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DNA Isolation
The manufacturer recommends following commercial DNA isolation Kkits:
PathogenFree DNA isolation kit, (GeneProof); QIAmp DNA Blood Mini Kit
(QIAGEN); NucleoSpin Blood (Machetidggel).

Preparation of the PCR reactions
1. Add 18m of Master Mix into the PCR tubes.

2. Add 2 ml of the DNA template or 2 m of Positive Control into the
individual PCR tubes. )
During PCR preparation , all ingredients should be kept on id& (terApérpature O

INSTRUCTIONS FOR USE OF THE ROTOR -GENE 3000

Programming of the PCR profile

1 Open the RotefGene program
. In the AdvancedNew Run window click on th®ual Label Probe

3 Rotor-Gene YIRTUAL MODE - Run 2008-10-15 (1) —[8]x]
File Analysis Run Gain Wiew ‘Window Help

s g = @..0

New Open Save | Stark Pause Stop
]Channels

Jmt‘:émwwﬂ@,

Settings Progress  Profile  Temp.  Samples Analysis Reports Arrange

Page: Page 1

Quick Start  Advanced I

" A Perform Last Run

SYBR Green(R) |
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&:3 Rotor-Gene Demo Kit
o2 N S A

¥ Show This Screen When Software Opens Bank On Bank Off
- - Named On | AllOn |_AllOff

Edit Samples...
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3. General parameters settings:
Y

Welcome to the Advanced Run Wizard!

—Rotor Type

72wl Rotor
GeneDisc (72-wWell

«Back | Newss |

a) Rotor Type: |f 72—we|| carousel is used, change the strivgeditio 72
Well

b) Check offNo Domed 0,2ml Tubes

c) Click theNext button

New Run Wizard i x|

This box displays
help on elements in
the wizard. For help
Operator : on an item, hover

. [your mouse over the
item for help. You
can also click on a
combo box to display
help about its
available settings.

This screen displays miscellaneous options for the run. Complete the fields,
clicking Next when you are ready to move to the nest page.

Notes :

Reaction o0 =
. Volume (L) = |

Sample Layout: 1,22 vl

SkipWieard | <cBack | New>> |

d) Operator. fill in the name of the person erhing the experiment.
e) Notes: fill in notes corerning the experiment.

f) Reaction Volume (M): adjust to 2@d.
g) ClickNext.




4. Settingup the temperature profile ad channels for fluorescence
acquisition:
x|

Temperature Profile : Click this button to
move to the next
page in the wizard. If
it is disabled, you
may need to perform
an operation on this
page before
continuing.

Edit Profile ... |

Channel Setup :

Name | Source | Detector | Gain [ Create New... |
FaM/Sybr  470nm  510nm 5 Edit |
JOE 530nm  555hm 5 —
ROX 585nm  610nm 5 Edit Gain... |
Cy5 625hm  BEOhp 5
Bemove I
Reset Defaults I

LCalibrate... I

SkipWizard | << Back Next>> |

a) Click on theCalibrate button in theChannel Setupwindow:
x|

— Calibration :
ﬁ Auto-Gain Calibration will read the fluoresence on the inserted sample at

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 lBD j degrees.
Calibrate &ll I Calibrate Acquiringl

IV Perform Calibration Before Tst &cauisition
|~ Perform Calibration At 60 Degrees At Beginning OF Run

— Channel Settings :

| > Ak |

Name | Tube Pasition | Min Reading | Max Reading | Edi... l
FamM/Sybr 1 5FI 10FI
JOE 1 EFI 10F1

Remove

I

Remove &l

Start I anual... I Close I Help I

b) Click on theCalibrate Acquiring button and than check dfferform
Calibration Before 1' Acquisition.
c) ClosetheAuto Gain Calibration Setupvindow




d) Click on theEdit Profile button in theTgmperature Profilewindow:

x
A Q.

