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CAUTION Hazardous chemicals. Read the
Material Safety Data Sheets (MSDSs) before
handling.

ATTENTION Produits chimiques dangeureux.
Lire les fiches techniques de sreté de
matériels avant la manipulation des produits.

CAUTION Hazardous waste. Refer to
MSDS(s) and local regulations for handling
and disposal.

ATTENTION Déchets dangereux. Lire les
fiches techniques de sireté de matériels et la
régulation locale associées a la manipulation
et I'élimination des déchets.

CAUTION Hot surface.

ATTENTION Surface brilante.

DANGER High voltage.

DANGER Haute tension.

WARNING To reduce the chance of electrical
shock, do not remove covers that require tool
access. No user-serviceable parts are inside.
Refer servicing to Applied Biosystems
qualified service personnel.

CAUTION Moving parts.

AVERTISSEMENT Pour éviter les risques
d'électrocution, ne pas retirer les capots dont
I'ouverture nécessite I'utilisation d'outils.
L'instrument ne contient aucune piece
réparable par I’ utilisateur. Toute intervention
doit étre effectuée par le personnel de service
qualifié de Applied Biosystems.

ATTENTION Parties mobiles.

DANGER Class 3B (lll) visible and/or invisible
LED radiation present when open and

interlocks defeated. Avoid exposure to beam.

DANGER Rayonnement visible ou invisible
d’un faisceau LED de Classe 3B (lll) en cas
d’ouverture et de neutralisation des
dispositifs de sécurité. Evitez toute
exposition au faisceau.

StepOne HlI StepOnePlus ™ HAXAE | HIA7 B2 A7 % 1 W

/A CAUTION HOT

EEKMG
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EFER  WRAERRAE SN E B SGS PE R OB, A2
o e ISR SER SRR N L BGRAER A  RRFRPE  Cs ZE AT
EI T
o ORI S R I AR S RER A 5 2 4
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R TG ANMRS ) S50 (R4S 017-040-00547-4; L
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Requirements.” (& IR S50 = @& 1 A& 1 ek, 581 3
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AALESFF A WRIN 224223k (Low Voltage Directive 73/23/EEC - flkHLEARE) o A
12 B2 MR HIE 55 EN 61010-1:2001 #x#E,  “Safety Requirements for
Electrical Equipment for Measurement, Control and Laboratory Use, Part 1: General
Requirements.” CII&E . $AH0R1 9L 50 5 A& (0 AR I 22 R PEE0KR, 58 13877
— KD

EN 61010-2-010 #x#E, “Particular Requirements for Laboratory Equipment for the
Heating of Materials.” CH T INAAA R S2EG 3 A IR 7 25K
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EN 60825-1 #x#fE, “Radiation Safety of Laser Products, Equipment Classification,
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KRFIEST A Bl 2k B ES PCR E MBS BERERRE.
R ERE 2%
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FEAFE RAERIE R AT, (BN AE AT )
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StepOne &4t StepOnePlus &%t
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SYBR® Green #:#} SYBR® Green #t#i
2 JOE™ il 2 JOE™ ek
VIC® 43 VIC® 4l
3 ROX™ 43} 3 TAMRA™ 43
NED™ 3
4 ROX™ Zef3

%F VeriFlex™  StepOnePlus 4" {3 (0 7 /N AN SOMBEA TR L A5 (¥ VeriFlex™ FEA I, B
BAR ARIEH A B b — AN UA VeriFlex FEA I B E A — AN [ 3
B, AR N AFRIAEAEL X, DR T NS i G 5 2 N AS R

FEASHLBE DS, AT I /84 VeriFlex FEAS INAARHAR KL E by [7]— Nl B

BxXiFEF AXMGER:
o StepOne A StepOnePlus &4t, 1ES[i Applied Biosystems StepOne’" Real-Time
PCR Software Help

EE: EUjm Help (5B, 15 M StepOne #RAF AKX EFE Help (F5Eh)
» StepOne Software Help (StepOne #A-#H58))

o {EE/AAFHAESLS, 12 (Applied Biosystems StepOne™ Fil StepOnePlus™
Real-Time PCR Systems {775/ AN FEELIE AT THREE) «

o HIXHhRAE A/ LR Cp (AAC,) 525, 5208 (Applied Biosystems
StepOne™ Fl1 StepOnePlus™ Real-Time PCR Systems A Xt i 26 FILLEE Cp 5K
WANTTHRH D -

o PRUEHNZESZH, 124 (Applied Biosystems StepOne™ F1 StepOnePlus™
Real-Time PCR Systems bk 28 52560 N 1455 ) o
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¢ MicroAmp™ Fast Optical 48-Well Reaction Plate e 4375816

e MicroAmp™ 48-Well Optical Adhesive Film o 4375323 f0
4375928

e MicroAmp™ Fast 8-Tube Strip e 4358293

¢ MicroAmp™ Optical 8-Cap Strip e 4323032

¢ MicroAmp® Fast Reaction Tube with Cap e 4358297

e MicroAmp™ Fast 48-Well Tray * 4375282

¢ MicroAmp™ 48-Well Base Adaptor e 4375284

¢ MicroAmp™ 96-Well Support Base e 4379590

22

MicroAmp™ Fast Optical 48-Well Reaction Plate
MicroAmp™ Fast 48-Well Tray
MicroAmp™ 96-Well Support Base

MicroAmp™ Optical 8-Cap Strip
MicroAmp™ Fast 8-Tube Strip

MicroAmp® Fast Reaction Tube with Cap
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KFRBIKRIGEIE AN HERT, B AT A ST

o EEE 2, BRGNS VO E R R ) B R S SR, TR
RAF BN AT HL BT SE8 A
<Iz)#>:\Applied Biosystems\< Z{7/-£/>\experiments\
Genotyping Example.eds

o TEH S E, BRAECE BT EAE B 3 BRI SR A T AR S R . R
191 S50 P B4l SCPEBE StepOne B — R 223 . AT {ERR AL LR E7 41
S0 B SO
< z)z=>\Applied Biosystems|< Z(//£>\experiments\examples\
Genotyping Example.eds
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BTk

IZF!.
N .

o <Hz)a>48 % StepOne PATTH LU B SK BN AR B4 o AT BRI 22%%
IR a At D BEIK B3 .
o <HfF#>)2E StepOne HAFII A HTHUA

) ST 4 32 eh B B ST
TN SCAE AL LA SO, 98B B RS I ] S 251X eSO, R 3L
Fid) . Hks OBl StepOne B A:—[A) 22 %% o

FE: WORAPAT AT B BN E ] Genotyping Example.eds Ao
96-Well Genotyping Example.eds S 3 K 43 B4 7 V21— AN«

StepOne # 1#&{Y StepOnePlus 3 #8{Y
Comparative CT Example.eds | 96-Well Comparative CT Example.eds
Multiplex Example.eds 96-Well Multiplex Example.eds
Genotyping Example.eds 96-Well Genotyping Example.eds
Presence Absence Example.eds 96-Well Presence Absence Example.eds
Relative Standard Curve Example.eds 96-Well Relative Standard Curve

Example.eds

RNase P Experiment.eds 96-Well RNase P Experiment.eds
Standard Curve Example.eds 96-Well Standard Curve Example.eds
SYBR Example.eds 96-Well SYBR Example.eds

Parda iy
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v
Witskw (23
BIEHFEL
ENEKE B
EX Rt
®E SNP &3,
WERANESH.
WREIETHE.
EERMNIEE.
TR+ 43.
2B Design Wizard (igitmS) .

© o N>~ ~

b4
HERE (E3F)
1. EEHARRE.
2. EERETRA.
3. EERR-

BiTRE (48
HEFIEIT.
(&) RREMRE-
B#EIT.
BILETT.

EDEAT B SHE AR -

ok~ D=

v
SWEE E5R)

EEFMERLER k.
EERNEAE.
EERTHER.
EERERE.
EERRHIEmLZ.
EEZHS M.
EERYy Bk,
EESTRE-
NI

© © N~ D =

LRI
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AT ALHE

L N 16
B OO T 17
B OE R B 18
BRI, 20
WOE SNP R . 21
BOREREARTITE SR . 24
LI R e s - I 26
I = g 1A v+ A 28
L A A 31
B 58k Design Wizard (0P E) oo 34

EFE: A RAIER IR AT EE AV, WK PR T TR @,
AR GESE Help (358D » StepOne Software Help (StepOne #4758 , LLvj
] Applied Biosystems StepOne™ Real-Time PCR Software v2.0 [ Help (81 15 5.
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=y./55

RERIL

AT RER WA StepOne™ 4 ) Design Wizard (Bt )5 ) B E B[R 4 1Y
TS o A8 K R S N B HON,  Design Wizard (Wit S) 4515
14531 $% Applied Biosystems #1315 fE 5 1%

TAERRE D ZaRBi AN TR B3R A s ] 520 1) TAR RS o

sEE: HH StepOne B4 1Y Design Wizard (BT Wil sist . 4wk
WE B AL, kPR TR GESMH 9 il “455/ A A sER
EHAYRR ) .

FFLE LR
v
WitEE (F25)
BEIHEE.
EXEREM.
EX T sEFIR
RE SNP &30,
BREHAMESH.
WREIEITAHE
EERMERE.
T SEIG#r st
SERL Design Wizard  G&itES) .

© © N~ D =

v
EERET (3 &)
v
ETER (F4 B
v
UL (E5 &)
v
BRI
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el FE My
1] StepOne #A:rP ) Design Wizard (3t 5 A EH 525

SR 1. Xk g/— (StepOne FAFHRFERIAR) UK XIZHE Start (JF4R) > All Programs
(FrE#2/7)  » Applied Biosystems » StepOne Software (StepOne #ff) »
<Hft5>

Horpr,  <#/F#5>72 StepOne FRATI A THTIRAS o

2. M Home (F00) pi# b, Hili Design Wizard (i1 [n5) ELFTIT Design
Wizard CBIFRS) Bid.

IFHP. Edit Instrument Analysis Tools Help

[l New Experiment - 5 open.. [ N 3 send Experiment to Instrument... B¢, Download Experiment from Instrument .| 4 B

Analyze
Design Wizard QuickStart Analyze Experiment
2
BXiEE  AREN, Wt @ 5% F1 8 LAY A StepOne Software Help  (StepOne #44
oD
£id
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7£ Experiment Properties (SEEGJEYE) bkt b, HAASZE AR UG E, EREY 4
KA, NGRS 2R A

SSRMLES 1. il Experiment Name (SERAFR) F-B, AJ5HIA Genotyping Example (5

ES BRI DI
2. il “Barcode” (£1H) FEARE A

i¥E: MicroAmp " Fast Optical 48-Well Reaction Plate ¥ 454 .

3. H#ili User Name (FP4) 7B, #AJ5%i A Example User ORI ) .

4. il Comments (RS FBt, SAJ5HIA Genotyping Getting Started Guide (3
B BT THRED .

5. #F StepOne™ Instrument (48 Wells) (StepOne 4 #1¢ (48 L) ) .

iEE: N StepOne AL G4 T /- B 525 . #5724 StepOnePlus 4 34 {3 61 it 7
PSS s HE, SR R N Rk 5 AT e oA SR AN A A4 StepOne
PR 48 L NARAR SR, A StepOnePlus 7 344U E 7~ 96 LS N AR AT JAi o
L)y StepOnePlus § 3443 G 7~ 556, 151EFF StepOnePlus™ Instrument
(96 Wells) (StepOnePlus 3 1% (96 L) ) -

6. IE#E Genotyping (JE[F/)7) SLIGHRM,
7. i Next> (F—),

1A. Define: Experiment Properties Experiment Properties Help @/,

a Instructions: Enter identifying information, then select the type of experiment to design

How do you want to identify this experiment? = Required

T Experimenthame: | Genotyping Example |

- Barcode (Optional): |

L1 Userame (Optional): | Example User |

- Comments (Optional)

Which instrument are you using to run the experiment?

P |
{ StepCOnePlus™ Instrument (96 Wells) ] | ¥ StepOne™ Instrument (48 Wells) }

Genotyping Getting Started Guide

~
v

Setup, run, and analyze an experiment using a 3-color, 48-well system

What type of experiment do you want to design?

|
f |
[ Quantitation ] | ¥ Genaotyping } [ Fresence [ Absence ]

Design a genotyping experiment to detect single nucleotide polymorphism variants of a target nucleic acid sequence in a sample

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/




EXSERE

WitER AU A SIS
o HANALIATL:

— BN AFEAYE HAE T2 2 K. 85 % NI {E Experiment Name (S5
O FECPRIA 100 AT

EE: JARAE Experiment Name  (SEES A4 HK) BT N A1I15-7F
FREL () REHEE ) KT5 ) AT . 25 ) 15 @) W
gl (M EEHZ (). B9 () 505 6).

