January 2009

Rotor-Gene™ Q

00000
QIAGEN"

Sample & Assay Technologies



1.1 1-1
1.2 Rotor-Gene Q 1-1
1.3 Rotor-Gene Q 1-1
14 1-1
2 2-1
2.1 Run File 2-1
2.2 2-2
2.3 2-2
24 PCR 2-3
25 2-3
2.6 2-4
2.7 2-4
2.8 2-5
2.9 ““Auto-Gain Optimization™~ 2-5
2.10 2-6
3 3-1
4 4-1
4.1 4-1
4.2 Analysis menu 4-1
421  Analysis 4-1
4.2.2 Quantitation 4-2
4.2.3 Two Standard Curve 4-5
4.2.4 o Delta delta C; relative Quantitation 4-6
425 Melt curve analysis 4-8
42.6 Comparative Quantitation 4-10
4.2.7 Allelic Discrimination 4-11
428 Scatter Graph Analysis 4-11
5 High Resolution Melt 5-1
5.1 5-1
5.2 PCR 5-6
5.3 HRM 5-7

Rotor-Gene Q 01/2009



u Rotor-Gene Q

[ ]

[ ] ““Virtual Mode””
““File*~ ““Setup””

1.2 Rotor-Gene Q
1. Rotor-Gene Q USB
2. UsB

1.3 Rotor-Gene Q

1. Windows
2. Rotor-Gene Q

3. Rotor-Gene Q
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2.1

21
““New?”

PCR

Run File

“File” “NeW”
Perform Last Run
Empty Run

Three Step with Melt 3

Two Step 2

HRM PCR HRM
Other Runs

Instrument

Maintenance

x

Quick Start Advanced I

Irnparts the cycling
and acquisition and
sample definitions
Fram the last run apen
in the software.

a Three Step with Melt
=,

a Two Step

=
HRM™

e

Other Runs

\

| ]

I —
& § i

Instrument Maintenance

J ©pen A Template In Another Folder...

(7]

Hew

Cancel
Help

¥ Show This Sereen When Software Opens

Rotor-Gene Q

SYBR® Green |

Advanced
PCR
PCR
HRM

““Optical Temperature Verification (OTV)””
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2.2
““Locking Ring Attached”” 36-Well Rotor

New Run Wizard

Welcome to the Advanced Run Wizard!

-Rator Type

Mext =»

2.3

““Operator” ““Notes””

““Report™”

New Run Wizard x|

This box displays
help on elements in
the wizard. For help
Bt I‘— an an item, hover
pour mouse over the
item for help. You
can alo click an a
comba box to display
help about its
available settings.

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

Motes :

Reaction I =
Walume (uL} =

Sample Layout:  |1.2. 3. i

SkpWiead | <<Back | Newss |
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24 PCR
““Edit Profile...””

New Run Wizard

Temperature Profile This bax displays
help on elements in

the wizard. For help
or an item, hover
pour mouse over the
item for help. You

‘ | can also click on a
comba box to dizplay
help about its

available settings.

Channel Setup:
Name | Source | Detector | Gain | Create Mew..

Green 470nm 510nm 7 Edit |
Yellow  530nm  555nm 7 —
Orange  585nm B10nm 7 Edit Gair... |
Red E2Gnm EEOnm 7
Crimson  B90nm  710hp 7 FRemove |
HRM 460nm  §10nm 7 Reset Detaiilts |
Skip "Wizard I << Back MNext s> I
E|
7, B8 W @
New COpen  Save As Help

The run will take approximately 83 minute(z] to complete. The graph below represents the run ta be performed :

Irsert after...
Insert befare,
Remove

Cycling

Hold Temperature: 85 | gegq
Hold Time 3 |mns 0 |secs

Rotor-Gene Q 01/2009



2.6

2.7

PCR
cey 2>
““Insert after...”” ““Insert before...”” ““Remove””
)
7. @8 W ]
Mew Open  Save As Help

The run will take approximately 89 minute(s] to complete. The graph belaw represents the un to be performed

Click on a cycle below ta modity it :

Hold Insert after
Insert before...
FRemove
Thiz cycle repeats il time(s).

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

Timed Step | i

95 deg. 95 deq. far 20 zecs

20 seconds
Mat Acquining
72 deq. for 20 secs

[~ Long Range
[~ Touchdown 60 deg. for 20 secs

““Not Acquiring””

““Acquiring to Cycling A”~” SYBR Green |
““Green”” ““Acquired channels”” ““0OK>”
cee 33
Same as Previous | I[N e Acguisition) j
— Acquigition Configuration ;
Available Channels : Acguiring Channels @
Name | 5 || Mame |

Crimzon

Green
HFRM Ll
Orange
Fied <«

‘ellow

To acquire fram & channel, select it fram the list in the left and click ». To stop acquining fram &
channel, zelect it in the right-hand list and click <. To remove all acguisiions, click <<.

