MOLECULAR CORE FACILITY
College of William and Mary, Department of Biology
Lidia Epp, ISC3034, Phone: 12086, e-mail:lmepp@wm.edu
Hours: M-F 8:30AM-4:30PM
DNA Sequencing Service
The Molecular Core Facility (Corelab) at the College of William and Mary, Department of Biology has been established to assist investigators whose research projects require DNA sequence analysis.

Sequencing reactions are performed in accordance with Applied Biosystems, Inc. (ABI) protocols for thermocycler-based sequencing with Taq DNA polymerase and BigDye TM fluorescent dideoxy terminators. Reaction products are resolved on the eight capillary-based ABI 3500 Genetic Analyzer, which automatically scans each capillary to detect labeled DNA. Data from fluorescent DNA peaks are collected automatically, analyzed and formatted at the end of each run. You will be notified via e-mail with the link to your sequence data in the CoreLab Dropbox. 
Sequencing reaction requirements are: 

Template: 200-400 ng plasmid DNA or 20-100 ng PCR product DNA (based on size of plasmid or PCR amplicon; larger templates require more DNA).

Primer: 1.5-5 pmol oligonucleotide (either a commercial vector-specific primer or your own gene-specific 18-20mer). Some primers may be less efficient, and may require as much as 20-30 pmol/reaction. Templates with secondary structures or less efficient primers may require primer HPLC purification.

Procedural Notes

1. Complete the DNA Sequence Order Form. Submit a completed Form to the Corelab with your samples. Keep a copy for your records.

2. The template and primer must fit in a volume of 8 µl.

3. All samples must be in PCR reaction tubes, labeled in consecutive numbers. Sample names - as indicated by you in the table on the Order Form - will be assigned to each tube at the time of sequencing run.

4. Templates and primers should be dissolved in water, NOT in TrisHCl-EDTA buffer, since sequencing reactions are inhibited by EDTA. 

5. Make sure your DNA is pure! Please, estimate template concentration before submitting it for sequencing.

6. Corelab will perform sequencing reactions with the BigDye Teminator v.3.1 as well as removal of unincorporated fluorescent terminators with the BioEdge filtration columns.
7. Sequencing reactions will typically be performed within 1-2 working days of template-primer submission. This means that when you submit reactions, they will be electrophoresed within 24-48 hr and you should receive the data in 1-3 days after submission. You will be notified if there will be any significant delay.
8. All samples should be submitted to Lidia Epp (ISC 3034, phone: 12086, e-mail: lmepp@wm.edu).
This is a standard sequencing procedure; if your samples require a different protocol, we will work with you on how to obtain the best results.

Pricing and Payment 

The price per one template sequenced is approximately $4.The Corelab will keep records of the number of sequencing reactions requested by each PI. Corelab - on an as-needed basis - will request to order supplies/reagents in the amount equal to the value of the number of sequencing reactions performed for that person. If you anticipate having a high volume of sequencing and do not have sufficient grant funds to cover the cost, please consult with the Dept of Biology Chair with regard to the payment arrangement.
Sequence Data 

You should receive readable sequence data in the range of 800-1,000 nucleotides. The length of the read will depend greatly on the quality and quantity of template and primer efficiency. We recommend the use of Qiagen Kits for DNA purification. Data quality may vary due to binding properties of each primer-template pair or unusual template DNA sequence. 
Training and Use of Sequencer by Students
Students whose research projects require the use of ABI3500 sequencer will be trained by Lidia Epp. If you anticipate the need for your students to learn sequencing techniques, please contact Corelab to schedule the training session. The training will include basic use (setting up sample sheet in the Data Collection software, preparing 96 well sample plate, viewing data in the Sequence Analysis software) and necessary instrument maintenance steps (installing new anode and cathode buffer reservoirs). 
For Mac users:

There are two good programs to view your sequence data:
4peaks  (http://mekentosj.com/4peaks/)

enzymeX  (http://mekentosj.com/enzymex/)