— SEE AR FAEERIN SR 44
CrjE) WG48 A% MicroAmp™ Fast Optical 96-Well Reaction Plate, /%A
— AN Z 100 NFERFANS, DL AR 5L 50 TP A8 IR B AR

i¥&: MicroAmp Fast Optical 48-Well Reaction Plate % 451 .

o () N—DH) A LRSI A N . #8522 1T 1E User Name (]
F14) FERI 100 AT

o (AL FANTR LA . B2 v Comments GER) FRHA
1000 747

o EFIEIEH TISAT SR I A
— StepOne"™ Instrument (48 Wells) (StepOne 4 1% (48 L) )
— StepOnePlus™ Instrument (96 Wells) (StepOnePlus § #41¢ (96 L) )

& BAd ] StepOne Software v2.0 B4 5 = itAs 4 StepOne Fl StepOnePlus
Pk TS . S8 4E Experiment Properties  (SEHGJEYE) BESE g BRIy 14
A2 5 s NAR AT R R L 2R

EE: EWCE Y AR, EKIGERE Tools (1.H) » Preferences
(HIEID , RJG1EFE General (—8) #EIIR (ERIA) o M Default Instrument
Type RN HEACRA) N, EEIE QY B,

o FFSZEGEME N Genotyping (FEK437Y)

BxiFEEF AKX HH N
o 5 Experiment Properties (SCHJETE) ke, Wi g) oid% F1 LIS )
StepOne Software Help (StepOne A1) »
o FEM, WESHE 4 00 “SCRFIFEM T

IS

o EEL, S (Applied Biosystems StepOne™ F1 StepOnePlus™ Real-Time
PCR Systems i{Ffl#5F) -
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oW 50w e

X T FIHT 1

TR

7£ Methods and Materials (J7yEFIRRED bide b, & -
o TERATREAKEDE 23 81 BEAG ] 11X 5)
o TEBAT I 3 UKL AR 1Y) DNA SR 1R QRO
o BIE T PCR MR el b B
o JIIETPRLFEI AW B

X F BRI R sBISEEAE PCR [N 148 ] TagMan® 32771 A1 =X 52 K 20 DNA (gDNA) B4 .
N R NAE TagMan® Fast 38771, Ktk StepOne 55 StepOnePlus 54t K H AR T %
W AT LS o 538k, DA 2O PCR § G HAT AR, DRI SELG i AT
J7iZ A4 Pre-PCR Read  (PCR #2645 530 « Amplification (§75§) #
Post-PCR Read (PCR #"34 )5 98615 5 300 MrEk.

SERRMERERE 1. ilAIE R TagMan® Reagents  (TagMan 351 «
2. JFikR % 4% Wet DNA (gDNA or cDNA) (I DNA (gDNA B cDNA) ) .

3. M THFREIE % $F Standard (~2 hours to complete a run) (hr#fE (2T /N 58 ik
Z1T) ) o

4. 1&#% Pre-PCR Read (PCR ¥ H{Hi»<)u(5 510 Al Amplification (#73) , LI
Kb Bogs n2is 47 7

AR BHE PCR RO SR

5. 1E#E Next> (F—H).

1B. Define: Methods & Materials Methods & Materials Help @

n Instructions: 5¢/Ectthe reagents, selactthe type of DNAtemnplate to use, selactthe stages for the instrument run, then review the instrument ramp speed for this genotyping
" experiment

Which reagents do you want to use for genotyping?

1 — 77I ¥ TagMan® Reagents | { Cither ]

The PCR reactions contain two primers and two TagMan® probes. The primers are designed to amplify the sequence containing the SMP. Each TagMan probe is designed to
hybridize to one allels sequence and generate fluorescence signal when the allele seguencs is amplified.

What type of template do you want to use in the PCR reactions?

2 ] ——i < Wet DMA (gDMA. or cONA) | { Dry DNA (gDNA or cDMA) ]

*¥ou are adding the purified, resuspended DNA to the final reaction mix. Use an optimized protocal to extractthe DNA. Then, make sure the A260/280 ratio is greater than 1.7, the DNA
does not contain PCR inhibitors, agarose gel electrophoresis shows the DNA IS intact, and the DNA has not been heated above 60 *C.

Use the standard ramp speed in the instrument run for this genotyping experiment.

|

3 IJ Standard (~ 2 hours to complete a run)|

For optimal results using the standard ramp speed, Applisd Biosystems recommends standard reagents for your PCR reactions.

Which stages do you want to include in the instrument run?

4 - [FPre-PCRRead [7 Amplification

Paxs A
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& SNP #27

iR U A O SER
o FIBAESE T AME ] TagMan® S5 A L) 751,  WEFE Other
(He) .
EE. kR Other (), ) Reaction Setup (Wi &) JFHAAH .
o A IEAE RN 4] DNA (gDNA) 5% cDNA ISR, U i id G5 (1 A A
ARAMIETT  (Wet DNA (323X DNA) 5 Dry DNA (13 DNA) ) .
o EFF Standard (hrifE) FhFEUEIE B IEIT Y BEAY

gt TR RUSEE, A SCHF Applied Biosystems Fast 7.

o FFIETHRIZERIEIAML  (MTAS A& StepOne BY, StepOnePlus 724%) 44T PCR 4~
a4, G LR Amplification  (§71E) T,

EE: PCR Y IEHIHOCA SO LT, (HEBGEFEIELE I,  StepOne K
481 PCR & 88 56055 U — 146 PCR 19 5 SO A5 5 e U

BxXiFEE AKX HH RN
o Materials & Methods (7MKL Bids, il @) 2% F1 LI )
StepOne Software Help (StepOne A1) »
 Advanced Setup CEIZRE) , WS 102 11 “Advanced Setup (HZlik

B) TARRE .
1% & SNP #:

1t Set Up SNP Assays (UCEFAZ IR ZAVERND pide b, NS g
ZAVERNI B, AR5 € SRS SNP Al i) e .

=

EFROISEIEIZIT A BISZE ST AEAE SNP rs8039 HEAT VAL o K ZAG I K TaqMan® Drug Metabolism
Genotyping Assay (Kl ID C__11711420_30) , Kt n] B 250 M7 7= dd — AL g it
A A DS (ATF) TR B AN RAZ TR 2 S TERIIAE R, 5\ Applied Biosystems
W3l R AU

SR SNP Assays 1. T IERFTUR SAL TR 2 A PERINIEC, i 1.
(R % A | | e
) FE 2. Click Yes (Select SNP Assay from Library) G (ARG R HIR L &
PRI ) .

3. Hiili Select SNP Assay(s) from Library MR AR £ 5% H R 22 SR .
4. Hiifi Import AIF  CR ARMME B , SR Import SNP Assays from AIF

CAVKLIIAE SO N AL TR 2 A PEREID 0 GEAE LU A B SR
HR 2 A
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< z)#>\Applied Biosystems\< Z(//#>\experiments\examples

b. M Files of type (SCAFZRAL) FHral& i+ Text Files (*.txt) (CUAIAF
(*.txt)) o

c. 1L¥ DME_SNP_185457113_426781-1.txt.

d. $ii Import AIF ' AKTMME BT o

& Import SNP Assays from AIF

4a

B DME_SNP_185457113_426781-1.t¢ 4c

&
G
il
[

Look in |@ examples

L

My Recent
Daocuments

[=]
@
]
=
o
=

&

My Documents

My Computer

@ﬁ,

File name: | DME_SNP_185457113_426781-1.0¢ || import JLf 4d

My Netwaork y
Places Files oftype:  [Text Files (* bd) v [ Loancel |
|

| 4b

. {E Import SNP Assays (P AFIZHRZ AR XFHETD, Hidi OK (i) .
. JEFE C__11711420_30 AL TR 2 AR

. Hif; Use Selected SNP Assay(s) Cfif FH] BTk B H IR 2 S MRS

8. MEHF Next> (F—H),

(22N 4)

N

Paxs A
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2& SNP #27
2A: Set Up: SNP Assays SNP Assays Help @

ﬂ Instructions: Enter the number of SMP assays to run in the reaction plate, then setup the properties for each SNP assay.

Set Up SNP Assays

1 + How many SNP assays are you studying in this experiment?

+Have you ordered and received the assay and the assay information file (AIF) for each SNP assay?

2 |r ¥ Yes (Select SNP Assay from Library) ][ Mo (Set Up SNP Assay Properties Manually) }

MOTE: Import the AIF into the SKP Assay Library before you set up the SMP assay properties.

Click"Select SNP Assay(s) from Likrary' to open the SNP Assay Library. [fthe SMP assay is not in the library, import the AIF into the library. Then,
selectthe SNP assay(s) to setup the SNP assay properies.

3 SMNP Assay 1 | Select SNP A::a‘\r(:) from Library
SNP Assay Name:| G__11711420_30 | color| v| mssayi: [ |[Fma
Allele 1 Nams: | A | color I ~v| Reporter Guencher|NFO-MGE v
Allele 2 Name: ‘C | Color - ~ | Reporter Ouencher
SNP Assay Library
a :.dgdpr;:uSNp assays, edit existing SNP assays, delete SNP assays, import SMP assays from a text file or an AlF, or export SMP assays to a text file. Apply a filter to reduce the number of SMP assays @
. Enter a filter query, then click "Apply Filter” To enter multiple filter queries, click "Advanced Filter." | Actvanced Fiter
IF |SNP Assay v‘ ‘: v|| || Apply Fiter ] | frer |
4 - ‘
| New | Edit | Delete | Delete Al ||| Import | Import AIF M Export | |
SNP Assay Allele 1 Name Allele 1 Reporter | Allele 1 Quenc Allele 2 Name Allele 2 Reporter | Allele 2 Guenc. Color Comments Created On Last Modified
6 11?11420 30 ]A |VIC |NFQ-MEB |C |FAM ‘NFQ-MGB ‘ . | Sep 22, 2006 Apr16, 2007
Import SNP Assays El
j) Successfully imported 1 items.
5 Lok |
Use Selected SNP Assay(s) J | Exit SNP Assay Library J
7
WitiEm 4B A O SR
o Applied Biosystems Z S 7E— e s Wbl EPEEANERL 6 AL IR 2 A8
iEE: Design Wizard Cib ) ARVFELEREH S NAR EPEAGAN S A~
AR 2 &1 . Advanced Setup (/2 i ) X Quickstart JUJASBR il 488 T VEA
AL TR 22 A TR HCE
o DIAFA BB OAR RN AL TR 2 SR
o FHIEAERFT IR EEWHPLTIRL SR, E0hIRIESR € GRS A
DR 5 9 AERE R TC IR
112! Applied Biosystems A& UK TAMRA™ JYRLAE StepOne™ 545 L HE
PICIR A FE R A KIE ], TAMRA ZERL A 75 StepOnePlus™ #& 48 _EHAE DG
7 P B K L A
BXiEE o 1K Targets SNP Assays CHERUZTIIRZ AVERIND BEREIITENS, Hilig)
1% F1 8 LLJj i) StepOne Software Help (StepOne 4475 B) «
£id
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WEHAHMEEH

REHAINESE

KT RIS

A Samplesand 1.

7E Set Up Samples and Replicates (i BEFEAFELHD hEx L,

AHCE, BAFEARA, AR N B ORI ) ) it

AR S VA -

o 20 MARHFEAR
o 2 ANPIPEXT
o 2 NPHTEXT

Replicates (#E7<

MEEH FEHE

Paxs A

£1e

24

'y

~No o~

MTEEEL WA 1.

“w n

4. X BATEXT
5. X FRHEXT

6. A THIPERIE
T

XTREAKCE, TERA 20,

CRETHEEAFER 2 2657 .

7. WFFRHYEXEE 2, EFE Allele 2 Homozygous (27 &K 2 44T .

8. MLFE Next> (F—H),

B N S HH PR R

Hiif; All Sample/ SNP Assay Reactions (Ji3 FEA/ HAZFFIRZ A MERLIN RN o
CREBR R NAL) B, WA 2.
CEr A DA BUREA TR SOVAL) 8, I 2.

1, 3 Allele 1/Allele 2 Heterozygous (Z5A7JE A 1/45 47 LA 2 4%

2B. Set Up: Samples & Replicates

Samples & Replicates Help

9

B Instructions: Enterthe number of samples to testin the reaction plate, enter sample names, then enter the number of negative and positive controls.

Set Up Samples et : View Plate Layout

* How many samples do you want to testin the reaction plate?

* How many

doyou need?

For each sample in the reaction plate, enter a sample name and select a sample color.

* Enter Sample Mame Color
‘Samp\m | v |®
‘Samp\e? | b R
[sample 3 | W

v

Which sample/SNP assay reactions do you want to set up?

1 ¥ All Sample/SNP Assay Reactions ][ Specific Sample/SNP Assay Reactions ]

Set Up Controls

* How many neqative controls do you need for each SNP assay?

(Optional) How many positive controls do you need for each SNP assay?

