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Intended Use ~~~~~~~~~~~~Understanding the SymbolsIntended Use
The totlowing symbols may appear on the labeling and packaging

the quartitation of human hepatis C al RNA R CNA) i the serum or plasma (EDTA and Symbol Definition
AC D) of HCV-infecled individuaols using the Bayer System 340 bDNA Analyszer SpecimensIAratyzer. Specirrrens ~ t[]o In vitro diagnostic devicecontainiup HCV genotypes 1 6 hove been valdated for fiuanldtation in the assay Fs-lI
The VERSANT HCV RNA 3 0 Assay (IDNAL is intended fo use as an aidf in the management of y. aid in the margereent of REFCatalog Number
IICV infected patients undergoing anti-hal therapy The assay measures HCV RNA tnets si Manufactured byhbaelne and duries treatment and is usetul in predicting non-sustained virological response to
I ICV therapy [[ITaj Arttorzed Represertaitre
fhre results fromn the VERSANT HCV RNA 3 O Assay (bONA) must emefheM nthecrprecte wEilkh.in h ontifextod

_ (f al relevanl clinical and [aboralory findings
interpreted withi the renter, ~ ECE Mark with notified body

Assy palemarne fiaadeisfeshav ben etabishd oly orindividuals treated with 050459
oferon alfa 2t Islus ribairin No inormafion is avaihhe on (he assays eatues whe n n-c Temperature limitation (2".8'C)othie, Iheraple are. used eouema.c/

Contents suffticent for (n) testsh~,I, poi~i e predidlve values oJ HCV RNA levels (J e gredicfion of sustained rirological response)
are not inended for use in guld IS therapy 'w
fl, VERSANT HCV RNA 3 O Assay {bONA) is not intended lt use in the diagnosis or L, Batch cone
confirmation of HCV ninfection Ueb
Ihi a ssay has not beer. FDA approved for the screen he of blood Or plasma dofnor.splasma donors. ~~~~~~Use by

Summary and Explanation 2003-03-24 Dale formal (year month day)
lhfe he~pa fils C vius is a serious coalic health problerr, Because HCV tlections are so

2003-03 Date tormat (year-month), m,,mad iff an stimted 50 m I o bee e Iterat ~md~dnearly detection is essential to2033 DaeIrt(.,unu
help control he disease I HCV is the causative agent or most blood-borne no-A. non-B hepatitis Store upright
(NANP) 23 and is transmitted primarily through contaminated blood and blood products I I
In!r .venous drug use and to some Induct by other close personal contact I t
rCV mfecfion is asnptma Dr anmidly symptomatic in the majority of ,Casesant is cfaracterized up
primarilyiny elevated alsnine aminolransferase (ALT) leves ! 4 Approninmatety trat the patients Kit contains sutmc.rnt reagents and materials to perform eiher one complete or tour partial platerltrd wih }IICV dcevelop chronic fier ofisease and 2B% oJ these deselop chronic active hepatitis assays
or , irrosls HCV rs also a causative fadtor i the devehpmnt e hepalocelttuar carcinoma.' BOX 1
HCV is a posifive slranded RNA wrus of approximately 9400 nucleolsdes cwding nor a core, an
enelope and Lyn nonstruchural domains 6

HCV is closely related in structure to the fanvirruses Of Component Quantity Description Storagethe, six ajopr HCV gnoetypes for which coding seqfuences hae bee, dentified, the 5' untranslated Lysis Diluent I r 15 mL buffered protein solution with sodium aide 2
°

to 8°Clon (5' UTR) a a porion of the core region are most highly tcnserved e s (I 0 1%) and other pieservatives
Ifion of RCV is usually based on se ologic screening for a ntira antibodies wil, enzyme- Lysis Reagent I a 2 2 mL proteinase K solubon with sodium azide 2' to 8°Chnked imsmtnosrent ...says (E LISA) or enzyme imnenoassays (EIA) Confirmatory tests include (C 0 1%) and other preservativesa~ immneblDI assoy and HCV R NA tests I g Because the EL ISA and other a nti-HCV dletction Capture Probes b s 120 iLL synthetic oligonucleofide s in buffered solution 2" to 8Ces s rely on an fibody pro dcti n, these tesa a Inherentiy sssensitive early in the disease or with sodium aside (e . 1%) and otherwhrn anhibody prod ct on is Io, as observed in domemodilyams oimmu-ncompromised preservatives

detectt tIICO N,, anr:average otd esTarge t Probes 1 T 120 0iL synthetic oligoruceotides in bufferedt solution 2' to 8C5] days earher than antibody-based tests n Researchlns ha v e found that heady 100% of seism with sodium aide )- 0.1%) and other
samples from, eroposetie symptomatic patients and from seropositie blood donors with Alevaded peeaeA~~~~~~~~~~~~~~~lo dnrwItheeae preservatives

At i ely~ hase detectabte tenets of HCV RN/i tO.. Wast A 2 r440 mL buffered solution with sodium aazide 2 to 30PCfhere lare bees recent advances in the understandino of HCV disease and therapy options (I 0.1%) and other preselaties
.a~aal A C ombination therapy with interferon plus ribavirin has been shown in several stdies to Wash B20 320 mL buffered solution wIt sod on, 2i to 30'be more effectise than inloereror, imonotherapy t 1617 Howee,, patlents with high pretreatmIdentlevels of HCV RNA and patients witi HCV genotype I respond less well to treatmentm -21 In (tW0.1%) and r preeratines
pi ients who respond to therapy RCV RNA levels decline and tIre iniliat rate of RNA decline may Capture Wels 8 strips/12 polystyrene microwells coated wih synthetic 2" to 8°Chie predmicre of tIre tong term response to lherapy 22 These observat os and others suggest that elts each igonucleotres
eimarrtraon o[ I iCV RNA can contribute significantly to evaluating HCV dinease prognosis Barrier Filn 1 s sheets high density polyethylene sheets 2 to 30"C

Iiihtio ippropriati teatmen iegmens and monitorfig therapy Pre Ampl ifierl 1 28rL buffered protein sotution with sodium a, ide 2' to 8eC
Amphflie Dituen(t (< 01%) and other preservativesAssay Principles Label )riletl I 15 rm buffered protein solution wit sod iun ate 2" to CTire VFRSANT I tCO RNAi 3.0 Assay (bDNA) is a sandwih nucleic acid thybridiration procedure for (< 0 1%) ard other preseratfives

theiirect quantation o HCV RNA in human serum sorptrlasmaAer HCVlgenOrlic RNAis tDetran Silate tl14 mL 40% dcetraon sulfate solution wit sis Olm azide 2' to 8,Creteased trom the rion S the RNA is captured onto a m icrowell by a set of specific, synltheti I 0.1%) nd oter preservaies
euginucleofide capture probes,. Aset of target probes hbbridizes to bt. h the viral RN/ and the pro- PAnpiir t130 L syntheti olionucetide, in buer so 2 to 8' C
amp fier probes The caplure probes and the target probes hind to tte 5 untranslated and core Probeswit s m aside C VfI and ftier
regions of the HCV genome The amplifier probe subsequently hybridizes to the pro ampi eie preseraies
lormino a branched DNA )bDNA comple Anipliter Probe 1130 ht synthetic olgonucleotdes tr buffered somlexron 2' to e?
Multiple copies of sri alka ine phisphatase (AP) labeled probe are then ,ybridized to this wiftf sodioum asde (r tifei) and ohtlmn
iinoi ?ediijcoriplue Delecton is achieed by incubatig the AP-bound comples dh achremu ur~r~'inescenit nuhstrate. L ight emissrion is diectly reated to the amount of [tOV RNAi present pee aieSubsIrnate 1 n 12 m[ cheniluminescent substrate )Lumi Phos" Plus) 2' Io 8"Cut-styli u aIrnImul, andresultse recorded as, relaire, lgt't units (RhLUs) by the Bayer Syster Mr Substrate Enhancer 1 1 2 eL aqueous solutio1 with sodium aside 2' to 8"C

(-0.1 yI and other preservaives
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BOX 2 Do not mix compnents from tot to tot
Component Quantity Description Storage Use all kil components within 4 weeks after opening any component

I ateer Probe 1 n 140 IL enzynre-labeted synthetic titgonucteotides in -6W to -~o..Return all c omponents to he appropriate storage condition after preparing the workingI ahfi Pobe 1 , 40 lp ezym abeied ynteticof orrutert de in-60°
to -B°C '

Suffered soluion ~with sodiumn azide I 0. 1%S) reaents
tidoffhenmed solution yes The contirls (Negative. Low Positivea nd tHtigh Positive are supplied as single ue ueatsand other preservatives

trrirh Posil ve 4 a tOE ti human plasma conlaining recombinant 6" to 80C For stability of the working reagents. neter to the Assay Procedure section
ljcrrtrrrl , IsrrrtstSanded phage DNA with sod iu, Dos interchange vial or baolei caps as cross corrnamination may occur

uside up- 0.1%) and other preservatives Do not let the plate stand dry after any incubalir. Prepare tibe nest reagent before the planes
Low Porrrev 4 x tif [ human plasma contalfIrng eBL-treated HCV 60o to 80"C are ejected Add the nest reagent to the plate and press Start witi 4 minutes of eecrtorr. If

I... Iftti sdium azide (I 0.1%) rind other more than 4 minutes elapses, then the assay run may be compromised and tire Bayer
preservatives System 340 enters a warning message into the event log