MNew T Open Save As

Help

The run will take approximately 82 minute(s) to complete. The graph below represents the run to be performed :

Click on a cycle below to modify it :

|Hold Insert after...
Insert before...

Remave
This cycle repeats 40 | time(s).
Click on one of the steps below to modify it, or press + or - to add and remove steps for this cycle.

Timed Step | e
B4 deg 95 deg. for 10 secs

20 seconds
A 72 deg. for 20 secs

64 deqg. for 20 secs

|~ Long Range

I~ Touchdown

oK

a) Click on theHold button and adjust the denaturation temperature to
9 5 AHbld Temperature) and the denaturation time 1@ minutes
(Hold Time).

b) Click on theCycling button and adpgt the temperature profile as
follows:9 5 A C10decsand64A C 20secsand7 2 AC f or 20

c) Click on theNumber of Cyclesbox and adjust the number of PCR
cycles tal0(This cycle repeats 40 timgsand confirm the temperature
profile settings by ckingOK.

d) Click on the graphic display of 8%\ C 20secsstep, then click the
Not Acquiring button and in the following window move the
FAM/Sybr andJOE items from théAvailable Channelsvindow into

the Acquiring Channelswindow and confirm your selon OK):

Same as Previous : I[New Acquisition] _j
r— Acquisition Configuration :
Awailable Channels : Acquiring Channels :
Name l LI Name l
Cy5 FaM/Sybr
ROX LI JOE

<

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

il Don't Acquire Help I




e) Click theNext button and the Settings Wizard will show you a brief

summary of the preet parameters:
hewrnizard x|

Summary :

Setting | Value |
FAM/Sybr Gain 5

JOE Gain 5

Auto-Calibration Before First Acquisition
High Speed Rotor ~ On

Rotor 36-well Rotor

Sample Layout 12530

Once you've confirmed that your run settings are correct, click Start Run to [(§’ Start Run |
| begin the run. =

Skipwizard | <<Back |

PCR amplification

1. Insert the tubes with prepared PCR reactions into the rotor of the thermocycler
and close the lid

2. Clickthe Start Runbutton

3. When asked by the softwa@yethe current experiment.

4. In the screen below fill in the names of samples hattme column and mark
the samples in thEype column adJnknown, Positive Control Negative
Control or NTC, accordinglyotthe typeof samplesested.

x
— Settings :
Given Conc. Format : | L] Unit : |c0pies/ml ;I HMore Oplionsl
—Samples :
NTC [No Template Control] % |@ % H BB l
C|ID |Name | Tvpe | Groups | Giver «|
1 FV hDNA 234 Unknown [
2 FV hDNA 235 Unknown
3 FV hDNA A 236 Unknown
4 FV PCwit Positive Control
5 FV PCrout Positive Control
B 6 FVPChet Positive Control
B 7 F/NTC NTC
| 8 FIl hDNA 234 Unknaown
9 FIl hDNA 235 Unknawn X
4 »
—Page:
Name : IPage1 < I > l New I Deletel
Skipwizard | <<Back |  Finsh | FinishandLock Samples

5. Click on therinish button.
6. Run the PCR amplification (about 80 minutes).



Analysis of the experiment

1. When the PCR program
choose the optioAllelic Dlscnmlnauon

¢ Rotor-Gene YIRTUAL MODE - 08_10_14_testSouprav0810F27894MDOB101PG .

File Analysis Run Gain Wiew Window Help

is finished, click onAteysis button and then

=l8lx|
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New Open Save | Stark Pause Stop

CI =

vow . =
Help Settings Progress Profle  Temp. Samples Analysis Reports Arange
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x| | Page: Page 1
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FILNTC
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4
b Show Hide
3 I™ Auto-shrink window
2|
| =
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Adiust Scae... | AutoSeale| Defaut Sealz| Options| [Page 1 -l

Bark On | Bank Off
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Edit Samples...

