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HBV Assay Control Kit

Key to Symbols Used Precautions* I] In Vitro Diagnostic Medical Device
FR 7EF List Number · For In Vitro Diagnostic Use Only

· Do not'use beyond expiration date.
I-VD] In Vitro Diagnostic Medical Device D b r

//Z CAUTION: This product contains human sourced and/or
FLO0-T] Lot Number potentially infectious components. Human sourced material has been

tested and found to be nonreactive by FDA licensed tests for antibody
Expiration Date to HCV, antibody to HIV-1, antibody to HIV-2, and HBsAg. The material

is also tested and found to be negative by PCR methods for HIV.1 RNA,
CONTROLe Co-rlOV RNA and HBV DNA. No known test method can offer complete

assurance that products derived from human sources or inactivated
microorganisms will not transmit infection. Therefore, all human sourced

CONTROL L Positive Control Low materials should be considered potentially infectious. These reagents
and human specimens should be handled in accordance with Biosafety

CONTROL H Positive Control High In Microbiological and Biomedical Laboratories.' OSHA Standard on
nn0rc Bloodborne Pathogens, 2 CLSI Document M29-A3,P and other appropriate

Store at 5 -10'C biosafety practices. 4

ar The Abbott Realime HBV Controls contain methylisothiazolines. The
Abbott RealTime HBV Control Kit is classified as: Irritant (Xi). The

Consult instructions for use following are the appropriate Risk (R) and Safety (S) phrases:

R43 May cause sensitization by skin contact.
CAUTION: Consult accompanying documents. R36138 irritating to eyes and skin.

Handle human sourced materials as potentially S24 Avoid contact with skin.
infectious. S25 Avoid contact with eye.

S35 This material and its container must be disposed of
Manufacturer in a safe way.

________________________________________________ _S37 W ear suitable gloves.

Contented Use Cotol reue t stbih u vldty ~ :!lS39 We ar suita ite eyelface protection.

Intended Use sial

$46 If swallowed, seek medical advice Immediately and
The Abbott RealTime HBV Cthis container or label.
of the Abbott RealTime HBV assay when used for the quantitation of
Hepatitis B Virus {HBV} DNA in human serum and plasma (EDinstructions for use
HBV infected Individuab. [ o sltis.rc in ao s

Contents 1-
1. CONR Abbott Reamme HBV Negative Control 't at S -100

(Ust No. 2G34Z) (8 vials, 1.3 mL per vial). Negative human plasma.
Negative human plasma tested and found to be nonreactive by Shipping Conditions
FDA licensed tests for antibody to HCV, antibody to HIV-1, antibody Ship on dry Ice.
to HIV-2, and HBsAg. The material is also tested and found to be BIBLIOGRAPHY
negative by PCR methods for HIV.1 RNA, HCV RNA and HBV DNA. 1. US Department of Health and Human Services. Biosafetyin
Preservatives: 0.1% Pro~lin® 300 and 0.15% Pro~lin 950. Microbiological and Biomedical Laboratories, Fourth Edition.

2. CONTROL L Abbott Reaime HBV Low Positive Control Washington, DC: US Government Printing Office, May 1999.
(Ust No. 2G34W) (8 vials, 1.3 mnL per vial). Heat-inactivated 2. US Department of Labor. Occupational Safety and Health
plasma reactive for HBV DNA in negative human plasma. Negative Administration, 29 CA Part 1910.1030. Occupational Exposure to
human plasma tested and found to be nonreactive by FDA licensed Bloodborne Pathogens.
tests for antibody to HCV, antibody to HIV.1, antibody to HIV-2, and
H~sAg. The material Is also tested and found to be neg~atve by POR crfomOuptnaycqidIfefon:ArodH~s~. Te maeril Isals tesed nd fundto b neingv byFOR 3. Clinical and Laboratory Standards institute. Protection of Laboratory

Worklers from Occupuationally Acquired Infections: Approved
methods for HiV-1 RNA, HCV RNA and HBV DNA. Preservatives:
0.1% ProClin 300 and 0.15% ProClin 950. Guideline-Third Edition. OLSI Document M29-A3. Wayne. PA: CLSI,

____________ ~~~~~~~~~~~2005.
3. CONTROL N Abbott RealTime HBV High Positive Control 4. World Health Organization. LaboraforyBiosafety Manual. Geneva:

(Us! No. 2G34X) (8 vials, 1.3 mL per vial). Heat-inactIvated plasma World Health Organization; 2004.
reactive for HBV DNA in negative human plasma. Negative human
plasma tested and tound to be nonreactive by FDA licensed tests ProClin is a registered trademark of Rohm and Hass.
for antibody to HCV, antibody to HIV-1, antibody to HIV-2, and
HBsAg. The material is also tested and found to be negative by POR www.abbottmolecular.com
methods for HIV.1 RNA, HCV RNA and HBV DNA. Preservatives: Abbott Molecular Inc.
0.1% ProClin 300 and 0.15% ProClin 950. Des Plaines, IL 60018 USA

* Control concentrations are specified in each Abbott Rea1lime HBV
Control Kit Card. Abbott Molecula Inc.

* The Abbott Reamme HBV Control Kit must only be used with the Des Plainea, IL 60018 USA

Abbott Realfime HBV assay (Ust No. 2N40-90).
@ 2008, 2010 Abbott Laboratories
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HBV Assay Calibrator Kit

Key to Symbols Used Shipping ConditionsShip on dry Ice.
REF] List Number

ProClin is a registered trademark of Rohm and Hass.
IVD~ In Vitro Diagnostic Medical Device

vwvw.abbot molecutar.cnom
LroT Lot Number Abbott Molecular Inc.

FC-A-L FAI Calibrator (A - B) Des Plaines, IL 60018 USA

Store Abbott Molecular Inc.4 Store at £ -100 ~ ~ ~~~~~~~~~w Des Plain.., IL 60018 USA

: Consult instrtuctions for use
0 2008, 2010 Abbott Laboratories

Manufacturer

Intended Use
The Abbott Rearlime HBV Calibrators are for calibration of the Abbott
Reafimme HBV assay when used for the quantitative determination of
Hepatitis B Virus (HBV) DNA in human serum and plasma (EDTA) from
HBV Infected individuals.

Contents
1. C-l.AL Abbott Realrime HBV Calibrator A (List No. 2034A)

(12 vials, 1.3 noL per vial). Less than 0.01% noninfectious linearized
HBV DNA Plasmid in a buffer solution. Preservatives: Sodium azide
and 0.15% ProClin ®950.

2. C1AL8 Abbott RealTime HBV Calibrator B (Ust No. 2G348)
(12 vials, 1.3 mnL per vial). Less than 0.01% noninfectious linearized
HBV DNA Plasmid In a buffer solution. Preservatives: Sodium azide
and 0.15% PmClin 950.

· Calibrator concentrations are specified in each Abbott RealTime
HBV Calibrator Kit Card.

* The Abbott Realtime HBV Calibrator Kit must only be used with the
Abbott Realtme, HBV assay (Ust No. 2N40-90).

Precautions
I[:]f: In Vitro Diagnostic Medical Device

For In Vitro Diagnostic Use Only
Do not use beyond expiration date.

The Abbott Realneme HBV Calibrators contain methylisothlazolines. The
Abbott Real'time HBV Calibrator t3t is classified as: Irritant (Xi). The
following are the appropriate Risk (R) and Safety (5) phrases:

R43 May cause sensitization by skin contact.
R36/38 Irritating to eyes and skin.
S24 Avoid contact with skin.
S25 Avoid contact with eye.
$35 This material and its container must be disposed

of in a safe way.
S37 Wear suitable gloves.
S39 Wear suitable eyelface protection.
S46 If swallowed, seek medical advice Immediately and

show this container or label.

• Consult instructions for use

/~10'c Store at --10'C
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Abbott RealTime REF

HBV 51-608234/Ri

Customer Service: 1-800-553-7042 quantitation of HBV DNA. The selection of a highly conserved region in the Surface
gene provides for the detection of HBV genotypes A, B, C, D, E, F. G, and H. The

Thispacoto use. Package insert instructions location of the target region in the N terminal third of the Surface gene ensures that
This package insert mustbe read caretully priorthe assay is not impacted by YMDD moutants, HBsAO escape moutants. or drug-resistant

must be followed accordingly. Reliability of assay results cannot be guaranteed If there tat as n is en for tass an scretin of subvraispart
are anydeviatons frm the nstructons inthis pckage nsert.mutants, as this region is essential for the assembly and secretion of subvial particles,are any deviations from the instructions in this package insert. -adtlrtsol io tutrlcags

t

and tolerates only minor structural change.l
The assay is standardized against the World Health Organization (WHO) International

Key to symbols used Standard for Hepatitis B Virus DNA (NIBSC)." Results are reported In International Units
per milliliter (IU/mL) or copies/mL.

fr U. Numbert FC-AL7A C.alirator A BIOLOGICAL PRINCIPLES OF THE PROCEDURE

The Abbott Reatlme HBV assay consists of three reagent kits:
LO07T Lot Nmbsr FCAL nB Cabibrtor B Abbott Real-ime HBV Amplification Reagent Kit

· Abbott RealTime HBV Control Kit
a Abbott Realtime HBV Calibrator Kit

F cnic, The Abbott Real1ime HBV assay uses PCR to generate amplified product from the
DNA genome of HBV in clinical specimens. A DNA sequence that is unrelated to the

St..e at .oC ~ coler CON TROLcLi tw pestne cCaon HBV target sequence is introduced into each specimen at the beginning of sample
preparation. This unrelated DNA sequence is simultaneously amplified by PCR and
serves as an internal control (IC) to demonstrate that the process has proceeded

CONTROL N High Panaw. coval correctly for each sample. The amount of HBV target sequence that is present at each

amplification cycle is measured through the use of ftuorescent-labeled oligonucleotide
specifically bound to the amplified product. The amplification cycle at which fluorescent

[INTERNAL CONTROL] kt:l C.ol signal is detected by the Abbott m2000rt is inversely proportional to the log of the HBV
DNA concentration present in the original sample.

Eqeonv, Dat. Sample Preparation
The purpose of sample preparation is to extract and concentrate nucleic acid, to

.~htimxn,. Rvalwx ftd, make the target accessible for amplification, and to remove potential inhibitors
of amplification from the extract. This process is accomplished by the m2000sp,

CAON:Ha ndle human an automated sample preparation system designed to use magnetic microparticle
.. rced arlal, as processes for the purification of nucleic acids from samples. The assay is suitable for
Patenaay inctlae. cai Causu use with both 0.5 mL and 0.2 mL sample input volumes.
ln~strucurla far use.
[Intact/o RPiakI The Abbott reSample Preparation System. (4 x 24 Preps) reagents lyse the virion,

capture the nucleic acids, and wash the particles to remove unbound sample
See REAGENTS section for a full explanation of symbols used in reagent component components. Proteinase K is includedrin the lysis step to digest proteins associated with
naming. the nucleic acids."'a The bound nucleic acids are eluted and transferred to a 96-deep

NAME well plate. The nucleic acids are then ready for amplification. The IC is introduced into

Abbott Realtime HBV Assay the sample preparation procedure and is processed along with the calibrators, controls,
and specimens.

INTENDED USE Reagent Preparation and Reaction Plate Assembly
Abbott RealTime HBV assay is an in vitro polymerase chain reaction (PCR) assay The Abbott a,2000sp combines the Abbott Realme HBV amplification reagent
for use with the Abbott m2000 System_ reagents and with the Abbott m2000sp and components (HBV Oligonucleotide Reagent, DNA Polymerase, and Activation Reagent).
rn2000rf instruments for the quantilation of Hepatitis B Virus (HBV) DNA in human The Abbott m2000sp dispenses the resulting master mix to the Abbott 96-Well Optical
serum or plasma (EDTA) from chronically HBV-infcted individuals. The assay is Reaction Plate along with aliquots of the nucleic acid samples prepared by the Abbott
intended for use as an aid in the management of patients with chronic HBV infection m2000sp. After manual application of the Abbott Optical Adhesive Cover, the plate is

undergoing anti-viral therapy. The assay can be used to measure HBV DNA levels at ready for transfer to the Abbott n2000rf.
baseline and during treatment to aid in assessing response to treatment. The results Amplification
from the Abbott RealTime HBV assay must be interpreted within the context of all During the amplification/detection reaction on the m2000rt instrument, the target DNA
relevant clinical and laboratory findings. Assay performance for determining the clinical is amplified by the DNA Polymerase in the presence of deoxynucleotide triphosphates
stage of HBV Infection has not been established. Clinical performance characteristics (dNTPs) and magnesium. First, the HBV and IC primers anneal to their respective
have been established for individuals treated with adefovir dipivoxil. This assay is targets and are extended by the polymerase. Alter a denaturation step in which the
not Intended for use as a screening test In blood or blood products for HBV or sac temperature of the reaction is raised above the melting point of the double-stranded
diagnostic test to confirm the presence of HBV infection. DNA product, the newly created DNA strand is denatured from the target DNA.
SUMMARY AND EXPLANATION OF THE TEST During each round of thermal cycling, amplification products dissociate to single strands

at high temperature, allowing primer annealing and extension as the temperature is
HBV is a small, circular, partially double-stranded DNA virus of approximately 3,200 lowered. Exponential amplification of the target is achieved through repeated cycling
base pairs.' The virus can cause lifelong infection, cirrhosis (scarring) of the liver, between high and lower temperatures. Amplilication ot both targets (HBV and IC) takes
liver cancer, liver failure, and death.

2
The prevalence of HBV Infection and the method place simultaneously in the same reaction.

of transmission vary greatly around the world. In countries with a high prevalence of The target sequence for the Abbott Rearrhae HBV assay is in the Surface gene in the
chronic HBV infection, the most common route of infection is from mother-to-child at HBV genome. This region is specific for HBV and is highly conserved, The primers are
birth or from chlild-lo-child during early childhood. In areas of low prevalence, infection designed to hybridize to this region with the fewest possible mismatches among HBV
is usually acquired during adulthood through intravenous drug use or high-risk sexual genotypes A through H.
activity.' The risk of developing chronic HBV infection from acute exposure ranges from The IC target sequence is derived from the hydroxypynuvate reductase gene from the
90% In newborns of HBV-infected mothers to 25-30% for children under 5 and less than p
10% in adults.' Immunization is the most effective way to prevent HBV infection, and can Detection
offer greater than 95% protection against the development of chronic infection.' Tetecten /
Duantihation of HBV DNA Is important in the evaluation and management of patients steppbysmeasuingHtheafluorscencenofrthucts Is detected during the extension/anneal

step by measurin~g the fluorescence of the HBV probe that binds to the target during
with chronic HBV infection. Current guidelines recommend HBV viral load to determine the extension/anneal step. Similarly, the presence of IC amplification Is detected during
which chronic HBV patients should be treated and to monitor their response to the extension/anneal step by measuring the fluorescence of the IC probe.
therapy."' A low baseline viral load has been shown to be predictive of response too
therapy.' Conversely, a high baseline viral load is predictive of resistance to therapy

sequence with a fluorescent moiety that is covalently linked to the 5' end of the probe
as well as relapse following therapy, and has also been found to be an independent the S end of the probe
risk factor for hepatocellular carcinoma! Current treatment options include Interferon, and a quenching moiety that ix covantly linked to
peginterferon. and antimirat drugs such a. lam~ivdine adefovir, and tenofovir."' In the absence of the HBV or IC target sequences, probe fluorescence Is quenched.
HRV DNA In serum or plasma can be quantitated using nucleic acid amplification In the presence of HBV or IC target, the HBV or IC probes specifically bind to their

signal amplification technologies.' The Abbott RealTime HIV assay uses P target. During the extension/anneal step, the DNA potymerase cleaves, or nucleolytically
digests, the bound probe as it moves along the template strand. This separates the
fluomphore from the quencher, allowing fluorescent emission and detection.
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The HBV and IC probes are each labeled with a different fluorophore, thus allowing for M29-A3,'
6

and other appropriate biosafety practices." Therefore, all human sourced
simultaneous detection of both amplified products at each cycle. The amplification materials should be considered potentially infectious.
cycle at which fluorescent signal Is detected by the Abbott m2000rf is inversely These precautions include, but are not limited to, the following:
proportional to the log of the HBV DNA concentration present in the original sample. * Wear glovs when handling specimens or reagents.

PREVENTION OF NUCLEIC ACID CONTAMINATION · Do not pipette by mouth.
The possibility of nucleic acid contamination Is minimized because: · Do not eat, drink, smoke, apply cosmetics, or handle contact lenses in areas

* The Abbott RealTime HBV assay performs PCR amplification and oligonucleotide here these materials are handled.
hybridization in a sealed 96-Well Optical Reaction Plate. · Clean and disinfect spills of specimens by Including the use of a tuberculocidal

* Detection Is carried out automatically without the need to open the ge-well disinfectant such as 1.0% sodium hypochlorite or other suitable disinfectant."''
Optical Reaction Plate. · Decontaminate and dispose of all potentially infectious materials in accordance

· Aerosol barrier pipette tips are used for all pipetting. The pipette tips are with local, state, and federal regulationsas
discarded after use. The Abbott Realtime HBV Calibrators and Controls contain methyllsothiazotines as

* Separate dedicated areas are used to perform the Abbott Realhinne HBV assay. components of ProClin and are classified per applicable European Community (EC)
Refer to the SPECIAL PRECAUTIJONS section of this package insert. Directives as: Irritant (Xi). The following are the appropriate Risk (R) and Safety (S)

REAGENTS phrases:
R43 May cause sensitization by skin contact.

Abbott RealTme HBV Amplification Reagent Kit (List NO. 2N40-90) R36138 Irritating to eyes and skin.
1. INTERNAL CONTROL Abbott Realmime HBV Internal Control (List No. 2G34Y) S24 Avoid contact with skin.

(4 vials, 0.2 mL per vial) h ~ S25 Avoid contact with eyes.
* Less than 0.01% noninfectious linearized DNA plasmid in a buffer solution wit 35 This material and its container must be disposed of in a sale

carrier DNA, Preservatives: 0.085% Sodium azide and 0.15% ProClin
e

950. way.
2. AMPLIFICATION REAGENT PACK) Abbott Realime HBV Amplification Reagent S37 Wear suitable gloves.

Pack (List No. 2N,140) S39 Wear suitable eye/face protection.
(4 packs. 24 tests/pack) S46 If swallowed, seek medical advice Immediately and show this

container or label.
* 1 bottle (0.078 mL) DNA Polymerase (5.4 to 5.9 Units/pL) In a buffered solution

with stabilizers. Special Precautions
* 1 bottle (0.917 mL) HBV Oligonuclootide Reagent. Less than 0.1% synthetic

oligonucleotides (4 primers and 3 probes), and less than 0.2% dNTPs in a Handling Precautions
buffered solution with a reference dye. Preservatives: 0.085% Sodium azide and The Abbott Realtime HBV assay is only for use with human serum and plasma
0.15% ProClin 950. specimens that have been handled and stored in capped tubes as described in the

* 1 bottle (0.778 mL) Activation Reagent. 38 mM magnesium chloride in a buffered SPECIMEN COLLECTION, STORAGE, AND TRANSPORT TO THE TEST SITE section.
solution. Preservatives: 0.085% Sodium azide and 0.15% ProClin 950. During preparation of samples, compliance with good laboratory practices is essential

Abbott RealTme HBV Control Kit (List No. 2N40-80) to minimize the risk of cross-contamination between samples, and the Inadvertent
1. CONTROL - Abbott Real~ime HBV Negative Control (List No. 2G34Z) introduction of nucleases into samples during and after the extraction procedure. Proper

(B vials, 1.3 mL per vial) aseptic technique should always be used when working with DNA.
* Negative human plasma found to be nonreactive by FDA licensed tests for Amplification reactions such as PCR are sensitive to accidental Introduction of product

antibody to HCV, antibody to HIV-1, antibody to HIV-2, and HBsAg. The material from previous amplification reactions. False positive results could occur if either the
is also tested and found to be negative by FDA licensed PCR methods for HIV-1 clinical specimen or the RealTime reagents used in the amplification step become
RNA and HCV RNA. Preservatives: 0.1% ProClin 300 and 0.15% ProClin 950. contaminated by accidental introduction of even a few molecules of amplification

2. CONTROL t. Abbott Realmime HNV Low Positive Control (List No. 2a34W) product. Measures to reduce the risk of contamination in the laboratory include
(8 vials, 1.3 mL per val) physically separating the activities involved in performing PCR in compliance with good
* Heat-inactivated plasma reactive for HBV DNA in negative human plasma. laboratory practices.

