LR34 T L W

LightCycler® 480LR17% ¢t E2PCRE %
Beik AEI ¥ Va2

www.roche-applied-science.com




LightCycler® 480 4 bk #E 45 1

H3x

Ui B S hi A P 52
1. FEHARFE K ER
1.1. Overview F+H
1.2. New Experiment 5-1H]
1.3. Navigator [
2. PCR K& R4
2.1. FFHL
2.2. BAT—IK PCR E&
2.2.1. PCRERFHHE
2.2.2. FEAKIYE
2.23. BFHIET
2.3. SEI AL BRI T
231 #XTERDHT
2.3.2. X EES
2.33. ERSE ST
2.3.4. Tmcalling
2.4, R ME
3. HI/WEHEREIALBAE
3.1 PSRRI AL
3.2. B Template 1 Macros & 4L LR 2
4. HPEHE
5. HHE4%



LightCycler® 480 4 bk #E 45 1

L

AT TR ERM LightCycler® 480 RGHAHIAEAREER, WNYFETHRR
SRR . BRtER PCR B—MENBOARMANEH I E BT L, ERMEREX
A8 BRI WRAGRAK T#E, JTREXT SR BERMTIEH B W,
R bE &AL BN T RARGNREERE, RIELTEENBRETR, REBRE
R ER BT 247



LightCycler® 480 4 bk #E 45 1

F—Har HLA 5 R B A

B -

—. Overview FH

& LightCycler?480 Software release 1.2.0.0625
Instrument:  Virtual LightCycler 480 384 / Not Connected Datahase: My Computer (Traceahle)

Window:  [Overview | User: System Admin

- LightCycler?480 Software release 1.2.0.0625

Version 12.0.169

Task

Open an active window————— Lotip |

BEEcco @ @@ 0:

Exit: 34H LCA80 #ft:
Log off: M I B i 08 P v B SR T R S O B4
Overview: RIATFiZEFRBEAN “Overview” FtH

)

Navigator: M#FZEFRHEAN “Navigator” 5, FATHIENSASHEEHE,
Save: % ERRHATRAE

Export: 3 H XTI HRISCH:

® & @

Close: P HREIFT RIS

Print: FTENHETFTHME QD

S

Tools: T7F “Tools” 5, WHHATERBGH, BYMEMEM S, RERE, HF
BEEERES ERE. Bt HaSHRE

Help: BEFERMRA, BIERIFE

©
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—+ New Experiment 5+

ORNE BRE ek T ¢ :

»
¢
H

Summary Module: EFE LW FSAMEN, SRFBLRBHK, FTHER, RIER,
BAFEE%E. MAHANBHREE AR

Run Module: 4%, IZ/TEEF PCR BF XEE PCR LN

Subset

o Subset Editor: ROz E T FERN RS

Sample

=% Sample Editor: ri/EHATRE RS B N%RE

T
=
s
Z
%

Analysis Module: Rir#fTERMTRES SRFERHITER

yehou

Report Module: EHFFEMARUREFERGHER
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=. Navigator FMH

& LightCycler?480 Software release 1.2.0.0625

Instrument:

Virtual LightCycler 480 384 / Not Connected

Database:

Window: Navigator j User: Systemn Admin
Navigator Query | Experiment name: Demo Abs Quant with SYBR Gree |
Created or: 2005-6-9 9:50:03
= 3] Fot Created by: Dema
- ) Administialion et medled or; 2007-1-10 15:21:31
a5t madified by: System Admin
[ Poche Schwars version: HTC1 0.5.1.53

£ ) System Admin
(-] Experiments
L alexkangi20061129
~{i Diemo Genatyping (1)
& Demo Rel Quant (1]
{g Demo Tm Caling with HybProbe Probes [1)
L me 20081120
S Macras

My Computer (Traceable)

Rlevisian histary complete: No

Run: Started at 2005-6-9 11:24:49 and completer
|nstiument name: Pilot-510

Instiument ID: HTC_510

Dperato: Dema

Notes: Detection Format: SYBR Green |

Absolute Quantification with standard dilutions it
Melling Curve Analysis to identify specific produ

