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NAME
AxSYM Anti-HCV

INTENDED USE

AxSYM Ant-HCV (hapatitis G virus) is a Microparticle Enzyme Immunoassay
(MEIA) for the qualitative detection of anti-HGV igG to HCV recombinant
proteins in human serum or plasma (potassium EDTA, sodium EDTA, sodium
hepaysin, lithium heparin, sodium citrate and potassium oxalate).

Assay resuits, in conjunction with other laboratory results and clinical

information, may be used to provide presumptive evidence of infection with

HCV virus (state of infection or associated disease not determined) in persons

with signs or symptoms of hepatitis and in persons at risk for hepatitis C

infection.

WARNING:

+ Mot intended for use in screening blood, plasma, or tissue donors.
The effectiveness of AxSYMAnti-HCV for use in screening blood, plasma,
or tissue: donors has not been established.

*  Assay parformance characteristics have not been establishad for prenatal
screening or tBsting a pediatric population less than 10 years of age.

SUMMARY AND EXPLANATION OF THE TEST

AxSYM Anti-HCV is a microparticle enzyme immunoassay (MEIA), a variation
of the enzyme immuncassay (EIA) principle. Solid phase ElAs, first described
in the early 1970s, use antigens and/or antibedies coated on a surface to
bind complementary analytes.! The bound analyte is detected by a series of
antigan-antibody reactions. In the final reaction of the AxSYM MEIA, an
antibody coupled to an enzyme acts upon a substrate to produce a flucrescent
end-product, The fluorescence produced by the enzyme reaction is measured
and, if the value is greater than or equal to the cuteff, indicates bound
anti-HCV artibody.

HCV is a parenterally-transmitied virus,23 Serological studies employing ElAs
for detection of antibodies to recombinant antigens of HCV have established
HCV as the cause of mogt parenterally-ransmittedd® as well as community-
acquired'® non-A, non-B hepatitis (NANBH) in the U.S.A. The presance of
anti-HCV indicates that an individual may have been infecied with HCV in the
past or may have an ongeing HCV infaction,

AxSYM Anti-HCV has been designed to detect antibodies to putative structural
and nonstrctural (NS) proteins of the HCV genome. The relationship between
the recombinant HCV proteins in AxSYM Ant-HCV and the putative structural
and nonstruciural proteins of the HCV genome Is depicted in the Tollowing
figure:

THE RECOMBINANT HCV PROTEINS IN AxSYM Anti-HCV
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+  The HCV genome encodes one large polyprotein that is processed into
viral proteins. Amino acids (AA) are nurnbered from the aming terminus
of the polyprotein. The complata HCV polyprotein contains the additional
amino acids # 1932-3011 which are not represented In this figure.

+ The HCr43 antigen is a protein expressed in Escherichia colf (E. coll)
from DMA that is composed of two noncontiguous coding regions of the
HCV genome. Tha first region represents HCV amine acids 1192 to 1457
{33c). The second region represents HGY amino acids 1 to 150 (core).
The first sequence Is from the NS3 coding region, and the second
sequen:a is from the core {nucleocapsld) coding reglon.

*  The c200 antigen is a recombinant protein expressed in Saccharomyces
ceraviside (yeast), It contains HGV amino acids 1192 to 1831, This
saquence is from the NS3 and NS4 regions, The ¢200 antigan is a chimeric
fusion protgin, with 154 amino acids of human superoxide dismutase
(hSOD).

« The¢100-3 antigen Is a recombinant pratein expressed in Saccharomyces
cerevisiae (yeast). The cloned HCV sequence is contained within the
NS3 and NS4 regions. The c100-3 protein ig a chimeric fusion protein,
with 154 amino acids of hSOD, five linker amino acids, amino acids 1569
1o 1931 of the HCV polyprotein, and an additional five linker amino acid
chaln ai the carboxy! terminus.

HCV antigens HCr43, c200, and c100-3 are prepared by Chiron Corporation
under a shared manufacturing agreement. The AxSYM Anti-HCV assay is
manufactunad under contract agreement from Ortho Diagnostic Systemns and
Chiron Corporation.

BIOLOGICAL PRINCIPLES OF THE PROCEDURE
AxSYM Anti-HCV is based on Microparticlte Enzyme Immunoassay
technology. The AxSYM Anti-HCV reagents and sample are plpetted in the
following sequence:

SAMPLING CENTER

*  Sample and all AXSYM Anti-HCV reagents required for ane test are
pipstted by the Sampling Probe inte varous wells of a Reaction Vassel
(RV).

*  Sample is diluted with Specimen Diluent 1 in one RY well and then further
diluted with Specimen Diluent 2 in & second RV wall.

«  Recombinant HCV Antigen Coated Microparticles are added o the diluted
sample,

Tha RY Is immediately transterred into the Processing Carter. Further pipetting
is dane in the Processing Center by the Processing Probe.

PROCESSING CENTER

+  During the incubation of this reaction mixture, the anti-HCV in the sample
binds to the Recombinant HCV Antigen Coated Microparticles, tarming
an antibody-antigen complex.

= A portion of the reaction mbdure is fransferred o the matrix cell. The
microparticles bind Irreversibly to the glass fiber matrix.

+ The matrix cell is washed to remove materials not bound to the
micropartkcles.

+« GoatAnti-Human lgG:Alkaline Phosphatase Conjugate is dispensed onto
the matrix cell. During the incubation of this reaction mixture, the Goat
AntiHHuman |1gG:Alkeline Phosphatase Conjugate binds to the antibody-
antigen complex,

»  The matrix cell is washed to remove materials not bound to the
microparticies.

* The substrate, 4-Methylumbelliferyl Phosphate (MUP), is added to the
Matrix Cell and the fiorescent product formed is measured by the MEIA
optical assembly.

The presence or absence of anti-HCV in the sample is determined by
comparing the rate of formation of fluorescent product fo the cutoff rate which
is calculated from a previous AxSYM Anti-HCV Index Calibration.

For further information regarding MEIA tachnology, refer to the AxSYM Systemn
Operations Manual, Section 3.

REAGENTS
REAGENT KIT {No. 5C36-66 includes Reagent Pack [100 tests], Aeaction
Vessels [100 each), and Matrix Cells {100 each] and Index Calibrator}.

