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Real-time quantitative PCR (qPCR) has evolved to be one of the
primary tools used by investigators to specifically detect and
quantify nucleic acid levels. In an effort to follow the growth of
this technology, the ABRF Nucleic Acids Research Group
(NARG) has conducted periodic surveys designed to build a
profile of a qPCR facility. The NARG conducted its first gPCR
survey in 2004. The current 2007 survey was modeled after the
previous survey. As such, comparisons will be made between
the current 2007 and the previous 2004 surveys in an effort to
illustrate changes in the way the qPCR technology has been
used. Participation in the survey was requested from
laboratories by posting instructions on qPCR-related electronic
discussion groups. The survey was aimed at gathering
information from academic, pharmaceutical, and commercial
laboratories that offer realtime PCR technologies as a shared
resource. Individual laboratories that have these technologies
could also participate. A web-based survey was used to collect
information on instrumentation, chemistries, staffing, and data
analysis.

Scientists from around the world were invited to participate by
announcing the survey on the ABRF Discussion forum and the
gPCR listserver at Yahoo.com. Submissions were anonymous
and monitored only by IP address to eliminate duplicate
entries. Participants submitted their answers via a webpage
survey form created by phpESP and kindly hosted by Dr.
Robert Lyons of University of Michigan. Results were exported
to an Excel spreadsheet and analyzed by the members of the
NARG. For some questions, more than one answer was
permissible. A sampling of the results are presented in this
poster. This poster and complete results (raw data) will be
made available on the ABRF NARG web page.

Respandent vears of Experience

Institation Type Respondent La Type.

Realtime Instruments Used by Respondents

ABI7900HT

ABI 73007500

Bio-Rad iCycler/MyiQ/iQs

Stratagene 005P
Roche LightCycler
ABI7700

ABI 7000
Bio-Rad (MJ Research)
Chromo4/Opticon/Opticon2/MiniOpticon

Cepheid SmartCycler

Corbett RotorGene 6000
Roche LightCycler 480
Corbett RotorGene 3000
ABI5700

Eppendorf RealPlex

DNA Technology DT-322

Idaho Technology Rapid Cycler

Techne Quantica System

14.4% of respondents use robotics 0 set up
reactions.

[The types of manual pipettors used
6675 single channel

28.8% 8 channel

9.29 12 channel.

[30% use a repeating pipettor.

lOnly 5.9 9 (9 respondents) use robotics to
load the instrument

8 use the Caliper Twister to load the 7900 and
11 uses the Eppendorf 7075.
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Master Mix Used in QPCR Reaction
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~70% Of Respondents Evaluate
Only 1 Normalizing Gene
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The Average Respondent
*Works in academia in North America and not in a core facility
*Runs 0-1000 wells/month and has less than 2 years of
experience and does not use robotics
*Measures gene expression using SYBRgreen ® or Tagman
*Designs his/her own assays
*Validates his/her assays by determining PCR efficiency
*Runs biological replicates and NTC controls
*Uses RNA as a template that was purified using a column
*Uses two step reactions for transcript analysis
«Transcribes his/her RNA with a MMLV RT at 42°C using oligo
dT or random primers
*Uses a heat-activated Tag and a commercial master mix
*ROX as areference dye in a 25 pl reaction
«Analyzes his/her data using a standard curve obtained from a
plasmid, PCR product, transcribed RNA, or genomic DNA
*Normalizes to GAPDH, B-actin or 18S rRNA
*Validates PCR efficiency in every assay, considering an
efficiency of >90% to be acceptable




