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Geno-Sen’s Factor V leiden Real Time PCR Kit for Rotor Gene 2000/3000/6000

Factor V leiden Geno-Sen’s Real Time PCR Kit for use with the Rotor

Gene™ 2000/3000/6000" (Corbett Research).

1. Contents of the Kit:

Color Contents REF 91116101 | REF 91116102 REF 91116103
Code 100 rxns 50 rxns 25 rxns
R1 Factor V leiden 25rxns x 4 Vials | 25rxns x 2 Vials 25 rxns x 1 Vials
Blue Super mix.
R2 Mg Sol RT. 1 Vial 1 Vial 1 Vial
Yellow
Fac V Factor V leiden 1 Vial of 100yl 1 Vial of 100pl 1 Vial of 100pl
(PCY)W Positive Control
Red (W)
Fac V (PC) Factor V leiden 1 Vial of 100ul 1 Vial of 100pl 1 Vial of 100yl
Mu Positive Control
Red (Mu)
W Molecular Grade 1 Vials of 1 ml 1 Vial of 1 ml 1 Vial of 1 ml
White Water

R = Reagents
S = Quantitation Standards
W = Molecular Grade Water.

All Vials have Color Coder tops to distinguish between different reagents.

2. Storage of the Kit.

All the reagents of the kit should be stored at -20°C and is stable till expiry at this
temperature. Repeated thawing and freezing (> 3x) should be avoided, as this may
reduce the sensitivity of the assay. If the kit is to be used only occasionally, the
reagents should be frozen in aliquots. Storage at +4°C is not recommended & should

not exceed a period of 2 hours in any case.

3. FACTOR V LEIDEN Information
Application

Factor V Leiden thrombophilia is characterized by a poor anticoagulant response to
activated protein C (APC) and an increased risk of venous thromboembolism. The
term "factor V Leiden" refers to the specific G-to-A substitution at nucleotide 1691 in
the gene for factor V that predicts a single amino acid replacement (R506Q) at one
of three APC cleavage sites in the factor Va molecule. Factor V Leiden is inactivated
at a rate approximately ten times slower than normal factor V and persists longer in

* The Rotor Gene™ 2000/3000/6000 is a registered trademark of Corbett Research, Australia.
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the circulation, resulting in increased thrombin generation and a mild
hypercoagulable state reflected by elevated levels of prothrombin fragment F1+2 and
other activated coagulation markers. Individuals heterozygous for the factor V Leiden
mutation have a slightly increased risk for venous thrombosis; homozygous
individuals have a much greater thrombotic risk.

The diagnosis of factor V Leiden thrombophilia is suspected in individuals with a
history of venous thrombosis or in families with a high incidence of venous
thrombosis. The diagnosis of factor V Leiden thrombophilia is made either using a
coagulation screening test or by DNA analysis of the F5 gene, which encodes the
factor V protein.

Although no clinical features are specific for factor V Leiden thrombophilia, the
diagnosis is suspected in individuals with a history of venous thromboembolism
(VTE) [deep vein thrombosis (DVT) or pulmonary embolism], especially in women
with a history of VTE during pregnancy or in association with oral contraceptive use,
and families with a high incidence of VTE.

There is growing consensus that testing for factor V Leiden should be performed in
the following circumstances [ACMG Consensus Statement2001 , CAP Consensus
Conference Statement 2002.

o Afirst VTE before 50 years of age
o Afirst unprovoked VTE at any age
e Recurrent VTE

e Venous thrombosis at unusual sites (such as cerebral, mesenteric, portal, and
hepatic veins)

« VTE during pregnancy, the puerperium, or in association with oral
contraceptive use or hormone replacement therapy

e Afirst VTE and a strong family history of VTE (No consensus or universally
accepted definition of "strong family history" has been developed.)

Testing for factor V Leiden may also be considered for the following individuals:

o Asymptomatic adult family members of probands with a known factor V
Leiden mutation, especially those with a strong family history of VTE at a
young age

e Asymptomatic female family members of probands with known factor V
Leiden who are pregnant or are considering oral contraceptive use or
pregnancy

« Women with unexplained pregnancy loss during the second or third trimester

« Selected women with unexplained severe preeclampsia, placental abruption,
or intrauterine growth retardation

« Women with a first VTE related to tamoxifen or other selective estrogen
receptor modulators (SERM)
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« Female smokers under 50 years of age with a myocardial infarction

« Individuals older than 50 years of age with a first provoked VTE in the
absence of malignancy or of an intravascular device

Inherited thrombophilia predispose an individual to thrombotic events such as
venous thrombosis, the third most common cardiovascular disease. Activated protein
C (APC) resistance is regarded as the most prevalent coagulation abnormality
associated with venous thrombosis. A point mutation at position 1691 of the Factor V
gene, referred to as Factor V Leiden mutation, causes an arginine to glutamine
substitution at position 506 in the Factor V protein and renders it partially resistant to
inactivation by APC. Genetic analysis has demonstrated that this mutation, which
has a relatively high prevalence in the general population (e.g., about 5% in
Caucasians), accounts for 85% to 95% of APC resistance cases.

Samples which can be used: Whole Blood.

4. Precautions for PCR

The following aspects should always be taken care of:

. Store positive material (Specimens, Standards or amplicons) separately from
all other reagents and add it to the reaction mix in a separate facility.

. Thaw all components thoroughly at room temperature before starting the
assay.

« When thawed, mix the components and centrifuge briefly.

« Work quickly on ice or in the Cooling Block.

. All the reagents including the NTC (except for standards & specimens) should
be mixed & dispensed in pre-mix area.

« All the standards & specimens should be mixed & dispensed in extraction
area.

. Use pipette tips with filters only.

. Always use disposable powder-free gloves

5. Additionally Required Materials and Devices

. DNA isolation kit (see 8.a. DNA extraction)

« 0.2 ml PCR tubes for use with 36-well rotor (Corbett Research, Cat.-Nr.: SE-
1003F) alternatively 0.1 ml PCR tubes for use with 72-well rotor (Corbett
Research, Cat.-Nr.: ST-1001)

« Micro Pipettes Variable Volume 2-20ul, 10-100pl, 100-1000ul,
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. Sterile pipette tips with aerosol barrier 2-20ul, 10-100pl, 100-1000y,

. Disposable powder-free gloves

. Vortex mixer

« Centrifuge Desktop with rotor for 1.7 ml reaction tubes

. Rotor Gene™ 2000/3000 or Rotor Gene™ 6000, Corbett Research (The Real

time PCR Instrument)

6. Principle of Real-Time PCR

1. A 163 bp fragment of the Factor V gene is amplified from human genomic
DNA using specific primers.

2. The amplicon is detected by fluorescence using a specific pair of
Hybridization Probes. The Hybridization Probes consist of two different
oligonucleotides that hybridize to an internal sequence of the amplified
fragment during the annealing phase of the PCR cycle. One probe is labeled
at the 5-end with Cy5 and to avoid extension, modified at the 3"-end by
phosphorylation. The other probe is labeled at the 3"-end with fluorescein.

3. Only after hybridization to the template DNA, do the two probes come in close
proximity, resulting in fluorescence resonance energy transfer (FRET)
between the two fluorophores. During FRET, fluorescein, the donor
fluorophore, is excited by the light source of the Instrument, and part of the
excitation energy is transferred to Cy5 the acceptor fluorophore.

4. The emitted fluorescence of Cy5 is then measured by the Instrument.
Genotyping

The Hybridization Probes are also used to determine the genotype by performing a
melting curve analysis after the amplification cycles are completed and the amplicon
is present at increased concentration.

e The Cy5 labeled Hybridization Probe hybridizes to a part of the target
sequence that is not mutated and functions as an anchor probe.

e The Fluorescein-labeled Hybridization Probe spans the mutation site
(mutation probe).

During the melting curve analysis, increasing temperature causes the fluorescence
to decrease because the shorter of the two probes (mutation probe) dissociates first
and the two fluorescent dyes are no longer in close proximity. If the Factor V Leiden
mutation is present, the mismatch of the mutation probe with the target destabilizes
the hybrid so the decrease in fluorescence will occur at a lower temperature. With
the wild-type genotype mismatches will not occur, and therefore the heteroduplex
has a higher melting temperature (Tm). The heterozygous genotype exhibits a
distinctive combination of properties.
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7. Description of the Product.

The Geno-Sen’s Factor V Leiden PCR Reagents constitute a ready to use system
for detection of Factor V Leiden using Polymerase chain reaction (PCR) in the Rotor
Gene 2000/3000/6000 (Corbett Research). The Specific Master mix contains
reagents and enzymes for the specific amplification of Factor V Leiden and for
subsequent melt detection of the specific amplicon. External Positive Controls (FV
PC (W) & FV PC Mu) are also supplied.

8. Procedure

8.a DNA Extraction

DNA Extraction kits are available from various manufacturers. Sample volumes for
the DNA Extraction procedure depend on the protocol used. Please carry out the
DNA Extraction according to the manufacturer’s instructions. The recommended

Extraction kits are the following:

Sample Nucleic Acid Isolation | Cat. Num.
Material Kit d

Whole Geno Sen’s © Genomic 98021 or Genome Diagnostics Puvt.
Blood.etc. | DNA Extraction Mini Kit | 98022 Ltd. India
— for DNA purification

QlAamp Blood DNA | 51104 QIAGEN
Mini extraction Kit (50)

Suitable Extraction kit
which give a higher
yield.

However the customer can use their own extraction systems depending on how
good the yield is. Always use an extraction kit with a higher DNA yield.

Blood collection tubes coated with anticoagulants may inhibit the PCR, However
these inhibitors will be eliminated by the use of the isolation kits given above. It is
recommended to avoid the usage of heparin blood.

When using Extraction protocols with ethanol-containing washing buffers, please
carry out an additional centrifugation step before the elution to remove any

remaining ethanol. This prevents possible inhibition of PCR.

The Factor V leiden Rotor Gene PCR Reagents should not be used with phenol

based isolation methods.

8.b Inhibition Control:




Geno-Sen’s Factor V leiden Real Time PCR Kit for Rotor Gene 2000/3000/6000

There is no Inhibition Control incorporated in the kit.

8.c Positive Controls

The Positive Controls provided in the kit (Fac V PC (W) & Fac V PC Mu) are treated
in the same way as extracted samples and the same volume is used i.e. (2.5ul)
instead of the sample. To define the Positive Controls in the
RotorGene™ 2000/3000/6000, both Positive Controls should be used as defined in
the menu window Edit Samples of the RotorGene™ software. The same should also
be defined as Positive Controls (see Rotor Gene™ Manual).

