gene search for Human  MW1 Opsin
http://www.ncbi.nlm.nih.gov/gene/2652

http://www.ncbi.nlm.nih.gov/gene/2652
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Entrez Gene search for Opsin MW1 FASTA Protein
http://www.ncbi.nlm.nih.gov/protein/219521160?report=fasta

http://www.ncbi.nlm.nih.gov/protein/219521160?report=fasta
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NCBI BLAST Home Page
http://blast.ncbi.nlm.nih.gov/

http://blast.ncbi.nlm.nih.gov/
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NCBI BLAST Home Page
http://blast.ncbi.nlm.nih.gov/

http://blast.ncbi.nlm.nih.gov/
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NCBI BLAST Parameters http
://blast.ncbi.nlm.nih.gov/

http://blast.ncbi.nlm.nih.gov/
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NCBI BLAST Results
http://blast.ncbi.nlm.nih.gov/

http://blast.ncbi.nlm.nih.gov/
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NCBI BLAST Results
http://blast.ncbi.nlm.nih.gov/

http://blast.ncbi.nlm.nih.gov/
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NCBI BLAST Results
http://blast.ncbi.nlm.nih.gov/

http://blast.ncbi.nlm.nih.gov/
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Profles, PSI-BLAST
Hidden Markov Models

AA1 AA2 AA3 AA4 AA5 AA6

I 1 I 2 I 3 I 4 I 5

D 2 D 3 D 4 D 5

Discovering Function from Protein Sequence

PositionPosition

        1  2  3  4  5  6  7  8  9 10 11 121  2  3  4  5  6  7  8  9 10 11 12

AA   2  1  3 13 10 12 67  4 13  9  1  22  1  3 13 10 12 67  4 13  9  1  2
RR     7  5  8  9  4  0  1 16  7  0  1  07  5  8  9  4  0  1 16  7  0  1  0
NN     0  8  0  1  0  0  0  2  1  1 10  00  8  0  1  0  0  0  2  1  1 10  0
DD     0  1  0  1 13  0  0 12  1  0  4  00  1  0  1 13  0  0 12  1  0  4  0
CC     0  0  1  0  0  0  0  0  0  2  2  10  0  1  0  0  0  0  0  0  2  2  1
QQ     1  1 21  8 10  0  0  7  6  0  0  21  1 21  8 10  0  0  7  6  0  0  2
EE     2  0  0  9 21  0  0 15  7  3  3  02  0  0  9 21  0  0 15  7  3  3  0
GG     9  7  1  4  0  0  8  0  0  0 46  09  7  1  4  0  0  8  0  0  0 46  0
HH     4  3  1  1  2  0  0  2  2  0  5  04  3  1  1  2  0  0  2  2  0  5  0
II   10  0 11  1  2 10  0  4  9  3  0 1610  0 11  1  2 10  0  4  9  3  0 16
LL   16  1 17  0  1 31  0  3 11 24  0 1416  1 17  0  1 31  0  3 11 24  0 14
KK     3  4  5 10 11  1  1 13 10  0  5  23  4  5 10 11  1  1 13 10  0  5  2
MM     7  1  1  0  0  0  0  0  5  7  1  87  1  1  0  0  0  0  0  5  7  1  8
FF     4  0  3  0  0  4  0  0  0 10  0  04  0  3  0  0  4  0  0  0 10  0  0
PP     0  6  0  1  0  0  0  0  0  0  0  00  6  0  1  0  0  0  0  0  0  0  0
SS     1 17  0  8  3  1  3  0  2  2  2  01 17  0  8  3  1  3  0  2  2  2  0
TT     5 22  3 11  1  5  0  2  2  2  0  55 22  3 11  1  5  0  2  2  2  0  5
WW     2  0  0  0  0  0  0  0  0  1  0  12  0  0  0  0  0  0  0  0  1  0  1
YY     1  0  4  2  0  1  0  0  2  4  0  11  0  4  2  0  1  0  0  2  4  0  1
VV     6  3  1  1  2 15  0  0  2 12  0 286  3  1  1  2 15  0  0  2 12  0 28

BLOCKs, PRINTs, PSSMS or
Weight Matrices

Consensus Sequences
or Sequence Motifs
Zinc Finger  (C2H2 type)

C X{2,4} C X{12} H X{3,5} H

Sequences of
Common

Structure or Function

Sequence Similarity
              10        20        30        40              50

   Query         HLTPEEKSAVTALWGKV--NVDEVGGEALGRLLVVYPWTQRFFESFGDLSTPDAVMGN
        |:| :|: | |:||||     | |:||| |: : :|:|  :|  |      |:  |

Database      VLSPADKTNVKAAWGKVGAHAGEYGAEALERMFLSFPTTKTYFPHF------DLSHGS
             10          20        30        40        50
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Evaluation of PSSMs, Profles and HMMs

Negative Proteins

Positive Proteins

T
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Evaluation of Profles

Negative Proteins

Positive Proteins

TN

TP

FN FP

Sensitivity=
TP/(TP+FN)

Specifcity=
TN/(TN+FP)

Positive Predictive Value=
TP/(TP+FP)
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MyHits Local Motifs Search
http://myhits.isb-sib.ch/

http://myhits.isb-sib.ch/
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MyHits Local Motifs Query
http://myhits.isb-sib.ch/

http://myhits.isb-sib.ch/
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MyHits Motif Scan Hits Summary
http://myhits.isb-sib.ch/

http://myhits.isb-sib.ch/
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MyHits PTM Motif Hits
http://myhits.isb-sib.ch/

http://myhits.isb-sib.ch/
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MyHits Local Motifs Hits (Cont.)
http://myhits.isb-sib.ch/

http://myhits.isb-sib.ch/
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MyHits Profle Hits (Cont.)
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MyHits Profle Hits (Cont.)
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InterPro
http://www.ebi.ac.uk/interpro/

