N ettt ettt et et e e ae e dodie. )
Y ettt e e e err e eearaeens oS Slgie Y
Y e R P R APPSRV SN 4
G e 3L 0,90 0lee plu ¥
G e e g JlB IS0
O e O JES! g 6,)laeSS Ll 5 canlio diges 2
ettt ettt sttt s o>y Jalge .V
T s DNA #,5el A
LSS Sl Jpus A
Y et PCR 5 gxws .

Y e Rotor-Gene oK aulais )
AN StepOne olws pulass Y
RSO SO PRSP PO ROROPRURRORRRROOY o olKiws plo pulass AY
RO USSP RO PO URTR PR URRTRROY Rotor-Gene s ;U1 .\ f
Y e StepOne s 5JuT.10
Y e 99 s dmlne N F
Y e A PR IR

Y e ML@ u‘)M\A


file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386236
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386237
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386238
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386239
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386240
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386241
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386242
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386242
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386243
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386245
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386246
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386247
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386248
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386249
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386250
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386251
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386251
file:///D:/NovinGene/HSV/Old%20HSV/HSV%20RQ%20Manual/HSV%20RQ%20931110.docx%23_Toc410386252

HBV RQ (V3.2)

4 4 StepOne 4 Rotor-Gene sls ofws L 5 cq> HBV RQ cos

A3l oo Lewdly 55 o Cuiln oy g DNA oxis coaS 5 anseas jolats
Mb@dmd)w%}wfu)\

doddo .\

Pl ot b gmgng 3l SBU Ssie sylen S (Hepatitis B) o cosla
ol sle,eaS ales Lo, o s lew ol (Hepatitis B Virus/HBV) .l
Jb )0 09y oo sl Sl cuilige cdee OMSUEL 51 (G o4l 092y
Suoy 0 aS wil oo M wgpg ol 4 Lds jo o)Ll ¥ s Lol
Cgmme Zighe ol JBU g 009 (re3e Dygo 41 (g lom il S (ygekee YO 4
.\.’O;‘SA

Oleys Cupde g (owyp Sl Ghy (nF Oiehe & e (oo plis Sliiiod
o ol Gl sl (oo e 095 )3 g Ol (Ll es)lem
O )0 9 s 35 1) gloyd Suddge g 9ged el |y glew Al pe (g
Sy WBL (oo polie (loyd @ &S ugny wax sle aiS 1>
Bl yausis

© Sbd (gng S e g AT S dged (o p (Sl Jl> CuS
Lawlio 0 ol Jb 0 a5 WS o ool Real-Time PCR ooy @ |y
O &y 5 Camlas i LIS (e ns Ol 2L sle Gbs, e
Sl &5 Gl s 9503 Guetd ey D90 Aiged 53 1) s g Sl (g (oo
o9y (! 30 S Gl 4 dzg Lol gam Jolie pll 4 LS STy LL




HBV RQ (V3.2)

Lld 4 55 Sogl sbml Jlis! )las 9924 PCR Jyame cwypa gils
ol J.a:‘j.éd 3¢9 (S8
oas >,b StepOne 5 Rotor-Gene  slpalKiws b osliiwl glp <uS oyl

e o35 sl as sl o Bl S el mizen oS () Ll
55 o 5K PCR g 1 ol Lls

CoS Olgione WY
Bh oo ) Olge 500,08 ol S lasaly ax mds G Jols S ]
N [T G
)A.J”im Y. *PCR LS‘)“.’ oole! u**S*" HBV Mix

e, Se VO JEO PR VORI CE PR T SRWA VIR IR v

el S VO JLUP GPRRIRC PR ST W SRV b

RN WY g San 45 amly s Ky ¥ s il

S S VO g, See 4o axly aaSs (F o st

Fedg e VO Fdg e j0 axlg 00 i 5 lasti]

Sl e Yo e PCR et ol | water

S sl 5 IS Ll X

2 Ngh IS5 g Jem jho iy az ;e Veogles o Wl EoS olge el
dgd 2 (595 0 5SS (59, &5 S Labl loy bl U olge opl &g
il oo oolaiul BB g jlasl el ouls )0




HBV RQ (V3.2)