Negativ (oetrul 4 a 105 rib hinmar plasma nonreai far [ Co wrt - to 80%. Specimen Collection and Handling
sodiunm azide (< 0.1%) arrs ctherpreserldvrves Nosape'crat preparation of the individual is required prior to specimen collection How.ever proper
Standardse A O 1 x 440 uL/ humal plasma contakbng rey;oubinat specimirn handling 5 very emportant to protect the RNA hrem degradalion.Sanctruris A. D 1 s 440 rL-I human plasma cenltairing reom cosiant .60" to -80%.

leve siogle-stranded phage DNA wit sodium Tnrs assay requires SC rL of sample for a single determination
rzide Ic 0.1 0/r) and other preseratives DiCollet b lood obs erving universal precautions for renipuncture

Stardards B C 1 u 220 eL/ hurrar plasma conlaining re ombinant -50" to -so'-C For serum samples cetlect blood in sterle tubes with no adicoagutants or in serum
leve aingle strardec phage DNA wit soium separa[or tubes Allow blood to clot at room temperature and centrrtugo within 4 hours to

asrrde )' 0.1 %) and other preservatives serparate serum from celts Use staodard laboratory procedures to remove serum asepticary
Standard E I a 660 ir humanr plasma containing re ;ombhnant -SD, to -so-C from the ctot wihir 4 hours of ollection

sivgte-straoded ph age DNA itty sodium For plasmia samples, collect blood in sterile tubes containing EDTA (K2) or ACD Store wrole
aider ( 1.1%) avd other preservatives bled at room temperature Do not reigerato e Remove plasma from cells within 4 hours of

creflection Separate by centrifugatiortat 1000 , g for I0 to 15 rdiriuies and use standard
Materials Required But Not Provided laboratory procedures to remove the plasma

* 111 mE sterile-packaged Seerologial pipettes Do not clarity specimens by Filtration or further centrifugation
* 1t 2 channel pipette capable of dIsopensing 50, to 2010 pr. )ac:uracy less than ± 5%) and SD mL Store specimens at 60

°
to -80"C in sterle, screw-capped fuses Specimens may also be

sterile-packaged, diSposable reservorra stored at 2" to 8C for up to 48 hours or at 20OC in a no troust fI'e freezer for up to 72 hours
Pnsreire displacement pipette capable of dispensing 1 to ml pror to freezing at 60' to -. C.
Prec-sion pipettes capable ot disperrsivg 25 to 1000 lp (accuracy less than' 5%) and A d repeated trneeeithaw of the smple.
sterile-packaged, aerosol-resistant, dIsposable tips I asrrrd alt specimens as if capable of transrefiti rrg infecton.
* t 5 end 50 mL Sterighpurcskage~d diosovurbie, peypropylerre tribes it rrecessary to ship ship specimens frozen on dry ice Package and label in compliance with

federa and internal onal regulations coverng tIe transport of clincal samples and etiologicat* 5lank microwelts. block iCat NOr 1 2022) atss
.qen!,* FB leach. ri vascesled IS. 25% sedcer, returnpclrite) For data see section Multiple Freeze/Thaw below.

Bayer System 340 bDNA Analyzer with Data Management Software (DMS) version 7 . 0 or
graer. Ior the VERSANT HCV RNA 3 0Annoy )SDNA) Assay Procedure
* Vodero mraer The procedure cons iss ot ie mater activities hybridizing the probes and measuring the lIght
-Waler bath (37I ± 2.5°C) output
10% Ethanol PROCEDURAL NOTES:

Warnings and Precautions The Data Management Sotasare reports HCV results in copies/mL and tUimL (World Hlealth
For In V. rc Dragristle Use. Organization or WHO units) 26

See the Product Insed Supplement for the conversion factor
P42143. Harmfult IrritantL May cause sensitizaior by inhalation and skir conract One plate contains 8 strps (96 wells) ,ith the capacity for 84 samples
R36137/38 Irrtating to eyes v espiatory system and skin. In case of contact with Racm temperature is 1 8 to 30°C
S26. S36 eyes, rinse immediately witt plenty of writer and seek medical advice Clean alt pipetors and the benchrtop waih 70% ethanol before starting the procedure
S23 Wear suitable protective clorirlr Do not breathe spray Contains: Refer to the operalors manual for tfre Bayer System 240 bONA Analyzer for more

Preou nase K Lys s Reagent iorma[tnion abeul preparing and using the analyzer and to the operator's manual for the DMS
CAUTION! POTENTIAL BlOHAZARD This product contauns human plasma or other for fourateon ab printing a plate map and analyzig assay data
tueman source material The loS positive control contains human plasma and beta Preparing the Bayer System 340 bDNA Analyzer
trropiolactone IBPL I-treated H6: viral material Handle this product according to Refer tc Analyzing Samples in the operator's nanual for more inoromation
established goon laboratory prurctrces and universal psnecaulienS 2a-25 1 Ensure that all maintenance tas b een performed If required update the maintenance log

The truman source components were tested aced found negative for anti-I-lt (types 1 and 2). 2 Check the levels of rinse and cleaning solutiens on the analyzer Add solution as necessary
ant'I I10. and HiBsAg b y F DA recomnmendedit (approvedlficesed) tests. 3. Wearing clean gloves, place a new barrier film on the frame
Because no test method can offer c omplete assurance that laboratory specimens do net 4 Place a silicone layer over the bar film to complete the Sealng Pad
contain HiV hepatitis B rirus, or other infectious agents, specimens should be handled at the 5 Siract Teat from the Man Menu,
BSF 2 as recommended tor any potentially infectious human serum or blood specimen in tie
CDC NIH manual Biosafet¥ in Microbioooical and Biomedical Laboratories. 3ia Edgiton, S
1993 and NCCLS Approved Guidefine M29-A. Protecton oif Laboratory Workers troni NOTE: Alwys add samples to the left plate first
Instriament Biohwazads and Infections Disease Transmittec by Bloodd Body Fluids, andt 7. SvleMt the number of strips per plae. It only the left plate has samples, select 0 Strips tor the

Tissue right plate
* Disposal. Dispose ol hazardous or biologically contaminarrdmmaterialsaccording tor the NOTE: It 8 strps or tee s are run use blank, black micrewells as necessary to fil the let and
practices of your rnstuion. Discard a11 materials in a safe and acceptable manner and i rint plates
compiirrce with alt federal state, and local requirements Day I Procedure Hybridizing the Capture and Target Probes
CAUTION Sodionr azide in the reagents can react with copper and lead plumbing to fornr NOTE: Bring the pouch contain ng the Capture Wells to room temperature before opening
eaplosive metal azides On dispos.a fush reagents with a large volume of water to prevenI I Cnreat a Sample ID file using the DM8.
tire bruil-Jup of metal azides. rI diSpolvot into a drain is iii corripliance with federal, state, evil 2. Place the Lysis Dilsen in a 377C water bath lot 10 to 20 minutes or until any visible crystals
local requirementls disslve and mr,
* perforen the procedure using onrversrar precautions. 3. Place the Lysis Reagent, Capiure Probes, and Target Probes si n the bench top and bring to
Djsinfect spills promptly using a 0 5' sodium rhypochlorle solutio n (110 a/y househotd rom tempeatur
breace) or equivalenStdrieintctar.! leandie conlaminated materials as biohazardous. F'ice tte specimes atadards (A B. C, D and E) and one a of each otire coitrols
' ear personal protective apparet rrrler udrng disposable gloves, throughout the assay (igate Low positie. and Hih Posirve) r cord ater to tia, then keep on ie
-rneurs Thoroughly wash rands after re rovi gloves and disposef g 5 Frenae tire Lys Workin Reagent i a 50 irk polypropylene tube Use 15 L

tfi,,zrdus waste. ,polypropylenr tube for s maller volumes.
-er nut eat, drink. smoke, or applk c asmetrrs err erreels wiser e reagents or specimens are

fund ed
aAdd the volumre aeppropriate to the number of strips useed in the assay:

Avud rrle USer ol sharp eobieclt he~er vo pc'rshibi Capture Well Specimen Lysis Lysis Capture Target
If skits or mucous renibraree eponrrre occurs rmmedeatet' wash the area with copious Strips Samples Dituent Reagent Probes Probes

armournts of water Seek hedical armese 8 84 10 5 mL 1.44 ml 100 id 100 tl
-Oo not pipette by wrooL b 60 788 ml. 108 mb 75 pE 75 lpL
Uie all pIpetteng devices and ,r/strn uses wit, care and fotlow tie manufacturers instructions f 48 6 56 mi 0.90 mrL 63 E 63 t

tor cal ibraeion and qualify control436 52ml 12mL 0eL 0tEfor no FaM, add poJ ly Conn. A~~ ~~~~~ 36 5 25 mL 0 72 mL 50 hL 50 lpL
Use aeroso -resistant pipette lipt; and use a new lip every lime a volume is dispensed 3 24 394 ml 054 mu 38 rt 38 L
Do not u se reagents if precrp[iare is vrsibte after binging to specified lemperature2 12 263 mk 0315mr 25 L 25 L
* Do riot u cs r orpoeerett bryond the expiration date printed on the kit bones

