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Microscope Platform user documentation.

The MicroScope platform is available at this URL: https://www.genoscope.cns.fr/agc/microscope.
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CHAPTER 1

MicroScope Platform Overview

1.1 Interface

1.1.1 Overview
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1.1.2 Navigation Menu

How to use the Main Navigation Menu?

Acinetobacter baylyl ADP1

=
@ '\?/’
* Item #1. Login Interface:

Fill the username and password fields as described in the Email sent to you at account creation. After you login, you
will have access to all public sequences, as well as private sequences corresponding to your project. Furthermore, you
may have annotation rights on certain sequences (if defined in your account parameters).

Tip: Considering the account creation: we will create new accounts only following requests from project leaders.
Please ask your project leader to use his own Account & Right Management interface in order to open your account.

 Item #2. Reference Sequence selection menu:

From this menu, you can select your Reference Genome/Replicon. Click on the Change button to open a popup
organism selection interface, select your reference organism, then click on the Set Selection button. This action will
reload the main webpage with the data corresponding to the Organism you selected as reference.

The popup interface will display all the Organisms for which you have, at least, Read rights. This corresponds to
Public sequences + Account Restricted sequences.

The select menu below the Change button lists the corresponding organism replicons. Change the selection in this
submenu to switch to the replicon you want to explore.

Tip: After logging in, you will have access to the My Favourite Organisms functionality available in the User
Panel section. Considering you have registered some favourites in our database with this interface, you’ll note that if
you hover your mouse pointer the Change button, a popup will appear. This lists your favourite organism selection.
By clicking on one of this organisms, the system will set this one as the new reference organism. This allows a quick
access to a personal set of organisms.

 Item #3. Navigation Submenu:

During your exploration and annotation work, this menu will indicate your position in the MicroScope’s tools tree,
offering users an easy way to locate themselves on the platform.

 Item #4. Text Format functionality:

This button will export the displayed web page into a text-converted file easily importable into a spreadsheet like
Microsoft Excel or OpenOffice Calc. Click on the button, save the file to your computer, then load it into your
preferred spreadsheet program. This file is dynamically created, so you may have to edit (delete) some of the content
in order to keep only the data of interest.

4 Chapter 1. MicroScope Platform Overview
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 Item #5. Help button:

By clicking on this button, you’ll be redirected to the MicroScope Tutorial. You will get a list of help articles related
to the tool you’re using at the moment. In case of no correspondences, you’ll be invited to browse the whole content
of the tutorial.

1.1.3 Browsing Result Tables

How to sort results?

Most of result tables provides a default sort (grey-coloured column). To sort results as you wish, simply click on the
corresponding column header. Each click will alternate between ASC (ascending order) sort or DESC (descending
order) sort. Also, the system provides a multi-sort functionality, to sort and switch on multiple columns. Simply hold
your «SHIFT» key and click on column headers you want to multi-sort.

Showing 1to 10 of 14 results Show 10

Ml Results Search:

9
Sequence Label Type Gene Hold the "SHIFT" Lengbth Frame Product
key, then click on

the column heade putative

transport

ACIADO0O7 CcDs 7336 9270 1935 -2 protein (ABC 1
superfamily,
atp_bind)

Anhydro-
N-acetylmuramic

ACIADOO11 CDs anmK 12436 13566 1131 -2 acid kinase 1
(AnhMurNAc
kinase)

5

conserved
ACIADOOO5 CDs 6712 6948 237 -2 hypothetical 1
protein

ACIADrRNA16S_1 rRNA _ 18416 19945 1530 +1 168

DNA
ACIAD0002 CDs dnaN 1834 2982 1149 +1 polymerase Ill, 2
beta chain

DMA replication,
ACIAD0003 cDS reck 2098 4074 1077 1 iz L LR
and repair

protein

8 888

DNA gyrase,
subunit B (type
I
topoisomerase)

ACIAD0004 CDs gyrB 4127 6595 2469 +2

tyrosyl-tRNA

ACIAD0013 CDs tyrS 13646 14860 1215 +2
synthetase

8 8

RND type efflux
pump involved in
aminoglycoside

resistance

ACIAD000S CDs adeT 10910 11920 1011 +2

S

hypothetical

ACIADOO14 CDs 15431 15685 255 +2 )
protein

_

$° Showing 1to 10 of 14 results

Interface 5



MicroScope User Documentation, Release 3.13.0

How to filter results?

Each result table provides a text area called «Search:» . Enter some characters into this box in order to filter results:
each row matching your keywords will be kept, whereas the others will be hidden dynamically.

Genomic Objects“‘” NEW | Exportte Gene Cart

Show 10 v Results

- e

ACIADrRNA16S_1 rRNA _ 18416 19945 1530

Showing 1to1of1r
(filtered from 14 total

How to choose the humber of results to display per page?

Each result table provides a select menu called «Show X Results». Change the value to display the corresponding
number of results per page. Values are: 10 (default), 25, 50, 100 or All.

bW Results Search:

.« S
[*]
L4}

Sequence i End Length Product

Chromosomal
replication
initiator protein
dnaA

ACIADO001 CDS dnaA 201 1598 1398 +3

o

DNA
ACIADO002 CDS dnaN 1834 2982 1149 +1 polymerase |l
beta chain

o

DNA replication,
recombinaison
and repair
protein

ACIAD0003 CDS reck 2998 4074 1077 +1

o

DNA gyrase,
subunit B (type
Il
topoisomerase)

o

ACIADOO004 CDS gyrB 4127 6595 2469 +2

How to export results?

Each result table provides buttons called Copy (1) and CSV (2).

- Objects” L2

owing 1 to 17 of 17 results Show INBEl Results Q
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* Using the Copy button will copy to clipboard each row of your result table in a tab-delimited text format

ng 110 17 of 17 results

)

ACIAD0001 CcDs
ACIADO002 cDs
ACIAD0003 CcDs
ACIADO004 CcDs
ACIAD000S cDs
ACIADOOOE cDs
ACIADO0OT CcDs

dnaA

dnaN

recF

gyrB

201

1834

2898

4127

6712

68969

7336

[7]
Product Matrix o Evidence

Chromosomal
replication
initiator protein
dnaA

1598 1398 +3 2 validated/Curated

DNA
2982 1149 +1 polymerase Ill, 2 validated/Curated
beta chain

DNA
replication,
4074 1077 +1 recombinaison 1 validated/Curated
and repair
protein

alidated/Curated

Table copied

_ _ alidated/Curated
Copied 17 rows to the clipboard.

validated/Artefact

protein

putative
transport
9270 1935 -2 protein (ABC 1 validated/Curated
superfamily,
atp_bind)

 Using the CSV button will export your result table in a CSV file, fully compatible with spreadsheets like Mi-

crosoft Excel, or Open Office Calc

Genomic Objects!"” [IIET]

Showing 1 fo 17 of 17 results [ Al

ACIAD00O1 CcDs dnaA

Results

El-lﬂ

ACIADO0D2

ACIADO0O3 = Parcourir les dossiers

Chromosomal
1598 1398 3 Tl 2 validated/Curated no no
initiator protein
& Enregistrer sous —— ﬁ
v|&,|| Rechercher dans : Documents O |
e = = - no
Mom du fichier: MicroScope_data -
Type: [Fichier CSV Microsoft Excel -
[ Enregistrer ] l Annuler ] no
N Bratein

How to print results?

Clicking on the Print button will display only the result table within your current window, hiding all the others HTML
elements. Then, use your browser’s menu bar to print the displayed table.

Tip: You can leave the «Print Mode» and go back to the original window by clicking your «<ESC (Escape)» key.

Interface
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+ + + + + + + +
[+] [+] [+] a D AMIGene
Begin Length Frame Product Evidence
Status

Chromosomal
replication
initiator protein
dnaA

dnaA 201 1598 1398 +3 2 validated/Curated no

DNA
dnaN 1834 2982 1149 +1 polymerase lll, 2 validated/Curated no
beta chain

DMA replication,
-
reck 2998 4074 1077 +1 recomoinaison validated/Curated no
and repair

protein

DMA gyrase,
subunit B (type
Il

gyrB 4127 6595 2469 +2 2 validated/Curated no

6712 6948 Print view ed/Curated no

Please use your browser's print function to print this table.
Press escape (ESC) to go back. b

7336 9270 ed/Curated no
superfamily,
atp_bind)

putative RND
type efflux

~ 9651 10661 1011 +3 pump involved in
aminoglycoside
resistance
(AdeT)

validated/Curated no

1.2 Annotation

In progress

1.2.1 BLAST results

What is the meaning of the minLrap and maxLrap values?

These values are ratios of alignment lengths computed for each comparison using the BLAST software :
e minLrap = Lmatch/min(Lprot1, Lprot2)
e maxLrap = Lmatch/max(Lprot1, Lprot2)

where Lmatch = length of the match, Lprot] = length of protein 1, Lprot2 = length of protein 2.

if minLrap=1 and maxLrap=1 => the 2 proteins both align on their whole length

8 Chapter 1. MicroScope Platform Overview
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if minLrap=1 ans maxLrap<1 => one of the proteins is longer than the other, or the alignment is partial. Different
interpretations are possible:

* the longer protein is a modular protein (domain fusion/fission)

* there is an erroneous start codon for one of the 2 genes

* the smaller gene is a fragment (pseudogene).

¢ a frameshift (due to a sequencing error or not) causes a premature stop codon in one of the genes.

if minLrap<1 and maxLrap<1 => the sequences are poorly aligned. We can observe this kind of situation in the case
of gene remnants.

What is the meaning of orderQ and orderB values?

The orderQ and orderB values give an information about the rank of the BLAST hit for a protein of the query genome
(orderQ) or for a protein of a databank (orderB).

Best bidirectional Best Hits (BBH) will have a 1:1 relationship The following Best hits will have 1<=>n relationship

PF&ETEH?:ME of PROTEOME of

no z

Annotated genome Genome A OR
(Query) Genome B OR

databank (SwissProt/TrEMBL) OR
database (GenProEC, Subtilist, etfc..)

—1 Qrphan

Relations :

1] <1
«Bidirectionnal Best Hit»

«Best Hits»

Tip: These indicators can be useful to identify fusion/fission events.

1.2.2 Tools

1.2. Annotation 9
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Which program is used to detect the repeats ?

Repeat detection is performed by the Repsek program.
More: http://wwwabi.snv.jussieu.fr/ public/RepSeek/

Reference: Achaz G, Boyer F, Rocha EP, Viari A, Coissac E. Repseek, a tool to retrieve approximate repeats from
large DNA sequences. Bioinformatics. 2007 Jan1;23(1):119-21.

What is Artemis?

Artemis is a free genome viewer and annotation tool that allows visualisation of sequence features and the results of
sequence analyses. It also supports all six-frame translations. It has been developed at the Sanger Institute.

More: http://www.sanger.ac.uk/resources/software/artemis/

Reference: Rutherford K, Parkhill J, Crook J, Horsnell T, Rice P, Rajandream MA, Barrell B. Artemis: sequence
visualization and annotation. Bioinformatics. 2000 Oct;16(10):944-5

What is the “BioProcess” classification?

This functional classification is based on the CMR JCVI Role IDs.

This field is optionally filled in during the expert annotation process.

What is the “Roles” classification?
This functional classification corresponds to the MultiFun classification which has been developed by Monica Riley
for E. coli (http://genprotec.mbl.edu/).

Reference:Serres MH, Riley M. MultiFun, a multifunctional classification scheme for Escherichia coli K-12 gene
products. Microb Comp Genomics. 2000;5(4):205-22.

This field is optionally filled in during the expert annotation process.

What is HAMAP?

HAMAP (High-quality Automated and Manual Annotation of microbial Proteomes) is a system, based on manual
protein annotation, that identifies and semi-automatically annotates proteins that are part of well-conserved families
or subfamilies: the HAMAP families. HAMAP is based on manually created family rules and is applied to bacterial,
archaeal and plastid-encoded proteins.

More: http://www.expasy.ch/sprot/hamap/
Reference:

HAMAP: a database of completely sequenced microbial proteome sets and manually curated microbial protein families
in UniProtKB/Swiss-Prot. Lima T et al (2009) Nucleic Acids Res. 2009 Jan;37(Database issue):D471-8.

What is UniProt?

The Universal Protein Resource (UniProt) is a comprehensive resource for protein sequence and annotation data. The
mission of UniProt is to provide the scientific community with a comprehensive, high-quality and freely accessible
ressource of protein sequence and functional information.

The UniProt Knowledgebase consists of two sections:

10 Chapter 1. MicroScope Platform Overview
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e Swiss-Prot which contains high quality manually annotated and non-redundant protein sequences. This
database brings together experimental results, computed features and scientific conclusions.

* TrEMBL which contains protein sequences associated with computationally generated annotation and large-
scale functional characterization that await full manual annotation.

More than 99% of the protein sequences provided by UniProtKB are derived from the translation of the coding se-
quences (CDS) which have been submitted to the public nucleic acid databases, the EMBL-Bank/GenBank/DDBJ
databases. All these sequences, as well as the related data submitted by the authors, are automatically integrated into
UniProtKB/TrEMBL.

More: http://www.uniprot.org/

Reference: UniProt Consortium. The Universal Protein Resource (UniProt) in 2010. Nucleic Acids Res. 2010
Jan;38(Database issue):D142-8

What is PRIAM?

PRIAM is a method for automated enzyme detection in a fully sequenced genome, based on all sequences available
in the ENZYME database (http://www.expasy.ch/enzyme/). PRIAM relies on sets of position-specific score matrices
(PSSMs) automatically tailored for each ENZYME entry. The whole Swiss-Prot database has been used to parametrise
and to assess the method.

More: http://priam.prabi.fr/

Reference: Clotilde Claudel-Renard, Claude Chevalet, Thomas Faraut and Daniel Kahn / Enzyme-specific profiles
for genome annotation: PRIAM Nucleic Acids Research, 2003, Vol. 31, No. 22 6633-6639

What are MetaCyc Pathways?

MetaCyc pathways are metabolic networks as define in the MetaCyc Database.

Caspi et al., 2010, “The MetaCyc Database of metabolic pathways and enzymes and the BioCyc collection of Path-
way/Genome Databases”, Nucleic Acids Research

The presence or absence of a MetaCyc metabolic pathway is predicted by the Pathway-tools algorithm in this organism.

P. Karp, S. Paley, and P. Romero “The Pathway Tools Software,” Bioinformatics 18:5225-32 2002

What is COGnitor?

COGnitor compares a sequence to the COG database by using BLASTP. Clusters of Orthologous Groups of proteins
(COGs) were established by comparing protein sequences encoded in complete genomes, representing major phylo-
genetic lineages. Each COG consists of individual proteins or groups of paralogs from at least 3 lineages and thus
corresponds to an ancient conserved domain.

More: http://www.ncbi.nlm.nih.gov/COG/
Reference:

Tatusov RL, Koonin EV, Lipman DJ. A genomic perspective on protein families. Science. 1997 Oct 24;278(5338):631-
7.

What is FigFam?

“FIGfams, a new collection of over 100 000 protein families that are the product of manual curation and close strain
comparison. Using the Subsystem approach the manual curation is carried out, ensuring a previously unattained

1.2. Annotation 11
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degree of throughput and consistency. FIGfams are based on over 950 000 manually annotated proteins and across
many hundred Bacteria and Archaea. Associated with each FIGfam is a two-tiered, rapid, accurate decision procedure
to determine family membership for new proteins. FIGfams are freely available under an open source license.” (quote
from http://www.ncbi.nlm.nih.gov/pmc/articles/PMC2777423/ )

What is PsortB?

PsortB is an open-source tool for protein sub-cellular localization prediction in bacteria.
More: http://www.psort.org/

Reference: Gardy JL et al (2005) PSORTb v.2.0: expanded prediction of bacterial protein subcellular localization and
insights gained from comparative proteome analysis. Bioinformatics. Mar1;21(5):617-23. Epub 2004 Oct 22.

What is InterPro?

InterPro is an integrated database of predictive protein “signatures” used for the classification and automatic annotation
of proteins and genomes. InterPro classifies sequences at superfamily, family and subfamily levels, predicting the
occurrence of functional domains, repeats and important sites. InterPro adds in-depth annotation, including GO terms,
to the protein signatures.

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

Reference: Hunter S, et al. InterPro: the integrative protein signature database. Nucleic Acids Res. 2009
Jan;37(Database issue):D211-5. Epub 2008 Oct 21.

What is SignalP ?

SignalP (version 4.1) predicts the presence and location of signal peptide cleavage sites in amino acid sequences from
different organisms: Gram-positive prokaryotes, Gram-negative prokaryotes, and eukaryotes. The method incorpo-
rates a prediction of cleavage sites and a signal peptide/non-signal peptide prediction based on a combination of several
artificial neural networks and hidden Markov models.

Reference:

SignalP 4.0: discriminating signal peptides from transmembrane regions. Thomas Nordahl Petersen, Sgren Brunak,
Gunnar von Heijne & Henrik Nielsen. Nature Methods, 8:785-786, 2011.

What is TMhmm?

TMHMM (version 2.0c) is a program for the prediction of transmembrane helices based on a hidden Markov model.
The program reads a fasta-formatted protein sequence and predicts locations of transmembrane, intracellular and
extracellular regions.

More: http://www.cbs.dtu.dk/servicess/ TMHMM/
References:

Sonnhammer, E., et al. (1998) A hidden Markov model for predicting transmembrane helices in protein sequences.
Proc. ISMB, 6, 175-182.

Krogh, A., et al. (2001) Prediction transmembrane protein topology with a hidden markov model: application to
complete genomes. J. Mol. Biol., 305, 567-580
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What is antiSMASH?

antiSMASH allows the rapid genome-wide identification, annotation and analysis of secondary metabolite biosyn-
thesis gene clusters in bacterial and fungal genomes. It integrates and cross-links with a large number of in silico
secondary metabolite analysis tools that have been published earlier.

More: http://antismash.secondarymetabolites.org/
References:

Tilmann W, et al. (2015) antiSMASH 3.0 - a comprehensive resource for the genome mining of biosynthetic gene
clusters Nucleic Acids Research. Jul 1;43(W1):W237-43.

Blin K., et al. (2013) antiSMASH 2.0 — a versatile platform for genome mining of secondary metabolite producers.
Nucleic Acids Research. Jul;41(Web Server issue):W204-12

Medema M.H., et al. (2011) antiSMASH: Rapid identification, annotation and analysis of secondary metabolite
biosynthesis gene clusters.Nucleic Acids Research. Jul;39(Web Server issue):W339-46.

What is Circular Genome View?

CGView is a Java package which allows to produce high quality, zoomable maps of circular genomes. Its primary
purpose is to serve as a component of sequence annotation pipelines, as a mean of generating visual output suitable
for the web. Starting with information of one genome and the features to visualize, CGView converts the input into
a graphical map (PNG, JPG, or Scalable Vector Graphics format) and completes it with labels, a title, legends, and
footnotes.

More: http://wishart.biology.ualberta.ca/cgview/index.html

Reference: Stothard P, Wishart DS. Circular genome visualization and exploration using CGView. Bioinformatics.
2005 Feb 15;21(4):537-9

Important: Note that, since version 3.12.2, MicroScope uses a fork of the applet which allows to export images di-
rectly from the GUI. The Wishart Research Group is working on a new version of CGView implemented in JavaScript
and we are working toward adapting it. The Java version of CGView is no longer under active development and is
based on a deprecated technology.

You can use the CG View toolbar to navigate into the circular map.

CGView - Circular Genome Viewer (modified by LABGeM)

‘ | N | | | | | | O ‘Legend 0 Full view labels

From left to right, the buttons are:
e Zoom out
e Zoom in
* View entire map
* Move counterclockwise
* Move clockwise
» Show position in the status bar
¢ Show help in the status bar

» Export to file
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The Legend checkbox allows to show/hide the legend. The Full view labels checkbox allows to show/hide the labels
when showing the entire map.

If you click on a gene name/label the corresponding Gene window will be opened giving you access the full annotation
of the gene.

Tip: If the application doesn’t work, it means that Java is not installed on your computer (get the latest version of
java here)

Tip: You must allow our software to run without certificate by adding https://www.genoscope.cns.fr/ to the exception
list. Read this FAQ to know how to proceed.

1.3 Technical Requirements

A broadband connection to the Internet is required to use the MicroScope platform, although higher-speed
connections are preferable.

* A minimal screen resolution of 1280x1024 pixels is needed.

* Please enable Javascript and Popup windows. This should be enabled by default on your web browser. Else,
check your web browser documentation for further information about how to proceed.

 Java Web Start is needed for several functionalities.

 Supported Browsers: LABGeM team has tested the MicroScope platform with the following browsers:
— Firefox (all platforms) http://www.mozilla-europe.org/fr/firefox/
— Google Chrome (all platforms) http://www.google.com/chrome

— Apple Safari (Mac OSX) http://www.apple.com/fr/safari/

1.4 Login

1.4.1 How to login?

After your account has been created, you will receive an automated message from LABGeM containing the required
login information:

Note: Dear annotator,

This is an automated message from LABGeM: your MicroScope account is now fully active.
The Microscope web interface URL is : https://www.genoscope.cns.fr/agc/microscope

Your login : your_username.

Your password : your_password

Please note that login data is confidential. You may not share your account with anyone, or allow anyone other than
you personally to access or use your account.

Best regards, LABGeM Team
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Use this information in order to login into your account and get access to private sequences and annotation rights.
On the Login Interface of the Navigation Menu (item #1), near the welcome guest message,

* fill the username field with your_username

« fill the password field with your_password .

¢ then click on the LOGIN button.

Tip:

* If you already had an active account on the old MaGe version, your username & password for the new interface
remain unchanged.

* You can login from any window of the MicroScope interface; there’s no need to login from the homepage (or a
specific webpage).

Once you’re logged, the Login Interface will be replaced by your Firstname, your Lastname and a LOGOUT button.

On your first login, you’ll be redirected to the Personal Informations Interface where you’ll be prompted to fill in or
update required data before using the platform.

Note: For security reasons, as soon as you finished your daily work, do not forget to click on the LOGOUT
button in order to close the session and disconnect yourself from our servers.

1.4.2 Why can’t | connect directly to my Project?

Our first advice is « DO NOT PANIC! »

The Microscope projects still exists, but now the system is fully transparent for all users. Once connected to your
account, you will have access to the full list of Public and Private Sequences according to your Project, and get the
annotation rights as defined in your account settings.

You can manage your own set of preferred organisms (for exemple, your Project’s specific organisms) in a Quick
Access Menu, by using the My Favourite Organisms

1.5 Latest news

1.5.1 How to be advised about MicroScope latest news?

As soon as we release a new version of the Platform (new features, improvements), or if LABGeM team needs to
communicate some general information about the platform, an article will be added in the «Latest News» panel,
available from the platform’s homepage.
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1.5.2 Is there «RSS Feeds»?

Yes, we provide «RSS Feeds» you can subscribe to by clicking on RSS pictures, available:

* in the footer of webpages:

y5 & cen @

== 6

©2002-2011 LAEGeM - v2.3.7 - Contact Us Oﬂnnk to Top

* in the «Latest News» panel:

16 Chapter 1. MicroScope Platform Overview



MicroScope User Documentation, Release 3.13.0

Latest News
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updates, you'll need to clear your
brewser cache.

Flease report us any bugs you may
meet.

1.6 Organism Selector

1.6.1 Overview

Genomes (0

Since version 3.13.0, MicroScope use an internally developed organism selector.

There are two kinds of complex selectors in the platform for selection of Genomes or selection of Sequence.
Selection of Genomes means that you are going to select the entire organism including all the replicon.
Selection of Sequence means that you are going to select the replicon you want to work on.

According to the tool you are willing to use, you may be asked to use one of the selector. They both work the same
way and have to be use like described below.

When the page opens, the selector is displayed like below (it may take some time to load):

Edit button

MNo genome selected. Click on the edit button to select genomes.

To start selecting organisms click on the Edit button. The selector opens as shown below:

1.6. Organism Selector
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Genomes Display by:  genus

L1

Strain name ¢ | Search among 3871 organism(s) Search field

Pre-selection zone

Advanced filters »

Selection zone

You cannot select less than 3 organism(s). Please add at least 3 organism(s)

You can now select your organism(s) by writing the organism name in the search field. Select them by clicking on
their name in the pre-selection zone (first selection zone) and use the green arrow to transfer them in the selection
zone (second selection zone). You may add more genome to the selection zone using the same mechanism, or remove
some of them using the red button. When satisfied by the organism list in the selection zone, you can use them for

your analysis by clicking on “Save”.

1.6.2 Step by Step use

Once the selector is open, you have to find the organism(s) you are interested in by using the search field
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Pre-selection

The pre-selection zone allows you to see all organisms accessible of the platform and make filter on them before
selecting them.

How the search field works ?

Writing in the search field, will bring suggestions to you. These suggestions can be changed by using the drop down
menu on the left:

e — Strain namel/Sequence filters by name of organism/sequence

Strain name % I acineto|

Q, Find genomes that contains "acineto” in the whole Strain_name

Strain

Q, Find genomes that contains "acineto” in Strain

Acinetobacter baumannii 1656-2 - 2942 (1)

[ Acinetobacter baumannii 6013113 - 838 (1)

) Acinetobacter baumannii 5013150 - 839 (1)
Acinetobacter baumannii 5014059 - 8§41 (1)
Acinetobacter baumannii ABO0ST - 823 (1)
Acinetobacter baumannii ABO56 - 326 (1)
Acinetobacter baumannii AB053 - 827 (1) .

e — Taxonomy filters by taxonomic information

Taxonomy % I acineto|

Q Find genomes that contains "acineto” in the whole Taxonomy
Genus

Q Find genomes that contains "acineto” in genus

:> Acinetobacter - 469 (32)

Species
Q, Find genomes that contains "acineto” in species
Acinetobacter baumannii - 470 (16)
Acinetobacter calcoaceticus - 471 (1)
Acinetobacter guillouiae - 106649 (1)
Acinetobacter haemolyticus - 29430 (1) M
e — MICGC allows to select an entire M/CGC (organism group)

1.6. Organism Selector 19
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What are the filters ?

Using one of the suggestion will allow you to make filter, which is useful to pre-select the organisms you will want to
work on. Making a filter will put all the organisms following it in the pre-selection zone. You can add several filters
to improve the accuracy of your pre-selection.

Taxonomy % Search among 32 organism(s)

genus is "Acinetobacter™ (32)x

Moraxellaceae [32]

Acinetobacter baumannii 1656-2
Acinetobacter baumannii 6013113
Acinetobacter baumannii 6013150
Acinetobacter baumannii 6014059
Acinetobacter baumannii ABO0O57
Acinetobacter baumannii AB056
Acinetobacter baumannii AB058
Acinetobacter baumannii AB059
Acinetobacter baumannii AB307-0294
Acinetobacter baumannii ABS00
Acinetobacter baumannii ACICU

Bomiom mdim e o mhimie b e v memam 3D AT A TFOTO

Here, we pre-select all the “Acinetobacter” and find 32 organisms.

Taxonomy % Search among 16 organism(s)

genus is "Acinetobacter™ (32)% | Taxonomy contains “bauma™ (16)3

Moraxellaceae [16]

Acinetobacter baumannii 1656-2
Acinetobacter baumannii 6013113
Acinetobacter baumannii 6013150
Acinetobacter baumannii 6014059
Acinetobacter baumannii ABOO57
Acinetobacter baumannii AB0S6
Acinetobacter baumannii ABOSS
Acinetobacter baumannii AB0O59
Acinetobacter baumannii AB307-0294
Acinetobacter baumannii ABS00
Acinetobacter baumannii ACICU

Nomim it b md e s e i AT T A TOCT O

We add to the “Acinetobacter” filter an other filter call “bauma” in order to select all the baumannii inside the Acine-
tobacter group. We pre-select 16 organisms.

What is the display menu?

You can change the display output of the pre-selection zone (and selection zone) by changing the value of the display
drop down menu (top right of the screen).
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Genomes 3 Display by: | species s

Taxonomy 4 Search among 32 organismi(s)

genus is "Acinetobacter” (32)x

P U L L RN o L9 L | JUIIIIJUIIII Pl AW L, A
Acinetobacter junii [1]
Acinetobacter junii SH205
Acinetobacter Iwoffii [3]
Acinetobacter lwoffii NIPH 512
Acinetobacter Iwoffii SH145
Acinetobacter Iwoffii WJ10621
Acinetobacter nosocomialis [1]
Acinetobacter sp. RUH2624
Acinetobacter oleivorans [1]
Acinetobacter sp. DR1
Acinetobacter pittii [1]
Acinetobacter sp. SH024 -

The display by “species” with “Acinetobacter” filter active will group all pre-selected organism by species.

Genomes m Display by: | genus

AL

Taxonomy # Search among 32 organism(s)

genus is "Acinetobacter” (32)x

Acinetobacter [32] -
Acinetobacter baumannii 1656-2
Acinetobacter baumannii 6013113
Acinetobacter baumannii 6013150
Acinetobacter baumannii 6014059
Acinetobacter baumannii ABO0O57
Acinetobacter baumannii AB056
Acinetobacter baumannii AB058
Acinetobacter baumannii AB0O59
Acinetobacter baumannii AB307-0254
Acinetobacter baumannii AB900
Acinetobacter baumannii ACICU

Amim b i im e e e 22 AT S A TF OV

The display by “genus” with “Acinetobacter” filter active will show all the 32 organisms in one single group.

How to select my organisms of interest?

To select you organisms, move the mouse with the button down on the wanted organisms in the pre-selection zone
(shift + click works too). Then press the green button to put them in the selection zone.

Tip:
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* You can make your own filter by pressing enter at any time in the search field.

* You can select the group of organism by double clicking on the bold tittle inside the pre-selection zone.

Selection zone

What is it for?

The selection zone is there to allow you to see all the selected organisms for the analysis. You can remove some of
them by moving the mouse with the button down and pressing the red button to remove them from the selection zone.
If the active filter allow them, they will appear in the pre-selection zone.

When you are satisfied with your selection, press the save button to continue the analysis.

What is “Advanced filter”?

This part allow you to make filter in the selection zone to remove more efficiently organisms. It works exactly the
same as the first search field.

1.6.3 Other features

This button cancels all the changes done in the current selector (i.e the list of selected organisms is not changed).

The reset button will change both zones (selection zone and pre-selection zone) to their initial value (i.e. when the
page was opened).

This button allows the save the list of organisms/sequences for further analysis.
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CHAPTER 2

MaGe

2.1 Genome Browser

2.1.1 Overview of the Genome Browser
Organisation of the genomic map

The MaGe genome browser is organised into 3 parts:

* the upper part of the window details the Coding Sequences (CDSs) that have been predicted for reading frames
+1, +2 and +3 in the current region

* the middle part indicates the position of RNA objects (rRNA, tRNA, misc_RNA) as well as repeated regions (as
turquoise rectangles) if any have been detected

¢ the bottom part of the window shows CDSs that have been predicted for reading frames -1, -2 and -3
The predicted CDSs are indicated by rectangles on each frame.

The blue lines symbolize the coding prediction curve. They increase when coding probability is high and drop when
the coding probability is low.
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What is the meaning of the Genomic Object color code ?

The rectangles symbolising each Genomic Object (CDS, RNA...) follow a color code that corresponds to their

annotation status, summarized below:

CDS: default color (without any validation)
Status: InProgress

Status: Artefact

Status: chkSeq

Status: Finished

Status: Curated

Type: i(RNA

Type: rRNA, misc_RNA, Status: chkStart

Mutation (validated): frameshift, pseudo, partial, gene remnant, selenocysteine

Regions

U

Repeat region, Mutation (not validated): frameshift, pseudo, partial, gene remnant, selenocysteine

MicroScope annotation transfer

How to move along the sequence ?

1) You can navigate along the selected sequence by using the grey arrows located on the left and right sides of the

genomic map.

2) You can also enter directly a genomic coordinate and then click on VIEW.

3) Enter a gene name (e.g. dnaA) or a gene label (e.g., ECK0001) and click on Move to. The map is centered on
the requested Genomic object.
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If several genes have been annotated with the same gene name, the window will move to the first occurrence of these
genes on the genome sequence.

Acinetobacter baylyi ADP1 - chromosome ACIAD.1

(sequence length : 3598621 bases)

o 2000 4000 6000 8000 10000 12000 14000 16000 18000 20000
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SYNTENY ORGANISM 13 Switch & Options
PKGDE

RefSeq

Begin
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Why sometimes genes are into a dark area ?

Artemis Whole Genome

910 2910 4310 6910 8910 0910 12910 14910 16910 18910 20910

+3

+2 —
" Z Open
0 @® Center
R = GetSeq

-1

-2

-3

There are different ways to select a specific gene:
¢ From right click on a gene or synteny and use Center option

¢ From result tables:

* From the toolbar below the synteny maps:
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After a Move To action, the Genome Browser will be reloaded and centered around the corresponding gene and the
gene area will be highlight.

What is the Matrix ?

For a given genome several gene Matrices can be built for gene detection. You can select a given matrix be using the
Matrix menu located below the genomic map. Then click on View: the Coding prediction curves are updated.

How to access a gene’s information ?

e 1) Enter a specific gene name or gene label into the right-most edit button below the genomic map, then click
on Getinfo (opens an editable Genomic Object annotation window)

e 2) Click on a gene label in the table annotation editor (read-only window)

3) Click directly on a genomic object in the genomic map (editable annotation window)

4) Right-click on a genomic object in the genomic map then select Open option (editable annotation window)

How to access the annotation history of a genomic object ?

(-

Click on the History icon in located the table of genomic objects or in the Gene Annotation Editor window toolbar.
The history opens in a new window, allowing you to follow the annotation’s evolution as well as the identity of previous
annotators. You can send an email to an annotator by clicking on his/her login name.

» CURRENT ANNOTATION

MaGe craied annotaton Stass: InProgress Anean joln

Type Begn End Length Frame Mutation Gene Synoayms Date Status

141 (4533) +2 i v 2017-06-21 16:09:50

How to use the “Export to Gene Cart” button ?
The Export to Gene Cart button allows you to export all genomic objects contained in the genomic map to a Gene

Cart. If you click on the button, a new window opens, offering the choice of creating a new cart or to selecting a
pre-existing cart in which store the data. You can access to your gene carts via the Gene Cart Interface.

Can | create a new genomic object ?

The NEW button located below the genomic map allows you to create a new genomic object. If you click on the
button, a pop-up will open, you have to choose the type of object you want to create, then the Genomic Object Editor
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window opens. You have to manually fill in all fields to create your new object. You have to specify its Begin, End,
Frame, Mutation, Product, ... Then click on SAVE.

* Please note that you can’t delete a genomic object from the database.

How to read the table of annotated genomic objects ?
* Sequence: if you click on the DNA icon, it opens a new window with the sequences (nucleic and protein) of the
genomic object

* Label: it gives you the label of the genomic object. If you click on it, the Gene Annotation Editor will popup
for this Genomic Object

e Type: CDS, fCDS, tRNA, rRNA misc_RNA...

* Gene: gene name if any

* Begin: begin position of the genomic object on the sequence

e End: end position of the genomic object on the sequence

* Length: length of the genomic object, in nucleotides

* Frame: reading frame of the genomic object

* Product: description of the gene product of the genomic object

e Matrix: reference number for the matrix which has been used to predict the genomic object (see What is the
Matrix ?)

« Evidence: automatic/validated/artefact // inprogress/finished/curated
* AmiGene Status: no/Wrong/New

* GC content: GC content of the sequence of the genomic object

¢ GC3 content: GC content on the 3rd position of the codons

* CAIL: Codon Adaptation Index value

e Mw: Molecular weight in Daltons

* Pi: Isoelectric point

 History: Access to the annotation history of the genomic object

Which program is used to detect the repeats ?

Repeat detection is performed by the Repsek program.
More: http://wwwabi.snv.jussieu.fr/ public/RepSeek/

Reference: Achaz G, Boyer F, Rocha EP, Viari A, Coissac E. Repseek, a tool to retrieve approximate repeats from
large DNA sequences. Bioinformatics. 2007 Jan1;23(1):119-21.

How to read the Repeat Regions table ?

* Sequence: Access to the nucleic sequence of the repeat region
* Id: Label of the repeat region on the replicon

* Begin: Begin of the region
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* End: End of the region
* Comments: Number of repeat units contained in the repeat region

If you click on a repeat region label, you obtain the detailed list of the repeat units contained in the repeat region in a
new window.

* Sequence: Access to the nucleic sequence of the repeat unit

* Id: Label of the repeat unit on the replicon

* Type: Type of repeat Direct, Tandem or Overlap

 Strand: Location of the repeat unit on the reverse R or direct D strand
* Beginl: Begin of the first unit

* End1: End of the first unit

* Lengthl: Length of the first unit in bp

* Begin2: Begin of the second unit

* End2: End of the second unit

* Length2: Length of the second unit in bp

* Ident%: Identity percentage between the 2 repeat units

2.1.2 Syntenies

What is a synteny ?

Definitions
* Synteny: Orthologous gene set having the same local organization in species A and in species B.
* Synton: Maximal set of orthologous gene pairs displaying a conserved organization.

» Conserved Organization: Relative location of orthologous genes on compared genomes : permutations - inser-
tions/deletions.

A
Synteny Group #2 \ Synteny Group #1]
N
h r " ~ )
B
| B e [}
Rearrangement Fusion Duplication Insertion Inversion
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Synteny computation algorithm is relying on 2 Kinds of relations:

* Inter-genomic : Nature of the relationship (similarity, functional class, etc) and ‘correspondence’ between genes
(BBH, 1-n relation)

¢ Intra-genomic : Gene ‘co-localisation’ (with a ‘gap’ parameter).
Correspondence relationships are:

» Sequence similarity : BlastP Bidirectional Best Hit OR at least 30% identity on 80% of the shortest sequence
(minLrap 0.8)

¢ Co-localization: Gap =5

What are the different display modes for syntenies vizualisation?

Two modes are available for the representation of the syntenies : (1)A representation by pairs of genomes from PkGDB
database and from NCBI databank. (2)A representation with species grouped by taxonomy.

How to switch from a mode to another one?
The «Switch» button (1), between the genome browser and the synteny maps, allows to change your visualization
mode. Also, the «Option» button (2) and «Display preference» interface (3) allow to change:

¢ the vizualisation mode.

* the taxon choice for the representation with species grouped by taxonomy (Phylum, Class, Order, Family,
Species).

* the default organism / taxonomy entries selection, so you can manage your own selections.

N tecome ouest » I - E EEED) o [EETT

Comparative Variant
Genomic Tools o~
Genomics Discovery

» MaGe » Genome Erowyer Gene Carts

Tl MicroScope

v
L4
2
i

Aclnerobacterbayly B— ACIAD.1

(8¢ LostPassword

L] 2000 4000 6000 BO0O 10000 12000 14000 16000 18000 20000
3 (o> g x AL
Y —
2 —— — — Lk
1 - — ~ = L S
o —
R —
A L . 1
- -
2 - —— 4 —
3 & 1

SYNTENY ORGANISM @ Switch & Options

W@

How to read the synteny maps with representation by pairs of genomes?

The synteny maps are calculated for all pairs of genomes from the PkGDB database (first synteny map) or from the
NCBI databank (second map). They represent the distribution of homologs of the current genome in other genomes
from these databases. Each row on the map corresponds to one genome replicon (chromosome or plasmid) whose
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name is indicated on the left. In contrast to the genomic map, there is no scale on the synteny map: a rectangle has the
same size as the CDS to which it is homolog.

The color of the rectangles reflect illustrate synteny conservation, to the exception of the white color. Thus, a group of

rectangles which share a common color shows that there is a conservation of the synteny between the current genome
and the genome of the synteny map. Rectangles filled with white indicate homologs that don’t belong to a synteny
group. The synteny maps should be read linearly: the color code has to be interpreted by replicon, i.e. by row. The
same color on 2 synteny map rows doesn’t indicate any synteny relationship.

When you hover the mouse pointer over a synteny gene, a short summary appears : it indicates the gene label of the
homolog, as well as its gene name and product description. It also gives the identity (Id) conservation between the
sequence and its homolog on the studied genome. The minL.Rap and maxLrap values give some indications about the
alignment of the 2 proteins.

The filling of a rectangle reflects the alignment quality between the 2 proteins.

Acinetobacter baylyi ADP1 - chromosome ACIAD.1

(sequence length : 3598621 bases)
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How to read the synteny maps with representation grouped by taxonomy ?

Syntenies are computed from the PkGDB database for the first map and from the NCBI databank for the second map.
Each line refers to a taxon for which the name is displayed on the left side, followed by the number of different species
organized in synteny in the observed genomic region. The taxonomic rank can be modified through the «Option»

button.

On the maps, a coloured box represents the synteny conservation with the reference gene for at least an organism of
taxon of the row. Boxes have the same size that the corresponding reference gene and the synteny map is lined with
Genome Browser to ease comparisons.

The color of the block corresponds to species percentage which have a synteny with the reference gene. This per-
centage is computed by dividing the organisms number of taxon in synteny for the corresponding gene by the total
organisms number of the taxon.

2.1. Genome Browser
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Acinetobacter baylyi ADP1 - chromosome ACIAD
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How to zoom in on a synteny group ?

If you click on a synteny group, it opens a popup synton visualization window which shows a more detailed view of

the syntenies.

* Representation by pairs of genomes

w
N
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Acinetobacter baylylADP1 - chromosome ACGIAD
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2.1.3 Artemis

What is Artemis?

Artemis is a free genome viewer and annotation tool that allows visualisation of sequence features and the results of
sequence analyses. It also supports all six-frame translations. It has been developed at the Sanger Institute.

More: http://www.sanger.ac.uk/resources/software/artemis/

Reference: Rutherford K, Parkhill J, Crook J, Horsnell T, Rice P, Rajandream MA, Barrell B. Artemis: sequence
visualization and annotation. Bioinformatics. 2000 Oct;16(10):944-5

How to open Artemis ?

You can access the Artemis application by using:

* Artemis region: the sequence is loaded into Artemis but only the features corresponding to the Genomic objects
located in the region which is visualized in the Genome Browser are loaded.

* Artemis whole genome: the sequence is loaded into Artemis and all genome features are loaded.

Is.g.n :lmzono Length (bp) : ([ETETID) wverix: 1) €D | lm'rnll Getinfo J Artemis Region [l Artemis Whole Genome
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A new window appears with the Artemis interface. All genomic objects are listed in the bottom part of the window
using their labels. You can click on the right button of your mouse and select Show Gene names to identify the objects
by their gene names instead.
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How to use Artemis to identify alternative Start codons ?

Double click on an object to select it in the upper part of the window. The object is then positioned at its start position.
Keyboard shortcuts:
* ctrl + Y key: Artemis will propose the next possible Start position for your CDS. You can do this several times.
¢ ctrl + U key: Undo your last action.
¢ ctrl + Q key: Select the whole ORF.

Once you have identified an alternative Start codon, you can copy its position and change the value in the Gene
annotation editor window of your gene.

What do | do if java doesn’t work on my computer ?

Go to the Artemis Website: http://www.sanger.ac.uk/resources/software/artemis/

Download Artemis and install it on your personal computer.
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Use the Export functionality to export your genome as an EMBL file. You can then open it with your personal version
of Artemis.

2.2 Gene annotation editor

2.2.1 Overview of the annotation editor

How to access to the Gene Annotation Editor?

There are two ways of accessing the Gene Annotation Editor:
¢ 1- click on a genomic object on the genomic map
¢ 2-click on a label in the table of genomic objects which is below the genomic map

NB : requesting information via the GetInfo button only calls up a read-only Gene Annotation Editor window.
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Overview of the Gene Annotation Editor

Genomic Object Editor: ACIADO001
Acinetobacter baylyi ADP1 - chromosome ACIAD.1
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The Gene Annotation Editor window is made of 4 sections:
¢ a toolbar that allows access to different functionalities

* the current annotation of the genomic object. This section can be modified by the annotator (with sufficient
rights).

* the primary annotation of the genomic object. It correspond to the MicroScope pipeline automatic annotation
(if it is a first annotation) or to the databank annotation (if it is a reannotation project).

* the Method results section. This section gives an access to the results obtained by the different tools used for
the syntactic and functional annotation process.
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How to use the Gene Annotation Editor toolbar?

@ c"- 5'73" TrEMBL alignments SwissProt alignments PhyloProfile MicroCyc

It contains several buttons allowing access to different functionalities:
* the sequence (nucleic and protein) of the genomic object
* the annotation history of the genomic object
* 5°/3’: the sequence (nucleic and protein) of the genomic object
* TrEMBL alignments: visualisation of the alignments with TTEMBL best hits
* SwissProt alignments: visualisation of the alignments with SwissProt best hits

* Phyloprofile: this tool provides a list of all CDSs (from all replicons) that have the same phylogenetic profile
(presence/absence of homologue in others species) than the current genomic object. Note: query can be slow.

* PubMaed: this functionality opens a new window that shows the references that have been linked to this genomic
object on PubMed

* KEGG: this functionality opens the KEGG description corresponding to the annotated EC number(s)
* Brenda: this functionality opens the Brenda entry corresponding to the annotated EC number(s)

* MicroCyec: this functionality opens a new window showing information related to the genomic object in the
MicroCyc database

2.2.2 Expert annotation of gene function

How to fill the Gene Annotation form?

As shown in the figure below, not all fields can be modified by the annotator. Furthermore, some of them are required
and other are optional. These fields have to be filled after the careful analysis of the different methods results. If your
are working on other object than CDS, you may have a different form, if a required field for CDS appear in your form,
it’s still required.
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20 508 1308 (485aa) +3 no v
Chromozomal replication iniviator protein dnad
A4

Product Type f : factor v
EC number EC number 1. EC number 2
MetaCyc Reaction Selection is empty.
Rhea Reaction Selection is empty:

2 : Cytoplasmic v

Selection is empty.

2.1.1 : DNA replication
A
Additional Data Acinetobacter core genome. 3
DBxref Selection is empty
Class 4 . Strong confidence from expenmental évidence in an other organism ¥
=3
Required Automatic Optional

Tip: If one of the required field is missing or wrongly filled a warning will appear in the window.

What are the different annotation “Status”?

* inProgress : the annotator has not finished the expert annotation
« finished : the annotator has finished the expert annotation

* Curated : the expert annotation has been reviewed by a specialist of the functional process in which the CDS
product is involved

» Artefact : An artefactual CDS corresponds to a false prediction by the gene detection program. An artefactual
CDS should never be similar to any proteins from the databanks (except if the same erroneous annotation has
been made in another genomes)

* chkSeq : this status is used by the annotator to flag potential sequencing errors in the sequence. When the
sequencing is performed at Genoscope, these chkSeq sequences will be sent to the people working in the finish-
ing team. They will then check the assembly to see if the sequence quality is good or not. If needed they can
perform some additional PCRs to enhance the data.

 chkStart : the annotator suspects that a start position readjustment might be needed for the CDS, but hasn’t
done it yet.
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How to identify artefacts?

L

o (ALY | | o '
N , , @\L@ e
e ' . ="
A
A 1. @ pa| A A

.@@

v Length and coding probability very low (case A1)
v Overlap with a longest CDS (case A2)

v Small CDSs localized in tRNA, rRNA clusters (case A3)

v CDS localized between two genes transcribed on opposite strands
<- -> or -> <- (case A4)

| N g
Y

What are the different “Type” categories?