Rotor-Gene Analysis Software 6.0 (Build 34)

|VIRTUAL MODE

2. Seéct theJOE andFAM channels and confirm them by clickidtg. On the
screen, a plot showing normalized fluorescence and cycle number will appear.

3. Analysis-Only Rotor-Gene YIRTUAL MODE - 08_10_14_testSoupray0810F27894MDD8101PG

Fle Analysis Gain Yiew Window Help

=18ix]|

Page: Page 1

»

<
BankOn | BankOff |
NamedOn | AllOn | ANDK | _ANOK |

Edit Samples...
Discrimination Threshold

Theshold:  [050035 |
E»n;.;aze Oles [T =

5 - B 0 @ a4 B @
Open Save | Help Settings Profle  Temp. Samples Analysis Reports Arrange
| channels 3 cycing A Fanjsybr 4 Cyeing .00 |
7 Allelic Discrimination Analysis - Page 1 - Cycling A.FAM,/Sybr, Cycling A.JOE =10l x|
[2) Reports... s Resuts g Genotypes... || [ Dynamic Tube | £ Slope Correct 4 Ionore First | 5] More Settings...
Norm. FThreshoid
Cycling A FAMSybr - No Markers
0,45| | Cycling AJOE - Circles
04|
0,33
0.3
0,25|
02|
0,3
o1
0,09]
0
2‘ Ts 10 15 T20 T25 T30 T35 Cycle:
Adjust Scale Auto-Scale
Rotor-Gene Analysis Software 6.0 (Build 34)

|VIRTUAL MODE



3. On the upper bar, click on thelore Settings button and adjust the
Percentage of Iargest F1 changmrameir toO%
x|

= NTC Threshald :
Percentage of largest Fl change :

Any sample with a tolal change in fluorescence
I D % less than this percent [relative to the largest
change in any tube] will not be displayed.

r— Reaction Efficiency Threshold :

I~ Enabled Only samples which have an individual
reaction effiency at least equal to this
Threshold: [100 = % value wil be displayed after
: =l nomalisation.

0K I Cancel I Help I

4. In the Genotypesmenu assign thEOE fluorophor to the mutant genotype
the FAM fluorophor to the wild type genotype and bothFAM and JOE
fluorophorsto theheterozygous genotype

# Genotyping 5‘
Genotype I Reacting Channels I $eall
Wild Type Cycling &.FAM/Sybr [
Heterozygous Cycling & FAM/Sybr Cycling 4.J0OE
Mutant Cycling 4.JOE

4|

Cancel I Help I

5. In the Allelic Discrimination windowshow onlywild type Positive Contrd
andmutant Positive Controlsamplesand clickAuto-Scalebutton.
6. Adjust theThreshold manually abowie nor‘rspecmc background.

J Analysis-Only Rotor-Gene YIRTUAL MODE - 08_10_14_testSouprav0810F27894MD08101PG =1&1x]

Fle Analysis Gain View Window Help

S =@ [ (2]
Open Save | Help
| channels 33 Cycling A, FAMsybr 24 Cyding 4.10F ‘

]V.w:_-': ©wo o w4 B G

" cettings Profle  Temp. Samples Analysis Reports Arrange
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et

[2) Reports... ,.JR sults g Genotypes. \oyachb A& Slope Correct (4] Ignore e First | i More Settings..

Norm, Fiuara.

Cyeling A.FAWSybr - No Markers

45| | Cyeting AJOE - Circles

15 AC hDNA M wt
16 _ACHOWE i et

01 < [ >
BankOn | Bank Dff
Named On | AllOn | AlDf
0,09 4 Edit Samples...
Threshald P
M Discrimination Threshold
! [ P Dhets: o052 3]
Eliminate Cycles =
ﬂ Ts o Ti5 T20 T25 Ts0 Ts5 Cycler| before : 1 —I
AdjstScale  Auto-Scale [
Rotor-Gene Analysis Software 6.0 (Build 34) i\l"HTUAL MODE