Negative human plasma found to be nonreactive by FDA licensed tests for Work Areas
antibody to HOV. antibody to HIV-1 . antibody to HIV-2, and HasAg. The material Use two dedicated areas within the laboratory for performing the Abbott RealTme HBV
is also tested and found to be negative by FDA licensed PCR methods for HIVa1
RNA and HCV RNA. Preservatives: 0.1% ProClin 300 and 0.15% ProClin 950, assay.3. CO~tROL Abott RealtimeNOV PositiveControl No.· The Sample Preparation Area is dedicated to processing samples (specimens,

:3. ICNRLHAbbott Reamrme HBV High Posltlve Control (List No. 2G34X) TeSml
-S ma 1.3 ML per viHg (s)4Abbott Realime HBV Controls and Calibrators) and to adding processed

(8mvils, .3 mLper ial)samples, controls, and calibrators to the Abbott 96-Well Optical Reaction Plate.
* Heat-inactivated plasma reactive for HBV DNA in negative human plas The Abbott m2000sp combines the Abbott Realtme HBV amplification reagent

Negative human plasma found to be nonreactive by FDA licensed tests forNantivedy tohumantplboundy to beV-, antibonreactive bFd licens Thed testsrfr components to create the amplification master mix and transfers aliquots of the
antiody o HV. atiboy t HiVt, atibdy t HiV2. nd Hs~g.Themateialmaster mix to the reaction plate. All reagents used in the Sample Preparation

Is also tested and found to be negative by FDA licensed PCR methods for HIV-1 area should reain n t dated Areagat all l. Laboratorypcoats,
RNA and HCV RNA. Preservatives: 0.1% ProClin 300 and 0.15% ProCtin 950.Arasolre inIthsdicedraatllim.Lbotryot,
AbbottRNAand HCV CNaliPre atives:t 0.is% Pro.lin 300 and 24 0.715% Pron90.pipettes, pipette tips, and vortexers used In the Sample Preparation Area must

Abbott Realme HBV Calgbrator Kit (List No. 2N40-7O) re main in this area and not be moved to the Amplification Area. Do not bring
I. CAL A Abbott RearlToe HBV Calibrator A (List No. 2G34A) amplification product Into the Sample Preparation Area.

(12 vials. 1.3 mL per vial) . The Amplification Area is dedicated to the amplification and detection of
* Less than 0.01% noninfectious linearized HBV DNA plasmid in a buffer solution. amplified product. Laboratory coals and equipment used in the Amplification

Preservatives: 0.085% Sodium azide and 0.15% ProClin 950. Area must remain In this area and not be moved to the Sample Preparation
2. ¢CAL l Abbott Reatt1me HBV Calibrator B (List No. 2G346) Area.

(12 vials, 1.3 mL per vial) Components contained within a kit are intended to be used together. Do not mix
* Less than 0.01% noninfectious linearized HBV DNA plasmid in a buffer solution. components from different kit lots. For example, do not use the negative control from

Preservatives: 0.085% Sodium azide and 0.15% ProClin 950. control kit lot X with the positive controls from control kit lot Y.

WARNINGS AND PRECAUTIONS Do not use kits or reagents beyond expiration date.
FIVO] In VItro Diagnostic Medical Device Work areas and instrument platforms must be considered potential sources of

For In Vitro Diagnostic Use Only. contamination. Change gloves after contact with potential contaminants (specimens,
The Abbott Reallime HBV assay is not intended for use in the screening of blood, eluates, and/or amplified product) before handling unopened reagents, negative control,
plasma, or tissue donors for HBV, or to be used as a diagnostic test to confirm the positive controls, calibrators, or specimens. Refer to the Abbott m2000sp Operations

Manual and the Abbott m2000rf Operations Manual for instrument cleaning procedures.presence of HBV infection.
Use only UJSP Grade 190.200 Proof Ethanol (95.100% Ethanol) to prepare the If the Abbott m2000sp instrument run Is aborted, dispose of all commodities and
mWash2_, sample preparation reagent, Do not use ethanol that contains denaturants. reagents according to the Abbott n2000sp Operations Manual. If the Abbott n2000sp

master mix addition protocol is aborted, seal the Abbott 96-Well Optical Reaction Plate
Safety Precautions in a sealable plastic bag and dispose according to the m2000sp Operations Manual,

Refer to the Hazard Sections of the Abbott M2000sp Operations Manual and the Abbott Hazards section, along with the gloves used to handle the plate.
m2000rt Operations Manual for instructions on safety precautions. If the Abbott mn2000r1 instrument run is interrupted or aborted, seal the Abbott 96-Well
AN CAUTION: This product contains human sourced and/or potentially infectious Optical Reaction Plate in a sealable plastic bag and dispose according to the Abbott
components. For a specific Ilsting, refer to the REAGENTS section of this package ,2000r Operations Manual along with the gloves used to handle the plate.
insert. Negative human plasma has been found to be nonreactive by FDA licensed tests Decontaminate and dispose of all specimens, reagents, and other potentially
for antibody to HOV. antibody to HIV-t, antibody to HIV-2, and HBsAg, The material is biohazardous materials in accordance with local, state, and federal regulations.

tm .

also tested and found to be negative by FDA I censed PCR methods for HIV-1 RNA All materials should be handled in a manner that minimizes the chance of potential
and HCV RNA. No known test method can offer complete assurance that products contamination of the work area. Note: Autoclaving the sealed Reaction Plate will not
derived from human sources or Inactivated microorganisms will not transmit infection. eltminate the amplified product and may contribute to the release of the amplified
These reagents and human specimens should be handled as If Infectious, using safe product by opening of the seal. The laboratory area can become contaminated with
laboratory procedures, such as those outlined in Biosafety In Microbiological and amplified product if the waste materials are not carefully handled and contained
Biomedical Laboratories,

1" OSHA Standard on Bloodborne Pathogens," CLSI Document before and after processing.
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Aerosol Containment INSTRUMENT PROCEDURE
To reduce the risk of nucleic acid contamination due to aerosols formed during manual The Abbott Realime HBV alplicadion fili(s) must be installed on the Abbott m2000sp
pipetting, aerosol barrier pipette ips must be used for all manual pipetting. The pipette and Abbott m2000rt instruments from the Abbott RealTime HBV m2000 System
lips must be used only one time. Clean and disinfect spills of specimens and reagents Combined Application CD-ROM prior to performing the assay. For detailed information
as stated in the Abbott M2000sp or the Abbott m2000ri Operations Manuals. on application file installation, ref to the Abbott m2000sp and n2000rt Operations

Contamination and InhIbItion Manuals. Operating Instructions section.
The following precautions should be observed to minimize the risks of DNa ABBOTT REALTIME HBV ASSAY PROCEDURE
contamination, cross-contamination between samples, and Inhibition:

* Wear appropriate personal protective equipment at all times. Materials Provided
· Use powder-free gloves. . Abbott Real-ime HBV Amplification Reagent Kit (Ust No. 2N40-90)
· Change gloves after contact with potential contaminants (specimens, eluates, Materials Required But Not Provided

and/or amplified product). * Abbott RealTme HBV Control Kit (List No. 2N40o80)
* To reduce the risk of nucleic acid contamination due to aerosols formed during * Abbott Realime HBV Calibrator Kit (List No.2N40.70)

manual pipetting, pipettes with aerosol barrier tips must be used for all pipetting. Sample Preparation Area
The length of the tip should be sufficient to prevent contamination of the pipette * Abbott m2000sp
barrel. While pipetting, care should be taken to avoid touching the pipette barrel · Abbott reSample Preparation System_ (4 x 24 Preps) (List No. 06K12-24)
to the Inside of the sample tube or container. The use of extended aerosol · Abbott Proteinase K (List No. 3L78-60)
barrier pipette tips is recommended. · Abbott RealTime HBV m2000 System Combined Application CD-ROM

* Change aerosol barrier pipette tips between ALL manual liquid transfers. (List No. 2N43)
* Clean and disinfect spills of specimens and reagents as stated in the Abbott * Sample Racks

m2000sp and the Abbott m2000rt Operations Manuals, Hazards section. · 5 mL Reaction Vessels
* Replace any empty or partially used 200 pL and 1000 pL disposable tip trays with * 200 mL Reagent Vessels

full trays before every run. * Master Mix Vial
- . The Abbott mSample Preparation System. (4 x 24 Preps) and Abbott Proteinase * Abbott 96-Well Optical Reaction Plate

K reagents are single use only. Use new reagent vessels, reaction vessels, and * Abbott 96-Deep Well Plate
newly opened reagents for every new Abbott RealTinme HBV assay run. At the * Abbott Sptash-Ree Support Base
end of each run, discard all remaining reagents from the worktable as stated in * Abbott Optical Adhesive Cover
the Abbott m2000sp Operations Manual and the Abbott mSample Preparation * Abbott Adhesive Cover Applicator
Systemr (4 x 24 Preps) and Abbott Proteinase K package inserts, * Round-bottom 12.5 x 75 mm Sample Tubes

Vortex Mixer
SS50 mL Polypropylene Centrifuge Tubes

Abbott RealTime HBV Amplification Reagent Kit (List No. 2N40-90) Centrifuge capable of 2,000g
Calibrated Precision Pipettes capable of delivering 10 pL-1000 pL

10lC The Abbott Realtime HBV Amplification Reagent Pack and Internal 20 pL-1000 pL Aerosol Barrier Pipette Tips for precision pipettes
Control vials must be stored at -10'C or colder when not in use. Care Serological Pipettes
must be taken to separate the Abbott Real'Time HBV Amplification Graduated Cylinder, 100 mL
Reagent Pack that is in use from direct contact with samples, USP Grade 190-200 Proof Ethanol (95-100% Ethanol). Do not use ethanol that
calibrators, and controls, contains denaturants.

A Molecular Biology Grade Water
A 1.7 mL Molecular Biology Grade Microcentrifuge Tubes (Dot Scientific, Inc. or

1l The Abbott RealTire HBV Negative and Positive Controls must be equivalent)
stored at -10'C or colder. · Cotton lip Applicators (Puritan or Equivalent)'

i Note; These items are used in the procedure for Monitoring the Laboratory for the
Abbott Reallme NOV Calibrator Kit (List No. 2N440-70) Presence of Amplification Product. Refer to the QUALITY CONTROL PROCEDURES

section of this package insert.
10lC The Abbott Realtime HBV Calibrator A and Calibrator B must be Amplification Area

stored at -10'C or colder. · Abbott m2000rt
I' * Abbott Realtime HBV m2000 System Combined Application CD-ROM

(List No. 2N43)
S Abbott m2000rtf Optical Calibration Kit (List No. 4J71-93)

* Abbott Reatl-ime HBV Amplification Reagent Kit: Ship on dry ice. Other Materials
* Abbott Realilme HBV Control Kit: Ship on dry ice. * Biological safety cabinet approved for working with infectious materials.
* Abbott Real"Ime HBV Calibrator Kit; Ship on dry Ice. * Sealable plastic bags

INDICATION OF INSTABILITY OR DETERIORATION OF Procedural Precautions
REAGENTS Read the Instructions In this package insert carefully before processing samples.

When a positive or negative control value is out of the expected range, It may Indicate The Abbott Real'ime HBV Calibrators, Internal Control, Negative Control, and Low and
deterioration of the reagents. Associated test results are invalid and samples must High Positive Control vials are Intended for single-use only and should be discarded
be retested. Assay recalibration may be necessary. Refer to the QUALITY CONTROL after use.
PROCEDURES: Assay Calibration section of this package insert for details. Sample tubes should be inspected for air bubbles. If found, remove them with a sterile
If you receive reagents, calibrators, or controls that are in a condition contrary to label pipette tip. Reagent bubbles may Interfere with proper detection of reagent levels In
recommendation, or that are damaged, contact Abbott Molecular Technical Services. the reagent vessel, causing insufficient reagent aspiration, which could impact results.
SPECIMEN COLLECTION, STORAGE, AND TRANSPORT TO Caution should be taken to avoid cross-contaamlnatlon between samples by using a

new stertle pipette tip for each tube.
THE TEST SITE Use aerosol barrier pipette tips or disposable pipettes only one time when pipetting
Specimen Collection and Storage specimens, controls, calibrators, or Amplification Reagents. To prevent contamination

to the pipette barrel while pipetling, care should be taken to avoid touching the pipette
Humanseru andplasa (ETA) peciens my beusedwiththe bbot Reatime barrel to the inside of the sample tube or container. The use of extended aerosol

HBV assay. Follow the manufacturer's instructions for processing collection tubes. barrer piete ips is reommended.
barrier pipette tips is recommended.

Freshly drawn specimens (whole blood) may be held at 2 to 300C for up to 6 hours Monitoring procedures for the presence of amplification product can be found in the
prior to centrifugation. QUALITY CONTROL PROCEDURES section in this package insert.
After centrifugation, remove serum or plasma from cells. Serum or plasma specimens To reduce the risk of nucleic acid contamination, clean and disinfect spills of
may be stored: specimens by including the use of a tuberculocidal disinfectant such as 1.0% sodium

* At 15 to 30'C for up to 24 hours hypochlorite or other suitable disinfectant.
* At 2 to 8rC for up to 3 days A calibration curve must be established before specimens are tested. The use of the
* At .20tC or colder for longer term Abbott RealTime HBV Calibrators and Controls is integral to the performance of the

Multiple freeze-thaw cycles should be avoided. If frozen, thaw specimens at 15 t Abbott RealTme HBV assay. Refer to the QUALITY CONTROL PROCEDURES section
or at 2 to 8'C. Once thawed, if specimens are not being processed Immediately, they of this package insert for details.
can be stored at 2 to B'C for up to 6 hours,

Specimen Transport ASSAY PROTOCOL
Ship specimens frozen on dry ice. For domestic and international shipments, specimens Sample Preparation Area
should be packaged and labeled in compliance with applicable state, federal, and All specimen storage and preparation must take place In the dedicated Sample
international regulations covering the transport of clinical, diagnostic, or biological Preparation Area. Refer to the Handling Precautions section of this package insert for
specimens. instructions before preparing samples.
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For a detailed description of how to operate the Abbott m2000sp instrument and Abbott 11. Place the g mL Reaction Vessels into the mg200sp 1 mL subsystem carrier,.
m2000gr instrument, refer to the Abbott m20OOsp and m2090rt Operations Manuals, 12. Load the carrier racks containing the Abbott mSample Preparation reagents and
Operating Instructions section. Protelnase K, and the Abbott 96-Deep Well Plate, on the Abbott m2000sp worktable
Laboratory personnel must be trained to operate the Abbott m2OOOsp and mg200or as described in the Abbott rn2000sp Operations Manual, Operating Instructions.
instruments. The operator must have a thorough knowledge of the applications run on 13. From the Run Sample Extraction screen, select the appropriate application file
the instruments and must follow good laboratory practices. corresponding to the sample volume being tested. Initiate the sample extraction
1. A maximum of 48 samples can be processed in each run. A negative control, a low protocol as described in the i2000sp Operations Manual, Operating Instructions.

positive control, and a high positive control must be Included In each run, therefore Enter calibrator (needed if a calibration cur has not been stored on the
allowing a maximum of 45 specimens to be processed per run. nxt2000rf) and control tot specific values in the Sample Extraction: Assay Details

screen. Lot specific values are specified in each Abbott Reallime HBV Calibrator
NOTE: if performing a run of more than 24 samples, empty the solid waste and Control Kit card.
container before the run and replace with a new blohazard bag If any waste
a3 present. NOTE: Verify the values entered match the values on the kit cards.

•Check sample volume. The Abbott RealTime HBV assay minimum sample volume *The Abbott m2OOOsp Master Mix Addition protocol (step 14) must be initiated
and associated rack requirements on the Abbott in2000sp are: within 60 minutes after completion of the Sample Extraction protocol.

Abbott Real"ime HBV NOTE: Change gloves before handling the amplification reagents.-]
Minimum Sample Volume 14. Load the amplification reagents, the master mix vial, and the 96-well Optical

Assay Appllcatlon Reaction Plate on the m200Osp worktable after sample preparation is completed.

Rack Thbe Diameter' 0.2 mL 0.5 m *Each Amplification Reagent Pack supports up to 24 reactions.
L___ _ __ _ __ _ __ _ __· Ensure the amplification reagents are thoroughly thawed before use.

13 mm 11.5 mm- 14.0 mm 0.4 mL- 0.8 mL 0.7 mL - 1.2 mL * Prior to opening the amplification reagents, ensure that the contents are at the

16 mm 14.5 mm- 16.0 mm 0.4 mL- 1.0 mL 0.8 mL - 1.4 mL bottom of the vials by tapping the vials in an upright position on the bench.
- Remove and discard the amplification vial caps.

Peters te the sa.ple tube euter diameter. * A second Amplification Reagent Pack is required if performing 25 to 48 reactions.
Minimum sample volume varies with tube geometry and size. Refer to the 15. Select the appropriate deep well plate from the Run Master Mix Addition screen
m2000sp Operations Manual and QUICK REFERENCE GUIDE FOR SAMPLE that matches the corresponding sample preparation extraction. Initiate the Abbott
TUBE SIZES AND VOLUMES for recommended sample input volume. a m2000sp Master Mix Addition protocol. Follow the instructions as described in the

· If frozen, thaw specimens at 15 to 3O'C or at 2 to 8'C. Once thawed, if specimens Abbott m2000sp Operations Manual, Operating Instructions section.
are not being processed immediately, store at 2 to 8'C for up to 6 hours. · The m2000fl protocol (step 20) must be started within 60 minutes of the

· Before use, vortex specimens three times for 2 to 3 seconds. Ensure that
bubbles or foam are not created. If found, remove them with a new sterile
pipette tip for each tube. Specimens showing particulate matter or turbidity Amplification Area
should be clarified by centrifugation at 2,0OOg for 5 minutes prior to testing. 16. Switch on and initialize the Abbott i2000rf In the Amplification Area.
Aliquot each specimen Into clean tubes or vials If necessary. Refer to the Abbott * The Abbott i200frt requires 15 minutes to warm up. .
m2000sp Operations Manual for tube sizes. Avoid touching the inside of the cap tion Area.
when opening tubes. when opening tubes. ~~~~~~~~~~~I NOel: Remove gloves before returning to the Sample PreparainAe . ]

2. Thaw assay controls and Internal Control (IC) at 15 to 30C or at 2 to 8'C. Thaw Sample Preparation Area
calibrators at 15 to 30'C or at 2 to 8'C only if performing a calibration run; see 17. Seal the Abbott 96-Well Optical Reaction Plate after the Abbott m2OOOsp
QUALITY CONTROL PROCEDURES section of this package insert. instrument has completed addition of samples and master mix according to the
· Once thawed, if calibrators, controls, and IC are not being processed immediately, Abbott m2Ogasp Operations Manual, Operating Instructions section.

store at 2 to B'C for up to 24 hours.
Vortex each assay calibrator and each control three times for 2 to 3 seconds NESic immf48samplescan be proessed In
before use. Ensure that bubbles or foaming are not created. If found, remove 96-Wel Optical Reaction Plate will contain empty wells.
them with a new sterile pipette tip for each tube. Ensure that the contents of the
vials are at the bottom after vortexing by tapping the vials on the bench to bring 18. Place the 96-Well Optical Reaction Plate into the Splash-Free Support Base for
liquid to the bottom of the vials, transfer to the Abbott m2000gf instrument.

3. Thaw amplification reagents at tS to SO'C or at 2 to 8WC until required for the 19. Export the completed 96-Well Optical Reaction Plate results to a CD or Network
amplification master mix procedure. This step can be initiated before completion of Drive.
the sample preparation procedure. Amplification Area

Note:lDo not vortex the Amplification Reagent Pack. 20. Place the Abbott 96-Well Optical Reaction Plate in the Abbott m2000rt instrument.
Iport the m2000sp test order vas CD or Network Drive per the Import Order

* Once thawed, the amplification reagents can be stored at 2 to 8'C for up to 24 imprt the 2 bbott ord va erNtwork Drive per the import Ore
hours if not used immediately. ~~~~~~~instructions in the Abbott ns2g0g0 Operations Manual. Operating Instructionshours it not used immediately. scin

4. Open the Abbott Proteinase K reagent pack. Add 17.15 mL of Molecular Biology
Grade water to a 50 mL polypropylene centrifuge tube. Pipet 2.45 mL of Proteinase POST PROCESSING PROCEDURES
K into the container of water. Mix by gentle inversion tO to 15 times. Transfer the 21. Remove the Abbott 96-Deep Well Plate from the worktable and dispose according
entire contents to a reagent vessel labeled with the Proteinase K barcode label. to the Abbott m2000sp Operations Manual.
Place the reagent vessel in reagent carrier #1 location 2. 22. Place the Abbott 96-Welt Optical Reaction Plate in a sealable plastic bag and

NOTE: The following steps S through 9 pertain to the use of the reSample dispose according to the Abbott m2000rf Operations Manual, along with the gloves
Preparation System kit (List No. 06K12-24). used to handle the plate.