Sl a5 15 S ()093 b w5l e g 0lge cnl ) S sleail g 093

3L 9,90 0)lge plu F

)l 5l ey el g Dl 4 oSl 5l eolinul sl
ol (sl Ol ol en 4 Real-Time PCR olcws @
Do See eyt Gek e @
(Vortex Mixer) .5,y @
(Dry Block Heater) sjes, 5,l,> Ssb @
(Nuclease free) s slé JLow jor g i Jloons @
DNA #l el s @
Real-Time PCR pgase CosigSan g s yad (oo VIV g5 @
2% O by b oSS iSs @
axg B oS b

1S Ay ) SIS 4 O bl sy 5l g St ol

5 SN Wiged (g o3gll 1) (28 ateen lan wigal LIS pln @
Sl asls s o 1) T egdll ol s

o2 3l g uasie |, 4>b 4. Clean Room  pre-PCR las o @
Lad gl il 5 dged 55l sLad Jold Lad an (pl oS SSs
oslel (sl 5 (PCR slo dlg & oS 09381 (61 ) olge (55w oobel
Sy 5o axdl oo (PCR g 4 DNA wigas (35331 (sl ) (235Ty (55




HBV RQ (V3.2)

wdls 1) Gleows g 4 95 4 ogate blug Wb G50 sLaS an
S ey Ui s 0l Oy il ol 51 ol

arpd Ve JSIL B 4l 5l e g 9,0 5l 8 adien |) )15 zslaw @

ol 9SSl byl 455 oud 3,5 Fu 53, |y oS Slse wosliinl plKin @
Olebl dlgl o Slhgime (ol SIS g byl 5l @dle (IS5 iz b s
DS e il Gl je0 y0 ) b ol 4l wimr (gl s ST Jol>

DS (Gl 4 oals 0)3 7 (53 e |) C0S Dhgize LIS > 0 @
Ry odd 33 & gl pf 4 d)lee ple g (B Gl & Sl eslia]
VLY

ol JEsl g 6 )ls a5 Lyl g camlio diges #

e 095 sledly oS 0l b0 Ssla Giulesl sl el diged
ro olanil as oole g9l b il gl js a5 asb e (peripheral blood)
1 Jels 93 il &l b EDTA Wilgs oo slins] s oole el sad (5]
e oged Jiiie olfislejl 4 5 )l a0 F o celb VY b lys (e
g 0050 lax 1) 1 Glowsdl et il 51w b oSislo)] jo diged 8L o
b haulrd oz 50 Laadl dised 0908 (5,55 jao a0 Ve slos o
Wle (oo Sl G )3 mang ST g 00g il atis (puix

aS ol oo Ledy yidg e Voo iolesl (gl ool aogd aiges 8l
3l oo a5 95 2 s o il




HBV RQ (V3.2)

@ 095 oo POR jlew el pd Lo po aslg Ve 5l i clale b oy jles
Lo g G canlio olasil wo flge 4 pile gol> Ay LS e
PCR Sl s ke b gleye o lhlen diged puioren g oolaiul

doly god camlio
L) oz s (5 (om0 50 o5 e P10 5T b) gl WL ol
Sialesl ol lp 09 sedsen 3 g (id o 50 )5 (e Voo e STa

DNA /50 A

OlF oo ilie sla oS g Lo g, 5 Lawodly aiges 51 DNA gl sel o
S o0 deogi 1) ) sl CoS 5l eolatul Lo oges colasul

e High Pure Viral Nucleic Acid Kit (Cat# 11858874001, Roche
Applied Science, Mannheim, Germany)

e QIAamp DNA Blood Mini Kit (Cat. no. 51104, Qiagen GmbH,
Hilden, Germany)

e QlAampUltraSens ® Virus Kit (Cat. no. 53704, Qiagen GmbH,
Hilden, Germany)

e QlAampMiniElute Virus Spin Kit (Cat. no. 57704, Qiagen
GmbH, Hilden, Germany)

Sl g A
S5l S 3l i i §l 6,55l> 5 PCR e Jlaz>t L5514l

5 S s S b bglis &g 4y lBls S il e A5l S
Sy O b eileysls adgs a4 e PCR (5 3850 &js0 )0 g o)l




HBV RQ (V3.2)

olKiwd ;o YF U YA g 05,050, oKiws 0 Yo b YF o CT 4 (VIC/Yellow)

