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LightCycler® Systems
Technological (R)Evolutions

= Accuracy
= Speed

= Versatility
= Sensitivity
= Throughput

=  Automation
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Carousel-Based
LightCycler® System

LightCycler® 480 System
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LightCycler® 480 Instrument
General Architecture
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LightCycler® 480 System
96 <—=384 Switch

= Interchangeable thermal block
cycler

= Do-it-yourself, fast

= Loading help for convenience

= No service engineer required

= No re-calibration necessary

= Instrument automatically detects
and identifies block
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LightCycler® 480 Thermal Block Cycler
Speed and Accuracy

_ Therma-Base for
~__ Electronics

Cooling ' mi ' .
: mterface | optimized heat equalization

Homogenous temperature

mgtlg‘fnecmm distribution over the plate

Fast PCR runs
96 wells in < 1 hour
384 wells in < 40 min

Handhold Therma-Basg
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LightCycler® 480 Instrument Heat Sink

Therma-Base

multiwell plate mount (silver)

———— circuit board (Peltier elements)

—— Therma-Base layer

AT
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= Thin sealed vacuum vessel with working fluid in a wick structure
= Rapidly transfers heat by evaporation and condensation
Enables both rapid and accurate cycling!

—— cooling element
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Thermal Uniformity
Instrument Comparison

LightCycler® 480 Instrument

Columns

Standard Instrument

Columns
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LightCycler® 480 Optical System
Sensitivity and Homogeneity

Filter wheels

______

* CCD Camera

Field lens

Multiwell plate

www.lifescience.roche.com

LED
- high intensity
- broad dynamic range
— lifetime: 10 000 hrs

CCD camera
Five excitation filters
Six detection filters

Optimized arrangement of optical
components

Homogeneous excitation and
fluorescence detection



LightCycler® 480 Optical System
Path of Rays

= Homogeneous illumination and imaging due to long object-image distance.
= Pinhole to mask lateral portions of emitted light and focus on central, perpendicular portions.
= Large field lense to efficiently collect rays also from lateral wells.

[llumination Detection

www.lifescience.roche.com



LightCycler® 480 Optical Unit
Characteristics

B excitation — and 6 emission filters for

= Easy duplexing
- Easy and unbiased performance of dual
color Hydrolysis Probes assays using
universal color compensation objects for
FAM/HEX (VIC) or FAM/Yellow 555
combinations

=  Unmatched multiplexing
— 4 color Hydrolysis probes
— 4 color HybProbe probes

= The long-pass filter grants access to dyes of
higher wavelength

www.lifescience.roche.com

Instrument 1l
Bandpass (Band Width)

Excitation

440 nm (35)
465 nm (25)
498 nm (40)
533 nm (25)
618 nm (35)

Detection

488 nm (20)
510 nm (20)
580 nm (20)
610 nm (20)
640 nm (20)
660 nm (95) long pass
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LightCycler® Assay Formats

. Most Commonly Used

sl Sequence-independent formats like SYBR Green |

w Sequence specific detection formats: HybProbe Probes

w Hydrolysis Probes or Universal Probelibrary Probes

—

Channels, Dyes, and Detection Formats
Xenon tamp cs30-csc) | . -

Excitation filters 440 4865 408 533 618
Emission filters 510 610 640 BaE0

Dye LightCycler= LightCycler=
Cyan 500 [‘U’IG) Red 610

Melting Curve

£ HRM

E SimpleProbe probes -

"E HybProbe probes (=) - - -
= -

" Hydrolysis probes . . .
& 1-3 colors

[E

=

Hydrolysis probes
4 colors
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LightCycler® 480 System

Allows Use of All Most Currently Used Detection Formats

Detection format Excitation (nm) Detection (nm) Dye Applications
SYBR Green | 465 510 SYBR Green | Qualitative and
quantitative PCR,
Product verification
HybProbe probes 498 610 LightCycler® RED 610 Quantification,
640 LightCycler® RED 640 SNP/mutation analysis
660 Cyb via melting curves
Hydrolysis probes 440 488 LightCycler® CYAN 500 Quantification,
465 510 FAM Endpoint genotyping
533 580 VIC, HEX, Joe, Yellow555
533 610 LightCycler® RED 610
618 660 Cy5, Cy 5.5
SimpleProbe probes 465 510 Fluorescein SNP analysis
High Resolution 465 510 LightCycler® 480 ResoLight Gene/mutation
Melting Dye scanning, SNP analysis
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Sequence Independent Assay Format
SYBR Green |

1d 3

i i b L A G L i ) i o

Denaturation Annealing End of Elongation

= When SYBR Green | dye intercalates into dsDNA, its fluorescence greatly increases

= All SYBR Green | assays have to be verified by a Melting Curve Analysis for side
products other than the specific amplicon

= Dyes like the Roche Dye ResoLight completely saturate the double stranded nucleic
acid and can be used to detect unknown variations in a process called “high resolution
melting”

www.lifescience.roche.com



Detection of Sequence-Specific Probe Binding
Fluorescence Resonance Energy Transfer (FRET)

HybPr>be Probe

Excitation Excitation 4

4

Emission Emission

FRET reporting

Hydrolysis Probes

FRET quenching

www.lifescience.roche.com



Probe Based Assay Format
HybPr>be Format

A B C
) ¢ 4

+*

Denaturation Annealing Elongation

= The unique LightCycler® HybProbe probes are 2 sequence specific, non-extendable
oligonucleotide probes labeled with different dyes close emitting light when coming in
close proximity

= As both probes stay intact after amplification, they may be used for a subsequent melting
curve analysis (e.g., SNP detection)

= The LightCycler® 480 optical system allows the usage of the HybProbe Format and allow
quadruplex multiplexing of HybProbe Probes
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Probe Based Assay Format (Il)
Hydrolysis Probe Format

-
i 4 -

Denaturation Annealing Elongation End of Elongation

= Hydrolysis probes emit fluorescence when the 5~ 3" exonuclease activity of Taq
polymerase hydrolyzes them

= Universal ProbeLibrary Probes are similar to Hydrolysis Probes

= The LightCycler® 480 optical system allows the usage of the Hydrolysis Probe Format and
allow quadruplex multiplexing. For unbiased fluorescence detection of duplex assays using
dye combinations like FAM/(VIC) HEX or FAM/Yellow 555 are supported by universal
Color Compensation Objects.

www.lifescience.roche.com




LightCycler® 480 Multiwell Plates
Disposables

96-well plate for 10-100 pl 384-well plate for 5-20 pl Sealing foil

= Barcode labeled multiwell plates
- LightCycler® 480 Multiwell Plates clear, (96 and 384 well)
— LightCycler® 480 Multiwell Plates white, (96 and 384 well)

= Best fit for optimized heat transfer
— fast cycling times (384-wells in < 40 min, 96-wells in < 1h)
— homogenous temperature distribution in each well

= Sealing foil to prevent of evaporation and contamination

www.lifescience.roche.com



LightCycler® 480 Reagents
Optimized for Each Application

= LightCycler® 480 SYBR Green | Master

= LightCycler® 480 Probes Master

= LightCycler® 480 Genotyping Master

= LightCycler® 480 High Resolution Melting Master

= LightCycler® 480 ResoLight Dye

= LightCycler® 480 RNA Master Hydrolysis Probes
= RealTime ready RNA Virus Master

= LightCycler® Multiplex RNA Virus Master

= LightCycler® 480 Control Kit

= LightCycler® 480 QC Kit

www.lifescience.roche.com



Universal ProbelLibrary (UPL)
Overview

= Universal ProbeLibrary (UPL) Assays
- for gene expression quantification of a large number of organisms

— UPL comprises 165 short hydrolysis probes
=  8-9 mers, FAM-labeled
= Locked Nucleic Acids (LNAs) incorporated

HO

"-\__.___‘_-0

OH

0]

Base

- The UPL probe and the PCR primers together constitute the PCR assay for a given

target gene.