2,3
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b Cap, then inver tube I0 times, vortex 5 seconds, and invert another 10 lines to m id 4 Place the Pro-Amplifier Probes on the bnechtop and bring to room lemperatureStore at room lemperature and tot foam settle 5 Prepare the Pre-Ampifier Working Reagent in a 15 mL polypropylene tubeDiscard if not used wihin 2 5 hoursDiscard it not used within 2.5 hours a-~~~~~~~ Add the volume appropriate to the number of sfrrps used in the assay:6 Wearing clean gloves, place capture well strips in a plate Press the capture well strips firmly apturne S peimen the-Arnmplifsepsilierinto the plate until the tops of the sthips are level Remove the labs Immediately return CeltSri Sples Wrk-Amplifier Probesunused strips to the pouch, seal, date, and store at12° to 8'C.noused si ps I. (h smucho sa bond. ad store A2- to 8nCWell Strips Samples Working Dguent Pro-Amplifier ProbesUse blank, black microwelts as necessary Io fill the plate. 84 13.0 m 100 piNOTE Ensure that the plate notches are on the hftl 6 60 9.8 mL 75pt8 Place each assay plate in the Sample Orientation Tool as described in the operator s manual 548 8 4 mL 65 otLIor the Bayer System 340 bONA Analyzer 4 36 7 2 mL 55 pL9 Add 100 iLL of Lysis Working Reagent to each well Use a twelve channel pipette and till the 3 24 t iL9plate from row A to row H 

2 12 39mtL 30 RL10 oVtex the specimens tardands and controls to mix
b Cap tube, then invert 10 times and vortex S to 20 seconds to min Repeat until reagent11 Using a 25to200 pi variale or a0L fitid opitte and a new t Ir each sample. transter is thoroughly mixed. Place in a 37'C w ater bath and let foam dissipate50 II rom each specimen, standard or control into the appropriate capture welt according Discard it not used ithin 30 inutes.lottie plate rniip: 

6 When the overnight incubation is completed press Start on the analyze, to ccl and wash
T i 2 ) 4i 1 1 2 th e p la te s

7 When the plates are ejected, immediately add 100 piL of Pre Amplifier Working Reagent toeach weli Use a twelve-channer pipette and fill the plate from row A to row HI --~~~~ --1 -t- ft ~~~~~~~Press Start.
The incubation takes 30 minutes and is followed by a coolaeash cycle Prepare the Amplifier0 ! I 2id7ji' iS'!!"d C t:d0 StdDi Stitd E !! E! N Working Reagent when the cool/Wash cycle starts

9 Place the Amplifier Probe on the bench top and bring tI room temperature
1 Prepare the Amplifier Working Reagent in a 15 mL polypropylene tube

S~ d is i ~ ~ I a . A dd the volum e appropriate to the num ber of strips used in the assayI I- -. . . - Capture Specimen Pre-AmplifierfAmplifier Amplifier
Well Strips Samples Working Diluent Probe

' I I i J ; ~84 - d 1~C ~ ra 10p LSid Is Standard A through E, N -CI is Negoalive Control L PCtI and H- PCft are tow and High 660 9.8 mt 75 pLPost ive Controls, respectiitly 
5 48 8.4 mL 65 put12. tmmediately return remaining specimens and standards Io -60' to -80'c Standards and 436 7.2 mL SLspecimens may be frozen and thawed up to four limes Discard remaining Thawed Negative. 324 5.1 mt 39Low Positive, and High Positive control material

3 When prompted place the plates on tie loading tray of the analyzer If 8 strps or less are run 2 12 3 9 m L 30 pLrise blank black microwells Io fill the left and right plates as necessary b Cap tube, then invert 10 times and sertes 5 to 20 seconds to mix Repeat until reagent14 Place the assembled Seahing Pad on each plate Close the analyzer access doer and press is thoroughly mixed. Place in 37'C water bath and lel foam dissipateStart 
Discard it not used within 30 minutesNOTE: The overnght incubation consists of a I heir incubation. fotlowed by a cool cycle, f When the plates are ejected, immediately add 100 pL of Amplifier Working Reagent to eachand then a 14 hour incubatio n The analyzer displa s the time remaining for each incubation welt Use a twelveechannel pipette and fill the plate from row A to row H.15 Incubate 15 to 18 hours (overnight) After 15 hours, the analyzer enters a hold mode until you 12 Press Startproceed with the next s

t
ep 

The incubation takes 30 minutes and is followed by a cool/wash cycleDay 2 Procedure Hybridizing the Pre-Amplifier and Amplifier Probes Hybridizing the Label ProbeNOTE: If Wash A and Wash 9 are stored at 2 °
to 8'C, aliom 2 hours to bring them to roOM 1 Place the tabel Diluent in a 37t wale, bath for at least ID minutes Mis by ineing thetemperalure, and mie by insertirg each bottle several tirrns before adding to the anaJyzer bottes bottle seeal times

NOTE: Each cool/wash cycle takes approximately 20 mIr ales depending eon the room 2 Thaw the Label Probe in cold water (4 to 1S"C) just before usng.temperature The instrument washes and aspirates reagent from the welts ejects the ptates then NOTE: Immediately return any unsed tabe Probe to -60 to 801 frbeeps at the end of each cycte Leave the plates on the asalyzer hrater tray while adding the nesh When the col/ ash cycle slars, prepare the Label Working Reagent in 
t 

15 mL
polypropylene tubeCAUTION: Do not let the plate stanId dry Phepare the neat reageInt before the plates are ejced, a Add the solutme appropriate to the number of stptps used n the assayAdd the neet reagent to the plate and press Start wthin 4 minutes of ejection If more than4 minuoes elapses then lire assay may be compromised and the Bayer System 340 bDNA Capture Specimen Label LabelAnalyzer enters a wamtng message into the event log Wel Strips Samples liluent ProbeI. Ensure Wash A and Wash B botldes have enough solution for lne number of strips used in 8 84 12.0 mL 100 pFthe assay Add solution as necessary 660 S0ML 75 put

Capture Specimen 5 48 75SmL 63 HLWelt Strips Samples Wash A Wash e 436 6.0 Mn SO ML
84 440 mE (t Bot 1320 mt t Botrth} 324 5.0 mt 41 paE 60 440 mL 320 mL 2 12 3 6 m L 30 pL48 440 mt 320 mL b Cap tube, then need 10 times. Store at room temperature and let foam dissipate4 36 440 mL 320 mL Discard it not used within 30 minutes3 24 220 mt 200 mt 4. When the plates are ejected, immediately add 100 pL of Label Working Reagent to each2 12 220 mL 160 wL welt Use a welve channel pipette and fill the plate from row A to row H

5 Press Start2. Pilace tire PreA-Aplifier/Arpirier Dituent andd Detrari Sulfate in a 31C water bath fo The incubafion takes 45 tinutes and is fc1owed by a oolwash cycle
toast 10 minutes. Swirl thre bottle with Deatnan Sulfale and insert the dituent several times toThinuaontks4mnteadisflwdbyact/shyl.

6 At the beginning of the Label Probe incubation place the Subsnate and Substrate EnhancerMis until homogeneous. Keep at 371. on the bench top and bring to room temperature3 Prepare the Pre-AmpifieR/Amplgier Working Diluent is a 50 mt polypropylene tube Use a
I5 mL polypropylene tuWe for smaller volumes.

Add the volrume appopriate to the number oe srips used in the assay Add Desion t hte tie ash cycle star prepare tie Substel Working Reagent in a IL mLSutate using a positise despracement pipette polypropylene tuie
Capture Specimen Pre-Amptifier/ etaiasy a.fAdd tire volume appropriate to the nunber of strips used In the assayWelt Strips Samples Amplifier Diluent Sulfate Capture Specimen Substrate8 84 21.0 mIL L*/3 mL -Well strips Samples Substrate E nhancer6 60 18 0 mL 6 0 mL 8 84 11 0 mt I wL5 48 15 0 mL S mL 650 .3 mE 0.15 M

44 36 120IL 5 48 69mL 63 mL3 24 c 0in, 3 i.L4 36 5 5 mL 0 50 mL2 12 tMIo 2 0m DL3 24 .1 mL 0 38 mLCap tube then invert 10 tues arnd vorten 20 seoends to ris Repeat until dituert is 2 1 2 2.8 mL 0.2 5 mLtthoroughly noised. b. Cap tube and ievert 10 times to mix Store at noomn temperature.Working diouent may be very foamy Place in a 37°C water bath and let loam dissipate Discard if not used within 30 minutesDiscard if not used within 2 hours
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2 When the pates are ejected immrediately add 80 otL of Substrate Working Reagent to each The optimal threshold vatues at Weeks 4, 8. 12, and 24 for prediction of no-susained virfogicatwell Use a twelve channel pipette and [It the plate from row A to row H response were chosen based on the viral load, or log drop in viral load from basetine, with the3 Press Start largest number of predicted non-sustained virological responders and a negabve predictive value
The ncubation takes 30 minules (NPV) of Ž 95% The 2-log drop in viral load from baseline established for Weeks8 12, and 24 in

this study is consistent with the log drop in virat load reported in the 2002 NIH HCV ConsensusAnalyzing the Data Statement 28
During the substrate incubation prepare [he DMS to receive the data from the analyzer
The analyzer aitmantically reads the Ight units in each of the wells of tIte pL aes and transfers the Assay results are reported as follows:data Ithe DMS for Chanalys~s' Values below thGe DC are reported as < 3200" HCV RNA copievrlm and > 615' lU/mt

in Values between the DC and the UQ6 are reported an a ianitalon. in e numbersCalibrating the Assay values above the UQL are eported as > 40000000' HCV RNA copies/mt andRun the ve kit standards with each assay to generate a standard curse RPete to the plate map in 7692310' lU/m
ttybidizing ihe Capture and Target Probe foe p acement The standard curve in used to determinethe vial load in each sample Interpretation of Clinical Results
Quality Control Prediction Rules Using Viral Load and Log Drop ThresholdsTo monitor assay performance three, tevets of conlrot materiat mf ust be included with every assay The performance of the VERSANT I ICy RNA 3.0 Assay (bDNA) was evaluated for predictior ofTreat aft control samples the same as spedimens viroleogioal response in 351 chronc tCV- infecled subjects who had undergone standard treatment[the assay is considered vaid i of allthe fo lasers; sconddmons ccur wgh herrnith alfa 2b plus ri baviin (REBETRONa) for up to 48 weeks (see the Performance

