Submitting sequences to GenBank

Make sure that your alignment file is correct and also ensure that you don’t have any
stop codons within your sequences. Do this by setting the codon position and
translating the sequence with the vertebrate mitochondrial code or standard code.

Go to http://www.ncbi.nIm.nih.gov/genbank/submit/ to get complete details on submitting

sequences to GenBank.
I find that using Sequin is fairly easy.

Download Sequin, once installed open it.
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(301) 436-2475 - Sequin is a program designed to aid in the submission of sequences to the
info@ncbi nm.nih.gov ) GenBank or EMBL sequence databases. It was written at the National
5 & Center for Biotechnology Information, part of the National Library of
Medicine at the National Institutes of Health. This section of the help

document provides a basic overview of how to submit sequences using the
Sequin forms. Subsequent sections provide detailed mnstructions for entering
information on each form.

The Help Documentation

The Sequin help documentation is available in both on-line and World Wide
Web (http//www.ncbi.nim nih gov/Sequin/sequin hip html) formats. The
text of the on-line version scrolls as you progress through the Sequin forms.
Specific words or phrases can be identified with the "find" command at the
top of the window. The on-line document can also be saved as a text file,
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Click here to import a template:
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Enter a tentative title and switch the release time from “immediately/ after processing”
to “Release Date”, the default is one year from submission. Then click the contact tab

and fill in this information.
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Now fill out the author and affiliations tabs

Submitting
File Edit

Submission Contact Authors Affiliation

> [ x| x

Ll

Insert First Author

<< Prev Page Next Page >>

| Sutmission ) Contact )( buthors ) Attiliation |

Once completed hit next form



Select which way you want to prepare the submission. If using Cytochrome b use the

normal submissions dialog. Click next
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We can submit sequences in a variety of ways: a single sequence, population studies,
etc. Select the one that is appropriate for you. If you want to submit many sequences of
similar or the same species choose “population study” or “phylogenetic study”. Once
selected you can also select that it is an alignment. Check original submission, then

click next form.



Click 'Import Nucleotide Alignment' to load
your nucleotide alignment file.

Click on 'Custom Alignment Settings' if Sequin
has trouble reading your alignment file.

Ot g St

Specify Molecule Specify Topology Wector Trim Tool

Click Import nucleotide alignment. Again, make sure that you have double checked
your alignment to make sure that there are no mistakes (Stop codons) within your
alignments. Find your alignment and import it.
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Organism and Sequences ——

C lations, you have 11y a sequin file;
nowever, I had trouble reading part of your file.

' Nucleotide T@ Please check your data carefully before submitting to be sure |
were included correctly.

If your file is incomplete, or contains incorrect sequences, p!

83 nucleotide sequences, total len to find the problem.
nucleotides o

Error category 2

Missing organism information
Sequence ID: Gui_0234 Found 83 sequences
Found 0 organisms
Gui_02341108 nucleotidesNo organism information
Glu_02351108 nucleotidesNo organism information
Gui_07351108 nucleotidesNo organism information
Gui_07361108 nucleotidesNo organism information
Gui_08011108 nucleotidesNo organism information
Gui_04381108 nucleotidesNo organism information
Gui_04391108 nucleotidesNo organism information
CUMV959681108 nucleotidesNo organism information

Sequence 2
Length: 1108 nucleotides

CUMV975501105 nucleotidesNo organism information

|| Again, make sure that you have double checked
| lere are no mistakes (Stop codons) within your

We successfully imported our sequence however it says that we are missing organism
information. We can add this later. We can click next page. On the next page we need
to say how these sequences were produced.
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Sequences Gui_0234, Glu_0235, Gui_0735,
Gui_0736, Gui_0801, Gui_0438, Gui_0439,
CUMV95968, CUMV97550, Gui_0537, Gui_0548,

missing (83 sequences)

present, one unique value
present, unique value
present, unique value
present, unique value

Now we can import or enter source modifiers. This is the data that will go along with
your sequences. For example, scientific name, voucher number, locality, etc. We can do
this one at a time or input a spreadsheet with this information. If you don’t have very

many you can click Add organisms, Locations and genetic codes.



Acanthamoeba castellanii
Acanthoscurria gomesiana
Acetabularia acetabulum
Acipenser sinensis
Acipenser transmontanus
Acorus americanus

ific name, voucher number, locality, etc. Wec
eet with this information.

Enter your species names and change the genetic code to vertebrate mitochondrial if
from the mitochondria.
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Once entered you can hit accept.
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cytochrome b (cytb) gene, partial
cds: mitochondrial

v

You can skip the protein tab and proceed to the annotation tab. Put in your protein
name and gene symbol. You can get this information for genbank. Also input a title
that will be prefixed by your organism name. Again, look at other submissions in
genbank to get a good idea of what appropriate titles are. We also want to click
whether or not the sequences are complete are the 5" and 3’ end. Do you have a
sequence for the start and end? If so then leave both un-checked. Our sequences here
are incomplete at the 5 end so I am going to check that. Click next form.

Look at the window below. For each organism it shows the accession file for the
sequence and it also created one for the protein translation. Your original sequence

name is the sequence and the name_1 is the protein translation.



LOCUS
DEFINITICON

ACCESSION
VERSION
KEYWORDS
SOURCE
ORGANISM

REFERENCE
AUTHCRS
TITLE
JOURNAL

REFERENCE
AUTHORS
TITLE
JOURNAL

COMMENT

FEATURES
source

gene

CDs

BASE COUNT
ORIGIN

Gui_0234 1108 bp DNA linear 27-5EP-2013

Chiloglanis occidentalis cytochrome b (cytb) gene, partial
mitochondrial.