= Design UPL assays using ProbeFinder Software available free at the web-based Assay

Design Center at www.universalprobelibrary.com

= UPL assays are compatible with all real-time PCR instruments capable of detecting

fluorescein, FITC, FAM and/or SYBR Green I. Use a standard real-time PCR protocol for

hydrolysis probes.

www.lifescience.roche.com


http://www.universalprobelibrary.com/

LightCycler® 480 System
Application Overview

It allows measurement during amplification for quantitative or qualitative results

- Qualitative detection (Yes/No answer)
- Absolute Quantification (result: e.g., copies/ml)
- Relative Quantification (result: e.g., relative ratio)

It allows measurements at the endpoint of PCR
- Endpoint Genotyping (allelic discrimination)

¢

* It allows melting curve analysis subsequent to PCR amplification for o

— Product identification with SYBR Green |
- Detection of known mutations using e.g., HybProbes

— Detection of unknown mutations with Gene scanning

www.lifescience.roche.com




Amplification Analysis

Simple Probes

w Hybridization probes dsDNA binding dye

Hydrolysis probes SYBR Green

Scorpion Probes

www.lifescience.roche.com




Melting Curve Analysis

—

SYBR Green |

Temperature (°C)

Temperature History
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High Resolution Melting Dye

Normalized and Shifted Melting Gurves

76 77 8 7 & o1
Temperature ('Ty

Difference Curves

Fluorescence (453-533) Difference

Temperature (°C)

Hybridization Probes

 LLLE

Melting Curves

& @ & o & & n
Tomporature (t)

Melting Peaks




LightCycler® CYAN 500
One target, dye per well

FAM
HEX
All wells analyzed in all

LightCycler® RED 610
LightCycler® RED 670
channels

Multi Color Assay, Hydrolysis Probes

Color Compensation

HEX
.
— | ]
—
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LightCycler® 480 System

Dynamic Range

Amplification Curves

18726
1 ?.225—5
1 5.?25—5
1 4.225—2

12726

533)

2 11 226
5.726
5.226

5.7 26

Fluorescence {483

5226
3726
2 226

0.726

0774

12 34567 8 0101112131415 1617 181020 21 22 23 24 35 26 27 28 2030 31 32 %3 34 35 36 37 38 30 40 41 42 43 44 45

Cycles

Samples Statistics
B utc Mean Cp | STD Cp
M iro 37.69 1.03
1E1 34.94 0.49
[ Sk 31.65 0.27
W iEs 2g.21 0.05
1E4 24,85 o.01
B i:s 21.56 0.0z
M e 18.17 0.01
1E7 14.81 0.01
1ES 11.45 0.0z
B == g.18 0.0z
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Serial dilution of plasmid DNA (1
copy - 10° copies)

9 replicates each
Detection format: UPL (FAM)
Target: GAPDH



LightCycler® 480 Control Kit
Detection of a two-fold Difference

= 1000 vs. 2000 copies
= 24 replicates each
» detection format: UPL (FAM)

1||23455?891D 12 14115 16| 17| 18] 19| 20| 1
B B [ |
E IO
CH@EY HENENENR |
(o]
E|H |
F
el | |
H
i | |
d
K |l |
L
|l [ |
[
. ¥ Positive . ¥ Uncertain

. ¥ Negative . [+ Standard
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Amplification Curves

14 269

12769

11 269

9.769

8269

6769

5.269

Fluorescence (483-533)

3769

22689

0769

0731

12345678 91011121314151617 151020 21 222324 25 26:27 26 20 3031 32 53 3435 35 37 3539 40

Cycles
Samples | MeanCp | STDCp | Meancenc | STD conc
Tnknown 1 26,63 0.08 9.70EZ 4.93E1
Unknown 2 25.65 0.04 1.33E3 -.33E1




LightCycler® 480

Detection of a two-fold Differencec

= 1000 vs. 2000 copies
= 16 replicates each
= detection format: one step, Hydrolysis Probes

¥ Standard

www.lifescience.roche.com

Amplification Curves

9.095
mﬁ
7.205]
6.395]
5.495]
4.595]

3.695

Fluorescence (483-533)

2.795
1.895
0.995

0.095

2 4 B B 101214 15 18 20 22 24 25 28 30 32 34 35 38 40 42 44 45 43 50
Cycles

Samples | Mean Cp | STD Cp
Al13, hZ4, C13, C24, E13, EZ24, Gl 26.36 0.38
azs, ciz, C23, El12, E23, Gl12, G2 27.52 0.40



LightCycler® 480
Walk Around the Block

*detection format: Hydrolysis Probes

Amplification Curves

11.585
10.585
5.585
8.585]
7.5857
6.585]
5.585]
4.585]
3.585]
2.585]
1.585]
0.585
-0.415]

Fluorescence (483-533)

2 4 6 & 10 12 14 16 18 20 22 24 26 28 30 32 34 36 38 40
Cycles

Standard Curve

@ F standard

Errar; 0.00465
Efficiency: 1.997

Statistics
Samples 'Mean Cp| STD Cp
a7, Als, HY, Hle, P7, P18 25.48 0.09

Crossing Point
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LightCycler® 480
Reproducibility

* detection format: SYBR Green |
= 44 replicates of sample

| 1lzlzlalslsf7lsafohi|hz

l& 001000

B EEEEEnm

= EEEEEnm

o HEEE

= HEEE

IF HEEEEE

G EEEEEnm

H EEEEEnm

. ¥ Positive . ¥ Uncertain

. ¥ Negative . ¥ Standard
Statistics

Samples = Mean Cp STDCp Mean co... STD conc

L7, B8, B 2z.97 0.04
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Fluorescence (483-533)

Amplification Curves

13.006
12,0081
11.006]
10,0081
9.006]
8.00¢]
7.008]
6.006]
5.006]
4.006]
2.00¢]
2.006]
1.008]
ﬂ.ﬂ'ﬂ'ﬁ:

2 4 6 B 10 12 14 16 18 20 22 24 25 28 30 32 34 36 38 40 42 44
Cycles




LightCycler® 480
Reproducibility

* detection format: SYBR Green |
= 44 replicates of sample

—
=
IE
i
=
IE
F
G
m

A EELT

Melting Curves

Fluorescence (483-533)

80 65 70 75 80 85 90
Temperature (*C)

Melting Peaks

& 4838
i 4333
& 3.888]
= 3.388]
S 2385
£ 1388
S 1388
L ]
Samples Meltin... = 0858
Include Color Pos Name Tmi1 2 0112
B 2~ Gene x B9.14 60 65 70 75 80 a5 30
[l 22 Repl. of Gene x 89.11 Temperature (°C)
B9 Repl. of Gene x 89.06
B B Average Tm = 88.798 STD=0.16
B 211 Bepl. of Gene x 88.94

www.lifescience.roche.com



LightCycler® 480 System
Overview

1. General Description and Specifications
2. LightCycler® 480 Instrument
3. Assay Formats, Dyes, and Applications

4. LightCycler® 480 Performance

5. LightCycler® 480 Software

www.lifescience.roche.com



Crossing Point Determination

At what point does the amplification reaction transition from lag phase to log-linear phase?

a2 a
1B 1B E—
& &
2 =
=1 Q.
Q Q
o Q
§ ™ § ™ : .
og-phase
Q =) g-p
Lag Phase
1,000 1,000
12345678 1011 12 13 14 15 16 17 18 19 20 12345678 1011 12 13 14 15 16 17 18 19 20
2 2
PCR Cycle PCR Cycle
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Crossing Point Determination
The Fit Points Method

Fluorescence (F1)

10.0-
ao-
a20-
To-
G.o-
S5.0-
40-
30-
20-
1.0-
oo-

-'1.I:l—I

u]

I
2

]
El

I
G

I 1 1 I I 1 I I I 1 I I I I 1 I 1 1 1 1
g m 12 14 16 18 =20 22 24 26 28 30 32 34 36 33 40 42 44 45

Cycle Number

www.lifescience.roche.com



Crossing Point Determination
The Second Derivative Maximum

90

Fluorescence (y)

Cycle Number (x)

[EnY
N

-
©® [
- 5
e=h

Derivative of Fluorescence

ch)

—#— Amplification Data (x, y)

15t Derivative dy/dx

—e— 2"d Derivative d?y/dx?
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LightCycler® 480 System
Software Innovations(2)

Standard Curves

*PCR efficiency consideration Sample 1
\ Sample 2
@ Standard Curve A
high efficiency
™S @ Standard Curve B
.: \\ low efficiency

L

L i
Log Concentration

=Calibrator-normalized PCR

target/reference nknown sample)
normalized ratio =

target/reference (run calibrator)

www.lifescience.roche.com



LightCycler® 480 System
Software Innovations(3)

= Standard curve calculation truly based on data

Amplifioation Curves

mg

%

H//i/(gk;.

i

534-
-
Emor: 0102 =
Efficinncy: 2 M6 E?ﬁ
UE

4

2 4 B 8 10 12 14

16 18 20 22 24 26 38 30 3T 34 3 32 40 42 44
Cycles

Standard Curve

5
Log Concemration

Amplification Curves

™
o

ith
S

IFhiesie: it {640}
ke
"“--..,_‘_‘_‘_\_\_\_\_ -..-“.
' S g
- T o
e

| g j

2 4 & B 10 12 14 95 18 M0 X M N M M L M M M

Cycles

Standard Curve

A0 42 44

linear fit
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non-linear fit




LightCycler® 480 System
Software Innovations

Without efficiency

Efficiency correction

Efficiency correction

correction with linear fit with non-linear fit

Adrenal Gland RNA

40 ng 1.03 1.18 1.41

8 ng 2.21 1.79 1.01

1.6 ng 6.00 4.17 1.17

Mean value 3.08 2.38 1.21

Standard deviation 2.5967 1.5799 0.2173

Coefficient of variation 84.3% 66.4% 18.0%

Duplicate measurements for each data point

Test System: Total RNA from - human adrenal gland tissue (sample)
- Hela cell line (calibrator)

Data Analysis: Calibrator-normalized target/housekeeping ratios

www.lifescience.roche.com



LightCycler® 480 Software
Flexible Analysis Options

Melting Curve Genotyping :SNP
analysis with HybProbe probes
- Robust melting curve analysis
- Automated annotation
— Ideal for multiplex assays and

haplotyping

Endpoint Genotyping
- Using hydrolysis probes
- For known SNPs in known
regions

Gene Scanning-HRM
- Discovery of unknown genetic
and epigenetic changes
- Homo-/heterozygote
differentiation

www.lifescience.roche.com

iiEcsainid

.| Absolute Quantification

- Dynamic range: 1-10'° copies
- External standard curves

Relative Quantification

- Basic analysis: one click to
result

- Advanced method for utmost
accuracy

- Accurate results using
efficiency correction

- Use of reference genes



LightCycler® 480 Software
Overview

Instrument:  Virtual LightCycler 480 96 System |l / Not Connected Datal My Computer (R

Window: IOverview j Usern: System Admin

LightCycler® 480 Software release 1.5.0 SP1

Version 1.5.0.39

~Experiment Creation:

Plate Type:
(® White Plates
) Clear Plates

= New Experiment

= Macros are used to
run an experiment
automatically

[ New Experi nt from

= Templates

N[ m‘ i l@lll ®

Endpoint Genotyping

Abhsolute Quantification

www.lifescience.roche.com



LightCycler® 480 Software

Data Management

ightCycler® 480 Software release 1.5.0 SP1

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected

Database: My Computer (Research)

Window: Navigator

Navigator Query

System Admin

j User:

‘ Experiment name: Demo Abs Quant with SYBR Gres

Created on: 10/18/2007 8:38:15 AM

= 2] Root
- 2] Adminigtration
+-_] Roche
=1+ System Admin
=) Experiments
=] demo

0f uant with SYBR Green |
@ Dema Dual Color Hydrolysis Probes
@ Dema Endpoint Genotyping PCA-Read
@ Dema Endpoint Genotyping Post-Read
@ Dema Gene Scanning
@ Dema telt Curve Genotyping
@ Dema Ael Quant Dual Color
@ Dema Fel Quant Mono Color
@ Dema Tm Calling with HybProbe Probes
+-_] Florence
+-_| HAM experiments
+-_] Rama Singh-Leah-Jeff
+-_] Sylvie Laforest
@ Paul_April 21_E14 clones_3d-LIF
] Macros
4| Preferences
-] Special Data
4] Templates

Created by: System Admin

Last modified on: 67342008 2:44:39 PM
Last modified by: System Admin
Software version: HTC1 0.5.1.53
Revision history complete: No

Run: Started at 6/9/2005 11:24:49 AM and comp
Instrument name: Pilot-510
Instrument ID: HTC_510

Operator: Demo

Notes: Detection Format: 5YBR Green |
Absolute Quantification with standard dilutions i
Melting Curve Analysis to distinguish specific pni