Liype Chart »» |

Dye Channel Selection Chart

Don't Acquine I Help |

Green  |470nm |510nm | FakY, SYER Green 1, Fluorescein, EvaGreen'™, Alesa Fluor 438
Yellow 530nm | 555nm JOEE WICE HEX, TET-, CAL Fluor Gold 5404, ' akima Yellow-'
Orange  |585hm |610nm | RO, CAL Fluor Red 6104 Cp3 5 Texas Red®, Alexa Fluor G68-
B25nm | BEOnm | CpEY. Quasar 670 Alexa Fluor G334
£80nm | 710hp Quasar705Y, Alexa Fluor G804
HRM AB0nm | 510nm SYTO 94, EvaGesnt

Rotor-Gene Q
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2.8

2.9

DNA 95
T 99
1 /step

Ramp from IEﬂ_j degrees to Iaﬂ_j degrees,

Rizing by I'l_ill degree(z] each step,

"t ait For IE“]— zecondz of pre-melt conditioning an first step,
"t ait For ] jl gecondz far each step aftenwards.

Acquire bo P et & | oh Green

““Auto-Gain Optimization”

2-3 ““Auto-Gain Optimization”~
PCR ““Gain i

““Optimize Acquiring”” Green

Acquisition”” Tube Position  <<1~~

Auto-Gain Dptimization Setup

— Dptimization ;
- Auto-Gain Dptimisation will read the fluoresence on the ingerted sample at

) . - S :
S different gain levels until it finds one at which the fluorescence levels are
acceptable. The range of fluorescence you are looking far depends on the
cheristry pou are performing.

Set ternperature ta IBD j degrees.

Optimize Al | Optimize Acguinng I

V¥ Performn O ptimization Before 1st Acquisition
™ Performn Dptimization At 60 Degrees At Beginning Of Fun

— Channel Settings

Mare | Tube Position | Min Feading | Max Reading | Min Gain | Max Gain Edit...

! o ew |

Green 1 5FI 10F! 10 10 e |
Remowve Al |

Srtart I Rl | Cloze | Help

Auto-Gain Optimisation Channel Settings |

Channel Settings :
Chanrel : Green Tube Position : I'I ﬂ

Target Sample Range |5 j Flup tao I-“:I j Fl

Acceptable Gain Range: |10 ﬂ to I'IEI ﬂ

(] I Cancel | Help

SYBR Green

““Perform Optimization Before 1st

NTC

Rotor-Gene Q 01/2009
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Gain

““Auto-Gain Optimization”” Target Sample Range

Target Sample Range

SYBR Green | Target SampleRang 1 3

TagMan® Probe Target Sample Rang 5 10

2.10

““Start Run~”” Run File

New Run Wizard x|
Summary :
Setting | Walue |
Green Gain 7
Rotor 36 ell Rotar
Sample Layout L2
Reaction Valume (in microliters) 25
Start Bun

Once you've confirmed that your run settings are comrect, click Start Run to Save Template |

begin the n. Click Save Template to save settings for future wns.

Skip ‘wizard << Back

01/2009
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=lolx|

File Edit Format Security
Standard | Rotor Stylel

Settings :
(Given Conc. Format : |1.23E+05 j Urit : ICUDies j tore Options |
— Samples :
|D ] ] e
C |ID |Name |Type |Gr0ups |Given Conc. |Selected ﬂ
VEsample ] e Stardlard 300E+08 Yes
| S Standard 3.00E+08 ‘Yes
| T Standard 3.00E+08 ez
B ¢ sope2 Standard 3.00E+07 Yes
| EETT Standard 300E+07 *es
B csaple2 Standard 3.00E+07 Yes
7| sample 3 Standard J.00E+06 Yes
8| sample 3 Standard J.00E+06 Yes
9| sample 3 Standard J00E+06 Yes
B 10nte NTC Yes
B e NTC Yes
B 12ne NTC Yes Ad|
Page :
’7Name: IF‘age'l _<I;I Hew | Deletel [~ Sunchronize pages
Unda | 0K Cancel Help |
Samples
Standard, Unknown etc...
Samples :
’VI j Edit | Reszet Default | Gradient |
Edit
Reset Default
Gradient
RIEEIEED J:|||
New icon
Open icon
Save icon
Copy icon
Paste icon
Excel icon Excel

