PML-RARA 3X RQ

Ve Glpe NF-F 500

PML-RARA (ber1, ber2, berd) cwsis, pasis cas
Real-Time PCR g, 4

N/ 24 (Cat#t PML-RARA3XRQ24)

N\ 48 (Cat#t PML-RARA3XRQ48) RUO
N/ 96 (Catit PML-RARA3XRQ96)
NG-WI-ASL-65-100

129 0ol 0 g e b
VOMPYTYYS : ey o8 0 SV gl sl OLLs ool

\l/

Novin
Gene



¥ et et esaecrene doddo )
B et e e e e e e e e e e e 3,5 ala> Y
N e s s st &l asy Sledbl Y
F et et e e e s Sialesl wlal ¥
| g— oS Slhgione O
D) et e st sesssseeaes G dws o Jue £
D) e oS i g Jo 5 5,lgSs Lyl 5 Y
B s s Sersae R Sebss s aeas 3,5 Cudguss A
e ettrtetes e oo e e e e s e e 5LS 0,590 0,lge plo A
Vet st oo oY SIS g blasl )
V et e Ol JES! g 6,lagSS Loyl 1o g cowlio d3g05 ) )
Mttt ettt o>30 Jolge N Y
A e et s e RNA z 5l Y
SO CDNA a5 N ¥
L Sibesl J>le s PCR IS gms N0
) & et e e s e e 1380 o5 g o olKiws N &
Vet e s Rotor-Gene olKiws pulass AV
LI StepOne olscws aulas VA

VY o e o olKius les ey )9



L Rotor-Gene g s ;6T .-

VY sttt ot s StepOne &5 5J6T .Y
L ONHINESA 4 ¢
L P clomal g, YY
VY o ECHENCETA S
L S ooled Sledlbl YO
L OO wle YP




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

doddo .\

L eeoises,S s lual ais cy> PML-RARA 3X RQ cus
5 4w oy sshite 4 oS ol il PML-RARA g ls sl 5
Real-time g, 4 berd g ber2 berl g b ounlSolus 5 onl o345
5 ol SaS @ 4l 0y50 JIg (by; ol o Ceel el (>lb PCR
SS9l SoS (ol K0S S rizre 098 o0 lulid (polaiBl gy
oS U5 olse 4 ABL o alelids 0o s yaln ) sl
S5 9lr camlial ghyinl 5l (A6 O3 ke (515 51 S onl o
2)ls 808 Slidod B)las Cuzr oS (pl WS

lwil o CDNA s L RNA gl (sl 0¥ lgo a5 oS ol cazmps

O, abs .Y

OgelS gl 5 cdgig, eyl ¥ anis ol PML-RARA 3X RQ cus
Real-Time g, L1, aiges ,o berd g ber2 bert e L PML-RARA
Rotor-Gene sleolXiws b sslitul cqa oS opl S - o2l PCR

el 00 >, MIC 5 StepOne

&l ooy wledb! LY
1517 o53909,5 bl 5l Jol PML-RARA og5505)5 (5 lnials
RARA (Retinoic Acid Receptor .5 «olbul> cpl a0 .ol oo
5 8,5 3 PML (promyelocytic leukemia) -5 o ,5lxe ,o Alpha)

Gl gn AP cam Opglme (pl Dpbioe LA W o




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

it 58 O3l sl ol 05 oo (MYEIOI) (s 5lie 08 les yo P
/A0 b Y+ sg0> « APL (acute progranulocytic leukemia) s,ls0 74 |
D9 o odnlie AML (acute myeloid leukemia) s lse Js

Ll Lol ol ool #8lg ¥ yg 5] 50 RARA 5 sl Jlasl g e o
9 5 095 & gyl ,0 Wl e eog Sglie PML (5 Jlasl § cunss
L PML-RARA coiigis, sl p g5l £5 aw ameii o iy Gl ¥ (920!
(Short, S, oS 4 (Variant, V, ber2) ,.ses (Long, L, berl) wals lsee
Sylga 51 90 SO0 Soum i b og,S p5 ol gd oo adg DCI3)
Sgd oo Joli |, PML-RARA