Programs:

1: Pre-incubati 1 cyclefs] None
2 Amplification 45 cyclels] Quanl
3 Melting Curve 1 cyclefs] Meltin
4: Cooling 1 cyclefs] None

Elock type: 384 wells

Detection format:
Name: SYBR Green
Integration time mode: Manual

Filter combinations:
Active  Name
Yes 5YBR Green [483-533)

Bnalysis modules:

1: Abs Quant/2nd Derivative Max [of type "Abs (
Created on: 9£26/2007 2:52:45 PM
Created by Spstem Admin v

< »

[ faklen ‘][ Import ‘][ Export ‘][ Batch Impon‘][ Batch Expon‘][ ealils Batch‘]

o o Y om

B

Copy ‘]

www.lifescience.roche.com

8@ BE <O e|l@meE @

Data stored in a traceable or

a research database

Navigator for data base

entries

Query possibility to find

information

Export and Import functions



LightCycler® 480 Software

User Management

= LightCycler® 480 Software release 1.0.0.0511

Instrument:

Virtual LightCycler 480 384 / Not Connected

Database: My Computer {Traceable)

Window: IOverview

El-User Access
i Current Password
Users =snd Groups
E----System Settings

- Report Setctings

- Datcabase information

View logged in users

Tpdate cquery =engine
i Clean—-up database

Instruments

Detection Formats

System Admin

j User:

Users

Groups

—Users

& Canny
.ﬁ, Systern Admin
§ Training

I Show users with disabled
access

=10l =]

—User Trainina
Enter the user’s full name:

ITralning

Enter the name the user wants to log in as:

ITralning

Enter the user’s password:

Ixfww:w:xﬂr

Confirm the passworid:

Iﬁﬁﬁﬁﬁtﬁﬁﬁ

Select the user's role:

IExpErt User

Select the groups the user belongs to:

I~ Access Disabled

.‘l

www.lifescience.roche.com

Different user levels (admin and

expert user)

Users may be organized

in groups



LightCycler® 480 Software

Instrument

B 480 Software release 1.0.0.0511

Instrument:  Virtual LightCycler 480 384 / Not Connected Database:

j User:

EE ii;;;i IOVEEViEW

My Computer {Traceable}

System Admin

e Instruments [Virtual LightCycler 480 384
H -Current Password

Users and Groups

Fystem Settings Connection

Feport ZSettings

Operation Log |

£ Datebase information r Connection Setting:

Lamp

“TET AEEERE dn TR Name |Uir|:ual LightCycler 450 354

Intensity (%) 100

-Tpdate query engine

-Clean—-up database IP Address |D.D.D.D

Operation Time (h) I:l

Instruments
Detection Formats

Test

r Instrument Informati

Instrument Il |Virtual-384

| Block Type ISEH I

¥ Barcode Enabled

Technical Informati Excitati Filters Emission Filters
Mot Connected =1 || Pos|wavelength Wavelength =
a 450 500
483 533
I-| z |sz23 568 -
[ i||fl;ll’|'|l|‘:;'|‘ien|| ][ Make default ]
= =

www.lifescience.roche.com

Connected instrument
Block type,
Lamp status,

Operation log



LightCycler® 480 Software
Detection Format

=’ LightCycler® 480 Software release 1.0.0.0511

Instrument:  Virtual LightCycler 480 384 / Not Connected

&' . IOvervlem j

E-Tser Access

r Detection Formats:

Current Password

Active |Name

- Users and Groups
- Systewm Settings
.. Report Settings —
[=)- batabhase information —

[

View logged in user (1
-~ Update guery engine (1

Clean-up database
- Instruments

--Detection Formats

< | ol

SYER Green I

FimpleProbe

Mono Color Hydrolysis Probe
Multi Color Hydrolysis Probe
Mono Color HybProbe

Multi Color HybFProbe

Database: My Computer {Traceable)

_lol =

User: System Admin
rFilter Combination Selection
Emission

E 500 533 568 610 640 670

z 4500 O O O O O

Vo OOoOoaQg

? 50 O OO O O

'O 00000

"e50 0000 0O

Selected Filter Combination List

Excitation  Emission Name Melt | Quant [Max Integration
Filter Filter Factor | Factor Time (Sec)
4583 533 SYER Greel.:z 30 1

www.lifescience.roche.com

5 Excitation filters

6 Detection filters

Roche-defined

detection formats

User-defined
detection formats

possible



LightCycler® 480 Software

Experiments

= LightCycler® 480 Software release 1.5.0 5P1 Egl

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected

Database: My Computer (Research}

Window: IDemo Abs Quant with SYBR Green | | User: System Admin
Experi- Run Protocol Data ‘ Run Notes |
ment - Setup
Detection Format ISYER Green j Block Size |3EH Plate 1D Reaction Volume El
Subset
Editor Color Comp 1D I Lot No Test ID I
Programs
Sample Program Name Cycles Analysis Mode
iy @ Pre-incubation : None h
dimplification 45 : Quantification -
N Melting Curve : Melting Curves -
Cooling 1 = None -
Report
Amplification Temperature Targets
Sum Target ("C) Acquisition Mode Hold {hhzmm:ss) Ramp Rate ("C/s) = Acquisitions {per °C) | Sec Target {C} Step Size ("C)  Step Delay (cycles)
>95 ~ None ~|o0:00: 10 ~lo =] =]
&0 > None 00:00: 10 0 =0 =0
@ 72 2 single 00:00: 20 a s s

P

Querview

Temperature (°C)
@ u m ow o
2.2 5. 5 9

e
=)

4rH
30

B

0:00:00 :06:03 01512 0:24:22

0:33.29 0:42.44 05150 1:01:07 11007 1:19:24 1:26:34

NEB @& O @k (TE ¢

Apply
v

www.lifescience.roche.com

Estimated Time [h:mm:ss]
[ End Program ][ + 10 Cycles ][ Start Run ]

®

Flexible run programming

Online data display of
fluorescence and

temperature

Create or apply Templates

All parts and settings of an
experiment (run, sample
management, analysis and
report) can be stored in
templates and easily applied to

experiments



LightCycler® 480 Software
Sample Management (1): Subset Editor

& LightCycler® 480 Software release 1.5.0 5P1

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: My Computer (Research)
Window: IDemo Abs Quant with SYBR Green I ™ s b Ed H
s ubset kditor
10 |Nﬂme |Ana|ysis |Repurl |
11l Samples rd