Sample Types

None

NTC No template control
Negative Control

Positive Control

Unknown

Standard

Rotor-Gene Q 01/2009



Page

Standard
Page Page 1
1 ““Page 17~ ““New?””
““Page 27~
““Page 27~ Page
ce=s cae=s
““Page 177 ““Page 277
Page
Page
Page Standard
Page
““Page 1”~ ““Page 277
“<page””
Standard
““Page””
3-2 Rotor-Gene Q 01/2009



7 0

Mew  Open Save

PN

Start Pause; Stop.

7] J v & @ W W

Help Settings Progress Profle  Temp.  Samples Analysis Reports Arrange

JChanneIs 7 Cycing AGreen " Cycling ANellow 7 Cycling A.Orange  / Cycling A.Red ‘

Settings
Progress
Profile
Temp.
Samples
Analysis
Reports

Arrange

4.2  Analysis menu
4.2.1 Analysis

““Analysis””
““Show?”~”

Analysis

25td Curves (Rel] | Other.. !
g Melt Delta Delta CT Relative Quantitation

Allelic Discrimination

Lycling & Green Zompar ative Quantitation

Lycling &.Orange Scatker Graph Analysis

Cucling 4. Fed EndPaint Analysis

Lycling &, ellow Concentration Analysis
High Reesolution Melt Analysis
Show &l Analysis Options. ..

Show | Hide |

[ Auto-zhrink window

Show
Hide

Remove Analysis Show

Rotor-Gene Q 01/2009 4-1



4.2.2 Quantitation
Quantitation

Ampilification Curve

*Z Dynamic Tube I

Dynamic Tube Normalization

Dynamic Tube Normalization
““Starting Point”” 1 ““Starting Point””

ON

“Z Slope Correct

Noise Slope Correction
ON

“Z Ignore First I

10

Outlier Removal... I

Outlier Removal

k= Save Defaults I

Adjust Scale... I

Adjust Scale Maximum Minimum

Auto-Scale |

Auto-Scale

Default Scale I

Default Scale Adjust Scale  Auto-Scale

4-2 Rotor-Gene Q 01/2009



Log. Scale |

Log Linear

““Linear Scale”” Linear

C; Calculation

C; Threshold

Threshold

Threshold

CT Calculation

[ Flip sign of normalized dat=

Theshod:  [00353 % |
Eliminate Cycles |1—1|

before ;

Threshold

Auto-Find Threshold

MMFIﬂTHddl

Threshold

Threshold

Log

““Log. Scale””

Threshold

Upper Lower

Threshold
1.0

Unknown

k¥ standard Curve - Cycling A.Gree 10| =l

40

R L AEREE

I

- ,

o
231  Expork Graph...

Skandard Errar Mean

204 Coverlay

v Show Skats

15 T Lo Sk

R=0.99969
————————————— R*2=0.99939
hl=-3.292
B=35.949
Efficiency=1.01

v \ Cycling A Green (Page 17

-
]
'
]
'
'
]
'
]
'
'
I
+
'
'
]
'
'
]
A

10 Return bo Defaulk Position 0"J4 10705 1006 10407

Concentration

Standard
Upper  Lower

Threshold

Standard

Efficiency PCR

R™2 value Standard

(correlation coefficient) 0.99

RMN2

Rotor-Gene Q
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R value (square root of R™2
correlation coefficient)

M and B M

Results

Excel

i Quant. Results - Cycling A Grees

B

1 000 & L 1447 0 e re| TSN VAN | TR
@ 308 Stardard EC I T Y

3 308 Stardard MAD 0000000 ATIOS0  42%

07 Standad 1744 2000000 MIEM WA ITAD 009 17.26.1769) 202703 (17622 4396513)
5 307 Standad 1758 3000000 noE 3ax

6 307 Standerd 1742 00000 MEM 5%

7 3a0E Stondard B 0000 MWD A% I 008 (084113 206528 [21159., 65162

8 30 Standed B 00000 e 0dx

3 0B Saanetawd o 0000 e X

0 0% Sharubond a2 200 s 10% a2 0or (2358249 AN [FSHET TR

n 2078 Staratad Mm% A0 s mnex

12 340°5 Stardard 205 30000 s ek

13 30 Standad 2151 3000 27 4% ma2 009 (.20.2763) 00 [2427. 4130)

14 B0 Standad 2740 2000 w4k

15 BI04 Standad aH 00 T un

16303 Standerd 0 0 W 5% WW 016 NR.NT 274 [0, 397
7303 Stondard 08 ] ue 81y

18 3003 Saanetand nw E L1 an a0k ﬂ

Y=Mx+B

%Var=Abs(Calculated/Given-1)
Rep. C;
Rep. C; Std. Dev.

