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Currently the blood supply in the US and several European and Asian
countries is being screened by Nucleic Acid Techniques (NAT) test for
HIV-1 and HCV. The NAT technologies have demonstrated the potential
for substantial window period closure when compared to serology assays on
the market. Nearly 80% of whole blood in the US is tested by the FDA
approved Procleix®? HIV-I/HCV qualitative assay. The next anticipated
NAT assay-ProcleixR Ultrio™ Assay includes simultaneous testing for HBV
DNA aong with HCV and HIV-1 RNA is being co-developed by Gen-
Probe, Inc. and Chiron Corp. HBV persistently infects 350 million people
worldwide. The analytical sensitivity of Procleixk Ultrio™ Assay for HBV
DNA isin the range of 10-15 |U/ml, resulting in awindow period reduction
of 11-20 days. In Asian countries the yield cases through NAT testing is
expected to be as high as 1 per 60,000 in pools of 50, and in the US 1 per
2,000,000 in pools of 16.

Nucleic acid tests by alternate technologies for all three viruses are required
for clinical trials and are used as supplemental assays to confirm samples
positive by the Procleixr Ultrio™ Assay. We have developed and validated
a Bead capture-Tagman® based Alternative NAT HBV assay for confirming
Procleix®? Ultrio™ Assay positives.

Polymerase chain reaction (PCR), the basis for TagmanR assay while highly
efficient at detecting small concentrations of genetic material, has proven to
be very sensitive to potentially inhibiting substances. Endogenous
substances, such as hemoglobin and lipids, therapeutic drugs and
commonly used anticoagulants for specimen collection such as heparin and
sodium citrate can potentially interfere with amplification. Specimen
handling, storage conditions and freeze-thaws are also shown to decrease the
level of viral DNA, and therefore the detection following PCR.

In consultation with Regulatory, Validation, Quality Assurance and
Biostatistics groups, with atotal of 2750 samples, an exhaustive validation
protocol was devel oped and executed to evaluate the performance of the
Alternative NAT HBV assay. Assay sensitivity and specificity were tested
rigorously. Reproducibility studies were performed utilizing a collaboration
with Bayer Reference Testing Laboratory in Berkeley, CA.

»Demonstrate the analytical and genotypic sensitivity of the Alternative
NAT HBV Assay

»Demonstrate the Assay's tolerance for various anticoagulants and
inhibitory factors present in specimens, as well as multiple freeze-thaws.

» Show Assay specificity against other blood borne pathogens

»Prove reproducibility utilizing multiple lots of reagents, on multiple
days and multiple technicians
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An Alternative NAT HBV assay has been
validated using an exhaustive 2750 test protocol,
and meets the criterion for sensitivity, specificity
and reproducibility

Using the WHO HBV Standard as a sensitivity
panel, the Alternative NAT HBV Assay detected
100% at 45 1U/mL and 99% at 15 |U/mL

The assay specificity was confirmed using
samples containing all major anticoagulants, as
well as common interfering substances, blood
borne pathogens, bacterial cultures, and multiple
freeze thaws

Data generated during the validation studies
demonstrate that the Chiron Alternative NAT
HBV Assay provides adequate sensitivity and
specificity for use in confirmation of plasma
specimens reactive by the Procleix® Ultrio™
Assay or Discriminatory Assays under an
investigational protocol.