= Sample Editor

rrrrrrrrr

[T rrrrrT
[T T
A v v
ANEEEEEEENNEE e
[TTTTO lll

Subset 3 homnn
Edit

dard:
Subs
Suba

 Plate view

.....
=
(LS

= Create or apply
Template

1]
NE RO T @k TE 0 E

rr
.. [ Apply ][ Clear J[ Cancel }

www.lIfescience.roche.com




LightCycler® 480 Software
Sample Management (2): Sample Editor

yclen® 4B0 Software release 1.5.0 SP1

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: My Computer (Research)
Window: Demo Abs Quant with SYBR Green | j U==r: Systentain L] su bset Ed itor
~Step 1: Select Workflow: Select Filter Combinati Abs Guant-
. (" Abs Quant (+ Rel Quant ( Scanning ( Color Comp F 183533 Units l—
" Tm (" Melt Geno ( Endpt Geno =
. . =  Sample Editor
—Step 2: Select Sampl Pos| Color Repl Of ple Name Q ification  Combined Sample and | Concentration | Target Name =]
Sample Type Target Type
Subset: IE“a“dams and Unk“"“:l' y a1 | 21 Semple 1 Unknown ~|Unassigned Unknoun = Target 1 -
! z1z| a1 Sample 1 Unknown Unassigned Unknown Target 1 u Plate VIeW
Editor A z1a| [ a1 Sample 1 Unknown Unassigned Unknown Target 1 %
% as| W c1 Sample 2 Unknowm Unsssigned Unknown Target 1
IAnalysis| | D ris| c1 Sample 2 Unknown Unsssigned Unknown Target 1
|E | A17 . E1l Sample 3 Unknown Unassigned Unknown Target 1
. % a1 El Sample 3 Unknown Unassigned Unknown Target 1
Report E i19 - G1 Sample 4 Unknown Unassigned Unknown Target 1
| 20 G1 Sample 4 Unknown Unassigned Unknoun Target 1
% zz1| I1 Sample S Unknown Unassigned Unknown Target 1 .
L azz I1 Sample S Unknown Unassigned Unknown Target 1
@ '% a2z | K1 no template |Negative Con Unassigned Neg Target 1 — a
o 1| W a1 Sample 1 Unknown Unassigned Unknown Target 1 n create or a I
P ci| W c1 Sample 2 Unknowm Unsssigned Unknown Target 1 pp y
R o1 | W c1 Sample 2 Unknown Unsssigned Unknown Target 1 @
E1l . E1 Sample 3 Unknown Unassigned Unknown Target 1 Template
ICUmblnEd Semple and Target Type j Ez4q i1 Sample 1 Unknown Unassigned Unknown Target 1
ri| El Sample 3 Unknawn Unassigned Unknown Target 1 D-
= Fo - Fo Srandard 1 Standard Unassigned Stcd 1.00E& Target 1 I I
—Step 3: Edit Rel Quant Propertie F10 F10  Standard 2 |Standard Unassigned Std 1.00ES Target 1
ri1| F1l Standard 3  Standard Unassigned Std 1.00E4 Target 1
Sampleiiane Fiz Fiz Standard 4 |Standard Unassigned Std 1.00E3 Target 1 f
rSample Type rFiz| Fi3 Standard 5 |Standard Unassigned Std 1.00EZ Target 1
(" Unknown (" Negative Control ria| W F14 | Standard 6 |Standard Unassigned Std 1.00E1 Target 1
(" Positive Control/Calibrator ris| F1i5 Standard 7 |Standard Unassigned Std 1.00E0 Target 1
("~ Standard Concentration l_ Auto Std Ci Fz4 a1 Sample 1 Unknown Unassigned Unknomn Target 1
31 . Gl Sample 4 Unknown Unassigned Unknown Target 1
[Gene target o | W Fs Standard 1 |Standard Unassigned Std 1.00E6 Target 1
Target name |Target 1 Eff IZ-DD G10 Fi0o Standard 2z |Standard Unassigned Std 1.00ES Target 1
" Target " Reference  (# Unassigned 11| Fil |Standard 3 | Standard Unassigned Std 1.00E4 Target 1
Giz Fiz Standard 4 |Standard Unassigned Std 1.00E3 Target 1
ciz| F13 Standard 5 |Standard Unassigned Std 1.00E2 Target 1 JJ
< | »
EANE Ak T e e

®
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LightCycler® 480 Software
Sample Management (3): Plate View

ghtCycler® 480 Software release 1.5.0 SP1

Instrum Virtual LightCycler 480 96 System Il / Not Connected Datal My Computer (R h)
Window: IDemo Abs Quant with SYBR Green | j User: System Admin
—Step 1: Select Workfl ! Select Filter Combinati Abs Quant
(" Abs Quant (*# Rel Quant (~ Scanning (" Color Comp H 5
v 483533 Units
" Tm (" Melt Geno (" Endpt Geno .
Step 2: Select Sampl Step 3: Well editor

ubset: IStandards and Unknowns v .@.. Combined Sample D B

and Target Type

1 12 3405 6 7 I8 9 100141712 13 [14 [15 16 [17 [18 [ 19 [20 [21 [22 [23 |24
-n -r T Sample Name

au @vu @V @V @V BV @V 8V BV @U Bl BU

A @s |@s |@s |@s |@s [@s (@5 |@s |@s |@s [on . l—.
—| Concentration
B Quantification D -
E Sample Type
‘ - e
]
_|@s Target Name . e 4
c[®v ou
o3 ®s
c|ov ou
@s @s
AL (1]
Gles ®s
[ |eu (1]
Hlgs ®s
R Qu [Ou [Ou [Ou [Ou [Ou [Ou ou |
@s @®s Os |@s |[Os |@s |@s |@s @s T
jou ou [ou [ov [@u [ou [ou [@u ou
o3 ®s [0s [@s |@s |@s |@s |@s H
;.u ®u
r . .
N ou
L ®s
] 1]
M CH
au
m @s
N ou
0 On
o|ev[eveviev(eveviev/eu eu eu|eu
@s |@s |@s |@s @5 (@5 |@s |@s |@s |@s [on
L

- I —_—— . EEEEaE
Lo, T s ) = T
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Subset Editor
Sample Editor

Plate view

Create or apply
Template



LightCycler® 480 Software
Analysis Modules

= LightCycler® 480 Software release 1.5.0 SP1 [REE]
-
Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: My Computer (Research) An a Iysls M Od u Ies
[Demo Abs Quant with SYBR Green | | User: System Admin

g Analyses [cvervizw B

Ment | coate New Analysis——— —Open Existing Analysi

ibs Quant/2nd Derivative Max

ihs QuantszZnd Deri

Subset| | s Quant/Fit Points ibs Quant/Fit Points
BO| ||, vercea netacive guantisicasion || [T caring bz Quant/Fit Points
Basic Relative Ouantification ibs Quant/Znd Derivative Max for Standards and Unknowns

Color Compensation

Livanced Belative Quantification
BEazic Belative Quantification

Editor

nApoint Genotyping

ene Scanning
21t Curve Genotyping

=
&=
®

0] (e

Analysisl | B0 e Color Compensation
— JEndpoint Genotyping
JGene Jcanning
JHelt Curve Genotyping
1Tm Calling
®
o
Ll
Optional Modules
- LIMS/Barcode module
- Gene Scanning
A - Multiple Plate Analysis Software

