Sequencing Protocol
(updated 4/3/06 amk)
PCR 
1) DNA Amplification
	Reaction components
	10 ul Rxn
	50  Rxn
	300 Rxn

	Red Taq (dNTP’s, MgCl2, buffer)
	5.0 ul
	250 ul
	1500 (1.5 ml)

	Forward Primer (5pmol/ul)
	1.0 ul
	50 ul
	300 ul

	Reverse Primer (5pmol/ul)
	1.0 ul
	50 ul
	300 ul

	dd H2O
	1.0 ul
	150 ul
	900 ul

	DNA (10ngul)
	2 ul
	dried
	dried

	Total Reaction Volume
	10 ul
	350 ul
	3000 (3 ml)


a. Add cocktail to each well

b. Vortex gently

c. Centrifuge at 700 RPM for 1-2 min

d. Run on PCR machine 
e. Check by running 4- 6 ul on a 1.0 to 4.0 % TBE agarose gel at 100-150 V with a 100 bp ladder
Exo/SAP digestion

1) using remaining PCR product add 4ul of Exo/Sap solution to each well

(add buffer and water first, keep on ice)

	Reaction components
	1 rxn
	5 rxn
	100 rxn (1 plate)

	SAP (Shrimp Alkaline phoshpatase) 1µ/µl
	0.6
	3.0
	60

	ExoI (Exonuclease I ) 10µ/µl
	0.15
	0.75
	15

	10 x SAP buffer
	0.3
	1.5
	30.0

	Exo buffer
	0.1
	0.5
	10.0

	dd H2O
	2.85
	14.25
	285

	PCR product
	6.0
	---
	---

	Total
	10.0
	---
	---


2) Centrifuge @ 700 RPM for 2 min

3) Incubate for 30 min at 37 C, inactivate enzyme 10 mn at 80 C 
4) Spin down condensate
PCR Precipitation

	Reaction components
	 1 plate
	2 plates
	3 plates

	95% ethanol
	2.75 ml
	5.5 ml
	8.25 ml

	2mM MgCl2
	1 ml
	2 ml
	3 ml


1) Add 30 µl of precipitation solution to each well

2) Vortex briefly

3) Incubate at RT for 10 min

4) Centrifuge @ 3000 RPM for 20 min at RT

5) Discard supernatant and lightly pat face down on paper towel

6) Add 60 µl of 70% Ethanol

7) Centrifuge @ 3000 RPM for 20 min at RT

8) Discard supernatant and lightly pat face down on paper towel

9) Centrifuge plates upside down on paper towel @ 700 RPM for 2 min
Sequencing

1) Make a cocktail for each Primer with the following reagents

a. A cocktail of water, buffer, and BigDye can be made and added to each primer

b. BigDye is photosensitive so minimize the amount of time it is exposed to light
	Reaction components
	1 Rxn
	50 Rxns
	300 Rxns

	Primer (F or R)
	0.7 µl
	35 µl
	210  µl

	Big Dye
	0.5 µl
	25 µl
	150 µl

	5x sequencing buffer
	1.7 µl
	85µl
	510 µl

	dd H2O
	7.1 µl
	355 µl
	2130 µl

	Total Reaction Volume
	10 µl
	500 µl
	3000 µl


2) Vortex gently
3) Centrifuge @ 700 RPM for 1-2 min

4) Run in PCR machine using Sequencing program 

a. 96 C for 4 min

b. 96 C for 10 sec

c. 50 C for 5 sec

d. 60 C for 4 min

e. Repeat b-d 29 times (30 cycles total)
Clean up of Sequencing Product

1) Prepare salt solution

	Reaction components
	1 plates
	2 plates
	4 plates

	95 % Ethanol
	3.0 ml
	5.85
	11.7 ml

	125 mM EDTA
	0.13 ml
	0.25
	0.45 ml

	3M NaOAc
	0.25 ml
	0.45
	0.9 ml

	total
	3.38
	6.55
	13.05


2) Add 30 µl of precipitation solution to each well

3) Vortex briefly

4) Incubate at RT for 10 min

5) Centrifuge @ 3000 RPM for 20 min at RT

6) Discard supernatant and lightly pat face down on paper towel

7) Add 60 µl of 70% Ethanol

8) Centrifuge @ 3000 RPM for 20 min at RT

9) Discard supernatant and lightly pat face down on paper towel

10) Centrifuge plates upside down on paper towel @ 700 RPM for 2 min

BRC Preparation

1) Add 10 µl formamide (HiDi) to each well

2) Vortex 5 min

3) Denature @ 94 C for 3 min

4) Fill out sequencing sheet

5) Immediately place in freezer or on ice for 2 min
6) Centrifuge @ 700 RPM for 2 min

7) Take to BRC sequencing lab