* CDS

* fCDS

¢ tRNA

* rRNA

e misc_RNA
e tmRNA

* ncRNA

* IS

¢ misc_feature

¢ promoter

How to fill the “Mutation” field?

¢ no => Normal CDS

* frameshift => CDS for which a true frame-shift has been biologically demonstrated
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 pseudo => the CDS is part of a pseudogene

« partial => the CDS is a gene fragment

* gene remnant => the CDS is a highly degraded gene fragment

* selenocysteine => the CDS contains a Selenocysteine in its sequence

* pyrrolysine => the CDS contains a pyrrolysine in its sequence

What are the different “Product type” categories?

e u: unknown

* n: RNA

e e:enzyme

 f: factor

* r: regulator

* c: carrier

* t: transporter

® rcC : receptor

* 5 structure

¢ 1: leader peptide
* m : membrane component
* Ip : lipoprotein

* cp: cell process
* ph: phenotype

* h: extrachromosomal origin

How to use the “MetaCyc reaction” field?

This field allows user to link one ore more metabolic reactions from MetaCyc (BioCyc) to the current edited gene.

EC number

MetaCye Reaction B

RXND-5199: guanosine phosphorfase
INOPHOSPHOR -RXN: inosine phosphorylase
XANTHOSINEPHOSPHORY-RXN: xanthosine ph

Synchronize with EC number fisld: Ec
Search reaction by keyword : keyword search | reset C

* a- Reactions presented at the top of the field have been manually curated by an annotator.

* b - A multiple selection list gives quick access to all predicted (unselected) or curated (selected) reactions linked
to this gene.

e ¢ - A search box allows one to quickly access MetaCyc reactions corresponding to either EC numbers from
previous EC number field or a given keyword.
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Search box :

Clicking on the “EC” button will search all MetaCyc reactions corresponding to the EC number from the “EC number”
field.

The keyword search will look for all MetaCyc reactions having an identifier, a name or involving a compound similar
to the given keyword.

Search result :

[/ DTDPGLUCOSEPP-RXN: glucose-1-phosphate thymidylyltransferase (genes: ECK3781 [annotated] ECK2033 [validated] )
3.1.4.51-RXN: glucose-1-phespho-p-mannosylglycoprotein phosphodiesterase

L GLUCOSE-6-PHOSPHATASE-RXN: glucose-6-phosphatase

[ GLUCOSE-6-PHOSPHATE-1-EPIMERASE-RXN: giucose-6-phosphate 1-epimerase (reaction gap in glucose and glucose-1-phosphate degradation )
GLUBPDEHYDROG-RXN: glucose-6-phosphate dehydrogenase (genes: ECK1853 [annotated] )

The search returns a list of MetaCyc reactions, with :
* the reaction identifier and name. Identifier is clickable and open the BioCyc reaction card.
And in some cases :
* Genes of the organism already linked to this reaction (eg. first row of the example). Genes are flagged with :
— “validated” : reaction has been manually linked to this gene by users.
— “annotated” : reaction has been linked to homologous gene and transferred here from a close genome.
— “predicted” : reaction has been linked to this gene by the pathway-tools algorithm.

« If the reaction has no known coding genes but belongs to a pathway predicted to exist in the current organism,
a clickable link to the MetaCyc pathway description is given (eg. fourth row of the example).

The “Reset” button deletes all results

How to use the “Rhea reaction” field?

This field allows user to link one ore more metabolic reactions from Rhea to the current edited gene.

Rhea Reaction /8 |RHEA22740: D-hexose + ATP <?> D-hexose 6-phosphate + ADP + H{+ a
RHEA:22740: D-hexose + ATF <7= D-hexose 6-phosphate + ADP + Hi+)
b
Synchronize with EC number field : EC
Search reaction by keyword : |keyword search | reset C

* a- Reactions presented at the top of the field have been manually curated by an annotator.
* b - A multiple selection list gives quick access to all curated reactions linked to this gene.

* ¢ - A search box allows one to quickly access Rhea reactions corresponding to either EC numbers from previous
EC number field or a given keyword.

Search box :

Clicking on the “EC” button will search all Rhea reactions corresponding to the EC number from the “EC number”
field.

The keyword search will look for all Rhea reactions having an identifier, a name, involving a compound name or Chebi
identifier similar to the given keyword.

Search result :

Rhea reactions are present in 4 exemplary according to the direction :
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* bidirectional : <=>
e left toright : =>
* right to left : <=

¢ unknown (master reaction) : <?>

RHEA22740: D-hexose + ATP | <7= |+ | D-hexose 6-phosphate + ADP + H(+) (genes: ECK3704 [validated] )

The search returns a list of Rhea reactions, with :

* the reaction identifier and name. Identifier is clickable and open the Rhea reaction card. By default, the master
reaction is presented. Select the direction wanted in the “direction-select”.

And in some cases :
* Genes of the organism already linked to this reaction (eg. first row of the example). Genes are flagged with :
— “validated” : reaction has been manually linked to this gene by users.
The “Reset” button deletes all results
How to link a new reaction :

For each reaction in the result set, check-box allows to add a reaction from the result set to the select element. All
reactions selected in the multiple selection list will be saved as validated and linked to this gene. Unselecting a reaction
in this list will remove this link from the curated data.

What are the different “Localization” categories?

o
—

: Unknown

: Cytoplasmic

: Fimbrial

: Flagellar

: Inner membrane protein

: Inner membrane-associated
: Outer membrane protein

: Outer membrane-associated

.
O 0 N N U BN

: Periplasmic
* 10: Secreted

¢ 11 : Membrane

What is the “BioProcess” classification?

This functional classification is based on the CMR JCVI Role IDs.

This field is optionally filled in during the expert annotation process.

2.2. Gene annotation editor 43



MicroScope User Documentation, Release 3.13.0

What is the “Roles” classification?

This functional classification corresponds to the MultiFun classification which has been developed by Monica Riley
for E. coli.

Reference:Serres MH, Riley M. MultiFun, a multifunctional classification scheme for Escherichia coli K-12 gene
products. Microb Comp Genomics. 2000;5(4):205-22.

This field is optionally filled in during the expert annotation process.

How to use the “PubmedID” field?

The PubMedID or PMID correspond to the index of a publication on the PubMed section of the NCBI website. You
can fill this field when you want to link a publication to your annotation. If you want to enter several publications, you
simply have to write the PMIDs separated by commas.

You will find the PMID of a publication directly on Pubmed as shown on the figure below. You can also find PMIDs
in the “References” section of the UniProt entries.

GenProtEC: an updated and improved analysis of functions of Escherichia coli K-12 proteins.

Serres MH, Goswami S, Riley M.

Nucleic Acids Res. 2004 Jan 1;32(Database issue):D300-2.
|F"I'-.-1ID: '4‘36'4'BIPUDMEC - Indexed for MEDLINE]
Related articles Free article

If this field is filled you will have a direct access to the publications on PubMed by clicking on the Pubmed button on
top of the Gene annotation editor window.

How to use the “Additional data” field?

The Comments field is dedicated to the annotators who want to leave some notes for themselves or for others annota-
tors from the project.

How to use the “Class” field?

The Class annotation categories are useful for assigning a “confidence level” to each gene annotation. It has been
inspired by the “protein name confidence” defined in PseudoCAP (Pseudomonas aeruginosa community annotation
project).

This information is not given by the automatic functional annotation procedure, except in case of functional annotation
transfer from a genome being annotated with MaGe.

The different classes are:
¢ 1a: Function from experimental evidences in the studied strain
¢ 1b : Function from experimental evidences in the studied species
* 1c: Function from experimental evidences in the studied genus
¢ 2a: Function from experimental evidences in other organisms
¢ 2b : Function from indirect experimental evidences (e.g. phenotypes)
¢ 3 : Putative function from multiple computational evidences

* 4 : Unknown function but conserved in other organisms
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¢ 5 : Unknown function

How to choose the “Class” annotation category?

Results Conditions Class Tips
_— rimentally demonstrated Fill the ‘PubMedID’ field
SwissPro/TrEMBL g the same strain ’ =) - ( OR the ‘comments’ field
Lab experiments R same species § o .
OR same genus  %id>=90% if no publication is available
No

—————— [(Experimentally demonstrated N

Model organisms [ %id>=40% ] E:> 2a

Fill the ‘PubMedID’ field.

SwissProt/TrEMBL :
HAMAP Without clear experiments I::> 2b

(e.g. observed phenotype) J
— %id>=40
No 4 Putative description of ™
Model organisms \ the homolog gene (gene name)
SwissProvTIEMRL Use a more geFr:eric function:
ld>=25 - 30% = - Putative enzyme class
Putative regulator family
\ / L Putative transporter family Y,
o Inner membrane proteins
SwissProtTrEMBL %id>=25 - 30% E:} have generally

TMhmm more than 3 aHelices.

SignalP
No significant blast hit I::) [E The size of the signal peptide

is around 20 aa. Y,

2.2.3 Annotation Rules

Conditions IProduct Product Type| Localization Class Gene Synonyms | %id*
Description of the corresponding gene X To find, if possible 1 Gene_name fany | Synt, Syn2 >=00%
of the gene X To find, if possible 2a Gene_nameifany | Synt, Syn2 | >=40-50%
0 X . 2b . . >=40-50%
Descripton of the differentmodules | X | Tofind,ifpossble | 2aor2b | namet-name2 [ sy, syn2 [>=2050%
‘ 2a or 2b | Gene_name if any 0

[Similarity with protein of unknown function :

[Nothing eise .. Conserved protein of unknown function unknown unknown 4 I ! >=25%
signalP resuit™ Conesond ””m“ CE= unknown unknown 4 ! ] >=25%
T\hmm results (>= to 3 resuits) Consarved me‘"m‘*‘“ ofunknown |\ ynown Inner membrane 4 / I >=25%
InterProScan results Conserved proten ofunkooWnUncton: | uninown unknown 4 ' I >25%
No significant blast hit :

Nothing eise Protein of unknown function UNKNoWn unknown 5 i I !
TMHmm, SignalP results Exported or M"‘?m"”" ofunknown |\ ynown unknown 5 i I !

pX: Product type X putative X: Product type X (To select in the predefined list)

**: In addition check for erroneous start codon position [SELECT CheckStart in the ‘Statut’ menu of the annotater editor)

*** : In addition check for a possible gene fission or a sequencing error [SELECT CheckSeq in the 'Statut’ menu of the annotator editor]
****: Check if start codon is correct

Considering the Class field, here are some basic annotation rules:
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When Class <=2 then Product is known

When Class = 3 then Product is putative

When Class =4 then Product is conserved unknown

When Class =5 then Product is unknown

When Class <=3 then Product type is known

When Class >3 then Product type is unknown

When Class <=2 then Gene name can be filled

When Class >2 then Gene name can NOT be filled

\When EC number is filled then Product type is enzyme

When Reaction is filled then Product type is enzyme

When Synonymsis filled then Gene name must be filled

When Mutation is (pseudo, partial, gene remnant) then GO_product should start with fragment of ...

Length must be multiple of 3 AND Begin < End

Frame must be correct

When Mutation is (atypical start, pseudo, partial, gene remnant, frameshift) then first codon may not be a start codon
\When Mutation is (pseudo, partial, gene remnant, frameshift) then last codon may not be a stop codon

When Mutation is (pseudo, gene remnant, selenocysteine, pyrrolysine) then stop codon may be within the sequence
CDS cannot share the same Coordinates except if Status is Artefact

O WWININIR P[P

2\

[ Class ] Beg-in/ End

- 3 /.2 \ 1 __N

[ Genename || Product Type ][ Product
6 / 4 T 5

(synonyms )( ECnumber |[ Reaction ] [ Stopin sequence )

Mutation

1 a/b/c: Function from experimental evidences in the studied organism/species/genus

* Gene [optional]

* Synonyms [optional]

¢ Product [known]

* EC number [optional]

¢ MetaCyc Reaction [optional]
e PubMedId [known]

e ProductType [known]

* Localization [optional]

* BioProcess [optional]

* Roles [optional]

2a : Function from experimental evidences in other organism

* Gene [optional]

* Synomyms [optional]
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¢ Product [known]

e EC number [optional]

* MetaCyc Reaction [optional]
¢ PubMedId [known]

¢ ProductType [known]

* Localization [optional]

* BioProcess [optional]

* Roles [optional]

2b : Function from indirect experimental evidences (e.g. phenotypes)

* Gene [optional]

* Synonyms [optional]

¢ Product [known]

* EC number [optional]

¢ MetaCyc Reaction [optional]
* PubMedld [optional]

e ProductType [known]

* Localization [optional]

* BioProcess [optional]

* Roles [optional]

3 : Putative function from multiple computational evidences

¢ Gene [not allowed]

* Synonyms [not allowed]

¢ Product [putative function]:
¢ EC number [optional]

* MetaCyc Reaction [optional]
* PubMedld [optional]

* ProductType [known]

* Localization [optional]

* BioProcess [optional]

* Roles [optional]
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4 : Unknown function but conserved in other organisms

¢ Gene [not allowed]

¢ Synonyms [not allowed]

e Product [conserved ... protein of unknown function... ]
¢ EC number [not allowed]

* MetaCyc Reaction [optional]

* PubMedld [optional]

¢ ProductType [u : unknown]

* Localization [optional]

* BioProcess [optional]

* Roles [optional]

5 : Unknown function

¢ Gene [not allowed]

* Synonyms [not allowed]

* Product [protein of unknown function]
¢ EC number [not allowed]

¢ MetaCyc Reaction [optional]

* PubMedld [optional]

* ProductType [u : unknown]

* Localization [optional]

* BioProcess [optional]

* Roles [optional]

2.2.4 Start

In progress

This menu gives the beginning and the end of the gene sequence according to different softwares. If the indicated start
and stops seems to be wrong when compared to those given by the softwares, you can correct them by using Artemis
(see Artemis).

start [1]
) BRI stow MR vesurs .
m-
108221 110929 108221 0.991221 0.991221 108221 110929 108221 110929

e Strand: indicates if the CDS is on the direct strand (D) or on the reverse strand (R).
* Begin: give the leftmost beginning of the CDS according to the expert or automatic annotation
e End: give the ending of the CDS according to the expert or automatic annotation

* AMIGene Start: gives the start according to AMIGene
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* AMIGene Lpcod: gives the coding probability on the length End-Begin +1 according to AMIGene

* AMIGene Apcod: gives the length End-AMstart +1 according to AMIGene

e Matrix: gives the matrix number (see /ere)

* SHOW Begin: gives the position of the first nucelic acid of the CDS according to SHOW

* SHOW End: gives the position of the last nucelic acid of the CDS according to SHOW

¢« SHOW Proba : gives the coding probability on the lenght End-SHOW begin +1 according to SHOW
* Prodigal Begin: give the beginning of the CDS according to the expert or automatic annotation

* Prodigal End: give the ending of the CDS according to the expert or automatic annotation

2.2.5 Compositional features

Gene compositional features

This section gives the different compositional features of the studied gene, determined by GenProtFeat.

Gene Compositional Features [']

@@ Sy toiaimus s e o I @ B B
I T B S T ST
68.4000 69.4400 42.4100 93.3600 0.017 1.063

* GC Content:
* GC1 Content:
* GC2 Content:
* GC3 Content:
* CAL

* GCskew:

* R/Y ratio:

Protein compositional features

This section gives the different compositional features of the studied gene, determined by GenProtFeat.

[A Protein Compositional Features (1]

@@ Siovis ool s show R R .
mmmmmmmmn
98734.24 -0.16 29.9300 48.7800 24.3900 7.1000 55.3200 44.6800 28.6000 13.9700 14.6300 4 9.58

* Mw (Da): gives the molecular weight of the protein (Da)
* Hydrophobicity:

* Tiny:

e Small:

* Aliphatic:

¢ Aromatic:

¢ NonPolar:
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* Polar:

¢ Charged:

* Basic:

¢ Acidic:

* PI: gives the value of the protein isoelectric point

¢ Oxyphobic Index:

2.2.6 Duplications

This dataset contains the list of genes of the genome that have an identity > 25% with a minLRap > 0.75 to the selected
gene.

How to read the result table?

Duplications 1]

T s oo rers o I @ 2O
Label Product Evidence  |§ maxLrap |3 minLrap Ident % Eval B orderq OrderB BeginQ EndQ  |§ LengthQ BeginB EndB (@ LengthB
_ 1 8 5

2.3349700000000002e- 1

PA2371 CIpA/B-type protease automatic/finished | 0.945676  1.00471 50.29 860 902 835 849
PA1662 _ CIpA/B-type protease automatic/finished 0.997783  1.02623 4433 QEEETIIT- | 2 1 885 902 3 862 877
PA4542 clpB ClpB protein automatic/finished 0.986696 1.04215 36.74 4.49645e-155 3 3 12 890 902 5 845 854

CIpA/B protease ATP binding

PA0459
subunit

automatic/finished 0.956763  1.01529 36.85 1.2701e-141 4 4 43 897 902 34 795 850

* Label: Label of the protein. If you click on the label, you access to the Gene annotation window
* Gene: Gene name of the protein

* Product: Product description of the protein

» maxLrap: see BLAST results

e minLrap: see BLAST results

* Ident%: Percentage of identity between the studied protein and the database protein
* Eval: E value of the BLAST result

¢ OrderQ: see BLAST results

* OrderB: see BLAST results

* BeginQ: Start of the alignment for the studied protein

* EndQ: End of the alignment for the studied protein

* LengthQ: Length of the studied protein

* BeginB: Start of the alignment for the database protein

e EndB: End of the alignment for the database protein

* LengthB: Length of the database protein
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2.2.7 E. coli K12

In progress

This menu indicates the best BLAST hit for the current Genomic Object against the genome of Escherichia coli K12,
if any.

This dataset is a useful reference since E. coli is a very well known bacteria, with a carefully annotated genome and
large quantities of experimental data and publications are available.

Tip: This dataset can help you to complete your expert annotation.

How to read the result table?

. E. coli K12 [

11.3 : Protein
folding and
protein 123 :'.‘azmzatmn B
Prot /1 tides/gh tidke 2 2.0926600000000002e-
ECHZSO U cip8 niph disaggregation _ - factor roteinsipeptides/glycopeptides )

2.3.4 - Chaperoning, folding ;  — Degradation | o aemc | 0-888027 1 0.934656 | 39.58 154
chaperone
7.1 Cytoplasm

Locustag | Locustag | Protein anscription o) 69)
orderq OrderB BeginQ Endq Length | BeginB EnaB Length | Essentiality | PubMedid | 'WeiSise | HUNS0 | PRESR | reguiator Structure(PDB)id | cellular | molecular
Tamily process | function

14550559, 00006457

1 3 a3 825 902 26 787 857 _ 14640002 | D292 w2573 _ _ _ _ _ :;r;t‘:\;

of proteins,
peptides, and
alycopeptides

Label: Label of the protein. If you click on the label, you access to the Gene annotation window

Synteny: If you click on the magnifying glass, it opens a synton visualisation window (if any)

* Gene: Gene name of the protein

Synonyms: Alternative name for the gene (if any)

Product: Product description of the protein

ECnumber: EC number associated with the protein, if any

Product type: Description of the product type of the protein

Roles: Functional categories associated with the protein using the Roles functional classification

Reaction: If any, gives the reactions implying the database protein (reactions given by Rhea and MetaCyc)

BioProcess: Functional categories associated with the protein using the BioProcess functional classification

Localization: Cellular localisation of the protein

maxLrap: see BLAST results

minLrap: see BLAST results

Ident%: Percentage of identity between the studied protein and the database protein

Eval: E value of the BLAST result

OrderQ: see BLAST results

OrderB: see BLAST results
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BeginQ: Start of the alignment for the studied protein

EndQ: End of the alignment for the studied protein

LengthQ: Length of the studied protein

BeginB: Start of the alignment for the database protein

EndB: End of the alignment for the database protein

LengthB: Length of the database protein

PubMedId: PubMed references linked to the annotation of the protein

Locustag MG1655: locus tag of the gene in the regulon of LeuO in E coli K12 (??)
Locustag W3110: locus tag of the gene in the NarP regulon of E coli K12 (??)
Protein complex: Indicates if the database protein is part of a protein complex

Transporter classification: If the database protein is a transporter, indicates the family this transporter is part
of

Transcription regulator family: If the database protein is a transcription regulator, indicates the family this
transcription regulator is part of

Proteases: If the database protein is a protease, indicates the family this protease is part of

Structure(PDB)id: Gives the Id number which correspond to the database protein’s structure on Protein Data
Bank

GO cellular process: Gives the cellular process according to Gene Ontology

GO molecular function: Gives the molecular process according to Gene Ontology

2.2.8 B. subtilis

This menu indicates the best BLAST hit for the current Genomic Object against the genome of Bacillus subtilis, if

any.

This dataset is a useful reference since B. subtilis is a very well known bacteria, with a carefully annotated genome
and large quantities of experimental data and publications are available.

Tip: This dataset can help you to complete your expert annotation.

52

Chapter 2. MaGe


http://www.rcsb.org/pdb/home/home.do
http://www.rcsb.org/pdb/home/home.do
http://geneontology.org/page/documentation
http://geneontology.org/page/documentation

MicroScope User Documentation, Release 3.13.0

How to read the result table?

B. subtilis "]
L it st (I Rt I () B &
number Type
ATP- 16.3 : Control
dependent 166 -
ClI o 2: 2.11499%e-
BSU13700 _ clpE ykvH P _ e:.enzyme Mainfain ; _ . 0.730599 0.942775 39 ©
protease Cytoplasmic 118
16.8 : Protect
(class Il .
stress gene) '
m
16788169,
16899079,
none 11069659,
2 ] 168 822 902 53 627 699 9987115,

essental 10320580,

19226326,
21208299

Label: Label of the protein. If you click on the label, you access to the Gene annotation window

Synteny: If you click on the magnifying glass, it opens a synton visualisation window (if any)

Gene: Gene name of the protein

Synonyms: Alternative name of the gene (if any)

Product: Product description of the protein

ECnumber: EC number associated with the protein, if any

Product type: Description of the product type of the protein

BioProcess: Functional categories associated with the protein using the BioProcess Functional classification

Reaction: If any, gives the reactions implying the database protein (reactions given by Rhea and MetaCyc)

Localization: Cellular localisation of the protein

maxLrap: see BLAST results

minLrap: see BLAST results

Ident%: Percentage of identity between the studied protein and the database protein
Eval: E value of the BLAST result

OrderQ: see BLAST results

OrderB: see BLAST results

BeginQ: Start of the alignment for the studied protein

EndQ: End of the alignment for the studied protein

LengthQ: Length of the studied protein

BeginB: Start of the alignment for the database protein

EndB: End of the alignment for the database protein

LengthB: Length of the database protein

PubMedId: PubMed references linked to the annotation of the protein
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2.2.9 Essential genes
This menu gives BLAST hits for the current Genomic Object against the essential gene database for genes with
“essential” status.

This dataset comes from Database of Essential Genes (DEG) . DEG hosts records of currently available essential
genomic elements, such as protein-coding genes and non-coding RNAs, among bacteria, archaea and eukaryotes.
Essential genes in a bacterium constitute a minimal genome, forming a set of functional modules, which play key
roles in the emerging field, synthetic biology. DEG database has been improved with data from Acinetobacter baylyi
ADPI1 and Neisseria meningitidis 8013, two highly curated genome in MicroScope.

Reference: Hao Luo, Yan Lin, Feng Gao, Chun-Ting Zhang and Ren Zhang, (2014) DEG 10, an update of the
Database of Essential Genes that includes both protein-coding genes and non-coding genomic elements. Nucleic
Acids Research 42, D574-D580.

How to read the result table?

* Label: Label of the protein in DEG
¢ Organism: reference organism in DEG
* Gene: Gene name of the protein in DEG

e PB id: Uniprot ID of the database protein. If you click on this Id, you can access the Uniprot profile of the
protein, giving you various informations about it

* Product: Product description of the protein in DEG

* maxLrap: see BLAST results

e minLrap: see BLAST results

* Ident%: Percentage of identity between the studied protein and the database protein
* Eval: E value of the BLAST result

¢ OrderQ: see BLAST results

* OrderB: see BLAST results

* Exp condition: Experimental condition for essential characterization

* PubMedlId: PubMed references linked to the annotation of the protein
* Source: Source of the reference data (DEG or MicroScope)

* BeginQ: Start of the alignment for the studied protein

¢ EndQ: End of the alignment for the studied protein

* LengthQ: Length of the studied protein

* BeginB: Start of the alignment for the database protein

e EndB: End of the alignment for the database protein

* LengthB: Length of the database protein

2.2.10 Genomes/Project

This section indicates the best BLAST hits for the current Genomic Object with Genomic Objects from other PkGDB
genomes that are linked to the current annotation Project.
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These other Genomic Objects having been automatically (re-)annotated using the MaGe platform, and maybe even
been manually annotated/curated by MaGe users, can serve as informative references for your own annotations.

How to read the result table?
* Label: Label of the protein. If you click on the label, you access the Gene annotation window for that Genomic
Object.

¢ Organism: Organism name. If you click on the name, you access the organism’s sequences on the NCBI
website

* Gene: Gene name of the protein

* Evidence: Status of the annotation.

¢ Gene: Gene name of the genomic object

¢ Product: Product description of the protein

e maxLrap: see BLAST results

* minLrap: see BLAST results

* Ident%: Percentage of identity between the studied protein and the database protein
¢ Eval: E value of the BLAST result

¢ OrderQ: see BLAST results

e OrderB : see BLAST results

* BeginQ: Start of the alignment for the studied protein
* EndQ: End of the alignment for the studied protein

* LengthQ: Length of the studied protein

¢ BeginB: Start of the alignment for the database protein
e EndB: End of the alignment for the database protein

* LengthB: Length of the database protein

2.2.11 MaGe/Curated annotations

This section indicates the best BLAST hits obtained with other Genomic Objects from PkGDB which have been
manually annotated/curated by other MaGe users.

How to read the result table?

MaGe/Curated annotations 1
3

. B
O Pt Brumeata °  class Begina enad [ Legma % Beging e [© Lengenn
on

mmone 26 ot pule
protein peplidesand  transpoter |~

RacTa_aorso (@Y

» Label: Label of the protein. If you click on the label, you access to the Gene annotation window
* Synteny: If you click on the magnifying glass, it opens a synton visualisation window

¢ Organism: Organism name. If you click on the name, you access to the sequences on the NCBI website
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* Gene: Gene name of the protein

* Product: Product description of the protein

» maxLrap: see BLAST results

e minLrap: see BLAST results

* Ident%: Percentage of identity between the studied protein and the database protein
* Eval: E value of the BLAST result

¢ OrderQ: see BLAST results

* OrderB: see BLAST results

* Roles: Functional categories associated with the protein using the Roles functional classification
¢ ECnumber: EC number associated with the protein, if any

¢ Localization: Cellular localisation of the protein

* BioProcess: Functional categories associated with the protein using the BioProcess functional classification
* Product type: Description of the product type of the protein

¢ PubMedId: PubMed references linked to the annotation of the protein

 Class: Confidence class of the annotation

* BeginQ: Start of the alignment for the studied protein

* EndQ: End of the alignment for the studied protein

* LengthQ: Length of the studied protein

* BeginB: Start of the alignment for the database protein

e EndB: End of the alignment for the database protein

* LengthB: Length of the database protein

2.2.12 Syntonome / Syntonome RefSeq

How to use the Syntonome / Syntonome RefSeq results?

These sections give access to the list of syntons which contain homologs to the studied gene in other organisms:
e from PKGDB for the Syntonome section

* from RefSeq for the Syntonome RefSeq section
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How to read the result table

Syntonome 1500 f 1055 totsl esus]

9O Swina 1o 00isM e Shon KB Revots . I @EE

T ey —— R

(3] 643 638 Pseudomonas aeruginosa | py kg 03091 | putative permease of ABC transporter 1 1 100 el 1 1 20 20 1 20 20
LESB58 124

© 623 620 ;ﬁi‘“ domonas aenuginosa  pavgg 309 ABC transporter permease 1 1 100 12"“ B g 1 1 230 230 1 230 230

© 621 619 Pseudomonas aeuginosa | papyey g1s60 ABC transporter permease 1 1 100 :Z“}"““' 1 1 1 20 20 1 20 20
Pseudomonas aenuginosa 1.0379%-

© 08 405 oo PA14 04080  _ putative permease of ABC transporter 1 1 100 I 1 1 1 20 20 1 20 20

© an 369 Pscudomonas aeruginosa | cess o150 | ABC transporter permease 1 1 100 iEeiEs g 1 1 20 20 1 20 20
B136-33 124
Pseudomonas aeruginosa putalive transporter subuni: pemease 1.11672e-

(2 34 4 PA21_ST1TS AOIRVIGO0S - yecS compenent of ABC superfamily transporter | ! 1o 124 ! ! ! =0 =0 ! =0 =0
Pseudomonas aenuginosa putative transporter subunit: pemease 5.128M4e-

(2 263 25 ATCC 14886 AKZDVITTO0S yecS component of ABC superfarily tansporter | ! 951 124 ! ! ! o o ! o o

(] 102 98 ';Zj“ domonas aeruginosa  pepa7 0g05 ABC transporter permease 1 1 9913 ?Z“:‘%e' 1 1 1 20 20 1 20 20
Pseudomonas aenuginosa 1.08023¢-

© 55 55 peeudomen NCGM2_0295  yecS ABC transporter permease 1 1 100 1 1 1 1 20 20 1 20 20

(Q] 7 7 Acidovorax sp. JS42 Ajs_2114 e 1 1 9957 5e-158 1 1 1 230 230 1 230 230

membrane subuit

» Synteny: If you click on the magnifying glass, it opens a synton visualisation window
* NbGeneQ: Number of genes involved in the synton in the studied genome
¢ NbGeneB: Number of genes involved in the synton in the database genome

e Organism: Organism name. If you click on the name, you can access the associated genome sequence on the
NCBI website.

» Label: Label of the database protein. If you click on the label, you can access the Gene annotation window
(Syntonome) or to the corresponding NCBI entry (Syntonome RefSeq)

* Gene: Gene name of the database protein

e Product: Product description of the database protein

* maxLrap: see BLAST results

e minLrap: see BLAST results

* ident%: Percentage of identity between the studied protein and the database protein
 Eval: E value of the BLAST result

¢ OrderQ: see BLAST results

* OrderB: see BLAST results

* BeginQ: Start of the alignment for the studied protein

* EndQ: End of the alignment for the studied protein

¢ LengthQ: Length of the studied protein

¢ BeginB: Start of the alignment for the protein of the database
* EndB: End of the alignment for the protein of the database

* LengthB: Length of the protein of the database

2.2.13 Similarities SwissProt / TrTEMBL
What is UniProt?

The Universal Protein Resource (UniProt) is a comprehensive resource for protein sequence and annotation data. The
mission of UniProt is to provide the scientific community with a comprehensive, high-quality and freely accessible
ressource of protein sequence and functional information.
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The UniProt Knowledgebase consists of two sections:

¢ Swiss-Prot which contains high quality manually annotated and non-redundant protein sequences. This
database brings together experimental results, computed features and scientific conclusions.

* TrEMBL which contains protein sequences associated with computationally generated annotation and large-
scale functional characterization that await full manual annotation.

More than 99% of the protein sequences provided by UniProtKB are derived from the translation of the coding se-
quences (CDS) which have been submitted to the public nucleic acid databases, the EMBL-Bank/GenBank/DDBJ
databases. All these sequences, as well as the related data submitted by the authors, are automatically integrated into
UniProtKB/TrEMBL.

More: http://www.uniprot.org/

Reference: UniProt Consortium. The Universal Protein Resource (UniProt) in 2010. Nucleic Acids Res. 2010
Jan;38(Database issue):D142-8

How to read SwissProt and TrEMBL results?

Pi4Es9  IPMed? 025555 045302 2626 016126 1 1 wnt2 Protein Wit Caenoihabis elegans  Bistol N2 3 101 203 1 3 360

Qazaer aneaEw o137 anm> nsaner > a avs Ghcine RNA an  Dechloomanas

e PB id: Uniprot ID of the database protein. If you click on this Id, you can access the Uniprot profile of the
protein, giving you various informations about it.

* Exp: Indicates if there is PubMed references for the database protein. If there is at least one article, the mention
“IPMed?” is written in this column.

* maxLrap: see BLAST results

e minLrap: see BLAST results

* ident%: Percentage of identity between the studied protein and the database protein
» Eval: E value of the BLAST result

¢ OrderQ: see BLAST results

* OrderB: see BLAST results

* Gene: Gene name of the database protein

* Description: Product description of the database protein

¢ EC Number: gives the EC number (if any)

» Keywords: Keywords associated to the protein function and roles
* PubMedld: References linked to the annotation of the protein

¢ Organism: Organism name. If you click on the name, you can access the associated genome sequence on the
NCBI website.

¢ Strain: Strain where the gene of the database is localized
* BeginQ: Start of the alignment for the studied protein

* EndQ: End of the alignment for the studied protein

* LengthQ: Length of the studied protein

* BeginB: Start of the alignment for the protein of the database
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* EndB: End of the alignment for the protein of the database
* LengthB: Length of the protein of the database

2.2.14 UniFIRE

UniFIRE UniRules (%]
@ Showing 110100119 results

show A Results  q

Q
UniRule " Annotation value End

Heterotetramer, composed of two GyrA and two GyrB chains. In the heterotetramer, GyrA contains the active site tyrosine that forms a transient covalent intermediate with DNA,
while GyrB binds cofactors and catalyzes ATP hydrolysis - -

UR000056593 * subunit

MF_01898  HAMAP

UR000056593 f”bce""'a' Cytoplasm

MF_01898  HAMAP
ocation - - -

UR000056593 | similarity Belongs to the type Il topoisomerase family MF_01898 | HAMAP

UR000056593 product name  DNA gyrase subunit B MF_01898  HAMAP

ProdictSECHH . o0 | 3 MF_01898  HAMAP

5
UR000056593 | PRI _ _

Few gyrases are as efficient as E.coli at forming negative supercails. Not all organisms have 2 type Il topoisomerases; in organisms with a single type Il topoisomerase this

URD00056593  miscellaneous
enzyme also has to decatenate newly replicated chromosomes

MF_01898  HAMAP

UR000056593  keyword ATP-binding _ _ MF_01898  HAMAP
UR000056593 keyword Isomerase _ _ MF_01898 HAMAP
UR000056593  keyword Cytoplasm _ _ MF_01898  HAMAP
UR000056593 keyword Nucleotide-binding MF_01898 HAMAP

What is the UniFIRE ?
UniFire (the UNIprot Functional annotation Inference Rule Engine) is a tool to apply the UniProt annotation rules.
Two set of rule are applied :

e The SAAS rules (Statistical Automatic Annotation System). This rules is generated automatic from expertly
annotated entries in UniProtKB/Swiss-Prot.(https://www.uniprot.org/help/saas)

¢ The UniRules (The Unified Rule) are devised and tested by experienced curators using experimental data from
manually annotated entries.(https://www.uniprot.org/help/unirule)

How to read UniFIRE results ?

e UniRule : Rule id
* Annotation type : Prediction type inferred
¢ Annotation value : Annotation inferred

* Begin : Start position of the predicted features

End : Enf position of the predicted features

UniRule Source : Source rule id

UniRule Method : Source rule

2.2.15 PRIAM

What is PRIAM?

PRIAM is a method for automated enzyme detection in a fully sequenced genome, based on all sequences available
in the ENZYME database (http://www.expasy.ch/enzyme/). PRIAM relies on sets of position-specific score matrices
(PSSMs) automatically tailored for each ENZYME entry. The whole Swiss-Prot database has been used to parametrise
and to assess the method.

More: http://priam.prabi.fr/
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Reference: Clotilde Claudel-Renard, Claude Chevalet, Thomas Faraut and Daniel Kahn / Enzyme-specific profiles
for genome annotation: PRIAM Nucleic Acids Research, 2003, Vol. 31, No. 22 6633-6639

How to read PRIAM EC number results?

a PRIAM EC number { 2 Result(s) ordered by Evidence )

r . - .
Ec © a <] a ident O
Evidsncs | Profils | LsngthProf | Eval
number %

DNA gyrase. ATP-gependent «1= Can introduce negative supernelcal turns into
Dha, braakage, passage double-stranded circular DMA. -I- One unit has
. e ftopoisomerase
59813  high 2 447 145 53 69 474 406 (ATP- lopoisomerase  and rejoining of _ nicking-closing activity, and another catalyzes
Fr ] Il Type Il DNA  double-stranded super- twisting and hydrolysis of ATP (¢f. EC
fopoisomerase  DNA 5.99.1.2)
DNA DA, gyrase. ATP-depandent -1- Can introduce négative Supehelcal turns into
T DNA breakage, passage double-stranded circular DNA. -1- One unit has
5.99.1.3 high 1 176 237 TB 4T0 568 2 (ATP- loposomerase and rejoining of . nicking-ciosing actiity, and another catalyzes
hydmiyrieg] Il Type Il DNA  double-stranded super- twisting and hydrolysis of ATP (cf. EC
topoisomerase  DNA 5.99.1.2)

e EC_id: EC number
* Evidence: gives the confidence level associated to the match. It can be:

— high: the match between the PRIAM profile and the sequence is very good (low E value and full
alignment).

— medium: there is only a partial alignment between the PRIAM profile and the sequence
— low: there are better results with other PRIAM profiles matching to the sequence

« profil: reference number of the PRIAM profile that matches to the sequence.

* lengthprof: Length of the PRIAM profile

 Eval: E value of the match

* Ident: Identity of the match

* begin: first position of the alignment

* end: last position of the alignment

 Imatch: length of the alignment between the sequence and the profile

* de: enzyme description

¢ an: alternative name

* ca: description of the reaction catalysed

* cf: cofactor needed for the reaction, if any

* cc: some comments about the enzymatic activity

2.2.16 Predicted MetaCyc Pathways

What are MetaCyc Pathways?

MetaCyc pathways are metabolic networks as define in the MetaCyc Database.

Caspi et al., 2010, “The MetaCyc Database of metabolic pathways and enzymes and the BioCyc collection of Path-
way/Genome Databases”, Nucleic Acids Research

The presence or absence of a MetaCyc metabolic pathway is predicted by the Pathway-tools algorithm in this organism.
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P. Karp, S. Paley, and P. Romero “The Pathway Tools Software,” Bioinformatics 18:5225-32 2002

How to read this results?

All pathways listed in this table are those predicted as present in this organism. Clicking on the name of a pathway
opens its table of reactions content.

Predicted MetaCyc Pathways !

csv | Print |

Pathway
adenine and adenosine salvage Il

adenosine nucleotides degradation Il

guanine and guanosine salvage |

guanosine nucleotides degradation Il

purine and pyrimidine metabolism

purine ribonucleosides degradation to ribose-1-phosphate
urate biosynthesis/inosine 5'-phosphate degradation

xanthine and xanthosine salvage

2.2.17 COGnitor

What is COGnitor?

COGnitor compares a sequence to the COG database by using BLASTP. Clusters of Orthologous Groups of proteins
(COGs) were established by comparing protein sequences encoded in complete genomes, representing major phylo-
genetic lineages. Each COG consists of individual proteins or groups of paralogs from at least 3 lineages and thus
corresponds to an ancient conserved domain.

More: http://www.ncbi.nlm.nih.gov/COG/
Reference:

Tatusov RL, Koonin EV, Lipman DJ. A genomic perspective on protein families. Science. 1997 Oct 24;278(5338):631-
7.

How to read COGnitor results?

[A COGnitor [l
@@  Srours o ot et T

mm“m

COG3531 Predicted protein-disulfide isomerase

The first column indicates the identifier of the COG family the protein is similar to. If you click on the identifier, a
new window will pop-up, presenting the COG’s description page on the NCBI website. The second column gives the
similarity score and the third and fourth columns give the amino acid positions between which the proteins align. The
last 2 columns indicate the general class to which the COG belongs and the function describing the COG family
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Tip: A protein is classified in a COG if it has at least 3 Best Hits with proteins classified in the same COG and being
members of 3 different clades. A protein can thus be classified in more than one COG.

2.2.18 EGGNOG

What is EGGNOG?

It uses precomputed orthologous groups and phylogenies from the eggNOG database to transfer functional information
from fine-grained orthologs only.

More: http://eggnogdb.embl.de/#/app/methods

Reference: eggNOG 4.5: a hierarchical orthology framework with improved functionalannotations for eukaryotic,
prokaryotic and viral sequences. Jaime Huerta-Cepas, Damian Szklarczyk & al. Nucl. Acids Res. (04 January 2016)
44 (D1): D286-D293.

2.2.19 FigFam

In progress

What is FigFam?

“FIGfams, a new collection of over 100 000 protein families that are the product of manual curation and close strain
comparison. Using the Subsystem approach the manual curation is carried out, ensuring a previously unattained
degree of throughput and consistency. FIGfams are based on over 950 000 manually annotated proteins and across
many hundred Bacteria and Archaea. Associated with each FIGfam is a two-tiered, rapid, accurate decision procedure
to determine family membership for new proteins. FIGfams are freely available under an open source license.” (quote
from http://www.ncbi.nlm.nih.gov/pmc/articles/PMC2777423/ )

How to read FigFam results?

FigFam [1]
’J,ri Showing 1to 1 of 1 results Show EUIEA Results Q _
FIGD46965 AraC-type DNA-binding domain-containing proteins

* FIGFAM id: ID number of the FigFam family the protein is part of
¢ FIGFAM Description: gives the description of the product of the family
¢ EC number: gives the EC number

2.2.20 PsortB

What is PsortB?

PsortB is an open-source tool for protein sub-cellular localization prediction in bacteria.

More: http://www.psort.org/
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Reference: Gardy JL et al (2005) PSORTbD v.2.0: expanded prediction of bacterial protein subcellular localization and
insights gained from comparative proteome analysis. Bioinformatics. Mar1;21(5):617-23. Epub 2004 Oct 22.

How to read PsortB results?

@@ Srowraio ol 1rests srou [ Resus o
Cytoplasmic 8.96 -

* The first column indicates the Localization predicted by PsortB.
* The second column gives the score. The score typically varies between 2 and 10.

¢ The third column indicates which option has been used for the genome: Gram positive (+) or Gram negative(-)
bacteria.

2.2.21 InterProScan

What is InterPro?

InterPro is an integrated database of predictive protein “signatures” used for the classification and automatic annotation
of proteins and genomes. InterPro classifies sequences at superfamily, family and subfamily levels, predicting the
occurrence of functional domains, repeats and important sites. InterPro adds in-depth annotation, including GO terms,
to the protein signatures.

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

Reference: Hunter S, et al. InterPro: the integrative protein signature database. Nucleic Acids Res. 2009
Jan;37(Database issue):D211-5. Epub 2008 Oct 21.

Which databases are used in InterPro?

InterPro combines a number of databases (referred to as member databases) that use different methodologies and a
varying degree of biological information on well-characterised proteins to derive protein signatures. By uniting the
member databases, InterPro capitalises on their individual strengths, producing a powerful integrated database and
diagnostic tool (InterProScan).

The member databases use a number of approaches:
* PRODOM: provider of sequence-clusters built from UniProtKB using PSI-BLAST.
¢ PROFILE (PROSITE patterns): provider of simple regular expressions.
* PROFILE and HAMAP: provide sequence matrices.

e PRINTS provider of fingerprints, which are groups of aligned, un-weighted Position Specific Sequence Matrices
(PSSMs).

e PANTHER, PIRSF, PFAM, SMART, TIGRFAMs, GENE3D and SSF (SUPERFAMILY): providers of hidden
Markov models (HMMs).

e CDD Conserved Domains and Protein Classification

» SFLD A hierarchical classification of enzymes that relates specific sequence-structure features to specific chem-
ical capabilities
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Diagnostically, these resources have different areas of optimum application owing to the different underlying analysis
methods. In terms of family coverage, the protein signature databases are similar in size but differ in content. While
all of the methods share a common interest in protein sequence classification, some focus on divergent domains (e.g.,
Pfam), some focus on functional sites (e.g., PROSITE), and others focus on families, specialising in hierarchical defi-
nitions from superfamily down to subfamily levels in order to pin-point specific functions (e.g., PRINTS). TIGRFAMs
focus on building HMMs for functionally equivalent proteins and PIRSF always produces HMMs over the full length
of a protein and have protein length restrictions to gather family members. HAMAP profiles are manually created by
expert curators they identify proteins that are part of well-conserved bacterial, archaeal and plastid-encoded proteins
families or subfamilies. PANTHER build HMMs based on the divergence of function within families. SUPERFAM-
ILY and Gene3D are based on structure using the SCOP and CATH superfamilies, respectively, as a basis for building
HMMs.

How to read InterProScan results?

InterProScan [l

@® Showingto3of Iresuts show [iMEIResuts Q _
R A o S S S
|PRO23163  Gene3D  G3DSA:1.10.472.60 no description 7.56-29 ::r’\:'l:d'su‘ph'de (e, G

IPRO12336  superfamily SSF52833 Thioredoxin-like 4 21 261000000000000003& Thioredoxin-like fold _

IPROD1853  HMMPfam  PF01323 DSBA 10 187 0.0000044 DSBA-like thioredoxin domain Molecular Function: protein disufice oxidoreductase activity

(60:0015035)

* IP id: Identifier of the InterPro family. Click on it to access to the full description of the InterPro entry.
* Method: Method used in obtaining the result. It corresponds to one of the member databases.

¢ Method id: Identifier of the member database family that generated the result. Click on it to access to the full
description of the family.

* Method description: Generic name associated with the InterPro family description
* Begin: Begin of the match on the sequence

¢ End: End of the match on the sequence

* Eval: E value

¢ IP description: Description of the InterPro family

¢ IP GO: Gene Ontology terms associated with the InterPro family

2.2.22 SignalP
What is SignalP?

SignalP (version 4.1) predicts the presence and location of signal peptide cleavage sites in amino acid sequences from
different organisms: Gram-positive prokaryotes, Gram-negative prokaryotes, and eukaryotes. The method incorpo-
rates a prediction of cleavage sites and a signal peptide/non-signal peptide prediction based on a combination of several
artificial neural networks and hidden Markov models.

Reference:

SignalP 4.0: discriminating signal peptides from transmembrane regions. Thomas Nordahl Petersen, Sgren Brunak,
Gunnar von Heijne & Henrik Nielsen. Nature Methods, 8:785-786, 2011.
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How to read SignalP results?

signalP []
$," Showing 1 to 1 of 1 results Show ETBEE Results Q _
gram- 0.718 19 18

* The first column indicates the type of bacteria (Gram positive or Gram negative).

* The second column gives the estimated probability (number between 0 and 1) that the sequence contains a signal
peptide.

* The last 2 columns indicate the positions between which the cleavage is supposed to occur.

Tip: A signal peptide has a average size of 30 aa.

2.2.23 TMhmm
What is TMhmm?

TMHMM (version 2.0c) is a program for the prediction of transmembrane helices based on a hidden Markov model.
The program reads a fasta-formatted protein sequence and predicts locations of transmembrane, intracellular and
extracellular regions.

More: http://www.cbs.dtu.dk/servicessy TMHMM/
References:

Sonnhammer, E., et al. (1998) A hidden Markov model for predicting transmembrane helices in protein sequences.
Proc. ISMB, 6, 175-182.