Select Positive Control 1 Genotype: |Allele 1/Allele 2 Heterozygous

Select Positive Contral 2 Genotype: |Allele 2 Homozygous v

< =N

Arrange Plate By. Place Controls in: Upper Left  w

| Elshowmv\lel\sv | V\ewLegend ‘ |

:

[ 2 T 3 [T 4 [ s [ & [ 7 ] 8

A Sample 1 | Sample10 | Sample11 | Sample12 | Sample13 | Sample 14

e | e @171 |[@c_r17r. @ c_117 [ c_st71. [ c_1171. | [ c_117

g | Sample15 | Sample1s | Sample17 | Sample1S | Sample18 | Sample2 | Sample20 | Sample3

M7 [[@e_vm @171 | [@e_17r. ([ e @171 | [e_1171. [ c_11m

Sample4 | SampleS | Sample@ | Sample7 | Sample® | Sampled

[
@171 |[@c_r17r. @ c_117 [ c_st71. [ c_1171. | [ c_117 B |Ee_m
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¥ 25 RITRE [ H |

REHAHMEZH

WitiER AR A SR SER

o M1 2 48 ZIMMIFEAREL. AREAFEATE wME— 1 A FRAEE

 Applied Biosystems #1304 RN BUAZ IR 22 25 A I FH 22 20— AN B0 R

o CREREANSEEG ) RONLS R 2 48 ANEREE D T RN S HOK T 48,
Yk /D BRAZ PR 22 A HEAS I . FEAS . o 5 00 B A 0 PRI B k0 el s
TEMAN B 22 AR 73 s AT SN

o #HEIEALE StepOnePlus 4 344X 247525, FFihRilZm%H Run Method (GZ4T 77
) (B 26 71 DMIRKE— s LAS VeriFlex FEAS IS E R — D ANH]
W, M

a. ffif] Advanced Setup (R ¥'E) WML, MiAZAEH] Design Wizard
CBvk )

b. 7t Plate Setup (NAREE) Bihi b, 1P View Plate Layout (2575 VAR
HiJsy) IR, 4RJ51EFE Enable VeriFlex " Block ()i VeriFlex Ht) S iEHE,

e WERIEARLE Plate Setup  (NAR'E ) Bi%F FiE+ Enable VeriFlex ™
Block C(JiH] VeriFlex™ FEAINIFAE) HIEHE, AR ABESE Run Method (Iz
T bt (WA 26 1) EX—A8JLAS VeriFlex FEA I N

NG

BXRiEIE AKX Samples & Replicates (FEARIERHD Hif ety , iRl @) % F1 8
PLVj i) StepOne Software Help (StepOne #AF358)) .
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REIZTH%

}'L

£ T RIS R

&% Run Method
(EB1THX RBRE

Padad

£id

26

Wit

BIBITHE

£ Run Method  GaAT77ik) Bt b, 2R BRINISAT 7 10 S B AR R A B AR A ik
PEUCE . A2, BT EERINIZ AT AU Run Method (G475 AR L
T AT B e

AN SIS AS R SC 7R 1) TagMan® Drug Metabolism Genotyping Assay 751847
25-uL SRR [H )y StepOne G THATHFIR, [HILIEAT 7% 8 PCR §HiH

— MBI B
PCR ¥/ #&a/I%¢ PCR #"#5%
FIESEE PR IESER
N REE IR RN ER &3k (50 M@ RIEH
T B A /E

BE 60 °C 95 °C 92 °C 60 °C 60 °C

ig)):]] (mm:ss) 00:30 10:00 00:15 01:00 00:30

MR & g & & 2 2
8. AL EET, K Anneal/Extend GEK/ZEAN) U0 R4, LTS I
{XAE PCR B4 AR R ARSI £ o RS AT LR 0 BN b — o TSI A ds ,  HE 24

BERR RIS PCR NI 28K 2+ 0 1 o

1. A Reaction Volume Per Well (54 [ N ALHT [ ARER) 7B, SRIGHIA 25,

2. i Cycling Stage  (JHFABYE) ¥ Number of Cycles (fINKED FBL, KRG
N 500

3. ¥ Cycling Stage (B M0 REBEERE (95°C), RN

92 °C,
4. FE Cycling Stage (AR ED 15 =20 IR & (01:00), 2RJEHIA
01:30.

5. HiiNext> (F—4),
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L mma— =
REETI%
2C. Set Up: Run Method Run Method Help @)
a Instructions: Review the reaction volume and the default thermal profile for the stages you selected for the instrument run. If needed, change your selection, edit the run method, or select a run method from the library,
'd
Graphical View T Tabular View ]
1 Reaction Volume PerWell WL
Add Stage ¥ | Add Step ¥ | | Undo "Set Hold Time" || Collect Data ¥ ‘ \| Open Run Method | Save Run Method Revert o Defaults
Include: Pre-PCR Read Amplification
Pre-PCR Read (Holding Stage) Holding Stage Cycling Stage Post-PCR Read (Holding Stage)!
2 MNumber of Cycles:
[[] Enable AutoDelta
Starting Cycle: l:'
3 100 | asnr Q
92.0°C
10:00 100 0015
7 0% i
60.0°C 60.0°C
4 = = 01330 100%  o:an
20%
25 —|
o —|
Step 1 Step 1 Step 1 Step 2 Step 1
< >
Legend
Data Collection On Data Collection Off A AutoDelta On A AutoDelta Off

WitiEm AR A SR SER

o HIA 10 % 30 pL RN N AL NARF . Applied Biosystems 5 A 55 A 43 714
SEHGAS ] 25 uL (1 R VAR

o BEBINSITE. ALK FEARPBCE, IR LI A TTE,

« i Open Run Method (fTHFZAT515) VB HBAT LR . FETTReSH
M TSR s AT 7%

o HEIEIEAT IR EAEY G Y RHERR I DA 3 2R ST I SE I ES e oA

o #HKIEAE StepOnePlus 4 344X FizAT5%, IF HA K — A8 LAS VeriFlex £
ARG E R — DA RN, W2

a. i/ Advanced Setup (R E) W EIISLE, MALEMH] Design Wizard
GRS

b. 7t Plate Setup C(JRMNARBEE) Fise (5525 10) L, i%E## View Plate Layout
(BFERNATR) IR, SK)51%F¢ Enable VeriFlex ™ Block ()3 H]
VeriFlex Ht) HiEHE,

YIB! WKL Plate Setup (NAR K ED B4 1% FF Enable VeriFlex' ™
Block (JiH] VeriFlex™ Bt) HikHE, BB AHELE Run Method (1247 /575)
Bt LR — A LA VeriFlex FEAINAER S AR (PR

c. {f RunMethod GZAT777%) Bi%er, 4% Graphical View (EJEFLED
IR .

£id
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BERRE

d. W T REARE AR VeriFlex™ FEASIIEAR, S FLESE, RISHAPTT
WA -

FE: DA LA VeriFlex FEAINFER & & A — NAFNFEE, W]
PEITH VeriFlex A A INABER B BN R —ANRIE . W PASHHAR Y VeriFlex
FEA A VLB AR B, ) = 2 TR R B 25 R AN T 0.1 &
5.0 °C MYl . Femdi oA 99.9 °C.

BXIEFE AKX IHBHES:
e RunMethod (IZ47515) FEE5ER Run Method GEAT 775 Bidke, E ik
@ % F1 8 LIY5 [ StepOne Software Help  (StepOne #AF#{ )
o VeriFlex FEAIIFIRBE B IE, WL @) 2% F1 8151 StepOne
Software Help (StepOne #AF-#H58h)
o ffi[] Advanced Setup (FHZiIXE) , ESHEH 102 1T “Advanced Setup (7
FWE) TAERE” .

BERNIZE
7t Set Up Reaction Setup (& E RN ED B4 b, FiANEES 1 RO ARFUFIZ S
SNVAL, SRJEAFR PCR BEE . ATV ke Jo AR A LA SR A R 18
B, B AT

KFROGISRIZIT  wBSR T 2L T 24 IRV S NI BAK 10% ARSI R L5 IS
WEFRI . B 25-uL ROV EHE DL T 4153

A4y UL/ REzFL
2X TagMan® Universal PCR Master Mix, No AmpErase® UNG 12.50
20X TagMan® Drug Metabolism Genotyping Assay 1.25
E[F4H DNA ##48 (3 20 ng) + J DNA figzk 11.25
SHE 25.00

SER Reaction 1. iili Reaction Volume Per Well (AN W ALK S NARFR ) FBE, SRIGHIA
Setup (7% 25 L.

B RE
2. i Excess Reaction Volume (Zi4h s NVAKFD) FEBt, SREHIN 10%.
3. WHIABRRIREE A 2.0X.

4, FRKI TR EE R 20.0X 6

Parda iy
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2D. Set Up: Reaction Setup Reaction Setup Help Q_)‘,

a Instructions: [0 23t SNP assayin the reaction plate, review the calculated volumes for preparing the PCR reactions. If needed, editthe reaction volume, excess reaction volume,
" component concentrations, and/or stock concentrations. Click "Print Reaction Setup” to print instructions on how to prepare the PCR reactions.
[ print Reaction Setup

1 — 1 Reaction Volume Per Well ML
2 —— Excess Reaction Volume: %

i Reaction Mix Calculations T Sarnple Dilution Calculations l
elect SNP Assay Reactions for SNP Assay 1

C__11711420_30

3 Mastzr Mix Concentration X
4 Assay Mix Concentration: X
Component Volume (UL} for 1 Reaction Wolume (uL) for 8 Reactions (Plus Excess)
Master Mix (2X) 10.00 86.00
1.00 8.80
2.00 17.60
Water 7.00 61.60
Total Volume 20.00 176.00

. £#¥ Sample Dilution Calculations (FEARBETHE) EIIR.

o

. H.if; Diluted Sample Concentration (10X for Reaction Mix) (Fik J5 FEANHK L
W T R STV A 10X) ), ARJEHIA 30 ng/uL.
AP REAS (B0 100ng/uL .
o FTENSRRAT JR AR 5 LA 2%
a. it Print Reaction Setup CfTEI S NV E) .

b. fEXUGHES, EFE:
o Detailed Reaction Setup Instructions (P41 2 W 1% & i 1)
o Include Plate Layout ({455 5 N AR Ai &)
o Use sample color Cfif FHFEAEI(T)

c. Hili Print CFTED) , DIOKf s Nk & Ui B &% BT ERA L
9. HiliNext> (F—4),

(2]

N

[or]

£id
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BERMRE

2D. Set Up: Reaction Setup Reaction Setup Help @

B nstructions:

For each SNP assay in the reaction plate, review the calculated volumes for preparing the PCR reactions. If needed, editthe reaction volume, excess reaction volume,
component concentrations, andior stock concentrations. Click "Print Reaction Setup” to printinstructions an how to prepare the PCR reactions

8a | Print Reaction Setup
Reaction Volume Per Well uL
5 Fxcess Reartinn Valumea 10| %
—— |
Reaction Mix Calculations || Sample Dilution Calculations |
6 —{Duuted Sampls Concentration (10 for Reaction Mix: | 30.0 T
Sample Mame Stock Concentration (ngfuL) Sample Volume (uL) Diluent Valume (uL) Total Volume of Diluted Sampl
7 Sampiet | 100.0 \‘ 0.66 1.54 220 e
Sample 10 [ 100.0 | 066 154 220
Sample 11 1000 Reactio etup 0 220
Sample 12 10 220
———— u Selectthe type of reaction setup instructions to print.
Sample 13 10i 2.20 o
Sample 14 ’710 () summary Reaction Setup Instructions 290
= (¥ Detailed Reaction Setup Instructions
Sample 15 —(8b) 1 micliie B Ao 220
Sample 16 10| Select Plate Layout Color 2.20
Sample 17 \ tog~ @ Use sample calor 220
I —— ) Use task color v
| Preview | Prirt | Cancel

RIHEE M A O

o BN 10 % 30 pL (BN SN AL N ARFR . Applied Biosystems £ i3k 5k P 73 284
S A 25 ul 1) s N ARFA

o HINZE 10% RGN NARTL,  CLARVERE AR 1 e L e SEB0 R IR 1 FH i

o FHEAEHIT 20 DNA iR, U EH v A Ay R R

BXi¥lE K Reaction Setup (RN IKE) FEFRMIEN, 1WHH T @ 5(3% FI LIV

StepOne Software Help (StepOne A3 1)

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/
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TSR #Y

VAN S

7F Materials List (MBI bkt b, EHEVHTHES PCR VR M £
Fo (AR FTENMEIFIEL, QUEEYISIE, SX)5 M Applied Biosystems Store
(Applied Biosystems /it /5D 1T BT &I A KL

iEE: ZVjn) Applied Biosystems Store (Applied Biosystems /=i 75 ) , 7%
A RS PR o 7 i AR S AR 0 RN A T B DAL T A b X [ 5 (AN R T A P 22 ¢
ERLCE S, Afeiliil Applied Biosystems Store (Applied Biosystems /= i 3 /&)

FEEATI . i 5743 Applied Biosystems /8 &6 & LA -k 5 B

JEE:  StepOne M-SR ISV BOT WM R Boeks B S ER
SEUS . ATTIERI TR ARL, ARG THES (38 3 35, MU BB AR EAT
(55 4 35 V.

SERX Ordering 1. 7T Enter Gene Name or RS Number (Hi AJEHR A EE 519 5) T-B, FA
Materials (Tt rs8039, SAJ5Hiid Find Assay (A7 0h) . LA Applied Biosystems P 3i3k
D RE WA HT 7= b«

a. {f Find Assay Results (&I #r™ 45 4 RMGHES, &4
C__11711420_30 1.

b. i Apply Assay Selection (N 23177 Wik $) .