_______k_________ t__________________t ______No. __________061<____________2___ 23.- Clean the Splash Free Support Base before next use, according to the Abbott

NOTE: Use one bottle of Protelnase K solution, one set of the reSample M2000fl Operations Manual.
Preparation Systemr reagents, one vial of IC, and one Rearime HBV OUALITY CONTROL PROCEDURES
Amplification Reagent Pack to support up to 24 reactions. Use a second
set of reagents to support 25 to 48 reactions, with the exception of the Abbott m2000rt Optical Calibration
mMicroparticles.. One bottle of mMicroparticles will support up to 48 Refer to the Calibration Procedures section in the Abbott m2OOOrt Operations Manual
reactions. Do not use more than one bottle of nmlyltcropartlcles 0 . for a detailed description of how to perform an Abbott m2000rt Optical Calibration.

5. Open the Abbott mSample Preparation pack, If crystals are observed in any of the 'Optical calibration of the Abbott n instrument is required for the accurate
reagent bottles upon opening, allow the reagents to equilibrate at room temperature measurement and discrimination of dye fluorescence during the Abbott Realime HBV
until the crystals disappear. Do not use the reagents until the crystals have assay.
dissolved. The following Abbott m2000rt Optical Calibration Plates are used to calibrate the Abbott

6. Prepare the mWash2. by adding 70 mL of USP Grade 190-200 Proof Ethanol mt000a instrument for the Abbott Realtme HBV assay:
(95-100% Ethanol) to the mWash2, bottle as described in the Abbott reSample · FAM" Plate (Carboxyhuorescein)
Preparation System_ product Information. Do not use ethanol that contains · ROX" Plate (Carboxy-X-rhodamine)
denaturants. * VIC

e
Plate (Proprietary dye)

7. Vortex the IC vial(s) three times for 2 to 3 seconds before use. Assay Calibration
8. Using a calibrated precision PIPETTE DEDICATED FOR INTERNAL CONTROL USE A calibration curve is required to quantitate H8V DNA in the specimens and controls.

ONLY, add 100 pL of IC to a bottle of mLysis Buffer. Mix by gently inverting the Two assay calibrators are run In replicates of three to generate a calibration curve
container 5 to 10 times to minimize foaming. (HBV concentration [log IU/mL] versus the threshold cycle [Ct] at which a reactive level

9. Gently invert the Abbott rnSample Preparation bottles to ensure a homogeneous of fluorescent signal is detected). The lot specific values for Calibrator A and Calibrator
solution and pour the contents into the appropriate reagent vessels per the Abbott B are specified on each Abbott RealiTme HBV Calibrator Kit Card and must be entered
m2000sp Operations Manual, Operating Instructions. Into the assay test order when a run is performed. The calibration curve slope and

10. Place the low and high positive controls, the negative control, the calibrators (if intercept are calculated and stored on the instrument. The concentration of HBV DNA in
applicable), and the patient specimens into the EZOOOsp sample rack. a sample is calculated from the calibration curve. Results are automatically reported on

the m2000fl workstation.
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The Low and High Positive Controls and Negative Control must be included in the RESULTS
calibration run.
Follow the procedure for sample extraction, reagent addition, amplification and detection Calculation
protocols as stated In the Abbott ,n2000sp Operations Manual and the m2000rf The concentration of HBV DNA in a sample or control is calculated from either a stored~
Operations Manual. Ensure that assay control values observed in the final report am calibration curve. or a calibration curve created by calibrators within a calibration or
within the ranges specified on the Abbott RealTime HBV Control Kit Card, sample run. The Abbott no2000rf instrument automatically reports the results crn the
Once an Abbott Realfirme HBV calibration Is accepted and stored, it may be used ni20r workstation. Assay results are reported in IU/mL or log IU/ML. Results can also
for 6 months. During this timne, all subsequent samples may be tested without further be reported In coples/maL or log copieslmLd using a conversion factor of 3.41
calibration unless: (1 IU - 3.41 copies). Note: The assay Is calibrated to the WHO International HB3V

DNA Standard. The 3.41 conversion factor Is based on an average conversion factor
* An, Abbott callinme HOV Amplification Reagent Kit with a new lot number is acress the assay dynamic range.

used.
* An Abbott moSample Preparation Systemi (4 x 24 Preps) with a new lot number The following table represents the potential ns2000rt outputs that can be observed by

is used. the user.
* An Abbott Realfirme HBV application specification file for a different sample Interpretation of Results

volume is used.
* An updated version of the Abbott Real-time HBV appilication specification file is Sample

installed. Volume Result Interpretation
Detection of InhibItion 0.5 mL Not Detected Target not detected
An IC threshold cycle [C'] assay validity parameter is established during a calibration .c1.00 Log IU/mL- Detected&
run. 1.DD to 9.00 Log iIU/ML
Prior to sample preparation, a defined, consistent quantity of the IC is introduced into >9.00 Log MiUmi. ULO'
the lysis buffer, which is then used during the processing of each specimen, calibrator.
and control, and measured on the mr2000rt instrument to demonstrate proper sample 0.2 mL Not Detected Target not detected
processing and assay validity, The IC is composed of a DNA sequence unrelated to the C1.18 Log IU/mi-b Detected'
HBV DNA sequence. 1.18 to 9.00 Log iU~mL
The median amplification cycle at which the IC target sequence fluorescent signal is 9.00 Log IU/mL >ULQ'

detected in calibration samples establishes the IC Ci validity range to be met by all _ _______________________________________

subsequent processed specimens using that calibration curve. 10i IU/mL
An error is displayed when a specimen or control tails to meet this specification. Refer IS ILJ/mL
to the Abbott m2000rr Operations Manual for an explanation of the corrective actions Below J-0 (lower I mit of quaitio or WoO): HBV DNA is not quantifiable.

Speciens vose I Ct alue alls utsid of he esablised rage dCalculated rslsare within essay linear range. If a calculated result is obtaind, the
for the error code. pcmn hs CC au alsotieo h salse ag Intemrprtation fisel Ia left blank.
must be retested starting with sample preparation. * ULO - above upper limit ci quarititatien or uLoQ; if IU/mL results are above the linear
Negative and Positive Controls range of the a.ssa., results are reported as >t.,000,000,000 lU/aL HOV DNA.-
A negative control, a low positive control, and a high positive control are included in
each run to evaluate run validity. If negative or positive controls are out of range, all of the specimens and controls from
The lot specific values for the low positive control and high positive control are specified that run must be reprocessed, beginning with sample preparation.
on each Abbott Realtme HB3V Control Kit Card and must be entered into the test order If quantitative results are desired for those specimens reported as > ULO (ULoO), the
when a run is performed, original specimen should be diluted 1:50 with HBV-negative human plasma or seurum
An error is displayed when a control result is out of range. Refer to the Abbott m2000fl (consistent with the matix of the original specimen), and the test repeated. Multiply
Operations Manual for an explanation of the corrective actions for the error code, It the reported result by the dilution factor of 50 to obtain the quantitative result. Example
negative or positive controls are out of range, all of the specimens and controls from calculations are provided below.
that run must be reprocessed, beginning with sample preparation.
The presence of HBV must not be detected in the negative control. HBV detected in Cluae1' Multil whole nube
the negative control Is indicative of contamination by other samples or by amplified Exempte result for ut:rontowle factor) to obtainresult (y-woenmr
product introduced during sample preparation or during preparation of the Abbott 96- dilated specimen nubr corrected fir dilutionreut
Welt Optical Reaction Plate. To avoid contamination, clean the Abbott m2000sp and
m2000rt Instruments and repeat the sample processing for controls and specimens 7.59 I., iufrrl 389415IIm ,945,225,750 iU/ml- 92 oUm
following the Procedural Precautions. It negative controls are persistently reactive, 63,095,734 iufrrL 3,154,706,700 IU~mL
contact your Area Customer Support representative. 6.00 leg ccpdie/mL- 31.9734 S 547,867,250 105locoeam
Monitoring the Laboratory for the Presence of Amplification Product coisnLCcpies/mL

it is recommended that this lest be done at toast once a month to monitor laboratory 49 905 245 2,495,262,250
surfaces and equipment for contamination by amplification product. IllIs very Important c~p1ahrL , cpies/mL-
to test all areas that may have been exposed to processed specimens and Controls.
calibrators, and/for amplification product. This includes routinely handled objects such
as pipettes, the Abbott m2000sp and n,200 function keys, laboratory bench surfaces, LIMITATIONS OF THE PROCEDURE
microcentrifuges, and centrifuge adaptors.
1. Add 0.8 mL Molecular Biology Grade water to a 1.7 mL DNaseftroe microcentrifuge *FOR IN VITRO DIAGNOSTIC USE ONLY.

tube. *Optimal performance of this test requires appropriate specimen collection,
2. atuatetheCotontipof n aplcatr (urianor equivalent) In the Molecular storage, and transport to the test site (refer to the SPECIMEN COLLECTION,

2. olSaturatete Cotton tipof ten appicaeto(Prif~etan STORAGE, AND TRANSPORT TO THE TEST SITE section of this package Insert).
3. Uingthesatrate cotontipof te apliato, wie te aea o bemontord *Human serum and plasma (EDTA) may be used with the Abbott Reaffirme HBV

3. sin th sauraed ottn ip f te apliato, wpethe mireIoetrbue mntube, assay. The use of other anticoagulants has not been validated for use with the
using a sweeping motion. Place the applicator into th iretiuetb.Abbott Realtime HBV assay.

4. Swirl the cotton tip in Molecular Biology Grade water 10 times, and then press * The use of specimens collected in serum tubes that contain Z-clot activator, or
the applicator along the Insid of the tube so that the liquid drains back In to the similar types of rapid clot activator, may cause inhibited results In the Realiirse
solution at the bottom of the microcentrifuge tube. Discard the applicator. NO3V assay. Therefore, serum collection tubes containing Z-clot activator or

5. Pipette 0.5 mL of the inWash 1 buffer to a clean tube using the pipettes dedicated similar rapid clot activators should not be used.
for Internal Control use, * The Instruments and assay procedures reduce the risk of contamination by

6. Add 20 pL ot the inWash 1 butter to each microcentriffuge tube, amplification product. However, nuclefic acid contamination from the calibrators,
7. Cap the microcentrifuge tube. positive controls, or specimens must be controlled by good laboratory practice
8. Test this sample according to the assay procedure section of this package insert, and careful adherence to the procedures specified In this package Insert,
9. Transfer liquid from microcentrifuge tube to a 5 mL Reaction Vessel. e In rare cases, a very low, levl positive result may occur from cross contamination
10. Bring the volume to 1.5 ML with Molecular Biology Grade water, during processing of an extremely high copy numbor adjacent specimen.
11. The presence of contamination is indicated by the detection of HI3V In the swab Carryover rates in representativet studies ranged from 00A to 256. Per treatment

samples, guidelines, a 1 log increase is needed in order to impact patient management-'m1

12. If HBV is detected on equipment, follow the cleaning and decontaminanting In addition, treatment guidelines require two consecutive elevated measurements
guidelines given in that equipment's operations manual. If HBV is detected on to occur before changing patient management.
surfaces, clean the contaminated areas with 1.0% (v/v) sodium hypochtorite A single Ertlecavir mutation (rtA97V) occurs within the reverse primer. Of all
solution, followed by 70% ethanol or water. Note: Chlorine solutions may pit known resistance mutations, it is the only one that occurs within any Abbott
equipment and metal. Use sufficient amounts or repeated applications of 70% Real-fime HB3V primer or probhe sequence. Software simulation predicts that this
ethanol or water unti IChlorine residue is no longer visible. mutation (rtA97V) would not be expected to interfere with assay results when

13. Repeat testing of the contaminated area by following Steps 1 through 10. using Realtpime HB3V assay conditions.
A specimen with a result of 'Not Detected" cannot be presumed to be negative
for HBV DNA.
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*P~reision was established with HBV Genotypes A and C only. LINEAR RANGE
*Drug interference was evaluated using a plasma matrix, and was not evaluated In The ULO (ULoC) for the Abbott RealTine HSV assay is 10' IU/mL (9.00 log IU/mL)

serum. The listed drugs were tested in pools, and individual drug ettects were not and the LLO (W~oO) is equivalent to the LOD, which is 10 IU/mL (1.00 log IU/mL) for
assessed. the 0.5 mL sample preparation protocol and 15 IU/ml. (1.18 log IU/Mt4 for the 0.2 ML

*The interference studies were performed with an HBEV DNA concentration of sample preparation protocol.
2,933 IUlml (3.47 tog IUImL). Potential interference on HBEV DNA concentrations In one study, a 13-member panel prepared by diluting an HBy-positive specimen
close to the assay LLO (W~oO) was not assessed, targeted from 9.13 log IU/mL to 0.29 tog UmImL in H91V negative human plasma was

*Some ot the cross-reactivity studies were performed with nucleic acids (DNA tested and evaluated in accordance with methods defined in the CLSI EP6-A,5 uing
and RNA) only. For further detail, reter to the SPECIFIC PERFORMANCE the 0.5 ML sample preparation protocol. The Abbott Realtinne HBV assay was shown
CHARACTERISTICS section of this package insert, to be linear in plasma across the range ot HBV DNA concentrations tested (shown in

*Results from the Abbott RealTime HBV assay should be Interpreted in conjunction Figure 2) with deviation trom linearity of not more than 0.20 log IU/mL.
with other clinical and laboratory findings. In a second study, one panel consisting of Genotype A and one panel consisting of

SPECIFIC PERFORMANCE CHARACTERISTICS Genotype C were tested. The two 10-mermber panels were prepared by diluting to

The following performance characteristics were determined using the Realtime HBV concentrations targeted from 1.27 log IU/mL to 8.47 log IU/mL for Genotype A and
assay with the 0.5 mL sample preparation procedure, unless otherwise specified. 1.59 log lU/ML to 8.79 log IU/mnL for Genotype C. The two panels were prepared

WHO STANDARDIZATION with high copy H1By-positive specimens diluted in HBEV serologically-negative human
plasma. Least squares linear regression analysis was performed for Genotypes A and C

Figure 1 demonstrates the comparison of Abbott Realtpime HBV Assay Calibrators to separately. Analysis for Genotype A is shown in Figure 3 and analysis for Genotype C Is
the WHO International HBV DNA Standard. Abbott RealTime HBV Calibrators trace to shown in Figure 4. The Abbott RealTime 11EV assay was shown to be I near in plasma
the World Health Organization (WHO) International Standard for Hepatitis B Virus DNA across the range of HBV DNA concentrations tested for HSV Genotype A and HB1V
(NIBSC) each time a lot is manufactured. Each lot of calibrator is specifically assigned Genotype C.
a quantitation value through testing with 11EV Primary Calibrators, which are directly
tested against the WHO standard. The lot-specific quantitation values for each HBV Figure 2
calibrator are entered into the n,2000rf software when a run is being performed. Abbott Realtinme HBV Linear Range
The evaluation was conducted with the WHO 1' International 11EV DNA Standard, and Least Squares Linear Regression Analysis
one lot of HBV Calibrators, and was performed on one run. The WHO standard was
reconstituted to a concentration of I so 10" IU/mL_ and then diluted to I so l0', 1 x 10',Inr
and 1 so to' IU/mL in negative human plasma. The highest assay calibrator, Calibrator - on99.o all
B. which is lot-assigned at 6.42 log IU/mL. was diluted to 1 so 101,1 nx t0', I so 10', and 9.0 0.055
1 so 10' IU/mL in Tris-EDTA (TE) biller. The data for Calibrator B and its dilution series -

are presented in comparison to the WHO standard dilution series in Figure 1. The 65

results indicate that the assay standardization process provides quantitation values for
the Realtime HBV Calibrators and the WHO standard that are similar to the expected 7s

values, with deviation of not more than 0.33 log IU~nnL.. The maximnum deviation was
obtained at the assay ULO (ULoQ). - s

Figure 1 80

Comparlsonm of WHO 1' International HBV DNA Standard
with Abbott Reallime HI3V Calibrators 5 .0
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Figure 4 LINEARITY OF ASSAY BY HBV GENOTYPES
Abbott Reall HBV Lines, Range ~The ability of the Realtim HBV assay to detect and quantitate HBV genotypes was

Labbot Reualrese Linear R agesine Anlssevaluated through linearity studies by diluting eight specimens, one of each genotype A
Les Gqa esLnearp Rersso Anlssthrough H, to target concentrations of 4.47 tog tU/mL, 3,47 tog tU/ml, 2.47 tog tUJmL,

Genotype C ~~~~~~~~and 1.17 log IU/mL in HBV serologicatty negative human plasma. Three replicates were.
a ~~~~~~~~~~~~~~~~~~tested at each concentration for each genotype, using the 0.5 mL sample preparation

MMag -ore9 protocol. Data of the studies demonstrated that Real-gime HBV assay Is capable to
-O~tquantitate different HBV genotypes across linear range with deviation of not More than

0.51 log iI~JmL. The resutts are summarized in Table 3 and Figure 5.

Table 3
Abbott Reahlime HBV

C Linearity of Assay by HBV Genotypes
> s ~~~~~~~~~~~~~~~~~~~~~~~~~~~~~Maximum Difference-
T ~~~~~~~~~~~~~~~~~~~~~~~~~~~~~Between Genotype A and

jiI ~ ~~~~~~~~~~~~~~~~~~~~~Linear Equation from Corresponding Genotype
a ~~~~~~~~~~~~~~~~~~~~~~Genotype Linearity Study (Log WimL

3 ~~~~~~~~~~~~~A y -O0.5x+0.19 n/a
B y - 0.89x + 0.40 0.35

2 C y -0O.93x +0.32 0.11

D y - 0.89x + 0.43 0.32
1 ~~~~~~~~~~~~~~E y -0.O6x -O.5 8 0.4"

IF y - 0.90x + 0.42 0.23
G y - 0.85x + 0.81 0.51

I 2 3 4 5 t t a ~~~~~~~~~~~~Hy -O.86rx4-0.60 0.42

lOgicicnaaLag IUMLI The maximumn difference was obtained at the assay ULO u'LoCl or (U.0foclf.

Limit of Quantitatlon FigureS5
The total analytical error (TAE) was calculaied using estimates determined from the Abbott Rearmne HBV
reproducibility studies that were conducted at three sites: two external sites and one Linearity of Assay by HBV Genotypes
internal site. Genotypes A and C were tested at both sample volumes and in both (Dilutional Linearity)
plasma and serum.
Presented in Table 3 are the TAE estimates for the plasma panel members that had an 1
observed concentration at or near the assay limit of detection, for each sample input
volume. Presented In Tabte 2 are the TAE estimates for the serum panel study. TAE was
estimated by two different methods (see table footnotes).
These studies demonstrated that the Abbott Real-nme HBV assay can determine with 6.00
an acceptable level of accuracy the concentration of HBV DNA in EDTA plasma and
serum at concentrations of 10 iU/mLi (1.00 log IU/mL) for the 0.5 mL sample protocol
volume and 15 iU/ml (1.18 log IU/mL) for the 0.2 ML sample protocol volume. At these too)
concentrations, the difference between two measurements of more than 1.00 log tIL/m
is statistically significant.

