DNA
Ligation,
Cloning &
Screening in
24 Hours!

Epicenue’s new Fast-Link™
DNA Ligation & Screening Kit
gready rcduces the time neccs-
sary to clone DNA fragments
and identify recombinants.

< Fast & Easy Ligation. DNA with
restriction enzyme-generated
cohesive or blunt ends are ligat-
ed in just 5 minutes. PCR prod-
ucts with 3° A-overhangs are
ligated in 1 hour.

¢ Fast & Easy Screening. Using
the exclusive Fast-Link In-Well
Grel Screening reagents & proto-
col, colanies containing recom-
binant plasmids can be identi-
fied quickly without the need to
grow cultures or perform
minipreps.

<4 High Transformation
Efficiencies. The Fast-Link Kit
yields more transformants with
a lower background.

Fast-Link™ Representative Results.
L?ﬁon % While Reconabimangs
i

me  C-Jonics Per PE ONA

Overhang 5 min. 9 20x 106
Blunt 5 min 71 4.4x108
PCR product 1 hr. 68 T2x104

Call for further information on
the Fast-Link Kit. .
if you are not satisfied with

any Epicentre product, we
will refund your money
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prowocol for DNA isolution is vailined
in Table 1.

This protocol was used to isolage
phage DNA from two diffcrent librarics
and phage veclors. The first was a
AEMBL3 genomic library of the house
ly. Muscu domestica. The second was
a AZAP® (Stratagene. La Jolla. CA.
USA) cDNA library of Drosophilu vir-
iis. An aliquot of 2 pL resuspended
DNA was uscd per individual restric-
tion digest. As shown in Figure I, this
small volume was sufficient for restric-
ton mapping and Southern hybridiza-
tion.

The effact of glycerol during cell-
phage growth was compared. Identical
50-mL cuttures were prepared for inoc-
ulation with phage isolated from the
same purified plague. One flask con-
tained LB with 0.3% glycerol as de-
Cribed above, and the second contained
LB withowt glycerol. Following lysis
and DNA isolation. total DNA yield
was compared. Total DNA yield from
the glyeerol-supplemented LB was [.0—
2.0 mg while the yield for LB only was
0.125-0.25 mg. Thus, glycerol seems to
have a dramatic effect oo the DNA
yield from this protocol.
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Eflicient Recovery of
Plasmid DNA from
Erwinia herbicola with
High Nuclease Activity

BiaTechniques 23:600-603 (Ortober 1997)

An elficient method is described for
the isolation and purification of plasmid
DNA from Erwinia herbicola (a bac-
terium with high nuclease activity), for
which none of the standard methods
yiclded plasmid DNA in desircd
amounts. The procedure adoptcd here is
based on elimination of the cndogenous
nuclease activity using guanidinium
thiocyanate. Thc DNA preparation does
not need a separate purification step.
The mcthod precludes the use of
RNase, protcasc and phenol. The plas-
mid DNA preparation obtained by this
method is of high purity suitable for rc-
striction digéstion, cloning, hybridiza-
tion, preparation of DNA probes and
sequencing.

E herbicola (Catalog No. 21998;
ATCC, Rockville, MD, USA) is an in-
dustrially important organism because
of its ability to produce keto-sugar
acids as intermediates of ascorbic acid.
As a result, the organism is a good can-
didate for genetic manipulations. We
studied the organism for the presence
of plasmid DNA using several standard
methods from Sambrook et al. (1 1)
such as the alkaline lysis method (2),
the sodium dodecyi sulfate (SDS) lysis
method (6), the boiling method (7) ctc.
The gel picture revealed thar the bacte-
na harbored the plasmid DNA, but the
yields were invariably very low, and the
isolated DNA was susceptible to degra-
dation within a day, even when pre-
served at -20°C. Apparently, it shows
that the organism possesscs high en-
dogenous nuclease activity.

Various other methods described for
the isolation of plasmid DNA from
prokaryotic organisms were also tried
(1,3-5,9). However, plasmid DNA
could aok be recovered easily and effi-
cicatly in reasonably large quantties
from this bacteria. Several modifica-
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