
DNA Sequencing Flow Chart: 
(I)Template Preparation 

(a) Clone PCR, restriction enzyme- 
generated fragment, or cDNA into an 
appropriate vector (we typically use the 
Invitrogen TOPO series of vectors); or (b) 
prepare single PCR fragments for direct 
sequencing 

Purify plasmids carrying 
cloned inserts (we use 
Eppendorf‛s FastPlasmid) 

Measure quality and quantity of purified 
plasmid DNA or PCR fragment by agarose gel 
electrophoresis and Absorbance at 260 nm 
(A260) on the GeneSpec in room 228A (or 
other suitable spectrophotometer) 

Purify PCR fragments for direct 
sequencing to remove primers; 
we use USB‛s ExoSap procedure. 

DNA fragments cloned 
into plasmids would be 
sequenced with a plasmid- 
specific primer such as T7 
or M13 forward primer 

Direct sequencing of 
PCR fragments normally 
would use one of the 
original PCR primers 

Use the table provided in the Beckman- 
Coulter sequencing protocols or on last 
page of our BIO 315 lab to determine the 
number of fmols of purified template 
(plasmid or PCR fragment) to add to the 
cycle-sequencing reaction 

Proceed to (II) setting up your Cycle-Sequencing reactions 
to make extension products from your purified plasmids or 

PCR fragments of known concentrations

http://www.eppendorfna.com/products/purif_fastplasmid_de.asp
http://www.usbweb.com/brief_proto/78200b.pdf
http://fs6.depauw.edu:50080/~cfornari/SeqProtocols/CompleteSeqInstructM.pdf
http://fs6.depauw.edu:50080/~cfornari/SeqProtocols/FlowCharts/SeqPrimers.html
http://fs6.depauw.edu:50080/~cfornari/SeqProtocols/FlowCharts/II-CycleSeqReactions.pdf