Preparation for PCR
8. d. Preparation for PCR amplification:

First make sure that the Cooling Block (accessory of the Rotor Gene™, Corbett
Research) is pre-cooled to +4°C in a Refrigerator or Deep Freezer. Place the desired
number of PCR tubes into the Cooling Block. Make sure that the tubes for Positive
Controls & at least one negative control (Water, PCR grade) are included per PCR
run. Before each use, all reagents need to be thawed completely and mixed (by

pipetting or by brief vortexing).

Please follow the pipeting scheme mentioned below for each sample depending
upon the number of samples a mix can be prepared as follows. Each sample

FACTOR V Mg. Sol FACTOR V
LEIDEN Super mix LEIDEN
20 uL (R1) 2.5 UL (R2)

™ v

COMPLETE PREMIX 22.5pL ]

v

ADD 2.5 pL
DNA or Positive
Control

For amplification

Fig. 4.
Depending upon the number of samples the following pipetting scheme can be followed. e.g. for 10
rxns.
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FACTOR V LEIDEN MASTER MIX 1 rxns. 10 rxns.
FACTOR V LEIDEN Super Mix (R1) 20 L 200 pL
FACTOR V LEIDEN Mg Sol. (R2) 2.5 uL 25 L
Total 22.5uL 225)L

Fig. 5.

Pipette 22.5 pl of the Master Mix into each labelled PCR tube. Then add 2.5 pl of the earlier extracted
DNA to each sample tube and mix well by pipeting up and down. Correspondingly, 2.5 ul of the
Positive Controls i.e. (Fac V PC (W) & Fac V PC Mu) must be used as a positive control and 2.5 pl of
water (Water, PCR grade) as a negative control. Close the PCR tubes and transfer the FACTOR V
LEIDEN tubes into the rotor of the RotorGene™ instrument. The RotorGene™ software versions
5.0.53 and higher require a Locking Ring (accessory of the RotorGene™, Corbett Research) to be

placed on top of the rotor to prevent accidental opening of the tubes during the run.

8.e. Programming the Rotor Gene™ 2000/3000

The RotorGene™ 2000/3000 PCR program for the detection of Factor V leiden can be divided into

following steps:

Setting of general assay parameters & reaction volume
Thermal Profile & Calibration

Cycling profile/ & Initial activation of the Hot Start enzyme
Cycling for Amplification of DNA

Adjustment of the sensitivity of the fluorescence channels

nmoow>»

Starting of the Rotor Gene™ run

Program the RotorGene™ 2000/3000 for these 5 steps according to the parameters shown in Fig. 6-
24. All specifications refer to the RotorGene™ software version 6.0.33. Please find further information
on programming the RotorGene™ in the RotorGene™ 2000/3000 Operator's Manual,. In the

illustrations these settings are shown by arrows

Setting of general assay parameters & Reaction volume.,

First, confirm whether the PCR tubes used are No Domed PCR tubes by clicking in
the box as shown in the figure. Please note that tubes with domes cannot be used in

Rotor gene hence click in the box as shown below.
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3 Rotor-Gene VIRTUAL MODE - Run 2006-05-17 {1)

File Analysic Bun Gain View Window Help

? H O e

New Open Save | Stat Fause Siop
| Ehannels
—
‘Welcome to the Advanced Run Wizard!
-~ Rotor Type

wavéﬁﬂﬂﬁﬂg.

Settings fiooiesc Profile  Temp. Samples Analysis Reports  Arrange

72-well Rotor
GeneDisc (72 well)

| Rotor-Gene Analysis Software 6.0 (Build 33) |VIRTUAL MODE

s[4 & 2 DRHORIK || Qv | Bibe. | Ao | |[BERIRG7 P st
Fig. 6.

Confirmation of Reaction Volume as follows.

% Rotor-Gene VIRTUAL MODE - Run 2008-08-09 (1)

Filz  Analysis Run Gain View  Window  Help

A ® H| e e e

Mew Open Save | Start Fauce Siop
Jchannels

Help

J View K3 & [z

Settings Frooress  Profile  Temp,  Samples Andlysis Reports  Arrangs

New Run Wizard

This bo displays
help on elements in
the wizard. For help
on an itsm. hower
your mause over the
tem for help. You
Motes - FACTOR: ¥ LEIDEN MUTATION DETECTION an alsa click on @
combo box to display
help about its
avalable seftings

This screen displays miscellaneaus gffions for the run. Complete the fieldy/
clicking Next wihen you are ieady 6 move to the nest page

Operator

Fieaction o
Vekme s 0 =

Sample Layout: |12 3 -

Skipwizad | <<Back | Mewt>> /

Bank On Bank Off

Mamed On  &ll0n &l Off

Edit Samples

| Rator-Gene Analysis Software 6.0 (Buid 33)

Fig. 7. Setting of general assay parameters.

B Please click on the volume buttons to make sure that 25ul is reflected in the window
as shown above.
Then click next and a new window will open as shown below.

THERMAL PROFILE & CALIBRATION:

Here the thermal profile for the assay will be defined.

10
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% Rolor-Gene YIRTUAL MODE - Run 2006-05-17 [1)
Eile  Analksiz Bun Gan Yew Window Help

s i I = |

MNew Open Save

o o @ | e

Start Batise Stop Help

J View - & s

Settings Progress Profile Temp.  Samples Analysis Reports  Arange

J Channels

Mew Run Wizard [ ]

Temperature Prafile : This box displays
help on elements in
the wizard. For help
o an itemn, hover
lvour mouse over the  H
/ itern for help. ‘rou
i can also click an a
i combo box o display E

Channel Setup :

MHame [ Sowce | Detector | Gain | Create New I
FakASybr 4F0nm  510nm 933 Edit I
JOE 530nm  555nm g =
RO 585nm  E10nm A E dit Gair... I
Cy5 E25mm  BBOhp 4 =
Bemove I
Reset Defaults I

X
"&' LCalibrate. .. I
S

help about its

available settings.
Edit Profile 7. I

»

4 Skipwizard | << Back Hest>> |

Bank O |
Dn | 10
s

Fig. 8.

| Rotor-Gene Analysis Software B.0 [Build 33)

Soean| 4 @ 5 HEE QD3 ® 5K

| WIRTUAL MODE

H @Yah...l B ber ... | ﬂHoto...l ||7E'agg<y-mg;; @D 503 PM

Programming the temperature profile is done by activating the button Edit

Temperature Profile in the next New Experiment Wizard menu window as shown

above.

CYCLING PROFILE: Hold 95°C for 10 minutes as below

' _Rotor-Gene VIRTUAL MODE - Run 2008-04-22 (1)
Fie Analysis Run Gain View Window Help

New Open Save

Start Pause Stop

Wiew -
Help J Settings Frogress  Profile  Temp,  Samples  Analysis Reports  Arrange

| ehannets

i% Edit Profile

A . » @ @

New Open SaveAs | Help

The run will take approsimately 105 minute(s] to complete. The graph below represents the rn to be performed :

IO

Click on a cycle below to modify it
Insert after
Insent before..
Remave

Cycling

Hold Temperature: 95 [eg
aiilins 10 mins 0 |secs

Fiotor Speed : $a\ Speed >

BankOn | Bank Off

NamedOn | AlOn | Al Off

Edit Samples..

| Rotor-Gene Analysis Softwars 6.0 [Build 33]

28 Adobe Acrobat Profe... | [ Factor v leiden - Micr...

Fig. 9. Initial activation of the Hot Start enzyme.
Setting up of denaturation step in the cycling profile as depicted below i.e.

95°C for 15 seconds.

11
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File Analysis Run Gain View Window Help

b4 ® 5| @ o & | e

q R

wiew - -
Mew Open Save | Start Fouoe Shop Help H Settings Froorcss Profile  Temp.,  Samples Analysis Reports  Arrangs
Jchannals

1% Edit Profile

A = & Q

New ~ Open Saveds | Help

The run wil take appraximately 87 minutels) to complete. The graph below represents the run to be performed

R e

Click on a cycle below to madiy it

Huold Insert after..

Insert before..

Remove Linknowan

This cycle repeats 40 [ timels).
Lnknowsn
Click on one of the steps below ta modify it ar press + or - to add and remave steps for this cycle.

Timed Step | =]

a5 95 for 15 secs

15 seconds
Mot Acquiiing T2 for 10 secs

Nomal Speed |

I~ Long Range
B Teueheenm

H4%c for 20 secs

BarkOn | Bank O
Named On | AllOn | &lOf
Edit Samples..

| VIRTUAL MODE

Fig. 10.
Setting up of Anneling step in the cycling profile as depicted below i.e. 54°C for
20 Seconds and defining the Data acquiring channel i.e FAM & Cy5

? Rotor-Gene VIRTUAL MODE - Run 2008-04-22 (1) - |

Fle Analysis Run Gain View Window Help

ﬁBﬁ@..GHWEWEOMWﬁﬂ@

Wew Open Save | Start Fause Stop | Help Settings ©rogccs Profle  Temp.  Samples Analysis Reports Arange

Jchannels

% £ dit Profile

| g

New | Open SaveAs

=2 Page: Page 1

Help

The run will take: approvimately 87 minute(s) to complete. The graph below represents the run to be performed

e

Click on a eycle below to modify it :
Hold

Insert after

Insert before...

Remove Unknown

Unk
This cycle repeats nknown

40

Click on one of the steps below to modify i, or press + or - to add and remove steps for this cyole

Timed Step ~| ]

o 55% for 16 secs

20 seconds
Acquiting to Cycling & 72°c for 10 secs

times),

on Cy5, Fish/Sybr

Nommal Speed 54°c for 20 secs

I~ Long Range
I~ Touchdown BankOn | Bank Off
NamedOn | AlOn | ANOH
Edit S amples..

| Rotor-Gene Analysis Software 6.0 (Build 33) WIRTUAL MODE

Fig. 11.

Setting up of Extension step in the cycling profile as depicted below i.e. 72°C

for 10 Seconds

12
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Fle Analysis Run Gain View Window Help

2= I | @..OH

Wl w4 B & |

Wew Open Save | Start Fause Stop | Help Settings ©roocss Profle  Temp,  Samples Analysis Reports Arange

Jchannels

1% E dit Profile

b . ® |3 | @

Hew Open SaveAs | Help

The run will take approximately 87 minutels] to complete. The graph below represents the 1un to be performed

Click on a cycle below to modify it :

Hold Inzert after..
Insert before.
Remove

. i Unknown
Click on one of the steps below to modify i, or press + or - to add and remove steps for this cycle

Timed Step |

958c for 15 secs _I LI
72

10 seconds

Unknown
This cycle repeats 40 | time(s).

Nt Aoquiing

728 tor 10 secs

Nomal Speed

I LongRange 54%C for 20 secs
I~ Touchdown

BarkOn | Bank Off
Named On | AI0n | &I0f
Edit Samples

| Rotor-Gene Analysis Softwars 6.0 (Buid 33)

|VIRTUAL MODE

Fig. 12.