Swloyl wlwl . f
sl oyzy 1Sy oy 5l eslinnl b (Smy Jlg plulid oS cal o
STy ol b .ogi o plil Polymerase Chain Reaction/PCR ),
3 g o iS5 g olulid colais] sl el 5l oolitnl b L 5,50 Jlos
G yold slacsgp 5l ooliiwl b oot 55 Jl Real-Time PCR o,
SNy b s Capls Gl oy n b inlnle 008 o0 At J
55Ty bl 5l e aSST gy ol Lansts diged o 1) Il o9z ol
s & G5k oy ol 5 Sl @ Az b adl o S lhe ploxil 4 5L
SSosll olml (Sl wo)lai 05z 55589 2SIl alie o ag, b 25Ty Jseames

eblo Jaless sezg (5,955 bld 4 1S

CoS Gl gixo .0

b go ) Slas g )57 uld SO local ) ax> 280 G Sl oS




PML-RARA 3X RQ (v1.0)

s Ses FA- *bert sy solel (S
)...,Jgj.i.vcf/\’ *bcr2 Lg‘;;coLoTu»&'.a
)-‘“Jjji"*"f/\’ *b0r3 Lg‘))odLon&ua
idg S FA- *ABL sy oolel (uSe
ber = I- >
s Se 1D FeSee 50 5 Ll s
ABL ).».Jgj.i.vo )d @S)‘).Q 0 9
de S Yo e PCR P pae ol Water

G s g Joo P

§ Comy STy B 9 395 9 «Sudp 9 R Gl S slo B o oS
Bl g0 s )3 6 ys S

oS Ji g Joo 9 oIS bl LY

3 gl (I 5 Jo o njaz e -V led jo b oS slge (el
sl 5 53 355 5 S (855 45 oS LI o 0L B Slye (] 90

il oo eolaiwl BB g jlal cel onls z 0
Ceb 1y oS gylo0es b aw 5l o cuS Slgiome 5 slaxxil 5 wgd

Aaled eolain] Sliz o 5l elS Ja g Jo Sl Guizren




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

O, Cudgaxo LA

o0 (bigal 5 by )5 bawgs eolinl (ol i oS al @
Ll onls b

plsl cuS” o5 slosaly 4z 8 Bl (ol I Jolpe (oles @
35,5 o gl 53 s 55 a4 joeie ()1 53 (650 45558 5 35

S5y oxd g8 slall )b cbdS Gl e Wl e Sl 51 @
Ded oolaiwl cuS

Oype 4 > (08 L (Fire ) Sl ) SO S Djge 0 @
D55 8 ool 090 s ST S

preei sl g et (b Slis Slae sl S cuS Gl @
iy s 5,00 (VD)

L oyge0ylge ple A

)l 5Ly Bl 5 Dl 4 CoS ol Sl eslal sl
ol (Sl Dl ol en 4 Real-Time PCR olsicws @
CogSen pogaze lallasy jod il @
Vortex Mixer) S5,y ®
(Dry Block Heater) sy, ,,> Ssb @
(Nuclease free) s xlé Low ju g pisio o @
RNA zlsculcus o
CDNA s cs @
Real-Time PCR pgase wogSis g s ad Lo VIO wgs @
#5090 Jr b SSY Ay @
(0 S5b) (osaiogl] S5l @




