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- - X Z#itt8 (LightCycler 480 Software 1.5.0)
EF IR

1. FE3L® %% Windows 5= &~ ¥_F % Windows XP Service Pack 2 (SP2)1¢ + -
2. Bip—idl o

: & Network Connections ~ »
-y Printers and Faxes
o, Taskbar and Start Menu
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System Properties ] ,ﬂ}.l

SystemRestore | AutomaticUpdates |  Remote
(T General ' Computer Name | Hardware I Advanced

System:
Microsoft Windows XP
Professional

Service Pack 2

Registered to:
Control Unit LightCycler 480
V¥1.0.3 Build0626
55274-0EM-0011903-00101

3
l'l’

Computer:
Roche Instrument Center AG
Intel(R)
Pentium(R) 4 CPU 3.00GHz
2.99GHz, 1.93 GB of RAM

[ok | cocs | coow |
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% fic

1. 3k » LightCycler 480 Software &k » p #fxd & % o (B &% p #fd >
A RN kE s BRE nghtCycIer480_Software_Setup.exe °

2. ZEAMFE P PR o BRE “Next” o

InstallShield Wizard ﬂ

‘Welcome to the InstallShield Wizard for
LightCycler® 480

The InstallShield® ‘Wizard will install LightCycler® 480 on
your computer. To continue, click Next.

o [T ceea |

3. License Agreement p # §* ! » BLiE “Next” o

x|
License Agreement \,
Please read the following license agreement carefully. \

Press the PAGE DOWN key to see the rest of the agreement.

SOFTWARE LICENSE AGREEMENT il

quhﬁmmmmdwsmmw
carefully before installing the LightCycler® 480 Software, hereinafter referred to as
rsmsmnmmummamsmumwm
umwma&umm By accepting the terms and conditions of
this Agreement, the end-user (“Licensee") assumes all responsibility and liability for the
selection of this Software to achieve the intended results, and for its installation and
subsequent use. If Licensee is not willing to be bound by the terms and conditions of this _,_l

Do you accept all the terms of the preceding License Agreement? If you choose No, the
setup will close. To install LightCycler® 480, you must accept this agreement.

InstaliShield
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4, BLiE “Next” -

InstallShield Wizard

Select Components
Choose the components Setup will install

5. EMGAEE EEE o BHE “Next” o

InstallShield Wizard

nstalishield!
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6. BELiZ “Next” -

InstallShield Wizard

IH,"‘J "Ji.i:l‘_]

7. E# Exord % =% > BLiE “Next” o
InstallShield Wizard
Choose Exor4 location

B S |

nstalishield

8. EHFHELEEY

-

BE3E “Next” o
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InstallShield Wizard

Choose Exor4 data file location \

9. :E# “Create New Research Database”

InstallShield Wizard

rstallshield

10, %4 FHE G £ 5 “XDMS_R”
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InstallShield Wizard

Enter Text
Please enter information in the field below.

ristalighield

11. BEE “Next” o

InstallShield Wizard

staliohield
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InstallShield Wizard

InstallShield Wizard Complete

This system needs to be rebooted in order to establish
connection to database

" No. | will restart my computer later.

Remove any disks from their drives, and then click Finish to
complete setup.

< Back Finish Cancel I

13. s Bl IR

LTEE O EXEAB AT § PR

#d C:\Program Files\Roche\LightCycler480\Bin # i P-4 %

“HTC1.exe”

;tz_#;. uti;:i —;;?_/é‘- °
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=¥

HORmr | Rt | T et

# 1 Bpcd % & > 96/384 3U A R A 2~

fE R * 1 96/384 34 etk r P
=¥

1 Bech 2 2 0 96/384 3L 4 ¢ ok
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3 BRI LL  rE- Rl o 2T f GAPER A2 96 B 384 34 o 3k
B 2 EREIMERES o

o Frds ik
1. BEZT %> 0T FRenig # —‘]%f LHE %A E » Windows °

User name: OPERATOR
Password: LC480

2. B Fx LightCycler 480 # %8

User name: *_ladmin
Password: *Itttttttttttttt

Log on to: *lny Computer :i

FAN- RF R TRE GHLL A LR

User name: admin
Password: LightCycler480

11
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1. geM B fcis » €8> 24 o BLiE “New Experiment” o
—Experiment Creation
|—Plate Type

(® White Plates
() Clear Plates

New Experiment from Macro

f—

o
—

@

2. F G- BATRE X 2 A RIEFIIIBAT o Ao
KT RFRI IIT - B- BRERLTT o

12
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Experiment :

2k Z_PCR condition ~ detection format % reaction volume > & & 4

5 LightCycler80

1

50

Window:

Instrument:

Experi-
ment

Virtual LightCycler 480 96 System | / Not Connected Database: 20484 (Research)
[New Experiment Rl User: System Admin
Step1  RunProtocol Data | Run Notes  Step 2 |
~Setup »
Detection Format [SYER Green I / HRN Dy= | Block Size |- Plate ID | [Reaction Volume [20 3:
Color Comp ID | Lot No TestID |
7
Step 3 Programs
Program Name Cycles Analysis Mode
Program 1 2 None ¥
Step 4 Temperature Targets v
Target (°C) Acquisition Mode | Hold (hh:mm:ss) = Ramp Rate ("  Acquisitions (per °  Sec Target (| Step Size (*  Step Delay
Cis) °C) (cycles)
a3 G - None v|00:00:01 4.4 = o =0 =0 =
! Overview
£ 1004
2
2 5N
g . :
= 14 24
& Step5 Estimated Time (h:mm:ss)
[Eml Program ][ + 10 Cycles ][ Start Run ]

13
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Stepl. & F %k T+ > » RiEHF ¥ o Detection Format - 538 & 7 :
i Filter Combination Excitation Emission
Detection Format . .
Name Filter Filter
SYBR/ HRM dye SYBR Green | 465 510
Simple Probe Simple Probe 465 510
Mono Color Hydrolysis Probe/
FAM 4 1
UPL Probe 65 >10
FAM 465 510
Dual Color Hydrolysis Probe/
UPL Probe VIC/ HEX/ Yellow 555 533 580
FAM 465 510
3 Color Hydrolysis Probe V|C/ HEX/ Yellow 555 533 580
Cy5/Cy5.5 618 660
Cyan 500 440 448
FAM 465 510
4 Color Hydrolysis Probe
Red 610 533 610
Cy5/Cy5.5 618 660
Mono Color HybProbe Red 640 498 640
Fluos 465 510
Red 610 498 610
Multi Color HybProbe
Red 640 498 640
Cy5/Cy5.5 498 660

Step 2. #ij » & e Hif: 96 3¢ M 2 5 10-100 ul > @ 384 3t & MW
= 5-20ul -

14
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Step 3. X 7 % ¥ 3¢ (Program)

7 Programs

° || |Program Name Cycles Analysis Mode

@ p Pre-incubation 1 2 None v
Amplification 45 *lQuantification v
Melting Curve 1 2 Melting Curves v
Cooling 1 7 |None -

¥ & _program > ¢ % F Pre-incubation, Amplification (PCR),

Melting curve (optional) ¥2 Cooling » 1% T+ &2 T — ; H4c i

x/ﬁg 3—}} % o

© K LEHEEP (Cycle) &2 A 47 H S (Analysis Mode) o i ¥
Amplification (PCR) program 3% %_= T Quantification 5 > @
Melting Curve program % #_= T Melting Curve j °

Step 4. 3% T A H " (RRA B AT FHKTA T 4T F)

Programs
Program Name Cycles Analysis Mode
Pre—imncuraTion 1 : None
M Amplification 45 ZlQuantification
Melting Curve 1 : Melting Curves
Cooling 1 2 None

Amplification Temperamle Targets
Target (°C) Acquisition Mode Hold (hh:mm:ss) | Ramp Rate (* Acquisitions (per ° Sec Target (| Step Size ("  Step Delay

o@>) Ko@>

| R ) 00 (eydey

bz e Eoon Z SER :
© BE LB program T X TR R A B A SR
ﬂg‘}ié‘a,{'?;w’}'? 'T'+|ﬂg? S E. LT mfg—l;%o%?_ﬂ?‘f“
% B é 3 Target (C) P %8 & » Acquisition Mode (% & f§ Rl

3%) » Hold (hh:mm:ss) = § ¥ - Ramp Rate (C/s) = 2 " R & »
B

Ramp Rate (°C/s) Heating up Cooling down
96-well Block 1.0-4.4C/s 1.0-2.2TC/s
384-well Block 1.0-4.8C/s 1.0-25TC/s

44414

Ariarla»

F % TWE & 3 50 » 34 Ramp Rate 34 & = 1.5C/s (96 well) &
2.0°C/s (384 well) -

15
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Step 5. #-F S Fik x> TTemplatey Mg TH&FEH o
BEiE 2 T & “y 7 E 2L “Save As Template” 4o [ -

BEF LI AR i € p &3 T Template chFf & > rE &+ P
4"Run Template” & & & (S BE8” ) " 10 %75 o

-1 2] Root

=I-__| System Admin

+- | Experiments
] Macros
+- | Preferences
+ ] Special Data
=] Templates
__| Analysis Templates