77 start WALSE ole Ut Chapter v [ B8 tomodfy it .. o 80 EN Q:JIE‘”_H"& SRR
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LightCycler® 480 Software
Analysis Module: Absolute Quantification

& LightCycler® 480 Software release 1.5.0 SP1

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: My Computer {Research)

Window: IDemo Abs Quant with SYBR Green | | User: System Admin

Experi- Analyses [ibs Quant/znd Derivative Max for Standards and Unknowns |

ment

n Automated calculation method of

|I]fﬂ[l“aliﬂl]|Pngram: dmplification, Color Compensation: Off

Subset [ Subset: IStandards and Unknowns = @@ (m—
Fior Ampliication Gurvss

[1[2[3[a[5](6[7[8[9 Mof11z[3[2f5[16MT[18[19[20 21222321 [
o o ]

Crossing Points (Cp)

Sur|.1ple é [ j 28.733
e | A %23
E | N I I A o o o o | &
F [ I o — . 273
nalysis| & o
IT : g 21.233]
S v n Standard curve:
IL | e g 16233
M [ ] ©
IN] g 1
[ 2 s | i o - Standards in the same
IP] =L g s &«
LN i {y = g7 .
oo ) e experiment
B Positive [ MNegative B Uncertain @ Standard 3733
) . .
Samples Results - J —_
Inc... C...| Pos Name Concentration  Stand... Statl.:‘ = IJj'I Import Of a preVIOUS
1.01E5
10 ] 0 0 .
e saved standard curve object
[
Standard Curve
35
|‘ Enor: 00195 E an|
— L g
Replicate Statistics eRsErE | -
Samples MedianCp STD Cp Median conc | STD conc il " \l-ink- %%USU%FE g 122: n Create Or a pply Tem plate
Al, 213, A1¢  16.13 0.02 1.0ZES 1.44E3
115, Al6, <1 17.13 0.03 5.25E4 1.17E3 0 1 2 B P 5 5
417, 418, E1 18.27 0.0z 2.47E4 2.85E2 | Log Concentration
[ T:rr‘::::te ‘V][ Notes ‘][ Calculate ] [Colo&)g}ump HV][ F":;;_g;;"b‘][ S:It:lcr::;e |VJ[ Median ‘VJ[ Ser?:iﬂ':rily HV]

'8 b ftout,., | C = | F [ f - 0 R =

www.lifescience.roche.com



LightCycler® 480 Software
Analysis Module: Tm Calling

& LightCycler® 480 Software release 1.5.0 5P1

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Datal: : My Comy {R rch)
Roche

Window: IDemo Abs Quant with SYBR Green | j User: Systerm Admin @] Auto m ated Ca I I i n g Of m e Iti n g

Analysesl'l‘m Calling j .
||'|for|'natiun|Prﬂgrsm: Kelting Curve, Color Compensation: OFf temperatu reS (Tm)
a subset:framaeras i o] (DB BB = —

7783

=

- SYBR Green | Format

1[2[3[a 567 [8[9 hufthzhsfanshchzhahsRoz1Rak @ Melting Gurves
AleppENEENEENNeeoseeseoe ¥ =
Sample D L J =
Editor 3
p| g .
Is i n Improved algorithms for
DDDDDD [l [-4] 70 Fil 80 85 a0
Report | 17 SREmEEmE [ene et - HybProbe Format
L] Melting Peaks
i
0]
’F

7083

. = = SimpleProbe Format
o - SimpleProbe Forma
Tm resulcs B
3
b4
@ HNone @ 1 | 2 § 4983
Display % 4283
"'_ Shoulders ¥ Tm [ Area I~ Height I~ Width g 3503
3
Samples Melting Pealﬁj 2 28] O t' I
Include Color Pos| Name Tm1  Sta.. 5 n p |Ona
= 2183
v B i1 Sample 1 589.24 kS
v B 13 Sample 1 88.393 1.483| g
v B :12 Saple 1 =8.92 - IVl | Tm Ed t
v B 215 Sample 2 59.09 0783 anua I Ing
v B :i5 Sample 2 89.10 0083 B
v B 217 Sample 3 53.14 . .
omamImil e _ Display sett
v B 10 Sauwple 4 89.13 B5 68 70 72 74 75 78 80 82 81 85 8 90 92 94 Isp a Se In S
Temperature [*C)
v B :z0 Sample 2 59.19 =
« -_——— - - - - |LI_‘ ™ Manual Tm Method
Apply N L Color Comp Filter Comb N[ Max Peaks SYBR Green |
[ Template N Notes Calculate (off) v 483533 2 or less) Format v

. n Create or apply Template

EN '<’)I LRSI
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LightCycler® 480 Software
Analysis Module: Color Compensation

& LightCycler® 480 Software release 1.0.0.0511

Instrument:  Virtual LightCycler 480 384 / Not Connected Database: My Computer {Traceable)
Roche
Window: IDEmD Dual Color Hydrolysis Probes Conny j User: Training
Analyseleolor Compensation j
Sum
IIIfIJrInatinanngram: Temperature Gradient, Color Compensation: OLff |
Experi-| Subset: |Color Compensation
5 | Raw Data
ment
o] -
Subset 3 20
P &
Editor 8 15 ﬁ
v
e —_—
Sample 5 10
Editor @ %
. g 5
=
3 r —_—
Analysis - — T — T T T
) [ 40 45 50 55 £0 65 70 75 ]
Temperature H
Report
P Samples GCompensated Data e
- Color|Pos|Name | Type _
B Hil Sample 179 ater 8.0 —
B Hiz Sample 180 Water g
H13 Sample 181 Vater 3
[0 I11 Semple 203 FAM [483-53 £ 10 I
B 11z Semple 204 FAM [483-53 E 5 e
B 113 Ssmple zoS FAM (453-53 2 D
™
B it Semple zz7 Hex (523-56 0 r 1
. J12 Sample 228 Hex [523-56 40 45 50 55 =01 55 7o 75
B 713 Sawple 220 Hex (523-56 UELEIHITE
Apply N - Filter Comb. ™ . N
Notes Calculate Save CC Object
[Template A “ 183533 )

&
x

| ]

S X
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Raw Data are generated with a