7. Now, by clicking on thd&kesults button, the software will generate your
genotyping report.

Cyciing A FAMSybr— o Mgchers
Cyeiing & JOE - Circles

Homozygote Wild Type

Threshon

%

Teoycie

o emer———
{23 8 CT rONA Rm» Wid Tis Reachon o Reachon Bark On Bark O

Mamed On_| A Cn | AOR
Edt

oot ooroee %]
B

otce Gene Anshyas Soltware 6.0 (Buid 34) VIATUAL MODE

7694MDOBI0IPG

o0 s

[3 Reprts... L Resits @8 Genatypes... | [ Omanic Tube | 2 Shave Corect (4 lgnare st | = More Settings.

Fuwara,

Cyciing A FANSybr - Mo Marhers
Cyciing & JOE - Circ!

Homozygote Mutant

Cyclma AIOE

[Nawe | [Cycling A FAM/]
{22 B CT RONAM e Mutart HoReaction _Reactin

 Analysis Soltware 6.0 Buid 34]

dndyss B Gai
% B|°
New Open Seve | St

Cyciing & FAMSybr - Mo Marhers
| [cvens 4 40 - Cictes
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INSTRUCTIONS FOR USE OF THE ROTOR -GENE
6000/ROTOR-GENE Q

Programming of the PCR profile

1. Open the RotefGene program.
2. In the AdvancedNew Run window click on th&@wo Step

o S oy T - 0 - N

A EEEE N e e

Wel to the Ad d Run Wizard!

— Rotor Type

[V Locking Ring Attached

SkipWizardl << Back | Next >> I

a) Rotor Type: choose appropriate rotor type
b) Check offLocking Ring Attached
c) Click theNext button.
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‘New Run Wizard |

This box displays
help on elements in
the wizard. For help
on an item, hover
your mouse over the
¢ item for help. You
Notes : can also click on a
combo box to display
help about its
available settings.

This screen displays miscellaneous options for the run. Complete the fields,
clicking Next when you are ready to move to the next page.

Operator : ||

Reaction T

Yolume (uL): 20y

Sample Layout : |1, 203 z‘
Skip Wizard | << Back I Next >> |

d) Operator. fill in the name of the person performing the experiment.
e) Notes: fill in notes concerning the experiment.

f) Reaction Volume M): adjust to 2.

g) ClickNext.

3. Settingup the temperature profile and channels for fluorescence

acquisition:
‘New Run Wizard u

Temperature Profile : Click this button to

move to the next
page in the wizard. If
l l l l itis disabled, you

may need to perform
an operation on this
page before
continuing.

Edit Profile ... |

Channel Setup :

Name | Source | Detector | Gain | Create New... |

Green 470nm  510nm 5 L’

Yellow 530nm  555nm 5 s

Orange  585nm  B10nm 5 Edit Gain... |

Red 625nm  B60nm 5

Crimson  680nm  710hp 7 Remove |
Reset Defaults |

Gain Optimisation... I

SkipWizard | <<Back |  Newt» |

a) Click on theEdit Profile button in theTemperature Profilewindow:

12



7 € = @

v

New Open SaveAs | Help

The run will take approximately 82 minute(s) to complete. The araph below represents the run to be performed :

Click on a cycle below to modify it :

Hold Insert after... |
Insert before... I
Remove |

This cycle repeats 40 | time(s).
Click on one of the steps below to madify it, or press + or - to add and remove steps for this cycle.

Timed Step Lj - _'I LI
54 deg 95 deq. for 10 secs
20 seconds
Acquiring to Cycling A 72 deq. for 20 secs
on Green, Yellow 64 deg. for 20 secs

[~ Long Range
[~ Touchdown

oK

b) Click on theHold button and adjust the denaturation temperature to
9 5 AMbld Temperature) and the denaturation time 16 minutes
(Hold Tim e).

c) Click on theCycling button and adjust the temperature profile as
follows:9 5 AC f o and6140A G efcosand7220A & efcasr 2 0

d) Click on theNumber of Cyclesbox and adjust the number of PCR
cycles tal0(This cycle repeats 40 timgsand confirnthe temperature
profile settings by clicki@K.

