
Stool DNA Isolation Kit (Magnetic Bead System) – Supplementary Protocol
Product # 55700

Bacterial Genomic DNA Isolation from Bacterial Culture 

Component Required
Component Product Number

Stool DNA Isolation Kit (Magnetic Bead System) 55700

Customer-Supplied Reagents and Equipment  
 Benchtop microcentrifuge  
 96 – 100 % Ethanol
 1X PBS
 Micropipettors
 Microcentrifuge tube
 Flat bed vortex or bead beater equipment (e.g. MP Biomedicals’ FastPrep®-24 Instrument)
 70% ethanol (prepare fresh)
 Temperature adjustable (37°C, 65ºC) incubator(s) 
 Ice
 Tube Revolver Rotator (For manual isolation)
 Magnetic bead separation rack (For manual isolation)
 IsoPureTM 96 or IsoPureTM Mini Purification System (For automated isolation)

Notes prior to use:
 The procedure provides information and steps to follow to extract DNA using automated as well as 

manual methods.
 Section 1 describes the procedure to prepare lysate while Section 2 describes automated and 

manual purification of DNA from the prepared lysate.
 Ensure that all solutions are at room temperature prior to use, and that no precipitates have formed. 

If necessary, warm the solutions and mix well until the solutions become clear again.
 Optionally, stool samples can be collected and preserved using Norgen’s Stool Nucleic Acid 

Collection and Preservation Tubes (Cat: 45660).
 Always vortex the Magnetic Beads B before use.
 Preheat the incubator(s) according to the temperatures required (37°C or 65ºC). For automation 

procedures, the automation platform that is being used may have a heat block to provide 
appropriate temperatures for incubation and thus an incubator might not be required. IsoPure™ 
instruments come with heat blocks and the scripts provided include the incubation at required 
temperature.

 Prepare a working concentration of the Solution WN by adding 24 mL of 96 - 100 % ethanol (not 
provided) to the supplied bottle containing the concentrated Solution WN. This will give a final 
volume of 42 mL. The label on the bottle has a box that may be checked to indicate that the ethanol 
has been added.

3430 Schmon Parkway
Thorold, ON, Canada   L2V 4Y6

Phone: 866-667-4362    (905) 227-8848
Fax: (905) 227-1061

Email: techsupport@norgenbiotek.com



2

Table 1. Set-up for Stool DNA Extraction
Prepare plates as per the volumes mentioned in the table below. Detailed description of step-wise process 
can be found in Section 1 and 2.

Component IsoPure™ Mini IsoPure™ 96
Location 

on 
Carousel

Amount

Tip Comb In the instrument Plate 1 1 Empty 
Plate

Lysate Column 1 / Column 7 Plate 2 2 920 µL
Solution WN Column 2 / Column 8 Plate 3 3 600 µL
70% Ethanol Column 3 / Column 9 

and 
Column 4 / Column 10

Plate 4 & Plate 
5

4 & 5 600 µL

Elution Buffer 
B

Column 6 / Column 12 Elution Plate 8 100 µL

Section 1. Stool 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 to the provided Bead B 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 Plate 2 (IsoPure™ 96), Column 1 and/or Column 7 (IsoPure™ Mini) or DNase free 
microcentrifuge tube (not provided).

k. Prepare a mixture of 300 µL of 96-100% ethanol (not provided) and 20 µL of Magnetic Beads B 
(vortex prior to use) and add it to the lysate collected above. We recommend a 10% overage while 
making a mixture for multiple samples, to compensate for pipetting errors. Make sure to vortex the 
bulk mix before adding it to the lysate. It is recommended to prepare the bulk fresh every time a 
new DNA isolation is performed.

Optional RNase A Treatment:
If RNA-free genomic DNA is required, add the equivalent of 10 KUnitz of RNase A (not provided; 
make sure not to exceed 20 µL) to the lysate with 96-100% ethanol and Magnetic Beads B mixture 
to Plate 2 (IsoPureTM 96), Column 1 and/or Column 7 (IsoPure™ Mini) or DNase free 
microcentrifuge tube (not provided) during this step. If RNase treatment is performed, make sure 
to run program STLDNA96R (IsoPure™ 96) program instead of STLDNA96 and STLDNA16R 
(IsoPure™ 16) program instead of STLDNA16 to include an incubation step of 37°C for 15 minutes.
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l. Proceed to Section 2: DNA Isolation from Stool Lysate. 