AXSYM Anti-HCV Reagent Pack (No. 5C36-20)

« 1 Botfle (9.9 mL) Recombinant HCV Antigen Coated Microparticles In
MES buffer with protein stabilizers. Minirmurn Concentration: 0.05% solids.
Praservative: 0.1% Sodium Azide. (Reagent Botlle 1)

» 1 Bottie (12.1 mbL) Goat Anti-Human IgG: Akaline Phosphatase Conjugate
In TRIS butfer with protein stabilizers, Minimum concentration; 0,03 pg/mL,
Preservative: 0.1% Sodiumn Azide. (Reagent Botile 2)

* 1 Botile (28.0 mL) Speciman Diluent 2 containing TRIS huffer with
proteins, detergents, and lysates, Preservatives: 0.1% Sodium Azlide and
Antimicrobial Agents. (Heagent Botlls 3}

« 1 Beftie (50.2 mL) Spacimen Diluent 1 containing Sodium Chiorida in
TRIS buffer. Preservatives: 0.1% Sodiurn Azide and Antirmicrobial Agants.
{Reagent Bottle 4)

Index Calibrator

1 Bottle (4.9 mL) AXSYM Anti-HCV Index Calibrator (heat-inactivated).

Recalcified hurnan plasma, reactive for anti-HCV and nonraaclive for HBsAg,

HIV-1 Ag, and anti-HIV-1/HIV-2, by FDA-licensed tests. Praservative: 0.1%

Sodium Azide. Dye: Green (Acid Yallow No. 23 and Acid Blue No. 9).

CONTROLS

AxSYM Anti-HCV Controls (No. 5C36-10)

2 Botlles (7.0 mL each} of AxSYM Anti-HCV Controls are prepared with
recalcifiad human plasma. Presarvativa: 0.1% Sodium Azide.

The Megative Control is nonreactive for HBsAg, HIV-1 Ag, anti-HIV-1/HIV-2,
and anti-HCV, by FDA-licensed tests.
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The Positive Control (heat-inactivated) is reactive for anti-HCV and nonreactive
for HBsAp, HIV-1 Ag, and anti-HiV-1/HIV-2, by FDA-icensed lests.

The AxSYM Anti-HCV Controls have the following ranges:

Anti-HCY

Minimum Control Ranga
Contred Color Titer [Y[ete]
Negative Natural NA™ 001 - 0.60
Posltive Bluat 1:2 250-7.00

* Not Aipplicable
t Dye: Acid Blue No. ¢

OTHER REAGENTS

AxSYM Probe Cleaning Solution (No. 9A35-05)

2 Botiles (220 mL sach) AxSYM Probe Cleaning Solution cantaining
2% Tetraethylammonium Hydroxide (TEAH).

Solutlon 1 (MUP) {No. BA47-04)

4 Bottles (230 mL each} Solution 1 (MUP) containing 4-Methylumbeliiferyl
Phosphate, 1.2 mM, in AMP buffer. Preservative: Sodium Azida.

Soiution 3 (Matrix Cell Wash) (No. 8A81-04)

4 Botllas (1000 mL each) Solution 3 {Matrix Cell Wash) containing 0.3 M
Sodium Chicride in TRIS bulter. Preservativas: Sodium Azida and Antimicrobial
Agents.

Solution 4 {Line Diluant) (No. 8A46)

1 Bottle {10 1.} Solution 4 (Line Diluent} containing 0.1 M Phosphate buffer.
Preservatives; Sodium Azlide and Antimicrobial Agent.

WARNINGS AND PRECAUTIONS
For in Vitro Diagnostic Use Only.

CAUTION: This product containa human sourced andlor potentlally
Intactious components. Some components sourced from human biood
have been tested and found to be reactive for antl-HCV by FDA-licensed
tests. Refer to REAGENTS section for detalls. No known test method
can oMter complate assurance thal products derived from human sources
orinactivated microorganisms will not transmit infection. Therefors, all
human sourced materials must be considered potentlaily Infectlous. It
Is recommended that these reagents and human specimens be handled
In accordance with the OSHA Standard on Bloodborne Pathogens.”?
Biosafety Level 212 or other appropriate biosafety practices!4.! should
be usad for materials that contain or are suspected of cantaining
intactious agents. These precautions include, but are not limited to the
following:

*  Wear glaves when handling specimens or reagents.
* Do not plpette by mouth.

» [Conot eat, drink, smoke, apply cosmetics, or handle contact lenses
I areas where thege materials are handled.

s {lean and disinfect all spllls of apecimens or reagenis using a
tuberculocldal disinfectant such as 0.5% sodium hypochlorite, or
other suitable disinfectant.'s.1?

« Decontaminate and dispose of all specimens, reagenis, and other

potentially contaminated materlals in accordance with local, state,
and fedaral regulations, %%

AXSYM Anti-HCV is susceplible to specimen carryover from AxSYM
Total T3 when a high-titar anti-HCV specimen is tested by AxSYM Total
T3 and is then followed by a specimen tested by AxSYM Antl-HCV. This
carryover may result In a false reactive AxSYM Anti-HCV result.

SAFETY PRECAUTIONS

«  The AxSYM Probe Cleaning Solution (2% TEAH) may cause mild eye
irritation, i this solution comes in contact with eyes, rinse immediately
with water, If iritation persists, seek madical attention.

«  Soma components of this product contaln Sodium Azide. For a specific
listing, refer to the REAGENTS section of this package insert. The
components containing Sodium Azide are classified per applicable
European Community (EC) Directives as: Hamnful (Xn), The following
are the appropriate Risk {R) and Safety (5) phrases.

R22  Harmtul it swallowed.
x R82  Coniact with acids liberates very loxic gas.
535

This material and its confainer must ba dispased af
in a sale way.

536  Wear suitable protective clathing.

546 If swallowed, seek medical advice immediately and
show this container or label.

HANDLING PRECAUTIONS
*  AxSYM Anti-HCV Reagents are susceplibie to bubblesffoaming and

require inspection and removal of bubbles before loading. Refer to the
AxSYM Systern Operations Manual, Section 9.