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

ey OlG g blas! Y-

S Az g p) OIS 4 3 @l ods 5l 6 Kt
g WS diged o9 03gll 1) (08 aden low digei b IS plSin @
sl ansls a0 1y ol egill il yas-

mil b Soddl 5l sen sl CONA s 5 RNA glsel olKia o
sl axals 1 a3Y a>95 RNase

o2 5l g sasiw |, a>b aw Clean Room L pre-PCR las o @
lad glinl 5 dged oIS slad Jols Lad aw cpl oS S8
oolel (slad 5 (PCR (ol ly) &y o (59938) gl) ol g3l ool
S oozl o PCR agl 4y CDNA wiges 09331 (61,) (ST (o3l
s 1) Gleow ofng 4 9> 4 (ogate Jolug Wb 398 slad 4w
S e LS a (pl o blug (@l I ol

a2 Vo ST I sl 5l g 908 5l J8 adnea 1) )5 5l @

0l gd MalS 0yl 4S5 00l 8,3 Fu (55, |y oS olge wolain] fKin @
Olaebl dg) jo Dlhigime (ad CS1S 5 bole Sl mdle IS Wz b g
055 et b maly 550 0 e Ol &l sz Gl e ST Jol>

SasS IS ool 03 (g9, ddeen | oS Shgiome QIS > 0 @
S e 00l 3,5 il el 0)lse ple g (B Sl 5l ool

of JES! 9 (65l byl s g comslio digas 1)
e 93 weuS ol L PML-RARA T iolesT 6l casle dges
a5 wib oo lgeinl e o (Whole blood) Jels s> (peripheral blood)
Slansl s oole el oo (5,5] gz Slaml ws sole (ol syl Ayl jo




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

a0 F o celu FA L olgs o 1) JolS 055 il &l yiew L EDTA Wilgs oo
Do e olBiulel g (6,l0eSs

Sl sl e 9,5 zhaiul 93 ) Lesiies olgise |, RNA
conlie dig0i G 0,5 ooliul (DUffy cOat) U 51 ol oo cons Colu
Slp Bl ey V00 pa 50 dnies JolS (gekee V0 S99 sl Wil
ol a2 33, 99 51 5 Yk sl loj 5o (B L LS (55 (o)l
So py azpd Ve sles 3 e g 0d9ed el S5 o e 4
lose Hluly ole iz U diged (anld iz 50 0903 (6 IS

o130 Jolge VY

4 g0 POR oo el i) (oo jo anlg Vel o cllile b o)l
Wl g e cawlie olasil ws fleie a4 il gol> dg) Lo e
PCR Slp 3 b b gl Cow ol lem diged puizen 09l colaiul
Al 03 cwlio

L) o 9 G (oo 0 2 (o0 STam B) gyl oYL polis
Sialesl ol Gl 055 edser 5 g Gl (om0 )5 ko) e Sl
ICLOPPNIE | B S Y

RNA &/ il Y

oozl ()lgs o alixe slo cuS g o g, 5l iges 5 RNA £l 5l ol

S (o0 drosi |y 50 )lse sl eolasul Lo Logal

e TriPure isolation reagent (Cat# 1667157, Roche Applied
Science, Mannheim, Germany)

e TRIzol isolation reagent (Cat# 15596026, Invitrogene/ Thermo
Fisher, USA)




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

o |sol-RNA isolation reagent (Cat# 2302700, 5 prime/ Thermo
Fisher, Germany)
e Accuzol isolation reagent (Cat# K-3090, Bioneer, Korea)

CDNA a5 .\ f

Wb as il oo 3l 090 ced ol Sl total RNA ALY VR TE RN
Goaxin sld cuS 0si o CONA 4 Random Hexamers ;) ool b
il (oo s 501 (nl sl

2 s ysbo 4y x9S B ol o 5 99 2T by T CDNA w51 gy
Sl LSS gen oD of s See Yoo Jlaie CDNA 2ds S Y-
S aslsl PCR pgase

&y CT sl 3890 CONA st 9 RNA 2l el ol a5 Syge 50
3L ABL oo J 8 CT 51 a8 b asges ,0 ABL

lo o] Slgizme Jul5 sk b awms 3 oad 0,5 0 (59, 1) o &) alos
Slsebl o ol 31 Slge o belsee 5l modle IS5 wix b .aigd wgd

558 i e ol 45 5o 1y o o sl iz sl 5 008 ol
=y uLABL 4 berd ber2 bert gl MRNA s459 L 5l g o
U9 s ez 58 POR ussly oz iges jo lp joliie cpl 4 05
(NTC) e aal sl oy o 5 e snls (sl ) oS4 s o aisel

