THE DNA SEQUENCING REACTIONS

Standard






 

(DNA in H2O)







4 µl of ultra-pure H2O


2 µl of plasmid DNA template (conc ~ 0.1-0.2µg/µl ) in WATER not TE*

2 µl of primer at 1µM


2 µl of BigDye V3.0 or V3.1 (add last)

Diluent

(DNA in TE Buffer)

3 µl of ultra-pure H2O


1 µl of 5X Sequencing Buffer


2 µl of plasmid DNA template (concentration ~ 0.1-0.2µg/µl )


2 µl of primer at 1µM


2 µl of BigDye V3.0 or V3.1 (add last)

“Hairpin” or “shRNA”
(for secondary structure or GC rich templates)

3 µl of ultra-pure H2O


1 µl of 5M BETAINE


2 µl of plasmid DNA template (conc ~ 0.1-0.2µg/µl ) in WATER not TE*

2 µl of primer at 1µM


2 µl of BigDye V3.0 or V3.1 (add last)

Sequencing program (bdv3):

          [ 95°C 1’   42-55°C 1’   60°C 4’30” ] x 28   , attached to a 4°C hold cycle

Clean up reactions:

     Add 1 µl of 2% SDS, heat to 95°C for 5 minutes, cool to room temp and process on a DyeEx spin column.