ADO

PCR 5 gius) -

LT Slgiome oS jobay b aus [,8 o0l 0,5 & 53, |, b algd soles o]
ol plebsl Ll J21s olge (ot bolsro 5l aadle (S5 sz L oaigd g

23S 5o 5l maly 590 50 1y el 4l aiz glp g 008
Slo Wges slaw p ogdle .u,l3K 8w Sb 59, PCR ag 5L 5,90 slows
A 50 55 it J5S sl Wl S g oo laslind gl gl B «iglejl 9,00
it g 3o Vo g S A8LSI HBV MiX 31 yidg ySie 10 dlgd p2 &
5 oS ALl Wyl a4 T b o,luilinl b g ooy gzl 5wl DNA

S8 oliws Joh b oleds Billae |y b ] s . viis 1) o alg) g o

RW-X)

2bsS o o il ) Lo dy/ StepOne s j/ oolizw! & 50 0 g
20 )48 olKiws JFI s g 00505 o il

w8lsl UL o jo ], Lélxe Ky, o580, olKiwo jf ooliiw pllin idmgr
Rotor-Gene 5o podais) )

gl ools 1,3 ,53s, a9y |, Lible Ky, 45 08 ol limabsl loy




HBV RQ (V3.2)

ol g08,5 Jeog ygalS @ ] pgass IS Lawgs |, Rotor-Gene oo
o9 gy ol ol 2l bz b o g el

g9 @ axg L) HBV-strip L g HBV 0.2 LG g5, cuS ol jors 00,88 79,0
Dg 3L delp b awsS SIS Lo (ouds oolaswl alg)

S9y S S, (S5 e 4e50) Ol aeS's amio Vb 9ke o
S g0 by ;o 1) Halesl bl g oS SIS 1) bl 4aS's 35 ool 5b o
D Cpigy olSiws B oS o pd s

L diged £9 Oy 50 0uiS 3,15 |y diges ;o oL (SAMPIES) Lo diges o0, 4o
I, standard las,labwl sl 9 UNKNOWN Jleo aiges sl dype oloie
Oloe b canly Caons Ggiw o 1, bolaibin] clale e 0SSl
NTC sl oo s sie JyuS diges gl .0uiS 0,1y given concentration
S bl 1, Negative Control L

StepOne oK a5\ ¥

9, SetUp 4 51 (StepOne software 2.%) oss 5L 1, olKws 158l o
Sl 1y CuS ol jo 00,8 7o) 3l bl g oS IS Template acs's
4wWSs  ew g Plate Setup o cwn syl
olped 4 it S o oS ol |, Assign Targets and Samples
5 e J S oo lasbiwl ail ool oy pai iy 5l ddged 00 g o lasli]
an3S 5 S gl S (S el Gius,y o 1) 955 L 5,90 aiged Slass
L omizmen S solinwl aslys e (COpY, paste, clear) cul, SIS sla
sla aiges slaws wsilys - Define Targets and Samples sses 5l oolisu!

5 Ohless b Billae 35 1) o aiged a9 0uS a8l 55 1) sy 0,90




HBV RQ (V3.2)

201y sieleyl bl g anss SIS 1, Start Run auss cladas obL 0 .oueo
QS £, oo B asS 0,58 lai 0590 Jore

o olKiwss ylos weais Y

Real-Time PCR o olfiws plo b oslixwl lp |, cuS opl asilis
dmled ol 5 ael p Billase I oo ‘Ai_;S‘saoaL&:;Ml

Step | Temperature and time Cycles
1 195°C x 10 min 1
95°C x 15 sec
2 [60°C x 60 sec 4
s FAM (la S5 (sl 5 4250 £+ slos 50 il il jsld (il (65 ol
g wulass VIC
S5S1g 50 ROX' Sl cdale ool ROX (g4l oS j0 59250 HBV Mix
A3l 300nM

Rotor-Gene s ;Ju1) f

5l 4o jeb 4 .0sS axxle Rotor-Gene glusl, 4 mbs 3JUT ol
SIS Lgs Green o, 5 00,5 bkl 1, Quantitation Analysis ssw
S0 Y0 L /oY e, |, JSlas autofind threshold o, o oS
S lailinl gorie gy 3l e B o OK auss g ools )18 ey il ,eld
olu jsb 4 ailgtee (rizmen igd ools (LA Amio (ol Jgux o @l
loaze ANAIYSIS (soie ;0 s e 3 o) (g, |, ailin]
om0 WS SIS I, Yellow ... s Quantitation