£ 3% 73 %% Run Template F
—> 7}_'— ‘4\ ¢y 3 fg ;er‘ I—‘l o

__] Subset Templates

SETE TR

o

Name |Mew Experiment Run Protocol — 5| ¥

16
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« ¥ % Template

e e New Experiment {s » 2 3 BR:EAL T = T & “Apply Template” -
FEACE T 2 template T o

- Apply  |[\,
[Te‘m‘p'léte : V]

2. K TR P (8496 & 38431453 ~ o B “Start Run” o

3. B AVARREEARTE o ol AR AR AR TRAREER R

< BB Pt ALl Data s - witd N HZBEIREATT -

v End Program : 5 4{[lt Program, #E A [ —{}#] Program -

v +10 Cycles : BIIRES iz -

v' Abort Run: [§ FASHILE SR - SRR AZIEEE - QPR E RS
JURF AT -

17
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.fnﬁé\%‘rﬁﬂ &«ahmé\%‘rm‘éﬁ“ 45 4o

ID |Name |Analysis

|Report

1 211 Sample:

=

QQQQQ

1. BL3E Ty FP3TonEe s 2RHE &L o
2. BIE+ RlgArehwell» BliERS € 56 ¢ F oo 4o B

18
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Sample
Editor

BESmiE o & o

—Etep 1: Select W{:-rkﬂow}

47T

" Abs Quant
i Tm

(" Rel Quant
(" Melt Geno (" Endpt Geno

(" Scanning (" Color Comp

—[Eitep 2: Select Samples }

Subset: |1111 Samples

A

B
(o
N~

Y

=
=
L8]

1 ) w50

o Dl =l g el =
BERER]-
EleElepl
eepep]-
) )} )] ]
eleplep|-

At fa [ | fa | fe

z
x
=

S
A
S A
SR
{ i P =
A

SN SSEEE .

by

I Sample Hame

O

(default value set)

Le|

{-Step 3: Edit Properties l

Sample Hame

Make Replicates

Step 1. B (G 4K it

{7 e 4

Step 1: Select Workflow
(" Abs Quant (" Rel Quant
(" Tm " Melt Geno

(" Scanning
(" Endpt Geno

(" Color Comp

47

Nt 4 &

Abs Quant : @ ¥ 7 ¥
Rel Quant : jp 7 &
Scannnig : HRM #p i § =%

Tm : Tm & 4%

&

Melt Geno : 2 %4 3|9 % (if & Hyprobe & Simple Probe)
Endpt Geno : 2 F]4& A F % (i & TagMan probe)

19
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Step 2.
(1) 3 # i 5x & Jf’—’rmSubset(? % & 5 all sample) o
(2) & 96well & ¢ 2:iF 552k % well o

— Step 2: Select Samples
Subset: [211 Samples j@
1 2 3 4 ] b [ 8 9 0 1 2 =
Aj@L |@U |@L |@L |@L |@L |@L |@L |@L @ |@L |@L X
El@L @L /@@L /@@L @@L 8L @@L /®L 4
Cl@L (@L |@L |@L |@L |@L |@L |@L |(@L |@L |@L |[@u
Dl @t [@/er @ @ @t/e @ @ [@v/ear ~|
Ej@L |/@L |/@L |/@L |/@L |@L |@L |/@L |/@L |@L |[@L |@L
Fl@u |@u /@ @y @y /@y |@L |@L |@L |@L |@L |[@u [
Gl @i/l @t @ @@ @@ @l @ [@c ™
| | |t

Step 3. FHEPHTEFNLIT 23k > TEEJOF L F 97 F > 47

(1) Abs Quant :
a. # ¥ sample name T i # sample type.
b. % sampletype £ # 5 standard P& > ZHE B IE R L BRI = o
— Step 3: Edit Abs Quant Properties

Sample Name I

Sample Type
(+ Unknown (" Negative Control

(" Positive Control/Calibrator
(" Standard Concentration I—
(2) Rel Quant :
a. # ¥ sample name T i # sample type
b. # B Target name(4r @ Z F] & f) % F % ¢ & Target, Reference
Unassigned(7 % & & 4704 F]) o
c. ¥ » PCRefficiency(Fg& & 7 2) °
— Step 3: Edit Rel Quant Properties

e

Sample Name I

— Sample Type
(* Unknown (" Negative Control

(" Positive Control/Calibrator
(" Standard C::nnu:entratin:ur'll
—Gene target

Target name Eff IZ .00
(" Target (" Reference  (* Unassigned

20
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Step 4. B (s BB B HHLBEA RS > BEFET 2 gV 4o [

Make Replicates ||\

Auto Replicate

| Clear Replicates J

# ¥ L iE4# Auto Replicate » * PF 88 € p # iE {7 7432 % sample name ~

= =3
Z

sample type % target name #p F e well 2% Z_% repeat.