Krogh, A., et al. (2001) Prediction transmembrane protein topology with a hidden markov model: application to
complete genomes. J. Mol. Biol., 305, 567-580

How to read TMhmm results?

TMhmm [1]

@(Q Showing 11010 of 11 results show [ Resus o [

g Position

inside 1 19
TMhelix 20 39
outside 40 271
TMhelix 272 204
inside 295 300
TMhelix 301 323
outside 324 326
TMhelix 327 349
inside 350 360
TMhelix 361 383

‘Jo Showing 1 to 10 of 11 results
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The table of results indicates the begin and end positions of detected alpha-helices for the protein sequence. It also
gives the location (inside/outside) of the fragments in between the helices.

Tip: As protein can be called « membranar » if it contains more than 3 alpha-helices.

2.2.24 AntiSMASH
What is antiSMASH?

antiSMASH allows the rapid genome-wide identification, annotation and analysis of secondary metabolite biosyn-
thesis gene clusters in bacterial and fungal genomes. It integrates and cross-links with a large number of in silico
secondary metabolite analysis tools that have been published earlier.

More: http://antismash.secondarymetabolites.org/
References:

Tilmann W, et al. (2015) antiSMASH 3.0 - a comprehensive resource for the genome mining of biosynthetic gene
clusters Nucleic Acids Research. Jul 1;43(W1):W237-43.

Blin K., et al. (2013) antiSMASH 2.0 — a versatile platform for genome mining of secondary metabolite producers.
Nucleic Acids Research. Jul;41(Web Server issue):W204-12

Medema M.H., et al. (2011) antiSMASH: Rapid identification, annotation and analysis of secondary metabolite
biosynthesis gene clusters.Nucleic Acids Research. Jul;39(Web Server issue):W339-46.

What type of secondary metabolites can antiSMASH 3.0.5 predict?

* NRPS/PKS type metabolites: Polyketide synthases (Type I PKS, Trans-AT type I PKS, Type II PKS, Type III
PKS, other PKS), Non-ribosomal peptide synthetase

* Ribosomal encoded metabolite: Terpene, Lantipeptides, Bacteriocin (bacteriocin or other unspecified riboso-
mally synthesised and post-translationally modified peptide product (RiPP) cluster), Beta-lactams, Aminogly-
cosides, Aminocoumarins, Siderophores, Ectoines, Butyrolactones, Indoles, Nucleosides, Phosphoglycolipids,
Melanins, Oligosaccharide, Furan, Homoserine lactone, Thiopeptide, Phenazine, Phosphonate, arylpolyene, re-
sorcinol, ladderane, PUFA, linaridin, cyanobactin, glycocin, lassopeptide, sactipeptide, bottromycin, microcin,
microviridin, proteusin, blactam, amglyccycl

* Other: Cluster containing a secondary metabolite-related protein that does not fit into any other category

How to read antiSMASH 3.0.5 results?

AntiSMASH results are presented into 2 separate datasets: antiSMASH annotation and antiSMASH domains.

The antiSMASH annotation dataset:
antiSMASH Annotation (7]

& Showing 11o 1 of 1 results show [EEIIEN Resuits q _
1 arylpolyene APE_KS1 (E-value: 2.3e-192, bitscore: 636.9, seeds: 15)

* cluster: antiSMASH cluster number. By clicking on the number, you can access to the AntiSMASH cluster
visualisation window.

» antiSMASH annotation: gene annotation proposed by the tool
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* domains detected: predicted domains, if any.

The antiSMASH domains dataset:

antiSMA SH domains [7]

@@ Showing 1107 of 7 results Sm Resuis Q _
AMP-binding NRPS 288 4118 6.1e-126  ser (NRPSPredictor2 SVM), ser (Stachelhaus code), ser (Minowa), ser (consensus)
PCP NRPS 779 844 745 1.4e-23

* Type: domain type

* Subtype: protein type proposed by antiSMASH
* Begin: begin of the match on the sequence

* End: end of the match on the sequence

¢ Score: BLAST score

e E-value: BLAST E-value

How can | visualize the clusters predicted by antiSMASH?

You can access to the AntiSMASH cluster visualization window by clicking on the number indicated in the Cluster
field of the antiSMASH annotation table. This window allows you to visualize the full antiSMASH cluster prediction
and its genomic context.

2.2.25 LipoP
What is LipoP?

LipoP is a method to predict lipoprotein signal peptide. It is based on Hidden Markov Model (HMM) which dis-
criminate lipoproteins (SPasell-cleaved proteins), SPasel-cleaved proteins, cytoplasmic proteins and transmembrane
proteins. Although LipoP1.0 has been trained on sequences from Gram-negative bacteria only, the following paper
(Methods for the bioinformatic identification of bacterial lipoproteins encoded in the genomes of Gram-positive bacte-
ria; O. Rahman, S. P. Cummings, D. J. Harrington and I. C. Sutcliffe; World Journal of Microbiology and Biotechnol-
ogy 24(11):2377-2382 (2008)) reports that it has good performance on sequences from Gram-positive bacteria also.
Citation: Prediction of lipoprotein signal peptides in Gram-negative bacteria. A. S. Juncker, H. Willenbrock, G. von
Heijne, H. Nielsen, S. Brunak and A. Krogh. Protein Sci. 12(8):1652-62, 2003

How to read LipoP results:

LipoP [1]

@@ Snowing 1101 0f1 resuits showfEIRE resurs < |

““““

18.4862 8.4611

Type: type of the signal peptide (SPI or SPII) Score: detection score Margin: difference between the best and the
second best score. Pos1 and Pos2 indicate the positions between which the cleavage is supposed to occur

2.2.26 dbCAN
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What is dbCAN?

dbCAN is a method for the automated detection of carbohydrate active enzyme classified in the CAZy database which
describe the families of structurally-related catalytic and carbohydrate-binding modules (or functional domains) of
enzymes that degrade, modify, or create glycosidic bonds. dbCAN propose an Hidden Markov Model (HMM) for
each CAZy family. Citations: Yin Y*, Mao X*, Yang JC, Chen X, Mao F and Xu Y, dbCAN: a web resource for
automated carbohydrate-active enzyme annotation, Nucleic Acids Res. 2012

How to read dbCAN results:

DBcan [1!
@@ Showing 1101 of resuls show IIEA Resurs | EEER
e T e
GH23 1.6e-33 0.807407

CAZy_fam: name of the CAZy family (linked to the corresponding CAZy’s family web page). BeginB: position, on
the HMM, of the beginning of the alignment between the sequence and the HMM. EndB: position, on the HMM, of
the end of the alignment between the sequence and the HMM. LengthB: Length of the HMM. BeginQ: position, on
the sequence, of the beginning of the alignment between the sequence and the HMM EndQ: position, on the sequence,
of the end of the alignment between the sequence and the HMM LengthQ: length of the sequence Eval: Evalues of
the alignment Coverage: Coverage of the HMM coverage= (endB-beginB)/lengthB. It gives an indication about how
complete the module is.

2.2.27 Resistome

What is CARD?

The CARD is a rigorously curated collection of known resistance determinants and associated antibiotics, organized
by the Antibiotic Resistance Ontology (ARO) and AntiMicrobial Resistance (AMR) gene detection models.

We compare MicroScope gene against CARD using RGI:

Resistance Gene Identifier (RGI) integrates ARO, bioinformatics models and molecular reference sequence data to
broadly analyze antibiotic resistance at the genome level. This software use different models (CARD Proteins Ho-
mologs, CARD Proteins Variants ...) to detect the AMR.

Citations:

McArthur et al. 2013. The Comprehensive Antibiotic Resistance Database. Antimicrobial Agents and Chemotherapy,
57, 3348-3357. [PMID 23650175]

Jia et al. 2016. CARD 2017: expansion and model-centric curation of the comprehensive antibiotic resistance
database. Nucleic Acid Research. [PMID 27789705]

How to read CARD results:

[ CARD Homologs @21

50 T o E—

ARO:0000051 tetracycline
ARO:3000188:trimethoprim
ARO:3000103:aminocoumarin
antibiotic ARO:3000772:AdelJK
ARO:3000169:rifampin ARO:3000159-¢fflux

Acinetobacter AdeJ is a RND efflux protein that acts as the inner membrane transporter of the AdelJK eflux  ARO:3000007-beta-lactam pump conferring

- baumanni complex. It has 57% identity with E. coli Acr. /ARO:0000001:fluoroquinolone  antibiotic resistance
ARO:0000017:lincosamide ARO:0010000:antibiotic
/ARO:3000385:chloramphenicol  efflux
ARO:0000000:macrolide
ARQ:3000050:tetracycline
derivative

ARO:3000781 | Strict 1964.5 0 88.763 adeJ 18086852
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CARD Variants [l
9® Swowing1to 1 of resiits show IR Resurs < | BEER

ARO id CARD Name CAH] CAR,D CRHD CARD Description PubMedid
Synonyms | Organism snp

ARO3000762 pefloxacin
ARO:3000666"sparfloxacin
ARO3000665 grepafioxacin
ARO:3000664: trovafloxacin
ARO:3000663:ofloxacin

ARO:3000662:norfloxacin ST

16584301
Mycobacterium tuberculosis gyrA Mycobacterium Point mutation of Mycobacterium tuberculosis gyrA resutted | ~R-0000861:nalidixic acid | xp e 50665 1 mutation 17015625,

ARO:3003295  Srict 689.108 0 420872 conferring resistance to _ tuberculosis  S95T in the lowered affinty between fluoroquinolones and gyrA. | <o-o000860-lomefloxacin oo g anibiotic 17035499,

fluoroquinolones Ha7Rv Thus, conferring resistance. AR IVEERAT D resistance 17434825,
'ARO:0000074: moxifloxacin 19687244,

ARO:0000071:levofloxacin

ARO:0000036:ciprofloxacin 21300859
ARO:0000023:enoxacin

ARO:3000103:aminocoumarin

antibiotic

ARO:0000001:fluoroquinolone

* ARO id: ARO number with a link on CARD website

* Hit Type: Perfect, Strict or Loose

* Score: Blast bitscore

* Eval: Blast e-value

* Ident: Blast aa identity %

* CARD Name: name of the protein/gene in CARD

e CARD Synonyms: synonym names

* CARD family: family of the protein/gene in CARD

* CARD Organism: organism of the reference sequence

* CARD SNP: predicted SNPs confering the resistance (mutation is included in the detection model)
* CARD Description: description of the protein/gene in CARD

* Mechanisms class: class of mechanism involved in Antibiotic Resistance
¢ Mechanisms: mechanism involved in Antibiotic Resistance

* Resistance to: antibiotic terms related to the resistance

e PubMedlId: related publications

You can access to the CARD Result page by clicking on Resistome tab in the Comparative Genomics menu.

2.2.28 Virulome

What is VirulenceDB?

VirulenceDB is a virulence genes database build using three sets of data:

* The core dataset from VFDB (setA), which is composed of genes associated with experimentally verified viru-
lence factors (VFs) for 53 bacterial species

» The VirulenceFinder dataset which includes virulence genes for Listeria, Staphylococcus aureus, Escherichia
coli/Shigella and Enterococcus

* A manually curated dataset of reference virulence genes for Escherichia coli (Coli_Ref).

The original virulence factors classification from VFDB has been hierarchically attributed to each gene as frequently
as possible, in order to provide a functional interpretation of your results. New virulence factors have also been added
to VirulenceFinder and Coli_Ref database to describe as best as possible the gene functions.
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Know more about VFDB

Know more about VirulenceFinder

References:

Chen LH, Zheng DD, Liu B, Yang J and Jin Q, 2016. VFDB 2016: hierarchical and refined dataset for big data
analysis-10 years on. Nucleic Acids Res. 44(Database issue):D694-D697.

Joensen KG, Scheutz F, Lund O, Hasman H, Kaas RS, Nielsen EM, Aarestrup FM. J. Clin. Real-time whole-genome

sequencing for routine typing, surveillance, and outbreak detection of verotoxigenic Escherichia coli. Micobiol. 2014.
52(5): 1501-1510.

How to read the table of results?

» Label / Gene / Product : Label, name of the gene and its product predicted by the Microscope platform

* Virulence gene description : Vir Organism, Vir Gene, VF name, VF classes, VF pathotypes, VF structure, VF
function, VF characteristic, VF mechanism

* Result interpretation: Score from Blast, E-value, orderQ (rank of the BLAST hit for the protein of the query
genome) and orderB (rank of the BLAST hit for the protein of the virulence database).

Additional information on VF classes:
They are divided into 4 main classes as proposed by VFDB:
* Offensive virulence factors
* Defensive virulence factors
* Nonspecific virulence factors
* Regulation of virulence-associated genes

A gene can be involved in many classes. For example, the gene kpsE (Capsule polysaccharide export inner-membrane
protein KpsE) from E. coli can act both as an offensive virulence factor and a defensive virulence factor.

So the VF classes corresponding is “Offensive virulence factors, Invasion, Defensive virulence factors, Antiphagocy-
tosis“ which correspond to :

1. Offensive virulence factors
1.1 Invasion

2. Defensive virulence factors
2.1 Antiphagocytosis

You can access to the Virulence Result page by clicking on Virulome tab in the Comparative Genomics menu.
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2.2.29 IntegronFinder

What is IntegronFinder?

IntegronFinder is a tool that detects integrons in DNA sequences with high accuracy. It is accurate because it combines
the use of HMM profiles for the dectection of essential protein, the site-specific integron integrase, and the use of
Covariance Models for the detection of the recombination site, the attC site. This tool also annotates gene casettes
however we use our own annotations to make it run. IntegronFinder distinguishes 3 types of elements:

* Complete integron: integron including an integrase and at least one attC site
* In0 element: integron integrase only, without any attC site nearby

¢ CALIN element: The clusters of attC sites lacking integron-integrases (CALIN) are composed of at least two
attC sites

Know more about IntegronFinder

Reference: Cury J. et al. 2016. Identification and analysis of integrons and cassette arrays in bacterial genomes
Nucleic Acids Research ; [PMID 27130947]

How to read the results?

The IntegronFinder dataset appears if the genomic object correspond to an integron integrase. The table shows :
* Integron id: Id number of the integron to which belongs the integrase
¢ Integron begin / Integron end: position of the integron on the replicon
* Integron type: complete, CALIN or In0

* Eval: Evalue of the match with the HMM integrase

IntegronFinder ["]

s‘ Showing 1 to 1 of 1 results Show Results Q _ @ B
I S S N S I N
4 1824701 1862832 complete 9.9e-27

How to explore Integron clusters?

The IntegronFinder cluster visualization window can be accessed by clicking on the cluster number in the Integron Id
field. This window allows you to access to a detailled description of the integron structure.

2.2.30 MacSyFinder

What is MacSyFinder?

Macromolecular System Finder (MacSyFinder) provides a flexible framework to model the properties of molecular
systems (cellular machinery or pathway) including their components, evolutionary associations with other systems and
genetic architecture. Modelled features also include functional analogs, and the multiple uses of a same component
by different systems. Models are used to search for molecular systems in complete genomes or in unstructured data
like metagenomes. The components of the systems are searched by sequence similarity using Hidden Markov model
(HMM) protein profiles. The assignment of hits to a given system is decided based on compliance with the content
and organization of the system model.

Know more about MacSyFinder
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Reference:

Abby SS, et al. 2014. MacSyFinder: a program to mine genomes for molecular systems with an application to
CRISPR-Cas systems, PLoS ONE 2014;9(10):e110726 ; [PMID 25330359]

How to read the results?
The MacSyfinder dataset appears if the genomic object correspond to a macromolecular system predicted by Mac-
SyFinder The table shows :
 System id: Id number of the macromolecular system to which belongs the gene
* Mandatory present:
* Begin/End:
* Gene status:
¢ MacSy label: label proposed by MacSyFinder
¢ Eval: Evalue of the match
* Query coverage: coverage of the match on the query sequence
¢ Subject coverage: coverage of the match with MacSyfinder model

* Begin match / End match: position of the match on the query sequence

[@ MacSyFinder [
P Showing 1 to 1 of 1 results Show (E[EY Results EE B

Mandatory present Begin Query Subject Begin
coverage coverage match

T4P_pilT_pilU, T4P_pilP, T4P_pilQ, T4P_pilAE,
T4P_1 T4P_pilB, T4P_pilC, T4P_pill_pilV, T4P_pilN, T4P_pilO, 241503 3972842 mandatory  T4P_pilT_pilU 3.1e-162 0.962319
T4P_pilM

How to explore a Macromolecular System?

The MacSyFinder System visualization window can be accessed by clicking on any cluster number in the System Id
field. This window allows you to access to a detailled description of a selected Macromolecular System.

2.3 Identical gene names

Provides a list of genes which share identical names in a same replicon.

2.4 Overlapping CDSs

This tool compute the list of CDSs which ovelap, in their 5° extremity, with the following CDS. Sorted by the length
of the overlaps (in bp), this list is useful to remove artefactual CDS (false positive) and/or to correct translational start
codon position.

2.5 EC number Update

This interface gives the EC numbers correspondences between updates of Enzyme Commission numbers, and genes
annotations in a selected replicon.
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2.6 Annotation Summary

Provides a general statistical overview of genes annotations through a distribution between Product Types, Cellular
Localizations or Evidence Classes in a same replicon.

Annotation Summary
Acinetobacter baylyi ADP1 - chromosome ACIAD.1

Expert annotation summary:

Classifications of the 3307 MaGe validated CDSs (without artefactual genes)
3307 MaGe validated CDSs on 3307 total CDS (100 %)

Product type:
1276 38.55 %
1074 32.48 %
334 1010 %
109 3.30%
103 3I11%
81  245%

3

0.09 %

cp : cell process

Cellular localization:

§ : Outer membrane-associated [ 027 %

60 1.81%

6 : Inner membrane-associated [K] 0.39 %

224 BTT %
10 : Secreted 3 0.09 %

1: Unknown 1920 58.06 %

Evidence class:
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1a : Function from experimental evidences in the studied strain 185 559 %
1b : Function from experimental evidences in the studied species 2 0.06 %
1c : Function from experimental evidences in the studied genus 19 057 %
2a : Function from experimental evidences in other organisms 972 2939 %
2b : Function from indirect experimental evidences (e.g. phenotypes) [ENERCRIE
3 : Putative function from multiple computational evidences 973 2942 %
4 : Unknown function but conserved in other organisms 739 2235 %

5 : Unknown function 306 925 %

Current annotation summary:

Classifications of the 3307 MaGe CDSs (CDS automatic and validated without artefactual genes)

Product type:
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Cellular localization:

8 : Outer membrane-associated [ 0.27 %

7 : Quter membrane protein B0 181 %

6 : Inner membrane-associated (K] 0.39 %

10 : Secreted 3 0.09 %

1 : Unknown 1920 58.06 %
Evidence class:

: Function from experimental evidences in the studied strain 150 4.54 %
: Function from experimental evidences in the studied species 2 0.06 %
: Function from experimental evidences in the studied genus 19 0567 %
: Function from experimental evidences in other organisms 955 28.88 %
: Function from indirect experimental evidences (e.g. phenotypes) IR
3 : Putative function from multiple computational evidences 971  29.36 %

4 : Unknown function but conserved in other organisms 782 2365 %

2.7 Annotation Mapping

Only available for users having an account on MicroScope.

Provides label (i.e, locus_tag) correspondences between a new version of the genome being annotated/analysed (pro-
gression of the sequencing step) and the old one(s).

2.7.1 Report Methods

At the moment the report is performed with these objects:

* CDS
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» fCDS

¢ tRNA

¢ rRNA

e misc_ RNA
e tmRNA

* ncRNA

* IS

¢ misc_feature
* promoter

In order to report the annotation from the previous version of the sequence to the updated one, we perform several
BLAST analyses:

genes predictions

BLASTp
Previous genes No hit

Vs tBLASTn
Current genes Previous genes
Vs
Current replicon

Several perfect hits

No hit

Identity = 100 and
length hit = length object

Create CDS

Overlapping hit

Clean Label

CDS mapping:

* 1- We use BLASTp between all the CDS automatically found in both sequences by the MicroScope annotation
pipeline. We make a correspondence using the filter (pos>=100 and Irap=1) for the genes with the same length
(AA) with Bidirectional Best Hits.

e 2- We perform a tBLASTn using genes which have been validated (annotated) or manually created by the user
on the previous version of the sequence (if these genes have not passed the first BLAST filter) on the new
sequence. We make a correspondence using the filter (pos>=100) for the genes with the same length (nucleic).
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RNA predictions

— Change size

Artificially enlarge Object too

small object for close to
BLASTn better specificity contig edge
Previous RNA validated no hit
Vs
Current RNA BLASTn
All Object validated _
Vs
Currentreplicon  N°hit
Adjust to
Identity =100 and Re-change size original size
length hit = length object

Create Object

Overlapping hit

Clean Label

Other Object mapping: All other object types (tRNA, rRNA, misc_RNA, tmRNA, ncRNA, IS, misc_feature, pro-
moter) are computed using BLASTn.

¢ 1- We use BLASTn between all the validated (annotated) RNAs in the previous version of the sequence and
all the MicroScope predicted RNA on the new sequence version. We make a correspondence using the filter
(pos>=100 and lrap=1).

e 2- An another BLASTn is performed using the IS, misc_feature, promoter and RNA validated in the previous
sequence (the RNA with no hit during the last BLAST) against the current sequence. We artificially increase the
object size to have a better specificity, and we make a correspondence using the filter (pos>=100 and Irap=1) on
the enlarge version.

2.7.2 Manually report

In few cases, the correspondences may not have been established automatically between the previous and the current
version.

It can be caused by several types of issues when we try to make the correspondences:

* Ambiguous mapping: Two (or more) genes/objects have the same stop codon but the identity between them is
not good enough to report the annotation (the start codon is different). You have to check if the genes/objects
are the same and decide to report the annotation or not, adjust the start or not . ..
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multiple mapping on object: Several objects on the old sequence matched the same genomic object on the new
sequence. It happens if the objects are identical (same best BLAST possible match), you then have to chose
which annotation to transfer to the object on the new sequence (most of the time, it correspond to duplicate
genes on the previous sequence ie: transposase).

Multiple mapping on position: Several objects on the old sequence matched the same coordinates on the new
sequence (with no object predicted on these coordinates on the new sequence). If needed, you have to create the
object on the new sequence then copy the annotation you wish to transfer. . .

Area too fragmented: The considered objects are too close to contig edges to perform the BLAST analysis
with enough specificity.

No mapping: no significant hit on the new sequence.

In order to solve these cases, you have to manually check these CDS/objects using specific informations given in the
different results tables and the gene information window.
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CHAPTER 3

Genomic Tools

3.1 Genome Overview

This page provide multiple data about your organism:
« Starting with general data (Gram, Taxonomy, genome length ...).

* Then some CheckM analysis results are displayed, to assess the quality of microbial genomes regarding con-
tamination/completion.

Parks DH, Imelfort M, Skennerton CT, Hugenholtz P, Tyson GW. 2015. CheckM: assessing the quality of microbial
genomes recovered from isolates, single cells, and metagenomes. Genome Research, 25: 1043—-1055.

* And some general statistical data about a replicon, such as: Length, GC%, Ribosomal RNAs, tRNAs types,
Annotations Status, Average CDS length, Repeated regions, Average intergenic length , Protein coding density,
Scaffolds/Contigs numbers, etc.
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Genome overview
Acinetobacter baylyi ADP1

Organism Information:

* Gram: -

« Taxonomy Bacteria > Pr ia> ia > > > >
+ Assembly information- MAGE_000000031.1

« Total number of CDS ( without artefacts ) = 3307

« Total organism length = 3598621 bases

sp. ADP1

CheckM analysis:

Analysis done using 88 genomes and 688 lineage-specific markers:
 checkM Assignation: Moraxellaceae
+ checkM Completeness: 100 % ( 0 markers are missing and 0 markers are duplicate )
« checkM Contamination: 0 %

Replicon(s) Informatio

Showing 110 1 of 11¢ s Show [EIVEER Re sults

Average | Average " -
Se Undetermined Conti Scaffold Protein | Nosferatu
Replicon q 4 cos intergenic Pseudogene | Artefact | Finished | Curated | inProgress | chkSeq | chkStart
ength bases b nb coding | Repeated
length length
density | Regions

;rgzn[w)oﬂsome 3508621 0O 4042 0 3307 962 49 134.72 8738 290 3089 16

Complementary Information:

@® Showing 110101 resutts show Y Resuts _

chromosome ACIAD 1 3414 No previous version No contig/scaffold

Genomic Object(s) Information:

@® Showing 1o 1011 resutis swow EEIEAResus o [

chromosome ACIAD 1 3414 3285

Ribosomal RNA:
238 | 58

7 7 7

20 tRNA types:

I T e T T T T
8 6 4 3 1 5 5 4 1
7 6 2 6 2 2 4 3 2

1 4

3.2 Circular Genome View

3.2.1 How to use the Circular Genome View?

This tool is based on CGView (see What is Circular Genome View?).

When you select the Circular Genome View functionality you obtain a global circular map of the selected sequence.
Circles display (from the outside):

1. Gene GC percent deviation (gene GC% - genome mean GC%).

2. Predicted CDSs transcribed in the clockwise direction.

3. Predicted CDSs transcribed in the counterclockwise direction.

4. Gene GC skew (G-C/G+C).

5. rRNA (blue), tRNA (green), misc_RNA (orange), transposable elements (chocolate) and pseudogenes (yellow).
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Genes displayed in (2) and (3) are color-coded according different categories:
¢ red and blue, MaGe validated annotations ;
» orange: MicroScope automatic annotation with a reference genome ;

e purple: Primary / Automatic annotations.

3.3 Tandem Duplications

This functionality provides the list of Genomic regions containing tandem duplications of protein coding genes. Tan-
dem duplicated genes have an identity >= 35% with a minLRap>=0.8 and are separated by a maximum of 5 consecutive
genes.

3.3.1 How to read the result table?

Genomic Regions [57]

@ Showing 11010087 results show [llEA resuts o | &= =

[7] [] (7] [*]

PSEAE_0044 | conserved protein of unknown function
@ 24121 26447 3 >PSEAE_D045 | conserved protein of unknown function
=PSEAE_0049 | transposase

PADODG1 | hypothetical protein
@ TREEE Tl 2 >PADOGZ | hypothetical protein

—i Bannadt Ivar1 11

Move to: Centers the genomic map on the selected genomic region

* Begin: begin position of the genomic region

¢ End: end position of the genomic region

e Gene number: number of tandem duplicated genes contained in the genomic region

* Genes: description of the tandem duplicated genes with their label, gene name and product description

3.4 COG Automatic Classification

This tool computes the statistic distribution of the protein coding genes of the selected genome within the COG (Clus-
ters of Orthologous Groups) functional categories. These values are computed using the automatic results obtained
with the COGNiTOR software.

3.3. Tandem Duplications 81
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>
COG Automatic Classification
Acinetobacter baylyi ADP1 - chromosome ACIAD
81.92 % of the CDSs are classified in at least one COG group (2709 CDSs / 3307) [
° ‘Showing 1 fo 10 of 22 resulis show KRR Results a _ BEE
T Y S N N

CELLULAR PROCESSES AND SIGNALING D Cell cycle control, cell division, chromosome partitioning 1.0281 %
CELLULAR PROCESSES AND SIGNALING M Cell wallmembrane/envelope biogenesis 188 5.6849 %
CELLULAR PROCESSES AND SIGNALING N Cell motility 45 1.3607 %
CELLULAR PROCESSES AND SIGNALING Q Posttranslational modification, protein turnover, chaperones 17 3.5379 %
CELLULAR PROCESSES AND SIGNALING T Signal transduction mechanisms 108 3.2658 %
CELLULAR PROCESSES AND SIGNALING u Intracellular trafficking, secretion, and vesicular transport 94 28425 %
CELLULAR PROCESSES AND SIGNALING v Defense mechanisms 38 1.1491 %
CELLULAR PROCESSES AND SIGNALING w Extracellular structures 1 0.0302 %
INFORMATION STORAGE AND PROCESSING A RNA processing and modification 1 0.0302 %
INFORMATION STORAGE AND PROCESSING J Translation, ribosomal structure and biogenesis 174 5.2616 %

Showing 1 fo 10 of 22 resulis

More: http://www.ncbi.nlm.nih.gov/COG/

Reference: Tatusov RL, Koonin EV, Lipman DJ. A genomic perspective on protein families. Science. 1997 Oct
24;278(5338):631-7.

3.5 EGGNOG Automatic Classification

3.5.1 EGGNOGDB

The initial step in the EggNOG pipeline is the clustering of the 9.6 million proteins from 2031 genomes. Homology
comparisons are executed by the SIMAP initiative and processed by the EggNOG orthology prediction pipeline.

Orthologous groups are automatically generated by dividing species space into ‘core’ species, which are central for
defining orthologous groups using the strict triangular criterion, and ‘periphery’ species.

More: http://eggnogdb.embl.de/#/app/methods

Reference: eggNOG 4.5: a hierarchical orthology framework with improved functionalannotations for eukaryotic,
prokaryotic and viral sequences. Jaime Huerta-Cepas, Damian Szklarczyk & al. Nucl. Acids Res. (04 January 2016)
44 (D1): D286-D293.

3.5.2 eggNOG-mapper

Eggnog-mapper is a tool for fast functional annotation of novel sequences. It uses precomputed orthologous groups and
phylogenies from the eggNOG database to transfer functional information from fine-grained orthologs only. Common
uses of eggNOG-mapper include the annotation of novel genomes, transcriptomes or even metagenomic gene catalogs.

The use of orthology predictions for functional annotation permits a higher precision than traditional homology
searches (i.e. BLAST searches), as it avoids transferring annotations from close paralogs (duplicate genes with a
higher chance of being involved in functional divergence).

We run eggnog-mapper using EGGNOGDB and diamond for the alignement.
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eggNOG version 4.5.1
eggNOG-mapper version 1.0.3

79.40 % of the CDSs are classified in at least one EGGNOG group (6159 CDSs / 7757) 2l

9O Snowing 11010 0121 resuts show [ Resutts o _
I y— Cellcycle control, cell division, chromosome g .
partitioning
CELLULAR PROCESSES AND SIGNALING M Cell wallmembrane/envelope biogenesis 260 33518 %
CELLULAR PROCESSES AND SIGNALING N Cell motiity 62 07993 %
P ——— Postiransiational modification, protein fumover, —
chaperones
CELLULAR PROCESSES AND SIGNALING T Signal transduction mechanisms 307 39577 %
CELLULAR PROCESSES AND SIGNALING U Intracellular trafficking. secretion. and vesicular 114 1.4696 %
transport
CELLULAR PROCESSES AND SIGNALING  V Defense mechanisms ) 11602 %
CELLULAR PROCESSES AND SIGNALING W Extracellular structures 1 0.0129%
INFORMATION STORAGE AND .
PROCESSING B Chromatin structure and dynamics 2 0.0258 %
INFORMATION STORAGE AND
J Translation, ribosomal structure and biogenesis 177 22818%

PROCESSING

@@ Showing 11010 021 resulis

More: https://github.com/jhcepas/eggnog-mapper/wiki

Reference: Fast genome-wide functional annotation through orthology assignment by eggNOG-mapper. Jaime
Huerta-Cepas, Damian Szklarczyk, Lars Juhl Jensen, Christian von Mering and Peer Bork. Submitted (2016).

3.6 Minimal Gene Set

The Minimal Gene Set is composed of 206 protein coding genes which include well conserved housekeeping genes
for basic metabolism and macromolecular synthesis, many of which are essential genes. This dataset is based on the
publication of Gil et al. (2004) which aim was to determine the core of a minimal bacterial gene set.

This functionality propose a list of homologs to the 206 genes defined by Gil et al. classified into 5 main categories:
(1) Information storage and processing, (2) Protein processsing, folding and secretion, (3) Cellular processes, (4)
Energetic and intermediary metabolism, (5) Poorly catacterized.

For each candidate gene is indicated:
* the number of genes from RefSeq organisms sharing a BBH relationship
* the number of synteny groups from RefSeq organisms sharing a homology relationship

To find the homologs, the tool analyses the similarity results between the genes of each organism and the set of 206
genes from 7 genomes (Escherichia coli K12, Bacillus subtilis 168, Candidatus Blochmania floridanus, Buchnera
aphidicola APS, Buchnera aphidicola Bp, Buchnera aphidicola Sg and Mycoplasma genitalium G37). The candidate
genes have to fill one of the 2 following conditions:

* share a BBH relationship with a minLRap >0.5

* belong to a synteny group
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Minimal Gene Set
Acinetobacter baylyi ADP1 - chromosome ACIAD

INFORMATION STORAGE AND PROCESSING / 1.1. DNA metabolism / 1.1.1. Basic replication machinery [l

INFORMATION STORAGE AND PROCESSING / 1.1. DNA metabolism / 1.1.2. DNA repair, restriction, and modification [

INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.1. Basic transcription machinery [

INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.2. Translation / 1.2.2.1. Aminoacyl-tRNA synthesis [21

INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.2. Translation / 1.2.2.2. tRNA maturation and modification [
INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.2. Translation / 1.2.2.3. Ribosomal proteins 50

INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.2. Translation / 1.2.2.4. Ribosome function, maturation and modification [
INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.2. Translation / 1.2.2.5. Translation factors [

INFORMATION STORAGE AND PROCESSING / 1.2. RNA metabolism / 1.2.3. RNA degradation &
PROTEIN PROCESSING, FOLDING, AND SECRETION / 2.1. Protein post-translational modification [
PROTEIN PROCESSING, FOLDING, AND SECRETION / 2.2. Protein folding %)

PROTEIN PROCESSING, FOLDING, AND SECRETION / 2.3. Protein translocation and secretion [
PROTEIN PROCESSING, FOLDING, AND SECRETION / 2.4. Protein turnover [

CELLULAR PROCESSES / 3.1. Cell division [

CELLULAR PROCESSES / 3.2. Transport 1l

ENERGETIC AND INTERMEDIARY METABOLISM / 4.1. Glycolysis ['0

ENERGETIC AND INTERMEDIARY METABOLISM / 4.2. Proton-motive force generation [
ENERGETIC AND INTERMEDIARY METABOLISM / 4.3. Pentose phosphate pathway [
ENERGETIC AND INTERMEDIARY METABOLISM / 4.5. Lipid metabolism [

. ENERGETIC AND INTERMEDIARY METABOLISM / 4.4. Biosynthesis of nucleotides ['3
. ENERGETIC AND INTERMEDIARY METABOLISM / 4.5. Biosynthesis of cofactors ['2
. POORLY CHARACTERIZED [

Reference: Gil R, Silva FJ, Peret6 J, Moya A. Determination of the core of a minimal bacterial gene set. Microbiol
Mol Biol Rev. 2004 Sep;68(3):518-37.
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CHAPTER 4

Comparative Genomics

4.1 Genome Clustering

This interface allows the user to select a set of genomes and display a tree that groups them by genomic similarity.
The tree is constructed from the pairwise distances (see Pairwise Genome Distance and ANI) between the selected
genomes using a neighbor joining algorithm (see Tree Construction).

Moreover, the genomes are grouped in “species cluster” according to the pairwise distance (see Clustering Genomes).
Those clusters are called MicroScope Genome Cluster (MICGC for short). The interface also displays the cluster to
which the organism belong.

Note that genomes for which CheckM detected more than 5% contamination or less than 90% completeness are not
assigned to MICGC clusters. Such genomes will however appear in the organism selector and are displayed in black
in the tree. You can consult CheckM results in the Genome Overview page.

4.1.1 Interface Overview

Below is a screenshot of the genome selection interface. It allows to select organisms according to the NCBI taxonomy,
by strain name or by MICGC cluster. The upper list is the list of all the available organisms in MicroScope. The lower
list is the list of currently selected organisms that will be used for the tree. The user can add organisms or remove
organisms in the lower list using the green and red arrows.
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1. Genomes 5. Remove incomplete/contaminated genomes

O @E® W
S @@ \
=

-kmer size - - -
-sketch size (s) = 5000 [Commun:.ty detection (Louva:.n)]

2. Sketches

1...k

1...k 1...k 1...k 1...k

|| — ) — | W— | E— Filter genomes (CheckM)
: : __ : = D | — -Contamination <= 5% .
et —t | | — -Completeness >= 90% 6. Clustering

i 0 B
(Eompg ez poncen o) 4. Filtered distances @

3. Distances e‘
@

Remove “"extra-species" edges
-distances <= 0.06 (ANI >= 94%)

7. Tree
\ III
[Compute tree (Neighbour Joining)]
IT MICGC A

SO L

Add annotations

I MICGC A

Fig. 1: Microscope Genome Cluster (MICGC) workflow.
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Selection CEFEE | [Twonomy # | Filer Selection

filter criteria [3]

Taxonomy

Genome cluster
Acaryochloris [1]
marin
Acetivibrio [1]
Acetivibrio cellulolyticus CD2
Acetobacter [1]
Acetobacter pasteurianus IFO 3283-01
Acetobacterium [1]

Strain

Selected @)  Taxonomy ¢ | Filter Selected

Both list are searchable. For each criteria, the user can choose exact matching or partial matching and can use several
criteria to refine the search. In this example, the user searched MicroScope organisms in the Actinobactearia phylum
and whose strain name contains bifi.

e —— -
/& Comparative Genor x \ ([ @- = x
< C | @ secure | hitp: n p roscope-orgclust php? K

Selection [#2/3521]  Genomecluster & bifi

phylum is Actinobacteria (548) X | taxonomy contains bifi (12) X
genus

Bifidobacterium [11]
Bifidobacterium animalis subsp. lactis AD011
Bifidobacterium animalis subsp. lactis BI-04; ATCC SD5219
Bifidobacterium animalis subsp. lactis DSM 10140
Bifidobacterium animalis subsp. lactis HN019
Bifidobacterium bifidum NCIMB 41171
Bifidobacterium bifidum PRL2010
Bifidobacterium breve ACS-071-V-Schgb
Bifidobacterium breve DSM 20213
Bifidobacterium longum 105-A
Bifidobacterium longum NCC2705
Bifidobacterium longum subsp. longum JCM 1217

Thermobifida [1]

Selected (62175 | Genome cluster ¢ | MICGC2796

cluster is MICGC2796 (62) X
genus

Escherichia [62]
Escherichia coli 042
Escherichia coli 101-1
Escherichia coli 536
Escherichia coli 53638
Escherichia coli 55989
Escherichia coli ABU 83972
Escherichia coli APEC O1
Escherichia coli ATCC 25922
Escherichia coli ATCC 8739
Escherichia coli B REL606
Escherichia coli B171
Escherichia coli B7TA

Next by clicking “Save and Run”, the tree is computed. Below is a screenshot of the tree obtained with those organisms.
The user can navigate within the tree. Next to each organism, the name of the MICGC cluster is displayed. The user
can click on the species cluster to get more information (in this example, the user selected the cluster MICGCI3).
Contaminated or incomplete genomes (not associated to MICGC clusters) are displayed in black in the tree.
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Genome clustering

1. Manage your genome selection

Genomes g

B Escherichia
B Kiebsiella
B Shigella

2. Resulls

) 7] Detailled information
Species Tree [ MICGCL3 ) about the cluster
[LEyou[ Phylogram = Color by: MICGC s

Layout options Export button

E] Cluster to which the
= organism belong

Fig. 2: MICGC and Tree.

4.1.2 Pairwise Genome Distance and ANI

In order to quickly calculate the pairwise genome distance, we use Mash. Mash extends the MinHash dimensionality-
reduction technique to include a pairwise mutation distance and a statistical significance test. Mash distance strongly
correlates with the Average Nucleotide Identity (ANI). If D denotes the Mash distance then D ~ 1 — ANI.

ANI represents the average nucleotide identity between homologous genomic regions shared by two genomes and
offers robust resolution between strains of the same or closely related species (80-100% ANI). It closely reflects
the traditional microbiological concept of DNA-DNA hybridization relatedness for defining species (94%ANI ~
70%DNA-DNA hybridization).

To know now more about Mash, see here.
Reference:

1. Konstantinidis, K. T. & Tiedje, J. M. Genomic insights that advance the species definition for prokaryotes. Proc
Natl Acad Sci U S A 102, 2567-2572 (2005).

2. Ondov, B. D. et al. Mash: fast genome and metagenome distance estimation using MinHash. Genome Biology
17,132 (2016).

4.1.3 Tree Construction

A tree is constructed from the Mash distance matrix. This tree is computed dynamically directly in the browser using
a rapid neighbour joining algorithm.

This algorithm can assign a negative length to a branch. In order to avoid that and to keep the total distance between
an adjacent pair of terminal nodes unchanged, we set negative branch length to zero and transfer the difference to the
adjacent branch (see here for more information).
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4.1.4 Clustering Genomes

Typically, two bacteria belong to the same species when ANI > 95% (i.e. D < 0.05).

In order to construct these species clusters, we remove the pairwise genome distances that don’t match this ANI
threshold. Then we extract communities from that network.

From our tests, the best parameters to reconstruct Progenome species clusters are a threshold of 0.06 for Mash distances
(i.e. ANI > 94%), kmer size = 18 and sketch size = 5000. We use those parameters.

To detect the communities, we use the louvain community detection algorithm.

4.1.5 Export

By clicking on the “Export” button:

* the tree can be exported in SVG or Newick format

* the distances can be exported in TSV format (as a matrix or as a pairwise list)
Reference:

1. Blondel, V. D., Guillaume, J.-L., Lambiotte, R. & Lefebvre, E. Fast unfolding of communities in large networks.
J. Stat. Mech. 2008, P10008 (2008).

4.2 Gene phyloprofile

This interface allows the user to search for common OR specific genes/regions between a query genome and other
genomes or replicons chosen from the ones available in our PkGDB database (i.e, (re)annotation of bacterial genomes)
or complete proteome downloaded from the RefSeq/WGS sections.
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4.2.1 How to read the interface?

il oeoeeen] oo

Acinetobacter baylyi ADPA

Taxt Format

e smene ®
Acinetobacter baylyi ADP1

Select amode of research: [O0o0o0]  Replicon
Find genes with hemelegs in:

PkGDE Organisms

Acinalobacter bmumannii 8013113

Aninzteharier baumanall 8043180

Acinglobacler umannii 3014053

Azinstabacter baumanail ABODET

Acinglobacler aumannii ABOSE

Acinztabacier baumanai ABUSS

Azinalabacter aumanaii ABOSE b

Feter:| Tyne Here 1o liter List

NCEI RefSeq Organisms

‘Meeloe szollas’ 0T0E (WIEE]

Anicrophia defecive ATCE 49176 (WES)
Acaryochloie maring MEIC11297

Acetobacter pasteunanus IFO G283 01
Acholeplasma laidlawii PO BA

Acidammococcus fernantans GSM 20717 uidd 3471
Anidaminecoccus sp. D21 GS

Acidimicrobium ferrooxidans DSK 10331
Azidipnilium crypum JF-5

Acidithicbacillus caldus ATCC 51756 (WEE) k-

Futer | Tyne Here To Alber List

Homologies in:
all salecied sequances

® gl leasl oe sequence
Haomology constraints {to keep genes having similarities with the selected
genomes):
minLrap = 0.4 maxLrap2 I Identiy 2 |20 £y
AND

* Allthe smilanbies with the alignment constraints described abave

mirnilailiss invoheed ina Synteny group

Agaryochions maring MEICT1077
Acidammecacces fermentans DS 20717
Aniditnicbacilis feroskidans ATCC 53003

Find genes without hemelegs In:

PkGDE Organisms

Acaryochlos maring MEIC1 1017
Acidaminecaceus femmentans DSM 2071
Acidimicbacillis oo dans ATCC 53003

Acinstobacler baumannii 8013113
Arinshebarer baum, 1
Acinstobactes baumar
Arinstebacier baumannil ABGDST

Acinglebacler Eaumannii ABOSE

Acinztebacler baumanni ABGAE

Acinatobacter baumannii ABOSS b |

Fifer: Type= Here o Diker List

MCEI RefSeq Organisms

‘Mosloc szollas’ 0708 (WGS]

Abicerophia defective ATEE 49176 (WGES)
Acaryochlos rmarinag MEIC1 1017

Acetobacter pasteunanus IF O 28309
Acholeplasma laidlawii PG BA

Aridarminococeus feTnentans DS 20731 uidd 3471
Acidarningoeecus 5p, DE1 (WGS
Acidimicromum ferroozidans DS 10331

Acitignilium erypram JF-5

Aciditickacillus caldus ATCC 51756 [WES) =
Fifler: Type Here To Alter List

Homology constraints (1o exclude genes having similarities with the selected
gencmes):

minLrap= 08 maxleap= 0 Idenkity = 30 %

Help

* item A: Use the «Change» button to set the reference genome that will be used for the comparison. The current
reference genome is displayed as a subtitle at the top of the window.

* item B: Two modes are available, the Organism one, and the Replicon one.

— use Organism mode to search within all replicons of the selected organisms

— use Replicon mode to get the possibility to search within a specific replicon (chromosome/plasmid)

e item C: Use this form to search for genes in your reference genome which have homologs in other organ-
isms/replicons coming from PkGDB and/or RefSeq databases.

« item D: Use this form to search for specific genes in your reference genome compared to a selection of organ-
isms/replicons coming from PkGDB and/or RefSeq databases.

Tip: You can mix the use of item C and item D to perform a very sensitive search. For example: get CDS of
Acinetobacter baylyi ADPI (reference genome, item A) which have homologs in Acinetobacter baumannii 6013113
and Acinetobacter baumannii AB0O057 (item C), but NO homologs in Acinetobacter baumannii AYE (item D)
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4.2.2 How to get genes with homologs in other organisms/replicons?