Setting up of Number of Cycles to 40 cycles in the cycling profile as depicted

below.

Fle Analysis Run Gain View Window Help

RN @ooo“vwe

Wew Open Sawve | Start Pause Siop | Help Settings “rooess Profile  Temp.

Samples Analysis Reports Arrange

Jchannels

1% Edit Profile

=2 Page: Page 1
4 . ® B | e

Hew Open Saveds | Help

The run wil take approximately 87 mirutels] to complete. The araph below represents the run to be performed

Click on & cycle below ta modiy it

Hold Insert after..
Insert before..
Remave

Click on one of the steps below to modify i, or press + of - to add and remove steps for this cycle

Timed Step - S|
55° for 15 secs
Tt

10 seconds

Unknown
Unknown
This cycle repeats 40 | time(s).

Mot Acquiing

72% for 10 secs

Nomal Speed

[~ Leng Range 54%C for 20 secs
[~ Touchdown

 osclorevsecs

EankOn | EBank Off
MNamed On | AIOn | &l Off

Edit Samples

| Rator-Gene dnalysis Soltware 6.0 [Build 33)

|VIRTUAL MODE

Fig. 13.

Setting up of Melt:
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Hold-1,,, 95°C for 15 seconds.

Fle Analysis Run Gain View Window Help

ERE) @oo‘eum

Mew Open Sawe | Start Fause “ion | Help

Bl @ 4 B

Settings roocos Profile  Temp.  Samples Andlysis Reports Arrange

JChannels

1% Edit Profile

bW, ® @ @

New Open SaweAs  Help

= Page: Page 1

The run will take approximately 86 minute{s) to complste. The graph below represents the run to be performed

Unknown

Click on a cycle below to modify it

Hold Insert after...
Cyclin
Inset before.
Remave _ Unknown |

Unknown
Unknawn

Hold Temperature : g5 |2
Hold Time: 0 |mine
Ruotor Speed Momal Speed A

Bank On | Bank Off
Mamed On | Al On | Al O
Edit Samples.

| Rotar Gene Analysis Software B0 (Build 23] |VIRTUAL MODE

Fig. 14.

Hold-2,, 40°C for 1 minute

File Analysis Run Gan View Window Help

I s i = |

Hew Open Save

@..‘OHWEW{-: @ v 1 W 3 =

Start Pause Stop Help Settings ©rooococ Profile  Temp.,  Samples Analysis Reports  Arrange

Jchannels

12 Edit Profile
=2 Page: Page 1

Mew | Open Saweds | Help

The run will take approrimately 83 minutels) to complete. The graph below represents the run ta be performed

Click on a cycle below to modiy it

Insert after.

Insert before.

Remove Unknown

Hold Temperature - L7477+,
Hold Time mins 0 |secs

Fatar Speed Nama\3peed

Unknown

BankOn | Bank Off
Mamed On | AllOn | AllOK
Edit Samples

| Rotor-Gene Analysis Software 6.0 (Buid 33)

|VIRTUAL MODE

Fig. 15.

HOLD-3,,, 50°C FOR one minute

14



Geno-Sen’s Factor V leiden Real Time PCR Kit for Rotor Gene 2000/3000/6000

% Rotor-Gene YIRTUAL MODE - Run 2008-04-22 (1)

File Analysis Run Gain View Window Help

A P H| 0 & @ e

Wew Open Sawe | Start Pause Siop | Help

J\ﬁew i ‘ » W w }j % =

Settings Fross Profle  Temp.  Samples Analysis Reports Arange

Jchannels
1% Edit Profile

b4 . ® &H | @

Hew Open SaveAs | Help

Page: Page 1

The run wil take appraximately 90 mintels] ta complete. The araph below represents the run to be performed

A e A

Click on a eyele below to modiy it
Insert after
Insart before
Femove

Hald Temperature : [7

Hold Time :

Fiator Speed:

BarkOn | Bank Off
NamedOn | AlOn | ANOH
Edit Samples

| Rator-Gene dnalysis Softwars 6.0 (Buid 33) |WIRTUAL MODE

I factor ¥ leiden. ..

Fig. 16.

DEFINING FINAL MELT CYCLING: The conditions are defined below:
The temperature range is 50°C - 80°C
Rising by 1°C

Wait for 60 second’s on 1%, step

Wait for 5 seconds for each step afterwards.
Acquire on FAM.
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E - Run 2008-04-22 (1)

File Analysis Rum Gain View Window Help

[T g = | @..‘0

Wiew B
New Open Save | Start Fause Siop | Help H Settings ~rocress Profle Temp,  Samples Analysis Reports  Arrange

| channels
i Edit Profile

b ® H | e

New Open Save As | Help

—— Page: Pag= 1

The run will take approximately 98 minute(s) to complete. The araph below represents the run to be performed :

Click an a cycle below ta modify it :

A Insen atter.

Insert before.

v Remove

Ramp fiom |50

o [T

Wait for

Acquire to

BankOn | BarkOff
MNamed On | AOn | AlOfF
Edit Samples.

| Riotor-Gene Analysis Software 6.0 (Build 331 | VIRTUAL MODE

Fig. 17.

Final Confirmation of the Thermal profile by pressing OK button as shown
below

JODE - Run 2008-04-22 (1)
File Analysis Run Gain View Window Help

EE @ooonew

New Open Save | Start Fause Stop | Help Seftings ©roooc Profile  Temp. Samples Analysis Reports Arrangs

| channels
1% Edit Profile

%] g

MNew ~ Open Saveds | Help

The run will taks approximately 98 minutels] ta complste. The graph below represents the run to b performed

Click on & eycle below to rmadify it

Insert after

Insert before..

~|  Femove Unknown

Rampfrom [50 | degress to [80 | degress. T

Risingby |1 = degree(s] each step,
waitfor  [B ] seconds on fist sten, then,

Wwait far 5 seconds for each step afterwards.

Acquire to Medt & on FAM /S pbr

BankOn | Bank Off
Named On | AllOn | AllOf
Edit Samples..

| Rotor-Gene Analysis Software 6.0 (Build 33) |WVIRTUAL MODE
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Setting the gains for the acquiring channel by clicking at the Calibrate button

as shown below.

% HRotor-Gene YIRTUAL MODE - Run 2007-01-01 [1)

=l2lx]

File  Analysiz= Fun  Gain iew ‘wWindow Help

A ®HIO 0 0@ (e ® & 4 = 42 0 o.
New Open Save Start  Fause, Stop Help Settings Mrogress Profile Temp. Samples Analysiz Reports  Arange
JChanneIs

New Run Wizard

Temperature Profile : This box displays
help on elements in
the wizard. For help
on anitem, hover
your mouse over the
| item for help. *f'ou
can alza click on a
combo box to display
help about its
available zetlings.

Channel Setup :

Mame | Source | Detector | Gain | Create Mew I
Fabd/Sybr  470nm  510nm E.E7 Edit |
JOE 530nm  555nm 10 =
ROx 885nm  E10nm 5 Edit Gain... |
Cy& E25hm  BEOhp 2E7
Hemove |
Reset Defaults | v
| Bank Off |
Lalibrate... i | Al OFF
...
Skip Wizard I <¢ Back Mest »> I

| Rotor-Gene Analysiz Software 5.0 [Build 41]

fse| | EHTOIREHE |
Fig. 19.

[VIRTUAL MODE

| iSiNceiBL.| Rinbox fo. | @tactorv...| [lRoters. | |[E3 S S 1059 am

The detection range of the fluorescence channels has to be determined according to the fluorescence
intensities in the PCR tubes. This adjustment is done in the menu window Auto Gain Calibration
Setup (activation in menu window New Experiment Wizard under Calibrate). Please set the calibration

temperature to the annealing temperature of the amplification program (compare Fig. 20).

Adjustment of the fluorescence channel sensitivity as shown below.
‘4 Rotor-Gene VIRTUAL MODE - Run 2007-01-01 (1) ’ ==
Eile  Analpsiz Bun  Gain Miew Window Help

AR H e 060 o s ] .
Mew DOpen Save Start  Balise Stom Helo Sattinns Pronrecs Profle Temn Samnles Analusis Beports Anange
Auto Gain Calibration Setup X
JChannels
(L— i~ Calibration :

New Run Wizard

Luta-Gain Calibration will read the fluoresence on the inserted zample at
different gain levels until it finds one at which the luorescence levels are
acceptable. The range of fluoreseence you are looking for depends on the

cheristry you are performing.
Set temperature to (54 :ll d‘g\
Calibrate Al I

iCalbrale Bequining:

I™ Perform Calibration Before 1st Acquisition
M PemCa\ibrat\on At 54 Degrees At Beginning Of Run

~ Charnel SEM\

x|

This box displays

help on elements in
the wizard. For help
on an item, hover
lvour mause over the
item for help. You
can also click on a
comba box to display
help about itz
available settings.

| N =l add.

Mame [ Tube Pasition | Min Reading | Max Reading | Edit I

Cy5 1 SFI 10F1

FAM/Spbr 1 5Fl 101 __fBemove |

Remawe All I
Bark Off |
D | Al GFf
Es...
Start faruall. I Cloge I Help
| Rotar-Gene Analysiz Software 6.0 [Build 41] | VIRTUAL MODE

st || 4 & =1 D @) D =2 || Snesiel | BRinboxfo | @tactorv | FlRotors | RS SR 11:02aM

Fig. 20.
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% Rotor-Gene VIRTUAL MODE - Run 2007-01-01 [1) == x|
File  Analysis Aun Gan  Wiew ‘Window Help

EE R S e R

Mew Open Save = Stat Fauze Stoo | Helo

Gettinns Piomeas Prefile  Temn Samnles Andlusis Reports Anange

Auto Gain Calibration Setup
J Channels
e — Calibration :
p F q A X
New Run Auto-Gain Calibration wil read the fluoresence on the inserted sample at B
different gain levels untilit finds one at which the fluorescence levels are This box displays
acceptable. The range of flugrescence pou are looking for depends on the help on elements in
chemistry pou are performing, the wizard. For help
on an item, hover
Set temperature to |54 j degrees. waur mouse aver the

item for help. You

Calibrate All | {CAlbrafE Acquiing} can also click on a

combo box to display
™ Peiform Calibration Before 1st Acquisition help about its

¥ Peiform Calibration &t 54 Degraes At Beginning OF Run avalable settings.

-~ Channel Settings :

| x| Add
Mame | Tube Pasition | Min Reading [ Max Reading | Edi.. |
05 1 EF| 10F1
FaM/Sybr 1 BFI 10F1 Remave | =
Remave Al |
3
Bank Off

Dn | AllOK
..

Star: | [ anualk: I Cluse* | Help

| Rotor-Gene Analysis Software 6.0 [Build 41) |V\HTUAL MODE

st | AE D@D || Encei 8L | Rinbox fo. | EfecterV..| flRorG..| | B3R SEe 11:00 M
Fig. 21.

