








9. Place terisaki plate on heat block at 37 °C. Transfer 3.5 |j.l o f  labelled template to 

each termination well (G A T C) over the course o f 5 minutes -  the timing o f this 

step is crucial.

10. Stop the reaction by adding 4 |al o f  formamide to each well over 5 minutes.
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APPENDIX E: Sequencing reaction mixtures

I) Annealing Reaction Mastermix

2 )al Primer

2 |o.l 5X Sequenase Buffer

1 |al 50 % DMSO

21̂ 1 ddHjO

II) Labelling Reaction Mastermix

1.5 1̂1 iOOmM DTT

0.5 ^1 50 % DMSO

0.4 fal Labelling Mix

2.1 nl ddHzO

0.5 ^1 -^-S-dATP

0.25 |al T7 Sequenase enzyme

(0.2 |_il Mn Buffer)

III) Termination Reacion Mastermix

2.5 |al Terminator Mix (ddNTP’s)

0.25 ^1 50 % DMSO

These three components are added to the 

labelling reaction mastermix at a later 

stage in the process.
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