Select amade of research : Replicen

Find genes with h. in:

PkGDE Organisms

acsryoenlonie madna MBIC11017
Acdaminacoccus termenans DSM 20731
Acidilhivtasillus fereaxidans ATCC 53003

‘Acinesohacier baumannll 6013113
Acinetcoacter baumannii G0 13150
Acinelebacter laumannii 8014050

ARINEIRAACIET baumannil ARDDET
Acineiobacier baumannil ABDSE
Acinetphactar baumannii AS 038
Acinetcoacter baumannii ABGAS

Filler: Type Here To Riter List

NCBI RefSeq Organisms
'Mostoc azallac’ OT0R (WGS)
Abictropnia defectiva ATCC 49176 (WGS)
mcaryocnlofis madna MBIC11017
Aceiohacier pasteurianus 5O 2283 01
Acholeplasma laiclawil PG B
Acidaminecoccus Tarmentana DEM 20731 uld43471
Andaminacoccus sp D21 (WGES)
cidiimi grobium fermooxidans DSM 10331
Acidiphilium eryprarm JF-5
Acidithiobacillus calous ATCC 51758 (WES)

Filled. Type Here To Fiter List

Homolegies in:

all selected sequences
* atleast one sequence

Homelegy constraints (to keep genes having simi
genomes):

minLrap® 0.8 maxlrap® |0

AND

Idenlity = B0 %

* Al the similarties wilh lhe algnment sonstainls desaibed aboee

similarilizs invelved in = Synteny group

Results

Find genes without homologs in:

PkGDB Organisms
Acaryochionis marina MEIC 11017 F
Acdaminccocous farmantans DEM 20711
Acidilhicbacillus fnocxidans ATCC 53003
Adnetobacier baumannil 6013113
Acneiobacer baumannu S013150
Acinelobacler baurmannii 8014058
Adnetohacier baumannil ARQOST
Acinelobacler baurmannii ABOSE
Acinelabacler baurmannii ABOTE
Acinetobhacier baurnanni AHOSS

Fill=r: Type Hers Ta Filter List

NCBI| RefSeq Organisms

Acidobacterum capsulatum ATCC 51186 -
Acidothermus celluloticus 115

Acidovorax J342

Acidovorax avenae cirelh AACOO-1

Acidovorax avenae subsp avenas ATCC 19660 (WES)

Acidovarax delafleldil 28N WG5S

Anoduliprofundum boonel [4659 ud4 300

Adinelobacter baumanni ABOOST

Acinctobacier haumannil AR3DT 0254

Acinetobacier baumannii ADSC0 (WES) =

Fillsi. Tyipe Here To Filler List

Homology consiraints (te exclude genes having similarities with the selected
genomes):

minLrap 0§ MBEXLIARE O Identig 2 30 =

4.2. Gene phyloprofile
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Change your aptiens @
5 2 e AGIAD

50 OIMGED
With Homologs in: (al lens one sequence)

« Acinetohacter baumann 5313113
= Acingtobader lawmannii ABDOTT

Homology constraints; @

& minLrap2 0.8 ; mexlrap2 O © idenbity 2 B0%
= Al he similariliss wilh e shgnment coneraints desoibed above

1249 Results (colored rectangles symbolize synteny groups) Esports Gene Cart

Results Seas

KB Acinetobacter [BAcinetobacter

MoveTo Label Evidence baumannii baumannii
6013113 ABOD
. Chromosomal replication iniialor protem
@ ACIADOOOT 201 1598 validated/Curated  dnad —_ ACIE0VI_1060001 ABS57_0020
(-3 ACIADOOO2 1634 2982 validatediCurated  dnaN DA polymerase I, beta chain ACIEOVI_1060002 ABST_0019
DMA replication, recombinaison and repair
© ACIADDOO3 7395 4074 validated/Curated  reck prmainp ! ! | WCIS0V 1060003 ABSTIOOE
" DA gyrase, subunit B (type ||
a ) ACIB0VT 1060004
@ ACIADOOO4 4127 E595 validated/Curated  gyr8 fopolsomernse} ABST 0017
. putative fransport protein (ABC
T Curat ; b AGIE0VT 1060007
(] ACIADDOOT 7335 9270 validatediCurated e REST 0014 @
" putative RND type efflux pump involved in
1 10661 t ) . : ACIEDV1_1060008
@ ACIADOOOE 965 056 validated/Curated aminoglycoside resistance (AdeT) ABST DODG
. RMD type efflux pump inveled in
10910 11920 lidatad/Curatad daT ) ) : ACIEOVT 1060010 ASST 0005
@ EELIII vallcaisaiturate aas aminoglycoside resistance
" putative chaperone involved in Fe-5 cluster
12039 12374 lidaiad/Curatad - ' ACIBDWIZ10B0011  ABST D004
@ ACIEDENIY vallaatediurate = assembly and activation (HesB-like)
. Anhydre-N-acetylmuramic acid kinase
O 11 12436 13566 lidalad Curatad K ) ACIEDVT 1080014
0 ACIADDO11 validalad/Curate anmi {AnhMUrNAC kinase) ABST_DO0Z
@ ACIADDD13 13646 14860 validated Curated tyrS tyrosyl-1RNA synthelase ACIE0VT_1060015  ABST_0001
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4.2.3 How to get specific genes of your reference genome compared to other or-

ganisms/replicons?

Select a mode of research : Replicon

Find genes with hamelogs in:

PkGDB Organisms
Acaryochlors manina MBIC11017
Addaminccoceus fermentans DEM 20731
Acidithiobacillus fercaxidans ATCC 51960
Acinelobacler baumannii 3013113
Arinetnbaster baumannil 6043150
Acinelobacier baumannii 8014058
Adinetobaciar baumannil ABIDET
Acinetobacier baumanni ABUSE
Ainelobasler baumannii ABOIE
Arinetabasier baumannil AROSD -

Filtter Type Here To [iter List

NCBI RefSeq Organisms

“wnsinn azallae’ 0F0R WGE) -
Abictronhia defectiva ATCC 49176 (WES)

Acaryochlors marina MBICT 1017

Acetnhacier pastsunans FO 3283 01

Acholelasma laidlewii PG BA

Adddaminacncois farmantans DEM 20731 Uld43471

Acidaminococcus sp 021 (WGS)

Acidimicrobiurm Tercoxidans DEM 10331

Actdiphilium srpmum JF-5

Acidilhicbacillus caldus ATCC 51756 (WGS) =

Filler: Type Here To Filter List

Homaologies In:
il selecied ssquences
* a1leas: cne saquence
Hemology constraints {to keep genes having similarities with the selected
genomes):

minLrap® 0.8 maslrap |0 Idendily = |50 =

AND

* AN e srmilardies with the algrrment sonsraints deserned aboe

slmiantasinvolved In & Synteny group

Results

Find genes without hemalegs in:

PKGDB Organisms
Acaryochlons marina MEIC 11017
Addaminocseeus fermentans DEM 20731
Aadithictacilius ferroos dans ATCC 51953
Adnalobader baurmannii 8013113
Acinatobacer baumanall 013150
Acnetobader baunannii 8014059
Acinetobacter baumannil ABOOST
Acnetobacler iaumanni AHO5E

Adinalobader baurmannii ABOSE
Acinetakatar Baurmannll ARDRS - @

Filk=r: Tya= Here To filter List

MCBI RefSeq Organisms

‘Mastoe azol e BT0E (WGE)

Abictrophia defeciva ATCC 48178 (WES)
Acaryochlons marina MEIC 11017

Acatcbacter pasteunianus IF0 ZE3 01
Sucholeplasma laidlawii PG &

Acdarminosoes fermentans DSM 20731 Uid43471
Aadamanocoons sa. D21 (WES)

Adidimicrobium ferrocxidans DEM 1033
Acidipnilium cryplum JF-5
Hgidithicbacillus caldus ATCC 31738 (WEE] =

Filtar: Teoe Here To Filter List

Hemology constraints (to axclude genes having similarities with the selected

genomes):
Mdentiby 2 20 LY O

minkraps 0.8 marlmps 0

VIEW

4.2. Gene phyloprofile
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Change your apliens
Genes of chromosome AGIAD

Without Homologs fn:

= Acinetcbacter Lawmanni 6013113

» Acinetcbacter basmanni ABO0ST @
Homoilogy constraints:

* minlrap® 0.8 ; maslrap O ; [densty = 30%

1
Without hemalags In all selected sequences
4 Resulls [colored rectangles symbolize synteny groups) Export 1o Gene can

Bacinetobacter |BAcinetobacter

MoveTeo Label 3 Evldence Product Baumannii Baumannil

5013113 ABOOST

ACIADDOS 57664 BOTT5  validatediCurated _ ?:;T;:e olycosylransferase |\ 1o ABST 0102

Lali I L F
ACIADOOS2 88784 80920 validatediCurated _ ‘r’:maﬂ:f olycosyl lransferase |\ i ABST_0103

lal UDP-galact
ACIAD00S3 69914 g0528 validatediCurated _ LA TR No Hit No Hit
phasphate transFerasa (WeeH)

ACIADDOS4 20509 91195 validalad/Curaled pulative acelyliransferase (Weal)| No Hit Mo Hit
ACIADDODSS 91199 92374 validaled/Curatad  per perosamne synihetase (Weel) Mo Hit Mo Hit
putative UDF-glucoss lipid carrier @
fi g -
ACIADDOSB 94670 86043 validatodiCurated _ {rensferaseiglucos No Hit No Hit

1-phosphate fransferase in
colanic acid gene custer (Wead)
congerved hypothetical protein;

ACIADD111 112714 112877 validaled Curated X X No Hit Mo Hit
- putative membrane protein

€ @ eeeece

tative fimbrial subunit, out . )
ACIADO122 124554 125078 validated/Curated _ putative fimbral sUbUniL, ouler g No Hit
marmbrane prolein

talive 2-hyd d
ACIADO133 137774 138742 validatediCurated _ pRHSIME S ydrayed Mo Hit No Hit
dehydrogenass

ACIADD134 138808 138875 validaled/Curaled fragment of transposase Mo Hit Mo Hit

©
©
©
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Change your sptions
Genes of chromosome AGIAD

Without Hamolags in:

Aadnetobacier baumanni 6012113

o
= Adinelobacier baumannii ABOOST
Homalogy canstraints:

= minlrap 2 0.6 maxlrap 2 O ; ldenbiy = 30%

7]
Bacinatobacter DAcinetobactar
MoveTo Label Begin Evidenc Gane Product baumannii baumannii
8013113 ABODST

@ ACIADOO14 15431 15685 validated Curated hypothetical protein No Hit No Hit
(Q] AGIADOO1S 15927 17862 validated/Curated _ CADIISRLT FARTOREZ, | ooy Mo Hit

PTECUrSOr

tafive I

Q] ACIADO025 32045 32845 validated/Curated _ putaiive fydrolase D No Hit Ne Hit

{Pyrimiding ufilization pratein D} All rows with
— Futati th "NO HIT" results
(] ACIAD0027 33985 35007 validated/Curated _ el e No Hit No Hit _

(Pyrimiding ullization pratein A) =

specific gene to

pulalive isocharismatase family the reference
@ ACIADOD2E 35094 35831 valdated'Curalad pratain rulB [Pynmidine ubiizafion | No Hit Mo Hit organism.freplicon

pratein B)
Q ACIADOOS] 54967 55442 validated/Curated _ consenved hypothetical protein No Hit Mo Hit
@ ACIADDOSd 56618 57070 validated'Curatad LG p!rmeln; pu1atwej No Hit Mo Hit

fragment of ribosomal protein 53
(Q] ACIADOOSS 57345 57474 validated/Curated _ hypoihetical protein No Hit No Hit
@ ACIADDOSE 57531 HTBB9 validated!Curalad  _ hypothetical profein Mo Hit Mo Hit
@ ACIADOOST 57779 58168 validated/Curated _ fragmenl of transposase (part 1) | No Hit Mo Hit

- ° Showing 1t

4.3 Regions of Genomic Plasticity - RGP Finder

This interface allows the user to search for potentially horizontally transferred genes (HGT) which are gathered in
genomic regions (Region of Genomic Plasticity). Basically, an RGP is a region of a genome structurally not present
in related other(s). The RGPs can be sites of insertions of integrated Mobile Genetic Elements (MGE), or the result of
deletions of particular segments of DNA in one or more strains. Therefore, the RGP designation does not make any
assumption about the evolutionary origin or genetic basis of these variable chromosomal segments.

RGP finder method is mainly a comparative method. Algorithm first starts with identification of synteny breaks (at
least 5kb) between a query genome and other close ones from the our database, the RGPs.

Then it ’scan’ RGPs for well known HGT features (tRNA hotspot, mobility genes) to help characterize them. In
addition, two compositional methods are also used to capture other kinds of signals of the query sequence. AlienHunter
(Vernikos and Parkhill, 2006) and SIGI-HMM (Waack et al., 2006). GC deviation is also compute. Consensus regions
between comparative and compositional results can be viewed and explored.

AlienHunter : An Interpolated Variable Order Motif (IVOM) exploits compositional biases using variable order motif
distributions (2mer to 8mer). The tool is launched with it’s default values and results are stored in databases for each
query genome.

SIGI-HMM : SIGI-HMM is a sequence composition method that is part of the Columbo package. This method uses a
Hidden MArkov Model (HMM) and measures codon usage to identify possible Genomic Islands (GIs).

We associate an IVOM or a SIGI-HMM region region with a RGP if these regions overlap themselves over at least
50% of the smallest one.
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Then the graphical interfaces associated to this tool are useful to explore in detail the predicted regions, using also the
comparative genomic context available in MaGe.

4.3.1 How to read the interface?

Exchieichia cof GFT073 TR

ehrorvrisns & WC_04431 - 106 - [publie] ~

A+ Comeaaive Geramis + Begins ot Gesomin Plagtiing @ TaasFermal  Hulp

i i et S e Reglons of Genomic Plasticity - RGP Finder
search tor pole ntially honzonkalty
Escherichia coli CFTOTA - chromosome o NC_004431

The RGP tinder methed finds poleniially horizentaly iranslerrod genes which are galhered in Regions of Ganemis Pastisity (RGP):

Escherichia coll CFTOTI - chromesome ¢ NC_004431 In comparisen with:
((Crpaniam neme - - percentape of geves n amisoy

FLo08 Canlime
'schenichia ook U

4
n detail the pedic

wiing sl the wapmiv
genomin et wallable i Fiher: Type Mese Ta Filier Genome List

Magda

NCBI RefSeq Organisms
Excluiicliis ook CFT0T3 RC D443 95%) JE|
1
Eschenchia soh 011 3l J:r-uw N 0195072

Shigedla sp. 0 WZ_SCOL-.{T0%

Eachanhis ach s 12 s G 1955 I 200803157

Escherichia lamusonil ATCE 3348 N 1 1740-57%)

Shigedta bl COC X354 WC_DHDR5--461 %)

Shigedta dpseier e 3013 NE_SALLL50%)

Giomncie: yargss ATCG 220 NE H:N. ] i

Cirmtncts: mdsmium IG5 18 NE_01 3T 900 -

Fior. Typms e To Filla 1 Genoms List

Alinn Hunter dats svailsbiily for query oiganivm:
SIGI HMM data svailsbiity for query erganism; B

I omgare |

Zim Nm\uc« ‘Deiong 1o Mewbie gene poad

* item A: Use the «Change» button to set the reference genome that will be used for the comparison. The current
reference genome is displayed as a subtitle at the top of the window.

* item B: organism list of our database PkGDB (you can chose one or several organism(s)).

* item C: organism list of RefSeq Organisms (you can chose one or several organism(s)).

* item D: Percentage of genes conserved in synteny with the query genome.

* item E: compositional results availability :
— green : Alien Hunter (IVOM) or SIGI-HMM results are available for the query genome.
— red : Alien Hunter (IVOM) or SIGI-HMM results are not available for the query genome.

* item F: When one or several organism(s) of PkGDB and/or RefSeq have been chosen click here to launch the
comparison.

Tip: Try to choose related organisms to avoid too much rearrangements from distant species (use item D). The
predicted regions depends of the selected organisms for comparison. If you select phylogenic unrelated organisms in
term of synteny the predicted regions will then not only belong to flexible gene pool (HGT) but from taxon specific
regions.
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4.3.2 Results : circular view

Text Format | | Help

This interface allows the user A
to search for potentally

Regions of Genomic Plasticity - RGP Finder

ichia coli CFTO73 - NC_004431.1
horizontally transferred genes
(HGT) which are gathered in
genomic regions (Region of 26 RGP were predicted.
Genomic  Plasticiy).  The
RGP_Finder method _frst
starts with the identification of I New Analysis Compared Organisms Detail Predicted SIGI Regions Tab Predicted IVOM Regions Tab I
Synteny breaks between a
query genome and other close
genomes chosen from  the
ones available in our PKGDB Circular View: | egend (f available}
database. Then it searches for RNA
HGT features (1RNA hotspot, D | mPredcearee Launch CGView
mobilty genes), and for W Predicted SIGI Regions
compositional bias W Predicted IVOM Regions.
(Alentunter ~(Venikos and m Specifc Regions
Parhll, 2006),  SIGHHMM

(Wasck st al, 2006), and GC
deviation computation) in the E
query genome. RGP_Finder is
able to characterize genomic RGP Prediction !
regions  presenting both 1o a
synteny break and several
features specifc to Genomic
Istands, regions with HGT

Showing 1o 10 of 26 results show [ Resuts o

EBEaE

<
o o o e B g B B g g 3 8 Specict
EETED COfi Z0 e @ move Laber [ Begin uLellljlll @ Feature |0 Feature e ESCUT_UTIZS e ECOS8_S88 e ECOLI_536 [ S
S o e o

only. The graphical interfaces

To

associated o this tool are F ‘;“N;'QJA s

useful to explore in detail the 248554 348051 99498 6 _f @ . & P
predicted regions, using also IVOM-

the  comparative  genomic
context available in MaGe.

Specific_Region
IVOM-

RGP2 000004 942273 33270 2 58 25 100 183
Specific_Region
RNA-INt-SIGI-

RGP3 1127702 1241404 113703 5 IVOM- a7 78 56 181
Specific_Region
tRNA-mob-SIGI-

RGP4 1328014 1372820 44807 5 IVOM- 30 a7 70 137
Specific_Region

e e @ @

Overlapping SIGI and IVOM predicted regions not overlapping RGP (9

[CHIN @@ Stoving1to 100 t6resuts
T o 1T o T & 7 oo e [Jooem |
(2] siGIvom1 160235 167500 7266 siGi2 Ivomz
(Q] siGivom2 370454 379134 8681 SiGI7 IvoM?
(Q] sIGIVOM3 400086 405576 5491 siGio VoM
(Q) siGIvoma 410000 415000 5001 siGi0 VoMY
(Q] SIGIVOMS 1417569 1424369 6801 sicitg Ivom21
© siGIvoms 1450837 1459570 8734 siGi9 IVoM24.
[Q] siGIvomT 1717500 1727730 10231 siGi21 IVOM26
(Q] siGivoms 1765305 1780000 14696 siGi22 Ivom27
(Q] sIGIVoMS 1797500 1802345 1846 siGi23 IVOM28
(Q) SIGIVOM10 1955194 1960000 4807 siGi24 IVoM29
@Q Srowing 1to 100 16 results

* item A: query organism information.
* item B: number of predicted RGP.

* item C: navigation panel.

New analysis: return to the main page of the tool.

Compared Organisms details: display table with compared organisms name.

Predicted SIGI Regions table: display SIGI-HMM predicted regions table.

Predicted IVOM Regions table: display Alien Hunter/IVOM regions table.

¢ item D: Circular view legend.

pink: tRNA positions.

black: predicted RGPs. Note that the RGP posititions are the extension of the comparisons between the
query sequence and all the compared organisms.

purple: SIGI-HMM results.

blue: Alien Hunter/IVOM results.

gray: specific regions are particular RGP (region absent from ALL the compared organisms.)
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4.3.3 Results : RGP description

* item E: RGP prediction table.

MoveTo: display MaGe viewer centered on selected RGP region.

Label: predicted RGP label (link to exploration page of the selected RGP region).

Begin: RGP begin position.
End: RGP end position.
Length: RGP length.

Feature Score: score associated with GI features (arbitrary score for sorting the table by feature: one
feature = one point).

Feature: Features associated with RGPs (tRNA, misc_RNA, integrase, other mobility gene, overlapping
SIGI-HMM, overlapping Alien Hunter/IVOM region)

— Specificity Percentage (one column by compared organism): % CDS in RGP not involved in a synteny.
(algorithm allowed blocks of 2 consecutives genes in synteny inside RGPs).

* item F : link to explore selected RGP or SIGIVOM region.
* item G : overlapping SIGI and IVOM table on 50% of the smallest region = SIGIVOM regions.

MoveTo: display MaGe viewer centered on selected SIGIVOM region.

Label: predicted SIGIVOM label (link to explore selected SIGIVOM region).
Begin: SIGIVOM begin position.

End: SIGIVOM end position.

Length: SIGIVOM length.

SIGI Label: SIGI region label component.

IVOM Label: Alien Hunter/IVOM label component.
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4.3.4 Results : RGP or SIGIVOM exploration

clicking on a region label (RGP or SIGIVOM region) display informations of the selected region.

mrLeps 03 maulmapi |3
{reen ; sim i gene in the conpased panons above cul of vaiue | Red  nosindanty abov (e denlty outoff valus | Red Wik 'no commes p' text - nasiniaiy al al)

Wanikys |50

Regions of Genomic Plasticity - RGP Finder

Escherichia coli CFTOTE - chromesome ¢ NC_00443

Exploration of RGP (eghn | 248554 - end : 348353 Imm to Gene Cart
[ CETOT TR ERTTEE o TR o ST e

axplare

0243

=050

=025

0252

5514

eeae e e @

[
g

0255

243554

248BTD

248751

249162

Z4BGI0

245014

ZAROPE

ZAGE0E

248530

246014

248965

240802

RANA-A5D

conseved hypothocal
protein

g of jgnsinvad
hypothatical protn
{part 2)

fragmeet of conserved
Pypomatical probsm
annrs 41

g

5D

©

Exchesichia col 7075 [ETETN

0323045

0382578

0430475 *

* item A: region label, begin position, end position.

* item B: export gene list of the region to a gene cart.

* item C: color Intensity Balance in correlation with similarity results. Modify minLrap, maxLrap or identity %
to view gene correspondences in compared organisms.

« item D: region table : Each line in the table represents information about a gene. White background represents

genes before and after the region (four genes at each side of the region).

MoveTo: display MaGe viewer centered on selected gene.

Label: gene label.

Begin: gene begin position.

End: gene end position.

Type: gene type (CDS, fCDS, tRNA, misc_RNA).

Product: gene product name.

Gene: gene name.

— Matrix: matrix used to predict CDS.

— GC_Region: is gene GC% different than one standard deviation (+1SD) or two standard deviation (+2SD)
from the whole genome.

— SIGI: purple if gene belongs to a SIGI-HMM region.

4.3. Regions of Genomic Plasticity - RGP Finder
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— IVOM: purple if gene belongs to an IVOM region.
— Codon_Adaptation_index: CAI of the gene.

— Gene correspondence (one column by compared organism): gene similarity correspondence with genes
in compared organisms.

# red: no similarity above the identity define in ’item 1’
+ red with mentionned ’no corresp’: no similarity at all.

* green: similar gene in the compared genome abvce cut-off value (define in ’item 17).

4.4 Regions of Genomic Plasticity - panRGP

4.4.1 What is PPanGGOLIN ?

The panRGP tool uses the inputs of PPanGGOLIN software. PPanGGOLIN computes pangenomes for each Micro-
Scope Genome Cluster (MICGC correspond to clusters of genomes from the same species) (A). It relies on a graph
approach to modelize pangenomes in which nodes and edges represent families of homologous genes and genomic
neighborhood information, respectively (B and C). Homologous families are from MICFAM computed with stringent
parameters (80% of aa identity and 80% of alignment coverage). PPanGGOLIN approach takes into account both
graph topology (D.a) and occurrences of genes (D.b) to classify gene families into three partitions (i.e. persistent
genome, shell genome and cloud genome) yielding to what we called Partitioned Pangenome Graphs (F). More pre-
cisely, the method depends upon an Expectation/Maximization algorithm based on Bernoulli Mixture Model (E.a)
coupled with a Markov Random field (E.b).

Pangenome Graph Partitions:
1) Persistent genome: equivalent to a relaxed core genome (genes conserved in almost all genomes).

2) Shell genome: genes having intermediate frequencies corresponding to moderately conserved genes (potentially
associated to environmental adaptation capabilities).

3) Cloud genome: genes found at very low frequencies (potentially newly transferred genes).
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A. Genome of the same species D.a) Chromosomal neighborhood graph
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F) Partionned PanGenome Graph

Legend:

- persistent genome
- shell genome

- cloud genome

As illustrated below, the PPanGGOLIN classification can be projected on each genome of the analyzed MICGC:
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.S _o

More information about PPanGGOLIN is available here.

Warning: The panRGP tool is executed only on MICGC containing at least 15 strains. Please also note that we
exclude genomes for which CheckM detected more than 5% contamination or less than 90% completeness as they
are not assigned to MICGC cluster (see Genome Overview ).

4.4.2 What is a Region of Genomic Plasticity (RGP) ?

A RGP is a region of a genome structurally not present in related others. RGPs can be sites of insertions of integrated
Mobile Genetic Elements (MGE), or the result of deletions of particular segments of DNA in one or more strains.
Therefore, the RGP designation does not make any assumption about the evolutionary origin or genetic basis of these
variable chromosomal segments.
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These regions are known to encode virulence, antimicrobial resistance factors and contains genes conferring specific
adaptation functions (pathogenicity, symbiosis properties, detoxification ... ).

Reference:

Bertelli C. et al. 2018 Microbial genomic island discovery, visualization and analysis. Briefings in Bioinformatics;
[PMID 29868902]

4.4.3 What is a panRGP ?

The goal of panRGP is to efficiently detect RGPs within a partitioned pangenome graph. Based on the projection of
the partitioned PPanGGOLIiN graph on a given genome, the method defines as a RGP a set of consecutive genes that
are members of the shell or cloud genomes.

The panRGP method browses the genes along the genome to determine the RGP boundaries using a score-based
algorithm as shown in the figure below (persistent: yellow, shell: green, cloud: blue).
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[ )
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* In steps 1 & 2, groups of consecutive persistent or shell/cloud genes are made and a score is computed. For
groups of shell/cloud genes, the score corresponds to the number of genes. For persistent groups, the score is
calculated as follow (where n is the number of consecutive persistent genes):

Z _ ( gi-1 )
i=1
* In steps 3 & 4, a persistent group is merged with its surrounding shell/cloud groups if its score (absolute value)
is less than or equal to the minimum score of the neighboring shell/cloud groups. In this case, the persistent
genes will be considered as part of the RGP. In this example, a RGP of 5 genes (3 shells, 1 persistent and 1
cloud) and one of 2 gene (2 clouds) are obtained.

Note: RGPs must be composed of at least 2 genes and have a minimum length of 5 kb to be detected.

4.4.4 How to access to panRGP data ?

panRGP predictions are available through the Comparative Genomics section, in the main navigation menu.
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4.4.5 How to read the interface ?

In the genome cluster information table, you can find out which MICGC your organism belongs to and switch to
another within the same genome cluster. The total number of organisms in the MICGC that were used to compute the
RPGs is also indicated.

Note: You may not have access to all the organisms used to compute the RGPs, as some may have restricted access
based on annotator access rights.

You can visualize the genome partition in a circular representation using CGView (see What is Circular Genome
View?).

PPanGGOLIN version 0.1.4

Circular View Legend:

Persistent genes
W Shell genes

Genome Cluster Information: W Cloud genes
§ 5 W RNA genes chromosome ECK + -
MICGC13 = Switch organism W Genes GC percent deviation Launch CGView

W Transposase genes

W Predicted PanRGP regions

W Predicted AlienHunter Regions
Predicted SIGI Regions

Computed using 988 genomes

The “Strict pan-genome components” table represents a summary of the exact core-variable analysis

The “PPanGGOLIN pan-genome components” table gives the number of genes and MICFAM families for each
PPanGGOLIN partition.

You can extract all these genes in fasta format (nucleic and proteic), tsv with their annotation or in a gene card to do
further analysis on them.

Strict pan-genome components

Core-genome 1284 29.81% nuc tsv  r* Gene Cart

@ Variable (70.19%)
Variable-genome 3023 70.19% nuc  prot  tsv  r* Gene Cart @ Core (20.81%)
Pan-genome 4148 4307 100.00% nuc prot tsv * Gene Cart

PPanGGOLIN pan-genome components

Persistent-genome 3561 3672 85.26% nuc tsv * Gene Cart

@ Persistent (85.26%)
Shell-genome 460 205 11.73% nuc prot tsv r* Gene Cart ® Shell (11.73%)

@ Cloud (3.02%)
Cloud-genome 127 130 3.02% nue prot  tsv  #* Gene Cart
Pan-genome 4148 4307 100.00% nuc prot tsv ~* Gene Cart

Download all MICGC13 genes information: tsv

Finally, the “Regions of Genomic Plasticity” table gives you an overview of all the RGPs in the given organism that
were predicted by the panRGP method.
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* Resistance genes: Antibiotic resistance prediction using CARD method
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4.4.6 How to explore panRGP ?
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The RGP visualization window can be accessed by clicking on any RGP number in the RGP id field. This window
allows you to access to a detailed description of the RGP.

4.4. Regions of Genomic Plasticity - panRGP
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4.5 Lineplot

Conserved Synteny LinePlot
Acinetobacter baylyi ADP1 - chromosome ACIAD

1. Select your display options

Syntonsize= 3 v genes

Transposases, Insertion Sequences
IRNA
tRNA

Sequences Alphabetical Sort

2. Check Synteny results of Acinetobacter baylyi ADP1 - chromosome ACIAD versus ...

AcinetoTP chromosame ACIAD ACIAD
Q

RefSeq Sequences (statistics)

v

Acinetobacter sp. ADP1 NC_005966
Q

PKGDB Sequences (statistics)

This tool draws a global comparison, based on synteny results (the size of which can be selected by the user) between
2 bacterial genomes. The picture gives an overview of the conservation of synteny groups between the query genome
and another genome chosen from the ones available in our PkGDB database (i.e, (re)annotation of bacterial genomes

or complete proteome downloaded from the RefSeq/WGS sections).
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3. Inversions around the origin of replication (in red)

Acinetobacter baylyi ADP1 - chromosome ACIAD

Acinetobacter baumannii ATCC 17978 chromosome ABYAL NC_009085

Pink: transposases, insertion sequences
Blue: rRNA
Green: tRNA

Download SVG Image

4. Strand Conservations (in purple) and Strand Inversions (in blue)

Acinetobacter baylyi ADP1 - chromosome ACIAD

Acinetobacter baumannii ATCC 17978 chromosome ABYAL NC_009085

Pink: transposases, insertion sequences
Blue: rRNA
Green: (RNA

Download SVG Image

4.6 Fusion / Fission

This tool provides a list of candidate genes of a query genome potentially involved in a fusion or a fission event. These
events are computed from the synteny results obtained with the genomes available in the PkGDB database. They are
ordered using a score which reflect the “originality” of the event. The lowest scores are generally associated to events
predicted because of the presence of pseudogenes either in the query genome (fission) or in the compared genomes
(fusion).

4.7 PkGDB Synteny Statistics

This tool provides some statistics about the similarity results between the selected organism and all the genomes
available in our PkGDB database.
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Among the computed values between two compared genomes are: the number and percentage of genes which are in
BBH (Bidirectional Best Hit) and in synteny groups, the synteny groups number and size, etc.

Note that, given the MicroScope re-annotation procedure on public genomes integrated in PkGDB, these values can
slightly be different from the ones obtained in the section “RefSeq Synteny Statistics”.

4.8 RefSeq Synteny Statistics

This tool provides some statistics about the similarity results between the selected organism and all the bacterial
genomes available in RefSeq/WGS NCBI sections.

Among the computed values between two compared genomes are: the number and percentage of genes which are in
BBH (Bidirectional Best Hit) and in synteny groups, the synteny groups number and size, etc.

4.9 Pan/Core Genome

4.9.1 How to access to the pan/core-genome analysis tool?

Pan/core-Genome tool is accessible in the Comparative Genomics section of the main navigation menu.

4.9.2 What is pan-genome and core-genome?

The pan-genome describes the full complement of genes in a list of organisms.
Gene families shared
Core-genome by all genomes ]

Gene families shared
by [2; n[ genomes

[ Pan-genome

Variable-genome

Genome specific genes ]

It is the union of all the gene families and specific genes of all the strains. It includes :
* The core-genome containing gene families shared by all the organisms (intersection of gene families).

* The variable-genome containing genes families shared by two or more organisms and strain specific genes.

4.9.3 What is the usefulness of this tool?

This tool allows the users to :
* Compute pan-genome and core-genome sizes and their evolutions for a genome set
* Exclude another pan/core/variable-genome from the analysis
* Determine the common and variable genome proportion for each genome

» Extract core-genome, variable-genome and strain specific sequences and annotations.
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4.9.4 How the analysis is computed?

¢ MICFAM: MicroScope gene families
— Clustering algorithm :

This tool is based on MicroScope gene families (MICFAM) which are computed us-
ing an algorithm implemented in the SiLiX software (http://Ibbe.univ-lyon1.fr/-SiLiX-.
html ): a single linkage clustering algorithm of homologous genes sharing an amino-
acid alignment coverage and identity above a defined threshold.

This algorithm operates on the “The friends of my friends are my friends” principle by
comparing genes together. If two genes are homologous, they are clustered. Moreover,
if one of this gene is already clustered with another one, these three genes are clustered
into the same MICFAM.

Reference: Miele V, Penel S, Duret L. Ultra-fast sequence clustering from similarity
networks with SiLiX. BMC Bioinformatics. 2011 Apr 22;12:116.

— MICFAM parameters:
Two sets of alignment constraints are defined to compute the MICFAM families :
— 80/80: 80% amino-acid identity, 80% amino-acid alignment coverage (stringent parameter)
— 50/80: 50% amino-acid identity, 80% amino-acid alignment coverage (permissive parameter)
* Pan-genome analysis method
— The pan-genome analysis is computed using these MICFAM:

# If a MICFAM is associated with at least one gene from every compared genomes: this
MICFAM is a part of the core-genome.

x If a MICFAM is associated with [1;n[ compared genomes : It is a part of the variable-
genome.

# If a gene is not clustered in a MICFAM, it is a singleton and is a part of the variable-genome.
% And the pan-genome represents the core-genome and variable-genome sum.
— Counting methods:

For the family count, the MICFAM weight is 1. For the gene count, the MICFAM weight is the
number of genes of the analyzed organisms clustered in this MICFAM. For singletons, the weight is
1 in every case.

— Artefact families:

CDS flagged as artefacts are not taking into account in the computation. Moreover, if an artefact CDS
is a member of a MICFAM, the artefact information is propagated in the whole MICFAM (tagged as
“artefact family”). Thus, this MICFAM is not considered for the analysis.

— Exclusion of another pan/core/variable-genome:

In the case of exclusion, gene families of the excluded component (pan/core/variable-genome of an
excluded set) are compared with families computed from analyzed organisms. Common gene fami-
lies are removed of the analysis. Some singletons can also be removed if some excluded organisms
are in the analyzed set too (with exclusion of their pan-genome or variable-genome).
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4.9.5 How to perform a pan-genome analysis?

At first, genomes and MICFAM parameters must be selected:

1. Manage your Organism selection

Analyze a set In these 1177 avallable arganisms Exclude the pan-genome ~ | of selected organisms

Acaryochlofis marina MBIC 11017
Acotcbad snum woodd DSM 1030
Acidaminococcus fermentans DM 20737
Acidithichaclius caldus ATCC 31756
Acdithicbacllus caldus SM-1
Acidithichacllus femvorans 553
Acidithisbasllus ferroaxidans ATCC 20270
Acidithichacllus ferrooxidans ATCC 53993
Acidithicbacllus Misoxdans ATCC 19377

Acaryochlons marnina MBIC 11017
Acetobactarium woodi DM 1030
Addaminococcus fermentans DSM 20731
Acidithiobacllus caldus ATCC 51736
Acidithiobaciius caldus M- 1
Acidithiobaciius ferrivorans 553
Acidithiotacillus fermeaxidans ATCC 2870
Aridithiobacilus ferrocxidans ATCC 53993
Acidithisbacilus hicasidans ATCC 19377

Acinatobacler basmanni 6013113 Aginelobacter baumannii 8013113
Acanatobacler basmannk 60 13150 Aginelobacter baurmannil 6013150
Acinatoba cles bawmonnk 60 14055 Agineloba cter baurnannii 6014059
Acinatobacier basmannkl AB0OST Acineloba cler baumannii ABOOST
Acinatobacler baumanni ABOSE Acinelobacler baumannii ABDZE
Acingtobacier baumannii ABOSS Acinetobacter baumannii ABO3S
Acinatebader baumanni ABOS9 Adinelobacter baurnannii ABOSS
Mcinatobacles baumanni ABX0T- 0284 | Aginelobacter baumnannii AB30T-0254
Ainatebacler baumanni AB 900 = Aginelobacier baurnaninii ABS00 ]
Q
Q
MICFAM parameter:  80/80 ~ Do not display boxplots (faster)

2. Submit your Query

The form is composed of two organism lists:
* In the left-hand list, at least two genomes to analyze must be selected.

* In the optional right-hand list, one or several genomes can be selected. In this case, the component of these
organisms to exclude must be chosen (at least two “excluded genomes” must be selected for the core and
variable components).

MICFAM parameters must be selected according to the desired confidence level.

And the pan/core-genome evolution (boxplots) can be disabled with the checkbox (faster computation with many
organisms).

4.9.6 How to read the analysis main results?

After the analysis submission, a result page is provided:
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Analysis summary Selected genomes | gyrain = o
+ Analyzed genomes: 12 12 In the analyzed sat 2 In the excluded set
= Exclusion of the core-genome of 2 genomes
= MICFAM parameter; Eschenchia coll APEC O1 Acinstoba cher radione sl slens SHIS4
o B0% aa identity Escherichia coli ATCC 8739 Ainetoba cler radiors sistens SKE2

Eschenichia coli B RELE0E

Escharichia coli B171

Eschanichia coli BTA

Escherichia coll BLZ1-Gold[DEZpLysS AG

o B0% alignmeni coverage

Main results Escherichia coli CFTO73
Eschanichia coli DH1
Component Famlilies Genes Eschenichia coli E110018
Eschenichia coli E22
Pan-genome 11823 61076 Eschenchia coll E2437TA
o Escharichia coll ED1a
Core-genome 2804 353
Variable-genome 9019 25745

Sequence download

Core-gancme nuc prot
Variable-genome nue prot o
Sirain specific nuc prot

4 Sedacta strain v

Gene annotations and export
Core-genome csv ™ Gene Cart

Variabla-genomea osv * Gene Cart o
Sirain specific csv ~ Gene Cart
| Seect a srain v

1) The “analysis summary” gives the number of selected/excluded genomes and MICFAM parameters.

2) The “Selected genomes” module lists included/excluded strains and proposes an overview of this selection at
different taxonomic levels.

3) The “Main results” table displays the size of pan-genome, core-genome and variable-genome by number of
families and genes.

4) The “Sequence download” module allows the users to download core-genome variable-genome and strain
specific multi-fasta sequences. Label of sequences is organized as follow:

>MICFAM identifierlCDS identifierl CDS labellCDS product [Strain]

5) The “Gene annotations and export” module allows the users to download annotations of core-genome,
variable-genome and strain specific genes in a tabulated file. There is 23 columns to describe each feature:

* MICFAM_Id: MicroScope gene family identifier. Singletons are identified with a “single” tag in this
column.

* NbOrganismsFAM: number of organisms linked to the family. For core-genome and strain specific files,
this value is constant (respectively : n and 1). For the variable-genome file, this value ranges from 1 to
(n-1). (with n = the number of included organism).

e Organism: organism name / strain

* GO_id: CDS identifier

e Label: CDS locus tag

e Type: CDS or fCDS

* Evidence: source of the annotation and its status

* Gene: name of the gene

* Product: biological product

e ECnumber: Enzymatic Commission number (for enzymes only)

* Mutation: mutation type

* ProductType: classification according to the type of biological product

* Localization: classification according to the cellular localization of the * protein
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* Roles: classification according to the biological role

* BioProcess: another classification according to the biological role
* PubmedlID: related publication(s) about the CDS (PMID)

* AmigeneStatus: no/COMMON/Wrong/New

* Class: annotation confidence level

* CreationDate: date of last modification of the annotation

e Frame: CDS reading frame

* Begin: sequence begin position

* End: sequence end position

» Length: length of the CDS.

It also allows the users to export these genes in gene carts (availables in the User Panel section).

4.9.7 How to read the gene count table?

The analysis page provides a table of gene count for each organism, with 11 columns.

Gene count for each organism ['?

1 (' Showing 110 12 of 12 resulls Show Results Q
Sha : a Strain
Grganism {rition® Pan CDS Core CDS Var CDS specific Core CDS ancDs Excludsd
(%) cDS (%)
cDS '
Escherichia coli DH1 4585 4511 4458 2934 1524 198 65.041 33784 4.388 1175
Escherichia col
BL21-Gold(DE3)plysS 4601 4520 4469 2933 1536 95 64,889 339682 2102 1128
AG
Escherichia coli B 4538 4528 4476 2934 1542 128 64.797 34.055 2827 1148
REL606
E;;‘;e”‘*“a ool ATCC: | 4577 4573 4520 2030 1590 294 64,072 34.769 6.429 1159
Eid‘e”d"a COlAPEC. | chag 5041 4988 2931 2057 444 58.143 40805 8.808 1.051
Escherichia coli ED1a 5299 5271 5219 2942 2277 613 55815 43199 1163 0.987
Escherichia coli BTA 5432 5424 5380 2985 2395 619 55033 44156 11.412 0811
ST CE] 5439 5429 5377 2079 2398 459 54872 4417 8.455 0.958
E110019
Escherichia coli E22 5562 5551 5506 2950 2656 559 53.144 46.046 1007 081
Escherichia coli
plery 5582 5572 5520 2937 2583 798 5271 46.357 1434 0.933
Escherichia coli B171 5608 5595 5552 2943 2600 645 52,601 46631 11528 0.769
Ei‘::‘;;’h'a Gzl 5676 5664 5611 2933 2678 910 51.783 47.261 16.066 0.936

@@ Showing 11012 of 12 results

e Organism: organism name and strain
e CDS: Total number of genes in the organism (CDS+{fCDS)

* CDS without artefact fam.: Total number of genes used for the analysis. Genes members of artefact families are
excluded.
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e Pan CDS: (Core CDS + Var CDS) = (CDS without artefacts - homologous CDS with excluded organisms)
* Core CDS: CDS number in the core-genome component

e Var CDS: CDS number in the variable-genome component

e Strain specific CDS: CDS number in the variable-genome component specific to this strain only.

e Core CDS (%): Core CDS percentage

» Var CDS (%): Var CDS percentage

e Strain spe. CDS (%): Strain specific CDS percentage

* Excluded CDS (%): Percentage of excluded CDS (in exclusion case)

4.9.8 How about figures?

* Core/Pan-genome size evolution

Core-genome size evolution SVG  Data
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5
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E
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Mumber of families
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These graphs allow the users to visualize the core-genome and pan-genome sizes evolutions according to the number
of genomes considered in the selected genome set. The last values correspond respectively to the core-genome and
the pan-genome sizes. Other values are depicted by boxplots to represent all or a subset of value combinations. (for
example : There is 12 combinations of 1 genome in a 12 genomes selection)

With more than 10 selected genomes, approximately 1000 combinations are sampled within the total combination
distribution (proportional stratified random sampling without replacement) to limit the combinatorial explosion.

These graphs are in the SVG (Scalable Vector Graphics) format and can be downloaded with the “SVG” button. The
“Data” button allows the users to download formatted data. To read and plot these data with R, use the commands as
follow:
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R commands:

data<-read.table ("boxplot.txt", sep="\t", header=TRUE, check.names=FALSE)
boxplot (data)

Venn Diagram (Organism number less than 6)

Venn Diagram (family number)

908

< Escherichia coli B RELE0G
< Escherichia coli ATCC 8739
<__» Escherichia coli B171

< Escherichia coli APEC O1

For a number of selected organisms less than six, core-genome, variable-genome and strain specific sizes are rep-
resented with a Venn diagram. Values on diagram represent the numbers of MICFAM families for each organism
intersections.

4.10 Resistome

4.10.1 What is CARD?

The CARD is a rigorously curated collection of known resistance determinants and associated antibiotics, organized by
the Antibiotic Resistance Ontology (ARO) and AntiMicrobial Resistance (AMR) gene detection models at McMaster
University.

Know more about CARD
References:

McArthur et al. 2013. The Comprehensive Antibiotic Resistance Database. Antimicrobial Agents and Chemotherapy,
57, 3348-3357. [PMID 23650175]
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Jia et al. 2016. CARD 2017: expansion and model-centric curation of the comprehensive antibiotic resistance
database. Nucleic Acid Research. [PMID 27789705]

4.10.2 What is RGI?

Resistance Gene Identifier (RGI) predicts antibiotic resistance genes from genome sequence data. The RGI integrates
ARO, bioinformatics models and molecular reference sequence data to broadly analyze antibiotic resistance at the
genome level. This software use different models describe below (CARD Proteins Homologs, CARD Proteins Variants
...) to detect the AMR and gives different types of hit:

¢ A Perfect match is 100% identical to the reference sequence along its entire length.
A Strict prediction is a match above the bitscore of the curated BLASTP bitscore cutoff.

* Loose matches are other sequences with a match bitscore less than the curated BLASTP bitscore. It provide
detection of new, emergent threats and more distant homologs of AMR genes, but will also catalog homologous
sequences and partial hits that may not have a role in AMR.

Know more about RGI

For all the matches we select only the hits with a E-value < 5.234390e-02, which allow us to keep only the better
‘loose’ hit

4.10.3 How to access to the Antibiotic Resistance predictions?

CARD predictions are available through the Comparative Genomics section, in the main navigation menu.

4.10.4 What are these tables?

The General Information table summarize information about CARD results for the selected organism.

The table CARD Proteins Homologs shows all CDS results with a ‘perfect’, ‘strict’ or ‘loose’ hit for the protein
homolog model.

Protein homolog models detect a protein sequence based on its similarity to a curated reference sequence. A protein
homolog model has only one parameter: a curated BLASTP bitscore cutoff for determining the strength of a match.
The matches are classified in the three hit types for this models (‘perfect’, ‘strict’, ‘loose’)

CARD Proteins Homologs [l

@® Showing 1109 of 9 resuts show (G Results _
o y ] ] o ] ] ] ] o —) 0 0 A 0
ﬂ e ® lime | cam ﬂ st o
Organism Name | family Class. Type “
major
response S'aphym‘;““s lacmlra'mr \, ATIRIS a response reguialor that binds to the norA biot ARO:3000662 n0rfloxacin
@ C248 1454 arR reguiator | ARO:3000838 ::;z:z :Jr SP- arR ;‘;“;es)am‘y promoter to activate expression. ArlR must first be Z:“Lx"’ e ARO:3000547-arlRS  ARO:0000045-acriflavin 10633000  Perfect 44258 567476e-160 100
protein ity ntibote | Phosphonyiated by At ARO:0000036 ciprofioacin
efflux pump
ATP-
g‘a":;'g‘e ARO:3000687-moenomycin
= ARO:3000645 cefotaxime:
e ARO:0000068:daptomycin
MarR . o MgrA, also known as NorR, is a regulator for norA, ARO:0000015 methicilln
family nOrB, and tet38. It is a positive regulator for norA  antibiotic ARO:0000051 tetracycline 12730173,
Q) cmeomn requiatory ARO-3000819 aureussubsp. - mgra - pump; expression, but s a direct repressor for norBand an  efflux = ARO:3000686 sparfioracin  15774g83 ot 01212 1214296106 100

aureus ED98 major
facilitator
supertamily
(MFS)
antibiotic
efflux pump

protein indirect repressor of tet38. ARO:0000074:moxifloxacin

ARO:3000662:norfloxacin
ARO:0000045:acriflavin
ARO:0000036:ciprofioxacin

The table CARD Proteins Variants shows all CDS results with a ‘strict’ or ‘loose’ hit for the protein variant model.

Protein variant models are similar to protein homolog models, they detect the presence of a protein sequence based
on its similarity to a curated reference sequence, but secondarily search submitted query sequences for curated sets
of mutations shown clinically to confer resistance relative to wild-type. This model includes a protein reference
sequence, a curated BLASTP cut-off, and mapped resistance variants (single resistance variants, insertions, deletions,
co-dependent resistance variants, nonsense SNPs, and/or frameshift mutations). Regardless of BLASTP bitscore, if a
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sequence does not contain one of the mapped resistance variants, it is not considered a match and not detected
by the protein variant model. If the match score is better than the cutoff the hit will be label as ‘strict’” otherwise it will
be a ‘loose’ (there is not ‘perfect’ for this models).

