


NEW Protocol - !! ! Before use, reconstitute buffer C2 !! !

________________________________________________________________

1. Sample Preparation (for samples with o il overlay):
If your PCR assay contains an oil overlay, either remove the oil by a
chloroform extraction, or go with a pipet tip through the oil overlay and
save the lower aqueous phase into a new tube.
In case of treatment with chlorofom, extract 100 µl of PCR assay with 100
µl of chloroform and save the upper phase.

2. DNA Bind ing:
Mix your PCR assay with a nine-fold amount of bu ffer C1, so mix e.g. 50
� l of PCR assay with 450 � l of buffer C1 (or 100 � l PCR assay with 900 � l
buffer C1).
Add 10 µl JETPURE suspension and mix well. Incubate for 5 min at room
temperature and mix at least once during incubation.
After this, centrifuge for 30-60 sec at ³ 10,000 x g to pellet the JETPURE
resin. Remove the supernatant completely with a pipette.

Comments: Before use, resuspend the JETPURE suspension carefully by
vortexing. The JETPURE resin should be added to the mixture as the last
component. For assay volumes >100 µl, scale up the volumes of buffer C1
and JETPURE resin proportionally. However, a maximum amount of 20 µl
JETPURE resin should not be exceeded to avoid too large resin pellets.

3. High-Salt Wash
Resuspend the JETPURE pellet from step 2 in 300 µl of buffer C1.
Centrifuge as described above and remove the supernatant completely
with a pipette.

Comments: Resuspend the pellet completely by vortexing or flicking the
tube. The wash with buffer C1 removes polymerases, nucleotides and
residual primers. It is vital for an optimal DNA quality, that the wash buffer
is removed quantitatively. Make sure, that any wash buffer backdraining
from the tube’s wall is also removed.

4. Low-Salt Washes
Resuspend the JETPURE pellet from step 3 in 300 µl of reconstituted
buffer C2. Centrifuge as described above and remove the supernatant
completely with a pipette.

Repeat the wash with buffer C2 once!

________________________________________________________________

Comments: For proper reconstitution of buffer C2, please refer to the
bott le’s label. Resuspend the pellet completely as described above.
Buffer C2 is used to change conditions from high-salt to low-salt. As
mentioned in the comment to step 3, it is vital for an optimal DNA quality,
that the wash buffer is removed quantitatively. Make sure, that any wash
buffer draining back from the wall of the tube is removed quantitatively.
When not in use, keep the bottle with reconstituted buffer C2 tightly closed.
Otherwise ethanol may evaporate, which leads to too low ethanol
concentrations, thus causing DNA losses.

5. JETPURE Drying
After having removed the supernatant from the second wash with buffer
C2, dry the JETPURE pellet. This can be carried out by vacuum or by
heat. Be careful when using vacuum to not overdry the JETPURE
pellet, as otherwise DNA recovery may be low. The following options
can be suggested:

A) Incubate the JETPURE pellet for 10 min at 50° C with the cap of the
tube open in a water bath or thermo block to let remaining ethanol
evaporate. While wet JETPURE resin appears with a ‚greyish‘ colour, dry
JETPURE resin appears snow-white and doesn’t smell any longer of
ethanol.

B) When using vacuum with an oil pump (e.g. a speed vac), the pellet will
be completely dry within 1-2 min.

C) When using a water jet filter pump or a membrane pump being capable
of generating a vacuum of –20 inch Hg (–600 to –800 mbar), the
JETPURE pellet will be completely dry within 5-7 min.

6. DNA Elution
To the dry JETPURE resin add 40 µl of water, 10 mM Tris or TE buffer
(pH 7-8). Resuspend the resin completely and incubate for 5 min at 50° C.
Flick the tube at least once during incubation.

Centrifuge as described above and transfer the supernatant quantitatively
into a new tube.

Comments: The JETPURE pellet is quite soft at the elution step. If too
many beads tend to be co-transferred with the liquid, re-centrifuge the
recovered liquid as described above and transfer the clear supernatant
into a new tube.
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When yields are low!

The protocol is designed to achieve high recoveries of DNA which
has an excellent quality. If low DNA recoveries occur, this may be
associated with:

··  Insufficient ampli fication.
Make sure that your PCR assay has worked well. Apply an aliquot of
your PCR assay onto an agarose gel and check for the presence of
the desired PCR product.

··  Incorrect DNA binding conditions (step 2):
Make sure, that TE buffer used to adjust the volume of your PCR
assay is within the correct pH range (7-8), and that all binding
components such as buffer C1 and JETPURE suspension were
added correctly

··  Incorrect elution conditions (steps 5, 6):
Make sure, that the JETPURE pellet is completely dry.Stop drying
when the pellet has turned snow-white. Avoid an excessive drying of
the JETPURE pellet under vacuum.
Recovery rates for larger DNA fragments (> 5 kb) may increase if
elution is carried out for an extended period of time (up to 15 min) at
elevated temperatures (65-70° C).

·  The new JETPURE procedure is compatible with ALL standard
PCR reaction buffers, also those containing detergents and/or
gelatin. Nonetheless high detergent or gelatin concentrations (>0.1%
in the assembled PCR assay) should be avoided.

When enzymatic reactions are inhibited!

After elution the DNA is ready-to-use for all kinds of reactions.
Unsatisfactory results, if correlated with DNA purification can be
caused by the following:

Residual ethanol in the sample after DNA elution. Ethanol must be
removed completely before elution.

Too many JETPURE beads contaminate the transferred DNA soluton
(see step 6 of the protocol). Re-centrifuge the eluate which still
contains beads for another 30 sec at max. speed and save the clear
supernatant into a fresh tube.