HBV RQ (V3.2)

3 N o, |, threshold 4 w53 1, cancel a.s's autofind threshold

RUWY- N
A S s e U8 daolaibial Ul 5yee loged sanlise (gl
..\.uLc)S A.L:.‘>>Lo ‘) 50 9 AS.,).’sLaS

s 10 15 2 % » % '] ls

s 10 3 0 % £ £ o
Cvcie

Rotor-Gene o($iuo S5 SO jo (MAZIs S imio 190 yigaal

10



HBV RQ (V3.2)

Sl g HBV a L o (Green) juww il ialisl a5 asl acsls asg
3l e 5 ol

A5 dgi (oo aid,S Ll j0 Codo (Jloj LS diged bl alls an g

CT cdlo oyl 5o Ldd 9wl (o I 58 5 (gu goSimw (Sixin sylo

G S j0 Wbl (o i g SLowl BB g 00y pme

3929 )90 3 (o CT) 9 99 (g0 oguumo o digod «( g gaSioms

Db (oo (), W81

AS yndl p SISS @ g b ol

3 O b Fe 51):&5CT5¢@3A},»JU15)0435¢J45‘5‘;”@)¢ .
F g Oges (Al o | () Gy (oo 9,5 JUIST o ol as 38,5 L
é}o) U”")‘Jf ‘) oo .Jaway W) ML?LQ

Cudo 0,5 JUB 5o (Jg ol shie jws JUIS )0 diges S a5 (Fyg0 ;0 @
S 0 i diges 3L Yo B YE 0 CT 5 sngefn e sllo
Dgds o AI8)S

Azl bl gite 95 g e JUB 50 0 j0 diged G A5 Syge 0 @

&9..» )‘)SJ ..).:l) waLo)T 9009 MB

StepOne s JLT.1 0
45> AN job a4 auS axzlye StepOne sleal, a4 wls U1 sl
5 <1\ 9, |, (threshold) wtewT HBVIFAM (4, .ass” s 1, Analysis

s L340 g, 1, Al ICVIC &l
B S g it S deolasbinl Uasl 090 SIS sasliv
b g ala>de 1) o g aw gl

11



HBV RQ (V3.2)

TS AGH
¢S AGH
€S AGH
S AgH

g o
o NTC
OOI%\ :
0001 - e d S Tt S St e . . s e
2 4

Cvcle

StepOne o(Cewo FAM Jits” ,o HBV (slos Juites]  imio s yguai

X X I =T
@ W o W
2 < < < <
- [7])
Amplfication Plot € g w ﬂ &
107 \
14
& 1l
% 01
0014
0.001 /\-—\ WAN.. L
2 4 6 8 10 12 1 16 18 2 2 u % o) 0 2 u » K] 0 Q2 “
Cycle

StepOne o(Keo VIC JE o A JriS izmio ylg> jsai

slidl g HBV & Loy o HBVIFAM sl iol58l a5 aal assls asg
il e 5| Lol

12



HBV RQ (V3.2)

A5 Sl (o0 adyF A 50 Cadio Jloj L diged updly alls g
CT cdlo ol 5o L g ably (oo y I 5 g (G 9o (S syl
oo Obe po0 bl (o el g Slowl BB g 009 puixe
3929 & 30 (T CT) 9 398 (0 Cgamxn (o Aigas (G goSmw

bl (o0 b, 28U

S e 1y S 4 azgi L]y s
Feoo5l 1S CT 5 o HBVIFAM JUIS jo diges a5 Sygo jo @
Lololg e ICVIC JUS o ol ams (8,5 i 50 (s iy
D903 B35 1) oliwd Lawsgs 0ol drlire 5 g 9gad (Al oo
2 Iy asb e HBVIFAM LS jo dgei SO a5 Sy90 0 @
S e e diges w3l YF B YA o0 CT 3 o ICVIC s
Dgd (o0 4135
siie ICIVIC g HBVIFAM LIS g5 ,2 0 diges S a5 Syge ,0 @
035 5155 Wl ales g o9 ptael i sl
o929 S dmlxe N7
T 51 ool b a5 wily oo Lmseioe cale b o8 3,J0ilinl & gsl> oS o
98 (o0 mae los diged )3 any Gliee 9 00D ) 3l (s
Joas gl sl oas asie (UMD s Sy sty b Lo lastenl s
0S oolawl iy dlolee 5l ] sk a>ly & yso @ =l

