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Extraction of Total DNA from Tissues, Tissue Culture Supernatant, and Whole Blood using a Qiagen DNeasy® Blood and Tissue Mini Kit Worksheet

Date: 		   Operator:________________________     Project:________________________




	Step 2. Extraction Procedure.

	
	Sample volume (µl) used
	Lot number/Other Info
	Expiration Date

	Positive controls
	
	
	

	Negative controls
	
	
	



	Step 3. Extraction Procedure. 

	Sample name/number
	Additional information
	Sample name/number
	Additional information

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	



	Step 4.
	DNA EXTRACTION PROCEDURE (NVSL-SOP-0591, Section 5.3):
	Check or initial

	1.
	Make sure water bath in extraction room is turned on and set to 56°C (± 5 º). 
	

	2.
	Measure reagents in clean room. 
	

	3.
	Add 20 µl proteinase K to a 1.5 ml microcentrifuge tube. 
	

	4.
	Add 100 µl (blood) or 200 µl (serum, swab, clarified homogenized tissue, tissue culture supernatant) sample to the tube. 
	

	5.
	BLOOD SAMPLES: Add 100 µl 1x PBS to the tube. If sample matrix is not blood skip to Step 6. 
	

	6.
	Add 200 µl buffer AL and vortex. 
	

	7.
	Incubate 10 min at 56°C (± 5 º) 
	

	8.
	Add 200 µl ethanol (96-100%) and vortex. 
	

	9.
	Pipette sample mixture into DNeasy spin column. 
	

	10. 
	Centrifuge at 6000 RCF for 60 (±15) sec.  
	

	11. 
	Change collection tube. 
	

	12.
	Add 500 µl buffer AW1. 
	

	13. 
	Centrifuge at 6000 RCF for 60 (±15) sec.
	

	14.
	Change collection tube. 
	

	15. 
	Add 500 µl buffer AW2. 
	

	16. 
	Centrifuge at 20,000 RCF (or highest maximum speed) for 3 min (±30 secs). 
	

	17. 
	Change collection tube. 
	

	18.
	Centrifuge at 16,000 RCF for 60 (±15) sec.  (Dry spin) 
	

	19. 
	Discard collection tube and transfer column into a 1.5 ml microcentrifuge tube. 
	

	20.
	Add 100 µl buffer AE for elution. 
	

	21.
	Incubate at room temperature for 60 (±15) sec. 
	

	22.
	Centrifuge at 6000 RCF for 60 (±15) sec. 
	

	23.
	Store DNA in freezer or on ice if to be used immediately. (Suggested -20ºC (± 5 º) or -30ºC (± 5 º) )  
	

	
	DNA Storage Information:



	



Note any alteration in performance of procedure below, date and initial:








Signature:						    Date:______________________
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Reagent Volume/ Rxn (µl) # of Samples Total Vol. (µl) Lot #

Proteinase K 20 1 22

Buffer AL 200 220

100% EtOH 200 220

Buffer AW1 500 550

Buffer AW2 500 550

Buffer AE 100 110

PBS 

(needed for 

blood samples only)

100 110

Step 1.  Preparation of reagents. Double-click on spreadsheet and enter the number of 

samples in the first row under # of samples. Spreadsheet will automatically calculate 

volumes.
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		Step 1.  Preparation of reagents. Double-click on spreadsheet and enter the number of samples in the first row under # of samples. Spreadsheet will automatically calculate volumes.





		Reagent		Volume/ Rxn (µl)		# of Samples		Total Vol. (µl)		Lot #

		Proteinase K		20		1		22

		Buffer AL		200				220

		100% EtOH		200				220

		Buffer AW1		500				550

		Buffer AW2		500				550

		Buffer AE		100				110

		PBS (needed for blood samples only)		100				110