Please do not forget to click on the box against “ Perform calibration at 54°C at beginning of the run.”
After that press Close and a new window will open as shown below.

The gain values determined by the channel calibration are saved automatically and are listed in the
last menu window of the programming procedure.

PRESS NEXT

4 Rotor-Gene VIRTUAL MODE - Run 2007-01-01 (1) =8|

File Analysizs Fun Gain Yiew ‘wWindow Help

s

Mew Open Save

@00‘@)

Start  Fause Stop Help

JV,BW&‘:GMWWQ%-

Seftings Frogiess Profle Temp.  Samples Analpsis Repotz  Anange

J Channels

New Run Wizard x|

Temperature Profile : This represerts the
temperature profile ta
bie: rur on the
instrument. To
change the profile,

| click Edit

Edit Profile ...

Channel Setup :

MHame | Source | Detectar | Gain | Create Hew... I
FaM/Spbr 470nm 510nm E.ET Edit |
JOE 530nm  555hm 10 == EE
ROx 585nm  B10nm 5 Edit Gain... | 57
Ly E28hm  BEOhp 267 = = e
Emove |
Rieset Defaults | !,

Bank Off |
O |_AllOH
=X

SkipWwizad | <<Back Nexts |

| Riotor-Gene Analpsis Software B.0 [Build 41] | VIRTUAL MODE

dsten|| (A E 1 D ® 2 || @ncaiBL..| B nboxfo. | @facterv..| fHRoterG..| | FBEG GBS 11050
Fig. 22.
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Starting of the Rotor Gene™ run. Press Start Run Button.

4 Rotor-Gene VIRTUAL MODE - Run 2007-01-01 (1) =|=] %]
File Analziz Bun  Gain  Yiew ‘window Help
U A H O 00 e

JVlew Rt: 6 M m ﬁ Q % -

Mew Open Save Settings Frogress  Profle Temp.  Samples Analysis Reports  Amrange

Start Fatize Stop Help

J Channels

New Run Wizard

Summary :

Setting | Walue |
Cy5 Gain 267

Fésd /5 pbi Giain EE7

Auto-Calibration Before Run &t 54 Degress
High Speed Rotor - On

Rotor 36-Wel Rotor

Sample Layout 1.2.3, ..

Dnee pou've confimed that your nn seftings are conect, click Start Runto 757 it B Bank Off

', begin the un, Dn | Al Of
| =5

Skip Wizard << Back

| Rator-Gene Analysis Software 6.0 (Buld 41] | WIRTUAL MODE

s || AE S T @SR || ESincaiel.| Binbox fo. | Bzctor .| FlRotorG..| |[FBEY SBBE 11:08m
Fig. 23:

Save As Kl E3 ===
Save ine | S EYIE— - gl 7 1 o 3 =
] assays for development [ genome logo_files [ Profile  Temp. Samples Analysis Repots Amange -
|1 ber-abl COHM NEW LTR (
|1 bird flu papar2_fles CILAMUYIDIME RESISTAMCE files |
1 bird flu paper_files [ metropolis rotor files (
I_1 Bluetoath [ iy eBooks (
|1 Entrez-PubMed_files (2 My Pictures [
| | I
File name: IFACTDH W DETECTION 110205 Save
Save as lype: IHun File [* re] j Cancel \

effing N\

Cv5 Gain 267
Fésb/Sybn Gain E.E7
Auto-Calibration Before Fun &t 54 Degress

High Speed Rotor  On
Ratar 36wl Rotor
Sample Layout 1.2.3..

Once you've confimed that your rwn settings are corect. click Start Run to [@: Start Fun Bank Off
A begnthe un = Dn | AN Off

g,

Skip Wizard << Back

| Fiotor-Gene Analysis Software 6.0 [Build 41] | WIRTUAL MODE

#sat|| AE o@D 2 || @incaier.| Rinboxfo. | @izctorv..| FlRetorG..| |[EREY SR 11:08m

Fig. 24.

SAVING THE RUN FILE AS ABOVE

Store the run file either in my documents or a designated folder as shown above.
The moment save button is clicked after the file name, machine will start.
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8.f. Programming the Rotor Gene™ 6000

The RotorGene™ 6000 PCR program for the detection of Factor V leiden can be divided into following

steps:

G. Setting of general assay parameters & reaction volume
H. Thermal Profile & Calibration

I.  Cycling profile/ & Initial activation of the Hot Start enzyme
J. Cycling for Amplification of DNA

K. Adjustment of the sensitivity of the fluorescence channels
L.

Starting of the Rotor Gene™ run

Program the RotorGene™ 6000 for these 5 steps according to the parameters shown in Fig. 25-45.
All specifications refer to the RotorGene™ software version 1.7.40. Please find further information on
programming the RotorGene™ in the RotorGene™ 6000 Operator’s Manual,. In the illustrations these

settings are shown by arrows

Setting of general assay parameters & Reaction volume.

First, confirm whether the PCR tubes used are No Domed PCR tubes by clicking in
the box as shown in the figure. Please note that tubes with domes cannot be used in

Rotor gene hence click in the box as shown below.

Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)
ain Wiew ‘Window Help

File Analysis Run Gain
Z € H| P .
New Open Save | Start Foise Siop I New Run Wizard

‘ Channels

‘Welcome to the Advanced Run Wizard!

~ Rotor Type

Skip Wizard

 BarkOn | BankOff |
Named On | Il Off

Edit Sar

VIRTUAL MODE

Rl ® )~ | 11:34 AW

Confirmation of Reaction Volume as follows.
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&1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 )

File Analysis Run Gain  Yiew ‘Window Help
ZeEd Pl B @
Mew  Open Sawve Start Fause Stop Help
| Channels

vew @ @ W H W Wy

Settings Frooress Profile  Temp.  Samples Analysis Reports Arange

Page: Page 1

New Run Wizard

This sereen displays miscellaneousMptions for the: un. Complete P& fields, This box displays

f help on elements in
clicking Next when you are readyfo move to the nest page. e e
on an item, hover
your mouse over the
item for help. You
Notes FACTOR ¥ LEIDEN MUTATION DETECTION can also click on &
combo box to display
help about its
avallable seftings.

Operator

caction |
Wolume (L) I=T]

Sample Layout: |12 = -

/

Skipwigard | <<Back | Mews» F B
Bank On Bank OIf

Named On | &l On | AllOF

Edit Samples

| Fioter-Giene 6000 Series Software 1.7 (Bu

df 250l.d.. = |

Fig. 26. Setting of general assay parameters.

B Please click on the volume buttons to make sure that 25ul is reflected in the window
as shown above.
B Then click next and a new window will open as shown below.

THERMAL PROFILE & CALIBRATION:

Here the thermal profile for the assay will be defined.

&1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1) [— =[]
File Analysis Run Gain Miew ‘Window Help

ZEH PIlE @ |

Mew Open Save | Start Faice Siop | Help Mew Run Wizard

J Channels Temperature Profile

the wizard. For help

on an item, hover E
lvour mouse over the
item for help. You

can also click on
comba box ta display
help about its

available seitings.
Edit Profils

Chanrel Setup

Mame | Source | Detector | Gain [ Creale New.

Gieen  470nm  510nm 10 i

Yelow  530nm  555nm 8 =
S85nm  6l0nm 5 Edit Gain
625nm  B60nm 267

Cimson  B80nm  FOhp 7 Remove

Reset Defaults

Gain Optimisation.

SkipWizard | << Back Hest >>

3
Bank On Bark OFf

Named On | AllOn | AlOMF

Edit Samples.

FRotor-Gene 6000 Series Software 1.7 (Build 20] WIRTUAL MODE

Fig. 27.

Programming the temperature profile is done by activating the button Edit Profile in

the next New Experiment Wizard menu window as shown above.
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CYCLING PROFILE: Hold 95°C for 10 minutes as below

1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)

File Analysis Run Gain View Window Help
ZEH Pl @ ..
Wew Open Save | Start Fouse Stop | Help
| channels

New Run Wizard

¥ Edit Profile
(Z I =] H @

New Open  Saverfs | Help

The 1un will take appraximately 64 minutels] to complete. The graph below represents the 1un to be perfarmed

Loy

Insert after

Cycling _
Insert before
Hold Temperature: g5 ¢

Hold Time 10 [ir 0 |secs

{

Click on a eycle below to madify it :

[
EankOn  Bank OFF
Named On | AN0n | All Off
Edit Samples.

| VIRTUAL MODE

Fig. 28. Initial activation of the Hot Start enzyme.

Setting the Cycling and acquisition.

When clicked on Cycling the window will open as below.

i‘;_ Rotor-Gene 6000 Series Software YIRTUAL MODE - Hydiolysis Probes 2007-11-11 [1)

SRS ¥ E dit Profile
JEAT T (e
Mew 0O Mew Open Savehs Help

J Channel The run will take approkimately 98 minute(s] to complete. The graph below represents the wn to be performed :

Click on a cycle below to modify it

Hald Insert after... |
Hold 2

Insert before |

Remove |

Thiz cycle repeatz 40 |time[s].

Click on one of the steps below to madify it or press + or - to add and remave steps for this cycle

Timed Step j J j
9]
i 95°C for 10 secs
10 secands

Mot Acquining E

»
™ Long Range B0 for 45 sers ok Of |

I™ Touchdawn

| ot

RatorGer - | —

ghstan || 4 @ & ® @ [=] || converted | BFHCY -Mi. | EHEY -Mi. | % [Retortie. | || @SS 1045 am

Fig. 29.

Click on the Plus sign at the right hand as shown in the figure to make the Cycling a three step
process. A new window as shown below will be there.

Setting up of denaturation step in the cycling profile as depicted below i.e. 95°C for 15 seconds.
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ﬁ Rotor-Gene 6000 Series Software YIRTUAL MODE - Hydrolysis Probes 2007-11-11 [1)

SIENNEUE W £ dit Profile
£ | ]

Mew U Mew Open  Savehs Help

J Charnel The run will take approzimately 115 minutefs] to complete. The araph below represents the run to be performed :

Click on a cycle below to madify it

Hald Insert after... |
Hold 2
Insert before... |
Remove |
This cycle repeats 40 |tlme[s].

Click on one of the steps below to madify it, or press + o - to add and remove steps for this cycle.

Timed Step j J ﬂ

1!
5 | 95°C for 15 sece

/ 720 for 200 secs /E

™ Touchdown BO2C for 45 secs o

|t

Mot Acquiing

FotorGer Ok | hopE
}@Stalll J @ & @ @ @ | |J acnnvenedl HEV-Mi | @HBV-M\ | gjﬂmmr-ﬁe | |0®% 10:49 &M

Fig. 30.