» Do not uss Solution 1 (MUP) bayond the expiration date or a
maximum of 14 days on board the AxSYM Systam. When loading
new Solutlon 1 (MUP), it Is important to Immediataly Bghten the
instrument cap for MUP to minimize exposurs to air. Prolonged
sxposure of MUP to air may compromise performance.

« Do not use Reagent Pack beyand the expiration date or a maximum of
112 cumuylative hours on board the AxSYM System.

* Do not mix reagents from different reagent packs. Do nat mix reagents
and index calitwators from differant lots.

= Avoig microbial contamination of specimens and reagents. Use of a
disposable pipette or pipetia tips is recommended.

+  For optimal performance, it is important to follow the routine maintenance
procedures defined in the AxSYM System Operations Manual, Section 8.
If your laboratory requires mare fraquent maintenance, follow those
procedures,

« Specifically for AxSYM Anti-HCV, when performing Tubing
Dacontamination (5% Dilution Procedure) always Use stotile water whare
instructad to use approved waler in the procadure. Refer to the AxSYM
Systemn Operations Manual, Section 9.

»  Avold chemical contamination of reagenis and squipment.
+  Ensure that sufficient sample volume is present. For a description of the

System error codes, refer to the AxSYM System Operations Manual,
Section 10.

« Inadequate adharence to package insert instructions may result in
efroneous results.

«  Lise cautionin handling patient specimens to prevent cross contamination.

Refer to the AxSYM Systemn Operations Manual, Sectiors 7 and 8, for more
detailed discussion of the safety and handling precautions during aystem
operation,

STORAGE INSTRUCTIONS

The AxSYM Anti-HCV Reagent Pack, Index Calibrator, and Controls must be
stared at 2-8°C. They may be used immediataly after removal from the
refrigarator. The Index Calibrator and Controls should be returned to 2-8°C
immediately after use.

Reagents are stabla until the expiration date when stored and handled as
dirgcted,

The AxSYM Anti-HCV Raagent Pack may be on board the AxSYM Systern for
a meaximum of 112 cumufative hours; for example, 14 aight-hour shifts, Atter
112 hours, the Raagant Pack must be discarded. Refer to tha AxSYM Syslem
Operations Manual, Sections 2, 5, and Appendix G for further infermaticn on
tracking onboard time.

Solution 1 (MUP) must be stored at 2-8°C (do not freeze). It may be used
Immedlataly after removing [t from the refrigerator. MUP may be on board
the AxSYM System for a maximum of 14 days. After 14 days, it musi be
discarded.

The AxSYM Probe Cleaning Solution, Solution 3 (Matrix Cell Wash}, and
Sclution 4 {Line Diluent} must be stored at 15 to 30°C.

INDICATIONS OF INSTABILITY OR
DETERIORATION OF REAGENTS

Daterioration of the reagents or errors In techniqua may be indicated when
an AxSYM Anti-HCV Positive or Negative Control value |s out of the expectad
range. Associated tesl results are invalid and must be rotested. Assay
recaiibration may be necessary. Refer to the AxSYM System Operations
Manual, Section 10, for further troublashooting information.

INSTRUMENT PROCEDURE

NOTE: AxSYM Anti-HCV must only be used with AxSYM System Software
Version 3.60 or higher.

ASSAY FILE INSTALLATION

The AXSYM Arti-HCV Assay Flle must be installad on the AxSYM System
from the anti-HCV assay disk, List No. 3C37-01 or highar version, prior to
performing the AxSYM Anti-HCV assay. Refer to the AxSYM System
Operations Manua), Section 2, for proper installation procedures.
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AxSYM ANTI-HCV ASSAY PARAMETERS

The default values for the assay parameters used for the AxSYM Anti-HCV
assay are listed balow. Assay parameters that can be edited contain a (>)
symbol, These parametars can be displayed and edited according to the
procedure in the AxSYM System Operations Manual, Section 2. Prass PRINT
to print the assay pararmaters,

Assay Parameters

1
12
13

15
17
18
18
20
21
22

24
25
26
27
28
28

5528

GREBR

66
&7
68

69

70
7
72
73
74

75
7€
-
78
80
84,
B85
Bt
a1
82
96
a9y
10%
102
106
107
112
113
114
115

Long Assay Name {English): Anti-HCV

Abbrev Assay Name (English): Anti-HCV

Agsay Number: 842

Assay Version: 1

Calibration Version: 00

Assay File Revision: 103

Assay Enabled >ON

Assay Type: MEIA

Standard Cal Raps >2

Master Cal Reps: 0

Cal Adjust Reps: 0

Cal A Concentration: 1.00

Cal B Concentration: 0.00

Cal C Concentration: 0.00

Cal D Congentration: 0.00

Gal E Concentration: 0.0G

Cal F Goncentration: 0.00

Master Calibrator 1 Concentration: 0.00

Master Calibrator 2 Concentration: 0.00

Gal Adjust Concentration: 0.00

Default Dilution Protocal >UNDILUTED

Default Calibration Methed >Index Cal

Selected Result Concantration Units »5/C0
Selected Rasult Decimal Places »2

Blank {-Max background intansity: 0.0000

Min Tracer-Min net intensity: 0.0000

Max Intercept-Max MUF intercept: $000.0000
Min Intercept-Min MUP intercept: 733.0000
Upper limit for NAMSE for low rates: 999¢.9900
Upper iimit for NAMSE for high rates: 1.4000
Max Rate-Max rate used to check Min MUP Intercept:
733.0000

Min Rate-Aate cutoff for NRMSE and Corr. Coet.:
4.8000

Min correlation cosfficiant for low rates: 0.0000
Min correlation coefficient for high rates: 0.8700
MUP T Delay-Time dalay following MUP: 3.3000
Low Limit-NormalTherapeutic Range lower limit >0.00
High Limit-NormalTharapeutic Range upper limit
>0.00

Low Extreme Value »>0,00

High Exireme Value >0.00

Lo Norm-% Uptake Normail Range Low »0.0000 "
High Narm-% Uptake Norma! Range High >0.0000
Intgrpretation Option to use >1

Hotd rasults with PQS interpretation =ON

Hold results with NEG intarpretation »QFF

Hold resufts with GRY interpretation >ON

Low Range Undilutad: 0.00

High Range Undiluled: $99999.00

Low Range Dil1: 0.00

High Range Di1: 0.00

Low Range Dil2: 0.00

High Range Dil2: 0.00

Low Range Dil3: 0.00

High Range DII3: 0.00

Max End-Point Deviation: 0.0000

Max Baseline Inlensity: 0.0000

Min Basaline Intensity: 0.0000

Maux Pergent Transmission: 0.0000

NOTE: Parametars 43, 44, 45, and 80 cannot be adited.

