Using Bioedit to Refine DNA Sequences 
Getting the Desired Portion of DNA

1. Open the Forward and Reverse ab1 files for your sequence with Bioedit.

2. Find the window with the Forward sequence’s chromatogram waves. If you have a clean sequence, you should see clear, unambiguous peaks representing A, T, C and G. Use the scroll bar on the left to adjust the height of the waves if you have trouble seeing them. 

3. Scroll to the right until the chromatogram waves come to an end (around 410 base pairs). The sequence generated beyond this point is junk DNA. Make a note of where your sequence’s end point is.

4. Find the window with the Forward sequence in fasta format (just letters, no chromatogram waves). 
a. Change the mode from “Select/Slide” to “Edit” in the drop-down menu in the upper left-hand corner.
b. Highlight everything beyond the end point of your desired sequence and delete it.
**You can manually click and drag to select everything, or:

i. click on the desired end point

ii. go to “select to end” under the “Edit” feature in the top tool bar
5. Repeat steps 2-4 with the Reverse sequence.

Putting Forward and Reverse Sequences Together

1. Select the Reverse fasta form file name from the left hand side (ex. BR_3.g1) and press Shift+Ctrl+R to generate a reverse complement strand. Now the forward and reverse sequences are running in the same direction and have (mostly) the same nucleotides.

2. Double click on the file name to the left of the sequence to open a new editing window. 

3. Highlight and copy the entire sequence (Ctrl+C)

4. Go to the Forward sequence fasta window. Select “new sequence” under the “Sequence” feature in the top tool bar. 

a. Paste your Reverse sequence in the new window (Ctrl+V)

b. Rename this new sequence “R” in the “Name” field.

c. Select “DNA” for “Sequence Type” to get the appropriate nucleotide colors.
d. Select “Apply and Close.” Now both sequences should show up in your Forward window.

Alignment Editing

1. Under the “Accessory Application” field in the top tool bar, select “ClustalW multiple alignment.” This program will match up your two strands.
a. Click on “Run ClustalW” and “OK” when program windows pop up.

2. Mouse over the colorful icons representing the different view modes. Select “shade identities and similarities”. This makes it easier to see which parts of your Forward and Reverse sequences match up.

3. Start editing inconsistencies from the end of the sequence. Refer back to the chromatograms to see which nucleotide wave is more prominent or reliable for each ambiguity. (This can be tricky if your sample is contaminated.) 
a. In your chromatogram window for the Reverse sequence, select “Reverse Complement” under the “View” feature in the top tool bar. This allows you to see waves for the reverse complement. (The first several hundred will be junk DNA that used to be at the end of the sequence.)

b. To locate the regions in question in the chromatogram window, copy/paste a small portion of the aligned sequence into the search query. (Ctrl+F)

c. Make sure you keep track of which sequence you are looking at when checking base pairs! 

4. Delete first 10 base pairs from the beginning of your sequence (where the primers annealed). 
5. When you are finished, double click the file name for either the top or bottom row (they are identical) to open up a separate editing window. 
a. Copy and paste this new sequence into Microsoft Word and save it to use for BLAST.