Th e vassayes considered vatidifoall the follpowingv conditions octhhthespe cufiedr: Charactentics section for more detail on the clinic a l study design and results) Prediction rules atThe saehLs dirermned far ttre HCV positive controls are whthin the specified range Weeks 4, 8 12 and 24 are shown in Table 1 Categrizatiorn of non-sustained virllogical* mFre relatine tight units (PLUs) for the stanldards are responders (TSVRP and sustained virological responders (SVR) is based on a positive or negativegeomnedc mean RLUI SId A P RLU Std B > RLU SId C > gomethri mean RLU Std D> test result, respectively ushin a sensitive qualitative CV RNA lest ? 6 months after the end ofgeometric mean RPU Std E The geometric means are calculated by the DMS sobtware treatwerai
the tHCV Negative Control has a value • 3200 copies/mtL NOTE In the following tables, the definition of predicted sustained virological responders
If any of the above condt fins are ncI met, do not roped paltien results from the affected run is provided for iufortmatior only. The prediction of SVR is not sufficiently robust to be usedDetermine the cause for quality contrae fitlure and repeat run for making decisions regarding continuation or termination of treatment

it the assay must be repeated, then do the foloowing Table 1 Definition of Prediction Rules
Review these instructions to ensure that the assay is performed according to the procedue Predicted Non-sustained Predicted Sustained
recommended by Bayer Diagnostics Week Type of Rule Prediction Rule Virological Responders Virological Responders
Verit thal the standards and controls are in the appropriate location specifed by the plate W

Viral LeadmnrapV 100,000 lU/rnL 2
I 100,000 tigntL c 100,000 UmtVerity that the materials are not espired 4 Thresho l

Verty tat the required Bayer Syslem 340 bCNA Analyzer maintenance was perormened L Dro fLog Dro p < 1 Log and I,000 -f~lmt
2 >1 logos <000 opmL

Viral LoadStandardization TrhdStandardization y Threshold ~~~~~~~~~~~~~~~~10.000 IlD/nL2 Ž 10,000 lU/mt < 10,000 IUImLThe VERSAN t tCV 3 0 RNA Assay (bUNA) is standardized in copies/mL using an RNA transcript Log Drop 2 Log Drop'- s 2 loa and '- ,000 U/mL > 2 led or < 1,000 IU/rnLderived from tre 5 unranslated and core regiens of the HCV genoine as a reference The quantity L.0t
ot the RNA in the standard is delermined hry three independent analytical methods 2l The Viral Loadcorrelation between results in iU/mt and copies/mL was determined by quanritating the WHO IiCV 12 Thresho 00 lumt I l0000 Whae 10,000 lUmI
Standard in the VERSANT HCV 3.0 RNA Assay (bONA) using the RNA tanscripl reference Log Drop 2 Log Drop •2 lo and> 1000 U/mt >2 la 10 U/mtmaternal The WtI i ICV Standard lot number and conversion factor used to convert the result V--__o
trom copies/ml to fttmL may be found in the Product Insert Supplement Viral Load 1 lumt 50.000 u/mt I10000 (U/mL

24
Phresho~~~~~~~~~~~~~~~ ~~~~~~~~~ldg 10r IUL Goo0 IU ~L<00 /m

Calculation of Results Log Drop 2 Ltg Drop K 2 lag and I 1,000 IU/mL /t 2 log or 1,000 lUlmiThe data output from the Bayer System 340 bDNA Analyzer are reported as reilative light unis I Log drops are alculed re e to pretreatment baseline vira-ltoad(RLUs) The tight emitted is direcfy relate to the number of HCV RNA copiesmtL A 4-parameterlogistic curve i used to model the logarthm of the RLUs as s function of the dlogaithrm of HCV RNA 2 100 000 JUlmt = 520,000 HCV RNA cp ies/mL. to 000 u/mtL 52,000 HCV RNA copiesa/-,concenfration 1,000 Ulmt -5200 tCV RNA copies/mL
The DoS uses tie observed RLUs and the concentrations of the live standard curve points to Table 2 shows tIe predictive values of each of tfie predicion rules at Weeks 4 8, 12, and 24 tordelermine the best curve hI to plot the standard curve and calculate the concentratio, ol ICV RPNA eamptle failure Io achieve a 2 -og decrease (100 fold drop) in HCV RPNA or a vral leadt
or each corlro[ and patieot sample The standard cuwve is calculated from nine wells ot standards e 1,000 IUltnt by 8 or 12 weeks predicted non sustained response in 97 5% and 97.4% of treated(one well each at Standards B and C two wells each of Standards A and 0, and three wells of patients, respectiely Failure to decrease vral load to less than 1 0,000 lU/mL (52.000 HCVStandard E) The results of each assay are prited in a report RNA copies/mL) by 8 or 12 weeks predicled non-sustained response itt 98 7% and 97 . % of

The Data Management Software (DMS) repoars lest results in copieshmL and the World Healttieaepaens melOrganrzadtin (WHO) Inernational Units (U/mtL).6 Refer tothe VE RSANT HCV RNA 3.0 Assay Table 2 Predictors el Non-Sustained and Sustained Virctogical Response at Weeks 4,8,12.(bONA) Product Inser Supplement for the conversion factor, and 241 of Therapy
Results presented in International Units per milliliter (IU/mt) were obtained using a conversion Negative Predictive Value (NPV)' Positive Predictive Value (PPy)'aceor of 5.2 copies/lU This conversion factor was determined by characterizing the VERSANT Prediction %HCV RNA 3 0 Assay (bDNA( standardization system using WHO HCV Standard Lot No 96/790 Week Rules (95% Ct) N (95% GI) N
interpretation of Results Io)0o lU/ntL -9 57/59

Quantitation Limits 4 (49261 72
lhe following cuantitation limits are deined foe the VERSANT HCV RNA 3.0 Assay (bONA)_:86 7 98 0) (53 5 66 5)

The Limit of Detection (Ted) is the lowest concentration of vilus that yields an assay result at ,98 7 -- 6 3
or above the Detection Cutoff in 95% of replicate determinations The LeD tor this assay is 195/963
1,000 lU/mL (5,200 HCV RNA copiestmlt) 987 5_67_3
The Detection Cutoff (DC) is the pialt on the assay quantitation scale such that 95% of 2 L9 I) 134/99
negative specimens produce results below this cutoff with 95% confidence The DC for this _6_3_7__
assay is (i rIlU/mt (3,2nf ICV /RNA copiesmL) t97 1 591
The Upper Quartilation Lmi (LOT1) for this assay has been determined to be 12 ' 1 9 (526 65 3)
7,690,000 [UhLnL (40,000 000 HCV RNA copies/L-) 974 60 9
The quar itatiori range of the assay is from 615 lU/mL (3200 HCV RNA copieslmL) to 99 7) (54 3 67 1)
72690,000 lU/mL (40 000 000 HCV RNA copeslrml I Ua6

CAUTION :4' 100 O) (4 6 73 5)
Risults repoared between DC (615 IU/tL) and LoD (1 000 IU/rht) must be interpreted with cautiogDn 10 9 65 1because the detection rae of the assay radtuadly decreases from 05% at 1,000 tU/,t to 3950/ at __
615 IU/tnL. and the variability of the assay increases from 26 6% CV at 1 000 iu/mtL t 324% CV 1 Data shown arse from fHe layer Clincal Siloy
at 615 U/toTh 2 NPV: Percent of non nistainec virological responders out of the patients who are peedirtedEstablishment of Cutoff and Threshold Values non-siasitsneii viroliohcal responders i e IICV RNA positiv e 6 months post-therapy
The Detection anstaf loD) was estalsued in prectae calt trias and donoirmed i the oclal tria 3 The positi ,reictive value (PPV) of HCV RNA levels/s rsnt intended to be used to guideusing specimeon train 999 HCV-seconegpatio volunteer blood donors therapy. PPV -Percent of sustained virologica responders out oa the patients who areThe Limit of Detection (LeD( was estabished by interpolation betwein the two reproducrhiby panel predicted sustained vrrolotical responderie. I CV RNA negative 6 months post therapymembers that had percen detetion results that bracketed 95% detection Each panel member 4 Ltog drops areca stated rtatiu ,to prerearnent baseline viral load
racd 216 determinations

FoPr scihiect s receiving 48 wemeks of treatniritd

;52½



English-The NPV of the log drop rule at Week 12 as shown if, the Sayer clinical Study is cossetwith the The following reslts were obtainield husng Sayer s VE RSANTS HCV RN/A 3.0 Assay (ibONA).
results for studies of HCV-,rrfected patients receiving piegylated ientereone plus oribaido reported in Values obtained with Other manufacturers' assay rmethods may not be used interchangeabty-
the 2002 NIH FICV Consensus Statement~s. Although the positive predichive values were towerthan the negative, predictive t values they are Provided in Tabfe 2 as additional information for the Limitations and Precautions1,,,trating Physician and the Patients undergoing antiia therapy. 