@8 o

#-__) Preferences s

@--J Special Data 1: Pre-incubation 1 cyelels) None
-] Templates 2: Amplification 45 cycle(s) Quant
) Analysis Templates 3 Melting Curve 1 cycle(s) Meltin

§ C
! |4: Caoling 1 cyclels) None

] Report Templates
] Run Templates

] Sample List Templates

] Subset Templates

D etection format:
Mame: SYBR Green
Integration time mods: Manual

Filter combinations:
Bctive  Name
Yes SYBR Green [483-533)

Block type: 384 wells

(Analysis moduies
1: Abs Quant/2nd Derivative Max [of tupe "Ah:_[,;l
»

4] |

—

Problem ¥ N N~ > ) N
reporting M Import J[ Export J[ Batch import J[ Batch Expnrl]

T Eml A

—

(0]

b}
8

=

@

3

)

| Problem Reporting: ZE7=4% KREARN RIZBIRERRE, W& LRTERR R
HI.ixo MR GHESLERFE

A

repot

Import:

Export

Export: SH—/N304k

N
Batch import

Batch Import: S\ —#t ¥R

Batch export Batch Export; —gﬁtﬂ_‘jﬁ:ﬁ%

New: i —A>SERBR A
New Folder: HE—/N3Cf%
Open: FTFF—A3CH
Rename: Efi4

Delete: MHFRi%& 9 H AR

2 I i) B A7

New folder

Rename

Delete

4

Copy

Copy:

Note: B LR EIARAERE AN ABIERE, KENAKERSERERTHRS. &BE
PREIDIREFEAR FPRE T AR X R T R
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F W4 PCR REER4HT

—. FFHL
(—) #TJF LightCycler 480 1 2%
(=) FTHFHN
(=) EF Windows XP

W WY, 47T LightCycler 480 5 fF, i A ™ 4. B 5 it
Note: #77F480 K#/7, J5H — MR A E )14 £ 900 F2: Sample Loader Azt —

= BT PCR £
(—) PCR &% E

1. FT0FEAME)E, EShEEAN DS i

. LightCycler?480 Software release 1.2.0.0625

Version 1.2.0.168

P e ——

MNew Experiment
Testin [

nnnnnn Creation date

BEBEcCc0@: D@ 0:

2. SR AT ) “New Experiment”, i#E AR5 E AL
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[ Run Protocal H Data ‘ Run Notes ‘

Dataclon Farmat[Fome cotor Fyaro B Block Type [155] Plate 0 Reaction velume [ 21 ‘
Expart
| = :

=1

S
)
amporvtare Targan

\AJ Target (C) ‘ Acquisition Mode ‘Hnld (hh;mm;-)| Ramp Rate | Acquisitions (per | Sec Target| Step Size | Step Delay
Cis) ‘0

’np..‘...‘ @) - Zvone o0:c0i01 fa ot e
©

v

Programs
Program Name | Cycles
Program f z

Analysis Mode

Jriom:

g Overview

e |

a 15 14

Tommite |

Warning 11/25/2005 11:00:28 AN Un:

ko

© xPROE @k (T

&

3. MR S u A A RS I B 203k % “ Detection Format”, “Block Type”, “Plate
ID,(optional)” #1 “Reaction Volume”

&' LightCycler?480 Software -8
Instrument:  Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)
Window: INgw Experiment | User: System Admin
@ Run Protocol | 5 | Run Notes \ .
R T
Detection Format rohe Customizey Block Type |5+ Plate ID Reaction Volume [20 j‘
|
—
ment
) BrEeie | cyctes | Analysis Mode |
Subset > HybProbe [x =lnone =
Editor |muici color EynProbe | ﬁ
(€]
= =
Temperature Targets
Target (C) | Acquisition Mode | Hold (hhimm:ss) | Ramp Rate (* | Acquisitions (per | Sec Target | Step Size (*| Step Delay =
Cis) °0) ©Q (] (cycles)
@ lvone Bloo:ooi0: s = o = = =
= :
e
tal
E Overview
[ TER—T
g Estimated Time (h:mm:ss) =
Apply N . N
Tempiate || End Program 10 Cycles Start Run
]
Information 2007-1-11 14:18:17 There are no melt standards defined. Switch to Auto-Group or define melt