4.39.0.3 6‘)’.’ 4.]5.] u_i.a).a 05)1.9 bcr2 Ry S P90 G O ..\J).._is).la.s)o
S8 (NTC) e wall gl dgd G g i vl gl Aol G Glew o




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

51 S 50 (sl DO S5z g S 51 Aigad (o) polite 4 poms (G pms ) e
200 51,8 gl S5 (NTC) irs walis 5 oo aals Jlogy (sl wiges

Ay Sy lowm 5o dges lp Wyl o ABL ) cax ooz s 0
slaws 580 55 50 (NTC) ate valis sl g o g oo wals (ol
55 9 Sob (59, allozr m Jloz yo 1) W 5ls 950

L bos adlst bert Mix 51 ydg ySa Yo (gl (g o dg) po &

o 43L31DCI2 MiX 51 ydg ySonm Yo <090 (5 o dlg) y2 &

o bos a8Ls1 berd MiX 51 g S Yo cpgm (g pw dg) 32 &

o dsled aSLSI ABL MiX 51 yidg Sooo Yo o)l g o g 2 &
ds) 55 4 i WBLE 5 Casto aali  wigai CONA 51 jily Suo B
U505 o ojlest gollae |, Lo o] s o |, L aly) gn o oS’ 4Bl

REVER I SR LGN
U Cde o o] ], Lo dJy/ StepOne ol(Kewo Sl ooliiw! &ygo y0 idgd

k20 )18 oK JFI s g 00500 G il
wlosl Gl o jo l) Lilre Ko, o580, oKiws [l ooliin] oo rd>gr

Uy‘}é‘ Py 9 b oo . VP
StepOne Rotor-Gene slaolKws b IS cq> PML-RARA 3X RQ s
Lol 00 u)‘)‘b MIC 9

RotorGene olKuws puliss VY




N/

~ Y Novin
PML-RARA 3X RQ (v1.0) qm.

ol 905,5 Jog yemslS & o] Logase LS Lug |, Rotor-Gene olfws
o9 pisy ol sl 2Tz U o B el

dmled 5L oS oles o)l5 s 5l 1, PML-RARA 3X coles LB
dzrg (oS amz g, QR Code Sl b 5l osiws LB (rizren)
¢ 4 a>¢ L1, PML-RARA 3X 0.2 L PML-RARA 3X 0.1 L6 ol
DS Ol ead solasl algd

VieW 438 I8 5 syie 0 il copd @S slp pgal Gllae 1SS
Auto-Gain ;s suss 5L o, 4o .S Sl |, Gain Optimisation .
3 1, Optimise Acquiring . 55° 1ozl Optimisation Setup

Ao ploil JULS 90 18 (lp dm axio pgai Gllae s 1) Oleass

ol o9a o)l (9, jew JUIS sl |, Tube Position asl aisls cés
8,5 JUB slp g el BCr3 g ber2 berl sla oS 51 (S (9l a5 asS
28b oo ABL (S g5l a5 aples el 1) (o925 olad

a8 Jus 1, Perform Optimisation Before 15t Acquisition a 35 e

INVRVIUR P ST T

AR



T | 'Novin
PML-RARA 3X RQ (v1.0) ‘m.

Auto-Gain Optimisation Setup X
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1. Introduction

PML-RARA 3X RQ kit provides a ready-to-use Real-Time
polymerase chain reaction (PCR) test designed for detecting 3
isoforms of PML-RARA transcripts named bcr1, ber2 and ber3. All
required reagents are included in the PCR Mixes provided in the
kit. The kit also contains ABL Mix for the detection of ABL gene
transcripts to prevent false negative results due to failure in
extraction.

This kit is intended for Research Use Only!

Important Note: This kit doesn’t provide reagents for RNA
extraction or cDNA synthesis!