Retar ta the AxSYM System Operations Manual, Section 2, or a detailed
description of Instrument Procedures.

SPECIMEN COLLECTION AND PREPARATION

F

OR ANALYSIS
Human serum {including serum collectad in separator tubes) or plasma
{collected in potassium EDTA, sodium EDTA, sodium hepatin, lithium
heparin, sodium citrate and polassium oxalate) may be used in the AxXSYM
Anti-HCV assay. Follow the manufacturer’s processing instructions tor
serum Or plasma collection tubes,

The AxSYM Systemn doas not provide the capability to verify sampie type.
It is the rasponsibility of the operator to verify that the corract sample type
Is used in the AxSYM Anti-HCV assay.

Inspact all samples for bubbles, Remove bubbles prior to analysis.

This assay was designed and validated for use with human serum or
plasma from individual specimens. Pooled specimens must not be used.

Gravity separation is not sufficient for specimen praparation, Spacimens
containing red blood cells or particulate matter may give inconsistent
results and must be clarified by cenirifugation at a relative centritugal
force {RCF) of 10,000 x g for 10 minutes prior to testing. Specimens must
be saparated from clots of red blood celis by centrifugatian,

All patient specimens to be tested In primary tubes must be
centrifuged to remove red bleod cella or particulate matter. Each
specimen that requires repeat testing, or that has been frozen and
thawed, must be transferred 1o a centrifuge tube and centrifugad at
a RCF of 10,000 x g for 10 minutas. Transfer clarifled specimento a
gample cup or secondary tube for testing.

Cantrifuged specimens with a lipid layer on the top of the liquld must be
transferrad to a sampie cup of secondary tuba. Cara must be taken to
transter only the darified speciman and net the lipemic material.

NOTE: AXSYM System Software Version 3.60 and highar offers an
Auto Retest/Auto Ditutlon feature. Due to the requirementa discussed
above, this featurs must not ba used with this assay.

Specimens from heparinized patients may be incompletely coagulatad
and erronecus results could occur due to the prasence of fibrin. To prevent
patially coagulated specimens, draw the speciman prior to heparin therapy
or into & plasma collection tubs.

Specimens may be storad on or off the clot or red blood cells for up to
14 days at 2-8°C and up to 7 days at room temperalure (15 1o 30°C),
prior to baing tesled.

Specimans which are not tested within the specified time pariods must
be removed from the clot or red blood cells, and stored frozen (-20°C or
colder),

Multiple freeze-thaw cycles should be avoided although no qualltative
differencas ware observed belween experimental controls and the 22
nonreactive or 22 spiked reactive specimens subjacted fo 6 fraeze-thaw
cycles. Specimens must be mixed thoroughly aftar thawing, by LOW
speed vortexing or by gentty inverting, and centrifuged prior to usa fo
ramove particulate matier and to ensure consistancy in the results.

Specimans may be shipped 2-8°C, -20°C or colder, or 15 to 30°C and
must be packaged and labeled in compliance with applicable state, federal,
and intemational regulations covering the transport of clinical spacimans
and infectious substances. Do not exceed the storage limitations listed
above, Itis recommended to ship spacimens oft the clot and refrigerated,

To minimize the eMects of evaparation, ak semples {patient specimsns,
controls, and calibratars) should be tested within 3 hours of being placad
on board the AxSYM Systemn. Refer to the AxSYM System Operations
Manual, Section 5, for a more detailed discussion of onboard sample
storags constraints.

Specimens with obvious microblal contamination should be avoided.
Do not use heat-inactivated specimens.

Performance has not been established for use of cadaver specimens or
body fluids other than human serum of plasma.

Na qualitative performance differences were observed between
experimental controls and the 22 nonreactive (S/CO range: 0.1810 (.58)
or 22 spiked reactive (S/CO range: 1.88 to 4.41) specimens tested with
elevated levels of bilirubin (< 20 mg/dL), hemoglobin (< 500 mg/dL), lipids
(< 3000 mgfdL), total protain (< 12 g/dL), or red blood ceils (< 0.4% viv).

Frozen specimens and those containing particulate matter must be clarified
by cantrifugation prior to testing.

S5AMPLE VOLUME

The sample volume required to perform a single HCV test on the AxSYM
Systern varies according to the type of sample contalner used. For sampla
cups, a ROUTINE test requires 150 L and a STAT test requires B3 pL. For
every additional AxSYM Anti-HCV fesl performed (ROUTINE or STAT) from
the same sample container, an additional 33 ul of sample is required.

The sample cup minimum volumes for both STAT and ROUTINE tests are
calculated by the AxSYM System, It is displayed on tha Orderllst screen at



1he time the test(s) is{ars} ordered and printed in the Orderlist Raport. When
using Host Order Quety, the Orderlist screen information and Orderlist Raport
ara not available. Refer to the AxSYM System Operations Manual, Sectlon 5,
for a description of the Host Query QOption.

To obtain the recormmended volume requirements for the AxSYM Anti-HCV
Index Calibrator and Controls, hold the bottles wertically, and dispanse 4
drops of Index Calibrator or 4 drops of Positive or Negative Control inte sach
respective sample cup,

For sample volume requirements in Primary or Aliquot Tubes, and coatrol
volume requiremants for multiple AxSYM AntHHCV reagent lots, refer to the
AxSYM System Opearations Manual, Saction 5.