The number of African-Amearicans studied twas too low to adequately establish Sapropriate assay
Using the Virat Load Threshold Prediction Rute 

wdo~rmanrCa for this group. The reslts; ol tis assay when applied to African-Americans must be
HCEV RNA vIra l tad roesult that fall near the predictirni .threhods cannot be interpreted with cautiously interpretdabotu.rue cerainty Because et ndivdual variab Ilit in repn se to. tratk there is a chance that The asay sivlited tothe guantitationof HCyRNA inhunian serum orplasma. loalprotein level'a prie-itwhse ra lad eanrenun reain acvea pedctie tresol whle n herpy 9 gdLanduncnigatd btiubi leelsntimgcitinspeimes my eduerte uanveaio
miayat/Iachieve a sutaine~dvirological response )H'DVRNA negative at 6months post-therapy. ytCV RN/AAlternatively, a patient whose HiCV RNA levels tall below a descrisio threshold may not achieve asustained virological response. This may be due, in T ad, to individuat biological variation in HEV Performance Characteristics: Clinical StudiesPh/A levels, where mayimhim charnges of 0 75 to 3.1 log have been reorthed in untreatedExetdH V N RsusatB elnUsingthe Log DrpPeicinRl 

Viral loads were measured by the Bayer VE RSANTFt Hey RSNA dbDNA) Assay in 650 chromanicly
the brologicalvariability reported inthe Within Sbjec~tVariability section of this package insert 431t patients, quianltiication values were obtained from baseline specimens just betore thre Abnitieir-
(see Perfomance ChiaracterisicIs Clinical Studies) arid in other published papesJOa indicates of ana-HCV therapy the remaining 219 patients were not subsequentiy put on therapy.
that[ a small numbrt of indivduals chronically infected with HCV and not on anti-HCV treatment Figure I shows the distribution ot IACV Rh/A log quantitations rin/t lot the combined populatior
may have fluctuat ons in vfiral load over time of up to 3.I log. In the current study, the largest ratio of subjects with chronic H-CV infection. The median quanrtiason was 5.8 log lU/mt with 5th and
beyween the m ininum, and mavimum viral load was 1.6 log over a 2-month period, and the mredian ssth percentiles of 4.5 log IUmtl and 6.6 log IUmti in the log scale, or a median ot 654,566 lU/mT
via tfoad change toe the patients was 0 21 log Due ts oindiidual bi oloial variabiliy in FICV RN/A wIth 5th and 95th percentiles of 33,510 U/mt- and 3.681.828 lU/mt.
viral levels at baseline there is a chance that a patient who does not achieve a 2-log drop and IsFgr .Dsrbto flgHVRAi 11od N 60

1,000 lU/mt while Ott ITherapy right st Il achieve a sustained virological response (HCV Rh/A Fgr .Dsrbto flgHVRAi Um N 60
negative 6 months post-stierapy) AlternatiLvely, a patiert who achieves a greatler than 2-tog drop orreis I: 1000 lU/mtL may not achie ve a sustained imologisal response.
The res ults from the VERSANT HCV RNA 3.0 Assay (bDNA) must be interpreted within theo~ntext of all relevant clinical a nd laboratory findings. 

yO Baseline characteristics Predictive of SVRTable 3 shows the percent ot sustained virologicatl responders and odds ratios for predcftion of - oceocrSVH usring baselinre characteristics and treatment duration variables from the Bayer cIni cal studytThevartabtes that were the most predictive of SVP(ie. -hadlh/e highest odds ratio).were genotype a tunit baselineHFCVRPhAwtrha thresholda oooof 000 0ltt) lu/mt(520,000 HCV RNA cpies/mtf E sy
Table 3. Percent Response arid Odds Ratios for Prediction ot SVIR Using Baseline Z

Pe(4intwflt I @Rtti .> .

Gettuyp No-I t12 1.0,lOg 

lu/mt239 36043267) Prediction of Anti-HC V Treatment Response Using Results fromBaseline •t>l/t 63 6.1,HCV RNA 105lmt 28 271 2. (1. 5, 5.01 Specimens Collected at Baseline and Early in Treatment(~~~)Y~~itmenr 48 Weeks 189 54.0% ~~~~~~~~~~~~~The 
objectives of tIns study were to determine if IICV RNA quantitationes or changes in

IDatralo 24Weh I6 8 8
g 181.T2r1qantitations 

were predictive of sustatned virotogical response )SVR) and nronsustained virologi cal
Dr~~~~~~atio 162 

n~~~~~~~~~~~~~~~~esponse INSVR) In interferon alto-2b plus ribaviri.a REB ETRON) at post-treatolent follow-up
Liwei Disease N 288 43(PTF). 

Resrospectively collected specimens front 351 subjetIs treated wth Interferon alfa-2b plus
Stage2

J 63 36.%171 ,311 rboairns were assayed across 6 slites in Normh Armertca (5), and Europe (I). Specimens were
Ally .40 ______ ~~~~ ~~571 collected at baseitne, Weeks 4, 8.12, 24 (for sublecta who had 48 weeks at treatment) end ot

1Ž40 214 442 1,7(1.0 2.9) treatment, and PTF SVR was deorned as haning nio detectable FHCV RNA at PTF using a sensitivePreviosa Naive 215 48,7% 
quat~~~~~~~~~~~~~~onitative tCV RN/A test. The populdation, included previously treated andt treartmentnainve

-c Eseiecc 
. 08,24 subjects,. Table 4 shows a description of the Bptysr study population

Treatmen 1 40.48% 24 Table 4, Description, of Study PopulationGender5 Fmls1 45%.2:vu>v< 

9c1 DLata shown are from the Bayer Clinical Study 
RaceNC nn-cirrnhottc C -cirohc tic 
Asan140% 

1/3)3 Early Studiesuv 3- have inported that gender was a staliStticaty significant predictor of SVR. fia-mrcn41 
1 43 1

However, later studies have v hown that genuder and body weight are confoundedts2a-s and, Caucasian 235610 (255)
when rihavfirin dose is based on bodly weigh agendcis, no longer predictive of 8VRI4. lspanic164%(6/5) 

_ _____Reporting Results 
Other1 22.%(231

It is recommended that the followiitg be included in the results armepot Age ~Rang'The VERSANT HCEV RN/A 3.0 Assay (bNDIA) mreasures IICV RN/A levels at baseline and during 2-420 
6 23 ?

ealmrel nt adi us eful in predictirsg non-utherained esprte to HICV therapy. This test is not 2.42 
.%(931itended toe use in the diagnosis oI cronfirmation of -CV itnIecion. Treatment mray be assessedbing absohluevi~ral load levels, or tty compari ng the ubseved decrease in viral load compared w ith153.% 

1 53

petireutmnt. baselin levels. The rules are only a guide artd must be interpreted within the contest________ 
3 37.0% 13031

aft Nrelevant cl o l inica snlbrtory fsndirrgv 
_______ _2 8.0% 2

/ 5
rerprelatrion rls using absolute ,rial .oloah 

06 64641/M
Al week 4, it HCV Rh/A isI 100,000 let/mt theni their is a 97%chances of treatment faiures51 

I - .%(13 1
At week 8. if ICy RN/A iss 10,000 IU/L, then, thesv is a 99% chance of treatment failure. GentypeSAt week 12, if ItCV RNA is> IO I000 tO/mt then there is a 97% chance of treatment failure.3Atmeek,24,i fICV FlyArir 100 lOO srit .. ie L t Iher is a100% chance eftreatment failure. 2 

81%(3931)eirpri-lativetrules usintg decra .. n viral to ad rcmeiepan it witpretreatmentbaseline level:5Ar:week 4,i flHCV Rh/At -ll% I- I oy dropl ot its pietivalmentbaseline level and ___________ 
4.%(0311,000 lU/mt. then their t sa 54% cta,rne of ictutr,.:rilfailuis

Atweek 8. it HEV Rh/A i 1%-t, i 2 10 too0) of its pretreatment bar setit evel and,1,000 lU/sri.then there t aS a7%uiaocuat tieaimi-ut allure 
ot rametDrn 6At week 12, f HCV Rh/A is 1 I -. I 2 log diop) ol its seloarentmeslbaseline level anddec eI1,000 lU/mi, then theve I a 975. chance ofinreaement tailare Gnt" -At wreek 24. it HC Rh/A is I 1% I- 2 log drop) of its pretreatemet baseline level and1. l0n00lU/mt. tiin there ma I0050 ettance of Ireamin-nfailure. 