 

http://www.ebi.ac.uk/interpro/
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InterPro
http://www.ebi.ac.uk/interpro/

 

http://www.ebi.ac.uk/interpro/
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InterPro Results
 http://www.ebi.ac.uk/interpro/

http://www.ebi.ac.uk/interpro/
http://www.ebi.ac.uk/interpro/
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InterPro Results
 http://www.ebi.ac.uk/interpro/

http://www.ebi.ac.uk/interpro/
http://www.ebi.ac.uk/interpro/
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GO: Gene Ontology Database
http://geneontology.org/

http://geneontology.org/
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GO: Gene Ontology for Opsin OPN1MW
http://geneontology.org/

http://geneontology.org/
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GO: Gene Ontology for Opsin OPN1MW
http://geneontology.org/

http://geneontology.org/
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GO: Gene Ontology for Opsin OPN1MW
http://geneontology.org/

http://geneontology.org/


© Doug Brutlag 2015

Bioinformatics Homework
http://biochem118.stanford.edu/bioinformatics.html

Homework Assignment

1) Select a protein from OMIM or from Entrez Gene or from UniProt concerning the
disease of interest to you. Copy and save the FASTA format of the protein fle.

2) Search your protein for motifs with the MyHits Motif Scan Query. Be sure to Include
Prosite Patterns, Prosite Frequent Patterns, Prosite Profles, Profles, Pfam HMMSs
(local Models) in your search. Please send me the MyHits you think are biologically
signifcant and at least 1 or 2 hits which you think are not statistically or biologically
signifcant. Please note that only the Profles have expectation values. The Patterns
do not have a measure of statistical signifcance.

3) Search your protein for blocks using the InterPro database. Please send me a few of
the InterPro domains hits you think are signifcant and at least 1 or 2 hits which you
think are not statistically or biologically signifcant. Please note that the default
graphic output of InterPro does not list expectation values. You must switch to the
Tabular view to obtain the statistical signifcance.

4) Search your protein for homology using the BLAST method. Please report two or
three hits which are both statistically and biologically signifcant. Also report two or
three hits which you think are neither statistically nor biologically signifcant. If
your protein family is very large, you may have to ask BLAST to return more hits to
fnd statistically insignifcant hits.

http://biochem118.stanford.edu/bioinformatics.html
http://www.ncbi.nlm.nih.gov/sites/entrez?db=omim
http://www.ncbi.nlm.nih.gov/sites/entrez?db=gene
http://www.uniprot.org/
http://myhits.isb-sib.ch/
http://www.ebi.ac.uk/InterProScan/
http://www.ncbi.nlm.nih.gov/BLAST/
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Statistical vs. Biological Signifcance

Assignment

First, for each search (MyHits, InterPro and BLAST hit), I would like you to
report some signifcance hits and describe why you think they are
signifcant both statistically and biologically;  also report some statistically
insignifcant hits (and why) and are any of your statistically insignifcant
hits, still signifcant biologically).  To remind you what I said in class:  a
statistically signifcant fnd in the database search is always biologically
signifcant, but a biologically signifcant result in the search is not
necessarily always statistically signifcant.

Statistical signifcance and expectation values.

Statistical signifcance is determined by the expectation value which gives you
a measure of how likely this fnding is based on pure chance.  A fnding
with an E-value of 1 or greater is not signifcant because it could occur by
pure chance.  A fnding with an E-value less than 10-3 (one chance in a
thousand) is generally considered statistically signifcant (unless of course
you are doing a 1,000 searches!). So the lower the expectation value, the
more signifcant the fnding. Findings between 10-3 and 1 are in the so
called twilight zone and require some further analysis or experiments to
determine their validity.
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Statistical vs. Biological Signifcance (cont.)

InterPro

Unlike most of the other methods, InterPro sets a very high level of
signifcance for a fnding before it will report it.  This means that
you will usually not fnd any statistically insignifcant hits for this
particular search.

Biological Signifcance

In order to determine biological signifcance you must read the
biological properties (ontology terms are the most useful) of your
protein and the biological properties of your fndings.  The
fndings may be signifcant because the fnding defnes a very
closely related protein family (opsins for example) or a very broad
family (G-coupled protein receptors or 7-transmembrane proteins)
or a common structure (protein fold) or a specifc function (retinal
binding site) or a very specifc catalytic activity.  You should
describe in words the level of the biological signifcance.

http://www.ebi.ac.uk/InterProScan/
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Statistical vs. Biological Signifcance (cont.)

MyHits

If you ask MyHits to return PATTERNs as well as motifs, you will
notice that PATTERNs do not have E-values associated with them
so there is no easy way to judge statistical signifcance. With
pattern fndings you are left only with judging biological
signifcance. Also none of the Frequent patterns from MyHits are
statistically signifcant.

BLAST

If you do not have any insignifcant hits from the BLAST search, it
means that your protein family is very large and you have to ask
BLAST to return more results using the Advanced Options at the
bottom of the form.  Only when you see hits with E-values > 0.001
do you have insignifcant fndings.

http://myhits.isb-sib.ch/
http://www.ncbi.nlm.nih.gov/BLAST/