Step 5. ¥ f2& ¥t ik 5-YodRiE 5 4 Template - ¥ BHEARLG =T & “Save As
Template” ¥ » F =t §1 % ¥ ¥ BRiE “Apply Template” i {7 % *

Save As
Template

21
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L FAEFPREaIITAE S

) = i8] &77”Create New Analysis” * % }* #ic &4 5‘ A A5 ENF iy F VR o
2) + 17| e77"Open Existing Analysis” = & f #» frj 5 o Pl do % 1E
{M‘—— XEF AT Tg’?}ﬁ;‘ J’H}a ’“Fj- » b T Bl -

—Create New Analysis

|Ah5 Quant/2nd Derivative Max |
Abs Quant/Fit Points
Advanced Relative Quantification

Bazsic Relative (uantification
Color Compensation

Endpoint Genotyping

Gene Scanning

Melt Curve Genotyping

Tm Calling

A EELE

i B

Abs Quant / 2nd Derivative Max B TR (2"Max)

Abs Quant / Fit Points % ¥ z_& (Fit Point)

Advanced Relative Quantification i PF 4p 3 78 (2"Max or Fit Point)
Basic Relative Quantification L # A0 ¥ & (Fit Point only)
Endpoint Genotyping £ ¥4 A (i * >t TagMan probe)
Melt Curve Genotyping 2 F14 Al (iF * > Hyprobe)

Tm Calling Tm 4 37

2. EL# Create New Analysis ¥ (& zx i@ * ek 453 54 ¢

22
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g ¥ 7_# (Abs Quantification)

(1) 2E#% Abs Quant / 2" Derivative Max {4 ¢ hm- BRATER O BEFEA
* TR NGEHER S A e Subset o ¥ thd Y E uiE 2 S B A PR
30 PRI A 4T - B LA EFRL AT Al G e

Create new analysis

Analysis Type ¥ |Zbs Quantc/2nd Derivative Max j

Subset L1l Samples -

Program *ICycling v|
Name *"FL]::S Cuant/2nd Derivative Max for All

123455?391:}1112=

A ]
B
C
D

. =
r
G
H

L

LK i im

(2) B 14 BLEE T 5 7T E o

23
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B)EFLp I
B H o

¥4 5 ¢ 0 BRE T 3 g0 “Calculate”

I

RS2 Cp 2k

i}

Calculate

HEbnZ Cp {HELRE

\.J

\f‘“\~

(4) g 2 F A O
> txt AR E R e
Include Color Pos Name

Sample

Sample

Sample

Sample

‘4
9

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database: 20484 (Research)
Window: IDemo Abs Quant with SYBR Green | j User: System Admin
Analyseslﬁ.bs Quant/2nd Derivative Max for Standards and Unknowns _'] .... .
InfolmalionIProgram: dmplification, Color Compensation: Off
Subset: lStandards and Unknowns ;l .... a
[T 2 [3 T4 15 [6 1718 19 [10 11213 [14[15/16 17 [18119 20 2122 23 /24
2] S | ] i | 2
B i ) =
IC] | a2
D] 8 a1,
E g 13,
o 16!
Anal J =
nalysis| E _] % 14
§11.59
I i
1] P
IK| 26
I T
7] 159
| . 1
& 10 15 ) % El E3 a0 &
IAbs Quant results j Cycles
T
@ Posive [ Negative B Uncertain @ S (o
1 Results ﬂ Standard Curve .
Include | Color| Pos| Name R ion | Stand...
v M At Sample 1 16.13 1.01ES El%c"'wqusaas E
- iency: 1.
v E 213 Sawple 1 16.10  1.04E5 '_J S a1 g
— Yintercept: 33.78 9
Link: 0,000 8
Eplicate Sta (=]
Samples | MeanCyf' \ STD Cp \ Mean conc | STD conc ‘ T T .
A1, 413, R14  16.1 0.02 1.02ES 1.44E3 Lnn Concenhahon
N n3 c 75!"4 1 _17F2

§ARAE A

\at
:lv»
iw

1‘,3
-\1-'\«

BB A AT 4 R R4 0 BE “Export” T g )
¥ 2 ¥ 14 Microsoft Excel #c %8 B fx o

]

Cp | Concentre
16.13

1a.10

1 A

Export Table

24
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CLELE

ORI R R4 BE “Export” TE ﬁs?l dv = 2 18 B2 A%

LA

Amplification Curves LSE Zoom

29,4585
24,4585

19.485
14,485
9,485
4,435

Fluorescence (483-533)

