Nucleic Acid Facility/Cancer Genomics
Kimmel Cancer Center

BLSB Room 1009

Telephone: 215-503-3143

E-mail: nucseq@mail.jci.tju.edu


Sequencing Request Form
The facility uses BigDye Terminator v.3.1 Cycle Sequencing Kit from ABI for sequencing reactions.  Products are analyzed on the 3730 DNA Analyzer from Applied Biosystems.  

Please provide the following information about your samples:

	Template type (PCR product, Plasmid, Cosmid, BAC, etc.):
	

	Length (bp) and amount of template (µg) provided:
	

	Primer used (we have T3, T7, M13, SP6 primers available):
	

	Amount of primer (µM or pmol):
	

	Annealing Temperature of primer (if other than 50 - 550C):
	

	Any additives added to the reaction (DMSO, Betaine, etc.):
	

	Samples do not contain salts (like TE) 

(this must be checked or samples will NOT be run)
	


Sample Names:
	1.
	11.
	21.

	2.
	12.
	22.

	3.
	13.
	23.

	4.
	14.
	24.

	5.
	15.
	25.

	6.
	16.
	26.

	7.
	17.
	27.

	8.
	18.
	28.

	9.
	19.
	29.

	10.
	20.
	30.


     Total number of reactions: _________
	Name:
	Department:

	Phone:
	PI:

	Web Account Username:
	

	Complete Charge code/PO#:

	Bill to Address: ____________________________________________________________________

__________________________________________________________________________________



The following reagents should be mixed in a 0.2ml PCR strip tube

	Template (dsDNA)
	See below for amount

	Primer (for dsDNA)
	3.2 pmole (1µl of 3.2uM stock)

	dH2O
	12ul - (µl template + µl primer)

	Total volume
	12µl


Template Amounts (According to ABI Manual)

	Template Type/Size
	Amount Needed

	Plasmids, cosmids, Lambda, P1, BAC, PAC
	0.4µg

	PCR Product - 100bp
	1ng

	PCR Product - 200bp
	5ng

	PCR Product - 500bp
	25ng

	PCR Product - 1000bp
	50ng

	PCR Product - 2000bp
	100ng


Sample Submission Protocol

· Use the chart provided for determining template amount

· Complete the Sequence order form and place it in the “INBOX” rack

· Samples must be in a labeled 0.2ml PCR strip tube
· Samples must be placed in the blue racks provided and labeled with your name and placed in the refrigerator outside of the lab
· Web account username, zip disk or flash drive should be provided when samples are submitted

· Samples submitted by 10:00AM should have results ready by 12:00PM the next day

Frequently Asked Questions

· Template DNA should be purified by using Qiagen columns and quantitated before adding to reaction mix
· You are responsible for the storage and maintenance of your results (we keep record of results for 3 months only)

· To view the chromatograph on a PC, Chromas Lite is needed for viewing.  It can be downloaded for free from http://www.technelysium.com.au/chromas_lite.html
· To view the chromatograph on a MAC, Edit View 1.0.1 is needed and can be downloaded for free from http://www.appliedbiosystems.com/support/software/ under Software Utilities section on right side of page

· To sign up for a free web account or to download results go to http://www.juci.tju.edu/~nucseq/NAF