CARD Proteins Variants ['

o ing 1to 1 of 1 results show [ Resuts  q _
MoveTo Label Product ARO id & CARD Name EID &L CARD Description MeChanise Resistance to PubMedid [z Score Eval (e
Organism family SNP class Type %
Staphylococcus
Staphylococcus aureus GIpT Mutations to the active importer GIpT, which is
e aureus subsp.  with mutation involved with the uptake of many phosphorylated albicic
@ C248 0391 gipT  3-phosphate ARO:3003001 P- GipT  Fal P! 'y phosphory| target _ ARO:0000025-fosfomycin 26793179 Strict 001738 0 9056
e aureus conferring sugars, confer resistance to fosfomyein by reducing 1=
b MRSA252 resistance ta. import of the drug into the bacteria
fosfomycin

The table CARD Overexpression shows all CDS results with a ‘perfect’, ‘strict’ or ‘loose’ hit for the protein over-
expression model.

This model detects protein overexpression based on the presence of mutations:

* The detection of the protein without an associated mutation indicates that the protein is likely to be expressed at
low or basal levels.

* The detection of the protein with the mutation indicates that the protein is likely over-expressed.

This model reflects that even if certain proteins are functional with and without mutations, the difference in the level

of expression can lead to resistance to specific drugs. Protein over-expression models have two parameters: a curated

BLASTP cutoff, and a curated set of mutations (single resistance variants, frameshift mutations, indels ...) shown

clinically to confer resistance. This model type is a combination of the protein homolog and protein variant model

which can categorized hit as ‘perfect’, ‘strict’, or ‘loose’ with no mutation(s) or as ‘strict’ or ‘loose’ with mutation(s).

If a mutation is detected, the CARD SNP field will give the position and the amino acid(s) involved in the mutation.
[@ GARD Overexpression I

@® Showng1to4of 4 resuts show [ Resuits

5 ]
[Cuoveto Lavel ne 2 Product

[7] 7] [ a 7] 7] 7] [7]
A501 CARD Deseription fesistance 0 [Fruoutoad

ARO:0000001 fluoroquinolone
DNA-binding Escherichia  resistance- antibiotic

wanscriptional Escherichia  coli maR  nodulation- antibioti ARO-3000870-ticlosan T
& MarR s a repressor of the mar operon maiRAB,  target ARO:3000704-cefalotin 8007064,
repressor of g colist.  muant  celldiision Y137H,
ESCA0V1_0370 maR ARO:3003378 thus regulating the expres sion of marA, the activator  alteration;  _ ARO:3000637 -ampicillin 9333027, Stict  267.73  18988Be-101 97.52
(2 mutiple K-12 substr. conferring  (RND) G038
o s g . of multidrug eflux pump AcrAB antibiotic ARO:3000385;chioramphenicol 3687412,
antt l” e antt l” c a;“ lotic effiux ARD:3000169-rifampin 12027588
resistance resistance  effux pump TS s
ARO:0000030-tigecycline
Eecherichia ARO.0000001 fuoroquinolone
coliacR  resistance- antibiotic
oNAD Escherichia  with nodulation- AcR is a repressor of the ACABTOIC mutidug 27 D0H AR 000870 iclosag
-bincing colist. mutation  cell dision effux complex. ActR mutations result in high level 9% ARO-3000704-cefalotin
@Y ESCOVI 532 aoR wanscrptional ARO-3003807 [y v _ L £ alteration;  _ ARO:3000637-ampicillin 16189130  Stict  446.047 1424726161 100
12 substr. conferring  (RND) antibiotic resistance. The mutations associated vith
repressor antibiotic ARO:3000385chioramphenicol
MG1655  mulidrug  antibiotic this model are specific to E. coli
P effux ARO:3000169:rfampin
antibiotic | efiux pump AARO-0000051 tetracycline
resistance

ARO-0000030 tigecycline

For all tables, you can export the genes by clicking on Export to Gene Cart.

You can access the CARD database entry by clicking on any ARO id.

4.11 Virulome

4.11.1 What is VirulenceDB?

VirulenceDB is a virulence genes database build using three sets of data:

* The core dataset from VFDB (setA), which is composed of genes associated with experimentally verified viru-
lence factors (VFs) for 53 bacterial species

* The VirulenceFinder dataset which includes virulence genes for Listeria, Staphylococcus aureus, Escherichia
coli/Shigella and Enterococcus

* A manually curated dataset of reference virulence genes for Escherichia coli (Coli_Ref).
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The original virulence factors classification from VFDB has been hierarchically attributed to each gene as frequently
as possible, in order to provide a functional interpretation of your results. New virulence factors have also been added
to VirulenceFinder and Coli_Ref database to describe as best as possible the gene functions.

Know more about VFDB

Know more about VirulenceFinder

References:

Chen LH, Zheng DD, Liu B, Yang J and Jin Q, 2016. VFDB 2016: hierarchical and refined dataset for big data
analysis-10 years on. Nucleic Acids Res. 44(Database issue):D694-D697.

Joensen KG, Scheutz F, Lund O, Hasman H, Kaas RS, Nielsen EM, Aarestrup FM. J. Clin. Real-time whole-genome
sequencing for routine typing, surveillance, and outbreak detection of verotoxigenic Escherichia coli. Micobiol. 2014.
52(5): 1501-1510.

4.11.2 How to access to Virulence data ?

VirulenceDB predictions are available through the Comparative Genomics section, in the main navigation menu.

4.11.3 How virulence predictions are made ?

Genomic objects predicted by the Microscope platform are blasted against the three virulence databases using blastp
or blastn. Blast results are filtered using e-value lower than le 2, identities upper than 30% and minlrap upper than
0.8.

4.11.4 How to use this tool ?

You can access your virulence predictions according to the taxonomy of your strain (minimal identity threshold = 30
%)
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Select methods:
) plastP @ plasti

Show hits for:
) All organisms ©) Same Genus @ Same Species

Filter:
|dentity = 80 — %

L

* All organism will display results regardless of the tax_id of your strain (identity filter: default=30%)

» Same genus will display results of virulence genes belonging to bacteria from the same genus (identity filter:
default=50%)

» Same species will display results of virulence genes belonging to bacteria from the same species (identity filter:
default=80%)

Note : As Shigella and Escherichia coli could genotypically be considered the same species, the results are merged for
both genus and species in that case.

The “Only best hit” button will display result for the best hit only, meanning that you get results from OrderQ=1.

The blastn result are linked to gene label using their coordinates. If at least 50% of the gene is inside the blastn results
coordinates or the result is include within the gene, we make a link between the gene and the blastn result.

Note: The blastn virulence detection data are only available on this page.

4.11.5 How to read the table of results?

VDB &

1

Remts Q
8 wr [ 8 8 o 8
v uncion saare isont s (8 oraera
wwww patnotyps m—mm-n--

» Label / Gene / Product : Label, name of the gene and its product predicted by the Microscope platform

* Virulence gene description : Vir Organism, Vir Gene, VF name, VF classes, VF pathotypes, VF structure, VF
function, VF characteristic, VF mechanism

* Result interpretation: Score from Blast, E-value, orderQ (rank of the BLAST hit for the protein of the query
genome) and orderB (rank of the BLAST hit for the protein of the virulence database).

Additionnal information on VF classes:
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They are divided into 4 main classes as proposed by VFDB:
* Offensive virulence factors
* Defensive virulence factors
» Nonspecific virulence factors
* Regulation of virulence-associated genes

A gene can be involved in many classes. For exemple, the gene kpsE (Capsule polysaccharide export inner-membrane
protein KpsE) from E. coli can act both as an offensive virulence factor and a defensive virulence factor.

So the VF classes corresponding is “Offensive virulence factors, Invasion, Defensive virulence factors, Antiphagocy-
tosis“ which correspond to :

1. Offensive virulence factors
1.1 Invasion
2. Defensive virulence factors

2.1 Antiphagocytosis

4.12 Integron

4.12.1 What are Integrons?

Integrons are versatile gene acquisition systems commonly found in bacterial genomes. They are ancient elements
that are a hot spot for genomic complexity, generating phenotypic diversity and shaping adaptive responses. Integrons
are composed of three essential core features:

« intl : a gene which encodes for an integron integrase whose protein catalyzes recombination between incoming
gene cassettes and the second feature, an integron-associated recombination site.

« attl : attachment integrase is a proximal recombination site which is recognized by the integrase and at which
gene cassettes may be inserted.

* Pc: a promoter which directs transcription of a cassette-encoded gene.

Integrons acquire new genes as part of gene cassettes. These are simple structures, usually consisting of a single
open reading frame (ORF) bounded by a cassette-associated recombination site known as attC. Circular gene cassettes
are integrated by site-specific recombination between attl and attC, a process mediated by the intl. This process is
reversible, and cassettes can be excised as free circular DNA elements. Insertion at the attl site allows expression of
an incoming cassettte, driven by the adjacent Pc promoter.
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Circular gene cassette

I Intl mediated recombination

@“@W@WMQ@**@&@%%@;%@@

Expansion of array ‘ ‘ Contraction of array

intl attl attC attC attC

@ﬁmmmowvwo XKD R —
}7 Cassettearray ———————————— -

Reference:

Gillings MR. 2014. Integrons: past, present, and future. Microbiol Mol Biol Rev 78:257-277.

4.12.2 What is IntegronFinder?

IntegronFinder is a tool that detects integrons in DNA sequences with high accuracy. It is accurate because it combines
the use of HMM profiles for the dectection of essential protein, the site-specific integron integrase, and the use of
Covariance Models for the detection of the recombination site, the attC site. This tool also annotates gene casettes
however we use our own annotations to make it run. IntegronFinder distinguishes 3 types of elements:

* Complete integron: integron including an integrase and at least one attC site
* InO element: integron integrase only, without any attC site nearby

e CALIN element: The clusters of attC sites lacking integron-integrases (CALIN) are composed of at least two
attC sites
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Know more about IntegronFinder

Reference: Cury J. et al. 2016. Identification and analysis of integrons and cassette arrays in bacterial genomes
Nucleic Acids Research ; [PMID 27130947]

4.12.3 How to access to Integrons data ?

IntegronFinder predictions are available through the Comparative Genomics section, in the main navigation menu.

4.12.4 What is the ‘Integron clusters’ table?

This table enumerates all integron clusters predicted for the selected organism and its replicons.
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IntegronFinder Prediction
Teredinibacter turnerae T7901

Integron Clusters ]

< S Showing 1 to 9 of 9 results Show [ENIEE) Results o} _ @ . m
m
Q NC_012997 chromosome 554174 558080 3906 CALIN
@ 2 NC_012997 chromosome 828117 828744 627 CALIN 1
Q 3 NC_012997 chromosome 1349704 1352504 2800 complete 2
Q 4 NC_012997 chromosome 1824701 1862832 38131 complete 36
@ 5 NC_012997 chromosome 2261981 2266247 4266 CALIN 6
Q 6 NC_012997 chromosome 2268819 2273265 4446 CALIN 2
@ 7 NC_012997 chromosome 4165058 4166782 1724 CALIN 1
@ 8 NC_012997 chromosome 4566302 4570311 4009 CALIN 4
Q 9 NC_012997 chromosome 4924885 4946880 21995 CALIN 28

4.12.5 How to explore Integron clusters?

The IntegronFinder cluster visualization window can be accessed by clicking on any cluster number in the Integron Id
field. This window allows you to access to a detailled description of the integron structure.

4.13 Macromolecular Systems

4.13.1 What is MacSyFinder?

Macromolecular System Finder (MacSyFinder) provides a flexible framework to model the properties of molecular
systems (cellular machinery or pathway) including their components, evolutionary associations with other systems and
genetic architecture. Modelled features also include functional analogs, and the multiple uses of a same component
by different systems. Models are used to search for molecular systems in complete genomes or in unstructured data
like metagenomes. The components of the systems are searched by sequence similarity using Hidden Markov model
(HMM) protein profiles. The assignment of hits to a given system is decided based on compliance with the content
and organization of the system model.

Know more about MacSyFinder
Reference:

Abby SS, et al. 2014. MacSyFinder: a program to mine genomes for molecular systems with an application to
CRISPR-Cas systems, PLoS ONE 2014;9(10):e110726 ; [PMID 25330359]

4.13.2 What type of Macromolecular systems can be detected?

MacSyFinder can detect :
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* CRISPR-Cas systems: Clustered regularly interspaced short palindromic repeats (CRISPR) arrays and their
associated Cas (CRISPR-associated) proteins form the CRISPR-Cas system. CRISPR-Cas are sophisticated
adaptive immune systems that rely on small RNAs for sequence-specific targeting of foreign nucleic acids such
as viruses and plasmids.

¢ a broad range of secretion systems: T1SS, T2SS,T3SS,T4SS, T5SS, T6SS, T9SS, Flg, T4P, Tad (Abby SS et
al., Sci. Rep. 2016)

4.13.3 How to access to MacSyFinder predictions?

MacSyFinder predictions are available through the Comparative Genomics section, in the main navigation menu.

4.13.4 What is the ‘Macromolecular Systems’ table?

This table enumerates all macromolecular systems predicted for the selected organism and its replicons.

MacSyFinder Prediction
Acinetobacter baylyi ADP1

[@ Macromolecular Systems [']

9‘ Showing 1t0 7 of 7 results Show (] s Q _

[+]
8 8 ] Noof |8 Nbof |8 Nbor
MoveTo RIEn Begin (Leen Mandatory present CLIEERR mandnory mandatory | accessory
type type missing
present missing present

T4P_pilT_pilU, T4P_pilP, T4P_pilQ, T4P_pilAE, T4P_pilB,

@ T4P_1 ACIAD chromosome 352513 3267446 multi_loci T4P_pilC, T4P._pill_pilV, T4P_pilN, T4P_pilO, T4P_pilM _ 1

@ T5bSS_1 T5bSS ACIAD chromosome 921123 922922 single_locus T5bSS_translocator _ 1 0 0

@ T1SS_1 T1SS ACIAD chromosome 1484367 1489107 single_locus T1SS_omf, T1SS_mfp, T1SS_abc _ 3 0 0

@ T5¢SS_1 T5cSS ACIAD chromosome 1635004 1637166 single_locus T5cSS_PF03895 _ 1 0 0

CAS- e a cas1_TypelF, cas6_TypelF, cas3-cas2_TypelF,

@ TypelF_1 CAS-TypelF ACIAD chromosome 2439177 2448017 single_locus csy2_TypelF, csy3_TypelF csyl_TypelF 5 1 0
T6SSi_evpd, T6SSI_tssB, T6SSi_tssC, TESSI_tssD, T6SSi_tssA,

@ T6SSI_1 T6SSI ACIAD chromosome 2635901 2656127 single_locus T6SSi_tssE, T6SSi_tssF, T6SSi_tssG, T6SSi_tssH, T6SSi_tssl, 1 3 0
T6SSi_tssK, T6SSi_tssL, T6SSi_tssM T6SSi_tssd

@ T5bSS_2 T5bSS ACIAD chromosome 2735297 2737063 single_locus T5bSS_translocator _ 1 0 0

System id: identifier of the system in the organism

System: type of system detected by MacSyFinder

Replicon name: identification of the replicon

* Replicon type: chromosome, plasmid or WGS

* Begin / End: Position of the system on the replicon

* Locus type: single or multi locus

* Mandatory present: list of mandatory genes of the system identified in the organism

¢ Mandatory missing: ist of mandatory genes of the system not detected in the organism

* Nb of mandatory present: number of mandatory genes of the system identified in the organism

¢ Nb of mandatory missing: number of mandatory genes of the system not detected in the organism

* Nb of accessory present: number of accessory genes of the system identified in the organism

4.13. Macromolecular Systems 123


https://www.ncbi.nlm.nih.gov/pubmed/26979785
https://www.ncbi.nlm.nih.gov/pubmed/26979785

MicroScope User Documentation, Release 3.13.0

4.13.5 How to explore a Macromolecular System?

The MacSyFinder System visualization window can be accessed by clicking on any cluster number in the System Id
field. This window allows you to access to a detailled description of a selected Macromolecular System.
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CHAPTER B

Metabolism

5.1 MicroCyc

MicroCyc is a collection of microbial Pathway/Genome Databases (PGDBs) which are created in the context of the
MicroScope projects. They are supported by the Pathway tools software developed by Peter Karp and his team at SRI
international. These PGDBs were generated using the PathoLogic module which computes an initial set of pathways
by comparing a genome annotations to the metabolic reference database MetaCyc.

For each studied genome, the annotation data is extracted from our Prokaryotic Genome DataBase (PkGDB) which
benefit both the (re)annotation process performed in our group (AGC), the enzymatic function prediction computed
with the PRIAM software, and the expert work for functional annotation made by a various community of biologists
using the MaGe system. These automatically generated PGDBs (Tier3) are updated every day.
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MicroCyc
Acinetobacter baylyi ADP1

1. Select your Organism

1797 Available Organisms
Acinetobacter baumannii 6013150 -
Acinetobacter baumannii 6014059
Acinetobacter baumannii ABODST
Acinetobacter baumannii ABOSE
Acinetobacter baumannii ABOSS
Acinetobacter baumannii ABO59
Acinetobacter baumannii AB307-0294
Acinetobacter baumannii AB900
Acinetobacter baumannii ACICU
Acinetobacter baumannii ATCC 17978
Acinetobacter baumannii ATCC 19606
Acinetobacter baumannii AYE
Acinetobacter baumannii BJABOT104
Acinetobacter baumannii SDF
Acinetobacter baylyi ADP1 -

Q

2. Access to the MicroCyc website for Acinetobacter baylyi ADP1

Please use this login data in the login popup:
Username: guest
Password: guest

.
LI Pathway evidence
(Bl Pathway holes

(I Download PGDB

5.2 Kegg

5.2.1 How to access to the KEGG pathways predictions?

KEGG pathways are accessible through the Metabolism section, in the main navigation menu.

5.2.2 What is this list?

This list enumerates all pathways having at least one reaction linked to a gene of the current reference genome, by the
EC number (enzymatic function).

Red highlighted pathways matching the region in the Genome Browser and bounds of this region can be modified
through the menu at the top of the page (1).
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Explore KEGG Pathways
Acinetobacter baylyi ADP1
I EXSUTAEYE YT Dot £F IV QVert EgILh ECO0e STy 108 —
Regeon from | O o 20000 of | chramogome ACIAD w Baste  La e _':.,, St ‘:“
Highlight i

Aming Acld Metabolism
MAPQOZS0 . Alanine, sspanate and ghiamate metabolism
MAPQO260 : Glycing, sone and threoning metaballsm
MAPQOZTL . Methioning metaboksm
MAROO27Z : Cysteine metabolsm
MAPOOZED - Valine, leucine and isoleucine degradation
MAPDOZE0 . Valine, lFucing and iseleucing Blosynthesis
MAPQOI00 : Lyeng Blosymhosis
MABOOI10 - Lysine degradation
MAPDDII0 : Argmine and proline motafSolnm

0340 : Histicene metabpls
. aelabokam
© P

Biosynthesis of Polyketides and Nonribosomal Peptides
MAPDOE23 : Polyketie sugar unit biosynibesis
MAPO105] : Blosynihesis of ansamycins
MAPO1053 of group | peptides
MAPOL055 * Blorynthosss of VANSonyen group antibiotics

ARNEMEAE AR

Biosynthesis of Secondary Metabolites
MAPD0253 : Tetmeydline biosynthesis
MAPD0311 : Penicilin and cephalospoen blosynthasis
MARQ040L | Novabiocn Diosymhests
MAPO0402 | BENZOXAANONE HHSyNInesls
71 1 SRy cn
MAPOOS00 ; Terpenaid Diosynihesis
MAPQQ903 ;| Limoneng and pnene degradation
MAPDOG0E | Zeatin biosymiosis
0: ¥
MAPDOGED : Alkadoid biosymithosis |
MAPIO960 : Alaloid biosymihasis Il

¥

Carbohydrate Metabolism
= i g

MAFQDOZD  Carate cycle (TCA cycla)
MAPOOO30 | Pertose phosphate pailway

5.2.3 How to explore this metabolic pathways?
KEGG maps (4) and genes involved in each metabolic pathway (3) are also displayed, and can be accessed by clicking
on a given MAP number (2).

In the table (3), each line describes a gene related to an enzymatic reaction of this pathway. EC numbers (enzymatic
functions) are useful to construct these links. The « region » column indicates the genes presence/absence in the region
of interest.

On the KEGG maps (4), reactions matching genome annotations are highlighted in green and reaction matching region
annotations are highlighted in yellow. More details are available by clicking on items of the map and. The Reload
button allows the user to come back in this his exploration work.

5.3 Metabolic Profile

5.3.1 How to access to the Metabolic Profile Tool?

Metabolic Profile tool is accessible in the Metabolism section of the main navigation menu.

5.3.2 What is the usefulness of this tool?

This method allows to:

» compare the metabolic content of the selected bacterial genomes,
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* highlight common or specific metabolic pathways,
* detect uncompleted network to fill with expert annotations.

This comparison is based on the computation of a *pathway completion’ value, i.e the ratio between the number of
reactions for pathway X in a given organism and the total number of reactions of pathway X defined in the MetaCyc
or KEGG databases.

Number — of — reactions — identi fied — in — an — organism

Number — of — reactions — forming — a — complete — pathway

5.3.3 How to use this tool?

Amines and Polyamines Blosynthesis Reactions nb baumannii baumannii

choline degradation |

glycine betaine biosynthesis | (Gram-negative bacteria)
glycine betaine biosynthesis Il (Gram-positive bacteria)
glycine betaine biosynthesis lll (plants)

putrescine biosynthesis Il

UDP-N-ace lyl-D-glt biosynthesis |

urate blosynthesis
Amino acids Biosynthesis

B-alanine biosynthesis Il
B-alanine biosynthesis IV
S-adenosyl-L-methionine cycle
alanine blesynthesis |

alanine biosynthesis Il
arginine blosynthesis Il (acetyl cycle)
arginine biosynthesis [V
aspartate biosynthesis
citrulline-nitric oxide cycle
cysteine blosynthesis |
glutamate biosynthesis |
glutamate biosynthesis |l
glutamate biosynthesis lll
glutamate degradation Il

glutamine biosynthesis
e 1) Choose a metabolic database of reference (BioCyc/MicroCyc or Kegg).
e 2) Select the organisms to compare (up to 15).
e 3) Select the metabolic pathways of interest (some or all).
e 4) Validation
The With pseudogenes option allows to include pseudogenes in the analysis

Use the Pathway Completion box to restrict the analysis to pathways with a completion higher than a threshold
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5.3.4 How to read the result table?

Reactions in "histidine degradation I"

J 7]
Acinetobacter Acinetobacter

EC
Number([s)

Reactians

baumannii
ATCC 17378

baumannil
AYE

Acinetobacter

baumannil
SDF

©

Acinetobacter
baylyl ADP1

Formimineglutamass 3538
Histidineg ammonia-lyase 4313
Imidazolonepropicnase 3527
Urocanate hydratase 42.1.49

“highiding degraciation I MIGTaCYe Cross-Species companison

CLOSE

e 1) Different Organisms chosen.
e 2) Metabolic Pathways of interest.

e 3) Completion of the pathway in this organism.

ABYALAD04

ABRYAL400T
ABYALDSS1

ABYALA4005

ABYAL4009
(pseudo)
ABYALA00E
{pseLdo)

ABAYEODTS

ABAYEDOTE

ABAYEOODTE

ABAYEQOTS

ABSDFI5E0

ABSDF3583

ABSDFI5E1

ACIAD1189
{pseudo)

ACIADOST A
ACIAD1187
{pseuda)

ABSDF3584

ACIAD1166
(paewdo)

— the « reaction number » column show the number of reactions forming the complete metabolic path-

way.

— cliking on the completion number open the BioCyc or KEGG metabolic map for this organism.

5.3. Metabolic Profile
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5.3.5 Reactions table

Reactions in "histidine degradation I"

EC Acinetobacter

baylyl ADP1

Reactions . baumannii baumannil
Number(z)

baumannil

ATCC 17878 AYE SDF

i ol i
2 Acinetobacter @ Acinetobacter Fﬁclnatc-ha-::lnr

ACIAD1189
Formimineglutamass 3538 ABYAL4004 ABAYEODTS ABSDFI5E0
{pseudo)
ACIADOST A
Histidine ammonia-lyase 4313 ot U ABAYEDOTE ARSDF3583 ACIAD1187
ABYALDSE1
{pseuda)
Imidazolonepropicnase 3527 ABYAL400S ABAYEDODTS ABSDF3581 _
ABYALA4009
(peeuda) ACIAD1186
4
Urocanate hydratase 2.1.49 ABYAL4008 ABAYEODTS ABSDF3584 (pasudo)
{pseLdo)

“highiding degraciation I MIGTaCYe Cross-Species companison

CLOSE

Clicking on a metabolic pathway in the result table allows to access to the detailed reaction table of this pathway. This
table summarizes for each selected organism the presence/absence of genes coding for enzymes necessary for each
reaction of the pathway.

e 1) Selected organisms.
e 2) Reactions required to perform this metabolic pathway.

¢ 3) Gene(s) coding for enzyme(s) implicated in this reaction for this organism. Pseudogenes are flagged with
(pseudo) in this table.

The link below the table allows access to the BioCyc or KEGG comparison metabolic maps.

5.4 Pathway Synteny

5.4.1 How to access to the pathway synteny tool?

This tool is accessible in the Metabolism section of the main navigation menu.

5.4.2 What is the usefulness of this tool?

This tool combines, for one query genome, two different neighbourhoods in order to give clues in terms of functional
annotation for proteins of unknown function (hypothetical protein). It searches for the genomic regions containing
genes involved in synteny groups with the compared bacterial genomes (from our Prokaryotic Genome DataBase
PkGDB) AND also involved in metabolic pathways (either KEGG or Metacyc hierarchy).
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5.4.3 How to use this tool?

You just have to choose the metabolic database of reference in the tool’s header, by clicking on KEGG ou MicroCyc
button. Then, wait for the computation results.

5.4.4 How to read this table?

Select a Metabolic Database :

KEGG

[icrotye]

[1] a Q
MavaTa Bagin | End B MicroCye Pathways

Genomlic Reglons ['*F

LG

2m 24330
24584 45789
47056 53340

urate bosynthes:s
IRNA charging pathwiy
1,6-anhydro-

N-acetylmuramic acid
recycling

omithine bicsynthesis

arginine biosynthesis ||
(acetyl cycle)
fwo-component
alkanesulfonate

MoNoocy ganase

flavin biosynthesis

5 6-dimethylbenzimidazole

blosynthesis

tRMNA charging pathway

ubiguinone -8 bicsynthesis
(prokaryotic)

stearate bicsynthesis I
(plants)

cis-vaccenals biosynthesis

paimitate bicsynthesis i
(bacteria and plants)

ACIAD0001 | dnad | Chromosomal replication initiator protein dnak | nbSynteny=969

ACIADO00Z | dnaN | DMA polymerase Iil, beta chain | 2.7.7.7 | nbSynteny=1070

ACIAD0003 | recF | DNA replication, recombinaison and repair protein | nbSynteny=T6T

ACIAD000S | gyrB | DNA gyrase, subunit B (type || topoisomerase) | 5.99.1 3 | nbSynteny=879

ACIAD0003 | conserved hypothetical protein | nbSynteny=4

ACIAD 0007 | putative transport protain (ABC superfamily, atp_bind) | nbSynteny=38

ACIAD0008 | putative RND type efflux pump involved in aminoglycoside resistance (AdeT) | nbSynteny=28
ACIADO00S | adeT | RND type affiux pump involved In aminoglycoside resistance | nbSynteny=26
ACIAD0M O] putative chaperone involved in Fe-5 cluster assembly and activation (HesB-like) | nbSynieny=190
ACIADO011 | anmk | Anhydro-N-acetylmuramic acid kinase (AnhMurNAc kinasa) | 2.7.1 - | nbSynteny=438
ACIADO013 | tyrS | tyrcsyl-1RNA synthetase | 61.1.1 | nbSynteny=446

ACIADO014 | hypothetical protein | nbSynteny=1

ACIADONS | putative S-nudectidase NucA precursor | 3.1.3.5] neSynteny=11

ACIADOO 7 | putative glutathiene S-transferase | 2.5.1.18 | nbSyntany=17

ACIADDOE | consenved hypothetical protein | nbSynieny=19

ACIADO019| conserved hypothetical protein; putative flaveprotein | nbSynteny=22

ACIAD0020 | fipB | FKBP-type paptidyl- prolyl cis-trans isomerase (rotamase) | 5.2 .1.8| nbSynteny=261
ACIADO021 | IspA | prolipoprotein signal (Signal peptidase 1) | 3.4.23.36 | nbSynteny=681
ACIADDOZZ | leS | isoleucyl-IRNA synthetase | 6.1.1.3 | nbSynteny=T28

ACIAD 0023 | ribF | bifunctional protain Includes: ribeflavin kinase (Flavokinase), FMN adenylyliransferase (FAD pyrophosphorylase)
ACIAD0024 | putative malic acid transport protein | nbSynteny=12

ACIAD0025 | putative hydrolase rutD (Pyrimidine utilization protein D) | 3.-.- .- | nbSynteny=T8

ACIAD0026 | putative HTH-fype transcriptional regul ator rutR (Rut operon repressor) | nbSyniteny=5%1
ACIADO02T | Putative monomgygenase ruth (Pyrimidine utilization profein A)] 1.14.- - | nbSynteny=83
ACIADOOZE | putative isochorismatase family protein rutB (Pyrimidine utill zation protein B) | 3.-.-.- | nbSynteny=87
ACIAD0028 | putative enzyme rutC (Pyrimidi protein C) | nbSynteny=T7

ACIADO0030 | putative flavin reductase rutF (Pyrimidine utilization protein F) | 1.5.1.- | nbSynteny=75

ACIAD O3 | Putative pyrimidine permease rul® (Pyrimidine protein G) | ¥ y =66

ACIAD 0052 | putative hydroxyacid dehydrogenasereductase | 1.1.1.- | nbSynteny=10

ACIADDOGS | ssuB | alkanesulfonate transpart prolein (ABC superfamily, alp_bind) | nbSynteny=837
ACIADO0GS | ssuC | alkanesulfonate transpor protein (ABC superfamily, membran e) | nbSynteny=803
ACIADOGE | ssuly | FMNH(2)-dependent [fonate mon oo | 1.14.14 5| nbSynteny=285
ACIADO0G7 | ssuh | alkanesulfonale transpor protein (ABG superfamily, peri_bind) | nbSynteny=520
ACIADOO3B | ssuA | alkanesulfonate transpart protein (ABC superfamily, peri_bind) | nbSynteny=483
ACIADO0GS | argA | N-alpha-acetylglutamate synthase (amino-acid acetyliransferase) | 2.3.1.1 | nbSynteny=15

ACIADD042 | putative oxoacyl-(acyl canier prolein) reductase | 1.1.1.100 | nbSynteny=58

ACIADOO43 | putative phasphoglycolale phosphatase 2 (PGP 2) | 31.3.18| nbSynteny=219

ACIAD0MKS | ubiG | 3-demethylubiguinone- 3 3-methyltranslerase and 2- octaprenyl-G-hydracy phenol methylase | 2.1.1.64 | nbSynieny=222
ACIADOOAS | dsbA | thiol disulfide interchange prolein, periplasmic, alkali-inducble | 5.3.4.1 | nbSynteny=37

ACIADOO4E | putative transcriptional regulator | nbSynteny=18

ACIADO04 T | consenved hypothetical protein; pulative transenptional regulator (TER family) | nbSynteny=37

ACIADOME | putative oxidoreductase | nbSynteny=25

ACIAD0049 | consenved hypothetical probein; putative linoleoyl-CoA desaturase | nbSynteny=50

Each line of the column Genes list all genes and their products involved in a group of synteny with an organism
of PkGDB.

Column Move To allow the visualization of this region (genes in synteny) in the Genome Browser.
Columns Begin and End mark the boundary of this region.

Column Pathways shows metabolic pathways performed by enzymes coded at least by one of the genes in this
region.

5.4. Pathway Synteny
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5.5 Pathway Curation

5.5.1 How to access to the Pathway Curation Tool?

Pathway Curation tool is accessible in the Metabolism section of the main navigation menu.

5.5.2 What is the usefulness of this tool?

This tool presents a list of predicted MicroCyc pathways in a given organism, coming from pathway-tools software
results, for which statuses can be curated by the annotator (3).

The current state of curation is resumed at the top of the page (1).

It is also possible to add a new MetaCyc pathway in the organism if this one is not predicted by the BioCyc pathologic

algorithm (2).

Pathway Curation
Acinetobacter baylyi ADP1

¥ 4 validated

2 0variant necded
2 2unknown

™ 0 non functional
% 2 deleted

: Current pathway curation status: (248 predicted)

O Search new pathway by keyword : |keyword search reset

Display pathway hierarchy:  ON [0 ]

[258]

7]
Bcuration Pathway

X [validated] 1CMET2-PWY : formyl THF biosynthesis | 0.91 11
X [validated] ACETOACETATE-DEG-PWY : aceloacelale degradation (lo acetyl CoA) 1 2
oo [validated] ALADEG-PWY ; alanine degradation | 1 2
v X [validated] ALANINE-SYMN2-PWY - alanine biosynthesis |1 1 1
Yy [unknown] ALANINE-VALINESYN-PWY : alanine biosynthesis | 0.67 3
LA ALKANEMOMNDX-PWY : two-component alkanesulfonate monooxygenase 1 2
v 7T >x ANARESP1-PWY : respiration {anaerobic) 0.69 13
oo ARGSYN-PWY . arginine biosynthesis | 1 9

5.5.3 How to read the result table?

® @ ® @ ®

e Pos ANARESP1-PWY : respiration (anaerobic) 0.69 13

* The table is composed of 5 columns:
1 : buttons to change the pathway status (validated, unknown, non-functional, deleted)

2 : current curation status of the pathway
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3 : pathway identifier and name
4 : completion of the pathway in the organism
S : number of reactions in the pathway (excluding spontaneous reactions)

* Above the table, an option allows users to display pathways using or not the MetaCyc hierarchy.

5.5.4 What are the different curation statuses?

Users are able to curate the prediction for a given organism by assigning different statuses.

The different statuses are:

[validated] [variant_needed] [unknown] [mon_functional]  [deleted]

* predicted: Predicted by the BioCyc pathologic algorithm (default one).

* validated: Curated as a functional pathway (all the reactions of the pathway are supposed to exist in the organ-
ism).

« variant needed: The predicted pathway is not completely correct for the organism (i.e. some reactions may not
be present in the organism but no better pathway definition exists in MetaCyc). Thus, a new pathway variant
definition is needed.

* unknown: Not enough evidence to declare the pathway as functional (i.e. validated status).

* non-functional: The pathway has been lost in the organism and is no more functional (i.e. due to gene loss or
pseudogenisation events).

¢ deleted: Curated as a false positive prediction.

A complete pathway cannot be deleted.

5.5.5 How to use this tool?

CEINT EEINT

The pathway status can be modified using the buttons “validate”, “variant needed”, “unknown”, “non-functional” and
“delete”.

v (2 ?2 ~ X

Moreover, it is possible to add a MetaCyc pathway which has not been predicted by using a keyword search tool.

@ @

Search new pathway by keyword :|g|ucose " search ] reset

< |PWY.5272; abscisic acid glucose ester biosynthesis
PWY-5661: GDP-glucose biosynthesis
DHGLUCOMATE-PYR-CAT-PWY: glucose degradation (oxidative)
PWY-5067: glycogen biosynthesis || (from UDP-D-Glucose)
PWY-5475: pentagalloylglucose biosynthesis

@

1) Enter a keyword relative to the pathway of interest (ex: glucose).

2) Click on “‘search” button.

3) Select the correct pathway
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4) Click on “Add” button in order to set the pathway as present in the organism.

5.6 CanOE

5.6.1 Introduction

Warning: This tool is no longer maintained. Published results are still available here.

The CanOE strategy is a bioinformatics strategy set up within the MicroScope platform. It was designed in order
to propose candidate genes for sequence-orphan enzymatic activities, but its results can be exploited in several more
traditional bioanalysis ways.

CanOE Overview
CanOE contains four main steps.

» The first step locates “genomic metabolons”, i.e. groups of co-localized genes coding proteins catalyzing re-
actions linked by shared metabolites, in one genome at a time. We use an adapted version of the CCCPart
algorithm to do this [1].

* In the second step, these metabolons are used to generate candidate annotations (“Potential associations”) be-
tween un-annotated genes and gene-less reactions.

 The third step integrates these gene-reaction associations over several genomes using gene families, and summa-
rizes the strength of family-reaction associations by several scores. Furthermore, we are able to transform some
Potential associations into “Inferred” associations, whenever there is sufficient contextual backing to support
cross-family functional annotation transfer.

* In the final step, the family-based scores are used to rank members of gene families which are proposed for
metabolic reactions. Full details on the inner working of the CanOE strategy may be found in its dedicated
article [2].

Metabolic data used

CanOE was designed to support the use of multiple types of metabolic data, such as KEGG [3], MetaCyc [4], Rhea
[5]... Reaction and pathway data from these resources are parsed into a global metabolic network containing all known
reactions, linked by biologically-relevant compounds. Details on the construction of such networks can be found in
the CanOE article [2]. Currently, all available metabolons are built using a MetaCyc-based metabolic network.

5.6.2 Using CanOE results

Basic use cases Data produced by the CanOE strategy can be used by bioanalysts at four different levels.

* First, genomic metabolons can serve as a visual summary representation of the metabolic contexts corresponding
to groups of co-localised genes. This simplifies the reconstruction effort required to assess this context when
annotating a gene of interest. As such, metabolons can be useful aids to annotation.

 Secondly, Potential gene-reaction associations are automatically generated. They can be visualised and consid-
ered when attempting to annotate the concerned genes.

* Thirdly, the integration across multiple genomes allows CanOE to propose the transfer of functional annotations
on the basis of sequence similarity backed up by metabolic context. The Inferred associations can also be
visualised and considered when attempting to annotate the concerned genes.
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* Finally, due to its independence in respect to sequence similarity in the construction of metabolons, CanOE is
able to propose candidate genes even for sequence-orphan reactions. Furthermore, gene families can receive
family-based associations scores and ranks for these reactions. Candidate genes for orphan enzymatic activities
can thus be ranked in each organism.

We have developed a MicroScope web interface in order to give our users access to CanOE results, so that they may
exploit them in these different ways.

We shall now present the use of this interface through the exploration of several biological questions that CanOE can
help answer.

Once several networks have been implemented, selecting the Metabolic network will be possible through the main
page combobox illustrated below:

Select Metabolic Schema: MetaCyc Reaction-based metabolic network | v

5.6.3 How can I find candidate genes for my favourite orphan enzyme?

There are several ways of accessing CanOE data in order to answer this question. We shall present one here, and
shall take as an example the search for candidate genes for the enzymatic activity “CDP-4-dehydro-6-deoxyglucose
reductase” (EC 1.17.1.1) which is catalogued by the OrEnzA database [6] as an sequence-orphan reaction across all
of UniProt.

¢ Item #1. From CanOE’s main page, enter the EC number (or a keyword corresponding to part of the reaction
name or one of the compounds it involves) into the search box. Here, we use “1.17.1.1”.

e Item #2. From the list of search results, click the “CanOE Reaction Details” magnifying glass to examine all
CanOE data for this reaction. In this case, only one result was found.

 Item #3. From the reaction’s page, you can select one of the best-scoring families that contain candidate genes
for this reaction. In this example, we choose the first family as its “R=>F" score is magnitudes higher than those
of the other families.
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Search CanOE Results for:

A reaction by compound names or EG numbers | 1.17.1

Reaction description !

1171

Associated EC numbers 'V
CanOE predicted Gens Family associations
B8 canoe

Family Genes IR Poatentinl

Axmock Family Aznocs

o
©

CangE Reastion

CPO-658 + NADH-P-
OR-NOFP <->
CPO-107E + NAD-P-
OR NOF = WATER

Assoes

anOE predictions for Reaction: 1.17.1.1-RXN

MetaCyc schema

Schema Description

Reaction Name Equation Meiabolic Schema

Reaction
CRD-658 +
NADH-P-0OR-NOP
T RXN COP-4-debydra- e» CPO10TE + MataCye Reaction-based
metabolic network

B-deaxypglicose reductase NADP-OR_NOP +

WATER

i I [ ! |
i i ) i B petall
: CF.R

Amnocs

Maso_0308,
Cach_0708,
10782, STY2300,

i SALTSv1_2129,
1M 2 (4] hh ] STM2080, 0¥ a8s¥ e‘
Galf_2848,
TpsiP31758 3049,
Dfer_4800

1829 1B 4] 1 ] BT_1348 0005 0082

533 99 4] 1 o Coch_0711 0.000 0.061

¢ e

B CanDE predicted Metabolons '?

Item #4. Select any one of the listed associations to visualise the metabolon in which it was found. Here,
we selected the metabolon from Yersinia pseudotuberculosis as one of its gene products seems to be already
annotated with the target “orphan” reaction.

Item #5. Manually evaluate the accuracy of the prediction using the Metabolon Viewer, associated data, or usual
MicroScope tools. In this case, consulting the Gene Info page for the proposed gene shows that it shares high
sequence similarity to an experimentally validated protein of Yersinia pseudotuberculosis (Q57174, PubMed
ID: 8071227). “CDP-4-dehydro-6-deoxyglucose reductase” was considered as a global sequence-orphan as no
proteins are correctly annotated with the corresponding EC number (1.17.1.1) in the MicroScope and UniProt

resources.
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Potential Gene-Reaction associations ™

[+7+]
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Salmonella enterica
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12
0, &

5.6.4 | want to use CanOE data to annotate my favourite gene

We shall illustrate this by finding potential annotations for gene “Phep_0785” from Pedobacter heparinus DSM 2366.

o Item #1. Select the host genome for your target gene and click “Go” to open the list of metabolons for this
organism.

 Item #2. Use the table search boxes or your browser’s “search web page box” to find occurrences of your target
gene’s Genomic Object Label, and select a metabolon to view by clicking its magnifying glass.

 Item #3. In the selected metabolon, CanOE proposes several Potential associations for Phep_0785, making it a
candidate gene for several metabolic reactions. Looking at the gene’s Gene Info page reveals that it shares sig-
nificant sequence similarity with SwissProt-annotated Arylsulfatases of Eukaryotic origin (EC numbers: 3.1.6.-
or 3.1.6.12). Arylsulfatases catalyse reactions similar to chondro-4-sulphatase, one of the reactions proposed
for Phep_0785. We might thus propose this gene as a candidate for this reaction. Phep_0785 does not belong to
any CanOE families, however, and thus has no family-based scores nor ranks to help guide this decision.

5.6. CanOE
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Organism Specific Results: [ Pedcbacter neparinus DsM 2366 (1

'® Consult metabolon list for selected organism

Consult orphan reaclions for selected organism  Gene Level

Go

k Primary:
422 18-RXN : chondroitin B
lyase
* 423 20-RXN - chandroilin-
sulfate-ABC endolyase
*4225-RXN: chondroitin AG
lyase
* RXN-11617 : chandroitin-
sulfate-ABC endolyase

Primary:
*Phep_0784 : lyase
*Phep_0786

* PYWY-6572 :
chandraitin
sulfale and
dermatan sulfate
degradation |
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Gap:

* 4.2221-RX¥N - chondroitin-
sulfale-ABC axolyase (local
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* CHONDRQ-
4-SULFATASE-RXN :
chondro-4-sulfatase (global
orphan)

* RYM-11577 - chandroifin-
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* Phep 0787
TonB-dependent receptor
plug
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domain-containing proten
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5.6.5 How can | use metabolons to help annotate the genome | recently submitted
to MicroScope?

CanOE generates Inferred and Potential gene-reaction associations for local and global sequence-orphan metabolic
reactions (i.e. reactions that have no known coding genes in a target organism or across all MicroScope organisms,
respectively). Use Inferred reactions to annotate genes with local orphan reactions on the basis of sequence similarity
backed by contextual clues. Use Potential associations as hypotheses that could reinforce or undermine annotations
you would otherwise have difficulty in establishing. There are currently two ways of accessing metabolons and their
predicted associations for a target genome:

o Item #1. As in the previous example, open the list of metabolons for your target organism.
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 Item #2. The metabolon list page does not show what Potential or Inferred associations there are, but you can
consult individual metabolons.

e Item #3. Select and analyse a metabolon for possible annotations. In the example illustrated below, analysis
of an Acinetobacter baylyi ADP1 metabolon containing local orphan reactions revealed an Inferred association
between gene ACIAD3537 and reaction RXN-6201, which is strong evidence that the gene may catalyse it.
Notice how ACIAD3537 is NOT proposed as a candidate for any other of the gap reactions in the metabolon.
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Another possibility to search for these predicted associations is to focus on orphan reactions, be they global or local,
in your target genome. The organism-specific orphan reaction with candidate genes page works exactly like the global
orphan reaction with candidate genes page, albeit it limits candidate genes to those of the target organism, and both
local and global orphan reactions are listed.

5.6. CanOE
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 Item #1. You can open the orphan reaction list page for your genome by selecting your target genome, clicking
the “Consult orphan reactions for selected organism” radio button, selecting the detail level (preferably at the
Gene level if you want to directly access the candidate genes), and clicking “Go” .

 Item #2. You can then view any metabolon of your choice, as before.
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5.6.6 Other useful CanOE web pages

There are several other CanOE web pages that are there to help bioanalysts make sense of CanOE data. The organisa-
tion of the CanOE web pages is represented below.
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CanOE Reaction
main page » Search page
Family Reaction
description page description page

e

Family-Reaction
association

page

Global Orphan | 540 Reaction Metabolon
Reactions i '
_ List List
List
Meta bolon
T Viewer p
Organism- focs
specific pages

5.6. CanOE 141



MicroScope User Documentation, Release 3.13.0

Gray pages are tool-related pages. Orange pages describe CanOE-specific objects (gene families, reactions,
metabolons, associations). Blue pages are result listings. Main access links between pages are shown as black ar-
rows, secondary as gray arrows. Some pages are organism-specific, that is, the data they show can be ascribed to only
a single organism. Please note that:

e a) most pages referring to reactions also provide external links to the source metabolic databases they were
drawn from

* b) most pages referring to genes provide access to MicroScope Gene Info pages and Genome Browser view
pages.

5.6.7 Note on access rights

CanOE is run on all the prokaryote genome sequences in MicroScope (not RefSeq genome sequences), be they public
(or private) access. However, results from private genomes are only available to users with read rights to them.

Gene families may include genes from both public and private sequences. However, again, the data concerning these
genes will only be accessible to MicroScope users having read rights on them. When listed for a user without access
rights, the data for these genes is "hidden’.
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5.7 Secondary metabolites

5.7.1 What are secondary metabolites?

Secondary metabolism (also called specialized metabolism) is a term for pathways and small molecule products of
metabolism that are not absolutely required for the survival of the organism. Secondary metabolites are produced by
many microbes, plants, fungi and animals. Bacterial secondary metabolites are an important source of antimicrobial
and cytostatic drugs. These molecules are often synthesized in a stepwise fashion by multimodular megaenzymes that
are encoded in clusters of genes encoding enzymes for precursor supply and modification.
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5.7.2 What is antiSMASH?

