
Stool DNA Isolation Kit – Supplementary Protocol
Product #27600

Bacterial Genomic DNA Isolation from Bacterial Culture

Component Required
Component Product Number

Stool DNA Isolation Kit 27600

Customer-Supplied Reagents and Equipment  
 Benchtop microcentrifuge  
 96 – 100 % Ethanol
 70% Ethanol
 1X PBS
 Micropipettors
 Microcentrifuge tube
 Flat bed vortex or bead beater equipment (e.g. MP Biomedicals’ FastPrep®-24 Instrument)
 Temperature adjustable (37°C, 65ºC) incubator(s) 
 Ice
 Magnetic bead separation rack

Notes prior to use:
 A variable speed centrifuge should be used for maximum kit performance. If a variable speed 

centrifuge is not available a fixed speed centrifuge can be used, however reduced yields may be 
observed. 

 Ensure that all solutions are at room temperature prior to use. 
 Prepare a working concentration of Wash Solution A by adding 42 mL of 96 - 100 % ethanol 

(provided by the user) to the supplied bottle containing the concentrated Wash Solution A. This 
will give a final volume of 60 mL. The label on the bottle has a box that may be checked to indicate 
that the ethanol has been added. 

Section 1. Sample Collection and Lysate Preparation
a. Spin 0.5 to 1 mL Overnight bacterial culture for 30 seconds at 20,800 × g (~14,000 RPM).
b. Discard the media and re-suspend the bacterial pellet in 200 µL 1X PBS.
c. Add the 200 µL resuspended cells in the provided Bead Tube and add 800 µL of Lysis Buffer L. 

Vortex briefly to mix the cell suspension and Lysis buffer L.
d. Add 100 µL of Lysis Additive A and vortex briefly.
e. Secure tube horizontally on a flat-bed vortex pad with tape, or secure the tube in any commercially 

available bead beater equipment (e.g. Scientific Industries’ Disruptor Genie TM). Vortex for 3 
minutes at maximum speed.

f. Centrifuge the tube for 2 minutes at 20,800 × g (~14,000 RPM).
g. Transfer up to 600 µL of supernatant to a DNase-free microcentrifuge tube (not provided).
h. Add 100 µL of Binding Buffer I to each sample and mix by inverting the tube a few times and 

incubate for 10 minutes on ice or at -20°C.
i. Spin the lysate for 2 minutes at 20,800 x g (~14,000 RPM) to pellet any debris.
j. Using a pipette, transfer up to 600 µL of supernatant (avoid contacting the pellet with the pipette 

tip) into a DNase-free microcentrifuge tube (not provided).
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k. Add an equal volume of 70% ethanol (not provided) to the lysate collected above. Vortex to mix. 
l. Proceed to Section 2: DNA Isolation from Stool Lysate. 

Section 2: DNA Isolation from Lysate
a. Apply 600 μL of the clarified lysate with ethanol onto the column and centrifuge for 1 minute at 

14,000 RPM (~20,000 × g). Discard the flowthrough and reassemble the spin column with the 
collection tube. 

Note: Ensure the entire lysate volume has passed through into the collection tube by inspecting the 
column. If the entire lysate volume has not passed, spin for an additional minute at 14,000 RPM 
(~20,000 × g). 

b. Repeat step a with the remaining volume of lysate mixture. 
c. Apply 500 μL of Binding Buffer C to the column and centrifuge for 1 minute at 10,000 RPM 

(~10,000 × g).  
d. Discard the flowthrough and reassemble the spin column with its collection tube.
e. Apply 500 μL of Wash Solution A to the column and centrifuge for 1 minute at 10,000 RPM 

(~10,000 × g).  
f. Discard the flowthrough and reassemble the spin column with its collection tube.
g. Repeat f and g. 
h. Spin the column for 2 minutes at 10,000 RPM (~10,000 × g) in order to thoroughly dry the resin. 

Discard the collection tube. 
i. Place the column into a fresh 1.7 mL Elution tube provided with the kit.
j. Add 100 μL of Elution Buffer B to the column and incubate at room temperature for 1 minute.  
k. Centrifuge for 1 minute at 10,000 rpm (~10,000 x g)

Technical Support
Contact our Technical Support Team between the hours of 9:00 and 5:30 (Eastern Standard Time) at (905) 227-8848 
or Toll Free at 1-866-667-4362. Technical support can also be obtained from our website (www.norgenbiotek.com) or 
through email at techsupport@norgenbiotek.com.
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