I y-Ye Tar Tratm nt Dura lioin 1Tefotllowing informaio is him intended for live in guiding therapy but is Provided as addiional _________________ ha%1541 
9

informatton for treating physicias r;and dheri patients underiing apntieiial therapy. Patients whose Genotypenon-Iinsults dono cci ut ln heabovent erpre lotion rules have aI oetilhy higher chance ot sustainedviroloqcD~I re~i~sp ons rrqngem aooven aqe ,front55 % to 6 7%)ta le n ,p~cled at bhaseline )47%) whenother lacloisitg 1e V lgnoy H c ha..tine viral lo cd. a rv iic-taken into consideratior

a~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~-7~



English 6

!pTable 7.Predictors ofSustained and Non-Sustained Virotogical Response at Weeks4,8, 12,
and 24 and Corresponding Odds Ratios for SVR

Previous Therapy7626%7631
_________________54 71____ 10% (54176) !~(~~- V~(P dtto
________________ ________ 29.0% (22176) frNc Previous Therapy 275 784% (2751351) Week Rui 95 l N (95% CI) NnautdAdjustedMa as 184 _______66 9% (1841275( 1030 000 lU/mt 6 57/59 142256 3552654

Females 91 ~ ~~~~~~~33 1% (91/275)4 - 83996(92617I Subjects treated and tested at tie sit pit France did not have race recourded for legal reasons ILgDo'79184 139/231 23 9 22 32 Percentages add up to greater than 100% because 4 subjeclhu had milxedrntections.- L 867-98 0) (53565Prediction of SVR and NSVR 
10.000 lUir 98L 74/75 6 4 1Table S shows the percent of sustained virelogi cal responders and odds fras os r prediction ot 8 (2610.) (59.6-73.0) 1521 169 17SVR using baseline characteristics and treatmenit dorution vaniables The varrables that wee the 2 Log Drop 97771/79 61. 3 134/199 79.4 69.1most predictive of SYR (i~e., had the hIghqest odds ratio) were genotype and baseline ICV RNA (9.2997)(60.3-73 8)with a threshold of 100,000 (105) LU/rdL (520.000 HCV RNA cropies/nt-) 10,00 9U/m 68/0 43242 4919.Table 5. Percent Response andt Odds Ratios for Prediction of SVR Using Baseline 12 I90.1-99.7) 680(52.6-65.3)491 2Characteristics' 
2 o rp 97 4 77760.9 13254

(90.9-99.7) (54.3-67.1)___________ ___________ ______P aitriWithtiS f (95% Confldec Interval) 1 0,000 IDmtS 001 18118 69/107 NA N
Genotype___ Non______ 123 360 % 2 32 1 4 5 (8.-0.) (54.6-73.5)Genotye Nor- 123 760.% - -I2 Log Drop 100.0 19/19 65.1 69/0 NANBaseline • Ith lU/mt -6 661 (82.4-100.0) (55.2-74.1)DCV RNA > 100 LU/mt 8 I N27% Pec n ofn-sustained virological responders out of the patients who are predictedTreatment 48isWeeks 189 54.0 non-sustained virological responders ie. DCV RNA positie, 6 moonths post-theapy.Ir(229)2 The positive predchcve vatue (PRY) of HCV RNA levels is not intended to be used to guideDuration 24 Weeks 162- -38 % - therapy. PRY - Percent of sustained virological responders out of the patients who are

Stage2 c 6~~ ~~3 - 36 5% 1.7 (0.9. 3.1) predicted sustairrud virrological responders: i.e. HCV RNA negative 6 months post-therapy.<40e 77 571 23 Odds ratios cannot be calculated it the NRY is 100%. Those cases are indicated by NA. AllAge >~~~40 1.710729 odds ratios were significant (p I.001).274 442%4 None of the log drop rules at Week 4 attained an NPV of 95%. Thu, 1-tog drop had the hingiestPrevious Naive 275 48.7
Treatment Experienced 76 40.8% ~~~~1.4 (0.8. 2.4) DYTreatment Experienced 76 4B "a 5~ ~~~~~~~~~~~~For subjects receiving 48 weeks of treatment

Gri Tmale 2374.8 1.(7 9 The NPVs for the viral load rules ranged from 96.6% to0100%. The NRVs for tihe tog drop ruls forMale 2Z38 A 45 8% - ~ ~~~~ ~~~~~~~~Weeks 8, 12, and 24 ranged trom 97.4% to 100%. The highest DRY at Week 4 using a tog drop1 Data shown are. trom the Bayer Clinical Studytheol a942 NC n on-cirrhotic, C -cirrhotic Tables 8 aird 9 show the NRPs arid PP~s of the viral load and log drop rules for Weeks 4, 8,12,and 24 (for subjects rcei ving 46 weeks of treatment) for subjects infected wifh I-CY genotype I3 Early studies,20ar have rpeponed that gender was a statistically significant predictor of SVF. and HCV genotype non-i1- respectively.Floweve later studies have shown that gender and body weigrI are contounded 32
23 and,when ribavirirr dose is based on body weightrt gender is no Lon( er predictise of SVR' Tablet NOVI Genotype I: Predictors of SVR and NSVR at Weeks 4, 8, 12, and 24Viral load decision thresholds ranging from 615 to 400,000 lU/md and log drop iv viral toad dPoiveref Vau(basetine to Week 4, 8,12, or 24) thresholds ranging fromt 13 toe3los were evaluated for theirability to predict SVR and NSVP Optcimal viral load and tog drop thresholds were selected at each Peito ~--Vtimepoint based on be largest number ot prldicted NSVR and negative predictie values (DR) week, Rues(5%C) .. N( Cl) N-95%. The setected prediction rules are shown in Table 6.9 

4NOTE: In the following tables, deffinition of predicted sustained virotogical responders it 100,000 lU/mt 8 ,9 ) 5/7(3 46provided for information only. The prediction of SVR is not sufficiently nobusteto be used for4 -making decisions regarding continuation or termination of treatment, o m1 9337,55Table 6. Definition of Prediction Rules - 8 78 4 88
10,000 I-1.1. 5 Webb ~ ~~~~~68l118

8 (9 100 48 2-6617)
100,000 Umls 2 L~~~~~~~~~~~~~~og Drop 902997 70/72 58661114L~~~~~~~~~~~~~9,-97 (49 2-67 9)lo and flo or 10,000 LU/m- 969575151. I F~~rop 11,000 LU/mt <1,000 lU/mt 12 89.3-99,6) 636 (409.0 2

812 Thehod 10,00 IUm
2

10,000 lUm I 0U/m/mt2 Log Drop (90.-97 ) 68/70 4235907 514
ait ~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~59 324 Lgrp 2 t

Log Drop I.2kand >2lgo IOOIUm 80001el 885181,00lUm. 000 00Ullmt24'(8.510. 
(48.2-69.8) 516t~og drops are calculated retative to pretreatment obaseline viral load 2 Log Drp 24100 0) 19/19 60.0 15

2 00000lU/rt 5,20,000DV RNA cpe/t 000L~nt5.0 C cpopies-L, I NPV = Percent of n0n-sustained viotogical responders out of the patreints who are predicted1,000 lU/mt 5,200 DCV RNA copres/onottae vroogca rsoner ie jRN .~v 6mots os terpTable 7 shows the NRY and positive predictiir~ew vaues (PY) of the vi'al load and log drop rules for nThepsuitaivne viroicte al res(p)ondrs iH.CV RNA poitvel 6, molnthsde post-therapy.gudWeeks 4,8B. 12, and 24 (for subjects receiving 48 weeks of treatment) and the corresponding 2 therapositiv= epreditiv au Y of Hutane PN r cl evpnels is notfithene pto beIse tho guieadjusted and unadjusted odds ratios for SVRk theray PRclo rcntd sustained virologica responders out C ofA thare patienths whos hareThe adjusted odds ratios are based on muttiariafe logisfic regression mocdes The finial oe rdce utie iooia epnes ~,HVPAngtv moutspotthrpselected adjusted for tire following variables: genotypae, liver disease stage. Length of therapy, 3 None of the lo drop rules at Week 4 attaind an NPV` of 95%. The -I]o drop had the highestprevious treatmerrf and age. 
NRY

4 For subject reciving 48 weirks of trepatmen
For lott 6,8 the NPI for the viral load rules ranged from 96.5% to 100W.i subjects intetd with
genotype I. Th e NRj for the lo drop mue for Weeks 8,12 and 24 ranged from 97.1 sii to 100%.
Tire highest DRY at Week 4 using adlo drop threshold was 93.3%



English
Table 9. HCV Genotype Non-I: Predictors of SVR and NSVR at Weeks 4, 8, 12, and 24 Limit of Detection (LoD)

Negative Predktdve Value I Positive Predledve Value TheLimit ofbDetetio (LoD) isthe lowest cocentratrot virus that yeds sa ay est a ,r{NP~p __________ I(PPVF above the detection culoff 95% of the time The LaD was determined by examining the percent of
the reproducibiity panet members (shown in Table 10) wh values at or above the DC PanelWeek Penilctton Rule (95% CI) N (95% CI) N members QCt through QC6 were detected 100% of the time Member QC7 was detected 72 7% c-100,00 lllmL 70 5 the time The HCV RNA concentration that would be detected 95% of the time was oblained by100,OO _ IU/L (15 8 100 t 2 6 7/95 interpofalcon of the percentites The point estimate to, the Loa across the 3clinical lotn was

4 (___ 60 3 79 4( ____ 988 U/mL5 (5,37 [CVRPlA copies/nT. The upper 95% confidencelimitof thisestimate wan1000 g61 67i88 1.234 tLJ!mL (6,415 HCV RNA copies/mL Table 10 shows the percent detection for panel1 Log Drop (66 4 100U 0) 9/9 (65 .9 -84 6) ___mem be rs bracketing the L oD
10,000 lU/tnt 100.0 78 8 Table 10. Percent Detection for Panel Member Bracketing the LoD8 L og Dro (59 0-100.O) (67/6-86.9) 67/85 p :<. ....... -, , ;66892 Log [lrop 100.0 787.8 85Panlan-

_____ (59.0-10n.0) (68.8-86.9) 678 ___________

10,000 lU/mE 100.0 76 4C9 11
12 (478-100 0) (66 68/89 27,901) 