Table I5
Abbott Reallim HBV

Total Analytical Error (TAE) Estimates (Plasma)
(Log IU/mL) 0

HOV TAE'
Sample Genotype Absolute TAE4 /
Volume (Panel Expected Observed Absolute Bias + SORT (2z.0
(mL) n Member) Conec. Conec. Bias SOC (2.aSD) 2x 2aSD
0.5 110 A (5) 1.04 0.90. 0.14 0.32 0.78& 0.91'
0.5 119 C (10) 1.14 1.13 0.01 0.29 0.59 0.812
0.2 37 A (5) 1.04 1.03' 0.01 0.40 0.61' 1.12' .0
0.2 46 C (l0t 1.14 1.24 0.50 0.30 0.70 0.815

Prane Member is below the essay L.00(10 log lU/mL to, 0,5 reL and lot8 log itJ.mL for 0.2 mL).
TAO is provided to, information only. 00

SD - WIthin-mn component variability'. Baewaen-run comnpon~ent varialbility. "O 10 00 206 40 see0 6.0 rIt
•Pe, section 5.1 of EP17-A 01.51 guideline." T.,.0 concirsutn It-c, it,,rrt

O Based on difference between two measure ments approach.

Table 2= F

Abbott Realtim HBV
Total Analytical Error (TAE) Estimates (Serum) WITHiN-LABORATORY PRECISION: LOT-TO-LOT

(Log IUjML) The precision of the assay was evaluated using an eight-member panel. Panel
HBV T~~~~~~~~~~~~e ~~~members 2, 3, 6. and 7 were prepared by diluting a high copy HBV patient sample in

Sample GenoVyp TAb ue' TAIE HBV serologically negative human serum. Panel members 1, 4. 6, andS8 were prepared
Sample Genotype Absolute.SRT() ydiuin h sm hg cp HVptin smleitoHVseoogcll egtv

Volume (Panet Expected Observed Absolute Bia + (2) by2dilutingh plsmameA highl opy thBVe peatient losample inoHuse rondeahlogicas neatsivned
(mL) n Member) Cone. Cone. Bias SD' (2a D an m2000sp and m2000rt instrument pair. A total of 45 replicates were tested for

0.5 90 C (12) 1,48 1.29 0.19 0.20 0.59 0.57 each panel member across the three pairs of rn2000sp and ns2000rl instruments.
0.5 90 C (121 1.27 0.295 0.32 0.25 0.829 0.571 One run was performed per day on each instrument pair for five days for a total of 15
0.2 88 A (5) 1.56 1.10' 0.46 0.24 0.94 0.68' runs. Panel members I through A were run in replicates of three. The concentration
0.2 89 C (121 1.48 1.14 0.34 0.24 0.82 0.68 levels targeted for the precision panels spanned the linear quantitfatlon range of
' Panel Member Is below tha assa..y LoD (1.00 iog IU/mhL for 0.5 mL and 1.18 log IIu/mL for 0.2 mL). thasy.Te05m aplpraaiopooclwsud.hebweno/
TAE it provided for infrmtr,.ion only. instrument component of precision was less or equal to 0.14 log IU/~mL. The results are
*SO - Within-run component variabi lity + Between-run com~ponent variabil It, summarized In Table 4.
*Per sectio 5.S.1 of EP 1Z-A CLSt guideline."
'eased on ditference between two measurements approach.
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Table 4 Each technician completed one rnm per day for sever days, for a total of 21 runs. Four
Abbott Reafloime HBV replicates were run for each panel member. The SD for between-technician component

Withfin-Laboratory Precision for the 0.5 mL Sample Preparation Protocol and total SD for the Abbott Reallime FIOV assay was found to be less than or equal to
0.06 log IU/mL and 0.1 1 log IU/mL, respectively, for all panel members greater than the

Between-Lot/ assay limit of detectIon (1.00 log iU/mL). The results are summarized In Table 5.
Within-Run Between-Run, Instrument

Specimen Mean Cone. Component Component Component TotalTal
Panel Type In (Log tJ~mL) SD' SDC SD' SID'Tble
1 P 45 1.41 0.19 0.00 0.08 0.21 Abbott Reafflne NBV
2 S 45 2.32 0.07 0.04 0.07 0.11 Within-Laborantory Precision (Operator-to-Operator)
3 S 45 3.48 0.06 0.05 0.08 0.11ta.e, 31her
4 P 45 4.38 0.06 0.06 0.08 0.12 Mean Within-Run Rur~oay Tehnbicia
5 S 45 5.47 0.09 0.00 oto0 0,13 Panel Concentraotion Component Component C~omponent Total
6 P 45 6.38 0.06 0.07 0.11 0.15 Member n (Loag lU/i-) SO- SD' SD' SD".
7 S 45 7.54 0.05 0.08 0.14 0.17
8 P 45 B.44 0.04 0.05 0.13 0.14 8 8.87 0.06 0l03 0.05 0.08

P - Plasma: S - Serum 2 a4n7 0.05 0.03 0.01 0.06
Standard deviations (SD) are In log iu/m.L.
Total precision Inckadas within-run, boeteein-un, and bestween-liotinstjrrment c..ompoens of 3 84 4.53 0.10 0.00 0.05 0.11
precis io. 4 84 2.72 0.06 0.02 0.02 0.07

WITHIN-LABORATORY PRECISION: OPERATOR-TO-OPERATOR 5 731' 0.49 0.24 0.00 0.07 0.25
The within-mun, between-run, and between-technician (operator) precision of the a 8 8.57 0.08 0.02 0.06 0.10

Abbott Reallimc HIBV assay was evaluated by testing 84 replicates of each HBV panel 7 84 6.72 0.07 0.00 0.04 0.08
member that span the dynamic range of the assay from approximately 1.00 log IU/ml. to
approximately 9.00 log IU/mL., for HOV Genotypes A and C. Panel members 1 through 8 84 4.66 0,09 0.03 0.04 0,10
5were HBV Genotype A, and panel members 6 through 10 were NOV Genotype C. a 83' 2.69 0.07 0.03 0.05 0.09

The 0.5 ml. sample preparation protocol was used for this study. This same pan el was 1 4 07 .9 00 .4 01
also used as a part of the site-to-site reproducibility study. One lot of amplification 1 4 07 .9 00 .4 01
reagents was run on one m2000sp and mn2000rl Instrument pair by three technicians. -Standard Deviat1ons (SO) lre In oo1 lUlrL

-Target nro detectd tar 10 sample,1,,
-Error c.od trmorna Cont Fotald- tar are eamnpi.
Total precmisio irchjds within-rp bewer, urv. Idr bto. eert-tchician copret c di p recso.

REPRODUCIBILITY IN PLASMA
The plasma reproducibility panel was tested at three different sites by one technologist and one instrument pair at each site. Panels tested at each site consisted of a 40-member
panel (10 unique panel members) that included five concentration levels of one prevalent HBV genotype and five concentration levels of a Second prevalent EIBV genotype,
repeated four times within the panel. The concentration levels targeted tor the reproducibility panels spanned the linear quartiltatlon range of the assay. The FIOV genotypes
selected for the reproducibility panels were genotype A and genotype C. recognized as prevalent in the U.S. population. Each five-member panel was prepared from a high
copy source sample, which was composed of at least two individual patient specimens that had a common genotype. A total of three reagent lots were used. For the 0.5 mL
reproducibility each of the three clinical sites tested two of the three lots for five days each. Site 1 used lots A and B, Site 2 used lots B and C. and Site 3 used lots A and C. The
0.2 nmL reproducibility was tested at each of the three clinical sites using two lots for two days each. The SD for the between-site component was less or equal to 0.10 log IU/mL.
The results are surrmmarized in Table 6 and Table 7.

Table 6

Abbott RealrTme HBV
Reproducibility In Plasma

0.5 ml. Sample Preparation Protocol

Within-Run Between-Run Betw~eenLlot Between-it
Mean Cone. Mean Cone. Component Component Component Component Total

Panel Genotype n (Log lU/nmL) (lu/niL) SD' SD' SD' SD' 50 a

1 A 120 8.93 872,502,276 0.07 0.00 0.03 0.08 0.11
2 A 119' 6.84 7,087,010 0.04 0.03 0.06 0.05 0.09
3 A 120 4.70 52,574 0.09 0.02 0.06 0.10 0.15
4 A 120 2.81 665 0.05 0.02 0.06 0.08 0.12
5 A 110 0.90' 27' 0.31 0.07 0.26 0.10 0.42
6 C 119' 8.64 446,037.175 0.07 0.01 0.04 0.07 0.11
7 C 120 6.83 6,922,148 0.06 0.01 0.06 0.05 0.10
a C 119. 4.84 72.954 0.08 0.00 0.08 0.09 0.15
O C 120 2.84 722 0.06 0.02 0-09 0.08 0.13
10 C 1190 1.13 26 0.29 0.00 0.22 0.00 0.37
- Invalid replicate not included.
o Targe not detected not Included.
O Stardard deviations (SO) are in log UL/mIL.

The total preision icludas wltfln-rn.m betweeIn-un, between-lot, and between-site components ot pr~cisio.,
O Concentration is below the assay LeD.
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Table 7
Abbott RealTime HBV

Reproducibility in Plasma
0.2 mL Sample Preparation Protocol

Within-Run Between-Run Between-Lot Between-Site
Mean Cone. Mean Cone. Component Component Component Component Total

Panel Genotype n (Log IU/mL) (IU/mL) SD' Sob So' So' SoB'
1 A 48 B.99 1,019.710,342 0.07 0.00 0.13 0.00 0.15
2 A 48 6.87 7.5268185 0.04 0.05 0.09 0.00 0.12
3 A 48 4.70 52.678 0.06 0.08 0.14 0.00 0.17
4 A 48 2.83 716 0.06 0.06 0.13 0.00 0.16
5 A 37' 1.03' 21 0.40 0.00 0.18 0.02 0.44
6 C 48 8.64 451,101,262 0.05 0.05 0.12 0.00 0.14
7 C 48 6.85 7,255.246 0.05 0.05 0.11 0.00 0.13
8 C 48 4.83 71,717 0.08 0.07 0114 0.00 0.18
9 C 48 2.84 738 0.08 0.04 0.15 0.00 0.18
10 C 46' 1.24 26 0.30 0.00 0.27 0.00 0.41

Target not detected not included.
Standard deviations (SO) are in log IU/mL.
The total precision Includes wihin-run, between-run, between-tot, and between-site components of precision.
Concentration Is below the assay LoD.

REPRODUCIBILITY IN SERUM
The serum reproducibility panel tested at each site consisted of a 42-member panel (14 unique panel members) that included seven concentration levels of one prevalent HBV
genotype and seven concentration levels of a second prevalent HBV genotype, repeated three times within the panel. The concentration levels targeted for the reproducibility
panels spanned the linear quantitation range of the assay and also included some members below the lower limit of quantitation. The HBV genotypes selected for the serum
reproducibility panels were genotypes that were recognized as prevalent In the US population, Each seven-member panel was prepared from a high copy source sample. A total of
three reagent lots were used. Each of the three clinical sites tested two of the three amplification reagent lois for five days each. Site 1 used lots A and B, Site 2 used lots B and
C, and Site 3 used lots A and C. Each site conducted the five day reproducibility at both the 0.2 mL volume and 0.5 mL volume for two lots of amplification reagents. The results
are summarized In Table 8 and Table 9.

Table 8

Abbott Real'nime HBV
Reproducibility in Serum

0.5 mL Sample Preparation Protocol

Within-Run Between-Run Between-Lot Between-Site
Mean Cone. Mean Cone. Component Component Component Component Total

Panel Genotype n (Log IU/mL) (IU/mL) SDB SD' SD' SD' SDO
"

1 A 89' 8.24 184,508.108 0.13 0.07 0.07 0.06 0.17
2 A 90 6.19 1.613,319 0.04 0.07 0.07 0.03 0.11
3 A 90 3.94 9,725 0.07 0.08 0.11 0.19 0.24
4 A 89' 1.96 105 0.12 0.07 0.07 0.20 0.25
9 A 90 1.25 22 0.20 0.10 0.12 0.20 0.32
6 A 88' 1.04 13 0.17 0.10 0.08 0.18 0.28
7 A 84' 0.74' 7' 0.22 0.12 0.21 0.12 0.35
8 C 90 7.22 17,211,265 0.05 0.05 0.08 0.05 0.12
9 C 90 6.23 1.741,264 0.05 0.06 0.08 0.02 0.12
10 C 89' 3.89 9,068 0.11 0.07 0.10 0.21 0.27
11 C 89' 1.64 55 0.18 0.12 0.06 0.28 0.36
12 C 90 1.29 23 0.18 0.09 0.12 0.15 0.27
13 C 88 0.95' 12' 0.24 0.08 0.15 0.24 0.38
14 C 87' 0.88' 9

°
0.23 0.06 0.10 0.10 0.28

* Invalid replicate not included.
'Target not detected not included.

Standard deiations (SD) are in log IUJmL.
The total precision includes within-run, between-run, between-tot, and between-site components ot precision.

* Concentration Is below the assay LoD.

Table 9

Abbott RealTime HBV
Reproducibility in Serum

0.2 mL Sample Preparation Protocol

Within-Run Between-Run Between-Lot Between-Site
Mean Cone. Mean Cone. Component Component Component Component Total

Panel Genotype n (Log IU/mL) (IU/mL) SD' Su- SD ' S D'' SD'-
1 A 90 8.28 205.545,691 0.16 0.04 0.03 0.00 0.17
2 A 88' 6.21 1.638,140 0.04 0.04 0.03 0.00 0.06
3 A 89' 3.89 8,306 0.10 0.07 0.07 0.13 0.19
4 A 89' 1.90 95 0.22 0.04 0.16 0.16 0.32
5 A 88' 1.10' 16' 0.21 0.12 0.07 0.18 0.31
6 A 86

L
. 0.89' 10' 0.27 0.03 0.10 0.10 0.31

7 A 82? 0.62' 7' 0.33 0.00 0.06 0.16 0.37
8 C 90 Z22 16,648,045 0.05 0.02 0.04 0.00 0.07
9 C 90 6.25 1,776,403 0.04 0.04 0.04 0.00 0.07
10 C 90 3.84 7,550 0.12 0.07 0.07 0.13 0.20
11 C 90 1.57 48 0.18 0.10 0.02 0.31 0.37
12 C 89' 1.14' 17' 0.22 0.10 0.11 0.12 0.29
13 C 87' 0.80' 8' 0.26 0.13 0.15 0.08 0.34
14 C 82' 0.73' 9' 0.35 0.06 0.17 0.00 0.39
* Invalid replicate not included.
b Target not detected not included,
· Standard deviaitons (SO) are in log U/ml..
d The total precision includes within-run, between-.unn between-tot, and betweenaite components of precision.

Concentration Is below the assay LeD.
9
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LIMIT OF DETECTION (LoD) Using the WHO International Standard Table 13
The LoD of the Abbott Realtime HBV assay is 10 IU/mL tor the 0.5 mL sample Abbott Rearmme HBV
preparation protocol and 15 IU/mL for the 0.2 mL sample preparation protocol. The LoD Limit of Detection (LoD) In Serum Using the WHO International Standard
Is defined as the HBV DNA concentration detected with a probability of 95%. The LoD 0.2 mL Sample Preparation Protocol
was determined by testing dilutions of the WHO International Standard for Hepatitis
B Virus DNA (NIBSC 97/746), which were prepared in HBV negative human plasma Number
and serum. Probit analysis of the data was used to determine the concentration of the IU/mL Tested Number Detected Percent Detected
WHO Standard detected with 95% probability. The results of the LOD study in plasma 40.00 30 30 100
and serum at both sample volumes are summarized in Tables 10 through 13.

20.00 30 30 100
10.00 30 30 100

Table 10 5.00 29' 25 86

Abbott RealTime HBV 2.50 30 27 90
Limit of Detection (LoD) in Plasma Using the WHO InternatIonal Standard 1.00 30 17 57

0.5 mL Sample PreparatIon Protocol 0.50 30 17 57
0.20 30 4 13

Number
IU/mL Tested Number Detected Percent Detected * One repic was Cluded due te instnjnent er.

20.00 26 26 100 Probit analysis
2' of the data determined that the concentration of HBV DNA detected

10.00 26 25 96 with 95% probability using the WHO International Standard was 5.61 lUimL (95% Cl
5.00 26 26 100 3.62-10.94 IUImL).

2.50 26 23 88 LIMIT OF DETECTION (LoD) BY GENOTYPE USING CLINICAL SPECIMENS
1.00 26 12 46 The LoD for the assay to detect HBV in clinical specimens using the 0.5 mL sample
0.50 26 7 27 preparation protocol volume, detecting any of the eight genotypes tested, considering
0.25 26 7 27 that assay does not differentiate between HBV genotypes, was determined to be
0.10 26 4 15 10 IU/mL. The LoD for the assay to detect HBV in clinical specimens using the 0.2 mL

Probit analysis" of the data determined that the concentration of HSV DNA detected sample preparation protocol volume was determined to be 15 lU/mt.
with 95% probability using the WHO International Standard was 6.40 IUmtL (95% Cl The LoO was determined by analysis of a dilution serie of patient samples
3.97.13.03 U/mL.). representing HBV Genotypes A, B. C. D. E. F, G, and H and of the WHO International

Standard. One patient sample (or each HBV genotype was tested. Serial dilutions
Table 11 were made in HBV serologically negative human plasma and serum to create an eight-

Abbott Realrime HBV member panel with the target concentrations 0.10 IU/mL, 0.25 IU/mL, 0.50 IUjmL,
Limit of Detection (LOD) in Serum Using the WHO International Standard 1.00 IU/niL. 2.50 IUJmL, 5.00 IU/mL, 10.0 lU/mL, and 20.0 IU/mL for the 0.5 mL sample

0.5 mL Sample PreparatIon Protocol volume and 0.20 IU/mL, 0.50 IU/mL, 1.00 lU/mt., 2.50 lU/mL-, 5.00 IU/mL, 10.0 IU/mL,
20.0 IU/mL and 40.0 IU/mL for the 0.2 mL sample volume. Probit analysis of the data

Number was used to determine the concentration of each HBV genotype detected with 95%
IU/mL Tested Number Detected Percent Detected probability. The results are summarized in Table 14 and Table 15.

20.00 30 30 100
10.00 30 30 100 Table 14
5.00 30 30 100 Abbott Rearltme HBV
2.50 30 29 97 LOD by Genotype Using Clinical Specimens
1.00 30 17 5 0.95 mL Sample Preparation Protocol (IU/niL)

0.50 30 16 53 Genotype Concentration Detected (95% Confidence Interval)
0.25 30 1 3 Tested Plasma Serum
0.10 30 8 27 WHO 3.69 (2.59. 6.19)

Probit analysis" of the data determined that the concentration of HBV DNA detected A 2.31 (1.59. 4.08) 5.49 (2.86, 19.05)
with 95% probability using the WHO International Standard was 3.82 IU/mL (95% Cl B 2.96 (2.12. 4.90)
1.55.69.76 WiUmL). C 4.53 (3.18, 7.58) 3.92 (2.09, 14.50)

D 3.23 (2.23. 5,62)
Table 12 E 4.73 (2.11, 39.36) 3.72 (2.55. 6.47)

Abbott Reamme HBV F 4.22 (2.80, 7.73)
Limit of Detection (LOD) In Plasma Using the WHO International Standard G 2.51 (1.80, 4.21) 1.94 (1.43, 3.14)

0.2 mL Sample Preparation Protocol H 8.11 (4.18, 27.97)

N WHO standard was not tested In serum in this study.
N .GenotyIpes B, 0, F. and H were tested in serum with 0.2 rL volume only. See Table 15.