., Find Assay Results

1 Results Found for Assay rs8039 Select one of the assays below to associate with rs8039

Availab Assay ID Gene Symbol Gene Name SNP Type Public Location
1 a bremade . © 11711420 30 CYP51A1 cyléchrume P450, family 51, suhfanTHyA‘ polypeptide 1 UTR 3 7 01580284
AKAPY Akinase (PRKA) anchor protein (yotiao) 9

[ || [ || mext> || Last | | Apply Assay Selection | | cancel
it (S LECES e

1b

2. M Display (W) FMhgsrp, P Allltems (AL (BRIAD, ARG
BRVIIME . AR, A MRS E R A,
EE: ARER eI, E R S R . B IE R R Applied
Biosystems Store (Applied Biosystems =/ &%) ) A5 B Uil 5]

Applied Biosystems Store (Applied Biosystems j= 575D , 1875 B4 RIRE M
jij% o

£id
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3. (A/#) Hiili Print Materials List  (FTEARIZR ) LUEBPRLF1 3R & 3% B 4T
EIAL.

4. (A Bl YyIR:
a. ML T I H 551 1R S I AE .
e MicroAmp'" Fast Optical 48-Well Reaction Plates
e MicroAmp" 48-Well Optical Adhesive Film
e MicroAmp" 96-Well Support Base
o TagMan® Universal PCR Master Mix, No AmpErase® UNG
e C__11711420_30

JEE: N StepOne § BEACEIEE T /- 5256 . 47 #E7E Experiment Properties (5K
W EYE) BERFh LR T StepOnePlus 384 (58 18 1), NIt 96 FLFEH
(5, MicroAmp™ Fast Optical 96-Well Reaction Plate) , [MiAN/2 48 FLFEHS o

b. #.ii Add Selected Items to Shopping List ¥ FTiEIA INEIEY5 ) .

5. (&) 7 Applied Biosystems Store (Applied Biosystems =/ & JF) _FEJH—4
Wy -

iEE: Vi) Applied Biosystems Store (Applied Biosystems ;=i &) , 14
AT PRURE I o 7 B A 0 R 6 RT3 DR T 1 DX sl K R AN [ T
HTER. fFEHRLEESK, ANEelL Applied Biosystems Store  ( Applied Biosystems
PR RTINS 4T Applied Biosystems 1CFE R DL R H I

a. K& FEAfIA Experiment Shopping List (SZIRIAHMIFIZR) W A$EFr ok B
L, 4SR5 5 Order Materials in List G FIE AR o

b. 7f Order Materials - Log In CITIAFEL — 5 WFHES, iy ANE7E Applied
Biosystems Store (Applied Biosystems 7= i %2) [ 7 A6, AR5 H
i Login and Submit CZIFHER0) .

2

FE: WHREBA Applied Biosystems Store  ( Applied Biosystems 1= i
E) Mk, ik Register Now (SZRIVEMD) PAEIEE—AMK o

c. ELIEHE Applied Biosystems Store - (Applied Biosystems i 5/ 11,
TH ISR e U FT

6. BRI 34 U “5EIK Design Wizard (B¢t 1a)5) 7.

Parda iy
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3A. Order: Materials List (Optional) Materials List Help @
u Instructions: Review the list of materials recommended to prepare the PCR reaction plate. To create a shopping basket on the Applied Biosystems Store, add items to the shopping
list, enter a name for the shopping basket, click "Order Materials in List" then log in
Find Assay
1 Enter Gene Mame or RS Number | rs80389 ‘ | Find Assay | Enter a gene name or RS number to search the Applied Biosystems Store for a SMP assay.
Experiment Materials List
‘ — 2
4b - Add Selected tems to Shapping List | Display |A|I ftems v| | Print Materials List 1 3
[ check Al Itermn Part Nurber Description
The MicroAmp™ Fast Optical 48-Well Reaction Plate, ~
- " g " constructed fram a single rigid piece of polypropylene ina 48-
4a “ MicroAmpT Fast Optical 48-Well Reaction Plate 4375818 well farmat. Increased thermal contact for faster, more uniform
heating. v
Experiment Shopping List (4 items)
‘ 5a
| Remove Selected kems from Shopping List I Shopping Basket Name | Genatyping Example StepOne | ‘ Oreler Materials in List J
[ check All ltem Part Number Guantity
| MicroAmp™ Fast Optical 48-Well Reaction ... 4375816 l [
[ MicroAmp™ Optical 48-Well Adhesive Film ( 4375323 ‘1 |
b

WitdeEE U RS
o ERFERISLI I FEMITEMEL, IR e IS .
138! StepOne F1 StepOnePlus RGANIZ T Fast #e4F (VMR S WA 4%

F N o MPATIER 43 BISLIG S, I24T1E Fast #6484 LA H TagMan®
Universal PCR Master Mix K FHF5#E PCR 3 #4241 4% 1) s Y o

o ZVjjin] Applied Biosystems Store (Applied Biosystems /=i %) , 1T LA
N ERAE:
— PR B T SERLAT DRIRR M3 R
— Applied Biosystems #3513 Y45 FI1 Adobe® Acrobat® Reader it A,
DL H] Applied Biosystems [ :

Microsoft® . Adobe®
n Netscape® Macintosh®
SEEERS Naviga?or Internet S:afari Acrobat®
Explorer Reader
Windows® vB.X B}, vB.X B &M v4.0 8%
2000/NT/XP/Vista FEEERA AR EELRA
Macintosh® OS 9+ R R v2.0.4 v4.0 5

HEBRA EShRA EShRA

EE: MR CAEN YRS A H cookies F Java Script 230, AT W3l IEAfIE AT,
BXIEIE A< Materials List (FEIIIRD BRai ey, 580 @) 2id% F1 8 LAV; i
StepOne Software Help (StepOne #A4-#EB) .
£ie
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FEAE Design Wizard  (i%11/5-8)

52X Design Wizard (igitmES)

7t Review Plate Layout for Experiment (#5750 e NARAT J5) XEHES, HEde—
ANIETNLASE K Design Wizard (1R S5) WE . &F NV RFE R 31217,

SERX 1. 1E StepOne B AFBESJEHS, il Finish Designing Experiment (5¢ % 11
Design Wizard SZI) o
GgitES) ‘ ‘
2. BE RN WRRNRAGRA LR, %5 Return to the Wizard (R [A][7]
), WEmAEERMALRIE.
3. Hifi Save Experiment (fRA75EZ5) .
4. 1 Save Experiment (fRAFSEH) XEHEH, Hiidi Save (fRAF) LLEEZBRI LA

AR o BRI ORAF IR, JF HAGIR P E] Home (50 Jides

EE HUEWY, wEISER IR R <4Kz)7>:\Applied Biosystems\< £/
#£>\experiments A3

& Review Plate Layout for Experiment "Genotyping Example™

a Review the plate layout, then select what you want to do next.

|
377
|

Save Experiment

Create Ancther Experiment

Start Run for This E iment
FEI08 SVl S B bl Using the Design Wizard

‘ Edit Plate Layout ‘

‘ Return to the Wizard ‘

Save and close this

Save and close this
experiment, then create
another experiment using the
Design Wizard.

Continue designing this
experiment using the Design
Wizard.

Use Advanced Setup to edit
the plate layout.

Save this experiment, then

startthe run. Make sure the

reaction plate is loaded into
the instrument.

experiment.

iew Legend

[ c_11711az20...

Sample 15
[ c_11711a20...

Sample 4
[ c_11711a20...

%2 Save Experiment Genotyping Example

Sample 14
azo... | [0 c_11711420...

Save in: ‘B experiments

") examples:

Sample 3
azo... | [0 c_11711420...

My Recert
Documerts

o
@

i

=

g

=

1420

o | c_11711a20...

o

My Documents

My Computer

Bﬁ

! File nams: | Genotyping Example.eds |
My Network

Places

Files of type: |Exper|ment Document Single files (*.eds)

£id
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SEAE Design Wizard  (i%31/5-82)

WitiEm  AEdotk A ORI SER
e {f Review Plate for Experiment (#575 SEE0 1 MWD B 1, EHEAH M IR

IR T -
BH MBEEE ..
Save Experiment ({#773538) REH XA IZTE, MARTENHA—TERRTTE
BT
Start Run for This Experiment RIEFZIWHFIEIEIT. BRRERDENT 8
(FHRIEfTIZRED
Edit Plate Layout e {Ff Advanced Setup (SR E) BAERNIR
GRERMNF R whE.

e ({R/R StepOnePlus # 12X ) 1§F Advanced
Setup (BRIZE) A—JLA VeriFlex #ZA MmN
HPRE—NTRIRE-

Create Another Experiment Using RIFF A EHFIEL, ABER Design Wizard (%1t
the Design Wizard ({#Hi&itmS 5% flEB—1%RHE.
Pl 5 —3k)

Return to the Wizard GE[E [58) JR[E RIS LUE R Design Wizard  (i%it1E5) #HTEK.

o BRIMNEULR, SO IRAT 2] <57 7%>:\Applied Biosystems\< Z{( 7/ £/>\
experiments 3. R
— R e SIS I ARAFA E, f#H Save Experiment  (PRAFSEHG) XU HE SR 2
P i .
— BRIARAANTE, 1EFE Tools (TH.) » Preferences (EiETI) , RJGEFE
General (—#%) &Ik (BRIA) . 7f Default Data Folder C(ERI\EHE A
Je) B, WY R AL .

BXFE  AHRMN Advanced Setup  (RyZiiE) HITENS, 1S4 102 1T “ Advanced
Setup CRyRi'E) TAEHE” o

£id
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FEAE Design Wizard  (i%11/5-8)

Paxs A
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L N 5 38
L = N 1 = 39
WOAES TR . .o 40
WOE IR L 42

EE: A RAIEE T IR AT AR, TETE F1 R TR @,
WK IEFE Help (358D » StepOne Software Help (StepOne #4358 , LIV
1] Applied Biosystems StepOne™ Real-Time PCR Software v2.0 [f] Help (FEBI) {5 5.

£id
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AEHE
AT W U Ay BE TR 4 B R 5] SR AE A PCR SN, TSR AT S Gy Ay S5 F ik P )
TSI HES PCR V4R R -

TAERRE  NEEANBARNT IR RO B S i 4 PCR S IR TAERRE .

TG
v
Bt (F2 &)
v
EERFE (E3F)
1. EEEAER.
2. EERNTRR.
3. MEE R

EFRE (4B
v
AHSEI (5 B

v
LRI

BXiFE AU TagMan® SNP Genotyping Assays HI £, 1554
o Custom TagMan® SNP Genotyping Assays Protocol
o Custom TagMan® Genomic Assays Protocol
o TagMan® SNP Genotyping Assays Protocol

o TagMan® Drug Metabolism Genotyping Assays Protocol

e Performing a Custom TagMan® SNP Genotyping Assay for 96-Well Plates Quick
Reference Card

o Performing a TagMan® Drug Metabolism Genotyping Assay for 96-Well Plates
Quick Reference Card

o Pre-Developed TagMan® Assay Reagents Allelic Discrimination Protocol

e Allelic Discrimination Pre-Developed TagMan® Assay Reagents Quick Reference
Card

EE: APPSO DNA FEAIAEH . R g2

DNA, AT AL FEAS Bt FUBCE A S AR UEAEHI I PR, 15 2 1 B 11
PCR 1 HR A A4 2 iR S8y 256

Parda iy
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e
HEEERHRE

K StepOne BAT VSR BURAEAME BT TAKRE GHESEER 28 1T “&
BIRNBET )

KFRBIKIE  FRIH T AFER D BRI S2 80 oA AR . 299K BN 30.0 ng/uL.

B (L)
- RATERRE
REE | REE (ng/ul) HARE | EDNABK = REERARE
(uL) (uL) (uL)
1 g | 100.0 . 066 154 2.20
2 Rk 100.0 0.66 1.54 2.20
21 | 4tz 21 100.0 0.66 1.54 2.20

FREfr#l o HTHBFEANIE DNA Bk
o DB
o BB BACHE K
o FEAMK
o BLMIL

EEHAKR 1 HBOFEAS LN B0 Sample 1 (FEAX 1) . Sample 2
(FEA 2) ... % Sample 20 (F£420) .

2. [V REAN A SN PR N 1.54 uL Jc DNA K.
3. BN R RN 0.66 uL FIE R Ao
4, PRGRRRRIEAR 3 2 ST, ARG RO RNV .
HFIER OO A OISR UE R A
o ffi/T1JC DNA /KRB REA

o NTREIISERY, AR SN AL AT 1) DNA.
o« U)J1N#% DNA FEA

BXIFEE RS TagMan® SNP Genotyping Assays HITEN , 155 i H T4 IELE PCR Jx
N T AR SE R AR GESBYE 38 1L “H SN ") .