AxSYM ANTI-HCV PROCEDURE
MATERIALS REQUIRED

+  No. 5C36-66 AxSYM Anti-HCV Reagent Kit, containing:
AxSYM Anti-HCV Reagent Pack
AxSYM Anti-HCV Index Calibrator
100 Reaction Vessels (RV}
100 Matrix Cells

+« No.5C36-10 AxSYM Antl-HCV Controls

+ No. 8A47-04 Solution 1 {MUP)

« No.B8AB1-04 Solution 3 (Matrix Cell Wash)

+ No. BAde Solution 4 (Lina Diluent)

+  No.9A35-05 AxSYM Probe Cleaning Solution

* No. BA76-01 Sample Cups

MATEZRIALS REQUIRED BUT NOT PROVIDED
* Pipetftes or pipette tips
CAUTION:

»  AXSYM Anti-HCV Index Calibrator and Controls should be mixed by gentie
inversion prior 1o use.

»  When manually dispensing samples, verify that dispensing equipment
does not introduce cross confamination, and that It delivers the specified
sample volume. Use a separate pipetts tip for each sample. Use accuratsly
calibrated equipment.

PROCEDURE

1. GAUTION: The System status must be WARMING, PALISED, READY,
or STOPPED before adding or removing sarnple sagments, reagent
packs, or AVs.

2. MOTE: The AxSYM System Auto Retest/Auto Dilution feature must not
te used. Ses SPECIMEN COLLECTION AND PREPARATION FOR
ANALYSIS section.

3. Check for sufficlent onboard inventory of Matrix Cells, bulk solutions,
end sample segment availabllity.

4. Check for sufficlent waste collection capacity.

GAUTION: Do not open the Interlor Waste Door or the AxS'YM Processing
Center Cover while any test is In progress. If opaned, all processing will
stop. All tests will be terminated and must be repeated.

5. Order the AxSYM Anti-HCV Index Calibrator, Controls, and/or patient
specimens s required. Assign or modify sample segment position
{SiP) for each sample, as necessary. See QUALITY CONTROL
PROCEDURES section for callbration and control requirements.

Index Calibration:

Parform AxSYM Anti-HCV calibration by testing 2 replicates of the Index
Calibrator. Dispense atleast 4 drops of the Index Calibrator into a sample
cup. Do not simultaneously calibrate more than one AxSYM
Anti-HCV reagent lot.

Controls:

Perform quality control by testing Positive and Negative Controls.
Dispense 4 drops each of the Positive and Negative Controls into
individual samphe cups. When more thah one AxSYM Anti-HCV reagent
Iot is on board the AxSYM System, multiply the control volume by the
number of kots.

Patiant Specimens:

Ensura that sufficiant valuma is present in the sample cups or tubes. For
routine tests using sample cups, the minimum sample volume required
Iz 150 pL. Far STAT tests using sampie cups, the minimum sample
valume raquired ls 83 pl. For every additional AxSYM Art-HCV test
performed from the same sample container, an additional 33 pL sample
will be required. For volume requirsments in Primary or Aliquot Tubes,
refer to the AxSYM System Operations Manual, Section 5.

NOTE: The operator may abtain an Orderlist Report by pressing #RINT.
The printout containg sample placement information and minimurm STAT
sample cup volume requirements for all tests ordered. When using the
Host Order Query, the Orderlist Report is not available. Refer to the

AxSYM System Operations Manual, Section 5, for a description of the
Host Quary Option.

8.  Place sample segments containing tha crdered samples into the Sample
Carousel.

7. Open Reagent Bottle 4 containing the Speciman Diluent 1. Place the
AxSYM Anti-HCV Reagent Pack into the Reagent Pack Carousel.

8. Ensure that AVs are present on the RV Carousel. Additional RVe may
be added as needed.

9. Press RUN. All sntries on the Orderlist screen are transfetred to the
Order Status screen for sample processing.

10. Review the resuits to determine whether retesting is required.

11. Closa Reagent Bottle 4 and remove the samples and the AxSYM
Anti-HCV Reagant Pack from the Sampling Center when testing is
completed. Store at 2-8°C.

NOTE: When using the onboard reagent tracking feature, the oparator must
petform a reagent pack scan after removing any pack from the aystam in
order to maintain the validity of the reagent pack stability fime.

Refer to Sections 5 and 6 of the AxSYM System Operations Manual for a
detailed explanation of performing assay calibration and sample testing
procedures.

QUALITY CONTROL PROCEDURES

CALIBRATION

A minimum of two replicates of the AxSYM Anti-HCV Index Calibrator must
be tested for an AxSYM Anti-HCV calibration. A single sample of both the
Positive and Negalive Controls must be tested as a means of evaluating the
assay calibration. Once an AXSYM Anti-HGV calibration is accepted and
stored, all subsequent samples may be tested without further calibration
unlaess:

« Araagent pack with a new lot number is usad for an assay.

«  Either of the AxSYM Anti-HCV Gontrol values is out of its specified range.
« The MEIA Optics Verification Update has baen parformed.

Refer to the AxSYM Systern Operations Manual, Section 6 for:

¢ Setting up an assay calibration

*  When recallbration may be necessary

= Caiibration verification

The operator must varity that the AxSYM Anti-HCY Gontrol values are within
the acceptable ranges specified in this packagae insert {see CONTROLS
section),

The AxSYM System verifies that the resulls of an assay calibration meet the
specifications assigned to selected validity paramseters. An error message
occurs whan tha calibration fails to meet a specification. Refer to tha AxSYM
Systam Operations Manual, Saection 10, for an explanation of the corrective
actions for the error code. Refer to the AxSYM System Operations Manual,
Appendix E, for an explanation of the calibration validity parameters thal may
be used by the AxSYM Systaim,

QUALITY CONTROL
The performance of the Abbott AxSYM Anti-HCV Controls has not bean
established with any other anti-HCV assays,

Since the AxSYM Anti-HCV Controls are human serum based (recalcified
plasma) they may not adequately control the assay when plasma specimens
are assayed.

Good laboratory practice recommends the use of positive and negative controls
to assure functionality of raagents and proper parformance of tha assay
procedure. Posittve Coniral and Negative Control provided are Intended to
monitor for substantial reagent failure. The Positive Control will not ensura
precision at the assay cutoff. Quality Gontrol requirernants must be parformed
in conformance with local, state andlor federal regulations or accreditation
raquirements and your laboratory's Standard Quality Control procedures. Itis
recommended that the user refer to |ntemal Quality Confrol Tasting: Principles
and Detinitions or other published guidelines for ganeral quality control
recommendations. {NCCLS. Internal Quality Control: Principles and
Definitions; Approved Guideline. NCCLS document C24-A {ISBM 1-56238-
112-1). NCGLS, 940 Weast Valley Road, Suita 1400, Wayne, Pennsylvania
19087, 1991.] and 42 CFR 493.1202 (c) for guidance on appropriate QC
practices.