2. Intended Use

PML-RARA 3X RQ kit is intended for detecting 3 isoforms of
PML-RARA, bcr1, ber2 and ber3 transcripts. Detection is
achieved using Real-Time PCR and is compatible with Rotor-
Gene, StepOne and MIC.

3. Background Information

PML-RARA is an abnormality resulted from t (15;17) (q22; g21)
translocation. This translocation results in fusion of PML
(promyelocytic) gene with RARA (retinoic acid receptor alpha)
gene, and production of chimeric PML-RARA protein which is a
transcription repressor and impairs the myeloid differentiation.
While RARA breakpoints always occur in intron 2, PML
breakpoints involve three different regions of intron 6 (55%), exon
6 (5%) and intron 3 (40%). These isoforms of PML-RARA are
respectively called ber1/Long/L, ber2/Variant/V and ber3/Short/S.
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PML-RARA accounts for more than 90% of APL (acute
progranulocytic leukemia) cases, 10-15% of AML (acute myeloid
leukemia) cases.

4, Test Principle

The target is detected using PCR, where primers specific to the
target genome amplify its unique sequence. Real-Time PCR
facilitates the detection of the amplified product through
fluorescent-labeled probes. Therefore, monitoring fluorescence
provides a means for detecting the target without requiring post-
amplification analysis. This eliminates the possibility of PCR
product contamination.

5. Kit Contents

The kit contains a manual, a flash card and the following
reagents:

Label Content Quantity
Mix for ber1 480 pl
Mix for bcr2 480 pl
Mix for ber3d 480 pl
Mix for ABL 480 pl
Equal to 1,000 copies/ul ber, 150
and 10,000 copies/ul ABL
Water PCR Grade Water 200 pl

* 1.2 and 4 tubes for 24. 48 and 96 reaction kits.

6. Packaging models
The kit is available in 24, 48, and 96 reactions of 25 microliters.
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1. Storage and Stability

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

8. Product Use Limitations

e This kit is intended to be used only by specially instructed
and trained personnel.

e The User manual should be strictly followed, and any
modification will invalidate the results.

e The kit and its contents should not be used past the
expiration date on the package.

e The kit and its contents should not be used if there is any
sign of pink or red color on the Warm Mark label.

e This kit is for Research use only and is not validated for
IVD (in vitro diagnostics) applications.

9. Additionally Required Materials
To use this kit, you need the following items:
e Real-Time PCR machine and accessory computer
Refrigerated microtube centrifuge
Vortex Mixer
Dry Block Heater
Adjustable pipetters and nuclease-free filtered tips
RNA extraction kit
cDNA synthesis kit
Nuclease-free 1.5ml microtubes and PCR microtubes
Disposable powder-free gloves
Cold block
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10. General Precautions

To prevent false results, always pay attention to the following

points:

e Treat all samples as potentially infectious.

e Take utmost care to avoid RNase contamination during RNA
extraction and cDNA synthesis.

e Within the pre-PCR work area, assign three separate spaces
for: @) Sample storage and extraction; b) Reagent preparation
where the Master Mix is aliquoted into tubes; and c) Reaction
preparation area for addition of templates to the tubes.

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

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

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

11.  Specimen, Storage and Transport

Peripheral blood should be collected in sterile condition in proper
and sterile tubes. We recommend EDTA or Citrate as
anticoagulant.

RNA can directly be extracted from whole blood. Alternately to
increase sensitivity, buffy coat can be used. For optimum results,
a sample should include about 10 million WBC per 150ul.

Whole blood or buffy coat should be shipped and stored at +4°C
for 48 hrs. Otherwise, should be aliquoted and stored at -70°C
which is stable for a few months.
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12.  Interfering Substances

Heparin (more than 10 IU/ml) affects the PCR. Blood collected in
heparin containing tubes and samples of heparinized patients
must not be used.

Elevated levels of bilirubin (<4.5 mg/dl) and lipids (<1000 mg/dl)
and hemolytic samples do not influence the extraction and PCR.