£id
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BB RITTER

MR TR R

K H1 StepOne B A5 1) 771 Ay S ARV £ S N TV o+ StepOne AR S /E Methods
and Materials (7 VERURPRL) Bk b A0 e B e B FH 1) S B PRV 2H 4 (i
S 28 U “EERNE” ) o XTI TSI, SN TV & A SRR
2% PR BN FH 0 R 2 AT ALy

FhE# e TagMan® Universal PCR Master Mix, No AmpErase® UNG (2X)
» TagMan® Drug Metabolism Genotyping Assay (20X)

e JC DNA [if/K

o PR ELE

o BWHE
o BRIk
o B0

HEE R TR & A Ry W fER. TagMan® 2X Universal PCR Master Mix, No AmpErase
UNG X HRIE AR IRAT RN o T ORA R AFMH BRI 25 S EANE 5 o AL P 32
MSDS JFBESTEAE R . S @R R IR i T &

1. T EAL IR 2 A MR, H P it 70 R AR Rl 2 20 V8 0 8038 4 /N 1) S R A -

Rz ik
a L NI
FX iE FR N
TagMan® Universal PCR Master Mix (2X) | 12.50 | 12.50 | 330 330
SNP Assay Mix (20X) 1.25 1.25 33 33
H,O (7>, Jc DNAEf 11.25 0 297 0
RETBERRE 25.00 13.75 660 363

2. BN IFHET S Y R AR5 g 1A% SN
3. FHEBO RNV

Paxs A
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EERITTTER

AR CUEON B ORISR R NI, 1SR

o B HAZ IR 2 AR SR F A AE 95 SR

o FEREMTHE P QRRAUEMAR, DU A 101 T8) A A B R S I 2 A AR

o QWP PTALY .

o MR I R K9 W HE AR

o BRI TURECE T UM RO, HRIEHES A . S REAL TS
NP CREL -

2T, AT EL R A

o PRI T, WIS RHE.

o PR SN AR R AT PR, AR i T M 0 S A

o PFHEMVEURFEAE UK BRI RN, 34Tk DUEDBR &7 AEA, SR
Jr R 20 S N

BXRIFE  ARUES RN R TEN, 12 RIS T IEAE PCR S b B R (K 52465
ZE GEZMEE 38 50 “HRIEE”) .

£id
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EERITIR

MR N R

PRl

AR :

Paxs A

£1e

42

g

T
DNA

AP 40 DU A R A3 210 S N SRR EF 39 BRI #R AT o 49 21 AR R AR 2
SNt o FRAE StepOne Bt i A FEIR) S AR AT JRiRe e A In 21 B biAL - Gif 2 5
5§24 50 “BEMAMEEL)

—h

L

MicroAmp"™ Fast Optical 48-Well Reaction Plate
MicroAmp Optical 48-Well Adhesive Film
AR AR WA Sk

i¥&: StepOne Fll StepOnePlus R4 {Niz4T MicroAmp' Fast ¥E41 .

OB 25 UL SRR (3 % 20 ng MAEIERIZ] DNA) R 48 FLot2% [ AR 1)

R AL
o [ ke DAL 93 FREASIN £ BT AT e LA Ll 2505 A7 A [ 8 PR A IOt R o

TR P ROCE T B oy AR, DB 2R TRFEA . CT IR
AN B 4k B AR D

Rt 25 L S N TR B A BEAS WAL

IR RS SN SLIRIR A AR A S5 G

FHFURR 2 6 5 i B 2 s S B AR o
Py VAR 3 & 5 b4t
JELT B 000 S SR o

BB T S SRR S NIRRT o W SREAN 2, DU 0 DA B oy ) ik 0 S
IR I ] o

PRt TERANEOAE ROVAR AR A By OVBUR G iR st eig G
Pros s RpEA AT, I A IEH I 55 5

IE#

MMEFRE o KUBHHEEL, &
[EHB. o KBRS

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/



EI3E HERN n

EERITR

HEERMNHR: JEX 1. )1 8.75 uL JC DNA /KRR 2.5 uL REAS . F:A4N N DNA FEAFIL DNA
gDNA i /K R0 B A 11.25 ple

2. RSB 1) S A (R A S S ALH A IBORE T S S RIS R T 5 ) 3 >4 F) — S5 Ak
TEREA B 1 FR) -
a. WFTRA RN, AHR AL 11.25 uL FEAR
b. X FREAN IS RN, AR S SAFL A N 11.25 pL G DNA BigZK
c. XFTREANBAVERT R, [ AH Y S LA N 11.25 pL BV A

YIE ! BRI D PR X BRSBTS N (10 S DR 2R 5 4 s 2 LG R 1) 4 R 2R
_ﬁo

3. H 13.75 uL ST AAHRY S AL o
4. FHFUI o2 6 JE o ML o S A

5. Hk¥i SVt 3 2 5 Ml ARJERIE R L.
6. FLET B VAR .

g EEAEAE RN RS BT . N R S B A B e
Yra g RrEA IR, IF B IER AT SE .

E®

Y @@

B FRERI o RUUBBEEESD, o
fE&D. o KRELRBREE

AERIERE U A OIS SN
o HALRIEAE RIS U IR FER .
o TR NALE ) StepOne B ) SN ARAT SR — 55
o FHELSAT AT 40 AN, SR RN 4ty i AN BEAE ] R VAR .
o XTERANINHER 3 A 20 ng AL IFE 4] DNA
o BRI HE DR o UK IR BT N AL A6 00 A AR [ B (R R A B0 A
o —ANVAR EREEAT ZAN N, AR SE AT S AT

£id
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n E3E HEERE

EERITIR

o AP TUR 3B I AN B R R SRR, U A 7 s A S AR

]l
#1E

StepOne™ &% StepOnePlus™ &%t

1. BREIRET 96 FLIREERIF R . BREEIRS 96 FLIEEER T ERSR E ST -

RIEH B MR -

MEREHBHIAMSELESE QUTHR “287).

F1F StepOne FLZR/AE, 15 L BHmisi£E. GE@IYE N

[T . !

o #/F StepOnePlus FHR /R, MRH—istEE. EEmEE £
EELR L.

4. BIEEEED, NPRESREANFECHRIPEE. Y10
R RE.

YHE! ERSMAEINSELESRTASSRIE, BFRS

SNNER, YZERE S E T A SRR, EEMRTIEEK.

e w ™

5. FHERMARIRFE, HERFRMERMKRLEE CHMEA
BRI o WhiRERE T 2 S R MARB T A R FL -

6. ERRMIBEE HRIEIR, AERR LK THEEESMBEIANENG
2, KUMRERS R R EARE Z EEMR T

7. HEABMERE SR EEEZER, ERKFEH
—imFE ERERRE. WE—mFEESIIRE.
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(A BHBHIRE
WEBHIEE 1. 1 StepOne BAFH, M FHiEHH Al @ Run (Iz17) .
Hiifi B3 Notification Settings CHEAIE) .

4 Enable Notifications (Jg Hil %) &+ Yes (G&) o

BB T B N A
a. JEH! Instrument Error (F BE{EER) .
b. #H! Run Completed (52/8iE1T) »

P 0Dn

5. 1E Enter e-mail addresses for notifications i A\l A0 HL 7 HEAEbl) FBe,
A: scientist@mycompany.com. supervisor@mycompany.com .
technician@mycompany.com.

6. 7E Outgoing Mail Server (SMTP) CAIXMIfIRSS %45 (SMTP)) “FBH, #iA
smtp.mycompany.com.

7. BEE DRI

a. 4 Server requires authentication (45 2% & 75K G4 50iE)
Yes (i) o

b. 7f User Name (JJ'42) B, %iA Example User CORBIHF) o
c. fF Password C#%%) FBH, HAZE,

Notification Settings

3 |
Enable Notifications: & Yes (O No
‘ Selectthe events to generate notifications Instrument Error
4 [ Run Startzd
L Run Gompleted
5 Enter e-mail addresses for notifications: |scientist@mycompany.com, supenisor@mycompany.com, technician@mycompany.com
Separate e-mail addresses with commas.
For example: jane_smith@mydomain.com awong@bigmailhostcom
6 Qutgoing Mail Server (SMTP): | smitp.mycompany.com
For example: smtp.mycompany.com
7a Server requires an encrypted connection? O 'Yes & No
|
Server requires authentication? & Yes ' No
7b (Server Authentication) User Mame: | Example User |
7C (Server Authentication) Password: | wnwvmn-vml |

Paxs A

£1e

50 Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/



ZEITIER U BE StepOne X StepOnePlus R UEAT H &)l 411 -
o WK ARG W E N T MY, 15SH (Applied Biosystems StepOne™
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o TENAMYEMGEIERIR—ME L.

HEBE HEIVHENLCE 86240 HBOE 2R T StepOne 1 StepOnePlus yryaie,
PAT TR,

1. & StepOne 4icf, GGt B Run GEAD) .

2. Hudi START RUN j¢ (JH3hizir) .

1 Wi g Instrument Status: & Connecled

TG Run Status:  Not Started Enable Notifications
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EFE: BN IEACRYH, TERYE (Applied Biosystems StepOne™™ Fil

StepOnePlus™ Real-Time PCR Systems Z¢%%. BRI FI4EY $555 ) UL
W, WCE AT ALY M

c. ‘il Send Experiment (CRIASENG) DU [ 45K SEUG Ak 1 B A9 13

Send Experiment to Instrument

a Selectan experimentto send, selectthe instrument to receive the experiment, then click

"Send Experiment” OJ
2a I 1. Select Experiment ‘ | | Browse
2b 2. Select Instrument: (% Local Instrument (Defaut ~|

2C | : Send Experiment ‘ Cancel

3. YR, i OK (i) LA AT TEAE.

4. BEF|G 53 9T “AEFIMLE I S AUEAT

£ USB IE 3 22 4% K16 R B 4 381X

1. K USB MKz S 2 vH LI —A> USB i1 L.

2. 1E StepOne #fFH1, ©L# g Save (fRf7) »SaveAs (F34Fh) .

3. 7f Save (fRAF) XEHET, SATE] USB YKzhds, K55l Save (fRAF) .
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Save & Exit ({RfFIFIRH) o
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4
Experiment I Folder I Last Used i @'

R - ample Experiment

Page
111

6a —

r (elwlslel 8] -

Start Run MNew View/Edit Copy Delete

any of the buttons to perform an action.

Touch an experiment to select it, then touch
Touch a column title to sort the table.

8. 7t Run Parameters (izf17Z%0) hise I

a. fili#i Reaction Volume (s NAKRR) B, i F /N S A\ 7 1 S5 1) [
AR, KAl Done (5EhY) .

b. fiiffi Start Run Now O7RIEzhE1T) .

r\" ﬁ) Experiment Parameters

8a Reaction Volume: |25 ul
Cover Temperature: |105.0 o

Experiment Name: IExampIe_Experiment

8b Start Run
Now
Touch each field then use the keyboard
to edit the contents. When you are finished, ?
touch Start Run.
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E | BR/ZREMLE JEENEK BGEIZEY Enable Notifications (/EF@E) SIiX4E.
E

FZRE 49T “(AiE) BRBMRKE”

£id

Applied Biosystems StepOne™ #11 StepOnePlus™ Real-Time PCR Systems & E 4B S8 N[ 145 55



N w4s mem
=

BRLEELT

&
N

' Setup |
A Rin

Amplification Plot

Temperature Plot

Run Method

Notification Settings

B-—
CcC—
D—

g srorRw [x}

Run Status:

Estimated Time Remaining:56 min 22 sec

11

Instrument Status: & Connected

ClEnable Notifications E

Temperature Plot

Temperature Plot Current Temperatures

W cover
.Samp\e
Black

o B

Temperature

0 Temperature Plot
o
000 1 Hour v

Fixed view []

001 000820 OM2W 00840 0020E) 002500 00210

Time

AN AN 004L40 0SS 008000 0OS4M0  OOSE

View

% F Amplification Plot (¥ 1% RE

Amplification Plot (4§ H4ihZe) B AR VFEAERE 9 84 00a AT I AR AL 5O Fidts
INEBFEAY . HBCE 7ML DCRAESLIN #dE,  Amplification Plot  (§71
k) Bise L4 WoRIE View Plate Layout (&7 SO ARAR R 650+ Tk S v
LR . 95 M 2ok B — b B9k (ARn) RPN AL 1 B s 7n ) S5
W) B Amplification Plot (8 il 2k) Bz,

PL{E Amplification Plot (§34hgk) bt LA FHIN, 7E View Plate Layout (7t
FINMAG D B F PR AR A R 1 SOV AL

>

p L e =

Amplification Plot

SelectWells With | Select tem - v| |

| [37] showinwells ¥

View Legend

B E

v,
B

1 2 3 4 il B 7 8

Sample 1 Sample 10| Sample 11/ Sample 12| Sample 13 Sample 14

e [de_m e 4 Mc_ 1 @c_1[@c_ 12 @ec_11 @ c_11

Sample 15 Sample 16 Sample 17 Sample 18 Sample 19 Sample 2 Sample 20| Sample 3

e o mec_1 e e 11\ Mc_1a [@c_+4 [@c_ 1@ c_11

ARN
m

Sample 4 Sample5 | Sample @ | Sample 7 | Sample® | Sample 9

e @c_1 e 1\ e\ [Mc_11 [Mc_1s Ec_BEc_n

o]

Legend
{. C__11711420_30 ‘

Amplification Plot (F" ML) JfAif YU AL &34 08+ 047 . 291
AREEIT L ML
o BRI S ML P S e 1
TR h AN AE TR 9 e (AEAR R 00 A FH AR R A S i AL 5
RABATHIED -

Paxs A

£1e

56 Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/



gam mrzn O

B BB Y B A S, WS StepOne Software Help  (StepOne
ARSI P W R R T HERR R (R @ 5% F1ED .