3.1 I\ Detection Format [~ e rhie #8535 :0: SYBR Green I; SimpleProbe;
Mono Color Hydrolysis Probe; Multi Color Hydrolysis Probe; Mono Color HybProbe;
Multi Color HybProbe

3.2 ‘Customizes B kS & IE 19 v H &

3.3 WEEHEAIRIR

3.4 Plate ID: Optional, 7] LATF- T4 A\ sl i 96l A4

3.5 HIANKMNARRL: 96FEEL 10 — 100 ul; 384FHER 5 — 20ul

4. EX PCR FEFFH AL (Program Name) K A& % (Cycles) Fl4 B =,
(Analysis Mode). FIf] “+” F1 «—" BnaiipR 5.
5. BOERAMBBRIIRE, WA, ARRER RS SR A “+7 f “—=7
=R 2 4R .
Ramp Rate (°C/s) Heating up Cooling down
96-well block: 1.0 - 4.4°C/s 1.0 - 2.2°C/s
384-well block: 1.0 - 4.8°C/s 1.0 - 2.5°C/s
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LR A I O

9615 H :
HFREELE 50°C K UL, ARJEH Ny 2.2°C/s. HAREEIK T50°C, 5163 % 91.5°C/s!
38445 B :

HFREELE 50°C K LA L, ARJEH %N 2.5°C/s. HAFREEIKT50°C, 48163 % 92.0°C/s!

Note: JGF#: F 717 Overview —F=i, J&[a0 i Bid R HTI2E, - LIZR G 1A 15
PR R IR B

(=) FEARM Y
1. i “Sample Editor” itk

@ LightCycler 7400 Software release 1.2.0.0625

Database: My Computer (Traceable)

| User: System Admin

=101
(ES
. | i TestiD [ Lotip | Color Comp 1D
| i Repl. Of | Subset Sample Note Sample D =
(=3
I =
i i
| i i
[ EREEEE [
Sample L
w Color| Pos |Nam H s
[ | ALsample 1 =
B e s " =
[ BRI |
\Itupml‘ [ | A4 Bample 4 U |
W assawle 5 I (-&
W i6samie s [
W A7sawmie 7 [
A8 Sample 8 I
A9 5aple 9 =
M Ai03ample 10 E|
B Allsmwple 11
B e i IR
W s seie 19 B =
B Al4sample 14 ) 0 |
T.A“’:H" Import [ Export ][Rulutunmplnl][ FrnpartyEdllurﬂ[Fmpurﬁy\llawaw
= =]
— | —

2. miah “General” FEMFIZR, FIEAREMIPEEAR(E B,
3. EFELLK BT H) B i A HURE R BIER, A A RLRE S R
Sample Type:
Abs Quant:  unknown, standard
Genotyping: unknown, Positive control, Negative control, Melting Standard
Rel Quant: target unknown, target calibrator, target standard, target negative,
reference unknown, reference calibrator, reference standard, reference
negative
Color comp: water, 3% & [ 38 i

il

¢

4, it “Subset Editor” RIEAT TS g
4.1 gl ‘New ¢, dgda— A T5, ishRbriLe XEE S “Apply” Bl
THIEE X I, Jemiddy “Clear” F sl “Apply” FE/.
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42 ffiffl ‘Copy’. ‘Rename’. ‘Delete’ #ith& i, oMbz — 1 rF5E.

(o )_oom )

(Rename ) Detete |

Note: * #w#RiSt 7] F Ctrl C F1 Ctrl V 34T 5 I FKL G
* T{H “Property Editor” ThReEAT FHEAE S B TRIE g4 .
* M S B gRE TT AR IE TR, BT R Ek s kT

(=) FEFmEir
1. i “Experiment” bR, [R]2)FE 750 E L
2. MBCLINBEEA, WEH DA FHFE “Start Run” AR SdRREs, s BTG
14T o BARMEFEAR, WNZARPR R K, RAG RIS A G A48 s Ik
&

7 [

& LightCycler?480 Software release 1.2.0.0625

Instrument:  Virtual LightCycler 480 384 / Not Connected Datahase: My Computer (Traceahle)
Window: |Ngw Experiment j User: System Admin
@ : Run Protocol | Data | Run Hotes ‘
Setup;