13. RNAIsolation

RNA isolation can be performed using different kits from various

manufacturers. We recommend using:

e TriPure isolation Reagent (Cat. no. 1667157, Roche Applied
Science, and Mannheim, Germany).

e TRIzol isolation reagent (Cat. no. 15596026, Invitrogene/
Thermo Fisher, USA)

e [sol-RNA isolation reagent (Cat. no. 2302700, 5 prime/
Thermo Fisher, Germany)

e Accuzol isolation reagent (Cat. no. K-3090, Bioneer, Korea)

14.  cDNA Synthesis

about 4ug of total RNA is required and should be reverse
transcribed to cDNA using random hexamers. Different kits are
available on the market for this purpose.

Dilute prepared cDNA 2.5x with nuclease free water. For
example, to 20ul of cDNA add 30ul of nuclease free water.

Upon successful RNA extraction and cDNA synthesis, CT of ABL
for sample should be less than CT of ABL Positive Control.

15. PCR Protocol

Thaw the reagents on ice completely, followed by a brief mixing
and a quick spin.
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Each sample should be examined for ber1,2,3 fusion gene and for
ABL control gene. So, four sets of reactions are required for each
sample. In each bcr set, consider one tube for each sample as
well as one tube for Pos Control and one for Negative control or
NTC. In ABL set, consider one tube for each sample and one
tube for ABL Pos Control and one tube for Negative control or
NTC. Place the required number of the tubes on cold block.
Pipette 20pl of ber 1 Mix to the first series of tubes,

Pipette 20pl of ber 2 Mix to the second series of tubes,
Pipette 20pl of ber 3 Mix to the third series of tubes,

Pipette 20ul of ABL Mix to the fourth series of tubes.
Continue by adding 5ul of cDNA, and Controls to each tube.
Cap the tubes and visually inspect to make ensure all are capped
securely. Place the tubes in the machine.

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

Note: If using RotorGene attach the locking ring.

16. Devices and software

PML-RARA 3X RQ kit is designed to work with Rotor-Gene,
StepOne and MIC.

17.  Programming RotorGene

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

Open the PML-RARA template file for RotorGene (provided in the
flash card, or accessible by kit QR code); PML-RARA 3X 0.1 is
for strip tubes and PML-RARA 3X 0.2 is for 0.2ml tubes. Program
starts.

Note: For Gain Optimisation, in the View menu select the
Gain Optimisation.

Adjust the setting according to the image.
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Select a tube number containing bcr Mix for the Green channel
and tube with ABL Mix for the Yellow channel.

Auto-Gain Optimisation Setup X

Optimisation :
Auto-Gain Optimisation will read the fluoresence on the inserted sample at
e different gain levels until it finds one at which the fluorescence levels are
acceptable. The range of fluorescence you are looking for depends on the
chemistry you are performing.

Set temperature to |50 jdegrees.

Optimise All | Optimise Acquiring |

¥ Perform Optimisation Before 1st Acquisition
™ Perform Optimisation At 60 Degrees At Beginning Of Run

Channel Settings :

| | Add.
Name | Tube Position | Min Reading | Max Reading | Min Gain | Max Gain Edt. |

Green 1 5F1 10FI 10 10
Yellow 20 10F1 15F1 10 10 Bemove
Remoave All

Tube number containing ber Mix

Tube number containing ABL Mix

I t | Close | Help |

Click on the Start button (Green button on the top menu). On the
pop-up window click Start again and save the run file.

Edit sample names.

Make sure in the “Type” column, Positive control have been
defined as “Positive Control”. Patient samples should be defined
as "unknown" and no template control as "NTC", respectively.

18.  Programming of StepOne

Open the StepOne software (V 2.*). On the Set-Up menu, click
Template (provided in the flash card, or accessible by kit QR
code).
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Click on Plate Setup. Positive and Negative controls for bcr and
ABL and a few samples are defined. You may change the plate
setup using right-click options (copy, past, clear). You may also
add or remove samples on “Define Targets and Samples” menu.
When finished click on Start Run and save the experiment.
Instrument will start shortly.

