Blood and Body Fluid DNA Extraction for Streptococci

(Carvalho Mda G et al. Evaluation and improvement of real-time PCR assays targeting IytA, ply, and psaA
genes for detection of pneumococcal DNA. J Clin Microbiol. 2007 Aug;45(8):2460-6. Epub 2007 May 30.)

- When using a new QlAampDNA Mini kit or DNeasyBlood & Tissue Kit, add
alcohol to buffers AW1 and AW2 as indicated on the bottles.

- Equilibrate samples and AE Buffer to room temperature (15-25 °C).

- Heat the water bath to 56 °C.

- If a precipitate has formed in Buffer AL, dissolve by incubating at 56 °C.

- All centrifugations steps should be carried out at room temperature.

* Pipet 50 uL of TE buffer containing 0.08g/mL of lysozyme + 150 U/mL of
mutanolysin into the bottom of a 1.5 mL microcentrifuge tube.

e TE buffer (10mM Tris-HCI, 1 mM EDTA, pH 8.0)

e The lysozyme (Sigma-L-6876), and mutanolysin (Sigma-M9901)
should be added to the TE buffer right before the use (freshly
prepared).

« Add 200 uL of the sample. Vortex and incubate at 37 °C in water bath for
1 hour.

« Add 20 uL of proteinase K. Vortex tube briefly.

* Incubate at 56 °C in water bath for 30 min.

* Centrifuge briefly to remove drops from inside of the lid.

» Add 200 uL of Buffer AL. Vortex tube briefly.

* Incubate at room temperature for 10 min.

» Add 250 uL ethanol (96-100%) to the sample and mix gently pipetting up
and down avoiding splash.

* Pipet the mixture into the QlAamp Spin column sitting in the 2 mL
collection tube without wetting the rim, close the cap.

* Centrifuge at 6000 x g or 8000 rpm for 1 min. Discard eluate and

collection tube.
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* Place mini column into fresh collection tube. Add 500 uL of Buffer AW1
without wetting the rim, close the cap and centrifuge 1 min. at 6000 x g or
8000 rpm. Discard eluate and collection tube.

* Place mini column into fresh collection tube. Add 500 uL Buffer AW2 and
centrifuge for 3 minutes at FULL SPEED (20,000 x g or 14,000 rpm) to
dry column. Discard eluate and collection tube.

* Place mini column in 1.5 ml sterile eppendorf tube. Add 100 uL Buffer AE onto

membrane. Incubate room temperature 5 minutes. Centrifuge 1 min. at 6000 x
g or 8000 rpm to eluate DNA. (Keep at -20 °C until use).