%TF Temperature Plot GEE M%) RE

1Z4THM], Temperature Plot (IR JE HHZR) B LS B/ FEAS A . ARG FIAE
A GHEAFHRD AL BB oR7s 6] SE56 391 27~ 1¥) Temperature Plot (i
FEhg) B

.. B4k
A | TR/ RRE R 4% %% Cover () = Sample
Block (#ZKfn#th) LAZEMLZ& P
B REIE.
B | Eluikihsk B BB IE M View (EF) ThEEh, #£F
EaEMET B EE.
C | ¥y BiuETHEEREEMNFETDO %£$2 Fixed View (EIEMED .

MRBEZMERERE LS, NAEETHITIEK

BHRE. i, MBIEM View (BEFE) THxS

IERE 10 Heh, H%EEREEE 10 H4hEtiE. a0

RiE{T#8 10 H4:

o NI7EZITITFE P ELHIERE Fixed View (EIEM
ED REHHLE.

o M7EZITHIZAHIERET Fixed View (EEMRED

BB 2% -
Temperature Plot Current Temperatures
J=Y IL g .Cover A
W sample
Temperature Plot -+ Block
110
100
i i ) ooy ! i i ; i T [ R I T H
a0 t\
w 70
=]
3 ol . L L iy ]
13 i H d H i ' H LI H i (I H i ! i
2
& 50
2
40
30 1}
20 y
o Temperature Plot
01:15:00 01:1910 01:23.20 01:27:30 01:31:40 01:35:50 01:40:00 01:44:10 01:48.20 01:52:30 01:56:40 02.00:50 020500 02:00:10 View B
Time
Fixed View [] C

Temperature Plot Gl 12D BEaEnh R Ak s 13 H . 4R Temperature
Plot GIREEHIZE) BiFEm, W% Sample (FEA) Al Block (FEAIN#ALL) k&
17 H LS 1 0 o

£id

Applied Biosystems StepOne™ #11 StepOnePlus™ Real-Time PCR Systems & E 4B S8 N[ 145 57



AR

HET T

o %, Sample (FEA) Al Block CFEAINFALR) MLk N KAFHERX N . A
24711 {25 22 1] BE SR 7S A7 )il
o Cover (i) MM IRFFT e e s L. s — B0l B T RE R R e AR 1)
8
B R I E i, WHYE StepOne Software Help  (StepOne #4475 By
U BT R R AT HERR W (PRl @ B3 F1 D .

i¥E: Current Temperatures CYFTHRED) 4P WIoR ) Sample (FEAD R EH
i vHE

%F Run Method GEITHE) RE

Run Method (IZAT51%) B Bon N EAERHMTINIZ AT BTk ris AT )ik . B8N IE
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B | ifRaEmh &M ERINEIEITHY 1%£4% Add Melt Curve Stage to End CISfZ5E fh 2k
KE EBRmaRE) .
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KE) o
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EE
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IMFEMEM  #PKIETY StepOne 5% StepOnePlus F BAUEH B M 4%, #81]ffiH StepOne HAF (1)
Remote Monitor CZTFEWE) ML _E AT — & TSNS & F s 1T 3R

gt BEM T LA EFE ] StepOne BX StepOnePlus §#44%, HAEMALE .

AR AN A4 1L
1. 7 StepOne #AfFH, MKIKIEFE Instrument (F7351Z)  » Remote Monitor CZEfE
WAL
2. fEFMERET, ERERY R
A AR R RS TR
a. i Add Instrument (7SI 300 .
b. {f Remote Monitor CIZEREMEHL) 44 84 (UHC E SCA TN — A 447K

EE: WAEATREH B UNY U A AR BRI, SR
o ALY BN, Sk A B AC B SCPF A4 45 4E Remote Monitor  GZEFEHEAL)
A B R Fr Bh Eo

c. f1F Instrument Name (§ B{XZFK) . Host Name (FHL4%) Bt IP Address
(IP Huht) Bt

o WEREHETHLL, WA T .
o WEREAFHETHA, WY B FREK TP Hhtk .

EE: VIR ERA P s ey B bR RN . 4% B Settings
Menu (X ESZH)  » Admin Menu (G FESEHL)  » Set Instrument
Name (WEY BT B¢ Set IP Address (% & IP Huht) . S5 A
G P G BRI R, DERIENLA

d. il Save & Exit (fffE3FEH) »

Add Instrument

Enter a name for this instrument profile within the Remaote Monitor. Then, enter the instrument name, host name, or IP address to connect to the instrument.
Ifyour network administrator provided you with a host name, enter the host name. If you do not have a host name, enter the instrument name or IF address.

2 — *profile Name | |

= Required

2C —— *Instrument Name, Host Name, or IP Address | |

2d Save & Exit | | Save & Add Another | | Cancel

JEE: A KECE StepOne BY, StepOnePlus 47 18 A LA(F I I 4 FH 2% 44 ] Remote
Monitor GZFEA) DIRERITEN, 152 (Applied Biosystems StepOne™ Hl
StepOnePlus™ Real-Time PCR Systems Z¢3%. B AI4EP FRERT D »
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9 S ninstrument, then click "Manitor to monitor the instrument; g AR R aEGIREET RS -

% Local Instrument (%) [ Run Status W ]| Profile Name:  Local Simulator [] Enable Run Notifications
Estimated Time Remaining: 75 min 5 sec Status: Connected |7Nnt'( m—
i : X )| notification Settings
2 # (Defautt) Local Simulator a Experiment Name: DlockTypes ~ 48:MallBlock L st i
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Block 50.0°C
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iR SZF%E 57 71 “%F Temperature Plot GEEfZ%) RE".

C  # Run Method G=Z{T | #i Run Method GEITHE) -

f&ﬁ) F# LEHEET FSH%E 58 71 “%F Run Method GEITHE) RE”.
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[E] New Experiment ~ [55 Open.. [ £ Close ‘:}_1 Send Experiment to Instrument... ’—_‘\: Download Experiment from Instrument... | 4

Manage Instruments «

12n click "Monitor” to monitor the instrument. e ARIEIRTMEGEEETIESS -
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‘//A\‘ ....... ‘/ \‘ ...... /C\ .................................................... W cover 25.0°C
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3. M Experiment (SEH;) Ny B R g Fon o SEIG S
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<HFFE>72 StepOne BAF I 245 WA .
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5. H.ifi Download Experiment (#5250 DU I [ 46K 7451 S50 SO A I 3
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Download Experiment from Instrument Fs_(l
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EEMZ 1. M Experiment Menu CSERSEHL) g, MKIIEFE Analysis (4341
» [+ Allelic Discrimination Plot (S5 K22k .

AR WARRE R A, $idi Analyze (73H7) o

2. Hiili View Plate Layout (& F KNG LI, K5 5 AT R b L BAi
e,
& {F Allelic Discrimination Plot (ZEfIERIENRIZ) H, BMHSRBE

/RAE View Plate Layout (&7 S NARAf Ja)) e iR ik £ T s AL. 5
it & A T A7 B N AL Sl s By, D4 S AR AT SR R BT AT B AL

3. fEFHML R, I\ SNP Assay CHUZHTIRZ AMERID SR PLEE
C__11711420_30.

o AT Autocaller (HzHHH] , N Allelic Discrimination Plot (%547
FEDRISE T Hh 2R ) 2 o0 BT ide PR A% IR 22 2 COVPAN PR RE A (B 7R 5407 3

/?_ﬁi% o
FEAAE 2 _Ea% Lh b 72003
FSHRE EUTHES% .. BANEERA ..
® (48)  HZH XH Frik BAZHER % I A F IR R 1 44
att.
® (iE®) Mk YH Frik BARHER % AN A F IR R 2 4
att.

o (BB | AESFREEMTEE Frit BARHERRS SN EMER RS
M CEAERE 1 MEEER 2) .

B (Ef)  BENETH FRHERTEE
X (B&®) | EPEAiE Undetermined (FRHAZE) -

£id

Applied Biosystems StepOne™ #11 StepOnePlus™ Real-Time PCR Systems & E 4B S8 N[ 145 4



WSl wss aunm
BEEFRFAL %

o i AJAH Autocaller (HBHHEA]D , N Allelic Discrimination Plot (%547
FERISE M) 2 NN FEAR B R — PR (X — Undetermined
(AHED ) -

4. X TE R RS

a. (ESRICH B A HE,  DAAE e AR A Jm AT S B FLA R IR 5%
WAL
b. A S NFLRHIERE T IR S AL o

Blhn, WAREIERE A AR, NIRRT . 35 B
[AAFAEARFFEAS, W] RELASIZAEA RS 1Y

c. MEPRPr AL ERRER VK 4a Ml 4b.

TR iR

SNP Assay (8% | HE StepOne B4 E th BRI RIZHER & SN EIE .
HEE S SR

THisg
Plot Type (#iZ%2t | #i%E StepOne A TR AL L LEE! (Cartesian (5
) THxkS +J)L) 3 Polar (#R14) ).

Apply Call (K | MibES—SURART, 38010 8 A E P SR S R 2
RA) THESR FRFIRF.

TEE BRUTATAEMSENIA.
o (] -BFEBRMUES, SE—AKESAEALHER—
HELUE SR IR =

o [ - BESESHETIES.
o [ - EFHEHSE.

o [ | -mAHMAE.

o [ -mHsE.

E £ R BRI SRR,

Paxs A

£1e

72 Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/



5% sz

BEF i RFER %

N s 5256 Allelic Discrimination Plot (47 FE E R £R)

Plot Settings ) > Selectwelis with: |- select tem - || |
3 SNP Assay (C__ 1171142030 |  Apply Call
Y iy B ¥,

PlotType:  [Cartemian [ | [ snowinwelis v | [FE view Legznd ‘ |

[h]la]=] )« a by & = 1 2 3 [ 4 s [ 8 [ 7 s |
Allelic Discrimination Plot Jm,m 1 Gample 10 Sampls 11 Sampls 19| Gampls 19 Gamals 14 4b

25 o [N SR Dc—“yjc_n C_‘H .c_11 c_11 .C_H Mc_n

L ] Y
J Sample 5 Sample 16 | Sample 17 Sample 18 Sample 19| Sample 2  Sample 20 Sample 3
20 B e s e |[@c_1| e [Me_11 e [Mc_11 [Me_1

Sample 4 Sample5 Sample® Sample7 Sample®  Sample

M Me_1|[@c_1|[Mc_1 | [Mec_11|[Mc_1 Eec_n e

o
Q.%
L J
(9]

4a m ias Z

Legend

.AGA *#CIC F
=ANC ¥Undetermined

Wells 20 Unknown D 2 Megative Control E 2 Positive Control 24 Empty

SHTIERE U A CRISER R
o TN R IRUS A IR A R JE R Y
o AT FH BRI, DDA DA B P 0] B R )
a. IWMALZT, EFES A BIVERT B S ONAL, LALE Allelic Discrimination Plot
CERTBEDRI MM E) o8 Hh S o) I PR B o
b. A T A SO S E AR . B, R AL S Positive
Control Allele 1/Allele 1 (FHYEXFHESEAIILIN 1/3A7REIN 1), IR HEME X
HERE.
c. WE A BTN B SN ALE S a b,
o A BN R R AR AR 1Y IR SR A
a. JEFF Allelic Discrimination Plot (Z5A7 LR S5 th2k ) AN A SR
s DAIEEE SNALA P R0 R S W AL o
b. KA SN AL TR SN AL A BIVERT G, AN AR EIFEAS
o PR R R FEA T fiE
- A7 DNA
— & PCR I
- BRI 5
o JEEHEFATIN, AR J B M R R A S5
o HEFEBATEL NN, WA A E v E AN, U OREE R B 1)
ERARE o B APAE S i (B, U EE ORI AR D AH SR A 1 45 2R

£id

Applied Biosystems StepOne™ #11 StepOnePlus™ Real-Time PCR Systems & E 4B S8 N[ 145 73




WSl wss aunm
BEEFRFAL %

o WELEIHPIFZEAE, # Allelic Discrimination Plot (ZE{73ERI% R the) &F
SANCUR AR R BRI (AT, AiG TR 1 Fali& 755400
LR 2) , AT REA 2 ] 2-Cluster Calling (2 AN ThRE,
StepOne FAF 5 v S AE A AT FE R 4 T

L RS =AU IR
a. H.f; Analysis Settings (/TR E) .
b. H.if; Edit Default SNP Assay Settings I3 ER I\ AL IR 2 SMAIEED .

c. i£#¥ 2-Cluster Calling Enabled (/5 ] 2 MRIERGD , SR J5 7 Save
Changes ({R1FH 0 »
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RN AL S

3. fERMNHAT RGP S, BRI 2.