Rep. C; 95% C.L.

%

Cr

Rep. Calc. Conc

Rep. Calc. Conc. 95%
95% C.I.

95%

Rotor-Gene Q
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423 Two Standard Curve

““Two Standard Curve”

<<page>”

1. Analysis ““2 Std Curves (Rel.)””

Guantitation | el I
2 Std Curves (Fel] | Oither...

Show | Hide |
W Auto-shirink windaw

Rotor-Gene Q Series Software

<<page>”

““New Analysis”~

Enter a name for the relative quantitation analysis:

Cancel

DHl
[==

Relative Cuant. Analysis

3-2

“showss

Rotor-Gene Q 01/2009
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““Gene of Interest Standard Curve®~ ““Normaliser Standard Curve”~

{6 Selection of Gene of Interest Standar... [E3

Currently Selected : [None]

To zelect an existing analysis to uze, or to create a
new analyzis, select a channel from the list, then click = —
Select. This window will close and pou will be taken to Helative Quantitation Ed

the main window of this analyzis.
&;| Reports @ Expaort

g
+ FAM-Nomalizing Gene 2 Standard Curves Relative Quantitation I
Cycling A ellow

on JOE-Gene Of Interest Gene of Interest Standard Curve

Hommaliser Standard Curve
O Calibrator D efined

Select Dther Run... Cancel | W Auto-shrink window

4. ““Calibrator=~
““Calibrator>”
ccq--
““Calibrator Defined””

I Preview o] x]
& = E_ﬂ Cloze
PFiint | Saveds Email | Toword

000036 12688 3 1311 3 1.00 Yes

H76356 634 3 637 3 1.01

351912 xd| 3 in 3 1.05
. BRE152 158 3 155 3 1.02 J
. 704719 a2 3 an 3 1.04

134414 40 3 41 3 029

) b
| | L4

4.2.4 C, Delta delta C; relative Quantitation
C, C,
C; C,
. c, v e c.
C; C;
C; C,

* Analysis of relative gene expression data using real-time quantitative PCR and the 2/[ -delta delta C(T) ] Method. Livak KJ & Schmittgen TD. Methods
2001 Dec;25(4): 402-408.

4-6 Rotor-Gene Q 01/2009



1. Analysis ““Delta Delta C; Relative Quantitation”~ ““New Analysis”” ““Show>~

Andysis H|
25td Curves (Rel) | or-- M1
I Allelic Dizzrimination
Clearing Point &nalysis
Comparatyve Quantitaton
Concentration &nalwsis

' Cycling 4. Green [Page
w Cycling &.Orange [Pag

Delta Della CT Relative Quantitation

EndPaoint dnalyzis

High Rezolution Melt &nalysis
Scatter Graph Analysis

Show All Analysis Options. ..

Show | Hide |
™ Auto-shrink window

Rotor-Gene G000 Senes Software |

Enter a name for the relative quantitation analysis:

Cancel |

Felative Quant. Analysis

2. ““Validation Run
Performed”~”

““Gene of Interest Quantitation”~ ““Normaliser Quantitation”

Relative Quantitation I {6 Selection of Normalizer Standard Curve [E3

= Henns Epart | Currently Selected : [Mone]

Delta Delta CT Relative Quantitation I To zelect an exizting analysis to uze, or to create a

new analyziz, select a channel from the list, then click

O alidation Run Performed Select. Thiz window will cloze and pou will be taken to

[ Gene of Interest Quantitation the main window of this analysis.

[ Momaalizer O uantitation
] Calibrator Defined

w" Momalizer
E-  Cycling &.0range

------ o Gene of Interest

v

Select Other Run... Cancel

Rotor-Gene Q 01/2009 4-7



4.2.5

““Calibrator®”
ceq>

I Preview

“<Calibrator?~

ccq=>

““Calibrator Defined”~

000036 2219 (3 3 2.68 0.00 1.00 Yes
976356 2328 (3 3 272 0.04 097
381912 2430 (3 3 274 0.06 0.96
. ERB152 2525 |3 2261 3 264 -0.04 1.03 J
. 784719 2627 |3 23.58 3 269 0.0 0.89
134414 273 3 24 BB 3 2.65 -0.03 1.02
|
Melt curve analysis
T
Analysis ““Melt>” ““Show>~
Threshold
Threshold
Threshold
Threshold Threshold

2 € W

New Open Save

Channels 7 cycling A.FAM/SYBR

l! Melt Curve Analysis - Melt A.CH1 (Page 1)

= &
Reports..  Resuls | Genotypes...