Color Compensation run

Analyzed data are saved
as CC Object

Color Compensation objects are
applied to dual or multi color

experiments

Create or apply Template



LightCycler® 480 Software
Analysis Module: Relative Quantification

-Basic Relative Quantification Analysis: automated, results with one click

-Advanced Relative Quantification Analysis: according to your needs

ightCycler® 4B0 Software release 1.5.0 SP1

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: My Computer (Research)
rAbs Quant Type g~
P _ . Allalyseslmivanced Fel Quant all-to-mean, ext Standards j [
i+ Abs Quant2nd Derivative Max 6L i
: e ment ) [
Sens“mw Information Isubaet. Samples+Calibrator, Prograwm: amplification, References: In-Run, Abs Quant Type: Abs Quant/Znd Derivative Max .
(" High Sensitivity & High Confidence Subset Results Manual Pairing Target Name ‘
Editor
. . — Bar Target Name Target Reference Ratios —
I Abs Quant/Fit Points
q Sample Chart Pairing Sample Name Targets References Mean Cp  Mean Cp Target'Ref Normalized | Status T
—SlllhDrdlllﬂIE Am Quanl Analy‘SIS Editor v calibrator Target 1 Reference 1:Refere 22.43 24.14 1.064 1.000 ﬁ
— v A1/D1 sample 1 Target 1 Reference 1:Refere 23.76 26.31 1.574 1.762
[ Create h]‘ Target MName v az/D2 sample 2 Target 1 Reference 1;Refere 21.34 24.58 2.978 2.7989 —
_Create ane anawms for each targel name Analysis v L3/D3 sample 3 Target 1 Reference 1:Refere 24.30 26.18 1.199 1.127 @
v A4/D4 sample 4 Target 1 Reference 1:Refere 23.56 25.27 1.060 0.9963
|"“ Cmata I.'I:f Fi|tﬂ[ Cnmhinatinn v L5/DS sample S Target 1 Reference 1:Refere 25.11 23.90 0.15z8 0.1437 —
Report v ealibrator Target 2 Reference 1:Refere 28.49 24.14 3.17E-2 1.000 J—
- Create one analysis for each filter combination v L7/DL semple 1 Target Z Reference 1;Refere  20.21 26.31 43.02 1357 .l
_ v AB/DZ sample 2 Target 2 Reference 1:;Refere 28.84 24.58 3.33E-2 1.049 ]
—Referance ﬂnﬂl}*ﬁn — Sum v 19/D3 sanple 3 Target 2 Reference 1;Refere 33.98 26.18 2.09E-3 6.59E-2 —
r;‘ Cleate I“-Run (_\ Selem EHIE[“BI 4 A10/D4 sarple 4 Target 2 Reference 1:Refere 31.32 25.27 5.51E-3 0.2683 e
iy v A11/D5 sample 5 Target Z Reference 1:Refere 33.66 23.90 5.57E-4 1.85E-2
—FPairing Rule
[ One To One " Al To All
_—
[ B _____
All To Mean Mean To All Sample View i D
—Defﬂull Sta"dald cuwe sem“is Relative Quantification Results I I
When there are no In-Run standareds for a target name: . %
P | 1.00EZ;
+
always use efficiency e =
|‘_‘ a"ﬂw Bltﬂmﬂl gandﬂrdsw“h mﬂtchi“g 1argu‘t name E 1.00E — e W_T]:! SO S
= Non -
1.00E-24
b
E 5 5 E E E E % z £
=} =} =} =} =} =] =} =] g =
= [~ & & I = [~} & =] 2
3 ol
Result set
Apply N - Color Comp q ~ Show Abs
www.lifescience.roche.com Crompit [t S (o | ]| Serinae Quant
[ ]




LightCycler® 480 Software
Analysis Module: Melting Curve Genotyping

Temperature History

Detection of known variants

Temperature (°C)
o ~
2.9

BH
4
T T T T T T T T T —!
. . . 0o0 348 936 16:14 2344 e B e 842 4612 B34
Genotyping with HybProbe-/Simple Probe Tine ) | |
p ro b eS & LighiCycler® 480 Software release 1.5.0 SP1 X
Instrument:  Virtual LightCycler 480 96 System |l / Not Connected Database: My Computer (Research)
Window: IDemu Melt Curve Genotyping - User: System Admin

Subset: [External Melc st

I

#

®s @5 @5 |85 @S (@S

— | mmiD

INNREENR

L)

|Meu Curve Genotyping resulcs

www.lifescience.roche.com

i 45 50 55 €0 65 ] 7 0
B wildtype @ mutant @ heterozygous Tempatature (‘C)
4 5 6
= o U M e ”
B Unknown O Negative .
e = Melting Peaks ®
Results Groups Settings | 2670
Samples Results 2.420]
Incl...>..© |P... Name Group Score Res St = 2170
g
vl W F5Sample 8 heterozyge 0.96 0.96 & 1.920] | |
vl [ rs Sample 8 heterozyge 0.897 0.97 2 ol
v W r7 Sample 9 heterozyge 0.895 0.95 2
v [ rasample 8 heterozyge 0.95  0.94 g 1420
v M risample 7 heterozyge 0.99 0.99 _ g 1170
v [ F2 Sample 7 heterozyge 0.85 0.9 Z 0o
v [ F3 Sample 7 heterozyge 1.00  0.93 £ oem|
v [ Fs Sample 3 heterozyge 0.51  0.91 2 e
vl [ H5 Positive Contrheterozyge 0.95 0.98 )
v/ [l Hé Positive Contrheterozyge 0.895 0.9 17
v/ [ H7 Positive Contrheterozyge 0.99 0.99 -0.08TH
v . .
B o Sample 5 heterozygc 0.97 0.97 i = & & = =
v [l E4 Sample S mutant  0.99  0.99 Temperature [C)
vl [ &5 sample 5 mutant 0.99 0.99
g~ | ;H New Call E ™ Show Standards

Apply
Template

P

[Cnlu(a%nmp ||V][ Filter Comb ‘][ Standards

483640 {External)

