Direct sequencing of bisulfite-modified DNA from E. Coli colonies

Pick individual colonies with 10 µl tips, and put the tips into individual 40 µl PCR reactions in a 96-well tray.  Remove tips from the wells using a micro-pipetor.  The PCR reactions contain the following ingredients:


10X PCR Buffer
4 µl


dNTPx mix (1.2 mM A,T; 0.8 mM C,G)
2.4 µl


M13PCR primers mix** (5 µM each)
1 µl


Taq DNA polymerase (5 U/µl)
0.6 µl


MQ H2O
32 µl


*
10X PCR Buffer: 0.5 M KCl, 0.5 M TrisHCl pH 9.0, 20 mM MgCl2

**
M13PCR primers mix: 5 µM M13FPCR primer 5'-CGCTATTACGC CAGCTGGCGA-3', 5 µM M13RPCR primer 5'-ATGCAGCTGGCA CGACAGGT-3'.


Cycle conditions:



95°C
30 sec



and 26 cycles of




95°C
10 sec




58°C
20 sec




72°C
2 min

Sequence the PCR reactions directly without purification, using the classical M13 forward or reverse primer.  Use 3 µl of the PCR product in a 20 µl sequencing reaction (we use the BigDye Terminator from ABI).