1000%100 0 782 D (Intelpolated Result) 988 950%
L~ rp(59 0-100M 0}S 7 / ( 806 3) 6/7(,9) 90

243 hA (63 7 97.0) 157 760
2 Log Drop NA NA 857 1821 (3200)i2 i ~ ~~~~~~~~~~~(63.7-97.O - 320) 951 NPV Percent of non-sustained virological responders out of the patients who are predicted QC8 11.75non suslained virological responders: i e HCV RNA positive 6 months post therapy. ((1er5) 19%2 The positive predictive value (PRV) ot HCV RNA levels is not intended to be used to guide Reproducibilitytherapy. PPV = Pererotl ol sustaine d WViological responders out if th o patients who are The performance characterstics of the VE RSANT HCV RNA 3 O Assay (bDNA) were assessedpredicted sustained vo ltogicat responders: ie. HCV RNA negative 6 eonths poststherapye usig a two-pad, eight-member panel with tCV target concentratons between 481 andpFreduictdSsi receirolog .8 resondes: N locativea6menthsps hr 7 690 000 U/ML (2,500 and 40 go0 000 HCV RNA coies/rob}. Two panel members QC I and3 For subjects reeiving 48 -eks of ratment QC3 were made by diluting recombinant single-stranded bacteriophage DNA into HCV negat iveFor Table 9 the Noes for genotype non I for both virtal lad and log drop rules were tOO)/ at human plasma. For the remainig panel members, beta-propiolaclone (BPLTh-reated [COV posiliveWeeks 4 8, and 12 but sample sizes for subjects with NSVR were small, ranging from 2 to 9 patient specimens were diluted into negative human plasma For both recombinanl single-stranderpatients The lower sample sizes for subjects with NS'/R reflect the fact that subjects infected with bacteidophage DNA and virus-containing panel members, the lower concentration panel members,on-i genotypes have a better response to therapy than subjects ifeded wiso gonntype 1 were created from the higher concentration panel members Orayimetric determinations wereSummary of NSVR and SVR Results made for each dilution to obtain the precise dilution factorTtte selected vral lad ru es were 100,000 IU/mL (52C.000 HCV RNA copresimL) at Week 4 and Each panel member was tested 3 times per assay plate Two operators at each of 3 lesting sites10.000 IU/mL (52,000 HCV RNA copies/mL) at Week! 8 12. and 24 The NPVs of the vioa toad performed 2 assay plats per day on 2 separate days using each of the 3 kit lots, for a total of 12prediction rules were > 95% at all tour timepoints independent of genotype, assay plales per operator (4 per kit tot) Data were analyzed using a nested analysis of varianceThe highest NPV of the fog drop in viral lad role was 93 3% at Week 4, using a I-oa drop The Table 11 shows the concentrat on, the total tog standard dev ation (SD), within-plate %CV and theselected log drop in vital toad r ile was 2 logs at Week[ 8 12, and 24 The N Pis of this log drop in tota; %COV for each of the panel members.viral toad rule were> 95/% at alt three timepoints, independenl of genotype Table II. Total IogSD, Within-Plate, and Total Coefficient of Variation (%CV) forWhile the PPVs were lower that the NPVs, ranging on average Irorn 55% to 67% for both viral load Reproducibility Panel Membersthreshold and log drop. thoy were slightly higher than the epected percent of SVR of 47% at ibaseline where other prdtv fi actors e.I HCV genotype, baseline vira lad, were nr take tmi-into consideration 

D 70The data from this study usiitg a 2-log drop eels are consistent with those reparted in the National 3C41 216 720(35,467 746) 07 19 70
Institutes of Health Consensus Development Conference Statementh Management of Hepalitis C2002 20 The N IH statement was based prinarily on study populations treated with pegated QC 218 160039.1 17 0%interteron plus ribavirin
Clinical Specificity ODI 150A0000 170%(52 0000Serum specimens were coleActed from 90 fCV nogatve subjects who had been diagnosed r h6the following nfect c inis who tad the lollowing antibodiis/anrtgens or who had a hrstologicast 0C3 216 I7clinical diagnosis of the totloi ng liver pathologies hepeflis B virus [H8V) human 3 67 02inmunode~ciency livus (1-1'01) S anr-nuear antigen (ANA), rheumatoid facto, )RF(, ptimary hiMay 

16 416cirrhosis (PBC) autoimmnune heoafilis (AUH) alcoholic cirrhosis (AC), NASH (non-arcofioic (a16033)073steatohepatilis) and hepatitis Aidus (HAV) The results of the disease state specmens were0compared to those of 1O0 HCV negative blood donors Specimens collfeted from subjecls infected ( 0 0 09 NA0%with other liver disease pathogers or who had non-viral liver diseases had a specificily equilearnlto that of the specificity of the blood donors Both pepun;Alions yielded observed specificifies of C 216 6078008 188%
100% 

_Within Subject Variability 
0 10 24.2%Twenty nine subjects (16 males and 13 feimales) with clmnically stable chronic HCV infection were 216enrolled in this study Serum specimens were drawn from subjects weekly for 6 0o 8 weeks with an 2242% 28.2%average of 7 weeks Enrollment and continued eligibility criteria for the study were 1) No antiwa] 35-Iherapy or clinical events within the 3 months prior to the start of the study and 2) No iniaion ol DC' 615antiviral therapy or clinical events during lie 8 week study period. (3200) 26 9%

The ultimate objective of dite study was to determine the minimum fold change (ra fio) between two 0C8 21successive measurements that were unlikely to occur by chance The rinimur fold-change was (1975t 0.18 33.1% 42 2%determined using the estimated total va iahiliy which is composed of assay and biologic variability I ST Decision I hreshold Data from this reproducibility study were combined wih data fromPhe fold-change for the VERSANT HCV RNA 3 0 Assay (bONA) was estimated to be 2.6-folder reproduciblity studies across specimen mrices and genotypes to obtain a, estimateo the0 41 tog The biologic variability alone was 2 1 fold The largest ratio between the minmum arid assay prociso profile A urvos pr,c model was tilted t eo te precision pofile to determ ie ota
niArnm viral tad within any st7ject was 1.6 log and the median chenge across al subjects was reproducibility across sites, lots operalors mtrices and genotypes at the decision0 27 tog 

lthrisholds
Performance Characteristics: Nonclinical Studies 2 NA = Not appkcableli For the Detection Cutoff (tC) the wihin plale Iotal %'V and LogSo were obtalned by
Analytical Specificity 

Intrpolat ionThe specificty of the VERSANT fCV [NA 3 0 Assay (bSNA) was determined usng I999 anti-flog
negatie seru, sprcnmene hon

Dioen and women of whic the etajorily weos repeat volunteerblood donors The specimens were determined lo be negative for antibodies to HCV using ar FDAapproved HCV ELISA assay Samples were tested aocos 4 testing sides using 3 kil lots of the
VERSANT ICV R[NA 3.OAssay (bDNA) Of the 999 samples tested. 992(99.3%) produced results
below Ihe [no( 1,000 [UnmL or 5,200tHCV [NA copies'mL) with a lower 95% confidence lmit of
98 , Alternatively, ofthe999samplestevted 987(986%)producednesullsbelowthedetectioncutoff (< 615 IUnnL or 3,200 fCO [RNA copiesimL) with a lowe' 95% cnnfaenc~ limit 98 f',%
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Linearity Two studes using 40 HCVCposibve serum specimens, 50% of which contained cryopreciptatesResults from the regroducibilitty panel were also used to establch lneanty of the VERSANT HCV dernnstated that HCV RNA quanbtaton by the VERSANT HCV RNA 3.0 Assay (bDNA) is notRNA 3 0 Assay (bDNA) There was a drect proportional relationtship beftween the dilutions tested affected by prpesence of cryopecipitates The first study showed that the Lysis Woreng Reagentand te number of HCV RNA copies reported The assay was shown is be linear from 615 to (LWR) dsruspts tie HCV -cryoprotn conplex and prevents if fran re-recitabng The d7,690,000 IU/n (3.200 to 40.000,000 HCV RNA copiessmt) The accuracy of fe assay defined study showed fial ten fie specimens we chilled and cenkhged to pellet fie HCV-cryoprothas the percent recovery (ratio of observed mnneart quantitation to expected concenfrabionwas h.~,, complex. the sum of the HCV RNA in the supernatant an d in the pallet was equal to the HCV RNA92% to 108% across the quantilabon range The assay is accurate throughout the quaentation level in the urcentfuged specmsnen
range used to predc fon-sustained response to therapy In addiion. assay liearty was conthrmed Multiple Freeze/Thaw Cyclesusing serial deutios of pabent specimmens that spanned the range fro,. approxarnately 481 to T he effect of 1, 2, 3 and 4 freeze-thaw cycles frozen at £0' o -80'C was tested o 40 HCV4 800,000 lU/mn (2,500 to 25,000 000 HCV RNA copes/rnLl that were collected a serum and in negative and 25 HCV-positive sernm specimens Up to 4 freeze thaw cycles on HCV rnegave orEDTA and ACID antcogulants HCV-pdoshue specimens had no effect on tie performiance of the VERSANT HCV RNA 3 0 AssayFigure 2 Linearity of the VERSANT NCV RNA 3 0 Assay IODNA) (bDNA)

