Manual for adding a sequence report.
This manual aims to help you adding new sequences to our database. We are very grateful for your contribution. If questions arises that is not answered in this manual or you have other feed back please send it to info@fishpathogens.eu.
1. Go to the relevant home site:

If VHSV data is added follow (http://www.fishpathogens.eu/vhsv/)

If IHNV data is added follow (http://www.fishpathogens.eu/ihnv/)
2. (Only relevant for unregistered users) If you are not already a registered user we advice you to register by following instructions in "Manual for registering as user".

If you do not wish to register (and get the advantages connected with this) it is still possible to add data by clicking "add sequence report" under "Isolates" in the top menu. Start by adding a contact name and e-mail  (go to step 6).
3. If you are already a registered user press "log in" in upper right corner.

4. Fill in your username and password and press "Log in". This will bring you to your personal page "My page".

If you have forgotten your log in details it is also possible to get a new password sent to your e-mail address.
5. Under the headline "Add reports" press "Sequence".
Alternatively click "add sequence report" under "Isolates" in the top menu.

6. Before adding a sequence report please make sure that an isolate report for the sequenced isolate is already in the database. See "Manual for searching reports" for further information on how to do this. If no isolate report has been added see "Manual for adding an isolate report" on how to do this. If you are not capable of providing this data please contact us by info@fishpathogens.eu and we will try to help you find someone who can.
7. You will now be able to fill in data about your isolates. Fields marked with *** are required fields that need to be filled in. Below are listed comments to some of the fields. When reaching the "Nucleotide Sequence" field go to point 8 (after reading point 7b below):

a. "Isolate name": Make sure that the isolate name written is identical to the isolate name in the isolate report that you want the sequence report to link to.
b. "Nucleotide Sequence": Add your nucleotide sequence here. Make sure that the sequence is in the correct orientation and not the reverse complement. Make sure that added sequence is of high quality. Remove all surrounding sequence and add only sequence of high quality otherwise the identification of gene regions and protein sequences will introduce mistakes.

c. "Sequencing General Comments": This is a free text field were relevant information that does not fit in any other category can be added.

d. "Primer Publication (Pubmed Id)": The reason for adding Pubmed Id (PMID) is to be able to make a hyperlink directly to the abstract of the reference. Go to www.pubmed.com and find the reference you are looking for. The PMID can be found on the left below the abstract. If the reference is not in pubmed write relevant information about it under "Sequencing Method Comments".
e: "Report Permissions": We urge people to make their reports publicly available. However, if restricted access is needed it can be defined here by choosing "restricted" and under "User accounts with permission to view report" it can be chosen which users are able to see the report.

8. After filling in the sequence (See point 7b above for quality requirements) in the "Nucleotide Sequence" field press "Identify Gene Regions and Protein Sequence" just above. This will open a new window.

9. In the new window your sequence will pop-up together with the reference sequence of the database (do not alter these sequences). Press "Run Sequence Alignment" to identify your gene regions. Your sequence will now be blasted to the reference sequence and a result screen will open.

If you would like to change the BLAST parameters it is possible to do so below the sequences. However the parameters have been set to work in at least most cases.
10. The result screen show several features. Make sure that the data shown corresponds with what you expected:

Nucleotide sequence: Shows a copy of the input sequence.
Gene Regions Identified: Show information on which gene regions are identified in your sequence in the format x;y;z;u;v| where x and y defines the start and end positions of a region in your added sequence identified as belonging to gene region z. The value u is either "no value" if a full length gene is identified or "partial" if only part of a certain gene region is identified. The value v is the reading frame applied to translate the gene to protein. The reading frame value can be 1, 2, or 3. If more than one gene region is identified they are listed separated by pipes (|).
Proteins Identified: Lists the protein names of the identified gene regions. No separation is made between full length and partial proteins.
Gene regions Identified with Corresponding Nucleotide and protein Sequences: Here the gene regions identified above are shown where sequence x to y from the added sequence has been cut out. Below the sequence is a translation into protein based on the reading frame v assigned above.
bl2seq program output: Shows the BLAST result of the added sequence (Sbjct) to the reference sequence (Query). The database uses this BLAST output assign gene regions the following way. The best BLAST result is assumed to define the correct position of the added sequence in the VHSV genome. However since mismatches between the added sequence and the reference sequence in the ends of the added sequence might lead to an imperfect BLAST result the following rule is applied. If not all of the added sequence BLASTs to the reference sequence the BLAST result is extended to cover the whole region of the added sequence before gene regions are identified. This eliminates the problem of imperfect BLAST results but it is VERY IMPORTANT that only high quality sequences are added, since this function will otherwise introduce mistakes. Since added data is reviewed by a pathogen expert such mistakes will be in most cases be rejected during review, but we urge people to do their very best not to overload the pathogen expert with bad sequences.
11. If everything looks OK press "Copy Values to Sequence Input Form". This will close the window and automatically fill out the fields "Gene Region(s)" and "Protein Name(s)". Do not change these values.
12. Return to step 7 to fill out the rest of the form. Afterwards go to step 13.

13. After filling in data press "Submit form" in the bottom or top of the form. If the form is not filled correctly you will get an error message telling you what to correct.

14. If everything is filled in correctly the message "the sequence report has been added" will show.

15. The report will now show in your list of added reports. To view this you click "my page" in upper right corner (only available if logged in) and under "View My Reports" click "Browse Reports". To show sequence reports click "sequence".
16. After a report has been added a mail will be sent to a pathogen expert who will have to approve the isolate report before it is public available.

Appendix 1

The reference sequence used by the VHSV database is DK-Hededam (Z93412). The gene-regions are defined as followed:
Sequences spanning at least nt. 1 to nt. 10839 will be assigned as "Genome (from N-gene ORF start to L-gene ORF end)".

Sequences spanning nt. 1 to nt. 1212 will be assigned as "N-gene ORF". Sequence spanning only parts of this region will be assigned as partial.

Sequences spanning nt. 1314 to nt. 1979 will be assigned as "P (M1)-gene ORF". Sequence spanning only parts of this region will be assigned as partial.

Sequences spanning nt. 2100 to nt. 2702 will be assigned as "M (M2)-gene ORF". Sequence spanning only parts of this region will be assigned as partial.
Sequences spanning nt. 2794 to nt. 4314 will be assigned as "G-gene ORF". Sequence spanning only parts of this region will be assigned as partial.
Sequences spanning nt. 4392 to nt. 4757 will be assigned as "Nv-gene ORF". Sequence spanning only parts of this region will be assigned as partial.
Sequences spanning nt. 4888 to nt. 10839 will be assigned as "L-gene ORF". Sequence spanning only parts of this region will be assigned as partial.

The reference sequence used by the VHSV database is WRAC (L40883). The gene-regions are defined as followed:

Sequences spanning at least nt. 1 to nt. 11131 will be assigned as "Complete genome".

Sequences spanning at least nt. 175 to nt. 10976 will be assigned as "Genome (from N-gene ORF start to L-gene ORF end)".

Sequences spanning nt. 175 to nt. 1350 will be assigned as "N-gene ORF". Sequence spanning only parts of this region will be assigned as partial.

Sequences spanning nt. 1466 to nt. 2158 will be assigned as "P (M1)-gene ORF". Sequence spanning only parts of this region will be assigned as partial.

Sequences spanning nt. 2255 to nt. 2842 will be assigned as "M (M2)-gene ORF". Sequence spanning only parts of this region will be assigned as partial.
Sequences spanning nt. 2999 to nt. 4525 will be assigned as "G-gene ORF". Sequence spanning only parts of this region will be assigned as partial.

Sequences spanning at least nt. 3638 to nt. 3940 will be assigned as "mid-G (303 nt)".
Sequences spanning nt. 4595 to nt. 4930 will be assigned as "Nv-gene ORF". Sequence spanning only parts of this region will be assigned as partial.
Sequences spanning nt. 5016 to nt. 10976 will be assigned as "L-gene ORF". Sequence spanning only parts of this region will be assigned as partial.