(Delec\inn Format [Hono colar Hydro -] Block Type |- =2 Plate ID Reaction Volume [20 =] ‘

Programs
Program Name | Cycles | Analysis Mode

Subset ¥ Program |1 Z|wone -
Editor

Editor

= =
Temperature Targets
Hold (hh:mm:ss) | Ramp Rate ( | Acquisitions (per
Crs) °Q

Target (C) | Acquisition Mode

Step Delay
{cycles)

Sec Target
[gs)

Step Size
o

Repo

= [
s 3
5 2
Al g E

<o@> Ko@>

DES Z|mone ~|oo:oa:o01 =Zlae = =lo =lo =lo

Overview

-]

g8
i

=

Temperature ()

13 14
Estimated Time (h:mm:ss)

Te"“rﬁ",‘:g‘g [ End F‘mgram‘}[ + 10 Cycles ‘q[ Start Run ]
e \

 [ormation Z007-1-11 14:18:17 There are no melt standards defined. Switch to Auto-Group or define melt
standards in the sawple sditor

O REROH@k T |

3. HRMRAFE AN, NS HERE A E B IRAT

4. HBNFANFEFIEIT M.

Note: F2/Fiaf7idt A2 Al BE ik 47T # program #E A\~ —~ program, =3 LL 10
(£ R BE INE AL

=, SER AR
1. A “Analysis” bR
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Samples

Color| Pos |Name

o000 G616 1715 283 42:00 5423
Time (h:mm:ss)

[Cnlnr Comp
(Off)

” V][ End Fruglam‘}[ + 10 Cycles ‘][ Start Run J

LightCycler?480 Software release 1.2.0.0625 e =& x|
Instrument:  Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)
Window:  [Demo Abs Quant with SYBR Green | @) | User: System Admin

Run Protocol Data Run Notes ‘
NN
Run complete...
Subset; |11 Samples J
3 I3 3l e I e e e &
: peiet)
Subset | [F %gg
Editor D E b ﬁ
E 10
i E 5
Sample H
Editor | (C H
H 10 13:39 2420 3500 4541 56:06
——l Time (h:mm:ss)
‘ ]
u Temperature History
: S

2. £ “Creat new analysis” T i HE 1 1% % 73 HT HO A IE Xk . Abs Quant/2™
Derivative Max, Abs Quant/ Fit Points, Color Compensation.Genotyping, Relative
Quantification 5% Tm Calling

&' LightCycler?4B0 Software release 1.2.0.0625

=1olx|
Instrument;  Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)

[ms 20061120 | User: System Admin

A"alySESIOVErv)'Ew j .

Create new analysis——

Abs Quant/2nd Derivative Heax
Abs Quant/Fit Points

Color Compensation
Genotyping

Subset Relative Quantification
Editor

Editor

Report

1 HEEm |
A B (RO @k T

3 FEBE X TEAE A ST SR R 3 RE A OV L o AR R 3 i R
Fe, JERen izt

10
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= LightCycler?480 Software release 1.2.0.0625

Instrument:

Window:

4. 43T

=lol x|

Roche,
[ms 20081120 K| User: System Admin -

Analyses [cvervicw El . .

Create new analysi

Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)

ibs Quant/Znd Derivative M s B

Abs Quant/Fit Points
Color Compensation Analysis Type #[ivs Cuanc/Fic Poincs E|

Subset # [mrz a |

Genotyping
Relative Quantification
Tm Calling Program *|ampuf1:anon =

Hame *lp.hs Quant/Fit Points for NRZA

. =2 45 B 7 8 g |10 11|12

m o

4.1 X ERSNT: AShE (2™ Derivative Maximum — k&K 5505
Ay “Calculate” BH LS

= LightCycler?460 Software release 1.2.0.0625 E SRL-TE|
Instrument:  Virtual LightCycler 480 384 / Nat Cannected Database: By Computer (Traceable)
Windowe: II]emnAhs Quant with SYBR Green | {1) | User: System Admin

