
Description: Technique for isolation of plasmids. 

	Safety:

Caution: Sodium hydroxide is caustic. Wear gloves and mask, eye protection is required. 


	Materials:
	Location:
	Notes:

	Plasmid miniprep solutions 1, 2, and 3
	Stock room. T0231
	SOP 008, SOP 009, SOP 010

	Ice cold ethanol, 70%
	Stock room. T0231
	

	Ice cold isoproponal
	Stock room. T0231
	


	Equipment/supplies needed:
	Location:
	Notes:

	Microfuge tube, 1.5 ml
	Prep room T0231
	

	
	
	

	Microcentrifuge
	Prep room T0231
	Place head in centrifuge and cool to  5 degrees C

	Transfer pipettes
	Prep room T0231
	

	Pipettors
	Prep room T0231
	

	Bacteria suspension
	
	24-48 hours shaker culture

	Sterile hood, gloves
	
	

	10 x 125 ml glass screw cap tube.
	Prep room T0231
	


	Steps:

	Make fresh Solution 2: In a small beaker—3.76 mls of distilled water, plus 40 µls 10 M NaOH, plus 200 µls warmed 20% SDS.

	1. Add 1.4 mls of bacteria to 1.5 ml microfuge tube, cap, and initial.

	2. Centrifuge in microfuge for 5 minutes at 12000 g (rcf). 

	3. Under hood, carefully remove supernatant with 1 ml transfer pipette and discard as biohazard in designated container.

	4. Aseptically add 100 µls of ice cold Solution 1, vortex to resuspend cells—it is important to resuspend cells and not leave large chunks. 

	5. Add 200 µls of freshly made solution 2. Gently resuspend cells by inverting and rolling the tube (DO NOT VORTEX). Incubate on ice 5 minutes. Cells will look glassy or translucent when done.

	6. Add 150 µls ice-cold solution 3, vortex, incubate on ice for 5 minutes.

	7. Microcentrifuge at 12000 g (rcf) for 10 minutes, carefully remove supernatant using 1 ml transfer pipette to new 1.5 ml tube. For cleanest prep, avoid transferring any of the precipitate.

	8. Add 1 ml cold isopropanol to tube, mix by inverting several times. (note: isolation may be stopped here and stored frozen until next step if needed)

	9. Microcentrifuge at 12000 g (rcf) for 10 minutes, carefully remove and discard supernatant (note: if the pellet is disturbed, recentrifuge for 5 minutes and try again). 

	10. Add 1 ml of 70% ethanol to pellet, resuspend by inverting. 

	11. Pulse down for 5 minutes in microfuge, remove supernatant using a pipettor—the fine tip is needed to remove as much ethanol as possible, if needed, pulse down a second time in microfuge.

	12. Allow pellet to air dry under the laminar flow hood for 10 minutes.

	13. Make fresh: 2 µls of RNAse A stock (10 µg/ml) in 1 ml of TE buffer. Add 50 µls of RNAse TE to pellet to resuspend, incubate at 37 degrees C for 20 minutes.

	14. Add 200 µls TE to suspension, vortex, cool on ice bath to stop reaction.

	15. Calculate DNA concentration using A260 technique:

Set wavelength on Spectrophotometer to 260 nm (λ).

Add 990 µls TE buffer to UV cuvette. Orient into light path, press blank.

Remove cuvette and add 10 µls of DNA preparation. Cover tightly with small square of parafilm and gently mix by inverting. Remove parafilm.

Replace cuvette into spectrophotomer, read absorbance.

Multiply absorbance reading: ____________ X 50 (µg/ml for DS DNA)X100 (dilution factor).

µgs of DNA in sample:_________________x 0.25 mls =

Total yield of plasmid DNA_____________________ µgs

	16. Use 10 µls of prep to verify by agarose gel electrophoresis if needed.

	17. If remainder is to be stored long term, precipitate by adding 750 µls ice cold 95% ethanol, label and store in freezer until needed. When rethawing, microfuge for 5 minutes to repellet, remove supernatant, air dry pellet in hood, and add 230 or 240 µls TE or suitable buffer. 


	Label:
	Label vial: “Plasmid Prep”, Current Date, technician’s initials.

	Storage:
	Freezer

	Cleanup:
	

	Misc:
	


(SOP created 9/29/05; modified 10/06/2005)

Technician:___________________________               Date:_____________

SOP: BSC1404_012


Title: Plasmid mini-prep Technique
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