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1.0 OBJECTIVE
The goal of this SOP is to train personnel in the isolation of plasmid DNA from bacterial cultures (< 5 mL of overnight culture)
2.0 MATERIALS NEEDED
2.1 TE Buffer
	Stock Concentration 
	From Stock(for 50ml) 
	Final Concentration 

	1M Tris (pH 8.0) 
	0.5 ml 
	10 mM 

	5M NaCl 
	1 ml 
	100 mM 

	0.5M EDTA (pH 8.0)
	0.1 ml 
	1 mM 


2.2 Lysis Solution 1

	Stock Concentration 
	From Stock(for 50ml) 
	Final Concentration 

	1M Tris (pH 8.0) 
	1.0 ml 
	10 mM 

	Glucose (FW: 108.20 g/mole) 
	0.45 g
	20 mM 

	0.5M EDTA (pH 8.0)
	0.1ml 
	1 mM 


2.3 Lysis Solution II

	Stock Concentration 
	From Stock(for 10ml) 
	Final Concentration 

	5N NaOH 
	0.4 ml 
	0.2 N 

	10% (w/v) SDS 
	1 ml
	1% (w/v) 

	dH2O
	8.6 ml
	---


2.4 Lysis Solution III
	Stock Concentration 
	From Stock(for 50ml) 
	Final Concentration 

	5M Potassium Acetate 
	30 ml 
	3M 

	Glacial Acetic Acid 
	5.75 ml
	5M 

	dH2O
	14.25 ml
	---


2.5 Ice cold Isopropanol, ice cold 70% ethanol, overnight bacterial culture
3.0  EQUIPMENT NEEDED

3.1 Microcentrifuge tubes, microcentrifuge, ice bucket, benchtop centrifuge
4.0 PROCEDURE
4.1 Inoculate 2-5 ml Luria-Bertani medium (+ antibiotics) with a single colony and incubate with shaking for 12 hrs (overnight) at 37°C.

4.2 Pellet the cells by centrifugation.

4.2.1 If using 5 ml cultures and a benchtop centrifuge, pellet the cells by centrifuging at 5000 rpm for 20 minutes at 4C.  

4.2.2 If using a microcentrifuge, transfer 1 ml of culture to a microcentrifuge tube and pellet the cells by centrifuging at maximum speed for 5 minutes at 4°C.

4.3 Gently aspirate out the supernatant and discard it.

4.3.1 Leave pellet as dry as possible.

4.4 Add 100 µl of Lysis Buffer I.  Resuspend pellet by vortexing/by shaking vigorously.

4.5 Add 200 µl of Lysis Buffer II.  Close the tube tightly and gently invert the tube 5 - 6 times.

4.5.1 Do not vortex or you may shred the DNA!
4.6 Store the tube on ice.
4.7 Add 300 µl of Lysis Buffer III  Close the tube tightly and gently mix the contents by inverting the tube.

4.8 Incubate on ice for 5 mins.

4.9 Centrifuge at maximum speed for 5 mins at 4°C and aspirate out the top layer.
Transfer top aqueous layer into microcentrifuge tube.  Discard bottom layer (white precipitate).

4.10 Measure out 900 µl of isopropanol into a microcentrifuge tube.  Vortex the mixture for a few seconds.

4.11 Centrifuge at maximum speed for 10 minutes at room temperature, gently aspirate out the supernatant and discard it.

4.12 Add 1 ml of 70% EtOH.  Vortex the mixture for a few seconds.

4.13 Centrifuge at maximum speed for 5 mins at room temperature, gently aspirate out the supernatant and discard it.

4.14 Dry the pellet in air. 

4.15 Option 1: Add 50 µl of TE. (or)  Option 2: Add 50 µl of water.
4.16 Dissolve the pellet in the solution.
5.0 SAFETY

Wear gloves throughout the procedure.  Do not leave the centrifuge when running until it has reached the maximum programmed speed.  Do not use isopropanol or ethanol around open flame. 
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