Analyses[in= Quant/Zna Derivarive Max for Standards and Unknowns
Information [Frogeam: keplification, Color Compemsation: OFf

]

Subset: [}.mma,—ﬂs and Unknowns

Samples [ Results
Include | Color| Pos|Name CP | Concentration | Stand... Enor 00138 25
v W it Semple 1 16.13 1.01E5 i Eflicency. 1,938 !

m [
I [
feport | (@) F Positive @ F uncertain " u.-a-ni Curve
D F Hegative [ ) =]

4.2 #axt e &4 Fahik (Fit Points)

4.2.1 NG BRI — N E S —MEH
4.2.2 riifi“Noise Band”, i % & 4 fi & , #E77 K FH“ Noiseband(Fluro)”

11
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LA TN B A B U7 AR, R G DT DY 4% U -
(1) TEMMHEL 2 by (2) SArAfigass: (3) MAEFEX; (4
Fir B =25 R B DL R, M R IR AL B AT e fIG

423 i “Analysis” HHTSE RHT

424 S “Calculate” 34T Cp B KRtk M2 it 5.

= LightCycler?450 Software release 1.2.0.0625 R 18]
Instrument:  Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)

che
Window: [Demo Abs Quant with SYBR Green I (1) | User: System Admin

Analyses [in= uant/Tit Foints for Standards and Unknouns | ....
nfor

on [Program: Awplificasion, Color Compensacion: Off
rds = Range | Moise Band ‘ Analysis .
22 T o]
Amplification Curves
|
28476
25976
23476
20976
318476
£ 15975
§ 13478
Report gmws
[ Positi & 3
@ F positive @ F standard H oae
@ F Negative cors
Sompi Rt | .
Include | Color| Pos|Name | P | Concentration | Stand... 0576
B i1 Sample 1
[ 113 Repl. of Sample 1 5 10 15 20 25 30 35 40 45
B 12 Repl. or Semple 1 Cyele:
115 Repl. of Sample 2
M :16 Repl. of Sample 2 FnrstCycle 1 Last Cy
vl Bl .17 Revnl. of Samvle E E
s T T e s e Tl & e T & e B e =N 1

43 XS EED T

431  FEBEH B T HE Hh e A I ) ke T
He4F(E Auto Pair L 3HERTIT 2

432 WIREER-— RUN 44 Reference, N EH3EN G —
() FiTE: 5 Reference A Target ASFE [A]—Hebi Fiz4T,
I3 F 418 Reference il o #E N\ J5 — FLHI

433  SRETEBAT IR N “27; R B AT R A
X E R, I H. relative standard £ S EASZIR T, A
7 “Calculate” FEATFRAEMZEHI 115

434 w4yl ‘Target ', ‘Reference’. ‘Paring’. ‘Charts’
Al ‘Result” HEEFH HAREER, SHEER, Bxr Qg
7 4.3.1 A % Auto Pair, U 7E AR ER 3k AT T B
X, BRI 5 AR E B4R . (notes: sy ‘Result’
‘Paring” B¢ ‘Charts” BHrh{E&—4> ‘Calculate’ #irJ
RN S5

12
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=lolx]
Instrument:  Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)
Window: |Dg,m, Rel Quant User: System Admin
Analyses [Felative Quantificarion for witnour standards .... .
Informatlon [Progran: Jup it ication Colop e Ol Eefopogoe Foperivenc: In run

e —

S Target Reference Pairing ‘ Charts ‘ Results

Resultset |Sample Type PO ,. e ized | ultiplication/Correctio|
\ e

Report J ~ [ Concentation ¥ [ Homalzed

l . :
| Median | Ratio | RafioSTD | Ratio | Ratio STD
Target CaliOll, ccalihrator 28.87 0.0z 4.39E-2
Reference C P11, FCalibrator 23.13
HI/T1 Target UnknHi, HiSample 1 23.47 0.0z 1.17E-3 1.01 0.06 1/1
Reference UIl, L2Sample 1 23.7%
HE/ 16 Target UnknH6, HiSample 2 32.55  2.30E-3  2.56E-4 0.12 0.01 1/1
Reference UI6, IiSample 2 23.78
| |H11/111  Target UnknH1l, FSample 3 27.22 0.07 1.96E-3 3.58 0.13 /1 e
Pl Reference UI11, 1Sample 3 23.32
H16/I16 Target UnknHi6, FSample 4 o o o o 1/1
]