‘ Rotor-Gene Q Series Software VIRTUAL MODE - melt analysis demo
Fle Analysis Run Gain View Security Window Help

Threshold line

> 3 v = ss
@ v F @ ¥ B W Ky o i
Help Settings Progress Profle  Temp. Samples Analysis Reports Arrange

4 Cycing A.JOE 7 Melt A.CH1

L7 Melt A.CH2

E‘El&‘ Page: Fage 1

PCR

““Peak Calling”~

Threshold line

Peak Calling
v Flip sign of dFADT

Thieshold:  [050581 | |

Temperature I—
Threshald ; & 1'
Peak Bins

Name | Value | width | <

Bank On Bark Off
Mamed On | AllOn | AllOH
Edit Samples...

Peak Calling

Auto-Scale

90

W Flp sign of dF/dT

Thrsshold =
Temperanas

Thrsshold =

(Page
\Page

T Peak Bins
Narme | Value | Width |

| Genotype| Peak 1
735

H; [Peak2  [Peak3  [Peak4  [Peaks
1

2 OB 787

3 08 735

4 208 77

5 ;0T 785

3 207 725

New | Edt | Remove |

Bind 9336 4 —
BinB 9504 4 hd

[ (20 | Edit | Hemuvel

Imported Settings
<Nones

|rpart... | Ewxport... |

Imported Settings
<hanes

- Import Export

Fotor-Gene { Series Software 4.7 (Build 1)

VIRTUAL MODE | Current User

CORBETT Ainsongy (A dminisirators)

4-8
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““Bin”” ““Bin>” Bin

““Peak Bins>” ““New””
Bin Bin
““Genotype...””
Bin Genotype
Bin
¥4 Edit Genotypes for Melt A Green |
Genatype Abbrev. . BindA Bin B

IH::umu:uzyg-:uus IMM I_ J
IHeteru:uz_l,lgnus IMW I_ |_
[twitd Type [erw L T

oK |
_ Careel |

Cancel

Help |

=T
C{E =

Rotor-Gene Q 01/2009



4.2.6 Comparative Quantitation

Comparative Quantitation

1. Analysis ““Other...“ ““Comparative Quantitation®~
2. DNA
Second Derivative Maximum
100 20 ““Take off
Point™~ ““Take off Point>® ““Second Derivative Maximum?~~
““Calibrator Replicate™”
120%
Second derivative maxmum
100% /¢\
8[:0.-0 / \
60%
40% / \
Takeoff point
20% P \
0% - T T T \ T =
1 2 3 4 '\i )./'?
—20% * -
—A40%
Second Derivative Maximum  Take Off Point
Comparative Quantitation PCR
““2nd Derivative Maximum?”
100
20 ““Take Off Point””
DNA exponential phase
Comparative Concentration ““Take Off Point>”
Amplirication
4-10 Rotor-Gene Q 01/2009



4.2.7

Allelic Discrimination

1. Analysis

= ‘ShOW, L ]
2.
3.

¥4 Genotyping

Allelic Discrimination

2

“<Other...”~

Shift

Threshold line
““Discrimination Threshold””

““Genotype””

PCR

“<Allelic Discrimination”

Ctrl

“<Allelic Discrimination””

Threshold

Genatype

| Reacting Channels

wild Type
Heterozygous
Mutant

Cycling A.Green
Cycling &.Green

Cucling A ellow
Cycling A ellow

4.2.8

£
............... — — o |
Scatter Graph Analysis
Scatter Graph Analysis Allelic Discrimination 2

1. Analysis
“Show’,

2.

3.

“<QOther...”~

ild Types

Shift

& Scatter Analysis Graph - Cycling A_Green, Cycling A Yellow [Page 1]

““Scatter Analysis””

Citrl

1

5-10ng

I Scatter Analysis Resulls - C|
No. | Mame Genolype

““Genotypes””

Rotor-Gene Q

01/2009
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High Resolution Melt

5 High Resolution Melt

Software setup
1. ““File>~ ““New”” Advanced ““High Resolution Melt”~

““High Resolution Melt””

Buick Start Advanced

Corbett Research
Perform Last Run HRM™ run,

]
@ Ernply Run

=] Intercalating Dyes

s

=] Hydralysis Probes

Hybridisation Probes

Inskrument Maintenance

T-.J’_j Other Runs

'-ﬁ_j Open & Template In Another Folder. ..