IU/mL Tested Number Detected Percent Detected

40.00 27 27 100 The LoD for the assay to detect HBV in clinical specimens using the 0.5 mL sample
20.00 27 27 100 preparation protocol volume, detecting any of the eight genotypes tested, considering
10.00 27 26 96 that assay does not differentiate between HBV genotypes, was determined to be

5.00 27 23 85 10 UtmL.
2.50 27 12 44 Table 15
1.00 27 11 41 Abbott Realtme HBV
0.50 27 6 22 LoD by Genotype Using Clinical Specimens
0.20 27 0 0 0.2 mL Sample Preparation Protocol (IU/miL)

Probit analysis" of the data determined that the concentration of HBV DNA detected Genotype Concentration Detected (95% Confidence Interval)
with 95% probability using the WHO International Standard was 10.66 IU/mL (95% CI Tested Plasma Serum
7.11-19.38 lU/mI). WHO 8.16 (5.63, 13.93)

A 5.86 (4.00, 10.22)
B 5.37 13.72, 9.23) 2.40 (1.61,4.65)
C 8.61 (5.95, 14.68)
D 5.34 (3.54, 9.93) 2.26 (1.55. 4.21)
E 14.57 (9.63, 26.28)
F 6.60 (4.41, 11.98) 7.18 (4.75, 13.20)
o 3.84 (2.61, 6.94)
H 10.86 (7.34, 19.10) 7.65 (5.01, 14.26)

WHO standard was not tested In serum in this study.
Goenetypes A, C, E, and G were tested in serum with 0.5 ml volume only, See Table 14,

10
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The LoD (fo the assay to detect HBV in clinical specimens using the 0.2 mL sample Mtcroortsandsnilyirus Source
preparation protocol voiume, detecting any of the eight genotypes tested, considering Human inmunodeficiency virus 1 (HIV-1) Viral lyste cell culture
that assay does not differentiate between HBV genotypes, was determined to be Human immunodeficiency vIrus 2 (HIV-2) Virai lyste cell culture
15 ii/mL. Human T-lymphotropic virus I (IITV-) Viral lyste cell cuiture

ANALYTICAL SPECIFICITY Hepatitis C virus (HCV Viral lyste human specimen

Potentially Interfering Substances Hepatitis A virus (HAV) Puritied nucleic acid
The susceptibility of the Abbott RealTime HBV assay to interference by elevated Epstein-Barr virus (EBV) Purified nuieice acid
levels of potentially interfering substances was evaluated. HBV-negative samples and Herpes simplex virus 1 (I-SV-1f Purified nucleic acid
HBy-positive samples containing 2,933 IU/mL (3.47 log IU/mL) ot HBV DNA were Herpes simplex virus 2 (HSV-2) Purified nucleic acid
tested, Potential interference at HBV DNA concentrations close to the assay LID Cytomegalovirus (CMV) Purified nucleic acid
(Woo was not assessed. HBIV-negative and positive samples were tested in a plasma Human herpesvirus 68 (HHV-6A) Purified nucleic acid
matrix and were not tested in serum. Human herpesvirus, B (HHV-B) Purified nucleic acid
No interference in the performance of the Abbott Realtime HAV assay was observed in aie-osrvru zvPriednciccd
the presence ot the following endogenous substances for all HBVy-negative and poitv Vaccinta virus (VACV)Puiedncecad

samples tested- ~~~~~~~~~~~~~BK human potyomnavirus Purified nucleic acid
• Hemoglobin 500 mg/dL Human papilloma Virus 16 (HPV-16) Purified nucleic acid
* Triglycerides 3,000 mg/dL Human papillomna virus 18 (HP-1) Purified nucleic acid
* Bdirlruin 20 mg/dL Neisseria gonorrhoeaee Purified nucleic acid
* Protein 9 g/dL Chlamydia frachonais Purified nucleic acid

Note: For hemoglobin and protein, there was a slight trend toward lowering of the Candida a/fb/cans, Purified nucleic acid
values of the high level HBV specimens in the presence of interfering substances. The Staphylococcus aureus Purified nucleic acid
mean dIf ferences of the test and control conditions for hemoglobin and protein are Staphylococcus epidermidis Purified nucleic acid
small (-0.058 and -0.1 12 log IU/mL, respectively) compared to the clinically significant Mycobacferiunm gordoarae Purified nucleic acid
difference between tw samples (1 log): as such, these differences are not expected to Mycobacterhumn smuegmat/s Purified nucleic acid
be clinically significant.
Antivirats and antibiotics at Concentrations equal to or in excess of peak plasma or-NgtvSpcmn
serum levels were tested in five pools. No interference in the performance of the Abbott Performance of the Assay with HB-I aie pcmn
Realtime HBV assay was observed in the presence of the following drug pools for all Performance of the Abbott RealTime HBV assay was evaluated by testing 124 HBV
HEIy-negative, and positive samples tested: serologically-negative serum and 125 HI serologically-negative plasma specimens

Draft Pool Drum; Tested ~~~~~~~~~from blood donors. The specimens were tested on one m200 Instrument system with
Qtu~~~~gn) Dw~~~~~s.Tsals~~~~~~ one lot of amplification reagents. HB DNA was not detected for all 249 specimens,

1 Zidovudine, SaquJain , RicrP Cartmycin. Interferon 2a, resulting in 100% correct results: 100% (124/124) with 95% Cl: 97.0% to 100% for serum
Interferon 2b, Didanosine samples and 100% (125/125) with 95% Ci: 97.0% to 100% for plasma samples.

2 Abacavir sulfate, Amprenavir, Pegintlerfecro 2a, Peginterferon 2b, ANALYTICAL CARRYOVER
Ribavirin, Entecawi, Adefovir Potential carryover was determined by performing three studies in which hItgh copy

3 Tenofo-Ar, Lam~ivdine, Indinavir, Ganciclovir, Valganciclovir, Acyclovir, HSy-poitv samples were interspersed with negative samples in a checkerboard
Paroxetine pattern. For these studies, the targeted level for the high copy HEIy-positive samples

4 Stawidine, Efavirenz, Lopinavir, Enfuvirtide, Ciprofloxacin, Fluoxetine was greater than B log IU/mL. The carryover rate In these representative studies ranged
from 0% to 2%. For results greater or equal to LoD, there was an overall carryover rate

5 Zalcitabine. Nevirapine, Nelfinavir, Azithromycin, Valacyclovir. Serthain of 0.63% (95% CI 0.08%-2.24%). Results from the three studies are summarized in

Note: A consideration was made to avoid combining specific drugs within a pool that Table 16.
would not be used together in a clinical setting. Because the listed drugs were tested in Table 16
pools, individual drug effects were not assessed. Abbott Rearnime HBV

Cross-Reactivity Studies with Clinical Specimens Aayia aroe
The specificity of the assay was evaluated by testing 60 patient specimens that were Number of Number Percent 95% Cl ot
positive for at least one of the following DNA virus markers, RNA viruses, non-viral Number of Negaive NMbertaa Percent Detected Detected Percent
hepatitis, or auloimmune disease slates. Specimens that were tested for DNA virus Study Ran. Tested Detected Detected ('too.) I(>10O) Detected
markers were in serum, Specimens that ware tested for RNA virus markers were in 1 5 tOO 1 1.00 0 0~00 (0.00, 3,62)
plasma or serum. HBV DNA was not detected In any of the 60 specimens tested. 2 100 2 2.00 2 2,00 (0.24, 7,041

DNA and RNA Viruses No-ira Hepatitis and Autoimmune States 3 5 120 2 t.67 . 0 0.00 (0.00, 3.03)
Epstein Barr Virus (EAV Anti-nuclear Antibody (ANA) ~ rl 6 30 5 15 -3 (.8 .4
Herpes Simplex Virus 1 (HS.1 Rheumatoid Factor (RF)ovrl 16 30 .5 2 063 (08224
Herpes Simplex Virus 2 (HS.2 Cirrhosis
Cytomegalovirus (CMV) Alcoholic Hepatitis COMPARISON OF 0.2 niL VS. 0.5 mL SAMPLE PREPARATION PROTOCOLS
Human immunodeficiency Virus (HIV-1) Non-alcoholic Steatohepatitirs (NASH) This study used the Abbott RealTime HBy assay to quantitate H-IV-positive patient
Hepat itis C Viru (NOV) Autol mmu.ne Hepatitls (AUH) specimens, Sixty HBV-positivea EDTA plasmar specimens were tested in duplicate with
Hepatitis A Virus (HAV) Hepatocellular Carcinoma both the 0.2 mL and 0.5 mL sample preparation protocols. Each duplicate pair was

tested in the same run. The data showed a slope of 0.99 and an intercept of 0.09. The
Cross-Reactivity Studies Using Nucleic Acid or Viral Lysate study was designed to cover the dynamic range of the Abbott RealTime HAV assay with
The following viruses and microorganisms were evaluated for potential cross-reactivity actual patient samples representing genotypes (A, B. C. and D) commonly encountered
in the Abbott Realmime HBV assay. Purified nucele acid or viral lysate from each within the US.
microorganism or virus was added at a concentration of 100,000 coples/ML to The observed lowest value in the specimen population for the 0.2 mL sample volume
HBV DNA negative samples and HBV DNA positive samples that contained was 1.33 log IU/mL. (mean value of the duplicate pair was 1.51 log IU/mL). For the
2,933 MIMIm (3,47 log lU/mL) HBV DNA. No interference in the performance of the 0.5 mL sampie velume, the same specimen had an observed lowest value of
Abbott Realtime HBV assay was observed in the presence of the potential cross- 1,40 log IU/mIL (mean value of the duplicate pair was 1,46 log IU/mL) The results are
reactant microorganisms or viruses for all the positive and negative samples tested. summarized in Figure 6.



Figure 6 STABILITY
Abbott Reallime HBV Specimen Stability

Comparison of 0.2 mL vs. 0.5 mL Sample Preparation Protocols Human serum or plasma specimens may be stored at 15 to 30'C for up to 24 hours

or at 2 to 80C for up to three days. Freshly drawn whole blood (plasma or serum)

y -0.99x * 0.0g specimens may be held for up to 6 hours at 2 to 30 'C prior to centrifugation.
- noon +Freeze/thaw effect was tested in both serum and plasma for up to eight cycles. Frozen

specimens may be thawed at 15 to 30'C or 2 to 8'C. Thawed specimens may be
stored at 2 to 8'C for up to 6 hours, if not processed immediatefy. Serum and plasma
specimens may be stored at o20'C or colder for longer term storage. Stability testing
results are summarized in Table 17.

Table 17
Abbott Reamme HBV

Specimen Stability (Log IU/mL)

Baseline
Test Condition Condition Mean

I t + Sample Type Test Condition Mean Mean Difference

24-26 hours 3.781 3.722 0.059
at 28-32'C

Plasma
2 72-74 hours 3.777 3.722 0.055

at 2-8'C

1 24-26 hours 3,871 3.844 0.027
at 28-32'C

2 3 4 5 G 7 I Serum
72-74 hours 3.670 3.844 0.026at 2-8'0

6-8 hours
SERUM VS. PLASMA ACROSS THE LINEAR RANGE Plasma at 28-32'C 3.863 3.866 -0.003

This study was conducted with specimens from 30 individual HBV serologically. - (Whole Blood) 6.8 hours 3862 3.866 .0.004
negative donors. The specimens from each donor were collected as matched sets in at 2-8-C
serum and In EDTA-piasma tubes. Each pair of serum and plasma specimens was
spiked with HBV-positive material at two targeted concentration levels throughout the 6-8 hours
dynamic range of the Abbott RealTime HBV Assay. Specimen types at each targeted Serum at 28-32'C 3823 3.628 0.195
concentration were tested once using the 0.5 mL sample preparation protocol. Two (Whole Blood) 6-8 hours 3.628 0.102
plasma-serum pairs had quantation values below the assay dynamic range and were 3.730 2.
therefore excluded from the analysis.

Using a sample size of 58, linear regression analysis demonstrated a slope of 1.00 Plasma 8 freeze/thaw
(95% C0 0.98 to 1.01) and an intercept of 0.03 (95% Cl -0.04 to 0,10). The mean Freeze/Thaw cycles (frozen
difference between serum and plasma specimens was .0.02 log IU/ImL (95% C1 -0.05 to at -2E'C or
0,01). The linear regression is shown In Figure 7. colder for a

Figure 7 minimum of 8
Abbott RellimeEVSerum hours;

Abbott Real~hne HBV Freeze/Thaw thawed at 2.722 2.714 0.007
Serum vs. Plasma Across the Linear Range 150 to 30C

for a maximum
Y-' 1.o00 * 0-ta of 24 hours)0.0.90I

24

1 2 I 5 a

Pias,.o (Log IUi/mL}
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CLINICAL STUDIES Table 19
Study Population Summary of Subjects by Treatment Arm
The clinical performance of the Abbott RealTme HBV Assay for use with the No. of No. of No. ot Total No. of
m2000 System was evaluated by assessing the antiviral therapy response In chronic Total No. Subject. - Subjects - Specimens per Specimens
HBV-infected subjects undergoing treatment with adefovir dipivoxil. The HBV DNA Population of Subjects Placebo 10 mg Aiefovfr Subct' Tested
data were obtained from testing patient samples previously collected under two study Chronic HNSAg; 229 60 169 2 to 7 1.036
protocols, one of which evaluated patients with chronic HBeAg-poslIve HBV Infection Chronic HBeAg. 18a 61 123 2 to 8 939
and compensated liver function

2' and one that evaluated patients with HBeAg-negatJve Total Number of 4t 3 121 292 2 to 6 1,975
HBy infection with compensated liver function.- The relationship between HBV DNA Subjicts Tested
viral levels at various time points to histologic, biochemical, and serological responses * This rUmbe, is rePeated as a rat'gO becaue tre nmber 

o
spciam ens vanted earc, subject.

to treatment was determined in this study.
The study population consisted of chronic HBV-infected patients enrolled in CLINICAL STUDY RESULTS AND STATISTICAL ANALYSES
double-blind, randomized, placebo-controlled studies of adefovir dipivoxil that spanned Statistical analysis of clinical data was used to assess whether viral response to
240 weeks. In the HgeAg-positive protocol, patients were randomized to 10 mg treatment measured with Abbott Realtme HBV Assay for use with the m2OOO System
adefovir dipivoxil, 30 mg adefovir dipivoxil, or placebo for the first 48 weeks. Only the is informative for determining the response to treatment in HBeAg-positive and
10 mg adefovir dclpvoxil treated patients (169 out of 171 total) and placebo patients HBeAg-negative patients with chronic hepatitis B. Observing changes in viral load In
(60 randomly selected from 167 total) were included in this study. Viral load testing individual patients over time may help the clinician in the assessment of a patient's
was performed at baseline and at Weeks 12, 24, and 48. The viral load results were response to therapy.
evaluated against histologic, biochemical, and serological response at 48 weeks. In
addition, patients that remained on the 10 mg adefovir dipivoxil treatment were also Within-Subject Variability in Absence of Treatment
tested at Weeks 144, 192. 240, as available. The objective of this analysis was to assess the change in viral load (in log IUImL units)
In the HgeAg-negative protocol, patients were randomized to either 10 mg adefovir between two successive measurements of placebo patients. There were 55 patients in
dipivoxil or placebo for the first 48 weeks. The adefovir dipivoxil treated patients (123 the placebo arm of the HieAg-positive group and 57 patients in the HBeAg-negative
out of 123 total) and placebo patients (61 out of 61 total) were tested at baseline group that had available results for both Weeks 0 and 12. These results were used to
and at Weeks 12, 24, and 48. The viral load results were evaluated against histologic estimate within-subject variability, which includes biological variability as well as total
and biochemical response at 48 weeks. In addition, patients that remained on the 10 assay variability.
mg adefovir dipivoxil treatment were also tested at Weeks 96, 144, 192, and 240, as - The within-subject variability (SD) based on these results was estimated to be
available. 0.79 log IU/imL for HBeAgposgitve patients and 0.86 log IU/mL for HBeAg-negatiw
Demographic data, HBV genotype, HBeAg, anti-HBe, and HBsAg seroconversion results, patients. Biological within-subject variability was similar to the estimated within-subject
and baseline (pretreatment) and post-treatment liver biopsy results were available. Table variability since the assay analytical variability was negligible. The median change
18 summarizes the subject demographics. (Week 12 - Week 0) of viral load within a subject was estimated to be

0.00 log IU/mL for HBeAg-positive patients and .0.28 log IU/mL for HBeAg-negative
Table 16 patients. Approximately 89% of the HBeAg-positive patients' and 81% of HBeAg.

Subject Demographics negative patients' change of viral load was less than 2.00 log IU/mL.

Chanewrlia Category Summary HBeAg. HBeAg- Total HBeAg-Positive Patients
Statistics

Total Number of Characterization of Viral Load
- N 229 184 413

Subjects Table 20 and Figure 8 illustrate the efficacy, based on HBV viral load testing, of treating
* Placebo n (%) 60' (26.20) 61 (33.15) 121 HBeAg-positive patients with 10 mg adefovir dipivoxil compared to placebo based on
* 10 mg adefovir 169- (73.80) 123 (66.85) 292 HBV viral load testing results using Abbott Realtime HBV assay for use with the m2000

dipivoxil n System. At Week 48, 22.92% (33/144) of HBeAg-posetive patients on treatment versus
Total Number 0% (0/55) on placebo had achieved very low viral loads below 100 IU/mL. In addition,
of Subjects with only 23.61% (34/144) of patients on treatment versus 81.82% (45/55) on placebo had
Demographic n 220 184 404 viral loads greater than or equal to TO1 IU/mL.

Information
Median 34 46 40 Table 20

(Min, Max) (16, 65) (18, 65) (16, 65) DistributIon of HBV Viral Load at Week 48 for HBeAg-Posltlve Patients
Median 71 74.55 72.5

(Min, Max) (43, 117.73) (46, 135) (43, 135)
Male n (%' 164 (74.55) 152 (82.61) 316 (78.22) Viral Load Cumulative Cumul tIve

Female n (%) 56 (25.45) 32 (17.39) 88 (21.78)>u 56 ~ ~ 17.39) 00 ~ TND' 4 2.78 2.78 0 0.0 0.0
White n (%) 80 (36.36) 122 (66.30) 202 (50.00) <i 13 9.03 11.81 0 0.0 0.0

Race Asian n (%l 129 (58.64) 56 (30,43) 185 (45.79) 15 -<100 16 11.11 22.92 0 0.0 0.0
Other n (%t 11 (5.00) 6 (3.26) 17 (4.21) 1 o 0 -< 10' 21 14,58 37.50 2 3.64 3.64

A n (%1 64 (29.09) 11 (5.98) 75 (18.561 10' -< 10' 18 12.50 50.00 1 1.82 5.46
B n (%) 41 (18.64) 31 (16.65) 72 (17.82) 10. - < 10' 14 9.72 59.72 4 7.27 12.73

Genotype C n ('A 82 (37.27) 24 (13.04) 106 (26.24) 10 - 10 24 16.67 7639 3 5,45 18,18
D ] n (% 1 27 (12.27) 114 (61,96) 141 39 1 -C to' 32 22,22 9B.61 43 7618 96.36.

Other n (%) 6 (2.73) 4 (2.17 2 1.39 10.0 2 3,64 100.00
Total Number
of Subjects with n 210 175 385 Total 1 100.00
Knodell Score · TNO - Target Not Detected

Total Mean (SD) 9.38 (3.29) 9.35 (3,34) 9,37 (3.31)
Necroinflammatory M (SD) 7.70 (2.71) 7.50 (2.75) 7.61 (2.73)
Fibrosis Mean (SD) 1.67 (1.09) 1.86 (1.15) 1.76 (1.12)

* Demographic data wre .ot provided for three placebo and tix treatment subjects.

The HBeAg-positive subjects were primarily Asian and HBV Genotypes A and C, while
the HBeAg.negaive subjects were primarily White and HBV Genotype D. Patients
included in the clinical performance analysis received either the standard 10 mg
adefovir dipivoxil dosing or placebo. Table 19 summarizes subjects by treatment arm
and available specimens.
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Figure B demonstrates the median viral load change and inter-quartile range of change from baseline for HBeAg-positve subjects on treatment compared to placebo. This shows
the Impact of adefovir dipivoxil treatment on the viral load of HBeAg-posilve patients with chronic hepatitis B.

Figure 8

Median and Inter-Quartile Range of Change In
HBV DNA from Baseline: HBeAg-Posltive Subjects

N4 14

.2

study tn].pvit l'*fekl

-- patjent. to Treastmer

The effect of therapy for patients with chronic HBV infection can be assessed by measuring the HBV DNA (expected reduction to low or undetectable levels), and monitoring for
viral rebound that could be associated with resistance. Results in Table 21 show that 70.41% (1191169) of the treated subjects achieved a nadir, or lowest concentration, viral load
level by Week 48. Of the 49 subjects that achieved a nadir by Week 24, 13.79% (4129) of the subjects had a greater than or equal to one log IU/mL increase by Week 48 (20 of
these subjects did not have a Week 48 result).