Result(IU/ul) X elution volume(ul)

Result(IU/ml) = sample volume(ml)

13



HBV RQ (V3.2)

B 5o Jolo DNA 5 gliial Lol s Son Yoo amlir Jlio j5b o
oo o als 4 U wied e YO« dae o bl el Jo 80 ody S
Sgs baws UMl

L.;b oogm.\\/
PS5 )| e T > ‘591_'> o 0515 g0l )l oolazw! l.s u..S u_;\ rfa>' ERPREN
Bl (oo s Sen 0 aly 0 U

Sl 50 VA
3B Gyl ool alST wigad l eolaiul b elS ol ekl Conlis
o FaSen o axly (N0 Jolee 5 oad pwjp o SSle ugng po
Bl Oliee cnl 5l Gl Sged 55 mang A5 &S 69150 A0 ) (S Bl
oS A diges b malS O s j0 ol dles eols askid oS cpl lawgs
@ Olaebl oo b Ll oy walys (ansess 4y 0B oS lores (lie o0l 5l

oS Sl

14



Table of Contents:

1. INtrodUCHON ... 2
2. KitCONENTS ..o 2
3. Storage and Stability ...........cccceeverieriniiiiie s 3
4. Additionally Required Materials..............cccooeeiiniiinnenne. 3
5. General PreCautions ..........ccoevieieneniienenie e 4
6. Specimen, storage and transport ............cccceevieeiieennen. 4
7. Interfering SUDSEANCES........ccvevieeiiiciee e 4
8. DNAISOIAtioN ......oovieiiiiiiiicce 5
9. Internal control (IC) ......ooereeiiiiee e 5
10. PCRProtocol ........cccoeeiiiiiiiiiieeec e 5
11. Programming of the Rotor-Gene ..........cccooveviviinniene. 6
12. Programming of StepOne(/PIus) .........ccccveeiveeieeennenne, 6
13. Programming other machines ...........cccocevveiiiiienninenn. 7
14, QUaNtItAtioN. .......c.ooiiiieciee 7
15. Data Analysis: ROtOr-Gene .........ccocvveeieneeienenieniene 8
16. Data Analysis: StepOne .........cccoeevevieiininneneiens 10
17. Linear RaNge.......ccvvvvviiiiiiieiiesiee e 11
18, SENSHIVILY .ovveeiececeee e 12



HBV RQ (V3.2)

HBV RQ kit is intended for use with Rotor-Gene or StepOne
machines and for the quantitative detection of HBV-DNA
extracted from plasma. This kit is for research use only.

1.  Introduction

Hepatitis B, a viral infection with Hepatitis B virus (HBV) is a
major global health issue. About 2 billion people are infected
world wide of which 350 million are chronic carriers. In recent
years, accessing the level of circulating virus in blood has
been regarded as the most reliable tool for disease
monitoring and patient management including clinical staging
and pretreatment evaluation, monitoring and evaluation of
antiviral therapy success and detection of emerging new
resistant viruses.

HBV RQ kit provides a ready-to-use Real-Time PCR system
for detection and quantitation of HBV DNA with Rotor-Gene
or StepOne machines. Currently the Real-Time PCR
provides the highest sensitivity and widest dynamic range
among other methods. In this method application of
fluorescent probes allows detection of amplified product.
Analysis of fluorescent kinetics also leads to quantification of
the target sequence in the reaction without requiring post-
amplification analysis therefore, reducing the possibility of
contamination with the PCR product.  This kit also
incorporates an Internal Control (IC) to identify possible PCR
inhibition.
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2. Kit Contents

The kit contains a manual, a CD with Rotor-Gene and
StepOne templates and following reagents:

Label Content Quantity
HBV Mix PCR Master mix* 360 pl
HBV S1 Standard 1: 100,000 1U/ul 150 pl
HBV S2 Standard 2: 10,000 U/ pl 150
HBV S3 Standard 3: 1,000 U/ pl 150
HBV S4 Standard 4: 100 U/ ul 150 ul
HBV S5 Standard 5: 10 [U/ 150
Water PCR Grade Water 200 pl

*1, 2 and 4 tubes for 24, 48 and 96 reaction kits.