W Show This Screen When Software Opens

2. ““Locking Ring Attached™~
72-Well Rotor

New Run Wizard x|

Welcome to the Advanced Run Wizard!

— Ratar Typ
36-4/ell Botor

Genelisc [724el]
1004/l Rotar

v Locking Ring &ttached

Skip ‘wizard << Back Mext 2>

5-1 Rotor-Gene Q 01/2009



High Resolution Melt

3. ““Operator””
““Notes™”

““Report™~

x|

This sereen displays miscellaneous options for the n. Complete the figlds. This box displays

clicking Next when you are ready to move to the next page. :f;pwoi?;fngzrﬁei‘g

oh at item, hover
Operator : Corbett Life Science wour mouse over the

" item Far help. You
otes HRM - 5YTO9 dye can also click on a

. . . combo box to display
Evaluation of SYT03 dye (Invitagen, USA] for use in SNP help about its

detection using HRM. available settings.

Frirner pair Y007 produced a B3 bp product with the SNP
located in the middle, favaring the 3 end.

The factor ¥ [G16194]) polpmorphism was used for HRM
allelic: discrimination. & factar Y plasmid for both the wild type

and mutant were uzed as targets [Fisher Biotech),
Heterozpgotes were prepared by mixing equal volumes of

| Reaction o5 =l
“Wolume [pL]: =

Sample Lapout:  |1,2. 3 hd

Skipwizad | <<Back | Mew»r |

4. ““Edit Profile...”~

x|
Temperature Profile Thiz box displays

help on elements in
the wizard. For help
ot ah item, hower
pour mouse over the
item for help. You
can ako chick on a
comba box to dizplay
help about its

available settings.
E dit Prafile |

Channel Setup:

Mame | Souce | Detector | Gan | Create New.. I
Green  #70nm B10nm 267
Yellow  530nm  555nm 5
Orange  585nm B10nm ]
Red 625nm  BGOnm 5

il

7

Edit..
Edit Gair...

HRM 460nm H10nm 133 Remove
Crimzon  B80nm  710hp

Gain Optimisation..

Skip "Wizard I << Back Next>» I

Reset Defaults

B

M Edit Profile : x|

7o, 8 H | e

Mew Open  Save As Help

The i will take approximately 94 minute(s] to complete. The graph belaw represents the run to be perfarmed :

Click on a cycle below to modify it

[ et oter..

Cycling

HiFes Melt Insert before:
Remove

Hold Temperature: g5 Igc

Hold Time : 2 |mns 0 [secs

Rotor-Gene Q 01/2009 5-2



High Resolution Melt

@ . 8 H

Hew Open  Save fs

=

Help

The run will take approximately 84 minute(s) to complete. The graph below represents the run to be performed

Click on a cycle below ta modity it

Insert after
HiRes Melt Insert before:
Remove
Thiz cycle repeats ﬂl time[z].

Click o o of the steps below to madify it or press + or - to add and remove steps for this cpcle

e

Timed Step j
Elec

10 seconds

958c for 5 secs

Acquining to Cycling &

on Green

B0% for 100
[ Long Range c for 10 secs

[~ Touchdown

channels®” ““0OK=~

Acquisition

Same az Previous : I[New Acquigition] j

““Green””

—dequizition Configuration :
Awailable Channels : Acquiing Channels :

I arme: | LI M arme

Crimgon
HFiM LI
QOrange
Fied <«

ellow

channel. select it in the right-hand list and click <. Ta remaove all acquisitions, click <<.

To acquire from a chatinel, select it from the list in the left and click. ». Tao stop acquiing from a

Dipe Chart >3 | Ok I Dion't Acquire I

Heb |

Dye Channel Selection Chart

Green 470nm | 510nm FAM, SybrGreend, alexads

L HEX, alenafaz?

velow |530nm |s55nm  |4OE. Calb ald, Caldrange ™, TET. ¥akima Yellow, WIC

Orange | 585nm | 610nm RO, Redmond Red, alexa56a

E25nm | BEOnm Cy5, Quasars70Y, LCReds40Y

B80nm [ 710hp Quasarf05+, LCRed?05%, alexafl0

HRM 460nm  [510nm | LCGresnd!