Table 21

DIstribution of HBeAg-Posltlve Subjects by Week on
Treatment and the Viral Load at Which the Nadir was Reached

Number (%) of Patients With the Nadir Viral Load Achieved by Week Total By cumulative
Nadir Viral Load Totl B Cuulaiv

(IU/mL) 12 24 48 144 192 240 Viral Load By Viral Load

TND' 0 (0.00) 0 (0.00) 4 (2.37) 1 (0.59) 1 (0.59) 4 (2.37) 10 (5.92) 10 (5.92)

15 0 (0.00) 1(0.59) 13 (7.69) 1(0.59) 6 (3.55) 1(0.59) 22 (13.02) 32 (18.94)

15 - c 100 0 (0.00) 0 (0.00) 12 (7.10) 3 (1.78) 4 (2.37) 2 (1.18) 21 (12.43) 53 (31.37)

100 - <10 1(0.59) 3 (1.78) 15 (8.88) 0 (0.00) 1(0.59) 7 (4.14) 27 (15.98) 80 (47.35)

10' -< 104 3 (1.78) B (4.73) 5 (2.96) 1(0.59) 1(0.59) 2 (1.18) 20 (11.83) 100 (59.18)

104 - < 10
s 3 (1.78) 5 (2.96) 7 (4.14) 3 (1.78) 1(0.59) 2 (1.18) 21 (12.43) 121 (71.61)

10- < tO0 3 (1.78) 5 (2.96) 8 (4.73) 1(0.59) 3 (1.78) 2 (1.18) 22 (13.02) 14 (84.83)

1 0' 8 (4.73) 9 (5.33) 6 (3.55) 1(0.59) 0 (0.00) 2 (1.18) 26 (15.38) 169 (100.00)

Total By Week 18B (10.65)131 (18.34)1 70 (41.42) 11 (6.51) 17 (10.06) 22 (13.02)

Cumulative By Week 1l (10.65) 49 (28.99) 119 (70.41) 130 (76.92) 147 (86.98) 169 (100.00)

TND - Target Not Detected

Two patients out of 169 achieved HBsAg seroconversion. One patient had results showing HBsAg serconversion at both Weeks 192 and 240. The other patient achieved
sevoconversion at Week 240. These two patients were white males, HBV genotype A, and · 30 years of age. A summary of these results is provided in Table 22.

Table 22
HBeAg-Posllve Sublecta with HBsAg Seroconversion

Concentration (Log ltJ/mL1)

Week 0 Week 12 Week 24 Week 48 Week 144 Week 192 Week 240

Subject 1 6.99 4.98 2.08 1.50 TND- TND
B TND'

Subject 2 8.59 6.57 6.85 6.72 5.68 1.45

TND - Target Not Detected
The Abott Real.lme HBV result .or the Week 240 time point was excuded due to technician error.
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Summaries of the ellect of baseline covariates for the HBeAg-positive population are provided in Table 23 through Table 25.

Table 23
Association Between Responses to Treatment at Week 48 and Baseline Covariates

for HBeAg-Positive Patients

No. of Proportion (%)
Response to Patients with of Patients with Unadjusted Odds
Treatment Covarlate Categr N Response Response Ratio (95% CI)

Race - san 75 476.7
Oter 52 28 53.0 .66 3,14)

Sex - eae 97 58 59:~79 1.14 (0.45, 2.81)
Histological - 3 32 34653

Age - 3 752 341 54.637 1.57 (0.71, 3.49)

Genotype BC ~~~ ~~~72 47 65.928
Geoye Non-B.C 55 28 50.91 1.81 (0.83, 3.95)

Race Asian 82 47 57.32 177082382
Other 51 22 43.14 1.7(8238)

Sex Mate 102 53 51.96 1.01 (0.42, 2.45)
Biochemi cal Female 31 16 51.61 ________

Age s 30 56 3158.93 1.63 (0.77. 3.48)
> 30 77 36 4.5 ________

Geoye BC 79 45 56.96 165078353
Genotype C 54 1 24 44.44 1.5(7835)

Pace Asian 84 21 25.00 0.9(3820)Other 55 I 15 27.27 0.89 (0.38, 2.09)
Sx Mate 105 I 26 24.76 0.9(3121)

H~e~g L Sex Female 34 10. 29.41 0.79 (0.31. 2.11)
H~~e~~g Loss ge i 30 5913 22.03 0700291.3

Ag 30 80 *23 28.75 0.0(29163

Genotype B.C 80 19 23.~75 0.7(34178
NnBC 59 17 28.81 0_77__0_34__1_78_

Asian 84 8 9.52
Race Other 55 10 1.18 0.47 (0.15, 1.45)

Mate 105 14 13.~373 1.15 (0.33, 5.18)
HBeAg Sero- Sex Female 3441.7

conversion Age 330 59 7 11.86 0.84 (0.26. 2.58)
conversion Age > 30 8~ ~ ~~ ~ ~ ~~0 11 13.75 _________

o OM B'C 80 6 7.50
Gnotype NO C 5 22.4 0.32 (0.09, 1.00)

The statistical significance of the associations of the Race, Sex, Age and Genotype covearites with viral response was studied, and the results are summarized in Tables 24 and
Table 25. All tower limits of the 95% confidence intervals in Table 24 are smatter than 1, except to, Race and Genotype at Weeks 12 and 24 (when viral response is defined as
.c 2,000 IU/mL). When response is defined as < 2,000 IU/mL, logistic regression analyses resulted in no statistically significant associations between the four covariates and
viral toad. Alt tower limits of the 95% confidence Intervals in Table 25 are smatter than 1 (when viral response Is defined as a 2 tog decrease). When response is defined as a 2
fog decrease, logistic regression analyses resulted in only gender at Week 12 showing a borderline statistically significant association (pF - 0.043) with viral toad. Generally, the
virological responses at Weeks 12, 24 and 48 do not appear to be correlated with Race, Sex, Age, and HBV Genotype.

Table 24
Odds Ratios for the AsusoclatIon Between Viral Response (C 2,000 IU/mL) and Covaristes, by Week,

for an HBeAg.Poaltive PopulatIon

No. Below Proportion I(%) Unadjusted Odds
Covatrtate Category Week N 2,000 lU/mL Below 2.000 IUJml- Ratio (95% Cl)

Asian 12 87 21 24.14 2.92 (1.04, 9.41)
Other ______ 61 6 9.84 ________

Race ~Asian 24 81 30 37.04 320(30842
RaceOther ______ 58 9 15.52 32 10 .2

Asian ~~~ ~~~79 34430
Othera 4 52 17 32.'69 1.56 (0.71, 3.47)
Male 12 112 20 17.86 0.0(32278

-Female 12 1 9.44 0.90 (0.32__2_78_
Sex -FMae- 104 27 25.9
Sex Fe~~~~Male 24 5,1,3429' 0.67 (0.28. 1.70)

Male 100 37370
-Female 48 3001 14 45,16 0.71 (0.29. 1.76)

s 30 6~ ~ ~~ ~ ~~31 10 15.87
A30 12 85 17 20.00 0.75 (0.28. 1.92)
30 61 18 29.51

Age >30 24 78 21 26.92 1.14 (0.50, 2.55)

s 30 48 55 21 38.18 0.95 (0.44 2.05)
>-30 76 30 39.47 ________

B'C 12 81 20 24.69 281104 41
Non-B C 12 ~~~ ~~67 7 10.45 2.1(0484)

BC ~~~ ~~~~~~76 29 381
Genotype Nn-BC 24 63 10 1.7 3.27 (1.36, 8.29)

NB.C 48 74 3~2 432.24 1.52 (0.70, 3.34)
______________ Non.B.C 4 57 1 33 _ _ _ _ _ _ _ _
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Table 25
Odds Ratios for the Association Between Viral Response I ~ 2 Log Decrease Fronm Baseline Result) and Covariates, by Week,

for an KBeAgf-Positivet Population

No. with Proportion (IA)
2 Log with Ž 2 Log Unadjusted Odds

Covarlate Categoryt Week N Decrease Decrease Ratio (95% Ci)
Asa, 12 87 5462.077 0.86 (0.41, 1.79)

Oher SI 406.7 _ _ _ _ _ _ _ _

Race ~~~Asian, 241 62 76.54 1.24 (0.53. 2.88)
Other 58 42 72.41 ________

Asia,, 79 56 70.89 0.81 (0.33, 1.91)
-Other 48___ 5-2 39 75.00 ________

Mae 11 2 2 65.3 0.41 (0.15. 1.03)
Female _________ 36 28 77.78 _ _ _ _ _ _ _ _

Sex Male 24 104 74715 0.41 (0. 11 1. 122)
Femaie ____ 5 30 8571 ________

,Maie 4 100 71 1 71.00 0710231.6
Femaie, 4 31 24 1 77.42 0.1(2319)
s 30 12 63 41 1 65.08 1.13 (0.54, 2.36)

>30 12 ~~~ ~~85 53 1 62.35 ________

Age ~ ~ 30 24 61 44 72.13
Age >30 24 78 60 769~~~~~~~~~~~~~-r 0.78 (0.34, 1.81)

s 30 48 55 40 72.7
_________ 48 ~~~76 55 72.337 1.02 (0.44. 2.41)

8C 12 SI_____ 51 696 0.95 (0.46, 1.96)
67 43641

Genotype BC 76 58 ~24 -763032 1.9 (0.51, 2.75)Non-B.C 24 3 46 730 ________

B.C 74 52 70.27
___________ N No-BC 48 57 43 754 0.77 (0.32, 1.830)

Positive Predictive Value (PPV), Negative Predictive Value (NPV), and Odds Ratio (OR) Analysis In a HBeAg-Posttlve Population
For each patient, the ciinicai responses: Histoiogic, Biochemical, HBeAg Loss, Mnti-HBe Gain, and Seroconversion were measured at various times on treatment. These clinical
responses were defined as fuolls:

* Histoiogic response - improvement of histoiogic status by at least 2 units of the Knodeit riecro-lnfiamnmatory score without deterioration of the fibrosis score compared to the
histologic status at baseline

• Biochemicai response . normaiization of ALT test resuit compared to the biochemical status at baseline
* HtBeAg Loss.- HBeAg undetectabie
* Anti-HBe Gain -antibody against HBeAg detected
* Seroconversion - HBeAg undetectable and antibody against H~eAg detected

Additionally, HBsAg seroconversion data were coilected, Two patients out of 169 achieved HBsAg seroconverSion. One patient had results showir, HBsAg serconversion at both
Weeks 192 and 240. The other patient achieved seroconversion at Week 240. These twO patients were white males, HBV genotype A, and > 30 years of age. A summary of ihese
resultis is provided in Tabie 22.
Viral toad response was defined as either HBV DNA less than 2.000 IU/mL or greater than or equal to 2 tog t1,1sml. decrease from baseline. Statistical analysis (PPV) was
performed to evaluate the association between the clinical responses at Weeks 48, 144. 192, or 240 and a viral toad response at Weeks 12. 24, or 48 of treatment. Statistical
analysis (NPV) was performed to evaluate whether there is an association between the Clinical non-responses at Weeks 48. 144. 192, or 240 and a viral toad non-response at
Weeks 12. 24, or 48 of treatment.

Viral Response < 2,000 IUfm
As shown in Tabie 26, eariy viral response (Weeks 12, 24, 48) Is informative In predicting clinincai responses at Week 48. The PPV is the highest for the association of viral
response and the histoiogic and biochemicai responses; whiie NPV is the highest for the association of viai response and the seroiogical responses (HBeAg loss, anti-HBe gain,
and seroconversion).
Virai response at Weeks 12, 24, and 481 is nformative in predicting blochemicai, HBeAg loss, anti-HBO gain, and seroconversion at Week 48 (i.e., the iower 95% Ci limits for the
Odds ratio exceed 1.0). Virai response at Week 24 is aiso informative in predicting histoiogic improvement at Week 48. Virai response at Week 24 is informative in predicting HBeAg
loss at Week 144 and viral response at Week 48 is aiso informative in predicting anti-HBe gain and seroconversion at Week 240 of treatment.
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Table 26

PPV, NPV, and Odds Ratio for Individual Clinical Responses During Treatment
Predicted by Early Vi)al Response (< 2,000 IU/mL) in HBeAg-Posltlve Subjects

Week of Viral Week of Clinical PPV NPV Odds Ratio
WResponse Response Clinical Response PPV (%) (Proportion) NPV (%) (Proportion) 95% Cl9

Response Response _ ~~~~~~~~~~(95% Cl) (5 I 9%C)
Histologic 79.2 (19/24) (57.3, 92.1) 43.3 (39190) (33.1, 54.2) 2.91 (0.93, 10.76)

Biochemical 64.0 (21125) (6341, 94.7) 55.3 (52194) .7,
12 48 HSeAg Loss 64.0 (16125) (42.6, 81.3) 82.8 (82/99) 3 8

Anti-HBe Gain 36.0 (9/25) (18.7, 57.4) 91.9 (91/99)84.2 96.2
Seroconversion' 36.0 9/25) (18.7, 57.4) 91.9 (91/99)(

Histologic 80.0 (28/35) (62.5, 90.9) 49.3 (37/75).7
Biochemical 83.8 (31/37) (67.3, 93.21 59.7 46/77)47.9

24 48 HBeAg Loss 62.2 (23/37) (44.8, 77.1) 90.2 (74/82)
Anti.HBe Gain 24.3 (9/37) (12.4, 41,6) 92.7 (7682)4.2

Seroconversion 24.3 (9/37) (12.4, 41.6) 92.7 (7682) 84.2 970
Histologic 74.0 (37/50) (5..8.) 49.3 357)(7.3, 61.3)

Biochemical 78.0 (3950)63.7 63. 51.3
48W 48 HBeAg Loss 62.7 (32151) 48.1 97. 90.4, 99.6

Anti-HBe Gain 33.3 (17/51) 2 100.0 (80/80) 94.3. 100.0
Seroconvarsion 33.3 (17/51) (2..4.) 100.0 (80/80) (94.3, 100.0)

Histologic not available
Biochemical 66.7 (416) (24.1. 94.0) 55.6 (25/45) (40.1. 70.0) 2.50 (0,31, 29.77)

12 144 HB"Ag Loss 50.0 (3/6) (13.9, 86.1) 84.4 (38145) (69.9. 93.0) 5.43 (0.58, 47.41)
Anti-HBe Gain 33.3 (2/6) (6.0. 75.9) 86.7 (39/45) (72.5, 94.5) 3.25 (0.24, 28.53 I
Sesroconversion 33.3 (2/6) (6.0, 75.9) 86.7 (39/45) (72.5, 94.5) 3.25 (0.24, 28.53)

Histologic not available
Biochemical 70.0 (7/10) (35.4, 91.9) 57.5 (23/40) (41.0. 72.6) 3.16 (0.60, 21.20)

24 144 HBeAg Loss 50.0 (5/10) (20.1, 79.9) 87.5 (35/40) (72.4, 95.3)
Anii-HBe Gain 30.0 (3/10) (8.1, 64.6) 87.5 (35/40) (72.4, 95.3) 3.00 (0.37, 19.68)
Seroconversion 30.0 (3/10) (8.1, 64.6) 87.5 (35/40) (72.4, 95.3) 3.00 (0.37, 19.68)

Histologic not available
Biochemical 63.6 (7/11) (31.6, 87.6) 58.3 (21/36) (40.9, 74.0) 2,45 (0.50, 13.33)

48 144 HBeAg Loss 36.4 (4/11) (12.4, 68.4) 86.1 (31/36) (69.7. 94.8) 3.54 (0.54, 21.21)
Ani-He Gain 27.3 (3/11) (7.3, 60.7) 88.9 (32/36) (73.0, 96,4) 3.00 (0.36, 21.45)
Seroconversion 27.3 (3/11) (7,3, 60.7) 88.9 (32/36) (73.0, 96.4) 3.00 (0.36, 21.45)

Histologic not available
Biochemical 60.0 (3/5) (17.0, 92.7) 39.5 ( 15/38) (24.5, 56.6) 0.98 (0.10, 13.02)

12 192 HBeAg Loss 40.0 (2/5) (7.3, 83.0) 57.9 (22/38) (40.9, 73.3) 0.92 (0.07. 9.02)
Anti-HBe Gain 40.0 (2/5) (7.3, 83.0) 76.3 (29/38) (59.4, 88.0) 2.15 (0,15. 21,62)
Seroconversion 40.0 (2/5) (7.3, 83.0) 76.3 (29138) (59.4, 88.0) 2.15 (0.15. 21.62)

Histologic not available
Biochemical 66.7 (6/9) (30.9, 91,0) 40.6 (13/32) (24.2, 59.2) 1.37 (0,24, 9.92)

24 192 HBeAq Loss 44.4 (4/91 (15.3, 77.3) 62.5 (20/32) (43.7. 78.3) 1.33 (0.22, 7.58)
Anti-HBO Gain 33.3 (3/9) (9.0, 69.1) 78.1 (25/32) (59.6, 90,1) 1,79 (0.23, 11.22)
Seroconversion 33.3 (3/9) 9.0, 69.1) 78.1 (25/32) (59.6, 90.1) 1.79 (0.23, 11.22)

Histologic not available
Biochemical 77.8 (719) (40.2, 96,1) 37.5 (12/32) (21.7, 56.3) 2.10 (0,32, 23.57)

48 192 HBeAg Loss 66.7 (6/9) (30.9, 91.0) 62.5 (20/32) (43.7. 78.3) 3.33 (0.56, 23.78)
Anti-HBe Gain 55.6 (5/9) (22.7, 84.7) 81.3 (26/32) (63.0, 92.1) 5.42 (0.83, 35.32)
Seroconversion 55.6 (5/9) (22.7, 84.7) 81.3 (26/32) (63.0, 92.1) 5.42 (0.83, 35.32)

Histologic ' (0/0) 33.3 (3/9) (9.0, 69.1)
Biochemical 66.7 (213) (12.5, 98.2) 29.0 (9/31) (14.9, 48.2) 0.82 (0.04, 53.57)

12 240 HBeAg Loss 66.7 (213) (12.5, 98.2) 58.1 (18/31) (39.3. 74,9) 2.77 (0.13, 172.28)
Anti-HBe Gain 33.3 (1/3) (1.8. 87.5) 86.7 (26/30) (68,4, 95.6) 3.25 (0.04, 73.98)
Seroconversion 33.3 (1/3) (1.8, 87.5) 87.1 (27131) (69.2, 95.8) 3.38 (0.05, 76.68)

Histologic 0.0 (0/1) (0.0, 94.5) 37.5 (3/8) (10.2, 74.1) 0.00 (0.00, 15.20)
Biochemical 60.0 (3/5) (17.0, 92.7) 29.6 (8/27) (14.5, 50.3) 0.63 (0.06, 9.06)

24 240 H eAg Loss 60.0 (3/5) (17.0, 92.7) 63.0 (17/27) (42.5, 79.9) 2.55(0.24, 34.44)
AnB-HBe Gain 20.0 (1/51 (1.1, 70.1) 84.6 (22/26) (64.3, 95.0) 1.38 (0.02, 20.07)
Seroconversion 20.0 (1/5) (1.1,70.1) 85.2 (23/27) (65.4, 95.1) 1.44 (0.02, 20.91)

Histologic 100.0 (111) (5.5, 100.0) 57.1 (4/7) (20.2, 88.2)
Biochemical 83.3 (5/6) (36.5, 99.1) 30.8 (8/26) (15.1, 51.9) 2.22 (0.19,118.05)

48 240 HBeAM Loss 83.3 (5/61 (36.5, 99,1) 65.4 (17/269.44
Anti-HBe Gain 50.0 (3/6) (13.9, 86.1) 96.0 (2425)77 .
Seroconversion 50.0 (3/6) (13.9, 86.1) 96.2 (25/26)

Undefined (division by zero)
Shading indicates statistical significance.
Seroconversion * HBeAg undetectable and antibody against H1eAg detected
An association with, rather than predicton ot clinical responses Is demonstrated when measuring the viral response at Week 48,

7The odds ratio calculations are undefined when NPV is 100% or PPV is 100% or missing. We.re the denominators Ior both the NPV and PPV are greater than five, a minimum odds ratio was
determined by subtracting one specimen from the numerator of the 100% parameter estimate (NPV or PPV).

17

84



Tables 27 and 28 demonstrate that the NPV is very high (greater than 89% for Week 48 of clinical response) for the association of early viral response with the combination of
all three responses (histologic, biochemical, and serological -HBeAg loss or seroconversion). These data indicate that HIeAg-positive subjects without an early viral response
(defined as < 2,000 IU/mL decrease) are very unlikely to achieve all three clinical responses by Week 48, as a result of treatment. The number of subjects at Week 240 was small,
and therefore available data is inadequate to draw conclusions about the association of the early viral response with dcinical responses at later weeks.