28 i3
Sample Name IR R R FLRYREAR B AR
(FFAB)
Task (f£%) AR RFLIRERIES:

e [0 — Unknown C(FRHD
e [ — Negative Control (FBI4H3FE2)
e [@ — Positive Control (BR{%3$88)

SNP Assay Name | [z i FLiTAh B9 S0 4%H B % S 1RO B AR
(BRHRE S
Wi B

Assay ID I ALVl B B HER % ZSTERIAEN) 1D RS
(A& 1D)

Allele 1 (Z4ME | REFLITEREZERS SHMEXASEMERNAR.
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(% EE2)

Allele 1 Dyes (% | RRMFLITMEBHZER S SHRBXEMERRS RRME R LR 2R,
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(EHEE)

Genotype Call AR ENFMERIRG:
(EREELRHD

e @ Homozygous 1/1 (& 1/1)
e @ Homozygous 2/2 (4i& 2/2)
o ® Heterozygous 1/2 (& 1/2)
o M Negative Control (FB1E3$88)
e X Undetermined (FH#i7E)

Flag (#7ig) REFLSHH QC #RCHE, W A FFSHFRT.

I P SRS B R LA PR S 6 (1 5 AR AT SR o

1 [View Plate Layout | View Well Table |
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2 showinWells v WE R T | | B | B |
v | Sample Name |
2 3 4 5 [ 7 8
Task
SHP Assay Mame q = Sample 1 Sample 10 Sample 11 Sample 12 Sample 13 Sample 14
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3 Allele 1 Dyes c_11711az0_.. @ [ c_11711420_.. @ [0 c_11711420_.. @ [ c_11711a20_.. @ [ c_14711420_.. @ [ c__11711420_... @ [ c__11711420_. @
Allele 2 Dyes
. Sample 5 Sample & Sample 7 Sample & Sample @
SMP Assay Color
———— W c_117114z0_. @ [0 c_11711420_.. @ [ c_11711420_.. @ [ c_11711a20_. @ [ c_11711420_. @ B 1711z @[ c 1711z . @
Sample Color
Task Color
E Genotype Call
’Z Flags
E
F
Wells mzn Unknown Dz Megative Control Ez Positive Control 24 Emptly
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SelectWells With: |- Selectltem -
3a ‘ |
[ snowinTaie v | eroupay v | | 5 Expand an | 5 collapse Al |
2 # | Well omit Halg Sample Na.. | SMP Assay.. | AssayID Task Allele 1 Allele 2 Allele 1 Allele 2 Allele 1 4. | Allele 24
30 I = MNegative Control s
1 Al O C__11711420... Megative Cont... A C VIC-NFQ-M... FAM-NFQ-
2 A2 O C__11711420... Negative Cont... A E VIC-NFQ-M... FAM-NFQ-
3c = Positive Control Allele 1/[allele 2
3 ct O C__11711420... Positive Contr... A E VIC-NFQ-M... FAM-NFQ-
3c — = Positive Control |Allele 2/Allele 2
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3b 5 A3 IF Sample 1 C__11711420... Unknown A (@ WIC-NFQ-M... FAM-NF Q-
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Flag (#5i2) 1 BTRREILSE T S ARSI ERIFRIE.
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Task (%) SECAREIFL (Unknown (R#ED) . Negative Control (BAMEXHER) & Positive Control (BRIEXHER) )
BIES
Allele1/2 (% R BAREER & S R X F A EE 2R,
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Allele 1/2 Dyes (% | REFLITMABZEHIRS SEREXSMER RS LERZE LR 2R,
SCEE 1 R/ E
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e @ Homozygous 1/1 (& 1/1) - EuERE 1 &4&
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(REBEL
Method (F3%) BEMTIRANERNTE (FHH StepOne HRAHEEN 4 Auto (BN, BHHAFFANA Manual
(Fz).
Comments GER) VL iEES =X AR RPN =
Allele1/2Cr (Ffi | REFLITMEERERS SMHEREXEMERFARBETRER C).
£ 1/Z2E 2 Cp)

QC Flag (FRIEFRIE) 3l
RMFLFEPS BRREHIES B QC #ri%l. HXRIELHIERSE QC Frig, N StepOne H4R B R¥TE AFRIZT .
T3 z—hERR A NRRFSBERCHERRRTL .

BADROX REFLAEEXTF IR E HFTEXRREIS LIRS
OFFSCALE REFLF=4 X T StepOne 5 StepOnePlus R4 AT Bk FRIT A
NOSIGNAL B2 LR P4 ATA K TR R
CLUSTER# RN LT M RAZHIR S SN, STIEIRE A REHA TR E P EXAIRR.
PCFAIL WFERFMER, RENBREEXTMTEEPIEXRREY R, FR3ERYE.
SMCLUSTER HERBEEPREIRE SHD T R E AT EEIRIR.
AMPNC PR EREmE X F o TZE PEIEXRRE R, RTAIse2H#ITH &,
£id
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BERTAF
5 i

NOAMP M FEM—MECLER, KEFARFEXTFATEEDIEXRIRE R, RTREFLATRERY 8.
NOISE REAFEMERIOE (BEF) ATRERELMEERET, 8E2MREEXRIRIREL.
SPIKE RREFLEH B LR B — MRS SHEFHERT—BIMEER.
EXPFAIL B TCIEIR A R R FLYT 4 il S R FE Bk (X 33
BLFAIL RETETER R BRI REN S EE.
THOLDFAIL RHETET X R FLAE(E.
CTFAIL TR AR R FLAY EETEER (Cy)-

STIERE AT E CRISEER I
o AFIEIEAS FHBHMT L, TR A DA SH P X ) e 3k
a. M Group By (Zrd17=0) Sy, wh#f Task (fF55) AR Ntk b D)
REALRRARAT
b. BTN AR Borbrid (a), HILH— RS Qebl 9 tamaE (R,) &6 A
B, A5 VPR B A S DR 1A FE R 1, WA A] B S SR 7 21 55T
BED 1 BRET R, SRR, AR IR 2 RERI) R, JLFRIE D .
c. MR EEDE b,
o BEARMFEAMNEYE. T Flag (brid) FIH 2R A 8—1T, id MR
R FAH OGS VAL F B AR I o
o JEIE DA U7 IR RS 1) B8 X el s R A s AL

— B bR 2 B AR R v R Dl DXl )

— SRJG M View Table (EFRK) LI Select Items CEFEIIH ) ik
#¢ Sample (Ff4) . Sample () = Task (f£55), ARJEMNHE A
Select Items  CIEFEIH ) SEHAPIEFEFEA, FRalAES5 PR, LA RNV AL
R T R IR FER e S [ AL

o LM Group By (#1750 SEsrpadt Mg, BLordl s Ak An JR i

7o RJE, Eardd poi ANBIR 531 1) +- BlbR, 85 5 Collapse All

() 8L B Expand Al (RHY R, Lrdold B3k,

o JEILIEREA N S N ALK Omit  CZB&D SIEHE, LIS b 2% S N AL .

PR Hr P AR RNV AL, MHGHIEE Omit (RS S EHE,

55— SO N PN T D i WV Wi P S VIR T o

BXRIFE  ARKNALEMTEN, WHd @) 2% F1 # LI StepOne Software Help
(StepOne BN »
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BEEQC HE

A S B S U QC FRid ML, JFRT H BLRIAR ICBEAT S HEfR . QC 22
T QC ARIC I IR B S A e R IC AR HBUE S S b, WG LR
O 0o WER MBLREAIE 0, WIS AEALE S A 1 S WAL B s iZAric .
PRI R 2 BoR R IC I TERS, ARSI AR SR ALK

KFRBIKCEIE B AUREISER T, B AH QC Summary  (QC 20 fid LA AT
SR T EUAR L. AERBISER T, RSBUEMARIC.

EEHE 1. EFHURE A, P §j§| QC Summary (JF#EED .
2. &G Flag Summary (hiddf#) o fE7RBISEEH, A 0 Mrid VAL,

3. 7F Flag Details (F3171E) £, A Frequency (HiF) I Wells (WAL
B LI e S I TN AR IE . AERISERR Y, Frequency (M%) B Hh Ty
PR3 s A 0.

FE: Frequency (i) Frh WoR1F) 0 FoRhric A LA SLEG
4. () Bt MRcAT LR R AR IC N -

Flag v
Total Wells: 48 | Processed Wells: 24 | SNP Assays Used 1
Wells Set Up: 24 | Flagged Wells: 0 Samples Used 20
[
Flag Details
Flag: Name Frequency Wells
4 BADROX Bad passive reference signal 0 ~
QOFFSCALE Fluorescence is offscale 0
MNOSIGNAL Mo signal in well 0
CLUSTER# Murmnber of clusters outside expected range 0
PCFAIL Paositive control failed 0
SMCLUSTER Small nurnber of samples in cluster 0
AMPIC Amplification in negative control 0 P
NOAMP No amplification 0
MNOISE Moise higher than others in plate 0
SPIKE Noise spikes 0 |

Flag: BADRO<—Bad passive reference signal
Flag Detail: Passive reference signal is abnormal
Flag Criteria: Fluorescence < 500.0
Flagged Wells: None

View BADROX Troubleshaoting
Information
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SHEE

GO A O SEER I

o {E Flag Details (ARiCTERS) AN M BLXECRT 0 9 QC Frid, &FH T

HQC AR IS AL B AL E, AR PR bR 0 IR e e B A %

EE: MIETE Flag Details (ARic TENE ) R PIEFERAFRICH), RNALERSSR
H TR T EOZ AR 1 RV AL

BXRIEE AKX QCHLITEN, WH i @) 2% F1 #LLU5 ] StepOne Software Help
(StepOne #AFFEEN) &

EERRELERZ

W, A% Raw Data Plot  (JRZA%dE k) LIk A StepOne™ 5l StepOnePlus™
PO SR AR G & 5 A AL AR .

Raw Data Plot (JRUAEHE ) B8 Show Cycle (R RTEM) IR IIIZITE
IHRIAEREANIE (1 5 3) FOREM IR FOCHINERE o %M 2k 8o Ae S B oA
JRy B N AL IR BRI s AL IR S AR G i

KFROISCIGEIE  Aoatlsckh, &l MR A I8 4 AF Raw Data Plot - (Jstaf ¥t th4e) bi4s
ALETHIREEK CERAE TR .

EEML 1.
2.

3.

Padad

£id

{EFHiE R b, L4 &= Raw Data Plot  (JsUn B fh4) .
FER AL, PR A S NAL o

Hiif; *= Show a legend for the plot CZ/RHHZEEF)D  CERIAD o

EE: KRV . Y EosEIBIR, 1%3%H ¥ X Hide the plot legend
R il 2 451D o

EE B o S NARRE AT BB A TS .
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4. izl Show Cycle CRzsfiHt) HHLAAE a2k AR MBS

o XL EER N -

E5F SHKE
EERIGHIEH 2%

il 2

StepOne %%t

StepOnePlus &4t

1 FAM™ et}

SYBR® Green #:43

1 FAM™ e}

SYBR® Green #t#}

2 JOE™ 43

VIC® ey
3 ROX™ e

2 JOE™ 3
VIC® e

3 | TAMRA™ #H

NED™ 3l

4 ROX™ ekt

S TR s A B DR 4 2R S 1) IR AR R

> "
3 B T_‘ Selectwelis with: |- select tem - || |
Raw Data Plot | [@  snowinwetis v | FE view Lagend
oo T N S S A
Bs.000 Sample 1 Sample 10 Sample 11 Sample 12 Sample 13 Sample 14
62,500 B = A et/ e m:_" mz_«« mz_ﬂ mz_n mz_«« mz_ﬂ
60,000
2 g T > _ |5ample 15 Sample 18 Sample 17 Sample 18 Sample 18 Sample2 Sample 20 Sample 3
£ 55000 — —_— Sl e e e [Mc_ 11 Me_ i@ c_ 111 @ c_11
£ 52500
50,000 {
47.500 € Emcm_e:: ":"_:51 mcuff 1 E"'CP':; ":;P'_ei mcuff 1 E = E iy
45,000 (.
42500
40,000 b
1 2
Fitter
Legend E
{-A sllcElcN:r
4 Options | =
Show Cycle 20 ;)‘
L L L
[ i di &l . Hli Wells m 20 Unknown D 2 Megative Control E 2 Paositive Control 24 Empty
SiEE MBS A CHSERR, IR AL LTI
A, o
o FHIETEF S
oy N
o TRALHLNFE
BXiEIE A% Raw Data Plot (EIGEEILZ) TN, HHdr @) 0% F1 8L
StepOne Software Help (StepOne A1) »
£id
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Multicomponent Plot (£ 531th4k) W7x PCR iz A7 B8] sk s )3 L Rl 4L k) 1)
SERICIER I .

