When to submit to the DNA database 

All unique clones produced in the lab or obtained from outside sources must be fully verified by DNA sequencing and submitted for proper storage within two months of sequencing.  

The rule of thumb is that if you care enough to sequence a clone, that clone is important enough to be retrievable in a timely fashion with sufficient documentation to reproduce it.  

It is understood that it may not be possible to obtain all pertinent information for clones obtained from outside sources. 
Clones from commercial sources or consortia that have guaranteed the sequence do not need to be re-sequenced. However, it is acceptable to sequence these clones to insure their veracity. 
Please ask the database manager for a special exemption if producing many variants of a clone, e.g., during optimization of a biosensor. In such cases, only the optimized clone may need to be deposited. All requested exemptions must be approved by John Sondek.

How to enter a construct into the DNA database
Manager: Aaron Cook; aaronc@med.unc.edu
Any submission to the DNA database must be made in strict adherence to the following instructions. 
Items you will need:

a) Complete sequence of open reading frame including any affinity tags and protease cleavage sites saved as a contig in Sequencher (i.e., a *.SPF file)

b) Gene name defined by HUGO

c) GenBank ID number

d) Primer data sheet

e) At least 30 (l of relevant plasmid at > 100 ng/µl
1. Produce a new record.
a. Open relevant databases.
Data must be entered from the host computer only. Log into the computer using your departmental username and password. Then launch FileMaker using the current password for username, “Sondek,” found in the green folder to the right of the computer. Open (File > Open recent) three databases: Sondek plasmids, DNA sequences, and Protein sequences. 
b. Create a new plasmid record.
While in the window for Sondek plasmids, start a new record (Records > New Record). The Lab ID field will be automatically filled and cannot be changed. Fields for Location Box and Location Slot will be inaccessible. 
c. Enter relevant information for all available fields. 
For your convenience, many of the fields have associated pull-down lists that will appear upon initial selection. Filled fields change color from red to gray. 
Information for specific fields:

Gene or insert - Enter only the gene name as defined by the Human Genome Organization (e.g., PLCG1). 
Mutation - Enter all substitutions, deletions, and truncations. 
Original source – If the plasmid was obtained from an outside lab or vendor, please list that information here.
GenBank ID – Enter the GenBank ID for the associated gene. If your gene is unnatural, it will not have an assigned GenBank number. In this case, the field should be left blank. 

Cloning strategy - Provide methodology used to create the clone including the size of the gene inserted. Also provide information describing the expressed protein. 
Primers used for cloning, mutagenesis, and sequencing - Please list specific primers by the order date and “Primer Number” listed in the vendor documentation. 
Comments – Please list any restriction sites lost due to cloning. Also list any silent mutations or conflicts with the associated GenBank record determined from the sequencing results.
d. Create an associated DNA sequence record.
While in the window for DNA sequences, start a new record. 
Fill the field immediately adjacent to Lab ID with the exact identifier that was automatically populated from the Sondek plasmids record started earlier (see 1b). The remaining field at the top of the record should populate with the gene name, if this action does not occur automatically, please do so manually. 
The majority of the record is a large container reserved for the DNA sequence of the cloned gene. Open Notepad. In Sequencher, copy the consensus DNA sequence found above the translated protein and paste it into Notepad. Include affinity tags, protease cleavage sites, start and stop codons. From Notepad copy the text to the clipboard and paste it into the large container.
Below the large container is a smaller one. Populate this container with the contig assembled from the relevant electrophoretograms using Sequencher. The coding region should never contain sequence ambiguities (i.e., “N”).

e. Create an associated protein sequence record.
While in the window for Protein sequences, start a new record. In Sequencher, note the correct reading frame that encodes your protein. Highlight the entire nucleotide sequence. Select “file”, “export”, “selected bases as protein” and chose the correct reading frame that encodes the open reading frame. Save the file to the desktop as a text file (.txt). Open the file from the desktop and then copy and paste it into the container. 

Verify that the three record files are linked.
View the newly created record within the Sondek plasmids database. To the right are two action buttons: DNA sequence and Protein sequence. Click on these action buttons and verify that the corresponding records within the DNA sequence and Protein sequence databases are linked. 
2. Store datasheets on primers.

Place all primer documentation provided by the vendor into the 3-ring binder maintained for this purpose. Documentation is separated by user name and placed in chronological order. 
3. Store DNA with record.
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Place at least 30 µl of DNA (>100 ng/µl) into a cryo-vial specifically used for the long-term storage of small volumes. 
Label the cryo-vial as seen to the right. 
Each vial should have three distinct labels. First, label the lid with a “Tough-spot” annotated with the Lab ID. Second, mark the tube directly with the Lab ID. Third, label the side of the cryo-vial with a “Tough-tag” annotated with the name of the clone and the parent expression vector. 
g. Print a hardcopy of the record and place it in the folder located on the -20˚C in room 4052. Place the tube containing your plasmid in the -20˚C on the rack labeled “DNA for database.” 
You cannot change files that already exist in the database. 
If you make a mistake in a record and save the record you will need the database manager to correct the record. Please do not delete records.
Please note that this DNA bank and database will serve as our only common repository. 
To maintain the integrity of these reagents, only the database manager is allowed access to the repository and individual requests must be processed through the manager. 
How to obtain a construct from the repository

Only the manager of the repository is allowed to access the repository. To request a clone, print the relevant record and give it to the database manager who will return it along with the requested DNA. 
Amplify the clone for your personal use. Repeated requests for the same clone should not be made. 
If the requested stock is low, the manager will ask that you replenish it using DNA from your personal stock. 
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