Setting up of Anneling step in the cycling profile as depicted below i.e. 54°C for 20

Seconds

£ Rotor-Gene 6000 Series Software YIRTUAL MODE - Run 2008-08-09 (1)

File #&nalysis Run  Gain  View Window Help

A H P IlE @ || :
Mesy  Open Save Start Pause Stop Help New Run Wizard

| channels

M Edi il 74 |Ciick this button to
Ldit Profile SO [edit the profile
@

shawn in the box
& H @ above.
Hew open savess | Help

The run will take appraximately &3 minLte(s) to complete. The graph below iepresents the un o be performed

I

Click on a cyele belaw to modify it

Hold Inzert after.
Insert befare.

Remove

This cycle iepeats 40 | timels).
Click on one of the steps below ta modify it, or press + or - o add and remave steps for this cucle

Timed Step - N |

T 958C for 15 sece

T |
Mot Acquiing 72C for 20 sees
I Long Range /
2 =1 2 1= .

I Touchdawn

I 3
BankOn | Bank OIf
Named On | &10n | Al Off
Edit Samples

| VIRTUAL MODE

Fig. 31.

After setting the Anneling temperature and the time for anneling click on the “Not
acquiring ” as shown by arrow. A New window will open as shown below.

Defining the Data acquiring channel i.e Green (FAM) & RED (CY5)
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1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 )

Filz Analysis Run Gain  View ‘window Help
Mew Open Save | Start Pouce Stop | Help
| ehannets

Click this button to
edit the profile
showr n the box
above

The min will take JETES 0

Same as Previous © | (Mew Acquisition]

Acquisition C: 3
Available Channels Aequiing Channels :

[[Name | o > | [Heme |
Click on a cycle Crimsan /'LI Green
Hold Dranie

Yellow =l

Ta acquire fiom a channel, select it from the list in the left and click >. To stop acquiring from
channel. select it in the right-hand list and click < To remove all acquisitions. click <<

This cycle repeat

Click on one of

s4d Dy Chart>> 0K | Donttécquie Help

20 :ec| Dye Channel Selection Chart
Mot Ao : . . ] b
= Lorg Fianad FAM L, SYBR Green 14, Fluorescein, Evairesn . Alexa Fluor 4880 [~ 5
I~ Touchdowr JOE-, VG, HEX, TETY. CAL Fluor Gold 540+, Y akima Yellow' 23
RO CAL Fluor Red 610, Cy3 5, Texas Red ", Alexa Fluor 568 24 :
Cy5, Quasar 670, LightCycler Red540 ), Alewa Fluor 6337 < | 3

; 5 5 Bark On | Bank Off
Quasar7052, LightCycler Red?05 %, Alera Fluor 630 Named Gn | AlOn | &1 0

Edit Samples

Timed Step

‘ Rotor-Gene 8000 Series Software 1.7 (Build 40) |V\F!TUAL MODE

Fig. 32.

11:51 AM

Highlight the Red and then press the right arrow. Just see before shifting the Red to right that there is
no other channel in the right except for Green. In case any other Channel appears besides Green on
the right then the same be shifted to the left.

Confirmation of Channels as shown below.

£ Rotor-Gene 6000 Series Software YIRTUAL MODE - Run 2008-08-09 (4}]
File Analysis Run Gain View Window Help
Mew Open Save | Start Foice Slop | Help
J Channels

4 Edi i Click this bution to
fdit Profila el it the profile
shown i the box

above

The run will take .

Game as Previous | |[New Acquisition]

Acquisition Configuration :
Awailable Channels Acquiing Channels

Name | LI Name

Click on a cycle f | | Crimson
Hoid Drange < |[Fed

¥ ellow il

To acquire from & channel, select it from the list in the left and click > To #op acquiting from &

This cycle 12pe8d | cpyannel. select it in the right-hand list and click <. To remove all acquisifn, click <<

Click on one of

s DyeChart>> 0K | Den'tAcquie Help

20 sed Dye Channel Selection Chart
Not Ac

Timed Step

21
I~ Long Rangd ——— 5 5 =
B Teusinan JOEL,VIC, HEX, TET™. CAL Fluor Gold 540Y. Yakima Yellow® 23
RO, CAL Fluor Red 610, Cy3.5%, Texas Red™, Alex Fluor 556 24
Cy5<, Quasar 670%, LightCycler Red5a0, Alexa Fluar 5334 < | »

— = 5 BankOn | Bank Off
705, LightCycler Red705", Aloxa Fluor B30
OeErfs, hiites Fe s N Mamed On | A10n | AllOKF

Edit Samples

FAM- SYBR Green 14, Fluoiescein, EvaGreen-, Alexa Fluor 488

‘ Rotor-Gene BO00 Senes Software 1.7 (Buid 40) WVIRTUAL MODE

Fig. 33.

Once the Green & Red Channels are on the Right side then press OK as shown by the arrow.
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Setting up of Extension step in the cycling profile as depicted below i.e. 72°C for 10

Seconds

i1 Rotor-Gene 6000 Series Software VIRTU. IODE - Run 2008-08-09 (1)

File Analysis Run Gain View ‘Window Help
ZEH P |
Mew Open Save | Start Foucc Stop | Help
Jchannals

New Run Wizard

™ Edit Profile Click this bulton to

edit the: profile
2 &l H @ shown in the box

above:
e Open  Sawe As | Help

The mun will take spprowimately 87 minutels] to complete. The graph below represents the run to be performed :

A R

Click on a cycle below to modify it ©
Hold

Insert after

Insert before.

Remove
This cycle repeats 40 | timels)
Click on one of the steps below to modify it or press + or - to add and remove steps for this cycle

Timed St - - |+
measer _I 958C for 15 secs _I _I

7220

10 seconds H
Mot Aequiring 72°C for 10 secs 21

I~ Long Range 22
I Touchdown 54°C for 20 sece 23

<] T y
BarkOn | Bark Off
NamedOn | AlOn | Al Of

Edit Samples

‘ Rotor-Gene 6000 Series Software 1.7 (Build 40] |V\HTUAL MODE

Fig. 34.

Setting up of Number of Cycles to 40 cycles in the cycling profile as depicted
below.

&1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)
File Analysis Run Gain View Windew Help
ZeH PN @ .
Mew Open Save | Start Foice Siop | Help
Jchannets

New Run Wizard

¥ Edit Profile Click this bution to

SaO) |edit the profile
] g W @ shawn in the box

abave.
Hew Open Saveds | Help

The run will take approximately 87 minute(s] to complete. The graph below epressnts the 1un to be perormed

AR A

Click on & cycle below to modify it
Hold

Insert after.

Insert before:

Remove
This cycle repeats 40 | ti

Click on one of the steps below to modify i, or press + or - ta add and remove steps for this cycle.

Timed Sk - - |+
measten _I 95°C for 15 secs _I _I

FoC

T seconds :
Mot Acquiring 72°C for 10 secs el

I Long Riange 2

I~ Touchdown 54C for 20 secs ij

< [ 3
BankOn | Bark Off
NamedOn | A10n | AllDf

Edit Samples.

| Rotor-Gene B000 Series Software 1.7 [Build 40)

|VIRTUAL MODE

Fig. 35.
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Setting up of Melt:

Hold-1,,, 95°C for 15 seconds.

Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)

File Analysis Run Gain  ¥iew Window Help

ZeEd il e

MNew Open Save Start Fause Stop Help New Run Wizard
| channels

M Edit Profile
&z g W @

Mew  Open Saveds | Help

The run will take approximately 88 minute(s] ta complete. The graph below represents the wun to be performed

Click on a cycle below to modify it

Insert after.
Insert befare.

Remave

Hold Temperature

Hold Time 0 | mins

Click this button to
edit the profile
chown in the box
above

BarkOn |  Bank Off

MNamed On | AllOn | Al OFf

Edit Samples.

‘ Rator-Gene 6000 Series Software 1.7 (Build 40)

‘5 Start

Fig. 36.

Hold-2,., 40°C for 1 minute

[VIRTUAL MODE

Flle  Analysis Run Gain View ‘Window Help

ZeEH kIl le

Mew Open Save Stark Pouse Shop Help New Run Wizard
| Channals

¥ Edit Profile

z . ¢

Mew Open  Save s | Help

The run will take approximately 83 minute(s) to complete. The graph below represents the run to be performed ©

Click on a cycle below to modify it »

Insert after...
Insert before.

Remove

Hold Temperature : £
Hold Time : 1 Imine 0 |secs

Click this buttan to
edit the profile
<hawn in the box
above

>

|
BarkOn | Bank Off

Named On | AllOn | AllOIF

Edit Samples.

WIRTUAL MODE

HOLD-3,,, 50°C FOR one minute
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i“:‘nlnr-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)
File Analysis Run Gain View Window Help

ZEH P IlH @ |

Mew Open Save | Start Foice Siop | Help New Run Wizard

| Channels

1 Edit Profile
S @

Open Saveds | Help
& run will lake approsimately 30 minute(s] to camplete. The graph below represents the run to be performed :

Insert after...

Insert before:

Remove

Held Temperature

Hald Time: 1 ‘mins 0 |secs

x
pes
e
2
4

[ 3
BankOn | Bark Off
Named On | AlOn | Al Off
Edit Samples..

‘ Rotor-Gene BO00 Series Software 1.7 (Buid 40) ‘VIHTLIAL MODE

Fig. 38.

DEFINING FINAL MELT CYCLING: The conditions are defined below:

The temperature range is 50°C - 80°C
Rising by 1°C
Wait for 90 second’s on 1%, step

Wait for 5 seconds for each step afterwards.

Acquire on Green.
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ene 6000 Series Software VIRTL ODE - Run 200!

Flle Analysis Run Gain View Window Help
Mew Open Sawe & Start Pouse Stop | Help Mew Run Wizard
| Channels

@ Edit Profile % Click this button ta

edit the profile
22— 5]

shown in the box
Hew Open Saveds | Help

above,

The run will take approrimately 33 minute(s] to complete. The graph below epressnts the un to be performed

A e

Click on a cycls below to modify it

A Insert after.

— | _Insert before,

~|

| degrees ta [50 j‘de!Fees,

| »
BankOn | Bark Off
Named On | AIOn | All OF
Edit Samples

‘ Rotar-Gene 6000 Series Software 1.7 (Buid 40) ‘VIF!TLIAL MODE

Fig. 39.

Final Confirmation of the Thermal profile by pressing OK button as shown
below

1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)
File Analysis Run Gain View Window Help

ZEH P IlN @ ..

Wew Open Save | Start Fouse Stop | Help New Run Wizard

| Channels

M Edi 1 7l [Click this button to
o EditHeiils L) | oot the profile

shown in the box
A above.
Hew Open Saveds | Help

The run will take approximately 99 minutels] ta complete. The graph below represents the run to be performed

Click on & cycle below to modify it :

A Inser after
| Insert before.

