Sequencing steps

1) Big Dye PCR

2) G50 clean PCR 

3) Dry sample

4) Load gel

Big Dye PCR

1/4 reaction
Big Dye
2.0   ul

Cycle

96 C 
10 secs



Primer 10uM
0.33 ul



50 C
  5 secs



5x buffer
1.0   ul



60 C
  4 mins



Template
1-2   ul



40 cycles



Water
to 
10    ul

Sephadex G50 columns

Resuspend 1 gram G50 in 16 ml good water.

Let rehydrate for at least 60 minutes.
Dispense 0.8 ml rehydrated G50 into Centri-Sep Column.

Spin 2 minutes at 700g.

Transfer column into new microfuge tube.

Add sample to sloped surface.

Spin 2 minutes at 700g.
Centri-Sep Spin columns – Princeton Separations CS-900

Dry sample in speed-vac

Suspend dry sample in 3-5ul formamide:sequencing dye (5:1, 100ul:20ul)

Seq Dye

25mM 

EDTA pH 8.0




50mg/ml
Blue Dextran MW 2,000,000

Heat samples 95C for 3 minutes

Pour / Load Gel

Prepare gel

1 
Magnetic Stir Bar




18g 
Urea




5ml
Long ranger acrylamide




10ml 
5x TBE




21ml
DD Water

Polymerize with 
125ul APS

250ul




  17ul TEMED

  35ul

Pre-run gel 30 minutes, 1x TBE

Load 2-3ul sample in 5:1 dye – Run gel.

Module48E-1200
2400 
volts

50
mAmp

200
watts

51oC

40 
mWatt Laser

10 
hours