Chiloglanis occidentalis
Chiloglanis occidentalis
Unclassified.
1 (bases 1 to 1108)
Smith,J.C.
My title here
Unpublished
2 (bases 1 to 1108)
Smith,J.C.
Direct Submission
Submitted (27-SEP-2013) biology, my college, 2223 street,
67367, ANY
##Lssembly-Data-START##
Assembly Method :
Sequencing Technology :
##Lssembly-Data-END##
Location/Qualifiers
1..1108
/organism="Chiloglanis occidentalis"
/mol_type="genomic DNA"

GeneStudio v. 2.2
Sanger dideoxy sequencing

<1..1108
/gene="Cyt b"
<1..1108

/gene="Cyt b"
/codon_start=1
/transl_table=2
/product="Cytochrome b"

/translation="ILNDALIDLPAPSNISAWWNFGSLLLLCLIMQILTGLFLAMHYT
SDISTAFSSVVHICRDVNYGWVIRNLHANGASFFFICIYFHIGRGLYYGSYLYKETWN
IGVVLLLLVMMIAFVGYVLPWGQMSFWGATVITNLLSAVPYVGDALVOWIWNGGEFSVDN
ATLTRFFTFHFLLPFVVIAATILHALFLHETGSNNPIGLNSDADKISFHPYFSYKDLL
GFFILLTALASLALFSPNLLGDPENFTPANPLVIPPHIKPEWYFLFAYAILRSIPNKL
GGVLALLFSILVLMVVPFLHTSKQQGLTFRPFAQLLFWILIADVAILTWIGGMPVEHP
FIIIGQIASVLYFMLFLILNPLIGLMENKALNRNC"
318 a 292 ¢ 152 g 346 t

1 atcttaaacg acgcgctaat cgacctcccc goccccctcaa acatttctgc ctgatgaaac

61 tttggctccc tcctactctt atgtcttatt atacaaatct taacaggact atttctagca
121 atgcactata catccgacat ctcaactgcc ttctcatcag ttgttcacat ctgccgagac
181 gttaattacg gctgagttat tcgaaatctg cacgccaacg gagcttcatt tttcttcatc
241 tgtatttact ttcatattgg acgaggatta tattatggct catacttata taaagaaaca
301 tgaaacattg gagtagtact tcttttacta gtaataataa ctgctttcgt aggatacgtc
361 cttccatgag gccaaatatc attctgaggt gccacagtaa ttacaaatct actctcaget
421 gtcccctacg taggggatgce tttagtacaa tgaatttgag gaggcttctc cgtagacaac
481 gcaacactaa cacgattttt tacattccac ttcctgctcc cattcgtagt cattgcggcec
541 acaattttac atgcactttt cctacacgaa acaggctcaa acaacccaat tggattaaac
601 tccgatgcag ataaaatctc attccaccca tatttttcat acaaagacct attaggattt
661 tttattctat taacagcctt agcatcccta gccctattct ctccaaattt actaggagac
721 ccagaaaatt ttacccccgc caacccctta gtgactcccc ctcatattaa accagagtgg
781 tacttcctat ttgcctacgc catccttcga tctattccca ataaactagg aggagtacta
841 gcactattat tttctattct agtacttata gttgtgccat ttctacacac ctctaaacaa
901 caaggactaa ctttccgacc tttcgctcaa ctactatttt gaacactaat tgcagacgtt
961 gccattctaa cctgaatcgg gggcatacca gttgaacatc cattcatcat tattggacaa
1021 atcgcctcag tcctctactt catactattc ttaatcttaa acccattaat tggtttaata
1081 gaaaataaag ccctaaaccg caactgcc

cds;

city,

Ln
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LOCUS Gui_0234_1 369 aa linear 27-5EP-2013
DEFINITION Cytochrome b, partial [Chiloglanis occidentalis].
ACCESSION
VERSION
DBSOURCE UNKNOWN
KEYWORDS .
SOURCE Chiloglanis occidentalis

ORGANISM Chiloglanis occidentalis

Unclassified.

REFERENCE 1 (residues 1 to 369)
AUTHORS Smith,J.C.
TITLE My title here
JOURNAL Unpublished

REFERENCE 2 (residues 1 to 369)
AUTHORS Smith,J.C.

TITLE Direct Submission
JOURNAL Submitted (27-SEP-2013) biology, my college, 2223 street, city, LA
67367, ANY
COMMENT Method: conceptual translation.
FEATURES Location/Qualifiers
source 1..369
/organism="Chiloglanis occidentalis"
Protein <1..369
/product="Cytochrome b"
CDs 1..369

/gene="Cyt b"

/coded_by="Gui_0234:<1..1108"

/transl_table=2

ORIGIN
1 ilndalidlp apsnisawwn fgsllllcli mgiltglfla mhytsdista fssvvhicrd

61 vnygwvirnl hangasfffi ciyfhigrgl yyvgsylyket wnigvvllll vmmtafvgyv
121 1lpwgamsfwg atvitnllsa vpyvgdalvg wiwggfsvdn atltrfftfh fllpfvviaa
181 tilhalflhe tgsnnpigln sdadkisfhp yfsykdllgf filltalasl alfspnllgd

Go through all of the records to ensure that the information is correct. You can click on

certain fields to edit them if needed (Organism )
Once you have reviewed all records you can hit Done

Sequin will review your errors. Hopefully you don’t have many if any errors. You
need to correct errors before you go forward. Click proceed and save this file to a folder
of your choice.

Once saved you can email it to Genbank at the following address.
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sequin.exe &

Submission is now written. Please e-mail to gb-sub@ncbi.nlm.nih.gov.

You can compose an email to this address with your submission file attached. I usually

just write the following in the email:
Hello,

Please see the attached submission,
Best,

Your name

Institution

If you have any questions you can send me an email at rschmidt@tulane.edu