3.  Storage and Stability

The kit components should be shipped and stored at -20°C
and are stable until the expiry date mentioned. Avoid
repeated freeze-thaws more than few times to prevent
reduced sensitivity.

4,  Additionally Required Materials

To use this kit, you need the following items:
o Real-Time PCR machine and accessory computer
o Table top microtube centrifuge
o Vortex Mixer
e Dry Block Heater
 Adjustable pipetters and nuclease free filtered tips
o DNA extraction kit
e Nuclease free 1.7ml microtubes and PCR microtubes

3
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e Disposable powder-free gloves

5.

General Precautions

In order to prevent false results, always pay attention to the
following points:

6.

Treat all samples as potentially infectious.

Within the pre-PCR work area assign three separate
spaces for: a) Sample storage and extraction, b)
Reagent preparation where the master-mix is
aliquoted into tubes and c) Reaction preparation area
for addition of extracted DNA to the tubes.

Always wipe the working surfaces with 70% Ethanol
before and after work.

Thaw kit components on ice completely, mix by
flickering followed by a quick spin and store on
crushed ice after.

Do not place 0.2ml PCR tubes on crushed ice. Use
cold blocks instead.

Specimen, Storage and Transport

Peripheral blood should be collected in sterile condition in
proper and sterile tubes. We recommend EDTA or citrate
plasma for HBV detection. Whole blood or plasma should be
shipped at +4°C. Upon receipt plasma should be separated
from whole blood and can be stored at +4°C for few days or
aliquoted and stored at -20°C for up to few weeks.
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7. Interfering Substances

Heparin (more than 10 |U/ml) affects the PCR. Blood
collected in heparin containing tubes should not be used.
Samples of heparinized patients must not be used as well.
Elevated levels of bilirubin (<4.5 mg/dl) and lipids (<1000
mg/dl) and hemolytic samples do not influence the extraction
and PCR.

8. DNA Isolation

DNA isolation can be performed using different kits from
various manufacturers. We recommend the following:

e High Pure Viral Nucleic Acid Kit (Cat. no.
11858874001, Roche Applied Science, Mannheim,
Germany)

e QIAamp DNA Blood Mini Kit (Cat. no. 51104, Qiagen
GmbH, Hilden, Germany)

e QlAampUltraSens ® Virus Kit (Cat. no. 53704,
Qiagen GmbH, Hilden, Germany)

e QIAampMiniElute Virus Spin Kit (Cat. no. 57704,
Qiagen GmbH, Hilden, Germany).

9. Internal Control (IC)

To examine the possible PCR inhibition and to prevent false
negative results, the kit contains an Internal Control included
in PCR Master Mix. Internal control should generate a CT of
26-30 in Yellow Channel on Rotor-Gene and a CT of 28-34 in
VIC channel on StepOne.
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10. PCR Protocol

Thaw the reagents on ice completely followed by a brief
mixing and a quick spin. Place required number of tubes on
cold block. Consider one tube for each sample plus one for
each standard and one for the negative control.

Pipette 15ul of HBV Mix directly to each tube followed by
adding 10ul of standard or isolated DNA.

Cap the tubes and visually inspect to make sure all are
caped securely. Place tubes in the machine.

Note: Working with StepOne instrument, spin tubes briefly
before loading on the block.

Note: If using Rotor-Gene attach the locking ring too.

11. Programming Rotor-Gene

Before you start the machine make sure you have attached
the locking ring on the rotor!

Open the CD provided in the kit and double click on HBV 0.2
or HBV-strip template depending on used tubes. Program
starts. Click on Start button (Green button on the top menu).
On the pop up window click start again and save program on
desired location.

12. Programming StepOne

Open the StepOne software (V 2.*). On the Set Up menu
click on Template and select the file on CD provided with the
kit. Click on Plate Setup. One negative control, 5 standards
and 10 samples are defined. You may change plate set up
using right click options (copy, paste, clear). You may also
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add /remove samples or change sample name on “Define
Targets and Samples” menu. When finished, click on “Start
Run” and save the experiment on desired location.
Instrument will start shortly.