Remove

Rampfrom [50 ] deessta [50 ] demress,

Risingby [T ] deesls] each step.,

Waitfor  [30 seconds of pre-mel condiioning on first step,
waittar  [5 ] seconds far sach step aftenands

Acquirets  Meltd |onGreen

| 3
BarkOn | Bark OFf
Named On | AllOn | AIDH
Edit Samples

Rator-Gene 6000 Series Software 1.7 [Build 40) WIRTUAL MODE
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Setting the gains for the acquiring channel by clicking at the Calibrate button

as shown below.

1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)

Fle  Analysis Run Gain View Window Help

Zed kil

Mew  Open Sawe | Start Foise Stop

Wie
Help New Run Wizand

J Channels Temperature Profile [Click this button ta
adlt the profile
shown in the box
sbave

TEAr e ]

Channel Setup :

Mame | Sowrce | Detector | Gain [ Create Mew
Gieen  470nm Si0am 10 it
Yelow o 530nm  555am @ =

Orarge | 585nm  B10nm 5 Edit Gain
Fed 625nm  BEOnm 267 _—
Crimson | 680nm  7i0hp 7 Remove

Reset Defaults

\
Gain Dptimisation.

SkipWizard | <¢Back Nest >

3
Bank On Bark Off

Named On | &l On aff

Edit Samples

‘ Rotar-Gene 6000 Series Software 1.7 (Buid 40) ‘VIF!TLIAL MODE

Fig. 41.

Adjustment of the fluorescence channel sensitivity as shown below.

The detection range of the fluorescence channels has to be determined according to the fluorescence
intensities in the PCR tubes. This adjustment is done in the menu window Gain optimization Setup
(activation in menu window New Experiment Wizard under Gain Optimization). Please set the

temperature to the annealing temperature of the amplification program (compare Fig.42 .)

i1 Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 i1
Fie Analysis Run Gain View Window Help

7 € -

Mew  Open Save

P> nm

Start Pause Stop

2]

Help

Wies

New Run Wizard

J Channels This box displays
help on elements in
the wizard. For help
o an item, hover
your mouse over the
item for help. You
EEEnean: can also click on a
combo box to display

#Auto-Gain Optimisation will read the fluoresence on the inserted sample at
% help about its

Auto-Gain Optimisation Setup.

different gain levels unil it finds one al which the flucrescence levels are
acceptable. The 1ange of fluorescence you are laoking for depends on the available settings.
chermistiy you are performing

Sej temperature to [54 < dagrens.
=t Create New.
EEtpLel] N e |
I~ P Optimisation Before 1t &cquisiton o

[¥ Perfarm Optimisation At 54 Degrees At Beginning Of Fun
Remove

~ Channel Settings
[ [=] Add..
Hame | Tube Posiion | Min Fieading | Max Feading | Min Gain | Max Gain Edit.

Green 1 BFI A0 10
Fed 1 A0 10

Reset Defaults

Bemave

Aemove Al

3

Bank On Bank OFf

Mamed On | &I0n Al OF

Edit Samples.

‘ Rotor-Gene 6000 Series Software 1.7 (Build 40) |V\F!TUAL MODE

Fig. 42.
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The following needs to be done.

B Click on the Optimise Acquiring

B Click on Set temperature To Adjust the Temperature to 54°C.

B Click on the Box Perform Optimisation at 54°C at the beginning of the Run.

B Just see that below the channel settings there appear only two channels i.e. Green
and Red. In case it is different then the channels have not been set properly. Close
the window and reset the channels.

B Then Press Close.

B The press Next as shown below.

Please do not forget to click on the box against “ Perform calibration at 54°C at beginning of the run.”
After that press Close and a new window will open as shown below.

The gain values determined by the channel calibration are saved automatically and are listed in the

last menu window of the programming procedure.
PRESS NEXT

= nlurrGene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 (1)

File Analysis Run Gain View Window Help
i S
ZeEdH kIl B e
Mew  Open Sawve Start Fause Stop Help
| channels

v
New Run Wizard

Temperature Profile This box displays

help an elements in

the wizard. For help
on an item, hower
vour mouse aver the
ftem for help. You
can also click on a JR
combo box to display

help about its
available settings.
Edit Profile

Channel Setup :

Mame | Source | Detector | Gain | Create Mew
Green  470nm  5i0nm 10 R

Velow  530nm  5S5am 8 S
Orange  585nm B10nm 6 Edit Gain
Fied E25rm  BEOnm 267
Ciimson  620nm

Remove

Reset Defaults

skipwizard | ccBack | Wewts>

3
Bank On Bark Off

NamedOn | AIOn | Al OfF

Edit Samples..

| Rotor-Gene 6000 Series Software 1.7 (Build 40] | VIRTUAL MODE
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Starting of the Rotor Gene™ run. Press Start Run Button.

ene 6000 Series Software VIR ODE - Run 2008-08-09 (1)
File Analysis Run Gain View Window Help

Zed il il e |«

Mew Open Save | Stark Pousc Siop | Help New Run Wizard,

| channels Summary

Setting [ Value
Green Gain 10

Fied Gain 267

Auto-Gain Optimisation Before Run At 54 Degrees
Flotor 36well Fotar

Sample Layout 1,2.3,...

Reaction Volume (in microliters] 50

You are about to run in VIRTUAL mode.

Once you've confimed that your run setiings are canect, click Start Aun ta Save Template
beain the run. Click Save Template to save setings for fature mns.

Skip ‘wizard << Back

Eank On Bark Of

Named On | Al On | Al Off

Edit Samples

| Rotor-Gene B000 Series Software 1.7 (Euild 40] [VIRTUAL MODE

Fig. 44:

& Rotor-Gene 6000 Series Software VIRTUAL MODE - Run 2008-08-09 1)
Fil= Analysic Run Gain View ‘Window Help

ZEH Pl @ || A

Mew  Open _ R
| channets
Savein: | (& Deskiap ~| @ =k E-
My Documents (E)imporknat Files G2 5horteut ko data
@ 3 My Camputer (kapa [ Fhorteuk ko Mew Folde
MyRecent  €dmy Metwork Places [Clatest docs
Dosuments R akar-Gene D ions (norway
@ (Ep—— Eoffert
[E) ARTICLES AND PAPERS (Ehphotos [ Walue [
Deskton |5 chackists._files (Cpresentations 10
|2y corbett () professional 267
= P Before: Run At 54 Dedress
Lﬁ IC3) documents etc [C3ac reports 3g-wel Fotor
o D‘ . IE)esurgicalsCD Erecent files 1.2.3,
HPRRMES S cauRaY [Chrecent run files s} 50
- I3 GAURAY 2 2s.0.pi
El (Shsename (Ssafdar jung genes
My Camputer | Genome Export Systert |n in VIRTUAL mode.
(ChHeY GENOTYRING (CDvirus saftwares i run seltings are correct, click Start Run ta Gave Template
@ & o 0 5 | Pete to save settings for future rns.
My Network  File name: |FACTOR v LEIDEN MUTATION DETECTION = | Save
Flaces
Save as type: [Rur Fie: (" rex) =] Cancel
=
Named On | AllOn |_AIDI
Edit Samples.
| Rotor-Gene 5000 Series Software 1.7 (Build 40) | VIRTUAL MODE

Fig. 45.

SAVING THE RUN FILE AS ABOVE

Store the run file either in my documents or a designated folder as shown above.
The moment save button is clicked after the file name, machine will start.
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9. a) Generated Data Interpretation & Analysis for Rotor Gene
2000/3000

Data analysis is performed with the RotorGene™ software according to the manufacturer’s
instructions (RotorGene™ 3000 Operator’s Manual).

However for convenience the procedure is detailed below.

1. Go to the Analysis part.

% Rotor-Gene VIRTUAL MODE - FACTOR V 5 LEIDEN

File  Analy Bun Gain Wiew Window Help
d@\gld 0600 @fwi 2 © I @ 3

Mew DOpen \Save | Sta Fauge Siop Help Seltings Progress  Profle Temp.  Samples Analpsic Repotz  Anange
cling A FAM/Subr 5 Cyucling A 08 5 Mell AFAMASpbe ] Melt A CyS

JEhannEIs @ \

Faw Channel [Cycling A.FAM/Sybi) Page: Page 1

prescence

=

1o

=

1=

[ iHBAS B
4f HBAS?
5

] 5 Mo "5 ) 25 T30 T35 Cyde

just Scale... | Auto-Scale| Default Scale| Options| |Page 1 -

=
Bank On Bank Off |
Named On | AllOn | AlOH

Edit Samples...

| Riotor-Gene Analpsis Software B.0 [Build 41]

[VIRTUAL MODE
o | AE ST ® O 2 || @wel | 24w |[flRe.. #jfec | | BE TR s2san
Fig. 46.
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After the window is opened click on the following as shown in figure below.

% BRolor-Gene YIRTUAL MODE - FACTOR ¥ 5 LEIDEN -2 x|

File  Analsis Bun  Gain  Yiew ‘wWindow Help

s B

Mew Open Save

Jl:harmEIS 4 Cyeling A.FAM/Sybr 3 Cycling A5 2] Melt & FAM/Spbr 24 Melt ACyS |

o 0O 0O

Start Falise Stop:

Help

J view o © @2 i o &

Setings Progress  Profle  Temp. Samples Analysis Reports  Anange

Raw Channel [Cycling A.FAM/Spbr) Page: Page 1

25td Curves [Rel] | Otk
Quartitation £

Melt &.Cy5 W a‘m
./ kel & Fakd/Sybr [Page 1] ) T

15 20 25 T30 35  Cycle:

Bale | [Options| [Fage 1 =

Show | Hide: |
™ auta-shiink windaw

P
Bank On | Bank Off
Mamed On_| &l On | Al OFf
E dit Samples...

| Raotar-Gene Analysis Software 5.0 [Build 41) |V\F\TUAL MODE

#sat|| A @ =1 D@ S =2 || Ewel. | Daw. | f[lRste. | &t | e TER 931am
Fig. 47.

Once the right buttons have been pressed i.e. Melt and FAM as shown by arrows then press show.

The Lower window will appear once show is pressed.

4 Rotor-Gene VIRTUAL MODE - FACTOR V 5 LEIDEN - [Melt Curve Analysis - Melt A .FAM/Sybr [Page 1]]

QE"E Analpsis Hun Gain  Yiew Window Help _|5' él

A A HI0O O 010 W~ & © I @ a4 0 @,
Mew Open Save | Sial Fause Siop Help Settings Progiess  Profle  Temp. Samples Analpsis Reports  Anange
JChanmeIS 4 Cycling & FAM/Spbr 7] Cycling ACYS 5] Mek AFAM/Sybr 2 Melt ACYS ‘
Q Page: Page 1
Repoits... Riesults Genolypes.
clF T
02
015
[ H
04 Bark On | Bank Off
] Named On | Al On | AllOH
Edit Samples...
003 Peak Calling
[~ Flip sign of dFAdT
1} .
[Threshom Theshold:  [000428 | % |
Temperature 3
oS Threshold : —I
== B B Peak Bins
o &ﬁ_q‘
ﬂ 55 50 55 i) 75 o
Adjust Scale Auta-Scale ‘ ﬂlﬂl
| Rotor-Gene Analysis Software 6.0 [Build 41] |V\F\TUAL MODE

dsat|| A€ D@ D2 || Ewel.. | Daw..|[fHro_ | Eltact. | e SR e
Fig. 48.