Section 2: DNA Isolation from Lysate
2.1  DNA Isolation using IsoPure™ 96 System

a. Setup plates according to Table 1. Add 600 µL Solution WN (added with ethanol) to plate 3 and 
keep it at position 3.

b. Add 600 µL 70% ethanol to plate 4 & 5 and keep it at position 4 & 5 respectively.
c. Add 100 µL of Elution Buffer B to the Elution plate and place it at position 8 on the carousel.
d. Place sample plate (Plate 2) in the machine at position 2.
e. Place a clean tip comb in an empty plate (Plate 1) and keep it at position 1.
f. After setting up, run the program STLDNA96 or STLDNA96R.
g. The instrument will prompt after the procedure is complete. Remove the elution plate from the 

instrument and the DNA is now ready for further downstream processing. 
h. The purified DNA sample may be stored at 4°C for a few days. It is recommended that samples be 

placed at –20°C for long-term storage.

2.2 DNA Isolation using IsoPure™ Mini System
a. Add 600 µL Solution WN (added with ethanol) to Column 2 and/or Column 8.
b. Add 600 µL 70% ethanol to Column 3 and/or Column 9 as well as Column 4 and/or Column 10.
c. Add 100 µL of Elution Buffer B to Column 6 and/or 12.
d. Place a clean tip comb into IsoPure™ Mini.
e. After setting up, place the plate into the instrument and run the program STLDNA16 or 

STLDNA16R.
f. The instrument will prompt after the procedure is complete. Remove the plate from the instrument 

and the DNA is now ready for further downstream processing. 
g. Transfer the eluted DNA from Column 6 and/or Column 12 to a fresh plate. The purified DNA 

sample may be stored at 4°C for a few days. It is recommended that samples be placed at –20°C 
for long-term storage. 

2.3 DNA Isolation using Manual Method
a. Rotate the tubes on a tube revolver rotator at 10 rpm at room temperature for 5 minutes. In case 

the tube revolver rotator is not available, incubate the tubes at room temperature for 5 minutes and 
occasionally vortex the tube.

b. Assemble a magnetic separation rack and place the sample tube in the magnetic rack. Allow to sit 
for 1 minute. Incubate for more time if the solution is not clear.

c. Aspirate and discard supernatant without touching the magnetic beads. 
d. Remove the sample tube from the magnetic rack and gently add 600 µL of Solution WN (ensure 

ethanol was added). 
e. Rotate the tubes on a tube revolver rotator at 10 RPM at room temperature for 2 minutes. In case 

the tube revolver rotator is not available, incubate the tubes at room temperature for 2 minutes and 
gently vortex the tube, occasionally.

f. Place the sample tube on the magnetic rack and allow to sit for 1 minute. Incubate for more time if 
the solution is not clear.

g. Aspirate and discard supernatant without touching the magnetic beads.  
h. Remove the sample tube from the magnetic rack and gently add 600 µL of freshly prepared 70% 

ethanol. 
i. Rotate the tubes on a tube revolver rotator at 10 RPM at room temperature for 2 minutes. In case 

the tube revolver rotator is not available, incubate the tubes at room temperature for 2 minutes and 
gently vortex the tube, occasionally.
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j. Place the sample tube on the magnetic rack and allow to sit for 1 minute. Incubate for more time if 
the solution is not clear.

k. Aspirate and discard supernatant without touching the magnetic beads.  
l. Repeat Steps h – k from this section for a second wash step. 

Note:  Remove as much of the 70% ethanol in the sample plate as possible by pipetting.

m. Incubate the tubes at room temperature for 5 to 10 min to air-dry the magnetic beads. Make sure 
not to over-dry the magnetic beads as this might affect the DNA yield.

n. Remove the tube from the magnetic rack and add 100 µL of Elution Solution B. Mix by pipetting 
and incubate at 65˚C for 10 minutes. 

o. Incubate the tubes at room temperature for 2 minutes and occasionally gently mix by vortexing the 
tube. 

p. Briefly spin down the tubes to bring the contents at the bottom of the tube and place the sample 
tubes on the magnetic rack. Allow to sit for 1 minute. Incubate for more time if the solution is not 
clear.

q. Carefully transfer the elution to a fresh 1.7 mL elution tube (provided) without touching the 
magnetic beads.

r. The purified DNA sample may be stored at 4°C for a few days. It is recommended that samples be 
placed at -20°C for long-term storage. 

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.

3430 Schmon Parkway, Thorold, ON Canada L2V 4Y6
Phone: (905) 227-8848

Fax: (905) 227-1061
Toll Free in North America: 1-866-667-4362

©2025 Norgen Biotek Corp.                                                                          SUP1-55700-1
                                    