13



e) Click on the graphic display of he&t A C f o step2ttien dick the
Not Acquiring button and in the following window move theeen
and Yellow items from theAvailable Channelswindow into the
Acquiring Channelswindow and confirm your selecti@K():

2 e |

‘ Same as Previous : I[New Acquisition) zl
| -~ Acquisition Configuration :
Available Channels : Acquiring Channels :
Name | ﬂ Name |
Crimson Green

Orange ﬁ Yellow

Red ﬁI

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

WK™ Don't Acquire Help

Dye Chart >>

Dye Channel Selection Chart

510nm  |FAMY, SYBR Green 1, Fluorescein, EvaGreen™, Alexa Fluor 488%
555nm  |JOEY, VICY, HEX, TETY, CAL Fluor Gold 540, Yakima Yellow’
610nm  |ROX, CAL Fluor Red 610, Cy3.5%, Texas Red™, Alexa Fluor 568
BEDnm | Cy5¥, Quasar 670, Alexa Fluor 633

(KIS 630nm | 710hp | Quasar705+, Alexa Fluor 680+

f) Click on theGain Optimisation button in theChannel Setupwindow:
R D S

~ Optimisation :

Auto-Gain Optimisation will read the fluoresence on the inserted sample at
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 |54 —_]J degrees.

Optimise All | Optimise Acquiring I

[V Perform Optimisation Before 1st Acquisition
™ Perform Optimisation At 64 Degrees At Beginning Of Run

r~ Channel Settings :

| ~ s |

Name | Tube Position | Min Reading | Max Reading | Min Gain | Max Gain Edi. |

Green 1 5FI 10FI 10 10

Yellow 1 5FI 10FI 10 10 Remove |
Remove Al |

<| T »

,TI M anual | Close I Help |
g) Click on theOptimise Acquiring button and than check dfferform

Optimisation Before ' Acquisition.
h) Closethe Auto Gain Calibration Setupwindow.
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1) Click theNext button and the Settings Wizard will show you a brief

~ summary of the piget parameters:
‘New Run Wizard | S|
Summary :
Setting I Value
Green Gain 10
Yellow Gain 10
Auto-Gain Dptimisation Before First Acquisition
Rator 36-well Rotor
Sample Layout 152:3;....
Reaction Yolume (in microliters) 20

Start Run |

Once you've confirmed that your run settings are correct, click Start Run to Save Template I
begin the run. Click Save Template to save settings for future runs.
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PCR amplification

1.

2.
3.

5.
6.

Insert the tubes with prepared PCR reactions into the rotor of the
thermocycler and close the lid.

Click theStart Runbutton.

When asked by the softwasa@yethe current experiment.

In the screen below fill in the names of samples iNdghee column and
mark the samples in thgype column asUnknown, Positive Control
Negative Controlor NTC, accorthgly to the type of samples tested.

— Settings :
Given Conc. Format : I ;] Unit : lCopies LI More Options |
—Samples :
NTC [No Template Control) :I' | 0 lﬂ Hl @JQJ_I 1
C |ID IName IType |Groups |Given Conc. |Se Al
1| Fll-wt Positive Control Ye_]

2 Fll-mut Pasitive Control Ye
3 Fll-het Pasitive Control Ye
4 Fll-4 Unknown Ye
5 FII-DJ Unknown Ye
B FllJV Unknown Ye
7 FlI-PS Unknown Ye
8 FII-DDW NTC Ye

9 Fy-wt Unknown i:]ﬂ
»
—Page:

Name : IPage1 _I_J New | Delete

Skipwizad | <<Back |  Finish | FinishandLock Samples |

Ellll n

[~ Swynchronize pages

Click on the~inish button.
Run the PCR amplification (about 80 minutes).
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Analysis of the experiment