Do the following:
1. First with the help of help of right button of your mouse if required change the digital filter to
Medium or heavy if required.
Now set the threshold manually.
Now define the bins by clicking on the New bin and placing it at the right place. As shown in

the figure below.
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% Rotor-Gene VIRTU. MODE - FACTOR ¥V 5 LEIDEN - [Melt Curve Analpsis - Melt A FAM/Sybr [Page 1]]
,.ﬂ Eile  &nalysis Bun Gain  Yiew ‘window Help ;IEILI

el S S R - iew oo ) ) il o -
Mew Open Save Start Balize) SHop Help Settings Progress Profile  Temp. Samples Analysis Reports  Amrange
JCharmE\S 4 Cycling A FAM/Sybr 34 CyclingA.Cy5 4 MeltAFAM/Spor 24 MeltA.Cy5 |
3 Page: Pags 1
Reports... Results Genolypes..
cIF 5T]
3
4
5 MUTANT
0z ;
. o —» Mutant 5
H v
01s) Wild 8 WILD TPE
Bin B <] S
o1 Bark O | BarkOff |
7 Mamed On | AllOn | &l OFf
Edit Samples...
0054 Peak Calling
™ Flip sign of dF/dT
] .
[Threshoid Thieshald:  [0.00428 5|
Temperature =
005 Thieshold —I
I N Peak Bins
o :
A Bin& G165
BnB  BE.95
ﬁl Tz Ten 55 Lo 75 °c
Adiust Scale Auto-Scale | _ MNewsin | Remove |
| Rotor-Gene Analysis Software 6.0 [Build 41] |VIF!TUAL MODE

Aot AE S T @B =T =T | T | e TR o5 am
Fig. 49.

Now Click on the Genotyes ICON to define the respective Genotype. The following window will

appear.

4 Rotor-Gene VIRTUAL MODE - FACTOR ¥ 5 LEIDEN - [Mel ==
ﬂ File Analysiz Bun Gain View '“Window Help =&l x|
4 B H (e 00 e || s O ©Wog @ =

Mew Open Save | Staf Fause Stop Help Seftings Progress Profle  Temp. Samples Analysis Beports  Arange

JChanna\s 4 Cycling & FAM/Sybr 5] Cycling A.Cy5 ] Melt AFAM/Sybr ] Melt A CyS |

:;-i ‘ ﬁ Page: Page 1

Feports Results Genotypes

dF /T

MUTANT

5w

02| #¥ Edit Genotypes for Melt A.FAM/Sybr ] : MUTAMT

Genatype : Abbrev.: BinA BinB

0.15| | o g WILD TYPE
| [ e ﬂﬁlkﬂn | BankOff |

Mared On | AIOn | Al O

I l— J _I Edit 5 amples...
n.0s| I ; j :II LI Peak Calling
I | i

-

4]

Cancel | ™ Flip gign of dFAdT

2 LTI | e— . foozs
Threshald el Thieshald:  |0.00422 ll
Temperature S
-0.05 ; Threshald : —I
1= > Peak Bins
o1 N
I . [Bna w6
BinB  EBESS
ﬂ 53 50 75 70 75 EN
Adjust Seale Autc-Scale | Hew Bin | Remove |
| Fiotor-Gene Analysis Software 6.0 [Build 41] |VIF|TUAL MODE

|| E@w..| 2ra.| FF. | B | @ | | DRI aseam

dsar|| A @ 1 D @0 2 H
Fig. 50.
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Now define the Genotypes as shown in the window below.

4 Rotor-Gene VIRTUAL MODE - FACTOR ¥ 5 LEIDEN - [Melt == x|
,3 File  Analsiz Bun Gan Wiew ‘window Help ==l
A A H 0000 ™ © © 0 @ 42 B 2.
Mew Open  Save Start. Fause Stop Help Setings Progrezz  Profle  Temp. Samples Analysiz Reports  Amange
JChannels 9 Cycling &.FAM/Spbr 5] Cycling &4.Cy5 > Melt AFAM/Spbr ] Melt A CyS |
:3 ﬁ Page: Page 1
Feports... Results Genatypes...
dF il T] 2 MUTANT
3
4
oq :
Genolype : Abbiev. : BinA BinB 7
0.15) IWILD— IW— l_ _I 2 WD TYPE
1 I
0 [MUTANT Ji r BankOn | Bank O
IHETEHDZ‘(GDUS IH l_ I_ \ Mamed On | AllOn | Al O
l— l— _I _I oK Edit Samples...
0o / I Peak Calling
| | 1 Cancel | ™ Flip sign of dFADT
D‘Thresholc{ I I —I —I &I — Threshald:  |0.00425 ll
Temperature 3
0os Threshold : —I
1= . Peak Bins
o e —
A . Bins  A1B
BinB  EES5
g =5 %0 3 o s e
Adjust Scale Auto-Scale | ﬂlm‘
| Fiotor-Gene Analysiz Software 6.0 [Build 41] |V\F\TUAL MODE
st || (A E =1 D @ S 2 || Ew.| E2ra.] FlF.. | B | B | [P SRR sssan
Fig. 51.

then Press O.K. as shown by arrow.
Now the software will automatically define the samples and will provide the results.

The following results are possible: The results mentioned below are with the heavy Filter.

1. Only one Peak is detected in Melt channel FAM at 61.6 + 0.5

The sample is of wild type.

2. Only one Peak is detected in Melt channel FAM at 66.95+ 0.5

The sample is of Mutant type.

3. Two Peak’s are detected in Melt channel FAM at both 61.6+ 0.5
& 66.95+ 0.5

The sample is Heterozugous.

4. . No Peak’s are detected in Melt channel FAM at both 61.6 + 0.5

& 66.95 + 0.5
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The sample does not contain any Factor V DNA hence should be checked for PCR

inhibition or else repeat extraction.

The software will automatically define the samples based on the above classification

if the genotypes are Fed properly as shown earlier.

Mew Open Save | Sial Fause Stop Help

% Rotor-Gene VIRTUAL MODE - FACTOR V 5 LEIDEN MEE
File Analpsis Bun Gain Yiew ‘wWindow Help
b3 H e o0 @ |, & & v 1 @ 4 B & |
Seftings Progress  Profile  Temp. Samples Anslysiz Reports  Anange

JChanmeIs 4 Cycling AF&MASpbr o Cycling ACYS 2 Melt AFAM/Spbr 4 Melt ACYS ‘

1
M3 Melt Curve Analysis - Melt A.FAM/Sybr [Page 1) [_[O] ]| Page: Page 1
= 1
| & 2
Repoits... Results Genotypes.. 3
oF 1dT 4
02 5
B
04 Bin & i
8 WILD TYPE
0 4 2
Threshold BinB BankOn | Bank Off
— - Named On | Al On | AlDH
01 e _— Edit 5amples...
2 55 %0 &5 0 75 3 ek Callina
J %\ I Flip sign of dF/dT
Adjust Scale Aute-Soale ‘ Thieshald:  |0.00423 1'
Temperature 3
Threshold : I J
Mame Genotype | Peak 1 Peak Bins
2 MUTAMT MUTANT | E7 [Bin B)
7 WILD TYPE WiILD E1.7 [Bin &)
8 WILDTYPE  wILD | 62[BinA) BnE B
NC )
Hew Bin Remove
| Riotar-Gene Analysis Software 6.0 [Build 41] |V\F\TUAL MODE
st | A E =1 D@ @ = || Eiwel..| (APay.. | Bfact.. | EMTE|[{HRo.. | | I D@ 10204M
Fig. 52.

For your conveniance the above figure depicts two wild type, one mutant and one
Negative sample for Factor V which is duly defined by the software as well in the

window below the curves.

Important Note::: The above results and peaks are interpreted with the Heavy Filter.
In case Light filter or Medium Filter is used, then the Melt peaks can have a shift
towards a little higher side. In such a case the peaks have to be defined based on

the Bin.
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9. b) Generated Data Interpretation & Analysis for Rotor
Gene 6000

Data analysis is performed with the Rotor Gene™ software according to the manufacturer's
instructions (Rotor Gene™ 6000 Operator’s Manual).

However for convenience the procedure is detailed below.

2. Go to the Analysis part.

B Rotor-Gene 6000 Series Software VIRTUAL MODE - FACTOR V PLASMID CHECK 160508

Fle  Analysis Run Gain View Window Help

ZENHA P W@ vo. F# & ¥ HE W

Wew Open Nawe | otof Panse Stop | Help Settings Progress  Profile  Temp.  Samples Analysis Reports  Arrange

Jchannals ACycling A.Green 7 Cycling ARed 7 Melt A Green

Raw Channel (Melt A.Green),

~

Fluorescence

[

4
JEBF0 55 &0 85

“C
Adiust Scale.. Auto-Scale Default Scale Options |Page 1 hd

Bank On Bank Off

Mamed On  AIlOn A0 Off

Edit Samples...

| Rotor-Gene BOO0 Series Software 1.7 (Build 40] ‘V\F\TLIAL MODE

Fig. 53.

After the window is opened click on the following as shown in figure below.
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& Rotor-Gene 6000 Series Software VIRTUAL MODE - FACTOR V PLASMID CHECK 160508

File Analysis Run Gain View Window Help
ZeHAd il O |vw. @ @ # B & W
Settings Progress Profile  Temp. Samples Analysis Reports Arrange

Wew Open Save | Sl Pouse Siop | Help

J Channels 7 cycingA.Green 7 Cyding ARed 7 Melt & Green

Page: Page

Raw Channel (Melt A.Green)

25td Curves (Rel) | Other.. |
Quantitation | et~}
[+ Melt A Green [Page 1)

Fluorescence

Adjust Scale / - =
Eank.On Bark Off

Named On | &l On | AllOF

Edit Samples

|VIRTUAL MODE

Fig. 54.
Once the right buttons have been pressed i.e. Melt and Green as shown by arrows then press show.

The Lower window will appear once show is pressed.

B RotorGene 6000 Series Software VIRTUAL MODE - FACTOR V. PLASMID CHECK 160508 [EEI
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i - Ana o = = Page: Fage 1
= @ &=
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0 Temperature
Thieshold =
Peak Bins

E 55 w0 5 0 5 a0 Mame | Value | widih |
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Adjust Scale Auto-Seale
New | Edt | Remove

Imported Settings
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Fig. 55.