N

|



LightCycler® 480 Software
Analysis Module: Endpoint Genotyping

Detection of known variants

Genotyping with Hydrolysis probes

ightCycler® 480 Software release 1 5P1 Q |
Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: My Computer {Research)
Temperature History Window: IDemn Endpoint Genotyping PCR-Read j User: System Admin
100
o ' Analyses |In-Fun Standards = |
g ay yses 4 ?D
g 80 Informa |Program: ewplification, Color Cowpensation: Off
= 7 i -
‘g BH | Subset | Subset: Iwich Srandards = @ Fluorescence ‘ Scatter Plot |
= 5 Editor BT
b 18119p0210223D4 [ Endpoint Fluorescence Scatter Plot
40 A e X
= 30 Sample| [B ele .
aPEl e ale an.00c| ﬁ
T T T T T T T
0:00:00 0:08:39 0:21:43 0:34:46 0:47:50 1:00:54 1:13:58 oo 23
Time [h:mm:zs) g 28,000
Analysis 27,000
26,000
25,000
Fluorescence History t Fluorescence Scatter Plot J 240004
Report | [ 22.000]
30,000 L 9 0004
23,000 M 21.000] v
- 28,000 N 20,000
3 27.0004
? 200]
g 25000 H o 1a.000y T, O
% 25,000/ [Enapoine Genorype resuics =] §re00
5 24,000 2 17.000]
i 23000] B wildtype @ het @ mutant @ Unknown Z 16.000]
K 22,000 N 2 15 oo v
= 21.000{ v @ Negative &
[a o] 14.000
20,00 = E
19.000] v Samples Endpoint Fluorescence Results ﬂ £ 13.000
£ 1800 M I.. C.. Pos Name 465510 533550 Call Score == 200 - ~ D_
4 L
E}éﬂﬂﬁ v B i S=mple 19.52 2.22 wildtype  0.96 11.0001 - u
§|5nm Ty v M A2 Ssmple 22.60 2.52 wildtype 0.87 nggg g™
§ 1600 v v 43 ssmple  18.78 1.73 wildeype  0.99 o
£ 13000 "‘ v Ml 13 Sswple 6.53 5.22 het 0.84 e
= 2 "V v A5 Semple 9.03 6.30 het 0.95 6.000] N
11.000
i R v/ B A6 Sawple  10.48 8.07 het 0.87 i .
g v 47 semple  22.08 2.38 wildeype  0.98 s000]
8000 v| ll 15 somple 21.66 2.33 wildtype  0.98 3.000] st 4
7.000 v Wl 1o Semple 21.51 2.20 wildeype  0.95 2.000] M‘#ﬁ &
T “ v B ii0 Semple 1.80 13.21 murant 0.96 1.000] L s A
6.000
ane] * v/ B 111 Sample z.10 15.85 mutant 0.96 nooe| ¥ & .
300| B v/ M ii2 Saeple  3.01 18.29 mutant 0.9z 0,000 2000 4.000 £.000 6,000 10.600712.000 12000 15,000 18,000 20.000 22,000 24 000 26,000 28.000 30.000
2000 v W 213 3ample 18.36 1.54 wildcype 0.97 Fluorescence (465-510)
1.000 " v W 212 3ample 21.09 1.63 wildtype 0.96
o0 all | New Call -
13 6 3 13 18 23 el 33 38 0000 2000 4000 6000 8000 10.000 12000 14.000 16.000 18.000 20.000 22.000 24.000 26.000 26.000 30.000
Cycles Fluorescence (465-510) Apply N . Color Comp Standards (In Filter Comb Analysis
Template || Uitz (Ellllaiz ©of ™I Rum || ™]lass510 /533.580) | Mode 1
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LightCycler® 480 Software
Analysis Module: Gene Scanning

Detection of any variants

Temperature History

Database: My Computer (Research)

System Admin

j User:

www.lifescience.roche.com

Normalization

| Temperature Shift

MNormalized and Shifted Melting Curves

81 82 a3 B4 85
Temperature [*C)

Mormalized and Temp-Shifted Difference Plot

100+ ]
a5
£ ler® 4B0 Software release
as
o 80 . i E
g Instrument:  Virtual LightCycler 480 96 System Il / Not Connected
£
E e Window: IDemo Gene Scanning
2 =5
504 Ana|yses|5cannmg with stds and spiked we DNA
as|
o Information IPngram: High Resolution Melting, Color Compensation: Off
e 537 TE5 AT SEo e T EEED sa:s3
Time (ummzss) Subset | Subset: Imlr.h stds + spiked vt D x| @.. Negatives
Editor
5 I ﬁ 7189 e
100.0004
£ 50,000
=
£ 0.0
&
‘g 40.000H
B
T 20.000{
-5
0.000
a0
Py el el meel Sl M by Cirwes IScsnning p——
4 T
iy B het @ mut
BEAT. @ 5 & 4
y
LELE @ Negative 19,444
= amr
R 17 444
CYES —_— Groups Sensitivity
o3 ] I = e Samples Results 15444
: = = Include Color Pos Name Group | Sta 8 13.444]
[ e S v 45 no template contrc Negative Eﬂ ol
v B :5 standard wt Wt =
v B 27 standard mut . T 9444
v B 15 standard het het B o
v B io Sawple 1 Tt H
v B 210 Sample 1 wt E 5444
v B it Sample 1 wt 3.444]
v B 55 sauple z vt
v B Bi0 Sample z wt 1.4441
v B Eii Semple z wt 0556 ]
v B 5 Sample 3 vt
v B ci0 Sample 3 vt a0
v B ciiSemple 3 wt
3 [ v 13 " [T n v B o Sample 4 wt
o i i al = | New Call

Apply
Template

Py

&l 82 5 88 a7
Temperature [*C)
j Apply [~ Show Standards Select base curvay
Filter Comb N[ Standards v
483533 {In Run)

NE @ 0 @ik [ TE ¢



LightCycler® 480 Software
Report

Subset:

rReport Setting

All S=mples

General Detailed ‘

B-

l

[+ W107-RelQuant
- v Experiment
-~ ¥ Pratocol
[ Samples
-~ [T Instrument
-~ [/ Rewision History

- ¥ Basic Relative Quantification for All Samples (Relative Quantification)

Settings

Calibratars

Target Marmes

Pairings

Results

Results Bar Chart

Analysis Notes

Subordinate for Target 1\4B85-5108A11 Samples (Abs Quant/Fit Points)
Settings

Results

Statistics

Amplification Curves

Noiseband Amplification Curves

Analysis Amplification Curves

Standard Curve

B Analysis Notes

#- [v Subordinate for Target 24B85-5108A11 Samples (Abs Quant/Fit Points)

#H- ¥ Subordinate for Reference 1%WB5-5100AI Samples (Abs Quant/Fit Points)
- Subordinate for Reference 24E65-5100I Samples (Abs Quant/Fit Points)
I

CTRIRRAAOO0OR™

misi=lci=l=i=k

Settings
Calibrators
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LightCycler® 480 Real-Time PCR System
Summary (1)

= Unique thermal block cycler technology for exceptional well-to-well data
homogeneity.

= Easily interchangeable 96- and 384-well thermal block cycler units.

= Optional clear or white plates, depending on your workflow and sensitivity needs.
= Advanced high-performance optical system for accurate data capturing.

= Highest flexibility with fluorescence dyes and detection formats.

= Intuitive, user-friendly LightCycler® 480 software interface.

= Versatile genotyping based on endpoint analysis or melting curves.

= Multi-function database with research and traceable modes.

www.lifescience.roche.com



LightCycler® 480 Real-Time PCR System
Summary (2)

= Step-saving short cuts for high-throughput sample and data handling.

= Fast and easy assay setup with the new sample editor.

= Options for basic and advanced gene expression and genotyping methods.

= One-click experiment setup with options to refine results later.

= Excellent PCR sensitivity with high-value LightCycler® 480 reagents and disposables.
= State-of-the-art LIMS connectibility.

= 21 CFR part 11 compliance data protection.

= Premium customer support and instrument service

www.lifescience.roche.com



LightCycler® 480 System Support and Service

* Roche Diagnostics head office based in Laval, Quebec.

* Ontario Service Team (Instruments and Applications) for Life Sciences
Research and Molecular Diagnostics:

(Roche Care Centre

biochem.ca@roche.com
Q—800—870—7050

Technical Support Specialists £ |

Charles Marseille
Genevieve Major

Sandra Pittet

J

(I_ocal Application Support

Field Application Specialists

\_

Steven van Konynenburg
Mena Farag

Sandra Jeftic

\_

(Local Instrument Support

Field Support Representatives

\_

Kenneth Brace

Steve Ruffell

J




Doing now what patients need next
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