A General DNA extraction and PCR protocol 


(Schwarz lab)
I.  DNA Extraction (Qiagen DNeasy Tissue and Blood kit)

a. remove anemone from dish, blot dry, place into a 1.5ml microfuge tube.

b. Immediately  freeze in -80 or -20 freezer for 10 minutes

c. Add 180ul of buffer ATL (Lysis buffer)

d. Add 20ul of proteinase K
e. Homogenize using a blue pestle until no chunks remain
f. Spin at 6000g for 1 min to pellet cell debris

g. Transfer supernatant to a new tube (discard pellet)

h. proceed with the directions in the manual (Animal tissue, microfuge protocol)

i. Elute in 100ul RNAse-free water instead of 200ul

II. PCR (set up on ice)
1) Prepare master mix
	Component
	1 Rxn
	

	10X Buffer
	1.5 ul

	

	MgCl2
	0.6 ul
	

	dNTPs
	0.3 ul
	

	ddH20
	9.3 ul
	

	Taq
	0.15 ul
	

	BSA
	0.15 ul
	

	
	12.0
	


For 4 reactions 

6.0ul
2.4ul
1.2ul
37.2ul
 0.6ul


 0.6ul
2) Pipet 12ul of Master Mix into each PCR tube
3) Add 1ul of Reverse primer and 1ul forward primer to the corresponding tube
4) Add 1ul of DNA to 14ul MM/primers 
5) Cap tube and vortex briefly

6) Spin down (use adaptor tubes!)
PCR program
1
94°C      2:30mim

2
56°C      1:00min
3
72°C      2:00min
4
94°C      1 :00min
5
56°C      1 :00min
6
72°C      2 :30min
7
29X to step 4; 

8
72 for 8 mi

9 4 for forever
III. Restriction digest
Master Mix

Component

1x reaction

10x buffer

 
2.5ul

100xBSA


0.25ul

Taq1alpha


0.25ul

Water


0.5ul
a. Add 3ul master mix to 22 ul of PCR product

b. Incubate at 65 ºC for 1 hour in heat block

c. Incubate at 80 ºC for 20 minutes to deactivate enzyme 

d. Run on a 1% agarose gel

IV. Agarose gel electrophoresis

a. Weigh 1g of agarose (by shaking agarose into a small weigh boat)

b. Pour into 100ml of 1x TBE in a small glass bottle.  Cap the bottle very loosely with a cap (must be loose enough to allow steam to vent)

c. Heat in microwave for just less than one minute, with periodic swirling, to dissolve agarose.  The solution should be boiling, but not furiously.

d. Remove flask from microwave and allow to cool until flask is just barely too hot to sit in palm

e. Add Ethidium bromide (under hood): 5ul of EtBr per 20 ml of gel.  Do not allow pipet barrel to touch the inside of the EtBr tube!!!

f. Swirl to mix

g. Pour gel into rig (don’t forget the comb!)

h. Allow to cool for about 20 minutes

i. Run at 100V for 30 minutes to 45 minutes.