The minimum control requirement for an AxSYM Anti-HCV assay is a single
sample of each of the Positive and Negative Controls tested ohce svery 8
hour shift for each reagent lot. Controls may be placed in any position in the
Sample Carousel,

if the guality control procedures in your laboratory requirs more frequent use
ol controls, 1ollow those procedures.,

The AXSYM Anti-HCV Conirol vafues must be within the acceplable ranges
specified in this package insent (ses CONTROLS section}. If a control value
is out of its specified range, the associated test results are invalid and must
be retastad. Recalibration may be indicated.



Detaricration of the reagents or errors in technique may be indicated when
an AXSYM Anti-HCV Positive or Negative Control value is out of the expected
range. If control results fall outside the stated range or cutsids your established
acceptable range, patient rasults should not be reported. Investigate and
determine the cause for the unacceplable control results. When the condition
is correctad, retest tha controls and confirm that results are within acceptable
limits. It Is acivisable to repeat some or all patient specimens before reparting
results for this run, Assay recalibration may be nacessary. Refer to the AxSYM
System Operations Manual, Section 10, lor further troublashooting information.
The AxSYM Systern has the capability 1o generate a Levey-Jennings plot of
each assay's quality control perfermance. Refer to the AxSYM System
Operations Manual, Section 5. At the discretion of the laboratory, selected
quality control rules may be applied to the quality control data.
Fluorescence Background Acceptance Critatia

CQuality control with regard to the MUP substrate blank is automatically
detarmined by the instrument and checked under Assay Parameter 64, Max
Irtercept-Max MUP Intercept, each time a tast result is calculated. if the MUP
intercept value is greater than tha maximum allowable value, the result is
invalid. The test request will be moved to the Exceplions List where it will
appear with the message "1064 invalid test result, intercept 100 high” and the
calculated intercept value. Refer to the AxSYM System Operations Manual,
Seclion 10, when this arror messags is obtained.

Aefer 10 the AxSYM System Operations Manual, Section 2. for further
information on parameter files,

RESULTS

CALCULATION

The AxSYM System calculates the cutoff rate from the mean rate of two
Index Calibrator replicates and stores the result. The cutoff rate (CO) is
determined by muliplying the AxSYM Antl-HCV Index Calibrator mean rate
by 0.12.

Cutoff Rate {CO) = 0.12 x Index Calibrator mean rate

The AxSYM Anti-HCV assay protocol calculales a result based on the ratio of
the sample rate (S) to the cutoff rate (CO) for each sample and control.

_ Sample Rate (g)
SICO = . \toff Rate (GO}

FLAGS

Soma resulls may contain inforrmation in the Flags field. For a description of
tha flags that may appear in this field, refer to the Ax5YM Systern Operations
Manual, Sections 1 and 2.

INTERPRETATION OF RESULTS
Initial AxSYM Antl-HCV Results

Initia) Resull  Instrument Flag Interpretation Retest Procedure
=1.21 REACTIVE Reactive Mo ratest requirad
0.80to 1.20" GRAYZONE Grayzane Ratest in duplicate
0,00 t0 0.7¢ NONREACTIVE Nonreactive Na retest required

“Specimens with an S/CO within the grayzone range should be centrifuged
according to diractions in the SPECIMEN COLLECTION AND
PREPARATION FOR ANALYSIS section and refested in duplicate.

Final AxSYM Anti-HCV Results
AxSYM Anti-HCV  AxSYM Anti-HCV AxSYM Anfi-HCV

Initial Result Hatast Rasulls Final Resuit Imaerpreatation

Reaciiva No ratest raquired Raactive Presumpiive avidenca of
antibodies to HCV; follow
COG recommendations for
supplernental lesting.”

Both of the duglicate Reactiva Presumptive avidenca ol

rotests are reactive. antibedies 19 HEV, Tollow
CDC recommendations for
supplemental fasting.”

One or both of the Equivecai Antibodiag 1o HCV may or

Grayzone dupiicata ratests are may not be preseni;

repestedly In the another specimen should

grayzone cf one ba obtained from the

tatast i8 reactive and individual for furthar

tha other nonreactive. testing.

Both of the duplicate Nonreactive Antibedies 1a HCV not

ratasts are nonraactiva. datecled; does not
gxciude earty acute HCV
infaction.

Nonreactive No retest required. Monreactive Antibodies 1o HCV nol
detected; does not
exclude early acute HCY
Infaction.

*CDGC. Rscommendations tor Prevention and Control of Hepatitis C Virus (HCV)
Infection and HCV-Related Chronic Disease. MMWR 1998:47 (RR-19)

Current mathods for the detection of artibodies te HCV may not detect all
infected Individuals. A nonreactive test result does not exciude the possibility
of exposure to HCV or early acute infection with HCV. Nonreactive test results
in individuals with prior exposure to HCV may e due to antibody levels baing
balow the datection limit of this assay or to lack of antibody reactivity to 1he
antigens used in this assay.

Rasults obtained with tha AxSYM Anti-HGV assay may not be used

intarchangeably with values obtained with different manufacturers’ assay
methods,

The magnitude of a AxSYM Antl-HCV assay resull cannot be correlated to an
end paint liter,

Plasma containing liquid anticoagulants may lower the signalicutolf (SICO)
valuss in some anti-HCV reactive samples. High negative results oblalned
on samples collected with liquid anticoagulants should ke interpreted
accordingly. Additional testing may be raquirad.

LIMITATIONS OF THE PROCEDURE

Results from immunosuppressed individuals should be interpreted with
caution.

*  The prevalence of the analyls in different populations will affect the assay's
predictive vaiue,

= The cross-teactivity of the AXSYM Anti-HC'V assay with other flaviviruses
known to cause hepatic disease has not been established.

+ Specimens containing antibodies to the vector or fusion proteins may
demonstrate reactivity which is unrelated to HCV infection. Additionally,
mote spacific supplamantal tests should be usad to determine true
ant-HCV reactivity or to detect the HCV ganome.