Relative Quantification Results

1.00E1
£ 1.00E4
= 1 o0E2
1.00E-3
7 E z S =
7 = = g 2
% = =
o Result set

AT =]

4.4  FER R T

4.4.1 FRIFLBRIEN, EFF Standards

Save as ext

LT

Save as ext: KA IR S (bR ik H 2R A7 S MR it 22
Auto Group: Hzhsr4
In-run s RS RS EA R SR T
External  : i FH AMrE 2k
442 fHdr ‘Calculate’ 4TSS BITHE

Instrument:  Virtual LightCycler 480 384 / Not Connected Database: My Computer (Traceable)

Window:  [Demo Genotyping (1) - User: System Admin

Analyses [cenotyping zor 1o Run melt sta

Information [Frogram: Nelting, Color Compemsation: Off, Standard: In-run

Subset: [1n Run melr sra

Melting Curves

. CMPEEERZEE
| g 21169

i 3

il 16163

T

FEE T 11,169
. e

71 2 v 3
O F . 4 O 4 45 50 55 B0 B5 70 5
. 4 . 5 . s | Temperature (8§)
. O a]

|Analysis f

@ F unknown @ F Hegative Melting Peaks

= =
Report Results ‘ Groups Settings ‘
Samples Results
Include|Calor| Pos | Name | Group | Score | Res oot
[ ] Melt Standard wt

Repl. of Melt Star
Repl. of Helt Star
Repl. of Melt Star
Repl. of Melt Star
Helt Standard mut
Repl. of Melt Star

meer = e e |,,—| New Call ~| I~ Show Standar

~(didT)

a
Temperature C&1)

640)

13
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4.5 Tm calling
451 FAINE A L H

Max Peaks | ” Maz Peaks
2 or less) (6 or |less)

452 PR AR

HybhProhe
Format

SYBR Green |
Format

SimpleProbe

453 i “Calculate” HHATEE RATE, FHIEITIEREE Fid S IiE
A R I VAR 1

I = |

Display
’]_ Shoulders ¥ Tm ¥ Area ¥ Height ¥ Width

DU, 25 4R
a) RAFSEIEIES, EREAITEINIRTEN T, “Report” BEHAR Bii R
b) ity “Report”
c) fERIE folder Hrik R & AT 5 I 25
d) A “Generate” 7743k 5 H4TED

B=E BREE SRR

s PSR R AL B
(—) AEFE

1. #EFE AN “Navigator”
2. WIE folder Hrik £ 75 L4 I 130 F 44
3. MlE AT N “Open” FTHF 344

(=) BRI FANTH
1. EFEE AN “Navigator”
2. FIFHE T R7H “Import”. “Export”. “Batch import”. “Batch export” 43515
A SR RN B AR A S

14
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. NiH] Template 1 Macros & 45556 i fE
(—) Template
“Analysis” , “Report” , “Experiment” , “Sample Editor” /% “Subset Editor” [ [
K ™T7, A “Apply Template” (AR, midh H THAE, HIL “Save As Template” 15
P, sz, B MR AR RE, A4 A IE I IR AR IERIA,
DA S ST Y Template D ARAF -

N 5 — Templet, N s “Apply Template”, 7E Bk B x5 TEAE gt 540 B G SO E 44
FHRIARIT,
(=) Macros
“Sum” S i “Save as macro”, Bk XTIEHEF IS4, IEBFRAEN
AN

M 35— Macros, )”\U,'fiﬁ“Overview”, e 7 1K) Macros SCAE 3 7 “Run

macros”

EUEmy RAPEHE

IR
() s “Tools”

(=) s User Access SCIFJ A1) Users and Groups
(=) g “New” HIH 7, @M 4 BHIREREH SR

FhE#s HE4%P

AR AhTE, BRI LI T 70 %6 HIAS TE S -
Notes: 55 IMEVIWTHLIE, SCHUIRZE TREATIE & LAE.

ER AR RAETE S M A D SCAR U o

15
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