““Acquired

Rotor-Gene Q
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High Resolution Melt

8. HRM

HRM
““Gain Optimization””
HRM

cc707>

7 .8 H| e

Mews Open  Save As Help

10
Gain
<<707"
<<707>

The rin will take approximately 84 minute(s] to complete. The graph below represents the wun to be performed :

Click on a cycle below to modify it

Hald Insert after... I
Cyclin

Insert before, I

Remove I

Rampfiom [0 = degreesto [0 =] degrees.
Risingby  [01 =] deareels] cach step.
Wit for ISD seconds of pre-melt conditioning on first step,
“Wwhait for |2 j‘ seconds for each step afterwards.

Acquieto HiFes MelA | an HRM

Gain Optimisation

v Optimise gain before melt on all tubes.

The gain giving the highest fluorescence less than |70 ill
will be selected

9. PCR
Green 1 3

“Gain ’3

““Optimize Acquiring”~”

““Perform Optimization Before 1st Acquisition””

MNew Run Wizard

Summary
Setting [Value
Green Gain 267
HRM Gain 1.33
Auto-Gain Optimisation Before First Acquisition
Rotor 722/ ell Rotar
Sample Lapout 1.2.3
Reaction Yolume (in microliters) 25

Once you've confiimed that your run settings are comect, click Start Run to
begin the run. Click Save Template to save settings for future runs.

Start Run
Save Template

Skip "Wizard I << Back

10. ““Start Run””

Run File

Rotor-Gene Q 01/2009



High Resolution Melt

11.
Standard Unknown

dit Samples

File Edit Farmat Security
Standard | Ritor Style |

<cOK>>

=lai=

Settings :
lrﬁiven Conc. Format I

j Unit : IchiesfuI j tare Options |

—Samples :
bl type 1] EIEEIEIEEE]
H 10 |Mame | Tupe |Groups | Given Conc. |Selected | =]
Tiwid bpe 1 i Unknawn Mo
- 2 wild type 1 Unknown Mo
- 3| wild type 1 Unknown Mo
- 4 mutation 1 Unknown No
B 5 nutation ! Unknown Mo
B E tation 1 Unknown Mo
- 7| heterazpgate 1 Lnknown Mo
- 8 heterozpgote 1 Unknown Mo
- 9 heterozpgote 1 Unknown Mo
1o Unknown No
1Al Unknown Mo
12 Unknown Mo LI

Page
(Name: IF‘aga'l ;I;I Mew | Deletel

[~ Synchronize pages

Undo

| OK Cancel Help |
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High Resolution Melt

5.2 PCR
HRM PCR
HRM PCR PCR

B ““Quantitation analysis”” C, 30

HRM c, 30

u Analysis Mode  ““Comparative Quantitation””

[ | 1.4

B Comparative Quantitation Analysis - Cycling A.Green (Page 1) =101 x|

. Results

& 10 15 20 25 30 35 40
2
Adjust Scale Auto-Scale Default Scale |
i Comp. Quant Results - Cycling A.Green (Page 1) . : ] 3}
No. [Name Take 0ff | Amplification | Comparative Conc, | Rep. Takeolf | Fep. Takeclf (35% CI) | Rep. Amp. | Fiep. Amp. (95% C1)_|Rep. Conc. [Ren.C
1 mutation 1 1.2 1.66 1.00E-+00 1.2 1.66 1.00E+00 Calibra
2 mutation 2 114 1.68 S04E-01 11.4 1.68 9.04E-01
3 mutation 3 11.4 1.64 9.04E-01 1.4 1.64 9.04E-01
4 wild type 1 14a 1.66 FOIE-01 1.9 1.66 7OE-0
5 wild bype 2 18 1.68 7F.3BE-01 11.8 1.66 7.38E-01
[ wild type 3 1.9 1.66 F.O1E-D 1.9 1.66 7ME-M
7 heterozygote 1 1.4 1.67 90401 11.4 1.67 9.04E-01
8 heterozygote 2 15 1.68 B55E-01 1.8 1.66 86501
9 heterozygote 3 13 167 S51E-01 1.3 1.67 951E-01
« i
=& H = 1 >
Comparative Quantitation
1 o 1 X3 H 1 R
Comparative Quantitation Amplification

100 ““Amplification”” 2

Analysis Mode  ““Melt””
2 PCR
PCR

Rotor-Gene Q 01/2009 5-6



High Resolution Melt

53 HRM

HRM ““Normalized melt plot””
plot~
Heterozygotes

““Difference plot””

“Melt’,

““Normalization””