Do the following:
4. First with the help of help of right button of your mouse if required change the digital filter to

Medium or heavy if required.
Now set the threshold manually.
Now define the bins by clicking on the New bin and placing it at the right place. As shown in

the figure below.
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Now Click on the Genotypes ICON to define the respective Genotype. The following window will
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Now define the Genotypes as shown in the window below.
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Fig. 58.

then Press O.K. as shown by arrow.

Now the software will automatically define the samples and will provide the results.

The following results are possible: The results mentioned below are with the Medium Filter.

5. Only one Peak is detected in Melt channel Green at 61.6 + 0.5

The sample is of wild type.

6. Only one Peak is detected in Melt channel Green at 66.95+ 0.5

The sample is of Mutant type.

7. Two Peak’s are detected in Melt channel Green at both 61.6+ 0.5
& 66.95 + 0.5

The sample is Heterozygous.

8. . No Peak’s are detected in Melt channel Green at both 61.6 + 0.5

& 66.95 + 0.5
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The sample does not contain any Factor V DNA hence should be checked for PCR

inhibition or else repeat extraction.

The software will automatically define the samples based on the above classification

if the genotypes are Fed properly as shown earlier.
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Fig. 59.

For your conveniance the above figure depicts One wild type, one mutant, One
heterozygous and one No template control sample for Factor V which is duly defined

by the software as well in the window below the curves.

Important Note:: The above results and peaks are interpreted with the Medium
Filter. In case Light filter or Heavy Filter is used, then the Melt peaks can have a shift
towards a little higher side or lower side. In such a case the peaks have to be
defined based on the Bin.

10. a) Troubleshooting For Rotor Gene 2000/3000
1. No Peak’s with Positive Controls (Factor V leiden) in Melt channel FAM.

« Incorrect programming of the Rotor-Gene™ 2000/3000.
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= Repeat the PCR with corrected settings.
2. Weak or no signal in Melt Channel FAM:
. The PCR conditions do not comply with the protocol.
= Repeat the PCR with corrected settings.

« The FACTOR V LEIDEN Super Mix R1 has been thawed and frozen too often.
. The FACTOR V LEIDEN Super Mix R1 has been kept at +4°C for longer than
5 hours.

= Please mind the storage conditions given in the Storage.

= Repeat the assay using a new Factor V leiden super mix (R1).
. The PCR was inhibited.

= Make sure that you use a recommended extraction method (see 8.a. DNA

extraction) and stick closely to the manufacturer’s instructions.

10. b) Troubleshooting For Rotor Gene 6000

1. No Peak’s with Positive Controls (Factor V leiden) in Melt channel Green.
« Incorrect programming of the Rotor-Gene™ 6000.
= Repeat the PCR with corrected settings.
2. Weak or no signal in Melt Channel Green:
. The PCR conditions do not comply with the protocol.
= Repeat the PCR with corrected settings.

. The FACTOR V LEIDEN Super Mix R1 has been thawed and frozen too often.
. The FACTOR V LEIDEN Super Mix R1 has been kept at +4°C for longer than

5 hours.
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= Please mind the storage conditions given in the Storage.

= Repeat the assay using a new Factor V leiden super mix (R1).
. The PCR was inhibited.

= Make sure that you use a recommended extraction method (see 8.a. DNA

extraction) and stick closely to the manufacturer’s instructions.

11. Specifications
1ll.a Sensitivity and Reproducibility

In order to determine the sensitivity of the Geno-Sen’s Factor V leiden Real Time
PCR Kit, a dilution series has been set up from 10° down to 10° Copies/ul of Factor
V leiden DNA and analyzed with the Geno-Sen’s Factor V leiden Real Time PCR
Kit. The assays were carried out on three different days in the form of 8-fold
determinations. The results were determined by a probit analysis. The detection limit
as determined for Geno-Sen’s Factor V leiden Real Time PCR Kit is consistently
220 copies/ml. This means that there is 95% probability that 220 copies/ml will be

detected.

11.b  Specificity

In order to check the specificity of the Geno-Sen’s Factor V leiden Real Time
PCR kit, different DNA & DNA listed below were analyzed with Geno-Sen’s
FACTOR V LEIDEN Real Time PCR Kit. None of these led to a positive signal
with the Geno-Sen’s Factor V leiden Real Time PCR kit. Gene sequence
analysis of the amplified region of Factor V leiden shows a pronounced homology
among the various Factor V leiden subtypes, and no homology with other DNA.
Besides which utmost care has been taken in selection of the primers & probes
being used in the Kit.

Vericella Zoster Virus Hepatitis B Virus N. Meningitis

Human Herpes Virus 1 & 2 | Hepaititis C Virus S. Pneumonia

Epstein barr Virus Hepatitis E Virus JEV

Cytomagalovirus HIV-1 Mycobacterium tuberculosis
Chlamydia pneumonia HIV-2 Hepatitis A

Parvovirus B 19 West Nile Virus Staphylococcus aureus
Dengue Virus 1-4 H. Influenza Salmonella enteritidis
Leprosy Malaria Scrub typhus
B.pseudomallie EnteroVirus Leptospira interrogans.
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Further studies are underway on this aspect.

12. Warranty::

Products are guaranteed to confirm to the quality and content indicated on each vial
and external labels during their shelf life. Genome Diagnostics Pvt. Ltd. obligation
and purchaser’s rights under the warranty are limited to the replacement by Genome
Diagnostics Pvt. Ltd of any product that is shown defective in fabrication, and that
must be returned to Genome Diagnostics Pvt. Ltd Freight prepaid, or at Genome
Diagnostics Pvt. Ltd. option, replacement of the purchasing price. Any complaint on
damaged goods during transport must be directed to the handling or transport agent.

In Vitro Diagnostic Medical device, as per the Directive 98/79/EC specifications.
This product must be used by qualified professionals only. It is the responsibility
of the user to ascertain that a given product is adequate for a given application.
Any product not fulfilling the specifications included in the product sheet will be
replaced. This warranty limits our responsibility to the replacement of the
product. No other warranties, of any kind, express or implied, including without
limitation, implicit warranties of commercialization ability or adequacy for a given
purpose, are provided by Genome Diagnostics Pvt. Ltd. Genome Diagnostics
Pvt. Ltd will not be responsible for any direct, indirect, consequential or
incidental damage resulting of the use, misuses, results of the use or inability to
use any product.

13. Limitations of product use:

a.) All reagents may exclusively be used for in vitro diagnostics.

b.) The product is to be used by personnel specially instructed and trained in for the
in-vitro diagnostics procedures only.

c.) Itisimportant to pipet the indicated quantities, and mix well after each reagent
addition. Check pipettes regularly.

d.) Instructions must be followed Correctly in order to obtain correct results. If the
user has any questions, please contact our Technical Dept. (dharam@vsnl.com
or at pbpl@vsnl.net ).

e.) This test has been validated for use with the reagents provided in the kit. The
use of other Reagents or methods, or the use of equipment not fulfilling the
specifications, may render equivocal results. User is responsible for any
modifications done in any of the indicated parameters. Compliance with the kit
protocol is required.

f.) Detection of DNA depends on the number of DNA present in the
sample, and can be affected by sample collection methods, patient-related
factors (e.g. age, symptoms), or for infection stage and sample size.

g.) False negative results may be obtained due to polymerase inhibition. It is
recommended to perform control reactions to distinguish between inhibition and
true negatives. This is achieved by the inhibition Control included in the Kit.

h.) Cross contamination between samples and exogenous DNA can only be
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avoided by following good laboratory practice. Instructions in this document
must be strictly followed.

I.) Attention should be paid to expiration dates printed on the kit box and labels of
all components. Do not use expired components.

If you have any further questions or problems, please contact our technical support
at dharam@vsnl.com OR pbpl@vsnl.net.

14. LIST OF GENO-SEN’S RANGE OF REAL TIME PCR KITS

S.NO. PRODUCT

1 HIV-1 RG gquantitative Real time PCR Kit.

2 HBV RG guantitative Real time PCR Kit.

3 HCV RG guantitative Real time PCR Kit.

4 HCV Genotyping 1/2/3/4 RG qualitative Real time PCR Kit.
5 HEV RG quantitative Real time PCR Kkit.

6 HAV RG gquantitative Real time PCR Kit.

7 JEV RG quantitative Real time PCR Kkit.

8 ENTEROVIRUS RG quantitative Real time PCR Kit.
9 DENGUE RG quantitative Real time PCR KIT

10 HSV 1 & 2 RG quantitative Real time PCR Kkit.

11 CMV RG guantitative Real time PCR Kkit.

12 Hanta Virus RG guantitative Real time PCR Kit.

13 Measles Virus RG quantitative Real time PCR Kkit.
14 West Nile Virus RG quantitative Real time PCR Kit.
15 H5 N1 (Bird Flu) RG quantitative Real time PCR Kit.
16 Chikungunya RG guantitative Real time PCR Kit.
17 TTV RG quantitative Real time PCR Kit.
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18

SARS RG quantitative Real time PCR Kit.

19

JC/BK Virus RG quantitative Real time PCR Kkit.

20

MTb Complex RG quantitative Real time PCR Kkit.

21

MTb Complex /IMOTT RG quanlitative Real time PCR Kit.

22

Chlamydia pneumonia RG quantitative Real time PCR Kit.

23

Streptococcous pneumonia RG gquantitative Real time PCR Kit.

24

N. Meningitis RG guantitative Real time PCR Kit.

25

H. Influenza RG quantitative Real time PCR Kit.

26

Leprosy RG quantitative Real time PCR Kkit.

27

Helicobacter Pylori RG quantitative Real time PCR Kit.

28

Scrub Typhus RG guantitative Real time PCR Kit.

29

B. Pseudomalie RG guantitative Real time PCR Kit.

30

Filaria RG quantitative Real time PCR Kit.

31

Leptospira(pathogenic) RG guantitative Real time PCR Kit.

32

CCL3-L1 RG quantitative Real time PCR Kkit.

33

Malaria (P. Vivax) RG quantitative Real time PCR Kkit.

34

Bcr/abl Major RG quantitative Real time PCR Kit.

35

Bcr/abl Minor RG quantitative Real time PCR Kkit.

36

PML/RARA RG guantitative Real time PCR Kkit.

37

RARA/PML RG gquantitative Real time PCR Kkit.

38

GAPDH RG quantitative Real time PCR Kit.

39

B-Actin RG quantitative Real time PCR Kit.

40

B-Globin RG guantitative Real time PCR Kkit.

41

Abl gene RG quantitative Real time PCR Kit.
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42 Rabies RG quantitative Real time PCR Kit.

43 Factor V Leiden detection RG Real time PCR Kkit.
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