Sequence Data Validation Outline
	· You should have sequence data from the Forward primer you supplied the sequencing company, and you should have sequence data from the Reverse primer you supplied the sequencing company.  

· Since you extracted DNA from two mussels, you should be responsible for a total of two final edited sequences.  Each of those sequences is based on the data from two trace files. 




1. Copy your sequence traces, Chromas, and ClustalX into your folder.

2. Using Chromas export your forward (F) trace file (.ab1) as a FASTA formatted text file and name it correctly (such as aa00_CO3_F.txt).

3. Using Notepad delete the N’s from each end of the sequence.

4. Using a Browser, (FireFox, Safari, or InternetExplorer) google NCBI and use Blast to check if you have a mussel COIII sequence.
5. If you have a mussel COIII sequence begin to follow steps in the CO3_worksheet.doc (see zzDocuments).
	At this stage your goal is to finalize the best possible sequence from your data and share that edited sequence with the rest of the project. One way to proceed is to:




6. Using Chromas open the trace file that was generated by your Reverse primer and perform a “reverse complement” operation on that sequence.
7. Using Chromas export that RC sequence in FASTA format and save as a properly named text file (such as aa00_CO3_RC.txt).

8. Using Notepad delete the N’s from the ends of the sequence and save again.  Now you have two partially edited text files for the same sequence.  Your goal is to extract the best data from those two files to get rid of any N’s internal to the sequence and to provide the longest trustworthy version of the sequence.  Making an alignment of the two partially edited files is useful.
9. Using Notepad and FASTA format combine your Forward and Reverse sequences into a single properly named text file (eg. Aa00_CO3F_RC.txt) like this:

	>aa00_CO3F sequence exported from chromatogram file

AGCTCTATAGAGAGNGTTGTTTGTAACTCAAGCCCATAAGAGGATGCGCTTGAAGGA

TTACGATGTAGGGCCATTCATCGGTTTAGTGGTGACAATCGTATGCGGGACCGTGTTTTT

>aa00_CO3RC sequence exported from chromatogram file

TCTNCTAATTAGAAGAGGGTTGTTTGTAACNCAAG

CCCATAAGAGGATGCGCTTGAAGGATTACGATGTAGGGCCATTCATCGGTTTAGTGGTGA




10. Using ClustalX, load that file with the two sequences and “Do Complete Alignment.”
The next steps are really up to you and different people have very different preferences.  Again remember that you use the alignment to help you decide how to change or delete any “N’s” and to find mismatches or gaps in the sequences.  Since these are actually the same sequence from the same mussel there should be no mismatches or gaps!  You have to use the sequence trace data to decide what to do.
One possible approach is to simply take the Forward txt file, use it to make the changes that Chromas and ClustalX suggest.  Then save that file as the edited version like this aa00_CO3_ed.txt

It is very useful to have both forward and reverse complement sequences open and aligned using two Chromas windows.  You can use the ClustalX alignment or the Ctrl-F function to help you align the traces.

For treebuilding use http://align.genome.jp/  You don’t need to save the pdf at this stage, that’s too fancy. Instead just right-click on the image of your tree and copy it to your worksheet WORD document.
When you are done filling out the CO3_worksheet for both of your mussel sequences rename it with your sequence names (eg. AA00_AA01_worksheet.doc) and put a copy in the zzDNAseqs-CLEAN folder for Simona to check.  You should also add a copy of the _ed.txt files for both your sequences.