7o 0Anticoagulants and Specimen Handling
~: r65 y=099.0.o Matched patuent specmnens collected in serum separator tubes (SST) K2E DTA (plastic) tubesE = 0 99x * O 04 K2EDTA (PPT), and ACD sofubon A tubes were evaluated All specimens were centiftuged and6 0 = frozen at -60 to -80C winthin 4 hours of coilecbton except o the PPT tubes which were5 5 cene-ugad within 2 hours All the collection devices provided statistically equialent HCV

quangtators in HCV-posiive specinens and equivalent RLUs i HCV negative specirnens In
another study, serum, EDTA and ACO specmnens were either frozen immediately at 60' to 8O'C45 attor cenhnfugaton or held at 2' to 8'C tor either 8, 24. or 48 hours, then frozen HCV quantitations40 at all brine points were stabstically equivalent a those of the seru m of plasma specimens that were

3.5 immediately frozen
Table13 summanzes tie appropnate specimen collecton and handling condithons for use with the3 0
VERSANT HCV RNA 3 0 Assay (bDNA)

E 25 Table 13 Summary of Aoficoagulant and Specimen Handling Studies
Time to Specimen Storage Allowable Duration2 O 3 0 4 0 5 0 6 0 7 0 Tube Type imldi

20 3.0 40 50 60 7.0 Tube Type ~~~~~~~~~~~~~Centrifugation Handling Temperature Prior to Freezing
log concenm-adoen UImL) Serum Separator •4 boWs Serum left on 2' - 8'C 48 hours afterPotentially Interfering Exogenous Substances Vacutser separator gel collecton

The potentiallntertrence ofdcmn`oly presgnbed rugs and other pathogens that may be found in K EDTA •4 hours Plama removed 2 - 8C 48 hours afterV2DAca , ~4homr coilsarnve 2 8 CollecrsioneHCV -nfected individuals was tested by adding theese substances to HCV negative serum Vacutairner from cls collection
specimens (N = 45) and to specrnene'i spiked with a low concetraton of HCV (N = 25) The drugs ACD (Solubon A) •4 hours Plasma rernced 2'- 8C 48 hours afterere pooled as shown in Table 12 and tested at final concentrations five times the reported peak, Vacutainer from cells collection
serum or PIasma concentrations in the therapeutic range except laenvudine which was tested at a K2 EDTA PPT <2 hours Plasma left on 2' - 8'C 48 hours afterconcenti-abon of one-halt Cm. Pathogens were also pooled as shown in Table 12 The following separator get collection,,rses were tested HAV at -106 TClD80, -Itt HBV DNA copies/m, -~106 HUV 1 RNA copies/mL, An additional study was performed comparing the precision, linearity and LoD for serum, K2EDTAard CMV at a> 105 DNA copeesnL Btatene and tungal pathogen.s were diluted to a final and ACID solution A Six-member panels wer const-ucted that rged 481 to4800,000 lU/mt
concenfration of 103 CFU/ml The drugs and pathogens listed in Table 12 wee found to have no (2.500 to -25.000,000 HCV RNA cepiesimt) for each maltrix Panels were tested by 3 operatorseffect on the VERSANT HCV RNA 3 0 Assay (bDNIA) at the target concentrahions each using 3 kit lot Each panel member ni each matsx had 72 determninaons ReproducibilityTable 12. Presca-iptbon Drugs and Pathogens Tested linadnty and analytical sensitivity were eguivalent for all three mathices The largest difference in
Drug, Test Pathogens Tested LoD was 1 2-fold welt within tie precision of the assay
Pool 1 prednisones gancilrdvir, din.ir Pol 5 C HV HB .HIV 1- HAVI HCV Genolypes
lakmiuiTne Two studies were performed to evaluate assay performance against the following HCV genotypes
Pool 2 pegytated inteileic alpha 2b (PEG. Pocl S E ccli F. cloacue, P aeNvgnoxa, K and subtypes 1,2, 3, 4 5 and 6 The first study evaluated assay performance using RNA
INTRON) cyclosporin acyclovirr AZl ritori"rir jonecvnnxonae, P fluiorescens, Streptccocc,,c tre-scihpts made from the 5' untranslated region of cloned examples of the genotypes listed above

group B All tanschpts were quantitated using phosphate analysis and confirmed using hyperchromicity and
Pool 3 ibavinn alpha interferon 2b PFoo 7 S aueus S epidermidisr H nfcenzae, absorbance at 260 m
(INTRON A), cacrolimars, DDI, neffinavir, 041 S pneusmnonia, S. namarexens, C. a/tns Each iransoipwas tested attwoconcenfrations 33484615 (high) and 1 346 (low) U/mtw (2.000,000
Poal 4 mycophenolate nrofetil, r~ammycin, end 7,000 HCV RNA copies/mL) For each non I genotype transcpm at each concentration level,~alamfiiopine, saquinavr airentedirethe relatve recovery of the non I grentypes was estimated in mrlon to the 1 genotype which sbmmn~etopnnmisutffannefachzole nthe genotype against which the assay is standardized Two operators perfosned the tesing, each

using 3 kit lI, for a total of 18 detennations per level per genotype All recovemes were withinPotentially Interfering Endogenous Substances 1 5-fold of genotype 1
The pobertially anterfting endlogemous substances themocbhin. tIngrycerdes, conjugated and In the second study, the precision, inearity and LoD were compared across the followingunconfagatad bilirutin, and protein were tested by adding these substances to HCV-mejatve genotypes 1.2.3,4, Sand 6 A patent specimen epresening each of these genotypes wasaerumn specmnens (N = 35 to 45, depending on which substance tested) and to specimens spiked selly diluted to 4 target concentrations 384,615 1,923, 962 and 481 lU/m (2,000,000 10,000
with alow cocentatonofa HCV (N =25) 5.000 and 2.500 HCV RNA copies/mL) Linearity ard LoD were equivalent for all gsnotypes testedSpecimens from HCV-negative indiviidals with elevated levels of eatine aminotansferase (ALT) The estimated Lods for all non-1 genotypes were within I 3 fold of genotype I LOD Fr. targetat twace the upper normal limit (UNL), aspartato amnothaisferase (AST) at> U NL, and gamma concenfradon levels above the detection cutoff of 615 lU/mL (3.200 HCV R NA copies/l.) ithegutnyl hansferase (GGT) at> UNL were collected The RLUs were compared to those froma precision of the assay was equivalent across all genotypesnornal blood dour, populatioe
Specimen that are. Demonstrate no change in results up to -c-

hemofyzed 500 mg/it of hemorbe For c ustomer suppoef please contact your local technical support provider or disthibutor
ipemmn 3000 mg/dL of ihglyceidescleric 40 mg/L of conlugaed bitinabinReferencestbenc, 40 mg/d of conjugated thnulbin 1 EASl inter national coe~sh, deEnternationalatel C C.onsensus Statement J Hepatol10 mg/dL of unconjugated biliniubin 1999.30 956g61
proteinamic 9 g/dL of protein 2 Cho. Q L, Ken G Weiner AJ et al Isolation of a eDNA clone derived from a blood-bome rot-A
Liver Erizymneis (ALT. AST, GOT) 1

2s UNL' for ALL> UNL for AST, SOT nonB vral hepaztits genome Science 1989244 359-61
ACboe L Wener AU. Overoy LR. et at Hepaesis C virus the major causaver agent of veal nor-A

nnon-B hepatis Br Med Bull 1990;46 42341tiansferase 4 Aite' HJ Chronic consequercen of nonA. non- 4 hepalnisn In. CCunert Perspecive i Hepatology2 UNL -upper timit of nomnal range Edied by Seef LB Lewis JH New YAle Plenum Prs 1989.8f97
HCV-paosbve speirmens wit h 10 mg/dL of unconjugated bilinban or > 9 g/dL total protein had 5 Celombo M Rumi MG Donalo M ,t val Hepatlts C artaody in p ailes aids cirom liver diseaselower quantions than the reference specirrens and hieratDcelluir cacirema Dig On Sci 1991;36:1130-3
Chronic hepatitis C patients th very high concenifatons of unconlugated bilirubin ar unlikely 6 Hisaghlo M Vwiror A Han , ui . Monici ology of the hepatlo C vri-ses Iplications forcandidates for antiviral freatment Whereas chronic hepabts patients often have conjugated diagosi desipmnt ard conl of vial dies Hepol 1991:14 381A
tihrubtnemia. the uncojiugaled form usually occurs in patients with fulmmant hepatitis cdrhois 7 C;e T A Beate nine f8 ei a. At east tie related but dfnd henanisitis C viral g enotypes eulis

rare nbor errirs of metabolism (e g CngrHeruNaljar Syndrome> or hemnoytic diseases PrTC Ned Aced Soi USA 1992:89.7144.8
8 (nimordsP. HholesEC, ChsoTA. ci ai Classificationof Hepatis Cvras into sxrmajogenoty~pesElevated protan concenrTations may themiticalty reduce HCV RNA concentrations in only a small and a ores oubtps Ey phenAic alC sisiof ice NS-5 region i Gent Virol 1993.74 2391-9.fracumcr of samples The NHANES IlI study denxinstrated protein ' 9g/dL in 0 1% of the general ci a hA, ahn RS New arsp s i ne N o a hepati C9 Semin9s ipopulaton and 2 6% of subects positive for both an-H-CV antbbody and HCV RNA CtinialutitylLer 9 S aseffER d 91Med9 aM Kahn-RS New1pempeesintbe dinosisofheptsC Smia

studies dermenstrate the efficacy of this fast despite this theoretical limitabon (patients were not
excluded from three studies harbased onseum potein resutsl 10 Di Brsceglie AM Hepatitis C Lancet 1998 3513511 5
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