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NEW TECHNOLOGY

tion because it limits multicolor analysis: FL1 emis-

Table 1 Limits of agreement for method comparisons

sion is used for nucleic acid staining, FL2 (FL4 for
dual-laser analysis), for CD34 staining, and FL3, for
CD45 staining, leaving only one fluorescence para-
meter available for further characterization of CD34*
cells. Other limitations are related to the staining

BM
(n=20)

ProCOUNT vs. SYTO

-50.41 + 345.05
(~220.90 - 102.08)

procedure. A decreased mean fluorescence intensity pp 12.13+25.82 14.13 +22.03 -2.00+12.33

for APC-CD34, when compared with PE-CD34 stain-  (n = 20) (0.04 - 24.21) (3.82-24.44) (-7.77-3.77)

ing, can complicate APC-CD34" cell gating in rela- 5, 385.68 + 410.47 337.79 + 388.07 (156.17 - 519.42)

tion to the very close non-CD34-expressing cells. (n=20) (193.57 - 577.79) 47.89 + 215.65 (-55.04 — 148.82)

Inappropriate compensation for the fluorescence

wavelength overlap of PC5 and APC can result in ce 12.38+17.47 6.17+14.36 6.21£15.11
(n=20) (4.21 - 20.56) (0.55 - 12.90) (-0.86 — 13.28)

SYTO-L vs. SYTO ProCOUNT vs. SYTO -L

-124.06 +477.11
(-347.36 - 99.23)

64.65 + 379.62
(-113.02 - 242.32)

decreased CD34" counts. Counting total nucleated
cells using SYTO-13 could make CD45 staining
unnecessary and leave FL3 available for better char-

Absolute CD34* counts in bone marrow (BM), peripheral blood (PB), apheresis (Aph) and cord blood
(CB). Results are expressed as the mean difference and the variability (average + standard deviation of
the difference). In parentheses, lowest and highest values for the 95% confidence interval.

acterization of CD34" cells. The development of
more-specific DNA dyes for vital cell staining could contribute to
efficient resolution of the region of nucleated cells, and conse-
quently improve immunophenotyping of whole blood with
single-laser instruments. More-sensitive measurements of CD34*
events have increasing clinical relevance: They could have an
effect on research in a broad range of scientific and clinical disci-
plines, and could also clarify the number of CD34 cells needed
for engraftment.
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ADENOVIRAL SYSTEM

: % Yy
Adeno-X efficiently expresses B-galactosidase in
human primary fibroblasts (BJ cells) (a),
noninfected BJ cells (b). B cells were infected for
30 min with unpurified recombinant adenovirus
(104 pfu/ml) containing pAdeno-lacZ. Cells were
cultured under normal conditions for 48 h, then
fixed and stained for B-galactosidase expression.

Those looking to achieve high-level
protein expression in mammalian

cells may be interested to learn that

836

Clontech has introduced a new liga-
tion-based Adeno-X expression system.
The ligation-ready adenoviral vector
contains unique restriction enzyme
sites that render plaque purifications
unnecessary: Recombinant adenovirus
can be generated within 2-3 weeks,
according to the company. The Adeno-
X system is said to be suitable for a
host of research applications, includ-
ing gene function analysis, gene ther-
apy development, antisense therapy,
vaccine development and some trans-
genic animal studies.
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ASSORTED ASSAYS

The Telo TAGGG telomerase PCR
ELISA from Roche Diagnostics is
intended for the sensitive, semi-quanti-
tative detection of telomerase activity in
cellular extracts from cell cultures,
biopsy material and other biological
samples. The assay contains internal
standards for control of the amplifica-
tion process. A positive control sample
allows monitoring of assay performance.
The assay requires only small amounts
of cell or tissue starting material and
eliminates the need for radioactive
labeling, says Roche.
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NEN'’s nonradioactive solution for
screening G protein-coupled receptor
targets.