Antismash is a tool predicting secondary metabolite gene clusters in bacterial genomes.

Know more about antiSMASH

5.7.3 How to access to the secondary metabolites gene clusters predicted by anti-
SMASH?

Secondary metabolites gene clusters predictions are available through the Metabolism section, in the main navigation
menu.

5.7.4 What is the “Predicted secondary metabolite clusters” table?

This table enumerates all secondary metabolite clusters predicted for the selected organism and its replicons. Each
predicted cluster is associated to a Cluster type defined by antiSMASH.

# > wssbosm » Amswask

TextFormat | Help
<“»
ANUSMASH allows the rapid AntiSMASH Prediction
genome-wide identification, Streptomyces coelicolor A3(2)
annotaion and  analysis of
secondary metabolite
biesynthesis gene clusters in
bacterial and fungal genomes. It
integrates and cross-links with a antiSMASH version 3.0.5
large number of in silico
secondary metabolite analysis Predicted secondary metabolite clusters 29
fools thal have been published
earlier. For each genome, data = et F e
are  extracted fom our owing of 29 resu show EEIEA Resutts | ]
Prokaryotic Genome DataBase g 2 E @B
(PkGDB) the cluster
accessed from this page, to knowr
more  about speciiic
antiSMASH predicted cluster @ 1 NC_003888 3 chromosome 106637 119654 13018 otherks-t1pks. (ccmal) + (pk)
@ 2 NC_003888.3 chromosome 176501 182038 5538 terpene _
@ 1 NC_003903 1 plasmid 211100 212794 1695 terpene _
@ 2 NC_003903.1 plasmid 244260 248262 4003 furan-butyrolactone
@ 3 NC_003888.3 chromosome 245986 261084 15099 lantipeptide _
@ 4 NC_003888.3 chromosome 513989 524920 10932 nrps (orn-thr-orn)
@ 5 NC_003888.3 chromosome 796584 796799 216 bacteriocin _
@ [ NC_003888 3 chromosome 1277625 1278749 1125 t3pks. _
@ 7 NC_003888.3 chromosome 2000500 2000898 399 ectoine _
@ 8 NC_003888.3 chromosome 2944306 2944875 570 melanin _

‘Showing 1 to 10 of 29 results
20 o

5.7.5 What is the “Adjusted cluster coordinates” table?

This table enumerates all secondary metabolite clusters alternative coordinates predicted for the selected organism and
its replicons.
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Adjusted cluster coordinates 27

Cluster Prediction Cluster Border

u Border u Border Border u Core u Core
C‘"“e'type m cenath Lt Lt

@ 11pks-otherks 139654 53018 87907 120445 32538 106637 119654 13017
@ 2 terpene 166501 192038 25538 172170 185566 13396 176501 182038 9537
@ 3 lantipeptide 235986 271084 35099 245986 261084 15098 245986 261084 15098
@ 4 nrps 493989 544920 50932 503539 538942 35403 513989 524920 10931
@ 5 bacteriocin 791564 801799 10216 _ _ _ 796584 796799 215

@ & 13pks 1257625 1208749 41125 1258218 1281713 23495 1277625 1278749 1124
@ 7 ectoing 1995500 2005898 10399 1992485 2003753 11268 2000500 2000898 398

@ 8 melanin 2939306 29409875 10570 _ _ _ 2944306 2044875 569

@ 9 siderophore 3033895 3045682 11788 3029169 3043370 14201 3038895 3040682 1787
@ 10 nrps 3523335 3603988 80654 3511595 3602320 Q0725 3543335 3583088 40653

!Jo Showing 1 to 10 of 27 results

Cluster Prediction: classical antiSMASH prediction, it corresponds to the Cluster core coordinates with an extension.

Cluster Border: Improved prediction of gene cluster boundaries using ClusterFinder algorithm These estimations are
based on frequencies of locally encoded protein domains detected by Pfam (based on these being either more or less
BGC-like).

Cluster Core: cluster coordinates correspond to the “main” genes used for characterization of secondary metabolite.

5.7.6 How to explore a secondary metabolite cluster?

The AntiSMASH cluster visualization window can be accessed by clicking on any cluster number in the Cluster field.
This window allows you to visualize the full antiSMASH cluster prediction and its genomic context.
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CHAPTER O

Searches

6.1 Blast & Pattern Searches

The Basic Local Alignment Search Tool finds regions of local similarity between sequences. The program compares
nucleotidic or protein sequences to sequence(s) stored in our database (PkGDB), and it computes the statistical sig-
nificance of matches. This interface allows the user to compare the sequences at the nucleic level (BlastN BlastX) or
proteic level (BlastP and tBlastN) or to search for nucleic or proteic patterns (Prosite format).

6.2 Blast Searches

‘We use ncbi-blast tools to run blast alignement. All query must be in fasta format.
BlastN run the user nucleotide query against nucleotide sequence in PkGDB.
tBlastN run the user protein query against nucleotide sequence in PKGDB (reverse translation).
BlastP run the user protein query against protein sequence in PkGDB.
BlastX run the user nucleotide query against protein sequence in PkGDB (translation).
The fields:
* % identity
* % query coverage (alignement length)/(query length)

can be use to filter blast result.
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Blast search:
®' blastP blastM ThlastN blastX

Similarity constraints: Query coverage = |0 % ldentity =0

Pattern search:
Nucleic Pattern Protein Pattemn

Query:

Fasta sequence (blast)

Subject: Al

Mucleic sequence / Proteome

Acinetobacter baumannii ACICU chromosome ACICU_NC_010611 1565
Acinetobacter baumannii ACICU plasmid ACICU_p NC_010605 1566
Acinetobacter baumannii ACICU plasmid ACICU_p NC_010606 1567
Acinetobacter baumannii ATCC 17978 chromosome ABYAL ABYAL 459
Acinetobacter baumannii ATCC 17978 plasmid p1ABYAL p1ABYAL 461
Acinetobacter baumannii ATCC 17978 plasmid p2ZABYAL p2ABYAL 460
Acinetobacter baumannii ATCC 196806 chromosome ACIB1v1_ACIB1v1 1575

Acinetobacter baumannii AYE chromosome ABAYE 231
Acinetobacter baumannii AYE plasmid plABAYE p1ABAYE T0
Acinetobacter baumannii AYE plasmid p2ZABAYE p2ABAYE 62
Acinetobacter baumannii AYE plasmid p3ABAYE p3ABAYE T1
Acinetobacter baumannii AYE plasmid pdABAYE pdABAYE 232

Acinetobacter baumannii BJABOT104 chromosome BJABOT104_ NC_021726 4122
Acinetobacter baumannii BJABO7104 plasmid BJABOT104_ NC_021727 4121
Acinetobacter baumannii BJABO7104 plasmid BJABOT104_ NC_021728 4120

Acinetobacter baumannii SDF chromosome ABSDF 623
Acinetobacter baumannii SDF plasmid p1ABSDF p1ABSDF 73
Acinetobacter baumannii SDF plasmid p2ABSDF p2ABSDF 74
Acinetobacter baumannii SDF plasmid p3ABSDF p3ABSDF 234
Acinetobacter baylyi ADP1 chromosome ACIAD 36

Q

6.3 Pattern Searches

We use EMBOSS tools to run pattern search (fuzznuc and fuzzpro).

%

Protein and nucleic pattern search require a pattern in prosite format :

¢ The standard IUPAC one-letter codes for the amino acids are used.
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* The symbol ‘x’ is used for a position where any amino acid is accepted (N for any nucleotide).

* Ambiguities are indicated by listing the acceptable amino acids for a given position, between square brackets ‘[
]’. For example: [ALT] stands for Ala or Leu or Thr.

¢ Ambiguities are also indicated by listing between a pair of curly brackets ‘{ }’ the amino acids that are not
accepted at a given position. For example: { AM} stands for any amino acid except Ala and Met.

» Each element in a pattern is separated from its neighbor by a -

* Repetition of an element of the pattern can be indicated by following that element with a numerical value or, if
itis a gap (‘x’), by a numerical range between parentheses.

e When a pattern is restricted to either the N- or C-terminal of a sequence, that pattern either starts with a ‘<’
symbol or respectively ends with a >’ symbol. In some rare cases (e.g. PS00267 or PS00539), >’ can also
occur inside square brackets for the C-terminal element. ‘F-[GSTV]-P-R-L-[G>]" means that either ‘F-[GSTV]-
P-R-L-G’ or ‘F-[GSTV]-P-R-L>’ are considered.

Examples :
[AC]-x-V-x(4)-{ED}

This pattern is translated as: [Ala or Cys]-any-Val-any-any-any-any-{any but Glu or Asp}
< A-x-[ST1(2)-x(0,1)-V

This pattern, which must be in the N-terminal of the sequence (‘<’), is translated as: Ala-any-[Ser or Thr]-[Ser or
Thr]-(any or none)-Val

IIRIFHLRNI
This pattern describes all sequences which contain the subsequence ‘IIRIFHLRNI’.
ATTCCAGATC
This pattern describes all sequences which contain the subsequence ‘ATTCCAGATC’.
Blast search:
blastP blastM ThlastM blastX
Similarity constraints: Query coverage = |0 % Identity = [0 %

Pattern search:
&' Nucleic Pattern Protein Pattern

Query:

Prosite format (nucleic pattern)

Subject:

Acinetobacter baylyi ADP1 chromosome ACIAD 36 v

Q
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6.4 Keywords Search Tool

6.4.1 What are Single/Multiple Modes?

¢ The Single Mode: This mode is sequence-specific. It means that you can perform a keywords search within
a single sequence at once, but it allows the annotator to search within one or multiple dataset at a time for the
selected sequence.

e The Multiple Mode: In the contrary, the Multiple Mode allows the annotator to explore by keywords the

annotations of several sequences at a time, but within one dataset at once.

6.4.2 How to read the interface?

* The Single Mode:

1. Select a Mode

Single mode: Sequence-specific dafaset are available. Select only one sequence, but customize the dataset and field selections.

Multiple Mode

2. Select the Organism(s) to query

'“/Find genes in selected sequence(s):

3. Manage your Query 3

Dataset:

|Gene annotations |

MaGe Curated annotations

My Annotated Genes

DataBank/Automatic annotations

Genomic Object Features

Annotation Comments
Annotation Note
Escherichia coli
Bacillus subtilis

E. coli essential genes (Gerdes,PEC Keio
P. aeruginosa essential genes

B. subilis essential genes

SwissProt

SwissProt EXP
TEEMBL

TrEMBL EXP

PRIAM EC Prediction
COG

[ Acinetobact:

er baylyi ADP1 chromosome ACIAD 36

Q Type Here To Filter

AND Explore within cart(s) (Optional):  Select All| | mygenecart1 » 2
mygenecant2 ~

4

Fields:
Label

Type
Frame
Gene
Synonyms
Product
Roles

il EC number

Localization
BioProcess
Product Type
Reaction
PubMedld
Class
Evidence
Status
Mutation

M| AMIGene Status,

a Apply common filter(s) to dataset selection:
“|GOLength = ~ bp

femmm|0

With All of the words

- : Words to search

Without At least one word ~

2| Words to exclude

4. Submit / Refine your Query

|

Item #1. Replicon selection. The search will be performed on this replicon’s annotations.

Item #2. Gene Carts selection, for searching within their content. (optional)

Item #3. Dataset selection (see What about the Dataset?).

Item #4. Fields selection (see What are the Fields?).
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Item #5. Optional Filters (see What are Filters?).

Item #6. Search all data of the selected dataset for the chosen replicon (Get all data).

Item #7. Words you want to match (options: All the words / At least one word / Exact phrase).

Item #7. Words you don’t want to match (options: All the words / At least one word / Exact phrase).

e The Multiple Mode
1. Select a Mode

Multiple mode: Only common dataset are proposed. Personalize your sequence and field selections, but select only one dataset per request.

Single Mode Multiple Mode

2. Select the Organism(s) to query

Acinetobacter baumannii AYE plasmid p1ABAYE p1ABAYE 70
Acinetobacter baumannii AYE plasmid p2ABAYE p2ABAYE 62 D
Acinetobacter baumannii AYE plasmid p3ABAYE p3ABAYE 71

Acinetobacter baumannii AYE plasmid p4ABAYE p4ABAYE 232

Acinetobacter baumannii BJABO7 104 chromosome BJABOT104_ NC_021726 4122

Acinetobacter baumannii BJABO7104 plasmid BJABO7104_ NC_021727 4121
Acinetobacter baumannii BJABO7104 plasmid BJABO7104_ NC_021728 4120
Acinetobacter baumannii SDF chromosome ABSDF 623

Acinetobacter baumannii SDF plasmid p1ABSDF p1ABSDF 73

Acinetobacter baumannii SDF plasmid p2ABSDF p2ABSDF 74

Acinetobacter baumannii SDF plasmid p3ABSDF p3ABSDF 234
Acinetobacter baylyi ADP1 chromosome ACIAD 36

Acinetobacter calcoaceticus RUH2202 chromosome ACICAvT_ ACICAVT 1576
Acinetobacter guillouiae CIP 63.46 WGS APOS_v1_ 9205 9205

Acinetobacter haemolyticus ATCC 19194 chromosome ACIHAv_ ACIHAvT 1577
Acinetobacter johnsonii SH046 chromosome ACIJOvI_ ACIIOv1 1578
Acinetobacter junii SH205 chromosome ACIIU_ ACIJUvT 1579

Arinatnhartar wnffi MIPH 512 WES AYHOWA AYHW ARAR

Q, Type Here To Filter

12 Find genes in selected sequence(s):

3. Manage your Query

Dataset: Fields: Apply common filter(s) to dataset selection:
Gene annotations -

“|GOLength = bp

EC number
Localization
BioProcess
Product Type
Reaction
PubMedld
Class
Evidence
Status
Mutation
AMIGene Status &g "]

With All of the words - : Words to search

Without At least one word - I Words to exclude

6.4.3 What about the Dataset?

The available dataset list is project-specific, even if the main part of dataset list is common to all projects. Each dataset
corresponds to a specific type of data in our database, PkGDB.
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Some dataset refers to the central table of PkGDB and will return a list of candidate genes matching the keywords
search for the selected sequence (Gene Annotations, MaGe Curated Annotations, etc.). Some others will match a set
of reference annotations showing similarities with the selected sequence (Escherichia coli, Bacillus subtilis, etc.), or
will refer to relational tables of PkGDB containing the results of a specific method (Swissprot, TTEMBL, InterPro,
TMhmm results, etc.). In the last two cases, the functional annotation of the candidate genes may differ from those in
the selected hit.

The use of a given dataset over another one will depend of the kind of data the annotator looks for.
The common dataset are these ones:
Central table of PkGDB:

* Gene Annotations: allows to search into automatic and expert annotations (validated genes) of a selected
sequence.

* MaGe Curated Annotations: for searching within only all validated genes.
* My Annotated Genes: for searching only within your own validated genes.
* Databank/Automatic Annotations: refers to annotations from databank files or from our annotation pipeline.
¢ Genomic Object Features: will return the gene or protein features such as GC%, MW, Pi, etc.
* Annotation Comments: allows to search within the Comments specific field of the Gene Editor.
* Annotation Note: Same as above, but within the Note field of the Gene Editor.
Reference Annotations:

Genomes of the Project: will return BlastP/Synteny results of your selected sequence against the set of genomes of
the MicroScope project where the selected sequence is involved to.

Escherichia coli: will return BlastP/Synteny results of your selected sequence against Escherichia coli expert annota-
tions.

Bacillus subtilis: will return BlastP/Synteny results of your selected sequence against Bacillus subtilis expert annota-
tions.

Relational tables of PkGDB:

* Putative Enzyme in Synteny: will return genes of your selected sequence which are annotated as Putative
Enzyme and involved in a synteny.

* CHP in Synteny: will return genes of your selected sequence annotated as Conserved Hypothetical Protein and
involved in a synteny.

» SwissProt: will return genes of your selected sequence matching UniProtKB/SwissProt entries (by using align-
ments constraints). UniProtKB/Swiss-Prot (reviewed) is a high quality manually annotated and non-redundant
protein sequence database, which brings together experimental results, computed features and scientific conclu-
sions.

* SwissProt EXP: will return genes of your selected sequence matching UniProtKB/SwissProt entries (by using
alignments constraints) which have publications with experimental results about the enzymatic function. It is a
subset of SwissProt dataset.

e TrEMBL: will return genes of your selected sequence matching UniProtKB/TrEMBL entries (by using align-
ments constraints). UniProtKB/TrEMBL (unreviewed) contains protein sequences associated with computa-
tionally generated annotation and large-scale functional characterization.

* TrEMBL EXP: will return genes of your selected sequence matching UniProtKB/TrEMBL entries (by using
alignments constraints) which have publications with experimental results about the enzymatic function. It is a
subset of TrEMBL dataset.
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e UniFIRE: UniFire (the UNIprot Functional annotation Inference Rule Engine) is a tool to apply the UniProt
annotation rules.

e PRIAM EC Prediction: will return genes of your selected sequence having PRIAM results.

* COG: will return genes of your selected sequence involved in a COG (Clusters of Orthologous Groups of
proteins).

» FigFam results: will return genes of your selected sequence associated with FigFam results.

* TIGRFams: will return genes of your selected sequence matching TIGRFams entries

¢ InterPro: will return genes of your selected sequence matching InterPro entries

* KEGG Pathways: will return genes of your selected sequence matching KEGG Pathways entries

¢ MicroCyc Pathways: will return genes of your selected sequence matching MicroCyc Pathways entries
 Essential gene results: will return genes of your selected sequence matching Essential gene entries

e PsortB Results: will return genes of your selected sequence matching PSortB entries

* SignalP Results: will return genes of your selected sequence matching SignalP entries

* TMhmm Results: will return genes of your selected sequence matching TMhmm entries

* Coiled Coil Results: will return genes of your selected sequence that code for proteins with a coiled coil
structure

* Genes with SNP(s) and/or InDel(s): will return genes of your selected sequence having SNP(s) and/or InDel(s)

* antiSMASH results: will return genes of your selected sequence being part of a biosynthetic gene cluster
predicted by antiSMASH

* Resistome results: will return genes of your selected sequence matching described antibiotic resistance entries
* Virulome results: will return genes of your selected sequence matching described virulence factor entries

 LipoP results: will return genes of your selected sequence corresponding to putative lipoproteins according to
LipoP method

e dbCAN results: will return genes of your selected sequence matching carbohydrate active enzyme entries
classified by dbCAN

¢ IntegronFinder results: will return genes of your selected sequence being part of an integron predicted by
IntegronFinder

* MacSyFinder results: will return genes of your selected sequence being part of a macromolacular gene cluster
predicted by MacSyFinder

¢ PanRGP results: will return genes of your selected sequence being part of a region of genomic plasticity
predicted by Regions of Genomic Plasticity - panRGP

6.4.4 What are the Fields?

Fields are data subgroups in a given dataset. Fields refer to specific data for a given dataset.

Example: the Label field of the Gene Annotation dataset refers to the Genomic Objects Labels. If you select this field,
the system will look for your keywords into the Label data contained in our databases.

Tip: if you’re not sure about the specific Fields you should have to select in order to get some results, feel free to
select by default all of the fields. With some practice, you will know how to refine your Field(s) selection in order to
search for particular data.
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6.4.5 What are Filters?

The Filters are useful to restrict the results by using some specific numeric data, such as an Isoelectric Point value, a
given length for a CDS, an Identity % value, a minLrap / maxLrap value, etc.

Filters are specific to a given dataset and their use are optional. Also it is possible to search for results by using only
Filters fields, without filling some keywords in the With or Without fields.

6.4.6 How to read the With / Without keyword fields and their options?

* WITH field: Fill the text area with the keyword(s) you're looking for. If the keyword matches some data
contained in the Field(s) selection, the corresponding Genomic Object(s) will be displayed as result(s). 3 options
are available:

— All of the words: All of the keywords filled in the text area must match the data contained in the Field(s)
selection in order to get a result.

— Atleast one word: At least one of the keywords filled in the text area must match the data contained in the
Field(s) selection in order to get a result.

— Exact phrase: The system will look for the keywords or the sentence, with an exact syntax, into the data
contained in the Field(s) selection. This option is very selective.

* WITHOUT field: Fill the text area with the keyword(s) you want to exclude from the potential results. If the
keyword matches some data contained in the Field(s) selection, the corresponding Genomic Object(s) will NOT
be displayed as result(s). 3 options are available:

— All of the words: if all of the keywords filled in the text area match the data contained in the Field(s)
selection, the corresponding Genomic Object will be excluded from results.

— At least one word: if at least one of the keywords filled in the text area match the data contained in the
Field(s) selection, the corresponding Genomic Object will be excluded from results.

— Exact phrase: if the keywords or the sentence, with an exact syntax, match the data contained in the
Field(s) selection, the corresponding Genomic Object will be excluded from results.

6.4.7 How to perform a search

 Single Mode
— 1. Select the reference replicon you want to explore (see Item #1 /ere)

— 2. Select eventually one or more Gene(s) Cart(s) (see Item #2 /ere, optional).

Note: If you select some Gene Carts, two constraints will be applied: the reference sequence previously selected
AND the Gene Carts content. This means that if you select Acinetobacter baylyi ADP1 as reference sequence and
then select some Gene Carts, the search will be performed on the Genomic Objects 1) contained in the Gene Cart(s)
AND 2) belonging to Acinetobacter baylyi ADP1. If some of your Gene Carts contain Genomic Objects that do not
belong to Acinetobacter baylyi ADP1, the search process will ignore them.

* 3. Select one or more data of interest (see Item #3 :ref: ‘here <datasets>). If you select more than one Dataset,
the Fields select menu will be unavailable.

* 4. Eventually, restrict the Fields to a specific selection (see Item #4 here, optional). By default, select all of the
Fields.

* 5. Eventually, specify your own Filters values (see Item #5 /ere, optional). By default, leave the fields empty.
If you select several Dataset, only the common Filters to these Dataset will be available.
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* 6. Fill the With (see Item #7 /iere) or Without (see Item #8 /iere) keywords fields.

Note: To perform a search, you need to fill at least one of these fields: (With, Without, and / or Filters) or use (Item
#6 here) when it’s active.

* 7. Click on the SEARCH button.
* 8. Browse the results. Matched keywords will be highlighted in yellow.

* 9. Eventually, proceed to a Refined Search from the previous results, or export the results into a Gene Cart.

* Multiple Mode

— 1. Select one or more reference replicon(s) you want to explore (see Item #1 /iere) OR select one or more
Gene(s) Cart(s) (see Item #2 /ere, optional).

Note: Unlike the Single Mode, the Multiple Mode allows the user to perform a search within several replicons at a
time. This means that you should use the Multiple Mode if you want to perform a search within a Gene Cart containing
Genomic Objects from different organisms.

¢ 2. Select the Dataset of interest (see Item #3 /iere) (only one Dataset at a time in this mode).

* 3. Eventually, restrict the Fields to a specific selection (see Item #4 /iere, optional). By default, select all of the
Fields.

* 4. Eventually, specify your own Filters values (see Item #5 /iere, optional). By default, leave the fields empty.

* 5. Fill the With (see Item #7 /iere) or Without (see Item #8 /iere) keywords fields.

Note: To perform a search, you need to fill at least one of these fields: (With, Without, and / or Filters) or use (see
Item #6 1.ere) when it’s active.

* 6. Click on the SEARCH button.
7. Browse the results. Matched keywords will be highlighted in yellow.

« 8. Eventually, proceed to a Refined Search from the previous results, or export the results into a Gene Cart.

6.4.8 How to refine a search?

* After having performed a search and assuming you got some results, you can choose to extract some data about
the genes within your set of results by using the Get Genes button.

» After having performed a search and assuming you got some results, you can choose to refine them by proceed-
ing a new search within this set of results. For this, you have to proceed the exact same way than previously,
except you’ll have to click on the EXPLORE MORE button instead of the NEW SEARCH one. By doing
this, a Get Genes will be perform, and the genes within your previous set of result will be provide as input of
your current search. This method provides a good way to refine successively a set of candidate genes.

6.4.9 How to read search results?

Your search results will be displayed in a tab:
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Acinetobacter baylyi ADP1 chromosome ACIAD 36

* Export results into Gene Cart

Gene annotations (26]

oo Showing 11 fo 20 of 26 resulis

[*] [+]
- tenath w Froduct

putative
@ ACIADOB46 CDS 831224 834673 3450 +2 ZITEIe
- - segregation -
ATPases
cell division
inhibitor, a ,
@ ACIAD0894 CDS 878010 878846 837 -3 minD _ membrane 5_'1_' cell_
ATPase activates CRELIL
minC
g - g S g - g Product g E g _ g ) gAIIIGene
Reaction Localization BioProcess Type PubMedid Class Evidence Mutation Fofie
3 : Function
proposed
based on
presence of
pf : putative S
_ 1. Unknown _ _ amino acid validated Curated no no
factor -
motif,
structural
feature or
limited
homology
2a : Function
of
5 - Inner homologous
_ membrane _ € I enzyme gene validated Curated no no
protein experimentally
demonstrated

* MoveTo: If you click on the magnifying lense, the Genome Browser will popup for this Genomic Object

» Label: it gives you the label of the genomic object. If you click on it, the Gene Annotation Editor will popup
for this Genomic Object

¢ Type: CDS, fCDS, tRNA, rRNA misc_RNA...

* Begin: begin position of the genomic object on the sequence
* End: end position of the genomic object on the sequence

* Lenght: length of the genomic object, in nucleotides

* Frame: reading frame of the genomic object

* Gene: gene name if any

* Synonyms: alternative name for the gene (if any)

Product: product description of the protein
* Roles: functional categories associated with the protein using the Roles functional classification

e EC Number: EC number associated with the protein, if any
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* Reaction: if any, gives the reactions implying the database protein (reactions given by Rhea and MetaCyc)
* Localization: cellular localization of the protein

* BioProcess: functional categories associated with the protein using the BioProcess functional classification
* Product Type: description of the product type of the protein

e PubMed ID: PubMed references linked to the annotation of the protein

¢ Class: indicates the class of the annotation (see /iere for more information).

* Evidence: indicates if the annotation is automatic or manually validated

« Status: indicates the status of the expert annotation. (see /ere for more information)

* Mutation: indicates if there is or no a mutation on the gene

* AMIGene Status: no/Wrong/New

6.4.10 How to export and save results in a Gene Cart?

Once you get some results, an EXPORT TO GENE CART button will be available above the results list. Click on
this button and follow the instructions about the Gene Cart functionality.

6.4.11 How to explore within a Gene Cart content?

Single mode: once you’ve selected your organism, select the Gene Cart you want to explore. Then click on “Search”.

Keywords Search

1. Select a Mode

3 yice-specific dataset are available. Select only one sequence, but customize the dataset and field selections.
Multiple Mode

2. Select the Organism(s) to query

Find genes in selected sequence(s): Acinetabacter baylyi ADP1 chromosome ACIAD 36 hd
Q

AND Explore within cart(s) (Optional): | Select All
Basket_2
DIFFERENCE
Exercice
Formation1
Res_coli25
_RasfcnlBD

Multiple mode: select “OR Explore within cart(s)”, then click on the Gene Cart(s) you want to explore. Finally, click
on “Search”
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Keywords Search

1. Select a Mode

Muitiple mode. Only comgaadalase
Single Mode

aepmeosed. Persenalize your sequence and field selections, but select only one dataset per request.

2. Select the Organism(s) to query

Find genes in selected sequence(s): Acaryochloris marina MBIC11017 chromosome AM1_NC_009925 1110 -
Acaryochloris marina MBIC11017 plasmid AM1_A NC_009926 1111
Acaryochloris marina MBIC11017 plasmid AM1_B NC_009927 1112
Acaryochloris marina MBIC11017 plasmid AM1_C NC_009928 1113
Acaryochloris marina MBIC11017 plasmid AM1_D NC_009929 1114
Acaryochloris marina MBIC11017 plasmid AM1_E NC_009930 1115
Acaryochloris marina MBIC 11017 plasmid AM1_F NC_009931 1116
Acaryochloris marina MBIC11017 plasmid AM1_G NC_009932 1117
Acaryochloris marina MBIC11017 plasmid AM1_H NC_009933 1118
Acaryochloris marina MBIC11017 plasmid AM1_I NC_009934 1118
Acetobacterium woodii DSM 1030 chromosome Awo_c NC_016894 3530
Acholeplasma laidlawii PG-8A chromosome ACL_ NC_010163 4562
Achromobacter arsenitoxydans SY8 WGS AGUFv1_ AGUFv1 4453
Achromobacter piechaudii HLE WGS ALJEv1_ ALJEv1 4518
Acidaminococcus fermentans DSM 20731 chromosome Acfer_ NC_013740 1448
Acidianus hospitalis W1 chromosome Ahos_ NC_015518 4967
Acidiphilium multivorum AlU301 chromosome ACMYV_NC_015186 4508
Acidiphilium multivorum AIU301 plasmid ACMY_NC_015178 4507 M

Q

‘OR Explore within cartfs) : Select All |Basket_1 a
Basket_2
DIFFERENCE
Exercice
Formation1
Res_coli2s
Res_coli30 -

6.4.12 What are the Empty/Not Empty Buttons?

Those buttons allow you to get results where the selected fields are empty/not empty. For example, you’re looking for
all the genes that have the word “ATPase” in their product name, and amongst those results you only want to get those
which have the “Gene” field completed. For this purpose, after searching for “ATPase” and seeing the results of your
query, you have to select the “gene” field, and then click on the “Not empty” button.
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3. Manage your Query

Dataset Fields:

CcCoG -

FigFam results

TIGRFams

InterPro

KEGG Pathways Synonyms
MicroCyc Pathways Product
PsortB results Roles
SignalP results EC number
Thhmm results Localization
Coiled Coil results BioProcess
Genes with SNPis) and/or InDel(s) Product Type
antiSMASH results Reaction

KO status PubMedid
UNIPROT EXP/Ess Class
UNIPROT EXP/Ess synteny Evidence
UNIPROT EXPICHP Status
UNIPROT EXPICHP synteny Mutation
PsiBlast/ PRIAM ~ | |AMIGene Status

Apply common filter(s) to dataset selection:

=

= v bp

With All of the words

l Without| At least one word v

4. Submit / Refine your Query

[expiore ore JRN New scarch

o

. Browse Results & History

Getresults where selected Fields are ! m

Exploration within selected sequence only

History All of the words: atpase
Previous Request In all field(s} of Gene annotations dataset(s)
= 26 results

6.4. Keywords Search Tool
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6.5 Export Data
6.5.1 Replicon mode

Export Data
Acinetobacter bay.fyi ADP1 - chromosome ACIAD.1

D Organism

& [Fyou need fo get data for public databanks submissions, please contact us.

Extract genome:

GenBank v * Pseudomolecule

Extract data:

Sequence o) “coss S - I <o JR -
Tab Delimited | Genome| | Auto |
COG automatic classification m

MicroCyc Pathway/Genome Database (7?)

Extract a region:

Sequence Begin: |0 End: 20000 Strand: [+1 «
GenBank v Begin: 0 End: [20000 Full sequence

Noncoding DNA:
B Minimal length: 1 Include RNA? @

Extract a sequence fragment using gene label:

B Label: 513 extension (bases): |120

Extract classification:

Role Classification

BioProcess Classification
6.5. Export Data 159
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This tool allows to retrieve from a specific organism data stored in PkGDB : complete sequences, non coding DNA,
coding sequences (nucleic or proteic), annotated data on genomic objects.

These information can be downloaded in the most common file formats (EMBL, GenBank, Fasta, GFF, Tab delim-
ited). Moreover, data on role categories used in MicroScope, and/or MicroCyc metabolic Pathway/Genome database
(PGDBs) can be downloaded too.

First, select a reference replicon from the CHANGE button (Item #2) available in the top right corner of the interface.
Or select an organism from your Favourite Organisms selection.

6.5.2 Organism mode

Export Data

0 f you need fo get data for public databanks submissions, please contact us.
Select a set in these 3235 available organisms (max: 20) @

Acaryochloris marina MBIC11017
Acetivibrio cellulolyticus CD2
Acetobacter pasteurianus IFO 3283-01
Acetobacterium woodii DSM 1030
Acholeplasma laidlawii PG-58A
Achromobacter arsenitoxydans 3Y8
Achromobacter piechaudii ATCC 43553
Achromobacter piechaudii HLE
Achromobacter xylosoxidans AXX-A
Acidaminococecus fermentans DSM 20731
Acidianus hospitalis W1

Acidiferrobacter thiooxydans ZJ
Acidihalobacter ferrooxidans V&
Acidihalobacter prosperus F5
Acidiphilium multivorum AIU301
Acidithiobacillus caldus ATCC 51756
Acidithiobacillus caldus SM-1
Acidithiobacillus ferrivorans 553 -

Q, |Type Here To Filter

0 Downloading several organisms may take several minutes

Extract genome:

GenBank v * Pseudomolecule Contigs Scaffolds

This tool allows to retrieve from a group of organism sequences data stored in PkGDB. Extraction of several organisms
may take several minutes.
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6.5.3 Extract genome:

Extract genome:

GenBank ¥ * Pseudomolecule Contigs

Scaffolds

In both mode, you can extract the genome(s):
* Pseudomolecule (all the genomes)
* Contigs (genomes split by contigs)
* Scaffolds (genomes split by scaffolds)
In all the formats: FASTA, GENBANK, EMBL, GFF3

6.5.4 Extract data:

Extract data:

Sequence (fasta) CDSs

Tab Delimited Genome
COG automatic classification Genome
EGGNOG automatic classification Genome

MicroCyc Pathway/Genome Database (7)

In replicon mode, you can extract in FASTA:
* CDSs (All the CDS of the genome in nucleic)
* Proteins (All the CDS of the genome in proteic)

* Repeats (All the repeat region of the genome in nucle

ic)

* ncRNAs (All the non-coding RNA of the genome in nucleic)

You can also extract in Tabulation delimited format:
* Genome (All the current genomic objects annotation)

¢ Auto (All the automatic genomic objects annotation)

You can download COG automatic classification (http://www.ncbi.nlm.nih.gov/COG/):

¢ Genome (All the COG automatic annotation)

You can download EGGNOG automatic classification (http://eggnogdb.embl.de/#/app/home) (Also available in Or-

ganism mode):

¢ Genome (All the EGGNOG automatic annotation)

6.5. Export Data
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finally, you can obtain the Microcyc pathway
6.5.5 Extract region:
Extract a region:

Sequence Begin: 0 End: 20000 Strand: [ +1 v  Extract|

GenBank v Begin: |0 End: 20000 Full sequence ¥

* Select the Begin, End positions and precise the strand you want to get. The default values correspond to the
region where the Genome Browser is centered.

The Sequence part allow you to extract the sequence (nucleic) in fasta format in the coordinate.
The second part allow you to extract the annotation in different format (genbank, embl, gff3, tabulation).

Activating the Full sequence option allow you to obtain the whole genome sequence with the annotation of the objects
within the coordinates. If this option is disable, you will obtain the genome sequence and the annotation within the
coordinate, the annotation location will be recalculate.

6.5.6 Noncoding DNA

Noncoding DNA:
Minimal length: |1 Include RNA? m

Extract the ncDNA sequences from a genome. Indicate a minimal length and include, if necessary, the RNAs.
6.5.7 Extract a sequence fragment

Extract a sequence fragment using gene label:

Label: 53" extension (bases): [120  Extract

You can extract a sequence fragment:

* Indicate directly a Genomic Object Label to extract and manage, if necessary, the 5°/3’ extension length.
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6.5.8 Extract Classification

Extract classification:

Role Classification Download

BioProcess Classification Download

Get the complete Role Classification in a text format.

Get the complete BioProcess Classification in a text format.

6.5.9 Export Organism Data to RDF

@ Downloading several organisms may take several minutes

Extract Data:
Extracting data as RDF in turtle format

Select one or several organisms to export data in RDF to load it for example in a SPARQL triplestore.

The RDF file format used by MicroScope platform is the Turtle format.

MicroScope Ontology

Fig. 1: Partial example of data representation using MicroScope Ontology.

SPARQL Request examples

Prefixes

PREFIX
PREFIX
PREFIX
PREFIX
PREFIX
PREFIX
PREFIX
PREFIX
PREFIX
PREFIX
PREFIX

rdf: <http://www.w3.0rg/1999/02/22-rdf-syntax-ns#>

rdfs: <http://www.w3.0rg/2000/01/rdf-schemat>

xsd: <http://www.w3.org/2001/XMLSchema#>

mso: <http://www.genoscope.cns.fr/agc/microscope/ontology/#>
mage: <http://www.genoscope.cns.fr/agc/microscope/mage/info.php?id=>
dcterms: <http://purl.org/dc/terms/>

dc: <http://purl.org/dc/elements/1.1/>

obo: <http://purl.obolibrary.org/obo/>

skos: <http://www.w3.0rg/2004/02/skos/core#>

sio: <http://semanticscience.org/resource/>

faldo: <http://biohackathon.org/resource/faldo#>

(continues on next page)
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(continued from previous page)

PREFIX up_core: <http://purl.uniprot.org/core/>

PREFIX ec: <http://purl.uniprot.org/enzyme/>

PREFIX ncbi_tax: <https://www.ncbi.nlm.nih.gov/Taxonomy/Browser/wwwtax.cgi?id=>
PREFIX rh: <http://rdf.rhea-db.org/>

PREFIX metacyc: <https://metacyc.org/META/NEW-IMAGE?type=NIL&object=>

Requests

# All genes of an organism from its taxID
# Organism: Acinetobacter sp. ADPI
# Taxonomy ID: 62977
SELECT DISTINCT “genes WHERE {
?genes rdf:type obo:S0O_0000704 ;
obo:RO_0002162 ~org
?org mso:taxon ncbi_tax:62977

# All proteins of an organism from its taxID

# Organism: Acinetobacter sp. ADPI

# Taxonomy ID: 62977

SELECT DISTINCT ?protein WHERE ({
?transcript obo:SO_transcribed_from ?“genes ;

obo:SO_translate_to Yprotein
?genes rdf:type obo:SO_0000704 ;
obo:RO_0002162 ~org

?org mso:taxon ncbi_ tax:62977

# All genes (and nucleic sequence), proteins (and amino acid sequence)
# of an organism from its taxID
# Organism: Acinetobacter sp. ADPI
# Taxonomy ID: 62977
SELECT DISTINCT “genes ?protein ?desc ?nucSeq ?protSeqg WHERE {
?genes rdf:type obo:S0O_0000704 ;
mso:hasSequence “nucSeqObj ;
obo:RO_0002162 “org
?0org mso:taxon ncbi_ tax:62977
?nucSegObj rdfs:value ?nucSeq
?transcript obo:SO_transcribed_from ~“genes ;
obo:SO_translate_to “protein
?protein a mso:Protein ;
dc:description ?desc ;
mso:hasSequence “protSegOb]
?protSegOb] rdfs:value ?protSeqg

# Get Gene-Protein-Reaction (GPR) associations
# of an organism from its taxID
# Organism: Acinetobacter sp. ADPI1
# Taxonomy ID: 62977
SELECT DISTINCT “genes ?protein ?reaction WHERE {
?transcript obo:SO_transcribed_ from ?“genes ;
obo:SO_translate_to “protein

(continues on next page)
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(continued from previous page)

?genes

rdf:type obo:SO_0000704 ;

obo:RO_0002162

?org

?org mso:taxon ncbi_tax:62977

?reaction mso:isCatalyzedBy “protein

6.5. Export Data
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CHAPTER /

Transcriptomics

7.1 Getting Started

7.1.1 Getting Started

RNA-Seq homepage displays the list of available projects.

By Clicking on the arrow available on the left of each project, user can expand the associated functionalities.
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Selecting a project will allow the user to use :

¢ Overview tool (Item #1)
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¢ Read Count Analysis (Item #2)
* Differential Expression Analysis (Item #3)

* Integrative Genomics Viewer (IGV - http://www.broadinstitute.org/igv/) (Item #4)

7.2 RNAseq Overview

7.2.1 Getting started

RNA-Seq homepage displays the list of available projects.
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By Clicking on the arrow available on the left of each project, user can expand the associated experiment(s). Users
can choose to select the whole project or pick up one specific experiment by using radio buttons.

Selecting a whole project will allow the user to use Integrative Genomics Viewer tool, whereas choosing a specific
experiment will open the access to more functionalities:

¢ Overview tool (Item #1)
e Read Count Analysis (Item #2)
¢ Differential Expression Analysis (Item #3)

e Integrative Genomics Viewer (Item #4)

7.2.2 Overviewing RNA-Seq experiments results

This section allows users to have a complete summary of the mapping process for each experiment that have been
performed on the studied organism. Results are reported in tables that can be easily expanded/collapsed by clicking
on the small horizontal arrow.
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An Example is given below in the case of Helicobacter Pylori public data :

Overview
Helicobacter pylori public data (Sharma et al, 2010, Nature 454:250-255) - Helicobacter pylori 26693

_ Ovaniew l Read Count Analysis l Differential Exprassian Analysis l Launch 1GW _

Experiment Type: dir mRHAseq [sequencing kit sclexa, read type: s2)
Mapping strategy: ssahaZ

18080205 100 5
FEB3601 44321 % Feads quality

100TEE04 55.7% %

B036253 816 27.50 %

Mb of reliable reads 5034199 2787 % !

Mb of reads kept on chromosome HP NC_000%15 B034199 2TBT %

Telalfeads mapped on g8 mi ecle [excepl rRNA) inte chremeosome HP NC_000915 [etiueil.) 15.95 %

(3]

Download forward( reverse wig file
16731201 100 %
4426392 26.46 % Reads guality

o g e R TIERS 430 -

12304809 7354 %

3612360 634 2159% ﬁl | i
reilable reads 8405410 5024% ! 1l i
zpl on chrom HP NC_000915 2405410 5024 % !

reads mapped on gens pt rRMA) inte chroemeosemes HP HC_000315 [EEERlER] 3353 %

O

——

Downlead forward ( reverse wig Tile

For each experiment, user will have access to the following data:
¢ The total read number;
¢ The number of unmapped reads;
* The number of reads mapped at least once;

* The number of reads that matched rDNA : Each mapped read is not count once but 1/(number of times mapped
on genome);

¢ The number of reliable reads (with mapping quality values not null);
* Nb of reads kept on ... : Number of mapped reads against a specific chromosome or plasmid;

* Total reads mapped on genomic objects (except rRNA) into ... : Number of mapped reads except rRNA.

7.3 RNAseq Read Count Analysis

7.3.1 Analyzing Read Count

According to this tool, it is possible to know exactly how many reads matched a given genomic object of the reference
sequence. Results are accessible following a 5 steps process which is described below.
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Read Count Analysis
Helicobacter pylori public data (Sharma et al, 2010, Nature 464:250-255) - Helicobacter pylori 26695

Experiment Type: dir mRNAseq (sizing: >120-150nt, sequencing kit: sclexa-76, read type: se)
Mapping Strategy: ssaha? (parameters: -rtype solexa -kmer 13 -seeds 2 -skip 1 -score 38 -diff 0, kept repeats: no)

Helicobacter pylor 26695 chromosome HP NC_000515 184 —|
Reference sequence:

. : AS
Experiments: HU
ML
Restrictions@ GO Type: | an v II:ountTvpe: sense/antisense | v @

5 ReadCount

¢ 1. Choose one or several reference sequences.

e 2. Select at least one experiment and compute the associated read count number per genomic object. (check
publication for terminology of experiments, which is displayed in the head of the interface: Sharma et al, 2010,
Nature 464:250-255 for the given example)

» 3. It is possible to restrict the query to one or several given classes of genomic objects ( CDS, fCDS, rRNA,
tRNA, miscRNA or all ).

* 4. Query can be constrained upon the strand of the transcripts (direct, reverse, both)

e 5. Submit query.

As usual, results are reported in a table which is composed of 3 main sections (see below).
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(<]-]

€ ¢ ¢

€ ¢

e

0 results

a
MoveTo

1GV

Read Count Analysis "“"!| Export to Gene Cart

v (0D

|HPOO10

PO011
|[Pl]012
|HPOD13

|fPo014

Ccos

Launch IGV

tANA-Lys-1

hopZ

groEL
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dnaG

hypothetical
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Lys TTT

hypothetical
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shock proten
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protein
putative DNA
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conserved
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protein
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hypothetical
pratain

hypothetical
protein

4697

4707

4837

5241

7603

281n

1587

12728

13702

4788

4778

5020

7145

9243

0824

1590

12639

13555

13983

Length

72

73

a4

1805

1641

387

1680

1053

a2

282

+2

+2

2

+

2

+

708

|Ba42

1940

726

401

2760

|2427

B510

47

132

* 1. Export functions. This section allows users to make all genes (or subsets of genes) available for other analysis
tools. 3 main operations are possible here:

— select subsets of genes (by selecting checkboxes on the first column) and export them into a Gene Cart by
using the “Export To Gene Cart” button.

— See one selected gene into the MaGe Genome Browser by clicking on the magnifying glass.

— Direct link to the selected gene in Integrative Genome Viewer.

¢ 2. The second part reports the main genomic object features : Label (Link to more Genomic Object information),
Type, Name, Product, Begin, End, Length, Frame.

* 3. RNA-Seq Result part : Read count (direct and/or reverse)

7.4 RNASeq Differential Expression Analysis

7.4.1 How to read Differential Expression Analysis interface?

This tool evaluates the difference in expression level of genes for two experimental conditions and highlights those for

which this difference is statistically significant. Results can be obtained by following 6 steps, described below:

7.4. RNASeq Differential Expression Analysis

171


http://microscope.readthedocs.org/en/latest/content/userpanel/genesbasket.html
http://microscope.readthedocs.org/en/latest/content/mage/viewer.html

MicroScope User Documentation, Release 3.13.0

Differential Expression Analysis
Helicobacter pylori public data (Sharma et al, 2010, Nature 464:250-255) - Helicobacter pylori 26695

Experiment Type: dir mMRNAseq (sizing: =120-150nt, sequencing kit solexa-76, read type: se)
Mapping Strategy: ssaha2 (parameters: -rtype solexa -kmer 13 -seeds 2 -skip 1 -score 38 -diff 0, kept repeats: no)

in all comparisons
* in at least one comparisons

@ Reference sequence:
B condition(s): A condition:

. . AS |

@ Comparison of Experiments :tp Vs G v
e
@ Restriction: FDR cut-off |0.9
@ | options: Display all fields | |
5

Pval inferior or equal to FDR:

@ | DESeq

* 1. Choose one or several reference sequences.

» 2. Select at least one B condition to compare to A condition (which will be used as reference).

¢ 3. The p-value adjusted (padj) column contains the p-values, adjusted for multiple testing with the Benjamini-
Hochberg procedure (see the standard R function p.adjust), which controls false discovery rate (FDR) . It’s
possible to restrict the result for the ones which are under a fixed FDR cut-off. Example : A FDR adjusted
p-value (or g-value) of 0.05 implies that 5% of significant tests will result in false positives.

* 4. Choose to have all the fields of the result table or a light version. The fields will be fully described in the next
section.

» 5. If several B conditions are chosen, the fixed FDR cut-off can be fixed in all comparisons or in at least one
comparisons for each gene.

* 6. Submit query.

