EVALUATION OF ViraQuant™: 5 VIRUSES MULTIPLEX ASSAY RUN ON
ICEPIlex™, AN AUTOMATED QUANTITATIVE MULTIPLEX PCR PLATFORM.

Introduction

Measurement of the load of herpes viruses, such as CMV, EBV, HHV-6 and 7 as well
as measurement of BKV polyomavirus today is mostly done by Real-Time PCR.
Existing Real-Time PCR based assays have very limited multiplexing capabilities, while
external calibration and controls are an additional burden for each run. ViraQuant™*, a
multiplex assay designed for viral load monitoring, was evaluated for its performance
on ICEPlex™*, an integrated PCR and capillary electrophoresis platform with
quantitative multiplexing capability. ICEPlex utilizes a novel approach for PCR
amplicon detection, which greatly exceeds the multiplex capacity of traditional Real-
Time PCR. ViraQuant can detect and quantify 5 individual viruses (CMV, EBV, BKV,
HHV-6, and HHV-7) simultaneously. Each reaction also includes amplification controls
for each of the 5 viruses, an extraction control and quantification calibrators.
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Copy numbers determined for the OptiQuant CMV and EBV viral particles by both
ICEPlex ViraQuant assay and R-gene assays showed excellent correlation for the
measurement. For CMV, the reported copy numbers were in good agreement with
the data provided by AcroMetrix. For EBV, both ICEPlex ViraQuant and R-gene
assays reported lower copy numbers than the figure provided by the supplier. A
potential reason for this is that both ICE Plex ViraQuant and R-gene assays target a
gene present as a single copy in the viral genome, while the other assay targets a
multi-copy gene.

Also, the R-gene CMV assay was found to report a false positive (low copy number)
for the OptiQuant CMV negative control standard.
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ViraQuant™ features:
*Multiplex assay for simultaneous quantification
of 5 viruses: CMV, EBV, HHV-6, HHV-7 and BKV
«In-reaction sensitivity control for each of the
targets
«In-reaction extraction control
«In-reaction quantification calibrators

Materials and Methods

OptiQuant™ CMV, EBV quantification panels (Acrometrix, Benicia, CA) and leftover de-
identified blood plasma samples were used in the evaluation. DNA was extracted using
an easyMAG™ (bioMérieux Inc., Durham, NC). Extracted samples were assayed for
CMV, EBV, BKV, HHV-6 and HHV-7 simultaneously with the ICEP/ex ViraQuant
multiplex assay, and individually with the TagMan®-based R-Gene™ CMV, EBV and
BKV assays (Argene, N. Massapequa, NY). Validated standards were provided by the
manufacturer in the R-Gene CMV and EBV assays but not for the BKV assay. BKV
genomic DNA (Advanced Biotechnologies, Columbia, MD) was used to standardize the
R-gene BKV assay.
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