0515 —

Chart Preferences

Print
Export Chart

Copy to clipboard

Ficture ] Data ]

Format

az Metafile
az GIF

az JPEG
az PCX

az PMG

5 10 15 20 25 a0 5 40

Optiors ] S ]

Colors:  Default -

[~ Monochrome

Filenarme: |

N

(6) 2o MiEF: BLEAR T T * Std Curve 2. “Save as external” > ﬁi%l »if &

TRRTE

v
#3-

=1

wdard Curve

TFRET B Std Curve FTHLA Y c AT - I H%REP IR

i# standard sample -

Save Standard Curve

= 2] Root

T | E
Save as *
external -] Templates
Std Curve

B[] System Adrmin
-] Experiments

{In run)

Std Curve Name |Derr.o Bbs Quant

(External)
Use Efficien

-] UserData ||

25
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(7) *”iln\ 1 % F channel ¢ data »

(8)

BEHR 47 & 47 ¢5 channel % "¢/ (40 [)) ©

(cacuon |

HIET

Cycle Range

v 2L# L T 3 Filter Comb I &gt e

Noise Band

Amplification Curves

BEEFL a&«ﬂif Calculate

‘ Analysis ‘

Fluorescence
=~
o
=
q:l

-

Filter Combination

HEX / Yellow555

(533-580)

L

2 4 & & 1o 12z 14 16 18 20 22 24 25 28 30 32 3 3B 3 40 42 44 45 48 5D
Cycles
First Cycle 1 El: Last Cycle| 350 EI:
[COI‘;B(;;)"'F v FiI:z;-(;):]n E.‘l Use Efficiency [ Mean
F #x exclude well > ¥ F BEF T &+ 2 B include §F 2B~ 4 4 > £
BLIF Calculate » J*PFHII € L £ATH E %% o7 BIF =
Samples R
—
Include ) Color Pos Name Cp Concentre
v B 21 Sample 1 16.13 1.01E
v B 213 Sample 1 16.10 1.04E
v Il 214 sample 1 16.13 1.02E
v [l 215 Sample 2 17.10 5.37E
v Il 216 Sample 2 17.12 5.28E
v [ 217 Sample 3 18.28 2.46E
v Il 12 Sample 3 18.28 2.45E
v B 19 Sample 2 19.65 9.90E
.~ J I 220 Sample 4 19.66 9.85E

26
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A 7 4p 4t =_F (Basic Relative Quantification)

1L @ WAHAPH I N L H2EL 17 GheaBESRE ¥ 54
17 ek & & & “Unassigned” o
2. EL¥F Basic Relative Quantification » 4™ [ -

—Create New Analysis

Lbs Quant/2nd Derivative Max
Abs Quant/Fit Points

Advanced Relative Ouantification

“Easic Relative Quantification

Color Compensatlion
Endpoint Genotyping
Gene Scanning

Melt Curve Genotyping
Tm Calling

et

3. BRFUMIREEF2H AL EILEE > H%Y p30-

27
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B IF 4P $F 2 & (Advance Relative Quantification)

dN AR IEHN AL H 2 EL T FRAKRSRE B2 T A
17 ek & & & “Unassigned” o

% £ # Advance Relative Quantification {& » — ¥ % T P N EH
E 3 B ax A $7 60 Subset 2 BB 5 3N FEILA $7 Name o B8 L BRI

T ""S IIVII N ‘&r’—r g] :

Createnew analyss o

Analysis Type %Frlﬁdvanced Relative Quantification j

Subset *Iihll Samples vl

Program %Flamplificatic.n j

Mame *"Advanced Relative Quantification foj

123455?8‘91&11125,

e Y T e T O A e I O O = I =

-
i

28
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2. T KiF#H"Abs Quant/znOI Derivative Max % "V ¥ » 4T [E] :

=

Create new analysis —
—Abs Quant Type:

(" High Sensitivity (* High Confidence

(" Abs Quant/Fit Points

— Surbordinate Abs Quant Analysis
(+ Create by Target Name
- Create one analysis for each target name
(" Create by Filter Combination
- Create one analysis for each filter combination

—Reference Analysis:
(# Create In-Run (" Select External @

—Pairing Rule
(" One To One (" All To All
(+ All To Mean (" Mean To All

—Default Standard Curve Settings

When there are no In-Run standards for a target name:

(+ always use efficiency
(" allow external standards with matching target name

S

®

[% 4

Calculate

3. &%?%ﬁaﬂgé%ﬁ[ ]’ﬁﬁf‘ug’ﬁ%«%&ﬁﬁﬁ%%ﬁ 1=

29
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Chart Pairing Sample Name
calibrator

a1/D1 sample 1

a2/D2 zample 2

A3/D3 sample 3

n4/D4 sample 4

A5/DS sample 5
calibrator

AT7/D1 sample 1

4, F RN AT

(1) Target/Reference ratio = 2

Targets

Target
Target
Target
Target
Target
Target
Target
Target

Target Name

MR e e

References
Reference 1;Refere
Reference 1;Refere
Reference 1:Refere
Reference 1;Refere
Reference 1;Refere
Reference 1;Refere
Reference 1;Refere
Reference 1;Refere

ACp

/\Cp = Cp(target)-Cp(Reference)

(2) Normalized Ration =

5. B4 %

doF

-ANC
2 p

Target
Mean Cp
22.43
23.76
21.34
.30
.56
.11
S E
.21

(]
LLLI FU R

R R R R
o

o

Reference Ratios

Mean Cp Target/Ref
24.14 3.266 1.000
26.31 5.85%5 1.794
24,58 9.480 2.3906
26.18 3.675 1.125
25.27 3.287 1.000
23.90 0.4320 0.1323
24.14 4.91E-2 1.000
26.31 68.81 1402

Normalized | Status

m

Ratio

Relative Quantification Results

1.00E 3
1.00E 2
1.00E1
1.00ED o I [:h ............. [ N N g S
1.00E-1 ;! D_ D. [F
1.00E-25
1.00E-35
E & E 5 E & E E
5 g 2 g E : g 5 5
Result set
(1) iz ¢ & bar i Target/Reference Ratio °
(2) -k & ¢ ebar = Normalized Ratio °
te Sl \/ o = » 2 5£“li"gs 24 2. v
(B)FiErnsckgr Hfd bar> ¥ Z-HF LT & e ‘5 tk 4 iE

& #% & 3 e-%_Ratio or Normalized Ratio > 4- ™ [ :

—Ratios

[ Display Target/Reference Ratio

|_ Display Normalized Ratio

™ Show Ratio Errors

IF checked. the ratio shoves in the result table
and the bar chart.

30
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6. %45 exclude well » B] L BE# Target Name 4 F > £ i 5 2L 4%
exclude 4L %] » 4r @] :

Results ‘ Manual Pairing ‘[ Target Name
|Filter Combination | Standards/Efficiency | Efficiency Value |
465-510 Efficiency 2.00
Target 2 465-510 Efficiency 2.00
Reference 1 465-510 Efficiency 2.00
Reference 2 485-510 Efficiency 2.00

70 G EETIE AQ AR IR G C BFFT R RS AQ - REFR
exclude srwell » £ # 7 # Calculate

e -
Samples
Include Color Pos Name
] B 21 sample 1
B a2 sample 2
B 23 sample 3
[0 24 sample 4
B a5 sample 5
[ 26 no template oc
B B1 sample 1
4 | 1 |

Replicate Statistics
Samp... Mean... STD Cp Mean... S
al, B1,
nz2, B2,
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Endpoint & F]4 7| (Endpoint Genotyping)

Endpoint 2k F]4 4| & 4| * g 1 TagMan Probe i& {7 ¢ 1 2% » &
REFARY Svort oA FIR 2 AR R L F Sl FELE o

LightCycler 480 System | : & ¢ * &7 TagMan Probe {35 FAM (510 nm)
22 HEX/VIC (580 nm) 2. *h ey b » A {7pF 3 & i LRI o

LightCycler 480 System Il : % ¢ * e fd& 5k » 21740 F i J L1

o AR SRR AR e

(¢ Endpt Gt;no

Select Filter Combinations
’]7 465510 [ 533.580
R e ]
Pos | Color | Repl Of Sample Name EndPt Sample EndPt
Type Genotype

» 21| Sample 1 Standard <~ UT

AZ . Sample 2 Unknown

| | Sample 3 Negative Control

Standard

| Sample 4 s

5| B Sample 5 Unknown

L6 Sample 6 Unknown

1. £ Endpoint £ F]4 ] » 2 & AlleleX &2 Y e kgt £ o

Create new analysis

Allele X Allele Y
FAM (465-510) FAM (465-510)
HEX / Yellow555 [533-580) HEX / Yellow555 [533-580)

N 3 ZE! 2L
BLiE “Calculate” 7 F 3|2 % o
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LightCycler?480 Software release 1.5.0

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected

Database: 20484 (Research)

Window: IDemo Endpoint Genotyping PCR-Read

O &

j User:

System Admin

Analysesl}:ndpoint Genotyping for with Standards

. ]nfonnationl?rogram: amplification, Color Compensation: Off

L
D)
©
@
®

Fluorescence Scatter Plot

(ste) (zoom)

Endpoint Fluorescence Scatter Plot

Allele X

¥

Heterozygote

AlleleYy . *
Y AMMMMA

Ay

0,000 2000 4000 6,000 8,000 10.000 12.00014.000 16,000 18.000 20,000 22.000 24,000 26,000 28.000 30.000

Fluorescence (465-510)

-'- Calculn‘e

3. FHMp FH NN ET D
f_\’_’“ﬁi ) ,%!*l%ﬂ llApplyn o

New Call |

4. #ciE fr @A j:".