7.4.2 How to read the table of results?

Case 1 : One B condition selected.
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DESeq Analysis ' Export to Gene Cart | Launch MeV || Launch IGY

show [[EJI rosutts searcn: [ coey J| csv |l print |
1t B g g ASIAG (BIA)
= ’ Langih FTEE M cematized Elngz -~ Snduuned
average pvalue
ehange
read count (FOR)
conserved
(] lig Leoos0 €DS . hypothatical 84359 B6140 1782 +2 733 308 084
protein
conserved
@ & POt CDS - hypothetical 127931 129118 1188 7 14 389 064
protein
conserved
(=) G HP1187 cDs S hypothetical 1256746 1257803 158 -3 302 375 0.64
protein
conserved
@ lia LP1440 DS - hypothetical 1517547 1517900 354 +3 17 -an 071
protein
@ @ P00t CDS mpoletical (7o) 13083 22 + 518 378 0.44
protein
@ & HPD204  CDS Mpolhelical )opes 209243 384 -1 50 3.49 071
protein
- thetical
& LPO219  €DS mypo T 227685 228165 460 “ 089 488 016
— hypothetical (
L0256 CDS 266041 266360 420 +3 28 273 84
@ i protein o
hypothetical .
(] "] HPO0EN CcDs . BES058 BE53B4 327 -2 50 -2 0.81
protein
g 2 ) hypothetical i )
@ ] LPOB42 DS @ ootn | 09757 B T3 +3 o1 335 0 3)

* 1. Export functions. This section allows users to make all genes (or subsets of genes) available for other analysis
tools. 3 main operations are possible here:

— select subsets of genes (by selecting checkboxes on the first column) and export them into a Gene Cart by
using the “Export To Gene Cart” button.

— See one selected gene into the MaGe Genome Browser by clicking on the magnifying glass.
— Direct link to the selected gene in Integrative Genome Viewer.

2. The second part reports the main genomic object features : Label (Link to more Genomic Object information),
Type, Name, Product, Begin, End, Length, Frame.

* 3.

— Light Result part: Normalized average read count, log2foldchange, adjusted p-value, FDR (all the result
are under the chosen value)

— DESeq Module Result part:
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baseMean = normalized average read count.

baseMeanA = normalized average read count for condition A.

baseMeanB = normalized average read count for condition B.

foldChange .

log2foldchange.
p-value = non adjusted pvalue.

padj = adjusted p-value, FDR (all the result are under the chosen value)

resVarA et resVarB = These columns contain the ratio of the variance as estimated from the counts for just this
gene over the -* variance as predicted from the mean.

All these results are fully described in : http://bioconductor.org/packages/2.6/bioc/vignettes/DESeq/inst/doc/DESeq.

pdf

Case 2 : Two B conditions or more selected.
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Users can choose to see the union or intersection result.

Atleast one comparison

In all comparison

7.5 RNASeq Integrative Genomics Browser

Integrative Genomics Browser (IGV) is a third party software that enables the visualization of the coverage of the
reference genome by transcripts and to qualitatively compare coverage for various experimental conditions.

First, click on “Launch IGV” button : users can use this one from the RNA-Seq homepage or from Read Count and
DESeq Analysis pages.

The first window appears with a lower part already displaying the annotations of the reference genome (see below).
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-] IGV
File WView Tracks Help
Helicobacter pylori 266... = |NE_I00915_.‘[84 |-| NC_000915_1B4 co » B0 ox =N RN RN RNNNANE:|
I
1,664 kb
" 200 480 ™ 00 i 1,500 1 1,200 16 1480 kb 1,600 ks
1 | | | | | 1 | | | 1 1 1 | 1 q
|

00l HPODAL HPO1E3 WPOME HPOZ2!) HPM1S HPO48S HPESES HPOEAD HPO7I9 HPO404 HPOBSD HPES?D HPLOS3 HPL13S HP12L0 HP130L WPL3ST HPLAFL HPISSD

| | 21M of 122M

NC_000915_184:7,136

Section #1 contains genome annotations. Colors corresponding to a specific genomic object are:

e red : CDS
¢ yellow : f{CDS
* green : tRNA

¢ blue : rRNA, miscRNA
To see genome coverage, users can load data in the drop down menu “File/Load from Server”. A list of available
datasets for import will then appear in a new window. Tick the checkbox corresponding to the experiments to load in

the browser and click “OK”.
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-] IGV
File View Tracks Help
Hellcobacter pylorl 266.. | [NC_000915 184 | w | iC.000915.164434.701-480.170 | Go Ff « @& 0O = =R (AR
| I |
32 kb
440 kb 450 kb 460 kb
I 1 1 1 1 I I =
10 - arase| -
AG - forward NC_000815_184 I
ik - -
10 - 5900
AG - reverse HC_000915_184 l
10 - 2873
AS - forward NC_D0DS15_1 84 l
. L —y ) .
10 « 2d83|
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. = [ - . . [l
10 - 18788|
HU - forward NC_000915_184 l
- . | R
b - 2473
HU - rewerse NC_D00515_184 l
. 5 .
. T T T ) 0 T T T ST N .
| 20 HPO422 HPDA24 HPO4 26 HP30IE HPIDIG  HPO431 HPD434 HPO437 HPD439 HPO441 HPDL44 HPD4&7
=
8 track(s) currently loaded 381M of 456M | i |
Note: Warning: The loading process may take a while, so please be patient!
Then, the coverage is visible :
IGV
File View Tracks Help
[He:icohamr pylori zss,lv||uc_onuns_1u [vl||-!E_000915,1s-1'434.701-480,1?0 |€n f « @ 0 = St
. | ]
yY 32 kb
-1 440 K 250K 260
23 I 1 1 ! =
234 ]
16 - arasn| -
AG - forward NC_DO0S1S_184 I |
L - -
b - 23763
AS - forward MC_000915_184 I
- . l. - . N .|
10 - 15T
HU - fomward NC_D0O315_184 l
; . | -
e EEEEE T T TGS RS ) B 0 DO T T T T VN
Ba20  HPO422 HPO424 HPO426 HPSOIS HBGOLS  HPO431  HPO434 HPOA3?  HPO43S HPB441  HPOMA4  HPOA4T
LR ]
AG - reverse NC_0D0915_184 l
0= 2483)
AS - reverse NC_000915.184 1
- = ha - - n ]
b - 2473
HU - rewerse NC_000915_184 l
. — 0 '
-
NC_000915_184:458,304 179M|of 390M i

Users can also organize the display : Example : to compare the same type of experiment user can group forward and

reverse experiment. (just click and drag)

7.5. RNASeq Integrative Genomics Browser
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B IGV
File View Tracks Help
[He:icohamr pylori zss,lv||uc_onuns_1u [vl|HE_000915,134'434.-'-01-480,1?0 |Cn 5 « @ 0 = (= RERRRNY (RRRERARAE
. | ]
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!§ L 1 1 1 1 =
2& 8 ]
(LR R ] -
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- L Y . |
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. L. | .
. I T I T EEEEEE ) B 0 PR T ST T O B B
420 MPO422 HPOA24 HP0426 HPAO1E HPSOLG  HPO43L  MPO43 MPO43T  HPO439 HPoa41 HPO4A4  MPOW4T
LR
AG - reverse NC_0D0315.184 l
10 - 2483 .
AS - reverse NC_000915.184 l
- Y [ I - - - - .
e - 247
HU - reverse NC_0D0915.184 l
- - ] - .
-
—1 =
NC_000915_184:458,304 179M|of 390M i |

Users can enlarge the view by drag’n dropping the mouse on the area of interest.
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It is possible to zoom in to see gene sequence and translation.

7.6 RNAseq V2 Overview

Overviewing RNA-Seq or Evolution experiments results

This section allows users to have a complete summary of the mapping process for each experiment that have been
performed on the studied organism. Results are reported in tables that can be easily expanded/collapsed by clicking

7.6. RNAseq V2 Overview
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on the small horizontal arrow.

An Example is given below in the case of Helicobacter Pylori public data :

o>
TAMARA - Transcriptome Analyses based on MAssive sequencing of RnAs

Helicobacter pylen public data : RNAseq Projects

Mapping Overview Raw Read Count Analysis 1Gv

Togoke AN Entries

AS SSAHAZ versan 251 o mANAreg 20k

Total read number 16731201 100 %
Reads quality
4426392 2646 % SSP—————— U

12304509 7354 %

Wb of reads mapped on IRHA 3612363 2159 %

8308776 BD2%
E0.46 %

PR r— =T

AG ssanaz # di ANAzeg S0kexa

Hb of unmapped reads

Wb of rends mapped at least once

ML 55402 version 2.5.7 diresfiidaeq soiera
For each experiment, user will have access to the following data:
¢ The total read number;
e The number of unmapped reads;

* The number of reads mapped at least once;

¢ The number of reads that matched rDNA : Each mapped read is not count once but 1/(number of times mapped
on genome);

* The number of reliable reads (with mapping quality values not null);
* Nb of reads kept on ... : Number of mapped reads against a specific chromosome or plasmid;

* Total reads mapped on genomic objects (except rRNA) into ... : Number of mapped reads except rRNA.

7.7 RNAseq V2 Read Count Analysis

7.7.1 Analyzing Read Count

According to this tool, it is possible to know exactly how many reads matched a given genomic object of the reference
sequence. Results are accessible following a 5 steps process which is described below.
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TAMARA - Transcriptome Analyses based on MAssive sequencing of RnAs
Helicobacter pylon public data : RNAseq Projects

Mapping Overview Raw Read Count O Analysis GV
Organism : | Helicobacter pylori 26695 |
@ I Mapper : | SSAHA2 varsion 2.56.1 SSAHAZLauncher -0 sam -5 38 -t solaxa v ol ; | strand specific dir mRNAzeq SE I @

[Helicobacter pylori 26695 chromosome HP NC_000915 184 -

Reference Sequence

[aG -
. AS
Experiments : HU &
ML -
Restriction : GO Type : |all M | @

ReadCount

* 1. Choose an organism and one or several reference sequences.
2. If several choices are available, you can choose the mapping strategy.
« 3. If several choices are available, you can choose the exprimental protocol.

* 4. It is possible to restrict the query to one or several given classes of genomic objects ( CDS, fCDS, rRNA,
tRNA, miscRNA or all ).

* 5. Select at least one experiment and compute the associated read count number per genomic object. (check
publication for terminology of experiments, which is displayed in the head of the interface: Sharma et al, 2010,
Nature 464:250-255 for the given example)

As usual, results are reported in a table which is composed of 3 main sections (see below).

Product

pratative M uilization substancs
© bPooot oo s protein Biransrptions nr 33 i 3 1 157 540 9 w7 33 w7 1
antitamination facter
o bPo00z  COS e m“":‘ B N 1105 47 2 hoa 4 449 2 564 127 472 10
ptative ey Dmanna-
ectulesonic: i s !
broons oo hitsA Jesonic: acit &-phosph s 1545 & 2 e 52 555 L =1 153 a1 E:
mymihelass
@ bPooos oo anT prtative bata-carbonic anhydrass 1932 557 6 El 52 b 1216 12 a1 b 2 1
bpooos  cos oF "”’ﬁ"*""l‘:::i"' Sphosghale gy 403 G4 - 58 & 748 8 &2 5 48 10
@ HPOODE  COS panC ‘Mgm“"""'“'e*""*""‘"‘ 103 4233 a3 £ 49 3 411 106 70 663 241 o
© bPaoot s RNAGH-T Gl TTC 4350 b 7 Bl 945 118 wess w3 14 1306 ?1
] brooiz s RHAsp1  Aep OTE 4388 4151 ™ 4 L TR ! sz T mE u 1ara1 10
2] braoos s IRNSNE Vel TAD 1505 4577 7 4 arn kY FELIE R 061 = 7476 18
@ HPS004 1RMA RNAGhe-2  Glu TTE 4822 4683 ] -1 £ " (30 n 4611 10 22 4

® ®

* 1. Export functions. This section allows users to make all genes (or subsets of genes) available for other analysis
tools. 3 main operations are possible here:

— select subsets of genes (by selecting checkboxes on the first column) and export them into a Gene Cart by
using the “Export To Gene Cart” button.

— See one selected gene into the MaGe Genome Browser by clicking on the magnifying glass.
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* 2. The second part reports the main genomic object features : Label (Link to more Genomic Object information),
Type, Name, Product, Begin, End, Length, Frame.

¢ 3. RNA-Seq Result part : Read count (direct and/or reverse)

7.8 RNAseq V2 Differential Expression Analysis

7.8.1 How to read Differential Expression Analysis interface?

This tool evaluates the difference in expression level of genes for two experimental conditions and highlights those for
which this difference is statistically significant. Results can be obtained by following 6 steps, described below:

TAMARA - Transcriptome Analyses based on MAssive sequencing of RnAs
Helicobacter pylon public data : RNAseq Projects

Mapping Overview Raw Read Count @ Analysis 1GV

Organism : | Helicobacter pylor 26695 » I

@ I Mapper :  SSAHAD version 2.5 1 SSAHAZL auncher -0 sam -5 38 - solexa * Fmto.cm : strand specific dir mRMNAs2q SE + I @

Helicobacter pylori 266585 chromosome HP NC_000915 184 -

Reference Sequence :

Condition A : |AG -

AS -
Comparison of Experiments : HU
ML

Condition B : |PL -

Restrictions : FOR cut-off 0.05
abs({L2FoldChange) = D @
GO Type : | all v

Option : Display all fields

in all comparisons
= in at least one comparisons

Submit DESeq Analyais

Pvalue inferior to FDR :

¢ 1. Choose an oraganism and one or several reference sequences.
e 2. If several choices are available, you can choose the mapping strategy.

3. If several choices are available, you can choose the experimental protocol.

4. The p-value adjusted (padj) column contains the p-values, adjusted for multiple testing with the Benjamini-
Hochberg procedure (see the standard R function p.adjust), which controls false discovery rate (FDR) . It’s
possible to restrict the result for the ones which are under a fixed FDR cut-off. Example : A FDR adjusted
p-value (or g-value) of 0.05 implies that 5% of significant tests will result in false positives.

¢ 5. Select at least one B condition to compare to A condition (which will be used as reference).
* 6. Graphical Option :

— Choose to have all the fields of the result table or a light version. The fields will be fully described in the
next section.
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— If several B conditions are chosen, the fixed FDR cut-off can be fixed in all comparisons or in at least one
comparisons for each gene.

7.8.2 How to read the table of results?

Case 1 : One B condition selected.

Experimental conditions selected

© @ MoncdaTl  misc RNA - N seT1T seesss M A| 2285 47 018
@ & HonciS80  misc ANA - p 12006 1M 198 1 1628 s
® @ HPI2M DS amie #iphaic amidase Wiz Mg 12 “ 157 EE
(0] & HP345 s - Fragemnl of cormerved ypothetical probsin (Pam 1) 352764 353099 336 #3 1305 AgT 0.19
@ & HROOIE O fpE2 :‘,:ﬁ'“ PERESUSIECEQUSEA NI RS AT, o775 |o7ases | 750 2 3623 449 013
© & HPODIS DS hypethetical protein 170 eEym + 1631 173
® & WIS C0S hypothetical prein 27 1BIEE 480 4 1968 491 019
© & HPI35 G5 : hypethetical potein 18T 1366160 37 2 2389 S5 012
© ® ®

* 1. Export functions. This section allows users to make all genes (or subsets of genes) available for other analysis
tools. 3 main operations are possible here:

— Select subsets of genes (by selecting checkboxes on the first column) and export them into a Gene Cart by
using the “Export To Gene Cart” button.

— See one selected gene into the MaGe Genome Browser by clicking on the magnifying glass.
— Direct link to the selected gene in Integrative Genome Viewer.

— Direct link to MeV.

— Direct link to MicroCyC.

* 2. The second part reports the main genomic object features : Label (Link to more Genomic Object information),
Type, Name, Product, Begin, End, Length, Frame.

* 3.

— Light Result part: Normalized average read count, log2foldchange, adjusted p-value, FDR (all the result
are under the chosen value)

— DESeq Module Result part:
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2286 4413 159 361e-2 479 5394 0.1
1648 3168 128 4.04e-2 -463 7794 0.23 0 0

9137 1.80e+4 303 1.69e-2 .5.89 155e-3 0.36 0 0

1396 2705 87 320e-2 497 4154 0.19 0 0

3623 309 6936 2 449 5 08e-4 0.19 0 0

1631 220 3042 14 379 1.61e-3 0.36 0 0

1968 3809 127 3.326-2 491 3994 0.18 0 0

2389 4686 92 19502 -568 670e5 0.12 0 0 @

AGMS{BMI
ubuelﬂean ubaselleanA ubaselleanﬂ lfoldctnnqe ulquFoIdChange n padj u resVarB

baseMean = normalized average read count.
baseMeanA = normalized average read count for condition A.

baseMeanB = normalized average read count for condition B.

foldChange .

log2foldchange.
p-value = non adjusted pvalue.

padj = adjusted p-value, FDR (all the result are under the chosen value)

resVarA et resVarB = These columns contain the ratio of the variance as estimated from the counts for just this

gene over the -* variance as predicted from the mean.

All these results are fully described in : http://bioconductor.org/packages/2.6/bioc/vignettes/DESeq/inst/doc/DESeq.

pdf

Case 2 : Two B conditions or more selected.
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Users can choose to see the union or intersection result.

In At Least One Comparisons

In All Comparisons

7.8. RNAseq V2 Differential Expression Analysis
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CHAPTER 8

Variant Discovery

8.1 Evolution Projects

8.1.1 First steps
How to begin?

Once your evolution project selected (1 and 2), just click one of the radio buttons to switch between the different
exploration modes (3):

Select your Evolution Project:  EvoGeno | %

QK

Analysis: ' Comparative © Parallelism = Graphical

¢ Comparative analysis => Click here for more details.
¢ Parallelism analysis => Click here for more details.

* Graphical analysis => Click here for more details.

What is the meaning of the score computed by SNiPer for each variation?

For each reported mutation, a score, which is meant to indicate the confidence one can have in the prediction, is
computed:

¢ SNP_score=
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With S, =alleles rate

And S, = f(qualitystrand bias)

* Local-coverage : Number of reads containing the new base with a high quality.

* Total-coverage : Total number of reads containing the new base.
indel_score=

Local — coverage

otal — coverage

* Local-coverage : Number of reads containing the indel.

* Total-coverage : Total number of reads mapping the mutated position.

8.1.2 Comparative Analysis
What is the aim of the Comparative Analysis tool?

To find a set of mutations present in some organisms and absent from others.
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How to use this tool?

Analysis: ' Parallelism — Graphical

Focus en:  Clenes grouped by lineage  Clones grouped by timepoint  Lineages

Escherichia coli B RELG0G chromosome ECB_ NC_012967 1063

][

Reference sequence:

Find mutational events:

Present in: Absent from:

[Select at ieast one)

Ara+5 45348 Tp 10000 Lineage Ara+1

©)

Ara+3_T187A Tp 15000
Ara+5_B604A Tp zuclno
Ara+5_86048 Tp 20000
Ara+5_10433 Tp 30000

[ ALL selected clones

Ara+1_7G8B Tp 500
Ara+1_768A Tp 500
Ara+1_95BA Tp 1000

Ara+1_938B Tp 1000
Aras+1 1062A Tp 1500
Ara+1_1062B Tp 1500

Ara+1_1158A Tp 2000 |~

With these restrictions: ) BNPs/InDels ® SNPs only T InDels only
@ Evarywhers ) |In Genes 0 Out of Genes
@ L Solexaf454 ® Solexa only L 454 only
Mut Score : _OT] Genome Position from [m o [tm bp  Mut Length = [1— nt

Displayed characteristics:

®

Nuclsotide change + [ TRAT A
SNP Type
Nuc. Change Effect

COMPAVIEW

1. Choose one or several reference sequences.

2. Select at least one clone or lineage in which you’d like to find mutational events, and optionally one or several
clones/lineages from which the selected mutations are absent.
3. If you want, you can play with:
¢ the nature of the relevant mutations,

their location on the reference genome,

the sequencing technology used to produce the data from which the mutations have been predicted,

the mutation score,

the portion of the reference sequence which must be screened, and

the length of the mutations.

4. Finally, choose the additional characteristics you want to appear in the table of results, knowing that the nu-
cleotide changes are displayed by default.

5. And submit your query.

Tip: The content of the two main selection lists can be customized thanks to the links of the “Focus on” sub-section.

Tip: The “ALL selected clones/lineages” option allows to select only mutational events that are present in EVERY
SELECTED clones or in EVERY CLONES of the selected lineage(s).
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How to read the table of results?

Escherichia coli B REL&06 chromosome ECE_ NC_012967 1063 ( & Resull(s) ordered by Abs Position | | Export to Gene Cart

[+ + T * £l
Distance

Ral Go 1o the
GO Description

Peeition Pasition & flanking Ara+d_4534A Ara+3_T187B Ara+s_10432 Ara+3_10982
GO Tp 10000 Tp 15000 Tp 30000 Te 40000

IcIRIDNA-binding transcriptional

CEARLE HE EEE_JERRR repressor|d201 735|4202558)-3

CITISNPI0.TS CITISMNP)0.78 CITISNPIO.TZ  CIT|SNP|0.72
malEjmaltose transportar subunit ;
4225078 274 ECH_03906 periplasmic-binding component of ABC - - GIA|SNF|0.8 GIAISNP|0.78
superfamily|4224161|4225351]-2

actPlacetate

A 1 REEIRIEIA transporier4262166|4263835)-2

CITISNPI0BS  CITISNE093  CITISNPI0 82

ECB_0391 3
4266649 ECB_ 03942 a CIAJSNP|0.65
ECB_03941
4266652 ECH 03942 o 45 TIAISNF|0.83
hfgHF-I, hest factor far RNA phage Q
4378459 17 ECB_0403% - - - CITISNP0.91 CITISMNPI0.93
- beta replication|4378443|43T8751|+3 B L RN

You have one table of results for each reference sequence selected. Each result table is composed of 2 main parts : A
and B.

A. In the left part of the table, mutations are localized on the reference sequence and replaced in a genomic and
functional context:

* Abs(olute) Position: Position on the reference sequence.

Rel(ative) Position: Position on the Genomic Object affected according to the first base of the latter, for genic
events only [1].

* GO Label: Each label encompasses a link to the information form of the Genomic Object considered.
* GO Description: [GO_gene_name] | GO_product | GO_begin | GO_end | GO_frame
— Genic events: description of the Genomic Object affected

— Intergenic events: description of the flanking Genomic Objects, i.e. the nearest upstream (blue) and the
nearest downstream (purple) GOs.

* Distance to the flanking GO: Distance between the intergenic events and the end of their nearest upstream
gene (blue) or the begin of their nearest downstream gene (purple), whatever the reading frame of the laters.

B. In the right part of the table, mutations are described according to the displayed characteristics chosen by you
and allocated to the clones they belong to.

* Whatever the displayed characteristics chosen, you will have access to a full mutation description if you
mouseover a mutation: Mutation type | [SNP type] | Nuc. change | [Nuc. change effect] | [Codon change] |
[AA change] | [AA change effect] | Numerical score | Fractional score | Sequencing technology | Read type |
Source

Fields in brackets are specified for SNP events only.
* Mutation type: *SNP’, ’insertion’ or ’deletion’.

e SNP type: "hom’ (homozygous), "hez’ (heterozygous), *xyx’ (the variant of heterozygous SNPs like
X ->Y/X).
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* Nuc(leotide) change: ref_base/new_base.

* Nuc(leotide) change effect: ’ts’ (transition) or ’tv’ (transversion).

* Codon change: ref_codon/new_codon.

* AA change: ref_AA pos_AA new_AA.

* AA change effect: ’syn’ (synonymous), 'missense’ or ‘nonsense’.

* Numerical score.

* Fractional score: local_coverage/total_coverage.

* Sequencing technology: ’solexa’ or 454°.

* Read type: ’se’ (single-end) or ’pe’ (paired-end).

* Source: ’automatic’ (SNiPer’s prediction) or ’validated’ (experimental validation).

¢ If you look carefully, evolved clones are grouped by lineage and ordered according to their timepoint
in each lineage. As a consequence, the dynamics of genomic changes can easily be drawn during
the studied evolutionary time.

Tip: You can export the Genomic Objects reported in the result table to a private Gene Cart thanks to the “Export to
Gene Cart” button.

Is it possible to have a synthetic view of the results?

Yes, of course! Below the table of results, you have another section, called “Summary” which lists and classifies all
the mutational events reported for each selected clones.

8.1.3 Parallelism Analysis

What is the aim of the Parallelism Analysis tool?

To identify genetic variations OR mutated Genomic Objects (GO) SHARED BY several clones in different lineages.

How to use this tool?

First of all, choose the subject of your analysis (“Shared Mutations” or “Shared Mutated GOs”) in the “Focus on”
sub-section.

Analysis: ' Comparative |® Parallelism | O Graphical

Foeus on; Shared Mutations Shared Mufated GOs

The “Shared Mutations’’ mode:
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IEI Reference sequence: Ralstonia solanacearum GMIL000 chromosome RSC NC_003295 55 &
Find identical mutations: | Defined by the same Abs. position + R0 |
SHF Type
Ref base
@ New base ]
Sharedby |= 2|2 lineages and | = 2 | |6 | clones
From the standpoint of: | ® Evolved Clones 2 Time Point
With these restrictions: | ® SNPsfinDels O SNPs only O InDels only
@ % Everywhers O In Genes O Out of Genes
O Solexal454 ® Solexa only O 454 only
@ Mut Score | =/ 2| 0.6 | Genome Position frem |1 | ta bp MutLlengthz|1 |nt
PARAVIEW
The ‘““Shared Mutated GOs” mode:
Reference sequence: | Ralstonia solanacearum GMIL000 plasmid RSp NC_003296 215 % |
Find mutated GOs: Sharedby|= ¢ [4 |lineages and = ¢ |[4 clones
From the standpoint of: | _ . . & ]
I Evolved Clones ® Time Paint | E
10 |~
With these restrictions: | ) SNPs/InDels ® SNPs only 2 InDels only
@ ® Solexald54 ) Solexa only O 454 enly
@ Mut Score | = & |0.6 | Genome Posilion from |1 to |bp  Mul Length = |1 nt

PARSVIEW

Then, the procedure is quite similar in the two analysis modes:
1. Select a reference sequence.
2. Specify:

¢ the way you define identical mutations, knowing that, by default, they must have the same position on the
reference sequence (in the “Shared Mutations” mode only).

* the numbers of lineages and clones in which you’d like to retrieve the same mutations or mutated GOs.

* the standpoint of your analysis: inclusion of all the evolved clones or selection of clones sampled at a
specific timepoint.

2. If you want, you can play with:
« the nature of the relevant mutations,
* their location on the reference genome (in the “Shared Mutations” mode only),

* the sequencing technology used to produce the data from which the mutations have been pre-
dicted,

¢ the mutation score,
* the portion of the reference sequence which must be screened, and
¢ the length of the mutations.

4. Submit your query.
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How to read the table of results?

A. In the “Shared Mutations’ mode:

Ralstenia salanacearum GMI1000 chremoseme RSe NC_003235 55| 48 Resultis) crdered by Abs Pesition )| Expart to Gene Cart

Mut Identity

ta the
Daf (Abs = GO Dascriptian

i flanking
Paaltion|Type)
co

. ' ) pulalive SENSOR HISTIDINE i, CEMI1S1-Z12A8  CEM1152-21388  CEM1153-212C8
BFSTESNP 104 R80T/ 8 12 - CEM12
' KINASE[H T 47589910)+1 T CBMI431-212416 CHM1482-212616  CBM433-212C18
- . putative SENSOR HISTIDINE CBM1151-21248  COM1152-212B8  CBM1153-21208
: 05 Se007 - BMR1
BTSTIRNE ! Rec0077 KINASE |87 475[89910] +1 g CBY2I2. chpidg1-21816 CRIN402-212R15 CRMTA93-212C15

REc0183 7 .., CEM1151-212848 CBM1152-212B8  CEM1153-212C8
2T AGENE RScO184 o ] £ " ) CEM212 CBM14%1-212A16 CEM1482-212B16 CBM1433-212C16
putalive cytechrome ¢ signal peplide CEM1151-21288 CBM1152-212B8 CEM1153-212C8
220066|SNP 348 RSc0197 L} 9 . .
l proleinf21 971 $220359)+2 CBM1491-212416  CBM1492-212B16 CBM1483-212C16
. . . pulalive cylochrome ¢ signal peplide CEM1151-29288  CHM1132-212B8  CBEM1153-292C8
22006 F|SMP jeg RSe197 § L} 10 - -
K @ protein|21 971 HE20359)+2 @ CEM14%1-212816  CEM1482-212816 CEM1433-112096

1) Description of common mutations: It depends on your definition criteria.
2) Genomic context:

* Rel(ative) Position: Position on the Genomic Object affected according to the first base of the latter, for genic
events only [1].

* GO Label: Each label encompasses a link to the information form of the Genomic Object considered.
* GO Description: [GO_gene_name] | GO_product | GO_begin | GO_end | GO_frame
— Genic events: description of the Genomic Object affected

— Intergenic events: description of the flanking Genomic Objects, i.e. the nearest upstream (blue) and the
nearest downstream (purple) GOs.

* Distance to the flanking GO: Distance between the intergenic events and the end of their nearest upstream
gene (blue) or the begin of their nearest downstream gene (purple), whatever the reading frame of the laters.

3) Distribution of the clones sharing the same mutations according to the lineage they belong to:
e Lin Nb: Number of lineages where the same mutations are detected.

¢ EO Nb: Number of evolved organisms sharing the same mutations.

Note: Be careful: The result number may change depending on how identical mutations are defined!

B. In the “Shared Mutated GOs’’ mode:
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Ralstonia solanacearum GMI1000 plasmid RSp NC_D03296 215( 41 Hesullis) crdered by GO Begin ) | Cxport to Gene Cart
0

iLII‘u BE’J

£
MaveTa GO Label G0 Deacription

Type HNb | NBb

FdhAlGlutathione-indepandant
o RSp0053 cos Formaldehyda 3 ] CEBM1161-21248 CEM1152-212B8 CBM1153-212CE CEM14G64-21208 CEMI1485-213E8 CEM1466-212F8
dehydrogenase|5922 35041 8]+3

efthjputative electron transfer
¥ RSpO0GD cos flavoprotein alpha-subunit (Alpha-
etfl|6901 001881

Ed
-

CEMUIE1-21288  CEMI152-21288 CRM1153-212C8 CBMI464-21208 CBEM1485-212E8 CAM1466-212F8

pulalive polykelidenonribosomal
o RALSOp_0184 COS protein synlhase (Fartial 14 14 CBM1151-21288 CBM1152-212B8 CEM1153-212C3 CBM1464-21208 CBM?485-212E8
sequence||[192476|202333]-2

protein of unknown

g RALSOp_0185 COS 14 14 CBMIIS1-21288 CBMI152-212B8 CRMI153-212C3 CBM1464-21208 CBMI485-212F8 -
< b, Function|201 784[207625]-3 -
ratein of unknown
o] RALSOp 0194 cOs  © 5 & - @ . - CBM1464-21208 - CEM1466-212F8
i funclion|212 1 42[213818-1

1) Description of common mutated GOs:

* MoveTo: Click on the icon glass to access to the genomic map of the reference sequence centered around the
mutated GO.

¢ GO Label: Each label encompasses a link to the information form of the Genomic Object considered.
¢ GO Type: *CDS’, ’fCDS’, 'TRNA’, ’tRNA’ or "'misc_RNA’.
* GO Description: [GO_gene_name] | GO_product | GO_begin | GO_end | GO_frame
2) Distribution of the clones sharing the same mutated GOs according to the lineage they belong to:
e Lin Nb: Number of lineages where the same mutated GOs are detected.

* EO Nb: Number of evolved organisms sharing the same mutated GOs.

Tip: In both cases, you can export the Genomic Objects reported in the result table to a private Gene Cart thanks to
the “Export to Gene Cart” button.

8.1.4 Graphical Analysis
What is the aim of the Graphical Analysis tool?

To visualize the distribution of a specific clone’s mutations along the circular representation of a reference genome.

And to detect potential hot spots of mutations.

How to use this tool?

This tool is based on the CGView (see What is Circular Genome View?).
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Analysis: (' Comparative O Parallelism |@ Graphical

Reference sequence: Ralstonia solanacearum GMI1000 chromosome RSc NC_003285 55 &

Visualize mutational events of:  ['CENi366-212pilote14 Tp 14 | @

With these restrictions: ® SNPsiinDels ) 5NPs only O InDels only
* Everywhere ' In Genes L Qut of Genes
- Bolexa/454 L Solaxa only = 454 only
@ Mut Score | = ¢ |F Genome Pasition from [1— to [— bp Mut Length = |:l_| nt

CGVIEW | By displaying | All Genomic Objects 2| and | mGo and/or fGO Labels =

1. Choose a reference sequence.
2. Select the clone for which you want to visualize the mutations.
3. If you want, you can specify:
¢ the nature of the relevant mutations,
* their location on the reference genome,
* the sequencing technology used to produce the data from which the mutations have been predicted,
¢ the mutation score,
* the portion of the reference sequence which must be screened, and
* the length of the mutations.

4. Launch the CGView applet.

Tip: You can decide which Genomic Objects (GOs) and corresponding labels will be displayed on the circular map
thanks to the two selection lists situated next to the CGView button.

What can you see on the graphical representation?

Circles display (from the outside): (1) Predicted mutational events (SNPs, insertions, deletions ). (2) Predicted CDSs
transcribed in the clockwise direction (Primary/Automatic annotations, MicroScope automatic annotation with a ref-
erence genome, MaGe validated annotations). (3) Predicted CDSs transcribed in the counterclockwise direction (Pri-
mary/Automatic annotations, MicroScope automatic annotation with a reference genome, MaGe validated annota-
tions). (4) Transposable elements and pseudogenes.

Tip1: Each GO label encompasses a link to the information form of the Genomic Object considered. Tip2: If you
mouseover a mutation label, a more complete description will appear at the bottom of the CGView applet. Tip3: The
image obtained can be downloaded in the .svgz format (hyperlink just under the applet)

8.2 PALOMA - Polymorphism Analyses in Light Of MAssive DNA se-
quencing

8.2.1 First steps

8.2. PALOMA - Polymorphism Analyses in Light Of MAssive DNA sequencing 195



MicroScope User Documentation, Release 3.13.0

How to begin?
Variant Discovery homepage displays the list of available projects.

By Clicking on the arrow available on the left of each project, user can expand the associated functionalities.

PALOMA - Polymorphism Analyses in Light Of MAssive DNA sequencing
Evolution Project - SNPs/Indels

¥ ® LactococcusEvolScope (Public Data)

SNPs Overview [l Analysis [l Launch IGV

1 . Line%ge Name: KF147 3
+ Evolved Organisms Number: 3
O 0 + Run Number; 3
- Evolved organism sequence(s):
o Lactococcus lactis subsp. lactis KF147 : chromosome NC_013656, plasmid NC_013657

+ @ EvoGeno (Public Data)

¥ @ SYMPA (Public Data)

< @ MUTA (Public Data)

Selecting a project will allow the user to use :
¢ Overview tool (Item #1)
e Analysis (Item #2)
* Integrative Genomics Viewer (IGV - http://www.broadinstitute.org/igv/) (Item #3)

Once your evolution project selected (1 and 2), just click one of the radio buttons to switch between the different
exploration modes (3):

Select your Evolution Project:  EvoGeno ¢:

OK |

Analysis; ' Comparative ' Parallelism @ Graphical

¢ Comparative analysis => Click here for more details.
¢ Parallelism analysis => Click here for more details.

* Graphical analysis => Click here for more details.

What is the meaning of the score computed by SNiPer for each variation?

For each reported mutation, a score, which is meant to indicate the confidence one can have in the prediction, is
computed:

¢ SNP_score=
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with S,

And S, = f(qualitystrand bias)

* Local-coverage : Number of reads containing the new base with a high quality.

alleles rate

* Total-coverage : Total number of reads containing the new base.
indel_score=

Local — coverage

otal — coverage
* Local-coverage : Number of reads containing the indel.

* Total-coverage : Total number of reads mapping the mutated position

8.2.2 Comparative Analysis
What is the aim of the Comparative Analysis tool?

To find a set of mutations present in some organisms and absent from others
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How to use this tool?

Analysis: ' Parallelism — Graphical

Focus en:  Clenes grouped by lineage  Clones grouped by timepoint  Lineages

Reference sequence: Escherichia coli B REL606S chromosome ECB_ NC_012967 1063

Find mutational events: [

Present in: ][ Absent from: ]

[Select at ieast one)

Ara+3 45348 Tp 10000[~ Lineage Ara+l [+]
Ara+5_71878 Tp 15000 Ara+1_768B Tp 500 E
@ Ara+5_T187A Tp 15000 Ara+1_T68A Tp 500
Ara+5_8604A Tp zoclno Ara+1_958A Tp 1000
Ara+5_86048 Tp 20000 Ara+1_958B Tp 1000
Ara+3 10432 Tp 30000 Ara+1_1062A Tp 1500
Ara+5_10433 Tp 30000 Ara+1_10628 Tp 1500
Ara+5_10982 Tp 40000 m Ara+1_1158A Tp 2000 |~
[JALL selected clones
With these restrictions: ) BNPs/InDels ® SNPs only T InDels only
: @ Everywhers © In Genes ' Out of Genes
) Bolexal454 ® Solexa only 0 454 only
Mut Score :z SRLE] Genome Position from (4200000 o [4380000 | bp Mutlength=|1  |nt
Displayed characteristics: | Nucleotide chrange + [ s -]
@ SNP Type =
@ Nuc. Change Effect -

COMPAVIEW

1. Choose one or several reference sequences.

2. Select at least one clone or lineage in which you’d like to find mutational events, and optionally one or several
clones/lineages from which the selected mutations are absent.

3. If you want, you can play with:
¢ the nature of the relevant mutations,
* their location on the reference genome,

* the sequencing technology used to produce the data from which the mutations have been predicted,

the mutation score,

the portion of the reference sequence which must be screened, and

the length of the mutations.

4. Finally, choose the additional characteristics you want to appear in the table of results, knowing that the nu-
cleotide changes are displayed by default.

5. And submit your query.

Tip: The content of the two main selection lists can be customized thanks to the links of the “Focus on” sub-section.

Tip: The “ALL selected clones/lineages” option allows to select only mutational events that are present in EVERY
SELECTED clones or in EVERY CLONES of the selected lineage(s).
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How to read the table of results?

Escherichia coli B REL&06 chromosome ECE_ NC_012967 1063 ( & Resull(s) ordered by Abs Position | | Export to Gene Cart

[+ + T * £l
Distance

Ral Go 1o the
GO Description

Peeition Pasition & flanking Ara+d_4534A Ara+3_T187B Ara+s_10432 Ara+3_10982
GO Tp 10000 Tp 15000 Tp 30000 Te 40000

IcIRIDNA-binding transcriptional

CEARLE HE EEE_JERRR repressor|d201 735|4202558)-3

CITISNPI0.TS CITISMNP)0.78 CITISNPIO.TZ  CIT|SNP|0.72
malEjmaltose transportar subunit ;

4225078 274 ECH_03906 periplasmic-binding component of ABC - - GIA|SNF|0.8 GIAISNP|0.78
superfamily|4224161|4225351]-2

actPlacetate

A 1 REEIRIEIA transporier4262166|4263835)-2

CITISNPI0BS  CITISNE093  CITISNPI0 82

ECB_0391 3
4266649 ECB_ 03942 a CIAJSNP|0.65
ECB_03941
4266652 ECH 03942 o 45 TIAISNF|0.83
hfgHF-I, hest factor far RNA phage Q
4378459 17 ECB_0403% - - - CITISNP0.91 CITISMNPI0.93
- beta replication|4378443|43T8751|+3 B L RN

You have one table of results for each reference sequence selected. Each result table is composed of 2 main parts : A
and B.

A. In the left part of the table, mutations are localized on the reference sequence and replaced in a genomic and
functional context:

* Abs(olute) Position: Position on the reference sequence.

Rel(ative) Position: Position on the Genomic Object affected according to the first base of the latter, for genic
events only [1].

* GO Label: Each label encompasses a link to the information form of the Genomic Object considered.
* GO Description: [GO_gene_name] | GO_product | GO_begin | GO_end | GO_frame
— Genic events: description of the Genomic Object affected

— Intergenic events: description of the flanking Genomic Objects, i.e. the nearest upstream (blue) and the
nearest downstream (purple) GOs.

* Distance to the flanking GO: Distance between the intergenic events and the end of their nearest upstream
gene (blue) or the begin of their nearest downstream gene (purple), whatever the reading frame of the laters.

B. In the right part of the table, mutations are described according to the displayed characteristics chosen by you
and allocated to the clones they belong to.

* Whatever the displayed characteristics chosen, you will have access to a full mutation description if you
mouseover a mutation: Mutation type | [SNP type] | Nuc. change | [Nuc. change effect] | [Codon change] |
[AA change] | [AA change effect] | Numerical score | Fractional score | Sequencing technology | Read type |
Source

Fields in brackets are specified for SNP events only.
* Mutation type: *SNP’, ’insertion’ or ’deletion’.

e SNP type: "hom’ (homozygous), "hez’ (heterozygous), *xyx’ (the variant of heterozygous SNPs like
X ->Y/X).
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* Nuc(leotide) change: ref_base/new_base.

* Nuc(leotide) change effect: ’ts’ (transition) or ’tv’ (transversion).

* Codon change: ref_codon/new_codon.

* AA change: ref_AA pos_AA new_AA.

* AA change effect: ’syn’ (synonymous), 'missense’ or ‘nonsense’.

* Numerical score.

* Fractional score: local_coverage/total_coverage.

* Sequencing technology: ’solexa’ or 454°.

* Read type: ’se’ (single-end) or ’pe’ (paired-end).

* Source: ’automatic’ (SNiPer’s prediction) or ’validated’ (experimental validation).

¢ If you look carefully, evolved clones are grouped by lineage and ordered according to their timepoint
in each lineage. As a consequence, the dynamics of genomic changes can easily be drawn during
the studied evolutionary time.

Tip: You can export the Genomic Objects reported in the result table to a private Gene Cart thanks to the “Export to
Gene Cart” button.

Is it possible to have a synthetic view of the results?

Yes, of course! Below the table of results, you have another section, called “Summary” which lists and classifies all
the mutational events reported for each selected clones.

8.2.3 Parallelism Analysis

What is the aim of the Parallelism Analysis tool?

To identify genetic variations OR mutated Genomic Objects (GO) SHARED BY several clones in different lineages.

How to use this tool?

First of all, choose the subject of your analysis (“Shared Mutations” or “Shared Mutated GOs”) in the “Focus on”
sub-section.

Analysis: ' Comparative |® Parallelism | O Graphical

Foeus on; Shared Mutations Shared Mufated GOs

The “Shared Mutations’’ mode:
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IEI Reference sequence: Ralstonia solanacearum GMIL000 chromosome RSC NC_003295 55 &
Find identical mutations: | Defined by the same Abs. position + R0 |
SHF Type
Ref base
@ New base ]
Sharedby |= 2|2 lineages and | = 2 | |6 | clones
From the standpoint of: | ® Evolved Clones 2 Time Point
With these restrictions: | ® SNPsfinDels O SNPs only O InDels only
@ % Everywhers O In Genes O Out of Genes
O Solexal454 ® Solexa only O 454 only
@ Mut Score | =/ 2| 0.6 | Genome Position frem |1 | ta bp MutLlengthz|1 |nt
PARAVIEW
The ‘““Shared Mutated GOs” mode:
Reference sequence: | Ralstonia solanacearum GMIL000 plasmid RSp NC_003296 215 % |
Find mutated GOs: Sharedby|= ¢ [4 |lineages and = ¢ |[4 clones
From the standpoint of: | _ . . 16 1=
' Evolved Clones @ Time Point |
10 |~
With these restrictions: | ) SNPs/InDels ® SNPs only 2 InDels only
@ ® Solexald54 ) Solexa only O 454 enly
@ Mut Score | = & |0.6 | Genome Posilion from |1 to | |bp  Mul Length = |1 nt

PARSVIEW

Then, the procedure is quite similar in the two analysis modes:

1. Select a reference sequence.

2. Specify:

¢ the way you define identical mutations, knowing that, by default, they must have the same position on the
reference sequence (in the “Shared Mutations” mode only).

* the numbers of lineages and clones in which you’d like to retrieve the same mutations or mutated GOs.

* the standpoint of your analysis: inclusion of all the evolved clones or selection of clones sampled at a
specific timepoint.

2. If you want, you can play with:

the nature of the relevant mutations,
their location on the reference genome (in the “Shared Mutations” mode only),

the sequencing technology used to produce the data from which the mutations have been pre-
dicted,

the mutation score,
the portion of the reference sequence which must be screened, and

the length of the mutations.

. Submit your query.
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How to read the table of results?

A. In the “Shared Mutations’ mode:

Ralstenia salanacearum GMI1000 chremoseme RSe NC_003235 55| 48 Resultis) crdered by Abs Pesition )| Expart to Gene Cart

Mut Identity

ta the
Daf (Abs = GO Dascriptian
i flanking
Paaltion|Type)
co

. ' ) pulalive SENSOR HISTIDINE i, CEMI1S1-Z12A8  CEM1152-21388  CEM1153-212C8
BFSTESNP 104 R80T/ 8 12 - CEM12
' KINASE[H T 47589910)+1 T CBMI431-212416 CHM1482-212616  CBM433-212C18
- . putative SENSOR HISTIDINE CBM1151-21248  COM1152-212B8  CBM1153-21208
: 05 Se007 - BMR1
BTSTIRNE ! Rec0077 KINASE |87 475[89910] +1 g CBY2I2. chpidg1-21816 CRIN402-212R15 CRMTA93-212C15

REc0183 7 .., CEM1151-212848 CBM1152-212B8  CEM1153-212C8
2T AGENE RScO184 o ] £ " ) CEM212 CBM14%1-212A16 CEM1482-212B16 CBM1433-212C16
putalive cytechrome ¢ signal peplide CEM1151-21288 CBM1152-212B8 CEM1153-212C8
220066|SNP 348 RSc0197 L} 9 . .
l proleinf21 971 $220359)+2 CBM1491-212416  CBM1492-212B16 CBM1483-212C16
. . . pulalive cylochrome ¢ signal peplide CEM1151-29288  CHM1132-212B8  CBEM1153-292C8
22006 F|SMP jeg RSe197 § L} 10 - -
K @ protein|21 971 HE20359)+2 @ CEM14%1-212816  CEM1482-212816 CEM1433-112096

1) Description of common mutations: It depends on your definition criteria.
2) Genomic context:

* Rel(ative) Position: Position on the Genomic Object affected according to the first base of the latter, for genic
events only [1].

* GO Label: Each label encompasses a link to the information form of the Genomic Object considered.
* GO Description: [GO_gene_name] | GO_product | GO_begin | GO_end | GO_frame
— Genic events: description of the Genomic Object affected

— Intergenic events: description of the flanking Genomic Objects, i.e. the nearest upstream (blue) and the
nearest downstream (purple) GOs.

* Distance to the flanking GO: Distance between the intergenic events and the end of their nearest upstream
gene (blue) or the begin of their nearest downstream gene (purple), whatever the reading frame of the laters.

3) Distribution of the clones sharing the same mutations according to the lineage they belong to:
e Lin Nb: Number of lineages where the same mutations are detected.

