Preparation of DNA for sequencing

1.  200-400ng of DNA (if mini prep from machine, 3-4ul)

3.2pmole oligo

total 16 ul with distilled water

2.  add 4ul of taq mix(BigDye Terminator v.3.1) and 2.5X buffer(diluted 1:1 from 5X buffer)

3.  PCR(in sequencing room):  Program #31

96’ –5 min   1 cycle

96’-0.25min

50’-0.30 min    30 cycle

60’-4 min

6’-4 hr   1 cycle

4. After PCR 

Add 20ul of PCR sample 

2ul 3M Na Acetate pH 3.0

50ul cold glass distilled 100% ethanol

vortex

sit at room temperature for 10 min

microfuge 13,000 for 15 min

remove supernatant

add 500ul of 70% ethanol

microfuge 13,000 for 10 min

remove supernatant

air dry

5. After samples are dry

Add 25ul of HiDi Formamide to sample

Vortex

Heat 3min at 100’

Place on ice

Add 20ul of sample into 96 well sample plate

Sample plate assembly
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