Subset: [vith Standards | u...
[ 1112 13/14 15 16 17 181920 21
IA e
B 0] & 30.000{
IC )
D ®lele 28,000
b 0] 26.000]
o i ~|
¥ G ® ® 24,000
[Hje/e/e| [ 0 [ 22000]
I
| @ @ ® @ r § o
Klala/alalalaleleinelee @ 18.000
.ILI _’l 1 ‘;mum}
IEndpoint Genotype results j @ 14,000
B wildtype (@ het @ mutant @ Unkiown §12000-
i Negative i 10.000
- ‘ E‘ = = i = 8,000
ple ndpoint F A-_ st
L. C.. Pos| Name 465510 | 533580  call
v A1 Sample  19.52 2.22 wildtype 40004
v M 22 Sample 22.60 2.52 wildtype 2,000
v . A3 Sawple 18.78 1.73 wildtype 0.000
v M 14 Sample 6.53 5.22 het
vl B 315 Sample 9.03 6.30 het
B 6 sawple 10.48 8.07 het
<«

2

-«
-

yof Mewean [ o (Camey )

FE o ?i'g‘ﬁ:&&-ﬁlﬁiﬁ?Callﬁg‘J% New Call ##
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Melt Curve £L F]4 %] (Melt Curve Genotyping)

1. 2L# = ip]"Create New Analysis” ® 3 Melt Curve Genotyping 2 {5 » ¢ H13R

514
( Create new analysis
Analysis Type %Frll-ielt Curve Genotyping j
Subset *Iﬁll Samples j
Program *IHelting j
Name *Il-ielt Curve Genotyping for All Sample

~ ¥4 A BE

2

(1) Analysis type @ FE_ Gt F s frficie » 3 F & 2T o

(2) Subset : (& ¥ riE % & 4x A 7 0% B 0 TRk B E_All sample o

(3) Program : & & i real time pcr 42 ¢ € 3 amplification 2 melting ©
F AT g A 47 ¢ £ 4 Amplification » & 2 & - % E_iF melt
genotyping B Z_iE # melting -

S BT WIS b LR B B LW 8
PR
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Informal.ioanxugIa.m: Melting, Color Compensation: Off,

Standard: In-run

8 o)

Melting Curves

& 50

E3 &0 &5 7 (3 80
Temperature [#])
Ca )

3 &0 65 70 3
Temperature (#])

Subset: [211 Samples E| ....
[6 [ 71 011 | 12 ~ 21%]
0 san |0 San |© san |®@ San |@ San |@ San |@ San |O San |0 San |Q San |0 San E
O San [ San [0 San @ ¢ San_|@ San |@ San |@ San [0 San [0 San [0 San [0 San 17.126|
C | san [0 San |O San | San_|@ San | San |® San |0 San |0 San |O San [0 San !
D] @ san [@ san @ san | San_|@ San [@ San [@ San |@ San |Q San [O San |O San T 121261
[ r i vk
Jerc curve Genotyping resuics B 212
’i wildtype |i mutant ’i heterozygous @ 4 '
| s O 6 B Unknown E Negative
[ r| ey
Results ‘ Groups ‘ Settings ‘ E
Samples | Results NE gggg
Include\CoIor\Pos\Name | Group | Score  Res |Sta.. 1765 |
21 Sample 1 Negative 1.00  1.00 1.265]
22 Sample 2 Negative 1.00  1.00 0.765]
A3 Sample 3 Negative 1.00  1.00 i 0265
L4 Melt Standard wr wildtype 0.99  0.99 5
25 Melt Standard wt wildtype 0.99  0.99 3
R6 Melt Standard we wildtype 1.00  0.939
L7 Melt Standard wr wildtype 0.99  0.99 =
=~ 5

N

S g R fF!'JL—;ﬁ%\'

;o

7 ¥ - Bixt T T
4 B -

Results |

;ﬁ;—] A Em
F1# excel B kxR €

Groups |

ER ARl L

New Call - I~ Show Standards

I 2LiE Expot Table »

) excel * f& o

Samples

Results

Include Color Pos Name
Sample

Sample 2
Sample 3
Melt
Melt
Melt
Melt

Standard
Standard

Standard

VKV AV EVEVEY LY

Standard

Group
HNegative
Hegative
Hegative
wildtype
wildtype
wildtype

wildtype

. Score |

Sta...