¢ EO Nb: Number of evolved organisms sharing the same mutations.

Note: Be careful: The result number may change depending on how identical mutations are defined!

B. In the “Shared Mutated GOs’’ mode:
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[ Ralstonia salanacearum GMI1000 plasmid RSp NC_003296 215 ( 41 Hesull(s) ordered by GO Begin )| Expart to Gene Cart
0

i Lin 8 EQ

GO Descripticn

Nb| Hb

FdhAlGlutathione-indepandant
o RSp0053 cos Formaldehyda 3 ] CEBM1161-21248 CEM1152-212B8 CBM1153-212CE CEM14G64-21208 CEMI1485-213E8 CEM1466-212F8
dehydrogenase|5922 35041 8]+3

efthjputative electron transfer
L RSpO0GT cos flavoprotein alpha-subunit {Alpha- || & & CBM1151-21243 CBM1152-212B8 CBAM1153-212C8 CBM1464-21208 CBM1485-212E8 CBM1466-212F8
etf)| 6801 0{7a188+1

pulalive polykelidenonribosomal
o RALSOp_0184 COS protein synlhase (Fartial 14 14 CBM1151-21288 CBM1152-212B8 CEM1153-212C3 CBM1464-21208 CBM?485-212E8
sequence||[192476|202333]-2

protein of unknown

g RALSOp_0185 COS 14 14 CBMIIS1-21288 CBMI152-212B8 CRMI153-212C3 CBM1464-21208 CBMI485-212F8 -
< b, Function|201 784[207625]-3 -
ratein of unknown
o] RALSOp 0194 cOs  © 5 & - @ CBM1464-21208 - CEM1466-212F8
i funclion|212 1 42[213818-1

1) Description of common mutated GOs:

* MoveTo: Click on the icon glass to access to the genomic map of the reference sequence centered around the
mutated GO.

¢ GO Label: Each label encompasses a link to the information form of the Genomic Object considered.
¢ GO Type: *CDS’, ’fCDS’, 'TRNA’, ’tRNA’ or "'misc_RNA’.
* GO Description: [GO_gene_name] | GO_product | GO_begin | GO_end | GO_frame
2) Distribution of the clones sharing the same mutated GOs according to the lineage they belong to:
e Lin Nb: Number of lineages where the same mutated GOs are detected.

* EO Nb: Number of evolved organisms sharing the same mutated GOs.

Tip: In both cases, you can export the Genomic Objects reported in the result table to a private Gene Cart thanks to
the “Export to Gene Cart” button.

8.2.4 Graphical Analysis

What is the aim of the Graphical Analysis tool?

To visualize the distribution of a specific clone’s mutations along the circular representation of a reference genome.
And to detect potential hot spots of mutations.

How to use this tool?

This tool is based on CGView (see What is Circular Genome View?).
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Analysis: O Comparative (' Parallelism |@® Graphical

Reference sequence: Ralstonia solanacearum GMI1000 chromosome RSc NC_003285 55 &

Visualize mutational events of:  ['CENi366-212pilote14 Tp 14 | @

With these restrictions: ® SNPsiinDels ) 5NPs only O InDels only
* Everywhere ' In Genes L Qut of Genes
. Bolexal/454 L Solaxa only = 454 only
@ Mut Score | = ¢ |F Genome Pasition from [1— to [— bp Mut Length = |:l_| nt

CGVIEW | By displaying | All Genomic Objects 3| and | mGo and/or fGO Labels

1. Choose a reference sequence.
2. Select the clone for which you want to visualize the mutations.
3. If you want, you can specify:
¢ the nature of the relevant mutations,
* their location on the reference genome,
* the sequencing technology used to produce the data from which the mutations have been predicted,
¢ the mutation score,
* the portion of the reference sequence which must be screened, and
* the length of the mutations.

4. Launch the CGView applet.

Tip: You can decide which Genomic Objects (GOs) and corresponding labels will be displayed on the circular map
thanks to the two selection lists situated next to the CGView button.

What can you see on the graphical representation?

Circles display (from the outside): (1) Predicted mutational events (SNPs, insertions, deletions ). (2) Predicted CDSs
transcribed in the clockwise direction (Primary/Automatic annotations, MicroScope automatic annotation with a ref-
erence genome, MaGe validated annotations). (3) Predicted CDSs transcribed in the counterclockwise direction (Pri-
mary/Automatic annotations, MicroScope automatic annotation with a reference genome, MaGe validated annota-
tions). (4) Transposable elements and pseudogenes.

Tip1: Each GO label encompasses a link to the information form of the Genomic Object considered. Tip2: If you
mouseover a mutation label, a more complete description will appear at the bottom of the CGView applet. Tip3: The
image obtained can be downloaded in the .svgz format (hyperlink just under the applet)
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CHAPTER 9

User Panel

9.1 Display Preferences

This tool allows the user to change his/her settings of the various interfaces proposed in the MicroScope platform:
hide or show the tool descriptions, change genome and synteny map size, selection of specific genomes for the synteny

maps, etc.

9.1.1 General Options

 Default position of Toggleable Left Menu: HIDE / SHOW (default)

This option will define the default position of the toggleable menu displayed on the left part of the interface (as known
as Quick Documentation Sidebar). By default, the sidebar is visible, but you can hide it systematically by changing
the option to HIDE. This chosen option will be saved into your account settings, so you only need to set it once.
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Fig. 1: Sidebar SHOW option
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Fig. 2: Sidebar HIDE option

9.1.2 Genome Browser Options

* Default display of Genome Browser Synteny Maps: HIDE / SHOW (default)

Determine the behaviour of the Synteny Maps in the Genome Browser. By default the Synteny Maps are visible but
you can choose to make them hidden by switching to the HIDE option. The chosen option will be saved into your
account settings.

¢ Genome map size: 400 - 1600 pixels

This option will determine the Genome Browser width. By default, the width is set to 700 pixels. But if you’re using
a wide-screen you may prefer a larger width for a better visual comfort.

¢ PKGDB Organisms: Synteny map selection
Choose your own selection of PKGDB Organisms displayed in the Synteny Maps.

The default selection is calculated during the sequence integration process, by considering the best synteny correspon-
dences with the reference genome and taking the 10 best results.

¢ NCBI RefSeq Organisms: Synteny map selection
Choose your own selection of RefSeq Organisms displayed in the Synteny Maps.

The default selection is calculated during the sequence integration process, by considering the best synteny correspon-
dences with the reference genome and taking the 10 best results.

9.2 Gene Carts

The result of many tools available in the MicroScope platform is a list of candidate genes which can be saved in a «Gene
Cart». The «Gene Carts» interface allows the user to perform various operations on these gene carts: intersection,
union, difference, download corresponding nucleic or protein sequences, launch JalView tool to perform multiple
alignments, etc. Moreover these carts can be explored using the Keywords Search tool.

Tip: Gene Carts content is saved within your account settings, so your selections will persist into our databases even
if you logout from your session.
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9.2.1 Gene Cart Overview

5 Fasta Jalview Annotation 8
[ 42 objecty Basket 1
Nuc |  Prot | Muc  Prot tsv DELETE CART
Ipload a Gene Cart file (XML): 2
Aucun fichier sélectionné. Genomic Objects Data 6
—— 4 Showing 110 42 of 42 results qQ _ (@] (5]
i i [+] [] [+] [+]
in one or mere carts, or defete the objects.
1 AcinetoTP undecaprenyl
=} ACIADO351 chromosome: cDS ydhJ 344445 345461 +3 pyrophosphate: no
Baski ACIAD phosphatase
Baski
Baskel AcinetoTP T ST
&} ACIAD0400 chromosome CcDS _ 400224 401552 -3 :.mc tion no
ACIAD
AcnetoTe utative multiaru
] ACIADO423 chromosome CcDS nori 427750 429099 -2 o 9 no
o resistance protein NorM
ACIAD
Please select only two carts at once. Intersect, merge or AcinetoTP undecaprenyl
get difference between carts and move results ] ACIADOE78. chromosome cDS bacA 670054 671778 +1 pyrophosphate no
automatically in a new cart. ACIAD phosphatase
TR
utative RND family dru
& ACIADO755 chromosome CDs _ 740156 741325 -1 :ans - 'y drug no
ACIAD &
Basket 1 ~
CCARTS: DIFFERENCE
EE=m=s acinetoT
&} ACIADO783 chromosome CcDs nolG 770025 773126 -3 Nodulation protein NolG no
ACIAD
AcinetoTP
b o &} ACIADO784 chromosome CDS nolF 773150 774259 -1 NolF secretion protein no
ACIAD

¢ Item #1. Create / Add a new Cart:

By default, the system creates 1 Gene Cart. But, by clicking on this button you can add up to 20 new
Carts to your account.

 Item #2. Upload a Gene Cart:

Select a XML file containing Gene Cart data from your computer by using the «Browse» button,
then click on the «Upload Cart» button to import the XML file content into the Gene Cart interface.
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 Item #3. Genomic Objects operations:
This menu allows the user to perform operations on Gene Carts content.
— Move a selection of Genomic Objects contained in a Gene Cart into another one.
— Copy a selection of Genomic Objects contained in a Gene Cart into another one.
— Delete a selection of Genomic Objects from Gene Cart.
¢ Item #4. Gene Carts operations:
This menu allows the user to perform operations on Gene Carts.
— Get the Intersection between 2 Gene Carts content and move the result into a new Cart.
— Get the Difference between 2 Gene Carts content and move the result into a new Cart.

— Merge the content of 2 Gene Carts into a new Cart.

Tip: You can do this kind of operations only on 2 Gene Carts at a same time.

Item #5. Gene Cart name:
Change the name of a Gene Cart.

Item #6. FASTA tool:

Export the Nucleic or Proteic content of a Gene Cart in FASTA format.
 Item #7. JalView tool:

Launch the JalView tool (Nucleic or Proteic) for a given Gene Cart content.

Item #8. Export Gene Cart:

Export a Gene Cart content into a XML file which can be shared with your collaborators.
¢ Item #9. Delete Gene Cart:

Delete definitively a Gene Cart. ( Warning: the content will also be deleted ).
Item #10. Delete Gene Cart:

Export the gene annotation in tsv format file.

9.2.2 How to move Genomic Objects to another Gene Cart?

1. Select some Genomic Objects in the Gene Cart of interest.
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{4 objects) Basket_1

Fasta:

Nuec

Prot

Nuc Prot

SabaavTg DELETE CART

8 s Broe B Bors B Hroms B ronss B

Acinetobacter Chromosomal
v aciapooor “YVAOPT ong dnaa 201 1598  +3 replication |
chromosome initiator protein
ACIAD dnaA
Acinetobacter
baylyi ADP1 DNA polymerase
v ACIADDOD2 v CDS dnaN 1834 2982 +1 poly . no
chromosome IIl, beta chain
ACIAD
Acinetobacter DNA replication,
baylyi ADP1 recombinaison
v  Aclapoopz ! CDS  recF 2998 4074 +1 _ no
chromosome and repair
ACIAD protein
Acinetobacter DNA gyrase,
baylyi ADP1 subunit B (type
AclAD0004 CDS  gyB 4127 6595 +2 \Pe | o
chromosome 1]
ACIAD topoisomerase)
(oobjects) Basket_2 e o | e g DELETE CART

2. In the select menu, choose the Gene Cart where you want to copy this selection. It will be the *destination’ Cart.

Select objects in carts and move {or
copy) your selection in one or more

carts, or delete the objects.

MOVE SELECTION TO
Basket_1

COPY SELECTION TO

DELETE SELECTION

3. Click on the MOVE SELECTION TO button.

L}

4. The Genomic Objects selected in the first Cart will be deleted and moved into the ’destination’ Cart.
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u { 1 ebjects) Basket_1

Fasta:
Nuc Prot

Acinelobacter

Jalview:

Nuc Prot DELETE CART

Genomic Objects Data
O T I

ACIADOOO1

X AclaDoo02

ACIADDOD3

Acinetobacter
baylyi ADP1
chromosome
ACIAD

CcDs dnah 201 1588 +3

Acinetobacter
baylyi ADP1
chromosome
ACIAD

CDs dnaN 1834 2982 +1

Acinetobacter
baylyi ADP1
chromosome
ACIAD

cDs reck 2998 4074

i DNA gyrase,
AciaDo004 "PWADPT i ons aiB 4127 6595 42 subunit B (type Il no
GIECne topoisomerase)
ACIAD P
{3 objects) Basket_2 “u:am;mt Nuiﬂme‘;;ot DELETE CART

Genomic Objects Data
[+] [+] [+] 1] ] [+]
Organism ﬂTypa D Gene Bngin 2 End @ Frame Product @ Mutation

Chromosomal
replication
initiator protein
dnaA

DNA
polymerase lll, no
beta chain

DMNA replication,
recombinaison
and repair
protein

9.2.3 How to copy Genomic Objects to another Gene Cart?

1. Select some Genomic Objects in the Gene Cart of interest.

9.2. Gene Carts
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(4 objects) Basket_1 NucFaStari'ﬂrot Nu‘fwie';;o* DELETE CART
ry +
8 crroe B Bore Breon Bevs Brms B oo B
Acinetobacter Chromosomal
baylyi ADP1 replication
v ACIADODOD1 vy CDS dnaA 201 1598 +3 . _p. ) no
chromosome initiator protein
ACIAD dnaA
Acinetobacter
baylyi ADP1 DNA polymerase
v ACIADDOD2 v CDS dnaN 1834 2982 +1 poly . no
chromosome IIl, beta chain
ACIAD
Acinetobacter DNA replication,
baylyi ADP1 recombinaison
v  Aclapoopz ! CDS  recF 2998 4074 +1 _ no
chromosome and repair
ACIAD protein
Acinetobacter DNA gyrase,
baylyi ADP1 subunit B (type
AclAD0004 CDS  gyB 4127 6595 +2 \Pe | o
chromosome 1]
ACIAD topoisomerase)
(oobjects) Basket_2 e o | e g DELETE CART

2. In the select menu, choose the Gene Cart where you want to copy this selection. It will be the *destination’ Cart.

Select objects in carts and move (or
copy) your selection in one or more
carts, or delete the objects.

MOVE SELECTION TO
Basket_1

L}

COPY SELECTION TO
DELETE SELECTION

3. Click on the COPY SELECTION TO button.

4. The Genomic Objects selected in the first Cart will be copied into the *destination’ Cart. These Genomic Objects
will remain in the first cart and won’t be deleted.
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Genomic Objects Data

{4 objects) Basket_1

Fasta:
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Jalview,
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DELETE CART
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Label ] Organiam ﬂType O Gene ﬂBngin B End @ Frame (O Product 2 Mutation
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ACIAD
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CDs
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dnah
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1834

2998

1588
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+1

+1

Chromosomal
replication
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dnaA

DNA
polymerase lII,
beta chain

DNA replication,
recombinaison
and repair
protein

Acinetobacter Chromosomal
Aciapoootr P AP one dnaa 201 1598  +3 repoation |,
chromosome initiator protein
ACIAD dnaA
Acinetobacter
aciapoooz PPWAOPT o gnaN 1834 2082 41 DNA polymerass. | |
chromosome Ill, beta chain
ACIAD
Acinetobacter DNA replication,
aciapooos "V AP ops ek 2098 4074 +1 il
chromosome and repair
ACIAD protein
Acinetobacter DNA gyrase,
aciapooosd PPVAOPT ons o 4127 eses 42 e ey
chromosome Il
ACIAD topoisomerase)
(3 objects) Basket_2 N“Famaﬁmt Nuf"’ie‘;;ot DELETE CART

Genomic Objects Data
] [+] ] [+] (] ] [+]
Label 2 organism |0 Type [ Gene [ Begin K End [ Frame Product O Mutation

no

9.2.4 How to delete Genomic Objects from Gene Cart?

1. Select some Genomic Objects in the Gene Cart of interest.

9.2. Gene Carts
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7 Fasta: Jahview:
{4 objects) Basket_1 Nuc  Prot Nuc  Frot DELETE CART

8 s Broe B Bors B Hroms B ronss B

Acinetobacter Chromosomal
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chromosome initiator protein
ACIAD dnaA
Acinetobacter
baylyi ADP1 DNA polymerase

v ACIADDOD2 v CDS dnaN 1834 2982 +1 poly . no
chromosome IIl, beta chain
ACIAD
Acinetobacter DNA replication,
baylyi ADP1 recombinaison

v  Aclapoopz ! CDS  recF 2998 4074 +1 _ no
chromosome and repair
ACIAD protein
Acinetobacter DNA gyrase,
baylyi ADP1 subunit B (type

AclAD0004 CDS  gyB 4127 6595 +2 \Pe | o

chromosome 1]
ACIAD topoisomerase)

(0 objects) Basket_2 Nu:amﬁm Nu‘f""i&‘;;m DELETE CART

2. Click on the DELETE SELECTION button.

3. The selected Genomic Objects will be deleted from the Cart. ( Warning: the delete will be definitive and
you’ll lost the genomic objects from the Cart ).

Fasta: Jalview:
[ (7objects) Basket_1 e e ey DELETE CART
Genomic Objects Dafa
Acinetobacter
baylyi ADP1 DNA gyrase,
ACIADOOD4 ch::;ﬂasome cDs qyrB 4127 6595 +2 subunit B (type Il no
topoisomerase)
ACIAD

9.2.5 How to get the intersection between 2 Gene Carts?

1. Fill at least 2 Gene Carts with some content.
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(4 objects) Basket_1

Acinetobacter

Fasta:

MNuc

Prot

Jalview:
Nuc Prot

tyrosine-protein

DELETE CART

Genomic ts Data
[*] [+] [*] [+] [+] [*] [+]
B organism |[@ Type @ Gene @ Begin End |©@ Frame Product B Mutation

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADOOBS

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADO556

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3354

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3389

CDS

CDs

CcDs

CDs

ptk

ndk

arok

envZ

64261 66491

548655 549086

3261760 3262302

3302651 3304108

-3

+

+

3

2

tyrosine-protein
kinase,
autophosphorylates

nucleoside
diphosphate kinase
(NDK) (NDP kinase)
(Nuclecside-2-P
kinase)

shikimate-kinase

sensory histidine
kinase in
two-component
regulatory system
with OmpR

baylyi ADP1
Aciapooss "' cDS  ptk 64281 66491 -3 kinase, no
chromosome autophosphorylates
ACIAD &
Acinetobacter low molecular
baylyi ADP1 ight protein-
Aclapooss 7' cDS  ptp 66506 66937 -1 ceLboe b no
chromosome tyrosine-
ACIAD phosphatase
Acinetobacter tyrpsme
T aminotransferase,
AclaDo112 7Y CDS tyrB 113131 114345 -2 tyrosine no
LDl repressible
ACIAD :
PLP-dependent
Acinetobacter
baylyi ADP1
ACIAD3354 T DS  aroK 3261760 3262302 -2 shikimate-kinase  no
chromosome
ACIAD
1% (4ovjects) Basket_2 s | daiow: DELETE CART

Genomic Objects Data
] [*]
Label o Organism Typc O Gene Begin 8 End O Frame (O Product

no

no

no

no

9.2. Gene Carts

215



MicroScope User Documentation, Release 3.13.0

2. In the select menu, choose the 2 Gene Carts you want to intersect. This means you’ll get the common Genomic
Objects contained in the 2 Carts.

Please select only two carts at once.
Intersect, merge or get difference
between carts and move results
automatically in a new cart.

CARTS: INTERSECT

CARTS: DIFFERENCE

CARTS: MERGE

3. Click on the CARTS: INTERSECT button

4. The intersection between the 2 Gene Carts content will be moved into a new Cart, called by default
INTERSECT".

Warning: If you need to perform another ’Intersect Operation’, do not forget to rename the Cart called
’INTERSECT". Else, the content will be overwrited.

; Fasta: Jalview:
{ 2objects) INTERSECT e ozl [vear DELETE CART

Genomic Objects Data
[7] (7] [*] [] [*] [7] (7]
n Label |@ oOrganism (B Type [@Gene [@Begin O Frame (O Product Q Mutation

Acinetobacter
baylyi ADP1
chromosome
ACIAD

tyrosine-protein
cDS ptk 64281 66491 -3 kinase, no
autophosphorylates

ACIADDOGE

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3354 cDs arok 3261760 3262302 -2 shikimate-kinase no

9.2.6 How to get the difference between 2 Gene Carts?

1. Fill at least 2 Gene Carts with some content.
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(4 objects) Basket_1

Acinetobacter

Fasta:

MNuc

Prot

Jalview:
Nuc Prot

tyrosine-protein

DELETE CART

Genomic ts Data
[*] [+] [*] [+] [+] [*] [+]
B organism |[@ Type @ Gene @ Begin End |©@ Frame Product B Mutation

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADOOBS

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADO556

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3354

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3389

CDS

CDs

CcDs

CDs

ptk

ndk

arok

envZ

64261 66491

548655 549086

3261760 3262302

3302651 3304108

-3

+

+

3

2

tyrosine-protein
kinase,
autophosphorylates

nucleoside
diphosphate kinase
(NDK) (NDP kinase)
(Nuclecside-2-P
kinase)

shikimate-kinase

sensory histidine
kinase in
two-component
regulatory system
with OmpR

baylyi ADP1
Aciapooss "' cDS  ptk 64281 66491 -3 kinase, no
chromosome autophosphorylates
ACIAD &
Acinetobacter low molecular
baylyi ADP1 ight protein-
Aclapooss 7' cDS  ptp 66506 66937 -1 ceLboe b no
chromosome tyrosine-
ACIAD phosphatase
Acinetobacter tyrpsme
T aminotransferase,
AclaDo112 7Y CDS tyrB 113131 114345 -2 tyrosine no
LDl repressible
ACIAD :
PLP-dependent
Acinetobacter
baylyi ADP1
ACIAD3354 T DS  aroK 3261760 3262302 -2 shikimate-kinase  no
chromosome
ACIAD
1% (4ovjects) Basket_2 s | daiow: DELETE CART

Genomic Objects Data
] [*]
Label o Organism Typc O Gene Begin 8 End O Frame (O Product

no

no

no

no

9.2. Gene Carts
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2. In the select menu, choose the 2 Gene Carts you want to get the difference. This means you’ll get the specific
Genomic Objects of each Cart (The common Genomic Objects will be removed).

Please select only two carts at once.
Intersect, merge or get difference
between carts and move results
automatically in a new cart.

CARTS: INTERSECT

CARTS: DIFFERENCE

CARTS: MERGE

3. Click on the CARTS: DIFFERENCE button.

4. The difference between the 2 Gene Carts content will be moved into a new Cart, called by default

"DIFFERENCE’.

’DIFFERENCE’. Else, the content will be overwrited.

Warning: If you need to perform another ’Difference Operation’, do not forget to rename the Cart called

{4 objects) DIFFERENCE

Acinetobacter
Iyi ADPA

AciADO0Bg °2Y1 D cDS  pip 66506
chromosome

ACIAD

Acinetobacter
aciapotiz CVAOPT ens e 113131
chromosome

ACIAD

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADO556 CDs ndk 548655

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3389

CDS envZ 3302651 3304108

Fasta:

Nuc Prot

Genomic Objects Data
[+] [+] [+] [+]
n Label o Organism 4] Type O Gene |0 Begin End B Frame Product B Mutation

66937 =l
114345 -2
549086 +3

+

2

Nuc Prot

weight protein-

L bemy DELETE CART

low molecular

) no
tyrosine-
phosphatase

tyrosine
aminofransferase,
tyrosine no
repressible,
PLP-dependent

nucleoside
diphosphate
kinase (NDK)
(NDP kinase)
(Nucleoside-2-P
kinase)

sensory histidine
kinase in
two-component no
regulatory system

with OmpR

9.2.7 How to merge 2 Gene Carts?

1. Fill at least 2 Gene Carts with some content.
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(4 objects) Basket_1

Acinetobacter

Fasta:

MNuc

Prot

Jalview:
Nuc Prot

tyrosine-protein

DELETE CART

Genomic ts Data
[*] [+] [*] [+] [+] [*] [+]
B organism |[@ Type @ Gene @ Begin End |©@ Frame Product B Mutation

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADOOBS

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIADO556

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3354

Acinetobacter
baylyi ADP1
chromosome
ACIAD

ACIAD3389

CDS

CDs

CcDs

CDs

ptk

ndk

arok

envZ

64261 66491

548655 549086

3261760 3262302

3302651 3304108

-3

+

+

3

2

tyrosine-protein
kinase,
autophosphorylates

nucleoside
diphosphate kinase
(NDK) (NDP kinase)
(Nuclecside-2-P
kinase)

shikimate-kinase

sensory histidine
kinase in
two-component
regulatory system
with OmpR

baylyi ADP1
Aciapooss "' cDS  ptk 64281 66491 -3 kinase, no
chromosome autophosphorylates
ACIAD &
Acinetobacter low molecular
baylyi ADP1 ight protein-
Aclapooss 7' cDS  ptp 66506 66937 -1 ceLboe b no
chromosome tyrosine-
ACIAD phosphatase
Acinetobacter tyrpsme
T aminotransferase,
AclaDo112 7Y CDS tyrB 113131 114345 -2 tyrosine no
LDl repressible
ACIAD :
PLP-dependent
Acinetobacter
baylyi ADP1
ACIAD3354 T DS  aroK 3261760 3262302 -2 shikimate-kinase  no
chromosome
ACIAD
1% (4ovjects) Basket_2 s | daiow: DELETE CART

Genomic Objects Data
] [*]
Label o Organism Typc O Gene Begin 8 End O Frame (O Product

no

no

no

no

9.2. Gene Carts
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2. In the select menu, choose the 2 Gene Carts you want to merge. This means the content of the Carts will be
merged into a new one (Doubloons will be removed).

Please select only two carts at once.
Intersect, merge or get difference
between carts and move results
automatically in a new cart.

CARTS: INTERSECT

CARTS: DIFFERENCE

CARTS: MERGE

3. Click on the CARTS: MERGE button.
4. The Genomic Objects of the 2 Gene Carts will be moved into a new Cart, called by default ' MERGE’.

Warning: If you need to perform another ’Merge Operation’, do not forget to rename the Cart called
"MERGE’. Else, the content will be overwrited.
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(6 objects) MERGE Nuc':“m;rot Nuf""i“‘; — DELETE CART
Genomic Objects Data
(4] Q Q (4] Q
Label B organism & Type B Gene [ Begin B Frame O Product D Mutation
Acinetobacter e O
baylyi ADP1 i
ACIADOOGS B CDS ptk 64281 66491 -3 kinase, no
chromosome tophosphorylates
ACIAD et
Acinetobacter low molecular
baylyi ADP1 weight protein-
AciaDooss ! CDS  ptp 66506 66937 -1 L no
chromosome tyrosine-
ACIAD phosphatase
Acinetobacter lythsme
bavlvi ADP1 aminotransferase,
ACIADD112 L CDS tyrB 113131 114345 -2 lyrosine no
chromosome repressible
ACIAD )
PLP-dependent
Acinetobacter n_udensnde )
baylyi ADP1 diphosphate kinase
ACIADODS56 chrowrnosome CDS ndk 548655 549086 +3 (NDK) (NDP kinase) no
ACIAD {Hucleosdei—P
kinase)
Acinetobacter
b i ADP1
ACIAD3354 aylyi CcDS arok 3261760 3262302 -2 shikimate-kinase no
chromosome
ACIAD
sensory histidine
Acinetobacter S
. kinase in
baylyi ADP1
ACIAD3389 cDs enve 3302651 3304108 +2 two-component no
chromosome e
ACI
e with OmpR

9.2.8 How to rename a Gene Cart?

Please note: - Allowed characters for names are [a-z], [0-9], _, - and +. - Names based on numeric-only characters
are not allowed.

1. Click on the Cart’s name you want to change.

Fasia Jalview:

{ 0 objects ) Bask@tj Nuc| | Prot Huc| [Brot DELETE CART

Click here

2. Rename the Cart as you wish. Some special characters are not accepted.
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My_New_Namg] Fasta: Jalview:

{ 0 objects ) l— Nuc Prot Nuc | Prot

DELETE CART

3. Click on the OK button.

9.2.9 How to fill a Gene Cart with some Genomic Objects?

Some MicroScope’s tools allow the possibility to save Genomic Objects into a Gene Cart. Overall, check for the
availability of a EXPORT TO GENE CART button above a Genomic Objects list.

1. Click on the EXPORT TO GENE CART button to open the *Export Interface’ popup.

Select adestination cart below to transfer your genomic objects, or create anew cart :  NEW CART

Basket_1
mybasket2
mybaszsket3
mybestbasket

SAVE

2. Select your "destination’ Cart in the select menu. (Create a new one if necessary by clicking on the NEW CART
button).

3. Click on the SAVE button.

4. All the Genomic Objects listed below the EXPORT TO GENE CART button will be transferred and saved
into your ’destination’ Cart.

9.3 My Favourite Organisms

9.3.1 How to make my own selection of favourites organisms?

This functionality is disabled for Guests, and only available for logged Annotators.

603 Available Organisms My Favourite Organisms: 8 (50 max.)
Acidaminoceccus fermentans DSM 20731 Acaryochlons marina MBIC11017
Acidithiobacillus ferrooxidans ATCC 23270 Cellulomonas flavigena DSM 20109
Acidithiobacillus ferrooxidans ATCC 53593 Frankia sp. Ccl3
Acidothermus cellulalyticus ATCC 43068 Helicobacter pylori B38
Acinetobacter baumannii ATCC 17978 Leptospira interrogans serovar lai 56601
Acinetobacter baumannii AYE [+ADD=) | Mycobacterium marinum M
Acinetobacter baumannii SDF Neisseria meningitidis FAM1E
Acinetobacter baylyl ADPL Shigella boydii Sb227

Aeromicrobium marnnum DSM_15272

Asropyrurm pemix K1

Agrobacterium radiobacter K84

Agrobacterium tumefaciens BE o

Filter: Type Here To Filter Genome List

SET SELECTION
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* To add some favourite organisms:
— Select one or several organisms from the available organisms list in the select menu on the left.
— Click on the green ADD button.
— Click on the SET SELECTION button to validate.

* To remove some favourite organisms:
— Select one or several organisms from the favourite organisms list in the select menu on the right.
— Click on the red REMOVE button.
— Click on the SET SELECTION button to validate.

9.3.2 How to use my favourites organisms selection?

By moving your pointer on hover the Change button, a popup will appear, displaying your own organisms selection for
a quick access to reference sequences. If you click on one of the organism’s link displayed in this popup, the system
will set the chosen organism as the new reference one.

D Logged as Nicolas SARKOZY Acaryochloris marina MBIC11017

\ Genomic Comparative
; - Hetabolism

* MaGe » Genome Browser

Quick Access to my favorite Genomes Click here to close (2=l

* Acaryochloris marina MBIC1101T

* Cellulomonas flavigena DSM 20109

* Frankiasp. Ccl3

* Helicobacter pylori B38

® Leptospirainterrogans serovar lai 56601
* Mycobacterium marinum M

® Meisseria meningitidis FAM18

& Shigella boydii Sb227

v Pl MicroScope

Acaryochloris marina MBIC110

Tip: This functionality doesn’t modify the Click action for the Change button. Clicking on this button will still open
a selection interface that will allow the annotator to choose a new reference organism within the full set of available
ones.

So, make sure to differentiate the Click / Move hover actions of your pointer on the Change button.

9.4 Personal Informations

This interface provides the functionality to set or update your professional informations. You can access to this
interface at the condition you have an active account on the MicroScope platform.

9.4.1 | logged in for the first time, why can’t | navigate through MicroScope’s tools
?

The first time you’ll log in on the Microscope platform, you’ll be automatically redirected on this interface. The
definitive registration will be complete as soon as all the required fields are filled and saved by clicking on the Update
Data button.
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9.4.2 How do we use these informations?

The E-mail address you’ll provide is the most important information we need, considering we’ll send our official
communications to this E-mail address. So, make sure to give us an active and functional E-mail address.

Please note that we do not make any commercial use of this professional informations. The data is useful for LABGeM
to make is own statistics about users, and will not be transmitted to any external people (except projects leaders, if
needed as part of the Project ).

9.5 Lost Password?

If you lost your account password, this tool allows you to get a new one. The new password will be sent to your E-mail
address (assuming it is registered into our annotators database).

9.5.1 How to proceed for a new password?

« step 1. Fill the Request Password Form with the E-mail you gave us during the creation of your account. Then
click on Request Password button.

Please enter your E-Mail address then click on the Request Password button.

You will receive a new password shortly. Use this new password to access the platform.

*four E-Mail my_e.mail_address@my_dumain.cum|

REQUEST PASSWORD

« step 2. You will receive an automated E-mail shortly. This automated message contains an activation link as
described below:

Note: Dear annotator,

This is an automated message from LABGeM about your MicroScope account: a request has been made for a new
password.

Please click on the activation link below in order to get a new password for your MicroScope’s
account: https://www.genoscope.cns.fr/agc/microscope/userpanel/requestpassword.php?requestkey=
XXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXX

This link will be valid for 2 weeks from this day.
If you didn’t request for a new password, just ignore this E-mail.

Best regards, LABGeM Team

 step 3. Click on the activation link, you will be redirected to the MicroScope platform in order to confirm
automatically your demand.

* step 4. Then, another automated E-mail containing your new password will be sent to your E-mail address.

* step 5. Use the new password to login on the MicroScope platform (your username should remain the same).
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Tip:

 If you didn’t request for a new password, just ignore the first E-mail. This won’t alter your current login
username & password.

* The activation link given in the first E-mail is valid for 15 days. After the validity date, you’ll have to ask for a
new activation E-mail (see step 1).

9.6 Access Rights Management

This interface is made for« Organism Administrators » and allows management of users access rights on organisms.

Note: Only annotators defined as «Organism Administrators» are allowed to use this functionality. By default,
«Organism Administrators» are users who submit a Delivery of Service asking for a Genome integration into
MicroScope: when the organism is delivered by LABGeM team on the MicroScope platform, the Delivery of
service submitter is set with an additional access right, that will allow him to manage access rights of other
users on corresponding organisms
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9.6.1 How to read the interface?

5 jinar Fanal » Access Bights Mansgseent Text Format || Help

Access Rights Management

@ Order by Organisms

& Ordar by Usars
A Acidothermus cellulolyticus ATCC 43068 [ prte |
Acinetobacter baumannii 6013113
B3  Acinetobacter baumannii AB0S9
I Acincrobacter calcoaceticus RUH2202
B3 Acinerobacter fohnsonii SH4G
B Acinetobscter junii SH205
E3  Acincrobacter sp. DR1
E3  AcineroTP
Aeropyrum pernix K1

Two display modes are available:

¢ the first one (default one), «Order by Organisms», will display all organisms for which the user have adminis-
tration rights. Each organism, for which you are administrator, has a status called «Private» or «Public»:

— «Public» status means everyone will have «View Only» access rights on the corresponding organ-
ism/sequences in MicroScope. Other access rights, such like «View & Annotate» access rights will need
to be granted to users by an administrator.

— «Private» status means that only people having access rights granted by an administrator will be able to
«View» or «Annotate» the organism / sequence.

* the second one, «Order by Users», will list all the users that have access to organisms belonging to the adminis-
trator.

Note: «Private» or «Public» status are currently set by LABGeM team. By default we set the status this way:

« If the organism is a new sequenced one, we will set the status to «Private» when we deliver the data on Micro-
Scope, and we will give «Administrator» access level to the submitter of the corresponding Delivery of Service.

* If the organism is coming from a public databank (RefSeq sequence, for example), the default status will be
«Public», and no one will be set as «Administrator», except if you plan to re-annotate the organism (in this
case, you have to contact us)
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If you click on the down arrow on the left of an organism / user name, you will display the details about access rights
on this organism / of this user.

9.6.2 What are the different Access Rights?

For now, we provide 4 main access rights levels:

* «Administrator» : this level is the higher one. Administrator will have full management rights on the organism.
Administrator will be able to set access rights for other people. Note that you can set several Administrators on
a same organism. Also, Administrator have annotation access rights on their organisms.

* «View & Annotate»: users having this access rights level, will only be able to «Annotate» and «View» the
organism and the corresponding data on MicroScope.

* «View Only»: this level is the basic one. People having view access rights will not be able to annotate a
sequence. Please note that for a «Public» organism, everyone has «View Only» access rights. For «Private»
organisms, an administrator will need to give a «View» access rights to users.

* «Remove»: will delete the access rights of a given user.

9.6.3 How to Change Access Rights?

To change the user access rights, simply select the desired access level from the select menu, then the update will be
performed automatically.

* «Order by Organisms» View
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B3  AcinetoTP

related sequences:

= AcinefoTP - chromosome ACIAD [iInProduction]

Usar Name Usar Emall Craation date MigraScope Last lagin Last update Access Right
SALVIGNOL Gregory gsalvignE@gencscope.cns.tr 2008-07-01 2014-07-10 11:15:32 ot avaliabis
WEIMAN Marion mweiman@genoscope.cns.fr 2011-01-04 2014-06-26 15:05:20 Hod availabie
ACIADTE Aciadip mageE@gensscope cns it 2003508 20131010 130231 Hot avilabie View & Annotate -
BELDA Eugeni ebeldafoenoscope. cns i 2011-07-22 2013-10-14 18.23.58 Hol availalile Wiew & Annolale -
2008-10-16 2013-00-92 111421 Hot available Wiew & Annotate -
CRUVEILLER Stephane scruved@genoscope_cns. i 2002-10-01 2013-10-07 14.28:25 Hod availaabibe Wiew & Annolale -
LAJUS Aurelie alajusi@genoscope cns fr 2002-10-01 2014-07-04 11:31:36 Hot avallable View & Annotate -
LE FEVRE Francois fliefevrz@genoscope.cns.fr 2002-10-04 2013-10-00 09:29:26 i i View & Annciate =
LEMACON Audrey alenac oni@gen ascope.cns fir 20130517 2013-05-17 14:58:20 Hot available Wiew & Annotate -
MEMNGUE Clauding cmediQueidgenoscops ons fr 200210 2013-10-04 153280047 Hot avilabie View & Annctate -
MORMICO Damien dmemicoEgenoscope. cns 2008-04-28 2013-10-14 13.48.48 Hol availabile Wiew & Annclale -
ROUY Zoe ZrOWEgENoscope ons. fr 2002-10-01 2014-07-06 10:31:57 Hot available Wiew & Annofate -

2007-01-01 2013-00-16 2000752 Hot availabile Wiew Ondy -

n Aeropyrum pernix K1

n Agrobacterivm tumefaciens SA private

All users having access to the corresponding organism are grouped by access right level: first, Administrators, then
users having View & Annotate access rights and at the end, users having View Only access rights.

Additional data about users are also available:
* User name
* User email
» User account creation date
e User last login date on MicroScope (and not necessarily on the organism you are looking at)
* the last date the user access rights has been modified by an administrator

¢ «Order by Users» View
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VALLENET David vallenst@gencscops cns.ir Z002-10-01  2014-06-25 235608 Femove All Rights
onganism Sequences Status Last update User Access Rights
Acmetodacter baumanni ABOSE « chromoseme ACIAYT_ ACIASVT [InProduction] puBic ot avallabis View & Annotate -

Acnetobacter calcoacenicus RUH2Z02 = Chromosome ACICA_ ACICAYT [ImProduction] pubhc Hud availiable iew & Annotats -+

Achelobacter jehnsont SHI46 » Chromoscme ACLIONT_ ACHOVT [InProduction] PuBiC Hot avallable View & Annotate
Acmetndaster jun SH20L = CRromosome ACLLW_ ACLILGT InEroduction] puEic Hid availalle View & Annotatz -

Acinetobacter 50, DRI » chromeoseme ADLE_ NC_014259 inProduction] pubiic Mot avallatis View & Annotate

Hid availisble Wiew Cnly -

AQraDaGeninm fmeracens Sih = Chromosome ASTAMT_ AGTAEA [INProduchan] private

» chiomosome ATURAVZ_| ATU3AVE_| [nFroduction]
» chromosome ATUSAVE_II ATUZAVE_II inProduction]
= plasmid ATUSAW2_pl ATUZA2_pl (inProductan]

= plAsmId ATUSAYZ pa ATUZAVE il INProduchan]

= chromesome ACIPIVT_A [obsolete]

» Chiomosome ACIPIVT_B [absolets]

Agrobacterium tumefaciens CFEP 6623

Hot availabie Wiew Only -

AlCANNVoRaxE Dorkumensis SK2 = Chromoseme ABOD NG CDE2E0 InFroduction] puks Hud arvailisbie Wigw & Annotate -

» chromosome MARHY [nProduction]
+ chromosome MARY [obsolete]

Marnobacter Myivorarbonockasticys ATCC 49840 privale Hod available Wiew & Annotate -

For a given user, will be listed all the organisms for which:
* user have access rights
* you have administrator access level

Please note that an user may have also access rights for organisms you are not administrator of. In this case, corre-
sponding organisms will not be displayed.

Additional data are also available:
* Organism name
¢ related sequences (chromosomes, plasmids)
* Organism status (private/public)

* the last date the user access rights has been modified by an administrator

Note: There is some restrictions about access rights an administrator can select:

* an administrator can not change is own access rights. If an administrator, for some reasons, wants to drop his
access level, he will need to set administrator access rights to another user. Then, this user will be allowed to
drop the access level of the first administrator.

* an administrator can not set a «View Only» access right to users on «Public» organisms, since these organisms
are accessible for everyone.

9.6.4 How to give Access Rights to a new user?

To add new access rights to a new user, or set a same access rights to several organisms or users, click on the green
button called «+ Add New Access Rights»

Then, you will be redirected into another interface with 3 steps:
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1. Select Organismi(s)

‘fou're adrmairator o organisms st beiow You're aliowsg

Acidothermus cellulaldicus ATCC 42088 [privale] -

Arineta TP [pavate]

Acinelobacler baumannii 6013113 [public]
Arinetobacter baumannil AETS3 [punlic]
Acinelobacler calcoacelicus RUH2202 [public]
Arinetobacter johnsoni SHO46 [public]
Acinelobacter junii SH205 [public]
Acinetobacter sp. DRT [puBlic]

Aerapyrum pernin k1 [public

Agrabactsnurm tumnetaciens SA [pavate|
Agrodaderiom umefaciens
Alcannaras borkumensis SK2 [public)

Carmpbacierium mallaromaticum 3_12 [private]
Mannobzcter hydrocarsonoclasteus ATCC 49840 [prrvate|
Shéwanella violaoea DES12 [puilic]

Q Type Here To Filter

2. Select User(s)

The menu below confains ussrs hay
Yiow C& ol New LSErs 1o ihis menu by

Access Rights Management

b grant aoness nghts for users on (Nese argemsns

CFBP 6623 [privale]

or of.
& MICMOSCOpE SCCOUnl 8nd Men choking on the - Add New Lizers button

ready SCO8SS NQhis 0n arpETETS FoUTe S0
the fedd Delow with & user emel metching

( cwuD@berkeley e )
{ihhghberkeley edu §

{ mgauy@siormns eryunik-yon1 1}

ABROUK Danis ( danis. abraukgunm-lyon 1.6

AGIADTP Acadlp ( Mage@oenascope ons i

AMIRA Amrani | amiramel2123@hoimail com §

BARBE Valerle (vbarbe@genoscope cna fr )

B&UDE Jessica [ jessicabaude@hoimail fr )

BELDA Fugeni | ebelda@genoscpe.ans i)

BERRY Alison { amberryi@ucdavis edu |

BERTIM Philigga ( philippe benin@unistra i)

BOMIM Patricia ( poonin@cem.univ-mrs fr )

BORGES Frederic { redenc borges@uaiv-loraing ir )

BOURI Manem ( manem_bouri@hotmail fr §

BOYANG Ji { bji@itmaa cars-mes fr )

BRONMEC Vicky | vicky bronnecid@oniris-nantes.fr )

BRUTD Madme [ maxime bauta@univ-lyand fr
CAILLIEZ-ZRIMAL Catnerine ( catherine.caillisz@univlarraine fr )
CALTEAL Alexandra | acaleau@aencacope cne ir )

CAMPILLC Tony { Lcampilloghotmail fr ) -

@, Typit Here Ta Filler

3. Select Access Level for the selection

Define socess nights that will De applied fo you re seiectian above

O view Only
O View & Annotate
! Administrator

4. Apply Access Rights

VBN FCEESS Nghis o ssgwences assecialed fo arpansmis) ssledisd above. Please nole thal we will ot sst « Vew Grilys access nghls on
e these are acceszibe WEENTE
VIEW and annofEhon SCCess Nghts 0 SETUSNCET SES00EIST 10 Orpansmisl selscted Sbove.

wsarsl

W iy have

users)

wsarsl will have administation nghls on sequences assecialed ip erganismis) seleclsd above, meaning same manapsment nghts than you.

* Step 1: this menu will list all the organisms you are administrator of. Select all the organisms for which you
want to grant access rights.

* Step 2: this menu will list all the users that currently have access rights on the organisms you are administrator
of. Select all the users for who you want to update access rights. If an user is missing in this list, you can add
him by filling the upper field and click on xADD NEW USER» button. You will have to fill the field with the
user email address used for his account creation. So, be sure that people have already a MicroScope account
before trying to give them access rights on your organisms.

 Step 3: select the access level you want to give to your selection. Then save.
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9.7 Register an Account

9.7.1 Why should I need to create an account?
This interface is dedicated to new account registration. Creating an account on the MicroScope platform will allow
you:

* to save some personal settings.

* to save Genes Carts.

* to set a list of favourite organisms.

* to be informed directly about LABGeM’s communications.

* to participate to user surveys.

* to request for a delivery of service (in a near future)

9.7.2 What information is needed to create a new account?

Fill in all the required fields. Most important ones are the email address and the chosen username (lower case letters,
or digits, no space, 3 to 20 characters). Both must be unique, else the system won’t allow you to create a new account.

Your account details

E-Mail |Fi|| in your email address | Mandatory
Choose a username |l.lse lower case letters [ digits (3 to 20 characters) | Mandatory
Your personal information
Last Name |Fi||in your lastname | Mandatory
First Mame |Fi||in your firstname | Mandatory
Laboratory / Unit |FiII in your laboratoryfunit | Mandatory
Full Address |FiII in your laboratory/unit address | Mandatory
Country | H Mandatory

REGISTER

9.7.3 What is the process?

When you submit the registration form, an automated email will be sent to the known email address. This email is
containing an activation link you’ll have to click in order to activate your account.

Note: Dear annotator,

This is an automated message from LABGeM about a MicroScope account registration. Please click on the acti-
vation link below in order to activate your MicroScope’s account and receive a second automated email contain-
ing your account password. https://www.genoscope.cns.fr/agc/microscope/userpanel/register.php?registrationkey=
XXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXXX

This link will be valid for 2 weeks from this day.
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If you didn’t request for a MicroScope account, just ignore this E-mail. Best regards, LABGeM Team

Then, a second email containing your username and password information for your MicroScope account will be sent.
Use this data to login on the MicroScope platform.

Note: Dear annotator,

This is an automated message from LABGeM: your MicroScope account is now fully active.
The Microscope web interface URL is : https://www.genoscope.cns.fr/agc/microscope

Your login : your_username Your password : your_password

Please note that login data is confidential. You may not share your account with anyone, or allow anyone other than
you personally to access or use your account.

Best regards, LABGeM Team
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