1. When the PCR program is finished, click onAtinysis button and then
choosethe optioAllelic Discrimination.

ma Analysis Run_Gain View Window Help

7 € H ||

New Open Save yan Pause Stop

m{?@iﬂiﬁ

Setfings Progiess Profile Temp. | Samples Analysis Repons Arange ‘

| Channels 7 Cycling AGreen 7 Cycling Aellow ‘

7 Raw Channel (Cycling A.Green)

[ IEI) | @ Tempenioe Eea)2
00
s

Fluorescence
»

»

| Analysis
OQuaniitaion | Mek |
Allelic Disc. | Oter.. |

15

——

10

E 5

10

15

20
Cycle

25 30

0018

0017

0018

AdustScale... | AutoScale| Defaul Scale| Options| [Page 1 =

7 Raw Channel (Cycling AYellow)

: 310 Hold For:

9

8

pleted,

Show Hide

™ Autoshiink window
7

L

Fluorescence

-~

Bark On ST
Named On | AllOn | Al Oif
‘ Edit Samples.

3 =
2 = | ’ | ’
ﬂ 5 10 15 20 25 30 35 40
Cycle
Adust Sedle...| AutoScale| Defaul Seale| Dptons| [Page 1 - /4

Rotor-Gene O Seies Software 1.7 (Buid 341

[VIRTUAL MODE

2. Select th&reenandYellow channels and confirm them by clickiitg. On

the screen, a plot showing normalized fluorescence and cycle number will
appear.

Goin View Window Help

PN

Start Pause Stop

Z e W

New Open Save

Settings Progress Profile Temp. Samples Analysis Reports Arrange

@ @ @ B W B E B ‘ws

| Channels 7 ycling AGreen 7 Cycling AYellow ‘

& Alelic Discrimination Analysis - Page 1 - Cycling A Green, Cycling A.Yellow

===
5 Reports... [ Results &3 Genotypes.. || g Dynamic Tube | & Siope Correct % Ignore First | [£] Outlier Removal... bl Save Defaults

Cycing A Green - No Warkers|
0,40-{ cycing A Yellow - Circies
035
030
5025
3
£020
2
015
010
005
— P—
2] Threshok] 5 10 15
AdjustScale  Auto-Scale

10 FVmut
n

2|

13

14

15

_J Name Genotype. Cycling A Greer]

No Aeaction
No Reaclion
No Reaction
No Reaclion
No Reaclion
No Reaction
No Reaclion

Cycling A Yelloy]
No Reaction
No Reaclion
No Reaction
No Reaclion
No Reaclion
NoReactiori__

{Ho Reaction

Bank Oif

v
™ Barkcon
NamedOn | AllOn | All Off

Edit Samples.

Rotgr.Gene O Series Software 1.7 (Buid 34) [VIRTUAL MODE

3. On the upper bar, check that filt&gnamic Tubes and Slope Correctare
active.
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4. On the upperbar, click on theOutlier Removal button and adjust the
Percentage of largest F1 changgarameter t0%.

NTC Threshold :
Percentage of largest Fl change :

% less than this percent (relative to the largest
change in any tube] will not be displayed.
- Reaction Efficiency Threshold :

[~ Enabled Only samples which have an individual
reaction effiency at least equal to this

: 1 % wvalue will be displayed after
Threshold : |-100 = value wi play

normalisation.

0K | Cancel | Help |

5. In the Genotypesmenu assign théellow channelto the Mutant genotype
the Green Channelto theWild type genotypeand bothGreenandYelloow
Chanrelsto theH eterozygous genotype

6. In the Allelic Discrimination window show onlwild type Positive Contrd
andmutant Positive Controlsamples and cliduto-Scalebutton.
7. Adjust theThreshold manually above the ngpecific background.
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