Table 27

PPV, NPV, and Odds Ratio (OR) for a Combination of Histologic, Biochemical, and HBeAg Loss Responses During Treatment Predicted by an Early Viral
Response (< 2,000 IU/mL) In HBeAg-Posltlve Subjects

Week of Viral Week of Clinical PPV NPV Od RatioPPV (%) (Proportion)W.:.~~~~~~~~~~~~~~~~~P IS) (Proportion) (5 lResponse Response __________ (95.4 Cl) ___________ (95% Cl) (95% CI)

12 48 41.7 (10/24) 22.8, 63.1 - 89.9 (8089) 81.2,
24 48 42.9 15135 26.5) 97.3 (72/74) (89.7, 99.5)
480 48 36.7 19/ 23.8, 98.6 (70/71 91,99
12 240 (0/0) 55.6 (5/9) 22.7 84.7
24 240 0.0 (0/1) (0.0, 94.5 62.5 (5/8) 25.9. 89.8 00 0.00, 38.00
48 240 100.0 {1/1) 5.5,100.0 71.4 (5/7) 30.3, 94.9

U Undeoined (division by are)o
* Shading indicates statistical significance.
'An association with, rather than predictien of clinical responses ia deronstrated when measuring the viral response at Week 45,

Table 28

PPV, NPV, and Odds Ratio (OR) for a Combination of Histologic, Biochemical, and Seroconversion Responses During Treatment Predicted by an Early Viral
Response (I 2,000 fU/nrL) In HBeAg-Positive Subjects

Week of Viral Week of Clinical PPV PV NPV Odds Ratio
Response Response PPV I____roportion (95% Cl%) (Proportion) (95% Cl) (95% Cl)y

12 48 25.0 624) 0.8 497. (87189) 91.4
24 48 172, 34.3) 98.6 (73/74) 91.7
48

b
48 16.3 (8/4) (7.2 100.0 /71 7 93.6,1

12 240 * (0/0} 77.8 (7/9) {40.2, 96.1
24 240 0.0 (0/1) (0.0, 94.5) 750 (6/8) (35.6, 95.5 .00 0.00, 66.50
48 240 100.0 (7/7) 56.1,100.0

Undefined (division by zero)
Shading indicates statistical significanoe.
An association with, rather than prediction of, clinical responses is demonstrated when measuring the viral response at Week 48.
The odds ratio calcelations are undefined when NPV is 100% or PPV is 100% or missing. Where the denominators for both the NPV and PPV are greater than live, a 'minimum' odds ratio
was determined by subtracting ons specimen from the numerator of the 100% parameter estimate (NPV or PPV).
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Viral Response Ž:2 Log lU/mL Decrease
As showvn in Tabie 29, early viral response ~Weeks 12, 24, 48) is informative in predicting clinicai responses at Week 48, High NPV (>90.9%) is observed for the association of viral
response and the serological responses (H BeAg loss, anti-HBe Gain, and seroconversion). The significance of a viral response at Weeks 12, 24, and 48 in predicting histologic,
biochemical. HBeAj loss. anti-HBe gain, and seroconversion at Week 48 and later time points, is assessed by the tover 95% Ci limit for the odds ratio exceeding 1.0.

Table 29

PPV. NPV, and Odds Ratio for individual Clinical Responses During Treatment
Predicted by Early Viral Response (Ž22 Log IU/mL Decrease) In HBeAg-Positive Subj~ects

Week of Viral WeofPPV NPV. Odds Ratio
Response Clinical Clinical Response PPV (%) (Proportion) (95% Cl) NPV (%) (Proportion) (95% Cl) (95% Ci)'

Pesponse
Histologic 67.5 (52177) (55.8, 77,5) 51.4 (19137) (34.7. 67.8) 2.20 0.91 * 5.28)

Biochemical 58.2 (46179) (46.6, 69.1) 57.5 (23/40) (41.0, 72.6) 1.89 (0.82, 4.39)
12 48 HBeAg LoSs 36.3 (29/80) (26.0, 47.8) 90.9 (40/44) (77.4. 97.0)

Anti-HBe Gain 18.8 (15/80) (11.2, 29.4) 95.5 (42/44) (83.3. 99.2)
Seroconversion' 18.8 (15/80) (11.2, 29.4) 95.5 (42/44) (83.3, 99.2)

Histmoloic 62.7 (52183) (51.3, 72.8) 48.1 (13/27) (29.2. 67.6) 1.56 (0.59. 4.09)
Biochemical 59.3 (51/86) (48.2, 69.6) 60.7 (17/28) (407.7,779) 2.25 (0.87, 5.98)

24 48 HBeAg LSs 33.3 (30190) (24.0. 44.1) 96.6 (28129) (80.4, 998d)
-Anti1He Gain 16.7 (15190) (9.9. 26.3) 100.0 (29129) (85.4 100.015 0

Seroconversion 16.7 (15190) (9.9, 26.3) 100.0 (29129) 8410)> 0
Histologic 66.7 (60190) (55.9. 76.0) 58.1 (18131) (93 49

Biochemical 63.4 (59193) (52.8. 73.0) 75.8 (25/33) 5..8.
46' 48 HBeAg Loss 35.8 (34195) (26.4, 46.3) 100.0 (36/36) (80100

Anti-HBe Gain 17.9 (17195) (1.1. 27.4) 100.0 (36136) 8.,0.
Seroconversion 17.9 (17/95) (114.1, 27.4) 100.0 (36136) 8..0.

Histologic not available
Biochemical 43.3 (13/30) (26.0, 62.3)476102)(.,69) 07002.24)

12 144 HBeAg Loss 23.3 (7/30) (10.6, 42.7) 85.7 (18/21) (2.6. 96.2) 18(03.235
Anti-HBe Gain 16. 53)(.,3.557(82)12.6 962) .2 (0.0 8.70)

____________ ____________ Seroconversion 167(/0 6.,3.)8.7(82)62.6, 96.21 . 1.20 (0.20. 8.70)
Histologic ______ ____ not available __________ __________

Biochemical 44.7 (17/3B) (29.0. 61.5) F 41.7 (5112) (16.;5. 71.4,) 0.58 (012 259
24 144 HBeAg Lss 26.3 (10/38 1.,4.) 0. 1/2 (6.9 10.0) >392,93

Anti.HBe Gain 21.1 (8138) (1..3.) 1 10. 1/2 6.9. 100.0) 1 >2.93-

____________ ___________ Secoconversion 21.1 (8138) (1..3.) j 0. (21) 6.9. 100.0) >2,93'
Histologic not available __________ __________

Biochemical 48,3 (14129) (29.9, 67.1) 1 55.6 (10/18) (31.3, 77.6) 1.17 (0.31. 4.49)
48 144 H~~~~~c~~g Loss ~~~20.7 (6129) (8.7. 403) 833(51) j (7.,9.) 13 0.23. 9.25)

AMti-HBe Gain 17.2 (5/29) , (.5 36.5 88.9 (16/181) 1 (63.9. 98.1) 1.67 (0.23. 19.34)
Seroconversion 17.2 (5/29) (6.5. 36.5) 88.9 (16/18) j (63.9. 98.1) 1.67 (0.23. 19.34)_

Histologic not available
Biochemical 60.0 (15125) 1 (38.9, 78.2) 38.9 (7118) (18.3. 83.9) 0.5(23389

12 192 HBeAg Loss -48.0 (12125) (28.3. 68.2) 1 66.7 (12/18) j (41.2. 85.6) 1.85 (0.45. 7.96)
Anti.HBe Gain 2.(75)(12.9. 49.6) 77.8 (14/18) j (51.9, 92.6) 1 1.36 (0.27. 7.62)
Seroconverston 28.0 (7125) (12.9. 49.6) 77.8 (14/18) j (51.9. 92.6) 1.36 (0,27, 7.621

Histologic not available
Biochemical 56.7 (17130) (37.7. 74.0) 27.3 (3111) (7.3, 60.7) 0.49 (0.07, 2.64)

24 192 HBeAg Loss 43.3 (13/30) , (26.0. 62.3) 72.7 (8/1 1) (39.3, 92.7) 20 ,8 1.7
Anti-HBe Gain 33.3 (10/30) , (17.9, 52.9) 100.0 (11/11) (67.9. 100.0)
Seroconversion 33.3 (10/30) (17.9. 52.9) 100.0 (11/lit (67.9. 100.0)

Histologic _____________not available
Biochemical 76.9 (20126) (55.9, 90.2) 53.3 (8/15) (27.4, 77.7) . 3.81 (0.80. 18.49)3

48 192 HBeAg Loss 46.2 (12/26) (27.1, 66.3) 60.0 (9115) (32.9. 82.) 1.29 (0.30, 5.771
A~ntiHBe Gain 34.6 19/26) (17.9, 55.6) 86.7 (13/15) (58.4, 97.7) 3.44 (0.55, 37.07)

____________ ____________ Seroconverslon 34.6 (9126) (17.9. 55.61 86.7 (13/15) (58.4. 97.7) 3.44 (0.55. 37.07)
Histologic 100.0 (5/5) (46.3, 100.0) 75.0 (3/4) (21.9, 98.7) __________

BiohemiCal 73.7 (14/19) (48.6. 89.9) 33.3 (5/15) (13.0. 61.3) 1.,40 (0.25, 7.92)
12 240 H~eg Los57.9 (11119) (34.0. 78.9) 733(1i)(489.) 3.78 (0.72. 21.84)

Mti!llBe Gain 27.8 (5/18) (10.7, 53.6) 100.0 (15/15) (74.7. 100.0) >5,38-
_____________ ~~~Seroconverslon 26.3 (5119) (10.1. 51.4) 100.0 (15/15) (74.7, 100.0) >5.00'

Histologic 71,4 (5/7) (30.3. 94.9) 100.0 (2/2) (19.8. 100.0) __________

Biochemical 69.6 (16/23) (47.0. 835.9) 33.3 (3/9) (9.0, 69.1) 1.14 (0.14, 7.48)
24 240 HOCAg Loss 52.2 (12/23) (31.1, 72.6) 88.9 (8/9) (50.7, 99.4) 8.73 (0.86. 418.80)

Anti-HBe Gain 22.7 (5122) (8.7. 45.8) 100.0 (9/9) (62.9. 100.01 >2.35'
_____________ ~~~~Seroconversion 21.7 (5/23) (8.3. 44.2) 100.0 (9/9) (62.9. 100.0) >2.22'

Histologic 66.7 (4/6) (24.1. 94.0) 100.0 (2/2) (19.8, 100.0) __________

Biochemical 77.3 (17122) (54.2, 91.3) 40.0 (4/10) (13.7. 72.6) 2.27 (0.32. 14.76)
48 240 HBeAg LoSs 54.5 (12/22) (32.7, 74.9) 80.0 (8/10) (44.2. 96.5) 4,80 (0.69, 53.92)

Anti.HBe Gain 19.0 (4/21) (6.3, 42,6) 100.0 (10/10) (65.5. 100.01 >2.12'

___dfird (divinb_____ Saroconversion 18.2 (4/22) (6.0, 41.0) 100.0 (10/10) (65.5, 100.01 >2.()W

Shading Indicates statistical algntlicance.
Seroconvrsion -HBeAg uneltectable and antibody against HGeAg deltected.
An association wth, rathe, than prediction ot clinical rsoesis demonstrated when measudrin the virsl response at Week 48,

'The odds ratio calculations are undefined when NPV Is 1I0% or PPV Ia 100% or missingl. Where the denorninetors for both the NPV and PPV are g.reate than live, a minimuWe dodd ratio was
determined by subtracting one specime~n from the numera.tor of the 100% parameter estimate (NPV or PP4)
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Tables 30 and 31 demonstrate that the NPV is high (greater than or equal to 97% for response at Week 48) for the association of early viral response with the combination of
all three responses (histologic, biochemical, and serological - HBeAg loss or seroconversion). These data indicate that HBeAg-positive sublects without an early viral response
(defined as ~ 2 log U/mEl decrease) are unlikely to achieve all three clinical responses by Week 48, as a result of treatment. The number of subjects at Week 240 was small, and
therefore available data s inadequate to draw conclusions about the association of the early viral response with clinical responses at this time point.

Table 30

PPV, NPV, and Odds Ratio (OR) for a Combtnation of Histologic, Biochemical, and HBeAg Loss Responses During Treatment
Predicted by an Early Viral Response (Ž2 Log IU/mL Decrease) in HBeAg-Posltive Subjects

Week of Viral Week of Clinical PPV NPV
Response Response (%) (Proportion) (95% Cl) (Proportion) (95% Cl)

12 48 23.7 (18/76) 15.0. 97.3 (36/37)
24 48 20.7 (17182) (12.9. 31. 100.0 27/27) (84.5, 100.0)
48

b 48 21.3 19/89) 13. 100.0 31/31) 86.3
240 60.0 (3/5} (17,0, 92.7) 75.0 (3/4) 21.9, 98.7 4.50 0.15 313.49

24 240 42.9 (3/7) (11.8, 79.8) 100.0 (2/2) 19.8, 100.0
48 240 50.0 (3/6) (13.9, 86.1 100.0 (2/2) 19.8, 100.0

Undefined division by zero)
Shading indicates statistical significance
An association with, rather than prediction of clinical responses is demonstrated when measuring the viral response at Week 48.
The odds ratio calculations are undefined when NPV Is 100% or PPV is 100% or missing. Where the denoniinstors for both the NPV and PPV are greater than five, a Wminimum" odds ratio wes
deterrined by subtracting one specimen from the numerator of the 100% paraneter estiVate (NPV or PPV).