19.  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 Cycles
1 95°C x 10 min 1
95°C x 15 sec
2 60°C x 60 sec 45

Fluorescence should be collected at 60°C for FAM and VIC dyes.
Both ber Mix and ABL Mix contain ROX with a final concentration
of 300nM in reaction.

20. Data Analysis: Rotor-Gene

Before analyzing results, make sure that in the sample menu
Patient samples should be defined as "unknown" and Negative
control, or no template control as "Negative Control" or "NTC",
respectively.
Analyze the data according to Rotor-Gene manual. Perform
quantitative analysis for ber (the Green channel) and

. Briefly, click on analysis menu and then, under
Quantitation tab double click on “Cycling A. Green” and Close the
pop-up window and manually set threshold at 0.05. Repeat above
for the Yellow channel and set the threshold at 0.05. Figures 1
and 2 represent typical graphs for the RotorGene machine.

10
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Fig 1. Typical Controls graph with ber Mixes in Green channel for Rotor-Gene
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Fig 2. Typical Controls graph with ABL Mix in Yellow channel for Rotor-Gene
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Consider the following points when analyzing:

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

e A sample is Positive for ber1 if it is positive in the Green
channel with bcr1 Mix and the Yellow/ABL channels with
sigmoid graphs and CT of 20-40 for Green and 20-30 for
Yellow.

e A sample is Positive for ber2 if it is positive in the Green
channel with bcr2 Mix and the Yellow/ABL channels with
sigmoid graphs and CT of 20-40 for Green and 20-30 for
Yellow.

e A sample is Positive for ber3 if it is positive in the Green
channel with bcr3 Mix and the Yellow/ABL channels with
sigmoid graphs and CT of 20-40 for Green and 20-30 for
Yellow.

e A sample is Negative if it is negative in the Green channel
with ber1, ber2 and ber3 Mixes while it is positive in the
Yellow/ABL channel with CT of equal or less than Positive
Control CT with ABL Mix.

e Results are Inconclusive and the test should be repeated if a
sample is negative in the Green channel with the all Mixes
ber1, ber2 and ber3 and in the Yellow/ABL channel with ABL
Mix. Improper extraction or test set up could cause that.

e Results are Inconclusive and the test should be repeated
if a sample is negative in the Green/bcr channel while it is

12



N/

~ Y Novin
PML-RARA 3X RQ (v1.0) Qm.

positive in the Yellow/ABL channel with sigmoid graph and

CT of above Positive Control CT with ABL Mix. Improper

extraction or low RNA input could cause that.
Note: All patient samples should be positive in the Yellow/ABL
channel with a sigmoid graph and CT of less than Positive Control
CT with ABL Mix. CTs above Positive Control CT in Yellow/ABL
channel usually happens if not enough cells have been extracted
or less than 1ug RNA has been used, high ABL CTs leads to
reduce the sensitivity of the test and may result in False negative
reports.

e Note: It is possible for a sample to be positive with a sigmoid
graph in the Green channel for all three mixes; bcr1, ber2,
and bcr3 and also positive with a sigmoid graph and a CT of
20-30 in the ABL/Yellow channel. In such cases, the sample
is considered positive for the mix that shows the lowest CT in
the Green channel, which is most often ber1.

e Note: It is possible for a sample to be positive with a sigmoid
graph in the Green channel for two mixes; bcr2 and ber3 and
also show a positive result with a sigmoid graph and a CT of
20-30 in the ABL/Yellow channel. In such cases, the sample
is considered positive for the mix that shows the lowest CT in
the Green channel, which is most often bcr2.

21. Data Analysis: StepOne

Analyze the data according to StepOne Manual. Briefly, click on

“‘Analyze” and set the threshold on 0.05 for ber/FAM and 0.1 for
Figures 3 and 4 represent typical graphs for StepOne.

13
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Note that a sample is considered Positive only if it has a
sigmoid graph and log phase, and only then CT is reliable
and can be used. In the absence of a sigmoid graph and log
phase, the sample is considered Negative, and CT if present,
is not reliable.