»  Positive rasults do not discriminate between active (asymptomatic, acuta,
chronic) or inactive (resclved) HCV Infections. The effect of the type of
HCV infection or associated dissasa on the performance of AxSYM
Anti-HCV is not known.

* This assay was designed and validated for use with human sarum or
plasma (EDTA, heparin, sodium citrate and potassium oxalata) from
Individual patient specimens. Pooled specimens must not be used.

EXPECTED VALUES

AXSYM Anti-HCV reactivity was determined in threa digtinct populations
representing individuals al low tisk for HCV Infection for whom this assay Is
not typically indicated (Table 1). Tasting with a FDA-licansed version 2.0 HCV
sirip immunoblot assay was also performed to provide supplemental evidence
for the presence of anti-HCV among spacimens that ware reactive by AxSYM
Anti-HCV.

Table |

AxSYM Anti-HCV Reactivity in Random Hospital Patients
and Volunteer Whole Blocd Donors?

Number af

Specimens AxSYM Anti-HCV Reeults  Supplsmentat Assay Poakive*
Papulation Yosted (% of Total) {5 ol AxBYM Amii-HCV Rsactive)
Random Hospital 1,008 37 (3.7%) Reactive 20097 {78.4%)
Patients 4 (0.4%) Egquivocal
Voluntear Whole
Biood Dorrors:
- First-Timat 2,508 71 {2.8%) Reactive &0/71 {B4.5%)

3 {0.1%) Equlvocal

- Random# 1,006 1{0.1%) Reactive DA (0.0%)

1{0.1%) Equivocal

# Information about age and gender for individual donars is nol available,
* FDAlicensed version 2.0 HCV strip immunoblot assay.

1 Individuals who donated whole blood for the first time.

t Includes first-time doners and individuals who donated multiple times.



SPECIFIC PERFORMANCE CHARACTERISTICS
REPRODUCIBILITY

Reproducibility has not been established for EDTA, heparin, sodlum
citrate and potassium oxalate anticoaguiated specimens. The user is
rasponsible for establishing assay reproducibility when using these
matrices.

The reproducibility of AxSYM Anti-HCV was determined in two studles. All
estimates of standard deviation (S0} and percent coefficient of variation (%CV)
were cetermined with a variance component analysis2® for a random effects
model ' One study usaed the National Committee for Clinical Laboratory
Standards (NCCLS) Approved Guideline EP5-A% as a guide. A coded
35-member panel was composed of seven unique members repeated five
times within the panel. The seven unique members were tested in duplicate
twice daily over a period of 20 days using one reagent lot at three sites. Each
daily run included two replicates of the assay contrals. This study was designed
to provide estimates of total and within-run reproducibility of AxSYM Anti-
HCV rluring laboratory operation. While this study incorporated factors that
influenice reproducibiity {e.g., sample preparation, test matarial stability,
carryover, and drift), their effects could not be individually estimated. The
study design did not incorporate pessibly significant sources of variability
such g3 differences among operators of among bots of calibrator or reagents.
The results from one site are shown in Table 11

TABLEI
AxSYM Anii-HCV Reproducibillty - One Sits, One Lot
Pans| Grand

Members Total No. Mean . Within-Run Total*
and Controls  Replicates {8ICOY S0 %GV sD %CV
A a0 14.21 1.018 7.2 1.042 73
B a0 8.75 0.593 -%:] 0.647 7.4
G 890 4.77 0358 7.5 0.360 B.Q
) 80 3.12 0.322 103 0.326 104
E 80 1.04 04083 9.0 Q.12 108
F a0 0.65 0.053 8.1 0.061 8.3
G 80 0.23 0.022 8.5 0.024 104
Negative Comrot 80 023 0.634 14.3 0.037 5.8
Posiiiva Control B0 4.34 0.303 7.0 0.323 7.4

Total variability contains within-run, between-run, and betwasn-day
vatlability.

In the second study, a coded 24-member panel composed of six uniqua
members repeated four times within the panej was used. The six unique
members ware tested twice daily over a period of five days using three reagent
lots al three sites. Each daily run included two replicates of the assay controls
{Table 1},

TABLE ill
AxSYM Anti-HCV Reproducibllity - Three Sites, Three Lots
Panal Grand
Membars Total No. Mean Betwean-Lot' Batween-Ste” Totalt
and Gonliols Replicates  {S/C0) 8D  %CV 5D %CV  BD %LV
A 360 1448 1502 104 1289 89 1562 104
ER 260 840 0899 107 0756 90 st 107
[t 260 368 0437 1.8 0395 107 0437 1.8
aln] 360 1.3 0.180 138 6.180 138 0488 14.4
EE 3594 065 0091 140 0094 143 0095 145
FF 360 034 0057 20.0 0.0ovs 222 0078 232
Negathve Control 180 042  0.061 14.5 0.058 13.8 0085 155
Posltive Contral 180 402 0480 19 0775 193 0798 193

*  Containg within-run and between-run variability.

1 Total vartability contains within-run, between-run, between-lot, and
batween-site variability.

$ One replicate missing due to an instrument error.

COMPARISON OF RESULTS

The data in this section are not the basis for claiming performance of
AXSYM Anti-HCV In any particular population, While the data presented
in Table IV for ditferent categories of individuals, including those with
characterizad HCV infections, ars descriptive of populations that wers
studied, the afiect of tha type of HCV infection or HCV-assoclated disease
oh the performance of AxSYM Anti-HCV is not known.