Table 31

PPV, NPV, and Odds Ratio (OR) for a Combination of Histologic, Biochemical, and Seroconversion Responses During Treatment Predicted by an Early Viral
Response ( Ž 2 Log IU/mL Decrease) in HBeAg-Posltive Subjects

~~~~~~~~~~PPV N% Popelo) NVWeek of Viral Week of Clinical NPV Proportion) NPV (NPV Odds Ratio (95% Cl)
Response Response (95% Cl) (95% Cl)

12 43 5 (5.0. 20.21 100.0 (37137) (88.3. 100.0) >4.24'
24 48 8.5 (7/82) (3.8, 17.3) 100.0 (27/27) (84.5, 100.0) >2.43

b

4W 48 9.0 (8/59) (4.2, 17.4) 100.0 (31/31) (86.3, 100.0) . >2.96
12 240 40.0 (2/5) (7.3, 83.0) 100.0 (4/4) (39.6, 100.0)
24 240 28.6 (2/7) (5.1, 69.7) 100.0 (2/2) (19.8, 100.0)
48 240 16.7 (1/6) (0.9, 63.5) 100.0 (2/2) 119.8. 100.0)

Undefined (division by zero)
An associstion with, rather than prediction of, clinical responses is demonstrated when measuring the virs response at Week 48.
The odds ratio calculations are undefined when NPV is 100% or PPV is 100% or missing. Where the denominators for bath the NPV and PPV are greater than five, a "minimum" odds ratio was
determined by subtracting one specimen from the numerator of the 100% parameter estimate (NPV or PPV).

HBeAg-Negative Patients
Characterization of Viral Load
Table 32 below demonstrates the efficacy, based on HBV viral load testing, of treating HBeAgonegative patients with 10 mg adefovir dipivoil compared to placebo. At Week 48,
48.72% (57/117) of HBeAg-negative patients on treatment versus 0% (0/55) on placebo had achieved very low viral loads below 100 IU/mL. Furthermore, 3.42% (4/117) of patients

on treatment versus 30.91 % (17/55) on placebo had viral loads greater than or equal to 10' IU/mL.

Table 32

Distribution of HBV Viral Load at Week 48 for HBeAg-Negative Patients

Viral Load Adefovir Dipivoxi Placebo
(IU/mL) N % Cumulative % N % Cumulative %
TND' 9 7.69 7.69 0 0.00 0.00

15 20 17,09 24.79 0 0.00 0.00
15 . < 100 28 23.93 4872 0.00 0.00
100 -< 103 33 28.21 76.92 7 12.73 12.73
103. < 10" 9 7.69 84.62 5 9,09 21.82
104 -I 10, 6 5.13 89.74 11 20,00 41.82

10
G -I 10' 8 6.84 96.58 15 27.27 69.09

10.- a 10" 4 3.42 100.00 17 30,91 100.00
; 10a 0 0.00 100.00 0 0.00 100.00
Total 117 100.00 55 100.00
TND -Target Not Detected
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Figure 9 below demonstrates the median viral load change and inter-quartile range of change from baseline to Week 48 for H~eAg-negative subjects on treatment compared to
placebo. This shows the Impact of adofovir dipivoxil treatment on the viral load of HBeAg-negalive patients with chronic hepatitis B.

FIgure 9
Median and lnter-Ouartlle Range of Change In

HRBV DNA from Baseline: HBeAg-Negatlve Subjects

- - -- p ~~~~l- ---p- --- -

The effect of therapy for patients with chronic HBV Infection can be assessed by measuring the HBV DNA (expected reduction to low or undetectable levels) and monitoring for
viral rebound that could be associated with resistance, Results in Table 33 show that 56.91% (70/123) of the treated patients achieved a nadir, or lowest concentration, viral load
level by Week 48. Of the 30 subjects that achieved a nadir by Week 24, 26.92% (7/26) subjects had a greater than or equal to one log IU/mL increase by Week 48 (four of these
subjects did not have a Week 48 result).

Table 33

Distribution of the HBeAg-Negative Subjects by Week on
Treatment and the Viral Load at Which the Nadir was Reached

Nadir Viral Load Number I%) of Patients With the Nadir Vtral Load Achiee by Week _____ Total By Viral Cumulative By

CftiUnL 12 24 48 98 144 192 240 Load Viral Load

TND- 1 (Cal) 3 (2.441 9 (7.32) 4 (3.25) 11 (8.94) 2 (1.63) 0 30 (24.39) 30 124.391
________ _______ __ ____ ______________ ____ __ _______ _ (0.00 ______ _______ ______ _______

4 5 1 (0.81) 5(4.07) 6 l4.88) 3 (2.44) 6 (8.50) a 6.50) 2183 33 126.831 63 (51.22)

15 . C itO 2 (1.631 4(3.25) 10 16.13) 1(0.81) 3 12.,44) 1(0.81) 283 23 (18.70) 86 (69.92)

100. C 10 ~ 2 (1.631) 3 (2.441 12 (9.76) 3 (2.44) 1 (0.81) 0 (0.0) (0184) 22 (17.89) 108 (87.80)

10'. 10'o 2 (1.63) 0 (0.001 1(0.81) 0 (0.0) 0 10.00) 1(0.81) (084 5 14.07) t113 (91.87)
(0. )

10'' 10'o 0)(0.00) 2 1.631 1(0.81) 0 (0.0) 0)(0.00) a0(0.0) (0.00) 324) t1 9.1

101. 10'o 2 (1.63) I (0.81) I(0.81) 0 tOtO) I1(0.81) 0 (000) (00a 47 2 9 7

10'~ c 10' 1 (0.81) 1 (0.81) 0 (0.00) 0 (0.0) 0 (0.00) o to 0) (0.00) 2 t6) 123 (100.00)

Total By Week 11 (8.94) 19 116.45) 40 (32.52) 1118. 94) 24 (19,51) 12 (9.76) (4.88)

Cumulative By Week II1(8.94) 30 (24.39) 70(69)-8(58) 105 (85.37 117 (95.12) 13(0.0

TND - Target Not D.iected

Two patients out of 123 achieved H~sAg seroconversion. One patient was a white female. NOV genotype 0. , age 30, and seroconverted at Week 96. The other patient was a

white mtale., HV genotype 0,>~ age 30. and seroconverted at Week 240D. A summary of these rsults is provided in Table 34~.

Table 34
Hl~eAg-Negalive Subjects with HiBsAg Seroconversion

Concentration (Log IU/rmL)

Week 0 Week 12 ek2 Week 46 Week 96 Week 144 Week 192 Week 240

Subject 1 6.86 3.83 3.25 c1.18 TND- n/a' n/a" _n/a

Subject 2 6.36 4.53 4.56 5.04 5.09 < 1. 00 TND' TND-

*TND - Target Not Octeced
Aliquet rret avaiable for testing.
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Summaries of the effect of baseline covariates for the HBeAg-negative population are provided in Table 35 through Table 37.

Table 35
Association Between Responses to Treatment at Week 48 and Baseline Covariates

for HBeAg-Negative Patients

No. of Proportion (%)
Response to Patients with of Patients with Unadjusted Odds
Treatment Covarlate Category N Response Response Ratio (95% CI)

Asian 32 19 59.38
Other 76 56 73.68 0.52(0.20.1.38)

Sex Male s0 63 70.00 1.17 (0.32, 3.79)
Feae18 12 66.67 ________

Histological • 3 7 6.
Ag · 30 7 68.7

A 30 101 69 6 2 2.78 (0.31, 131.93)

B,C 32 19 59.3
Genotype BC 32 19 536 0.52 (0.20. 1.38)

____________ Non-B.C 76 56 73.88
Race Asian 30 21 70.00

Other 80 62 77.50
Sex Male 93 67 72.04

Biochemical Femaie 17 16 94.12
A 30 7 6 85.71

Age > 30 103 77 74.76 2.03 (0.23. 96.72)

BTC 3 0 ~ ~~~~~~21 70.00
Genotype Non-BC 80 62 77.50

The statistical significance of the associations of the Race, Sex, Age and Genotype covarlates with viral response was studied by calculating odds ratios and their exact 95%
confidence intervals for both definitions of viral response and summarized in Table 36 and Table 37. All lower limits of the 95% confidence intervals in these two tables are smaller
than 1. This is in concordance with logistic regression analyses of viral response as a function of covariates indicating no statistically significant associations between the four
covariates and viral load, Therefore, the virological responses at Weeks 12, 24 and 48 do not appear to be correlated with Race, Sex, Age, and HBV Genotype.

Table 36
Odds Ratios for the Association Between Viral Response (< 2,000 IU/mL) and Covarlates, by Week,

for an HBeAg*Negative Population

No. Below Proportion (%) Unadjusted Odds
Covarlate Category Week N 2,000 IU/mL Below 2000 lIU/mL Ratio (95% Ct)

Asian 33 25 75.76
Other 12 4556129 2.36 (0.89, 6.79)Other 70 45 5 69

Race Asian 2 34 26 76.47Rac ~ ~ ~ ter 46 1.03 (0.37, 3.08)Other 70 60 75.95
Asian 33 29 87.88
Other 82 62 7561 2.34 (0.69, 10.20)
Male 12 4 59 6277 1.07 (0.32, 3.36)

Female 18 11 61.11
Male 93 72 77.42

Female 20 14 700 1.47 (0.41, 4.71)

Male 95 76 80.00Female 48 2 5 7 500 1.33 (0.34, 4.51)Fema l 20 is 75.00
•30 7 4 57.14

12 0.7 8630 105 66 62.86
•30 7 5 71.43

Age s 24 1 8 76.42 0.77 (0.12. 8.59)
> 30 106 81 76.42
•30 6 4 68.67

s-30 48 0 8 79.82 0.51 (0.07, 5.97)>30 109 87 79,82
BiC 33 25 75~,7,6
nB.C 79___ _ 425 2.36 (0,89, 6.79)Non-BC ____ 79 45 56.96 ________

BC 34 26 76.47
Genotype Bon-26C 24 760 1.03 (0.37, 3.08)

Non-B,C 33 6 0 7 58
8,C 3 3 2 7.88
BC 33829 87.88 2.34 (0.69. 10.20)48n-B~C 82 82 75.61
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Table 37
Odds Ratios for the Association Between Viral Response I · 2 Log Decrease From Baseline Result) and Covarlates, by Week,

for an HBeAg-Negative Population

No. with Ž 2 Proportion (%) with Unadjusted Odds
Covarlate Category, Week N Log Decrease Ž2 Log Decrease Ratio (95% Cl)

Asian 12 25 75.76 0.86 (0.30, 2.60)
Other 79 62 78.48

Race Asian 34 31 91.18---cei 24 1.50 (0.35, 9.02)Other 79 69 87.34
Asian 48 33 31 9394 2.15 (0.42, 21.22)
Other 82 72 87.80
Male 12 94 72 76.60 0.65 (0.11,2.64)

Female 18 15 83.33 (0.11,2.64
Male 93 82 88.17Sex 24Female 24 20 18 900 0.53 (0.08, 4.32)
Mate 48 95 83 87.37

Mae 48 O.00 (O,00, 1.28)Female 20 20 . 100.00
5 30 7 5 71.43 070

30 12 105 82 78.101,7.84)

Age · 30 24 7 6 85.71 077
30 106 94 88.68 (0.08 38.13)

· 30 48 6 5 83.33 0.56 (0.06, 28.93)
· 30 109 98 89.91
8 1 33 25 75.76 0.86 (0.30, 2.60)

Non-B1C 79 62 78.48
BC 34 31 91418 150 ( 9

Genotype onBc 24 15 03..2
Non-BC 24 79 69 87.34 .35. 9.02)

BpC 33 31 21594 8 2870 (0.42. 21.22)

Positive Predictive Value (PPV), Negative Predictive Value (NPV), and Odds Ratio (OR) Analysis In an HBeAg-Negative Population

For each patient, two responses: Histologic and Biochemical -were measured at various times during treatment.

* Histologic response - improvement of histologic status by at least 2 units of the Knodell necroinflammatory score without deterioration of the fibrosis score compared to the
histologic status at baseline

* Biochemical response - normalization of ALT test result compared to the biochemical status at the baseline

Additionally, HBsAg seroconversion data were collected. Two patients out of 123 achieved HBsAg seroconversion. One patient was a white femoale, HBV genotype D. > age 30. and

seroconverted at Week 96. The other patient was a white mate, HBV genotype D, > age 30, and seroconiverted at Week 240. A summary of these results is provided in Table 34.
Viral load response was defined as either HBV DNA less than 2,000 IU/mL or greater than or equal to 2 log IUImL decrease from baseline. Statistical analysis (PPV) was
performed to evaluate the association between the clinical responses at Weeks 48, 96, 144, 192, or 240 and a viral load response at Weeks 12, 24, or 48. Statistical analysis
(NPV) was performed to evaluate whether there is an association between the clinical non-responses at Weeks 48, 96, 144, 192, or 240 and a viral load non-response at Weeks
12. 24, or 48.
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Viral Response < 2,000 IU/mL
As shown in Table 38, viral response at Weeks 24 and 48 (when defined as < 2,000 IU/mL) appears informative (i.e., lower 95% Cl limit for the odds ratio exceeding 1.0) in
predictin biochemical response at 48 and 96 weeks on treatment. The PPV for the association of viral response and histologic response increased throughout the study and
was _ 6g.3% at Week 48 and > 85.7% at the end of the study. The PPV for the association of viral response and biochemical response was > 78.3% at Week 48 and remained
consistent through the end of the study.

Table 36

PPV, NPV, and Odds Ratio for Individual Clinical Responses During Treatment
Predicted by Early Viral Response (I 2,000 IU/mL) in HBeAg-Negative Subjects

Week Week of Clinical PPV (%) PPV NPV % NPV
of Viral Clinical Od ai 9%C)

Response Responsea Response (Proportion) (95% Cl) (Proportion) (95% Cl) Odds Ratio (95% Cl)

Histologic 68.3 (41/60) (54.9, 79.4) 29.7 (11137) (16.4, 47.2) 0.91 (0.34. 2.41)
Biochemical 78.3 (47/60) (65.5, 87.5) 27.5 (11140) (15.1, 44.1) 1.37 (0.48. 3,82)
Histolo4ic 71.4 (55/77) (59.8, 80.9) 30.4 (7/23) (14.1, 53.0) 109 033 330

Biochemical 81.6 (62/76) (70.7, 89.2) 44.0 (11/25) (25.0. 64.7)
Histologic 69.8 (60/86) (58.8. 79.0) 35.0 (7/20) (16.3, 59.1) 124 037. 382

Biochemical 83.3 (70/84) (26.2, 66.8)
Histologic 88.9 (8/9) (50.7, 99.4) 16.7 (1/6) (0.9. 63.5) 1.60 (0.02. 141.06)

Biochemical 83.3 (25/30) (64.5, 93.7) 32.1 (9/28) (16.6, 52.4) 2.37 (0.59, 10.41)
24 96 Histologic 84.6 (11/13) (53.7, 97.3) 33.3 (1/3) ( 

8 7
.5)

Biochemical 87.8 (36/41) (73,0, 95.4) 56.3 (9/16) (30.6, 79,2)
HistologiC 85.7 (12/14) (56,2, 97.5) 25.0 (1/4) (1.3. 78.1) pj 035 2 .

48 9,0 His3 0 . 7
Biochemical 82.6 (38/46) (63.0, 91.7) 50.0 (7/14) (24.0, 760)

12 144 Histologic not available
Biochemical 72.7 (24/33) (54.2. 86.1) 30.4 7/23 14.1, 53.0 1.17 0.30, 4.37

24 144 Histologic not available
Biochemical 76.7 (33/43) (61.0, 87.7) 46.2 {6/13) (20.4, 73.9) 2.83 (0.62. 12.41)

48 1 Histoalopic not available
48144 HsooiBiochemical 74.5 (35/47) (59.4, 85.6) 41.7 (5/12} 16.5, 71.4) 2.068 (0.43, 9.30)

12 192 Hist alogic - - - - --F -not available
12192 HsooiBiochemical 82.8 (24/29) (63.5, 93.5) 10.0 (2/20) (1.8. 33.1) 0.53 {0.05, 3.78

Histologic not available
24192 HsooiBiochemical 84.6 (33/39) I 68.8., 93.6) 22.2 (2/9) (3.9, 59.8) 1.57 (0.13. 11.50)

4 Histologic not available
48192 Hsooi

Biochemical 86.0 (37/43} 71.4, 94.2) 25.0 (2/8) (4.5, 64.4) 2.06 (0.16, 15.55)
Histologic 85.7 6/7 42.0, 99.2 25.0 (3/12) 67, 57.2 2.00 0.12, 12223

12 240 Biochemical 78.3 (18/23) (55.8, 91.7) 6.3 (1/16) (0.3, 32.3) 0.24 (0.00, 2.58)

Histologic 100.0 12/12 60.9. 100.0 42.9 (3/7) 1.8, 79.88.25
Biochemical 80.0 24/30 60.9, 91.6 11.1 1/9 0.6. 49.3 0.50 (0.01, 5.31

Histologic 100.0 12/12 69.9. 100.0 42.9 (3/7) 118, 79.88
Biochemical 80.6 25/31 61.9, 91.9) 11.1 f1/9 0.6, 49.3 0.52 0.01, 5.51

'Shading indicaes statistical significance.
An association with. rather than prediction of, clinical responses Is demonttrated when measuring the viral response at Week 48.
The odds rato calculations are undefined when NPV is 100% er PPV is 100% or missing. Were the denominators for both the NPV and PPV are greater than five, a 'minieum' odds ratio
was determined by subtracing one specimen from the numerator of the 100% parameter estimate (NPV or PPV).

Table 39 shows PPV, NPV, and OR results for a combination of both histologic and biochemical responses. PPV for the association of viral response at 12, 24, and 48 Weeks
(when defined as < 2,000 IU/mL) with the combination of both responses (histologic and biochemical) at Week 240 ranges from 85% to 100% (however, 95% CO is wide and OR
is not significant with the available population).

Table 39

PPV, NPV, and Odds Ratio (OR) for a Combination of Histologic and Biochemical Responses During Treatment Predicted by an Early Viral
Response (I 2,000 IU/mL) in HBeAg-Negative Subjects

Week of Viral Week of Clinical PPV NPV
Response Response (95% Cl) NPV (%) (Proportion) (95% CI)

12 48 60.0 (33155) (45.9, 72.7) 51.4 (19/37) (34.7, 67.8) 1.58 0.63. 3.99
24 46 64.8 (46171) 52.5 5 65.2 (15/23) 142.8, 82.8)
48' 48 62.5 (50/80) (0.9, 7 29 70.0 (14/20) (45.7. 87.2)
12 96 55.6 (5/9) (22.7, 84.7) 50.0 (3/6) (13.9, 86,1) 1.25 (0.10, 15.38)
24 96 61.5 (8113) (32.3. 84.9) 100.0 (3/31 (31,0. 100.0)
48 96 64.3 (9/14) (35.6, 86.0) 75.0 (3/4) (21.9, 98.7) 5.40 (0.30, 314.24)
12 240 85.7 (6/7) (42.0. 99.2) 25.0 (3/12) (6.7, 57.2) 2.00 (0,12, 122,23)
24 240 100.0 (12/12) (69.9, 100.0) 42.9 (3/7) (11.8, 79.8) >8.25

c

48 240 100.0 (12/12) (69.9 100.0) 42.9 (3/7) (11.8, 79.8) >8.25
c

Undefined (diision by zero)
Shading indicates statistical significance.
An association wish, rather than prediction of. clinical responsas is demonstrated when measuring the viral response at Week 48.
The odds ratio ns ase undelined when NPV Is 100% or PPV ia 100% or missing. Where the denominators for both the NPV and PPV are greater than fIve, a 'minimum' odds ratio was
determined by subtracting one specimen from the numerator of the 100% paameter estimate (NPV or PPV).
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Viral Response a 2 Log IU/mL Decrease
As shown in Table 40, viral response at Weeks 12, 24, and 48, when defined as a 2 log decrease in value from the baseline viral load result, is informative (i.e.. lower limits of
the 95% Cis exceed 1) in predicting biochemical response at Week 48 of treatment. Viral response at Weeks 12 and 48 is also informative for predicting biochemical response at
Week 96 on treatment. The PPV for the association of viral response at Weeks 12. 24 and 48 and histologic response at the end of the study (240 weeks) was 76.9 %, 86.7%,
and 82.4%. respectivefy. The PPV for the association of viral response and biochemical response was greater than or equal to 78.8% for biochemical response at Week 48 and
remained consistent through the end of the study.

Table 40
PPV, NPV, and Odds Ratio for Individual Clinical Responses During Treatment

Predicted by Early Viral Response (Ž 2 Log lU/nmL Decrease) In HBehgrNegaflve Subjercts,

Week of Viral Week of Clinical ClncaPeposV (%) PPV NPV I(%) NPV Odds Ratio (95% CI)-
Response Response CicaRepne (Proportion) (95% Cl) (Proportion) (95% Cl)

12 48 ~~~~~Histologic 71.2 (52173) (59.3, 80.9) 37.5 (9/24) (19.5, 59.2) 1.49 (04, .0
12 48 ~~~~~~~~~Biochemical 83.1 (64/77) (_72.5, 90.J4_ 47.8 (11/23) (274 68.9)
24 48 ~~~~~Histologic 70.8 (63189) (60.0. 79.7) 27.3 (3/41) (7ff3 60.7)09 0.4 .8
24 48 Bioc~~~~~~~1,hemical 78.9 (71 /90) __(68.8. ~86.5) 54.5 (6/11) (246, 81.9
48- 48 ~~Histologic 68.0 (66197) (57.7. 76.9) 22.2 (2/9) (3, 59.81 0. 006 6
4gb 48 ~~~~~~~~~Biochemical 83.3 (80/96) (74.0, 89.91 75.0 (9/121 (428, 93.3

12 96 ~~~~~Histologic 83.3 (10/121 (50.9, 97.1) 0.0 (0/3) f(0 69.0 0. I01.1
12 96 ~~~~~~~~Biochemical 84.1 (37/44) (69.3, 92.81 50.0 (7/14) (40 60

Histologic 84.6 (11/13) (53.797.3)' 33.3 (1/3) (.,85)2.75 (0.03. 78.72)
24 96 Biochemical 81.3 (39/48) (6.9 90656 (519) 227 475.42 (0.92. 32.22)

48 96 ~~~~Histologic 82.4 (14/17) (58 53 . 01 00 45
Biochemical 80.0 (44/55) 1(66.6. 89.1) 1 80.0 (4/5) (99 89

12 144 Histologic not available
BIochemical 75.0 (33144) 59.4, 86.3) 41.7 (5112) 1 16.5, 71.4) 2.14 (0.44. 9.72)

24 144 Histologic oaaibl
Biochemical 72.9 (35148) 57.9, 84.3) 375 (318) 1 10.2, 74.1) 1.62 (0.22, 9.67)

48 144 Histologicnoavibl
Biochemical 72.7 (40/55) 58.8, 83.5) 50.0 (214) 9.2. 90.8) 2.67 (0.18. 39.141

12 .192 Histologicnoaalbe
Biochemical 69.7 (35/39) 74.8, 96.7) 30.0 (3/10 8B. 1, 64.6) 3.75 (0.44, 27.27)

24 192 Histologic not available
Biochemhical 85.4 (35141) 70.1, 93.9 28.6 (2/7 5.1, 69.7) 2.33 (0.18. 18.75)

48 192 Histologicnoavibl
_______________ _______________ Biochemical 87.5 (42/48) 74.1, 94.8) 66.7 (2/3) 12.5, 98.2) 14.00 (0.59. 844.47)

12 240 ~~~~~Histologic 76.9 (10/13) 4.,9. 16.7 (116 (0.9, 63.51 0.67 0.1114
12 240 ~~~~~~~Biochemical 82.8 (24/29) I(63.5, 93.5) 10.0 (1/10) I (0.5, 45.9) 0___.53 (0.01. 5.90) _

24 240 ~~~~~Histologi 86.7 (13/IS (58.4, 97.7) 25.0 (1/4 (1.3, 78.1) 2.17 (0.03. 54.35)
24 240 ~~~~~~~~Biochemical 78.8 (26/33 60.6. ~90.4 0.0 (016) 0.0, 48.3) 0.00 (0.00. 2.99)

48 ~~~240 Histologic 82.4 (14/17) 55.8. 95.3) 0.0 (0/2 0O.0. 80.2) 0.00 (0.00, 20.71)
48 ~~~~~~~~~~Biochemical 81.6 (31/38) 65.1, 91.7 0.0 (0/2 (0.0. 80.2) 0.00 (0.00, 17.04)

Shading indicates statisfticl sigificance.
An association with, rather than prediction ot clinical respornses Is demonstrated whe~n meauraing the viAld response at Week 48.

Table 41 shows PPV. NPV, and OR results for a combination of both histologic and biochemical responses. PPV for the association of viral response at 12, 24. and 48 weeks (wh~en
defined as k 2 tog iU/ML decrease in value from the baseline viral load result) with the combination of both responses (histologic and biochemical) at Week 240 ranges from
76.9% to 86.7% ( owever. 95% Ci is wide, and OR is not significant with the available population).

Table 41

PPV, NPV. and Odds Ratio (OR) for a Combination of Histologic and Biochemical Responses During Treatment Predicted by an Early Viral
Response (2 Log IU/mL Decrese) In HBeAg-Negafive Subjects

Week of Viral Week of Clinical PPV I%) PPV NPV I%) NPV Od ai 9%C)
Response Response (Proportion) (95% Cl) (Proportion) (95% CI)OdsRto95CI

12 48 61.4 (43170) (49.0. 72.6) 63.6 (14/22) (40.8. 82.0) 2.79 (0.93. 8,68)
24 48 59.5 (50/84) (48.2. 69.91 60.0 (6/10) (27.4, 86.3) 22 04,1.6

48' 48 60.4 (55/91) (49.6, 70.4) 88.9 (8/9) (50.7, 99.4)
12 96 58.3 (7/12) (28.6, 83.51 66.7 (213) (12.5, 98.2) 2.80 (0.11. 188.361
24 96 53.8 (7/13) (26.1, 79.6) 68.7 (213) (12.5, 98.2) 2.33 (0.09. 157.00)
48 96 58.8 (10117) (33.5, 80.6) 100.0 (1/Il (5.5, 100.0) ______________

12 240 76.9 (10/13) (46.0, 93.8) 16.7 (1/61 (0.9. 63.5) 0.67 (0.01, 11.40)
24 240 86.7 (13/15) (58.4, 97.7) 25.0 (1/4) (1.3. 78.1) 2.17 (0.03, 54.35)
48 1 240 82.4 (14117) (55.8. 95.3) 0.0 (0/2) (0.0, 80.2) 0.00 (0.00, 20.71)

Shading Inictes. statistical significnce.
An assocallno with, rather taen prediction ot clinical responses Is damenairated whenmesin the vira response at Week 48.
undefined (divisio by caro

Conclusions Drawn from the Studies
Based on the results of the nonclinical and clinical laboratory studies, the Abbott Realflimre HBV assay, when used according to the provided directions and in conjunction with
other serological and clinical information, is found to be useful In guantitation of Hepatitis B Virus (HBV) DNA in human serum or plasma from chronically HBy-infected individuals,
for aiding in assessing response to treatment and the management of patients with chronic HBV infection undergoing anti-viral therapy by measuring HBV DNA levels at baseline
and during treatment.
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