10
Pos Control with bcr1 Mix \
1. Pos Control with bcr2 Mix
Pos Control with ber3 Mix
= O
o
<
0.01
0.001
0.0001 J
5 10 15 20 25 30 35 40 45
Cycles
Fig 3. Typical Controls graph with bcr Mixes in FAM channel
for StepOne

14
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11
Pos Control

0102

ARN

NTC

0.011

5 0 15 20 25 30 35 40 45
Cycles
Fig 4. Typical Controls graph with ABL Mix in VIC channel for

StepOne

Consider the following points when analyzing:

e A sample is Positive for ber1 if it is positive in the FAM
channel with ber1 Mix and in VIC/ABL channel with sigmoid
graphs and CT of 20-40 for the FAM and 20-30 for the VIC.

e A sample is Positive for bcr2 if it is positive in the FAM
channel with ber2 Mix and in VIC/ABL channel with sigmoid
graphs and CT of 20-40 for the FAM and 20-30 for the VIC.

e A sample is Positive for ber3 if it is positive in the FAM
channel with berd Mix and in VIC/ABL channel with sigmoid
graphs and CT of 20-40 for the FAM and 20-30 for the VIC.

e Asample is Negative if it is negative in the FAM channel with
ber, ber2 and berd Mixes while it is positive in the VIC/ABL
channel with CT of equal or less than Positive Control CT with
ABL Mix.

15
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Results are Inconclusive and the test should be repeated if a
sample is negative in the FAM channel with all Mixes bcr1,
bcr2 and berd and in the VIC/ABL channel with ABL Mix.
Improper extraction or error in test set up could cause that.
Results are Inconclusive and the test should be repeated if a
sample is negative in the FAM/bcr channel while it is positive
in the VIC/ABL channel with sigmoid graph and CT of above
Positive Control CT with ABL Mix. Improper extraction or
cDNA synthesis and low RNA input could cause that.

Note: All patient samples should be positive in the VIC/ABL
channel with a sigmoid graph and CT of less than ABL Positive
Control. CTs above Positive Control CT with ABL Mix, usually
happens if not enough cells have been extracted or less than 1ug
RNA has been used, which leads to reduce the sensitivity of the
test and may result in False negative reports.

22,

Note: It is possible for a sample to be positive with a sigmoid
graph in the FAM channel for all three mixes bcr1, ber2, and
ber3 and also positive with a sigmoid graph and a CT of 20-30
in the ABL/VIC channel. In such cases, the sample is
considered positive for the mix that shows the lowest CT in
the FAM channel, which is most often bcr1.

Note: It is possible for a sample to show positive results with a
sigmoid graph in the FAM channel for two mixes bcr2 and
berd and also show a positive result with a sigmoid graph and
a CT of 20-30 in the ABL/VIC channel. In such cases, the
sample is considered positive for the mix that shows the
lowest CT in the FAM channel, which is most often bcr2.

Analytical Sensitivity

Analytical sensitivity of the kit has been determined by examining
dilution series of cloned cDNA and was estimated about 2

16
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copies/ul or 0.02% to reach this sensitivity each sample should
contain higher than 10,000 copies/ul ABL transcripts.

23. Disposal Method

The contents of the kit do not require any special treatment before
disposal and can be directly discarded. Infectious specimens
should be maintained in 5% Sodium Hypochlorite overnight and
then discarded.

24.  Technical Support

For technical support, contact us via
Phone: +98 993-6223241
Email: info@novingene.com

25. Contact Information

NovinGene ParsVira
Address: No. 5, Iranshahr St, Tehran, Iran 1581633336.
Tel: +98 21-88837393
+98 990-1813124
Email: info@novingene.com
Website: www.novingene.com
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27.  Symbols

Research use only

d Manufacturer

Consult instructions
for use

Lot number Content sufficient for E Use-by date
<n>tests
~10°C
Catalogue number E Serial number /ﬂ/ Temperature limit
-30°C

For more information and resources please visit our

website; www.novingene.com
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