Resulis from the evaluation of 672 individuals appropriate for the AxSYM
Anti-HCV intended use ate presented in Table V. Specimens were
charactarized by testing for anti-HCV with reference assays. Those spacimans
that nontained anti-HCV were defined by reactive results with Abbott HCV
E1A 2.0 { similar antigens to AxSYM Anti-HCV: core, 33¢, 200, and ¢100-3)
and with a FDA-licansed version 2.0 HCV strip immunoblot assay (c22 cors,
33c¢, ¢100-3, and 5.1.1). Specimens not shown o contain anti-HCV were
defined by any of the following pattemns of results: HCV EIA 2.0 nonreactive,
HCV ElA 2.0 reactive, and immunoblot nonreactive, or HCV E1A 2.0 reactive
and immuncblo! indeterminata, AxSYM Anti-HCV results were analyzed for
% Agresment Positive (AxSYM Anti-HCV reactive results amony specimens
defined as containing anti-HGV) and % Agreement Negative (AxSYM
Anti-HCV nornreactive results among specimens not shown to contain
anti-HCWV),

TABLE IV
% Agreement of AxSYM Antl-HCV*
Numberof % Agreement Posittive % Agresmant Negalive

Spacimens (85% Cor [85% Canidence
Catagory Tested Imterval) nterval)
Characterized HCV Infection™ 157 167157 {100.0%)
(97.7 - 100.0)
Individuals with Ant-HGV! 73 2TU2TH (100.0%)
(98.7 - 100.0)
Hospilal Patisnts with ] 5/5 (100.0%) 20/04 (98.9%)
Physicians’ Ordars for {47.8- 100.0} (842 - $00.0)
Hepails Tasting
Individusls at Increased Risk:
- Hemodislysis Palients 50 26/26 (100.0%) 16248 (66.7%)
{66.8 - 100.0) {447 - 84.4)
- Hemophilia Patients 50 5050 (100.0%)
(92.9 - 100.0)
- Injection Drug Years 50 1515 (100.0%) 35725 [100.0%)
(78.2 - 100.0} 190.0 - 100.0)

# Information about age and gender for individual donors Is not avallable.

*  Characterized infections include 33 acute (15 seroconverslons and 18
with jaundice or high aminctransfarase levels and with cther likely causes
excluded), 24 chronic {anti-HCV datected for = & months and one or
more amony histopathologlc evidence of chronic hapatitis, treatment with
intarfaron, or detectable HGV RNA), and 100 asymptomatic (identitied as
HCV-infected during donor screening). Tested specimans wera selected
from frozen collectiona and did not represent random samples of the
studied populations.

1 Insufficient information 10 enable datermination of the state of HCV
infection.

£ AxSYM Anti-HCV results for these 24 specimens: 16 nonreactive, &
reactive, and 2 equivocal.

AXSYM Anti-HCV % Agreement was also evalualed by testing 15 commercially
availabla HOV seroconversion panals obtained from individuals who developead
acute HCV infection. These individuals were alsa included in the category of
Charactarized HCV Infections, Table I\, Founteen of the 15 individuals had
elevated transaminase levels. Earliast AxSYM Arti-HCV reactivity coincided
with that for HCV EIA 2.0 in five individuals. Reactivity was detacted earliar
by AxSYM Anti-HCV than by HCV EIA 2.0 in nine individuals, HCV EIA 2.0
was reactive earfier than AxSYM Anti-HCV in one individual.

HCV GENOTYPES

A study was performed 1o determine if AxSYM Anti-HCV could yvield reactive
results during infections with different vaniants of HCV. One hundred twenty-
seven specimens representing genotypes or subtypes 1a, 1b, 2a, 2b, 3, 3a,
4, 5, and 6a were obtained from Morth America, Central America, Afiica, and
Asia. The specimens had been genotyped by investigational methods
(restriction fragmaent length polymorphism, line probe assay, seguence
analysis of 5 nontranslatad or core regions, or primer-specific polymerase
chaln reactian). These genotyping methods are not FDA approved and their
accutacy is not known. Tha specimens were charactarized by testing for
anti-HCV with reference assays (as described above tar Table IV). Arti-HCV
wae detected in 125 of 127 specimens. Two specimens {one subtype 2b and
oha subtype 5) were nonreactive by AxSYM Anti-HCV and HCV EIA 2.0 and
negative by a FDA-licensed varsion 2.0 HCV strip immuncblot assay. AxSYM
Anti-HCV was reactive in 100.0% of tha 125 specimens shown 1o contain
anti-HCV. These data are suggestive of AxSYM Anti-HCV reactivity for a broad
range of HCV variants.

ANALYTICAL SPECIFICITY

Two hundred potantially cross-reactive specimens wers lested by AxSYM
Anti-HCV (Table V). Gne hundred eighty-four specimens ware nonraactive,
one spacimen was equivocal, and 15 specimens wera reactive by AxSYM
Anti-HGV. Thirteen of the 15 AxSYM Anll-HCV reactive specimens ware
positive for anti-HCV by a FDA-icensed version 2.0 HCV strip immunoblot
assay.



TABLE V

Analytical Specificity (Cross-Reactivity) of
AXSYM Anti-HCV

Supplomantal
Assay Positive”

Numbar of % of

Bpecimens AXSYM Anti-HCV Results ARSYM Ant-HCY
Calegory Tested MNonreactive  Raactive  Eguivocal Reactive)
CMV Ab Positive 10 10 ] a NT
ERV Ab Positiva 50 10 a 1} NT
HIV-1 Ab Poalthve: 10 & 4 1] 44 (100.0%)
HEV Ab Pogliive 10 10 n o NT
HAV Ab Positiva 10 10 o [ NT
acate HBV Infection 10 7 3 o 33 {100.0%)
Lhranic HBV Infection 10 9 1 Q o1 {0.0%)
Recovared HBY Inlection 10 10 0 Q NT
Ruballa Ab Pogttiva 10 1c o 0 NT
Syphilia 10 10 o [\ NT
Toxoplaarma Ab Foaltive 10 10 o 0 NT
E. coli intaction: 10 10 Q Q NT
Yeast Infection 10 [ 4 0 W4 (75.0%)
Dengue Ab Posltive 10 10 0 0 NT
Rhsumatoid Factor 10 10 o [ NT
Positive
Elevaied IgM 10 10 0 0 NT
Etavated g3 10 10 0 0 NT
Nor-viral Liver Ciscasss 5 5 o [} NT
Autolmmuns Hepatiis
Alcoholic Livar Clssacs 12 12 aQ ¢} NT
Primary Blliary Clrrhosls 5 5 ] B NT
CGryptogenic Cirfwoets a 1 1 1 1 (106.0%)
Hepatocalldar Carcinoma & 4 2 ] 22 {100.0%)
TOTAL 200 184 15 1 1315 (86.7%})

*

FDA-iicansed verslon 2.0 HCV strip immunoblot assay

NT = Not Testad
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