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Series

Kit :QuickGene DNA tissue kit S
Model :QuickGene-810 / QuickGene-Mini80

Summary

Enables easy and rapid extraction of bacterial genomic DNA from stool.

● Protocol

Homogenization tube

← Stool sample : 25 mg

← MDT : 250 μl

Homogenize

Ballmill (TOMY Micro Smash MS-100) :

0.1 mmø glass bead 15 mg + 1.0 mmø zirconia bead 10 beads

3,000 rpm, 120 sec x 2 times 

← EDT : 25 μl

Incubate at 55℃ : 60 min

15,000 x g, 10 min, room temperature

Transfer 200 μl of supernatant to a new 1.5 ml micro tube

No RNase A treatment RNase A treatment

  ← RNase A*1 : 20 μl*2

 Mix by tapping, pipetting 5 times or vortexing for 5 sec
  (Confirm the enzyme solution is mixed.)

Flash spin down 

  Incubate at room temperature : 2min

← LDT : 180 μl

Vortex (maximum speed) : 15 sec

Flash spin down

to p.2
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Recommended RNase

・ Ribonuclease A (Sigma : Cat. No.R5125*1,*2, :2 , R5500*1,*2 , R6513*1 , R4642)
・ Ribonuclease A (MP Biomedicals Cat. No. 101076*1,*2)
・ RNase A (AMRESCO Cat. No. 0675*1,*2)
・ RNase A (QIAGEN Cat. No. 19101)
・ RNase A (invitrogen Cat. No. 12091)

*1 : Prepare 100 mg/ml solution with 10 mM Tris-HCl (pH 7.5) and 15 mM NaCl.
*2 : Incubate at 100℃ for 15 min to deactivate DNase.

*1 : RNase A is not contained in the kit. Please, prepare recommended RNase (refer to the following).
*2 : 60μl for RNase A (invitrogen Cat. No.12091).
*3 : In the case of QuickGene-Mini80, please refer to the Kit Handbook for detail.
＊Perform extraction within 30 min after lysate preparation.

Continued from p.1

Incubate at 70℃ : 10 min 
Flash spin down

 ← >99% ethanol : 240 μl
Vortex (maximum speed) : 15 sec

Flash spin down

Lysate

Transfer the whole lysate to the cartridge (CA).

(If any aggregates are formed in the lysate, transfer altogether)

[In the case of QuickGene-810]*3

Select "DNA TISSUE" mode

Press [START] button

Genomic DNA (elution volume : 200 μl）

after weighing sample after homogenizing after centrifuging
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Yield Purity(A260/280)
Sample

No.1 No.2 No.3 No.4 No.1 No.2 No.3 No.4

QuickGene 8.4 μg 23.7 μg 15.8 μg 34.4 μg 2.14 1.92 2.08 2.13

Spin column method (A company) 2.3 μg   0.6 μg N.D   6.7 μg 2.08 1.36 N.D 1.70

Results : Bacterial genomic DNA extraction from stool
Bacterial genomic DNA was extracted from stool using QuickGene system (QuickGene-810 and QuickGene
DNA tissue kit S) and Spin column method (A company).

Stool samples No.1 : Adult 1 No.2 : Adult 2
No.3 : Infant 1 No.4 : Rat 1

* Bacterial genomic DNA was extracted from 25 mg of stool for QuickGene system, and from 100 mg of stool for Spin column method
(A company).

● The yield and purity of genomic DNA

● Electrophoresis of genomic DNA
Electrophoresis was performed with genomic DNA extracted from stool using QuickGene system and Spin column
method (A company).

Spin column method
QuickGene (A company)

M 4 1 2 3 4 4 1 1 2 2 3 3

● Real Time PCR
Real time PCR was performed with Escherichia coli specific primer for genomic DNA extracted from stool using
QuickGene system and Spin column method (A company).
1 μl of eluate was used as a template (total reaction capacity, 10 μl : duplicate ).
Applied Biosystem 7300 was used for Real Time PCR.

M :λ -HindⅢ
1 : No.1 Adult 1
2 : No.2 Adult 2
3 : No.3 Infant 1
4 : No.4 Rat 1

No RNase A treatment.
The use of QuickGene system enables high-purity genomic DNA extraction from stool with little contamination of protein in higher yield
than Spin column method (A company).

(-) (-) (-) (-) (+) (-) (+) (-) (+) (-) (+) (-)

Electrophoresis condition : 0.8% agarose

(+) : RNase treatment, (-) : No RNase treatment

No decomposition was detected for extracted genomic DNA.
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