1. Analysis ““HRM~~
“HRM”

Duartitation | Comp. Duant. I
HiflesMel | Other

Show | Hide |

W Auto-shrink window

2. HRM

““Normalized™~

““Difference plot”” ““Normalized melt
Homozygotes
Difference
HRM HRM
““Show>~ Analysis
““Other>” ““High Resolution Melt”
““Normalized””
HRM

““Normalization region”~

““Normalization region”~

ZEHPNE O WP o ¥ ok

W Opwn Gas | St B

Progreis Pl Tewp.  Savpls Anshes Reports Arsgs

|Chamnels " cydrgAiraen . HeRaE ek APRM [ HeRas Mak Al LM HeSies ekt o P LM

il v
Rk Dy Fark. DF

. .
2’“ TIE 74 TeS 7€ TS 7R 7EE 77 7€ 78 7RE 79 7TaE &0 08 @ Ms @ sms e
e

[ L (e
[T

At St AusoSoak

 Homalisation Regions

Neematoed G | Ditmares Giage |

Leading Frarge
TET] =
e [RET =
Tt Alaroe
e e |
o [2m =
 Confidanca Pocantaga

| Teskeld [ =% |

Motor Ginre £000 Serins Softvascs 1.7 i 29§

Bistart| 2 Corprosocad 0 righ .. [ Rotor-Gene 6000 Sexi.

[\anTuAL MDD
[w o vm
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High Resolution Melt

““Normalized””
““Difference plot”~

L Pl Seslest Run Gan Ve Windoe M

ZEADPNE G @ I B R BB
Mew Open Sme | Sl | Hew | Seltigs Progess Proble  Tewp.  Somgles Anshis Reports Amarge
|chamals . e asron e ek A i B |

[ soenaicnd Gesgh | Gitevrce Grogh |

00

ge
L™
W
Leadoa Rae
. S |
End: AR =
El Tadoa ey
s [2n =
- End: [T5 =
Contbencs Parcantas |
ﬂ 75 M ME 6 86 W A W WS M ME T THE a0 e0s Mi o aps ,” o Hx |
e
ckorGiene G000 Sevies Softrase 1.7 Mld 20 [vanTus Mook
snart] 5] cormicei sons righ ... [ Rotor-Gene 5000 SenL [w il
=& T > =& 9
4. Difference plot Genotype
cc >3 cc >3
Genotype... Genotype
[ ¥ >
Control
e i-Res it Genotypes = [ seiecea conral Y
Gienotyps Control =
il Tyme Wld Ty 1 Z\:;s[:;:\ect the contral that i representative of this
Huaation {u:aton I Cunently Selected : (None)
Heterozygote ;Heterozpgote 1 1) Miutation 1
= (2] Mutation 2
[3) Mutation 3
] (4)wild Type 1
(0 (5)wild Type 2
0 (5] Wwild Type 3
| B (7] Heterozygote 1
M (5) Heterozyante 2
Clear oK Cancel Hee | W () Hetercaygnte 3
Sekct | Select None Cancel
[ M E R L H > [ ¥ H >
5. Difference plot Normalized Normalized graph

““Difference graph””

““Genotype””

Leadru Frarme
S |
End: AR =

Tadoa ey

s [2n =

ens: [
Contbencs Parcantas |

| Theaa [0 Hx |

ot e G000 Seres Softrewe 1.7 labd 20

i saet] 2] cormronocat 600 righ .. |[ ] Rotor-Gene 6000 Sext.

[nTusL Moor
[w ot 1am
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High Resolution Melt

““Genotype””
““Confidence Percentage”~”
““Confidence Percentage”” 90 90 Confidence
90 ““variation””

Mommalisation Regions
Leading Rangs

Res Melt Results 5 Melt A{from T3){t Start: [7314 j

Genotype: Confidence % End: [7ags =

Mutaion 1 Mutation 10000 =
Mutation 8.2 Trailing Fiange

[ Hutation 3 Mutation 95.53 Start: [82.33 ﬁ

. “wdild Type 1 Wild Type 100,00 =

| widType2  widTppe 993 End: |8283 —

. wild Type 3 Wild Type 98.02

B Heterozygole 1| Heterozygate 100,00 Confidence Percentage
Bl Heterozyoote 2| Heterozpgote 99.70 Thishoid [30 <%
Heterozygole 3 | Heterozygote 95,92
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Trademarks: QIAGEN® (QIAGEN Group), Rotor-Gene™ (Corbett Research); SYBR® (Molecular Probes, Inc.); TagMan® (Roche
Group).
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