13.  Programming Other Machines

If you apply this kit to other Real-Time PCR machines,
program it according to the following table:

Step | Temperature and time
1 195°C x 10 min 1 cycle
95°C x 15 sec
2 ['60°C x 60 sec 45 cycles

Fluorescence should be collected at 60°C for FAM and
VIC/HEX dyes.
HBV Mix contains Rox with the final concentration of 300nM
in the reaction.

14. Quantitation

The kit provides 5 quantitation standards with defined titers
to generate a standard curve for quantification of samples
viral load. Working with Rotor-Gene machine, the standard
curve from a previous run can also be imported for
quantification of samples to the recent run. To do so, at least
one standard must be used in the current run. Apparently
using all five standards in each run will lead to more accurate
results.
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Quantitation standards are defined as IU/ul. To convert the
result to [U/ml following equation should be used:

Result(IU/ul) X elution volume(pl)

sample volume(ml)

“‘Sample volume” is the plasma volume used for DNA
isolation and “Elution volume” is the volume of buffer or water
used to elute or dissolve isolated DNA.

Result(IU/ml) =

15. Data Analysis: Rotor-Gene

Before analyzing results, make sure in the sample menu all
the standards have been defined as “standard” and the
relative concentrations have been entered. Patient samples
should be defined as "unknown" and Negative control or no
template control as "Negative Control" or "NTC" respectively.
Analyze data according to manufacturer recommendations.
Perform quantitative analysis for HBV (Green channel) and
qualitative analysis for Internal Control (Yellow channel).
Briefly, click on analysis menu and then under Quantitation
tab double click on cycling A. Green.

In the pop up for Automatic Threshold increase the minimum
or lower bound until it surpasses the negative control or the
NTC fluorescence, and then click on OK.

Repeat the above for Cycling A. Yellow but cancel the
Automatic Threshold and manually put threshold on 0.1.
Figures 1 and 2 represent typical graphs for Rotor-Gene
machine.
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Figure 1. Typical HBV Graph in Green Channel for Rotor-Gene
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Figure 2. Typical IC Graph in Yellow Channel for Rotor-Gene

Note that a sample is considered Positive only if it has a
log phase, and only then CT is reliable and can be used.
In the absence of log phase, sample is considered
Negative and CT if present is not reliable.

Consider following points when analyzing:




HBV RQ (V3.2)

e Asample is Positive if it is positive in Green channel
with a CT of less than 40. The viral load or
quantitation results in the Cycling A. Green are valid.

e A sample is Negative if it is negative in Green
channel while it is positive in Yellow channel with a
sigmoid graph and CT of 26-30.

e Results are Inconclusive and the test should be
repeated if a sample is negative in both of Green and
Yellow channels.

16. Data Analysis: StepOne

Analyze data according to manufacturer recommendations.
Briefly, click on Analyze and set the threshold for HBV/FAM
at 0.1 and at 0.05 for IC/VIC.

Figures 3 and 4 represent typical graphs for StepOne
machine.
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Figure 3. Typical HBV Graph in FAM Channel for StepOne
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Figure 4. Typical IC Graph in VIC Channel for StepOne

Note that a sample is considered Positive only if it has a
sigmoid graph and log phase, and only then CT s
reliable and can be used.

In the absence of sigmoid graph and log phase, sample
is considered Negative and CT if present is not reliable.

Consider following points when analyzing:

o Asample is Positive if it is positive in FAM/HBV
channel with a CT of less than 40. The viral load or
quantitation results are valid.

o A sample is Negative if it is negative in FAM/HBV
channel while it is positive in VIC/IC channel with a
CT of 28-34.

e Results are Inconclusive and the test should be

repeated if a sample is negative in both of FAM/HBV and

VIC/IC channels.
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17. Linear Range

The linear range of the kit was assessed with dilution series
of the cloned target and the assay showed to be linear in the
range of 10,000,000 IU/pl to 0.5 IU/pl.

18. Sensitivity

The analytical detection limit of the kit was assessed with
dilution series of the cloned target and the detection limit was
determined as 0.15 [U/pl.
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