NEN Life Science Products offers a new
family of homogeneous fluorescence
polarization binding assays, which are
designed to provide high-throughput
screening labs with a simple, automa-
tion-friendly, nonradioactive solu-
tion for screening G protein-coupled
receptor (GPCR) targets. Intended
for 96- and 384-well formats, and ex-
tendible to 1,536 wells, the [FP]? family
of fluorescence polarization assays uses
a homogeneous ‘mix-and-measure’ pro-
tocol. NEN’s initial [FP]? product offer-
ing includes a selection of eight
fluorescence polarization receptor bind-
ing assay kits for different GPCR screen-
ing targets, including melanocortin,
motilin, neurotensin, opiate and
galanin receptors. Each assay incorpo-
rates Advanced Bioconcept’s Fluo-
peptide technology and red-shifted
BODIPY-TMR fluorescent dyes (recently
licensed from Molecular Probes).
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DETECTION SYSTEMS

APOPercentage™
Apoptosis
Assay

Getting kitted out
with the
APOPercentage
apoptosis assay.

[

APOPercentage is Accurate Chemical &
Scientific’s dye-specific detection and
quantification system to monitor
apoptosis in mammalian cells during
in vitro culture. A specific purple-red dye
is used to label cells that are undergoing
apoptosis. The company says that an
individual apoptotic cell, or even an
intact isolated ‘bleb’, can be observed

within the cellular monolayer contain-
ing up to 50,000 cells, as present in
a single well. The assay does not require
fluorescent-labeled antibodies or
enzymes.
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The polyMICA detection kit from The
Binding Site is intended for the
immunohistochemical detection of
antigens in human tissue sections
that have first been labeled with pri-
mary antibodies raised in sheep or
mouse. An acronym for polyclonal mir-
ror image complimentary antibodies,
the principle of the polyMICA system is
the sequential binding of two mutually
attractive antibodies. This mutual
attraction increases the valency of the
antibodies when compared to tradi-
tional multi-step labeling methods,
thereby increasing the sensitivity, says
the company. This is said to enable the
detection of many low-level target anti-
gens, as well as offering the possibility
of diluting primary antibodies 10-20
times further, or greater. The polyMICA
system is biotin-free and, as such,
avoids the non-specific staining of
endogenous biotin.
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MEDIA MEDLEY

CollagenCult is a line of collagen-
based media optimized for the growth
of human or murine hematopoietic
colonies (BFU-E, CFU-GM and CFU-
GEMM). Unlike methylcellulose-based
media, Clontech says CollagenCult
allows the colony assays to be fixed and
stained with antibodies against specific
lineage markers, enabling the definitive
identification of different colony types
that may otherwise be difficult to distin-
guish from each other. The fixed and
stained slides can be kept indefinitely to
provide a permanent record of the
assays for future reference.
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ENZYME AND REAGENT ROUND-UP

Bactozol is a new kit from Molecular
Research Center for the isolation of
DNA from a broad spectrum of
Gram-positive and Gram-negative
bacteria. A key component of the kit is
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Bactozyme, designed for effective lysis
of bacterial cell walls. Bactozyme is a
concentrated solution (10X) containing
activated lysozyme, which remains sta-
ble at room temperature and so elimi-
nates the need for daily enzyme
preparation. The other key component
is DNAzol, which, after cell lysis in
Bactozyme, provides for isolation of
DNA from the bacterial lysate. The kit
includes sufficient reagents for 125 iso-
lation procedures, each yielding up to
40 ug of DNA.
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M-MLV reverse transcriptase, RNase H
Minus from Promega is an RNA-depen-
dent DNA polymerase enzyme that
can be used in cDNA synthesis with
long messenger RNA templates (>5 kilo-
bases). Other applications include RT-
PCR. The lack of RNase H activity is
germane to the applications in that this
activity can start to degrade templates
and first-strand products when incuba-
tion times are increased for larger cDNA
products. The enzyme is available in
catalog package sizes, as well as in bulk
quantities.
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RIDING SHOTGUN

The new TOPO shotgun subcloning
kit, says Invitrogen, is just the job for
subcloning and sequencing BAC clones.
The method uses a nebulizer and com-
pressed air to shear BAC DNA to the
ideal size in just 30 s, according to the
company. Once the BAC DNA is
sheared, the ends are made blunt with
T4 DNA polymerase and Klenow to be
readily ligated into the pCR4Blunt-
TOPO vector. The procedure yields a
stated 2-3 kilobases of blunt-end BAC
DNA is under an hour. The pCR4Blunt-
TOPO vector is covalently bound to
topoisomerase | for 5-min TOPO
cloning. In addition, this vector con-
tains a minimized multiple cloning site
to make sequencing BAC clones efficient
and the ccdB gene for positive selection
of recombinants.
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