Res

-ielidTh Fluorescence (483-640

--

2. 7R5
2. 265
1,765
1. 265
0. 755 |
0. 265

Chart Preferences

Print

I Export Chart I

45 50

-{lidT) Fluorescence (483-6H))

Temperature [#]

Copy to clipboard

lew C.aIII "I - [~ Show Standards
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In-run @ & 2.8 2 AR F&HP
External : 8 42 w2 @52 %Y
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e Tm % #7 (Tm Calling)

1. 2~ Tm A~ 74 %

No active instrument

Instrument:

Database: My Computer (Traceable)

Window: |Dema Genotyping

User: System Admin

E

Analyses| T Calling for Autogrowping

1@@e

Informaﬂonlpmgxsm: Melting, Color Compensation: Off

5]

Subset: |Auwgrnuping

Melting Curves

. Number of peaks:

o
§
OFNone OF1 ;
)

or: T O

Analysis Display
I™ Shoulders ¥ Tm " Area I™ Height I~ Width

S S S4 % S 60 62 64 66 63 70 72 74 78 78
Temperature (8)

Melting Peaks

Samples ‘ Melting Peaks 4| § 2615
Include| Color Pos|Name ‘ Tml | Tm2 g 2115
v B D1 Sample 1 65.60 '§
B D2 Repl. of Sample 1 65.54 izt
B D3 Repl. of Sample 1 65.57 g 1115
v B D4 Sample 2 65.79 g
¥ [ D5 Repl. of Sample 2 65.70 2t
v M D6 Repl. of Sample 2 65.64 2 ons
v W 07 Sample 3 65.73 i
B 08 Repl. of Sample 3 65.79 “ 6 @
v B D5 Repl. of Sample 3 65.81 L
. ‘r—u - e s A _}r-l I™ Manual Tm Method

% B0 62 64 65 63 70 72 74 7B 78
Temperature (¥)

2. FERLALE #p
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3% 2. (Report)

1. B 7188 %

2 ;}“‘ IFg l?

2. FERRERSEFELP F

BL:E “Generate” ¥ & 4 2 o
U N = 2b 2
4. BLiE “PDF” ¥ #-pt 3R 4 5275 = pdf 4 % o
Instrument:  No active instrument Database: My Computer (Traceable) o
Window: [20030130.1 j User: System Admin

—

_' 14« Pagall_afu 4 (!)

rReport Settingg———— View Report

Subset: |211 Samples | é @ E

Mg el e T L

LightCycler® 480 Software

i
SEEEEEEEEY
HE Aeport GENENENEEN

I

=

20080130-1

Experiment

Experiment
Protocol
Samples
[ Instrument
Revision History

Report

Creation Date 2008/1/30 T4 03:11:11
Operator  Systern Adrmin

| Last Modified Date ?72008!2!5 4 10:30:37
Owner. System Admin

Star Time | 2008/1/30 T 2F 0351.03
Run State | Completed.

End Time  2008/1/30 T4 04:35:51
Software Version LCSABU712EI189

Abs Quant/2nd Derivative Me._| M) Meni@ane)
Settings Macro Status
[ Results Templates | Roche reagent384 Plate 1D
[ Statistics Run Notas| -
[J Amplification Curves
mn Q""'h“;" Pine Programs
Program Name | pre-incubation
Cycles'1 Analysis Mode [ None
Target Hold Ramp Rate  Acquisitions ~ Sec Target = Stepsize  Step Delay — Acquisition
(C) (hh:mm:ss) (°Chs) (perC) () (°C) (cycles) Mode
9. | onnenn 48 0 0 ! 0 Mang v
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 LightCycler?480 Software release 1.5.0 SP4

Version 1.5.0.39

—Ex| reation-
—Plate Typei
- White Plates
(O Clear Plates

[ New Experiment from Macro

Absolute Quantification
| BRI

b AR BT R KA ARG R A T AR
- RHERR FRE EAL R XS A -
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P EETEME BIRRBNIE ST
BRI R N R B R REE R

‘_.

- e W — T——
g Exporting "Demo Melt Curve Genotyping” u
D [ T x| «®EcrE-
=) =% - Bk
b
%iﬁﬁiﬁ 2] 20140115 Roche QC check 2014/1/15 TF 0604 1

<

TR A N): emo Melt Curve Genatyping]
TERMAENT):  [Obiect o files (¥ o)

24

ﬂél—t “User and Groups” #:%
“New” ¥ %:‘rig B H —*‘ ) T2 T
RS AT Ty
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