EFRGISSIGEIE  EnflsLit, &% Multicomponent Plot (4140 #h2k) , DUk #:
o ROX™ZLkl (A0
o FAM™ ekl (R&HEHED
o RIE, MREAI/ERAR
o PR RS N LA (R4

] BE 1. SN, 2L [ Multicomponent Plot (£ 4145 M1Z%) .
Multicomponent

Plot (% éﬂﬁj\fﬂﬂ 2. e RA R IR R AN R R N AL, LAE Multicomponent Plot - (22 414) #th48)
%) Bt b SR R AN H s -

g, WIS A AL, 1 Mulicomponent Plot (54150140 4
I LT 157 AL A

3. M Plot Color (&) Thrsgsr, %+ Dye (BED .
4. i = Show a legend for the plot (' iz EHD (BRI .

AR X AU S EoR BN, 4% 3 BUN Hide the plot legend
CRER th 22 1)

5. Fi&r FAM™ Al VIC® YekME 5. fEnpBIscsf, FAM™ Fl VIC® JeRlE 570 A
PCR ¥ B AR AWK, KRy 13 .

6. 7 ROX® YeblME 5. {EnBlscsrf, ROX QM5 (LM PCR ALFLYIA] (R £
RE, O RHE .

7. —UIEFE APV R NI R A AT T . Al SR, BRI S
FLH LY .
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BEEZHS %

3 4

Plot > SelectWells With: - Selecthem- | |

T—" |
Plot Color Dye v - -
| [ show in walls ¥ | [ viswLsgend | | |
b
. T 2 [ 3 [« [ s [ & [ 7 [ 8 |
Multicomponent Plot
Sample 1 |Sample 10 Sample 11 Sample 12 Sample 13 Sample 14
17 600 A e de_n mr:_ﬂ mc_n mc_ﬂ mr:_ﬂ mc_n mc_ﬂ
15,000 Sample 15 |Sample 18 Sample 17 | Sample 18 Sample 18 Sample2  Sample 20 | Sample 3
E M |Mc_t1 Me_11|[@c_11 e @e_11 [@c_1|@ec_1
12,500
8
8 Sample4 | Sample5 Sample&  Sample7  Sample @  Sample®
5 2 ey c 1 | et e |[@e_11 | [Mc_1s @Mec_11 B
5
= 7.500 B
5,000 _/_,.-—--""'- b 2
6 . . - _ B
5 _ ~ -
E
o
o 5 0 18 2 25 il 3 @ 45 S0 [
Cycle
Legend F
I Rox I vic Il Fau L |
Wells mzu Unknown Dz MNegative Control Ez Positive Control 24 Empty

SATHER ST ISR, A
o BULI — BUCYBIIOLAT R A PCR AL RFFAR B
o SRR — SR YR R R AR LD, N R
T K.
o (EPIOFERTRA — SO0 S PRI, T RRISAE.
o BMPERIRURRIAL — BIPER IR AL L AT

BXiElE AKX Multicomponent Plot (£ 4153 #igk) MR, G ) 4% F1 8L )
StepOne Software Help (StepOne A7)

£id

Applied Biosystems StepOne™ #11 StepOnePlus™ Real-Time PCR Systems & E 4B S8 N[ 145 85



W w52 pimm
EEY 1B %

EEY ik
A O TR AR SN s, WIS G E DL — 2 1 il S I Hos 5 80 brad .
Amplification Plot (FH4ihZe) Bide b 2o Pk S SV AL W BT A FEAS B9 G 1 O
4 185 ith S oA S50 &5 L«
* ARn BEEFAEAL — ARn 52 PCR § I 1T 9615 5 3 PCR ¥ 1 J5 P65 5
B M8, R BRI AE R 5OUME T ZE R . Bl 2okt AR, VRN T3
B — AR R . B kR PN A AN, AR IsAT
1) (B RN 2R A
« Rn FEFEFRZEA — Rn 2 H— W S OGRS BB 2O E 5 .
I ZE R AR AR — A R A s o R ] d i skt ith B R R A A AN
FH 1
o Cp BRI — Cr RV GIE RN 19 M4 b i BIE IS (1) PCR 7EFA %L Ubith
LF BB (Cp) 1E A RNV AL E R R A o o Ra] Al e ih e A 4k W 9
B CGREAED .

R th G R FAIEE T NG 4kl logl0.
iEE: K Amplification Plots  (F 34 MTEN, 120 (Applied

Biosystems StepOne”™ F1 StepOnePlus™ Real-Time PCR Systems ijfl[#§F) 1k
StepOne Software Help (StepOne X)) .

T FRGISEIGEERE  EonfIsLi T, &F Amplification Plot (FH#Ifk) , LI &
o JLERAE AN A T E A
o HLHHIE

BERER 1. BN, %4 Y Amplification Plot (§ 1 l1Z%) .

2. 7f Amplification Plot (§H#é4Hhk) -

a. M Plot Type CHhZ2EAY) Nhisgsirf, k4% ARn vs Cycle (ARn 75
B o

b. M Plot Color CHIZEIM) FHEHT, %4 Allele (ZEA7EEPD o
c. Hiili E= Show a legend for the plot (s IZEEH) (BRIL) -

EE: X MU . G BoR KN, %378 B SO Hide the plot
legend CEEFC 241D o
3. ERIELA:
a. M Graph Type (EIJERAD THHH, %+ Linear (4 .
b. 1E#¢ Baseline (JE£8) , LLE/RIFUATEIFIS G o

Parda iy

£1e
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BEY B %

c. A JFAHASLL B IER: A5 ARARPAY B E AR PR I 21 25 95 1
TEAECZ AT B LA . Anplsedrh, JR2k s E .

2a 3a 2b

Plot i
| | |
Plot Type:[aRnvs Cycle | Graph Type:|Linsar | Plot Color:|alisle - ‘

A E a g E T 2c

Amplification Plot
225
2.00
1.75
1.50
1.25

% 1.00
078
0.50
0.25
0.00 { Sl
o 2 4 & 8 10 12 14 18 18 20 22 24 28 28 30 32 34 38 L 40 42 44 48 48 50 82
Cycle
Legend
[. C_11711420_30-A [l c__11711420_30-C

Options
Targst: Threshoig: [JAuto [ ] []Auto Baseline

Show: [] Threshold — [#] Baseline Start Well B Target & Baseline End: Well [l Target 4.

3b
4. BEBME:
a. M Graph Type (EIJERI) FHEHH, EF Log (FED .
b. M Target () THEHRp, GEH C__11711420_30-A.
c. %+ Threshold (F{H) LU ~EI{HE.
d. MNBIE R B IEI . FERplsSEsh, BIEA T8y B .
e. 4 C__11711420_30-C X LI 4a & 4d.
£id

Applied Biosystems StepOne™ #11 StepOnePlus™ Real-Time PCR Systems & E 4B S8 N[ 145 87



WA s pimmn

BEY 1Ea%
4a
T
Plot i

|
Plot Type:[ARn vs Cycle | Graph Typezlog | Plot Color:[Alsle v
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Amplification Plot
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0.00001
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".Legii 711420_30-A . C__11711420_30-C ‘
4b Options |
Target Tmeshum MAuo [0037759 | [¥]Auto Baseline
Show; Threshu\d — [#] Baseline Start Well B Target < Baseline End: Well B Targetf 4
4c
5. BT HAE:
a. M Plot Type (IR Fhisgii, 4 Cpvs Well (Cp B VAL
A .
b. BHNER VAL CIE RIS G s AR A A S MiAL
SHTIERE AT ACKSERN, HEA:
o AR
o HIIMY HEHhZ — StepOne # AT AT FALLALMBYME (R T-Hds Bor
RGNS R E D o B S it 2 AT DA AN R ) 2«
a. e
b. L]
c. FREGUEKI OURZUE KD
d. HEZ
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NEALERE ISR B . A RVENS, TS StepOne™ Software Help (7

4 17K
o JREAHABME R IEM — 1 S5 90 U0 B BIE S BIAIE 91 10 1R 2k
il
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BEY 1Ea %
BELREIEH
3N e I KK 2 I TP - Y
L ,’// ’
HEREKXIK

B34 il 2 DA SzE 125 B R IR R 1A AN, B T U o N
4K End Cycle (Z5HfEIA) M.

BELZRERS
P19 M 2 Mt KIEZe 2 B FTf . Widik/)y End
Cycle (Z5HAEH) M.

WREBPISLIARFT A LIRTERT, WEAT T 2 EHER -
o TFHHHEILLEA/BHE  (15 2 StepOne Software Help  (StepOne #A4-H5E) ) »

a
o JEREAT AR o SN ARAT R AN SO LI E SR Omit (D, LU %X
AL
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% AL ] 2R i 2 DU S5 Ih &6 DUE [R] I 20 Ao S8 mT sl A B A4k i e, Bl LA
Hesl s HE r A B WA 2k, 5CL 2 X 2 HikE 5 X R A F oA ih 2k
a2 i ES AR
1. EFHUEH, JEFE 4 Multiple Plots View (£ IZELED o
2. Buili 5 DREHE O SRk,
3. EWiERMhLk, 4% Amplification Plot (AR, vs. Cycle) (F 1z (AR, BEAHHF
A D), LRGSR NARAT R P T IR AN S N A LIS AT I G 45 R
4. FEIRTRMZ, 1E$: Raw Data Plot  (JRUR%disthsk) , DLEH O NAR A J&H B
B SO ALK B a2
o Multiple Plots View <[ View Plate LayoutT View Wel Table |
3 ag o > Selectwelis with: |- Select tem - v || |
[mpiication Pot - ARn vs Cycle s‘¢| | [ showinwells v | [F[ View Legend ‘ |
) _/® » e = 1 z 3 1 5 G 7 8
% ‘ DTS TS T
- — E.v:‘;n;“ T e A o s i de o %mzliif mzli:? z\i:: %mzlif mzli:? mcpii %mzlif? ":;31
{. C__11711420_30
4 | © mcp_ﬂ mr:p_ﬂ m:_" mcp_ﬂ mr:p_ﬂ m:_" D CEREH b R
[Raw pata Piot v
D
E
Legend - g
{ A slc o EN: lF ‘
wells: [ 20 Unknown [Z] 2 Megative Control [5 2 Positive Control 24 Empty

HXi¥E A Amplification Plot (¥ 34 ih2k) 5 Multiple Plot View (% HIZE¥ED 13
T, i @) Bid% F1 8 LAV ) StepOne Software Help  (StepOne 87D .
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BELSIRE

EENIMKE
AR StepOne HCAHSUIE DT 75U ak QC MU, RE 6 75 43 b7
R S AR 75 T

FEZR B, BRI BRI FIRYE T3 2T A, AT RO Cp ARl B E

Xt ML A o R Kt (R A

KF OISR EIE
B AtmgE 1. %KY, Hil5 Analysis Settings (7 HT X ED) o
2. WEUNE
a. JEFF Call Settings CHUHWE) EIR,
b. M Selecta SNP Assay CEFE—MELZ TR 2 &8RN Rk
C__11711420_30.
c. H.il; Edit Default Settings CJ#ERINEE) »
d. R CHAT T, WFZE Edit Default Call Settings  CIFFEER A TR 51

e ﬁ‘)uﬁ T HE % £ Keep Manual Calls from Previous Analysis ({8
SEHT 3 TR TS D .

e. {Ef Quality Value (i {E) FB, WA E 70 HEDHAE B8 BUIREA
iPis el | I = N v SPSRATH i ey i 8

f. Hiili Save Changes (fRAFHEMD RAFENIRE

. Analysis Settings for Genotyping Example
Call §eﬂingsT Ct Setlings T Flag Settings T Advanced Setlings ]

B Review the default settings for analysis of the SNP assays in this experiment. To editthe default settings, click "Edit Default Settings." To use different settings fora
SNP assay, selectthe SNP assay from the table, deselect the "Use Default Settings” checkbox, then change the settings that are displayed
Data Analysis Settings
O Analyze Data from PostPCR Read Only  (® Analyze Data from Pre-PCR Read and PostPCR Read
& Edit Default Call Settings

2b

£id

Default Call Settings
Default call settings are used to make allele calls fo

Autocaller Enabled: Mo Keep Manual Calls from

Select a SNP Assay
SNP Assay Analysis Type

C__11711420_3G|Default

Autoe=ttar
(201

Editthe default call settings, then click"Save
Changes." Editing the default call settings does not
affect wells with custom settings.

[¥] Autocaller Enabled
— [¥] Keep Manual Calls from Previous Analysis
[[] 2-Cluster Calling Enabled

| save Changes | cancel

ttings, click "Edit Default Settings.”

P
Edit Default Settings

ity Value: 95

Call Settings for C__11711420_30
Apply Call Seftinas: Use Default Settings

~
_ Autocaller Enabled

Keep Manual Calls from Previous Analysis

i)

2-Cluster Calling Enabled

[T

v

| Revertto Original Analysis Settings

| Apply Analysis Settings

| cancel

2c

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & H B2 N[ T35/

93




W 58 soe

BESIRE
3- ‘Uﬁ?g CT —&E!
a. JEFF Cp Settings (C; E) L.
b. M Select an Allele CEFEAFAIFER) Kb HAFA7FE A A
c. BUHEH Use Default Settings  (fifi HERIABEE)
d. HUHILHEL Automatic Threshold (HZJEME) , ARJEHAN—SFEIE.
e. IUHIEHN Automatic Baseline (F1z)JE4R) , SRIFHIABIILLE.
f. SR C DR 3b & 3e,
B ARBCEIEN D RIAT I BENEA R TENS 77525 StepOne Software
Help (StepOne #A/F3H)) o
& Analysis Settings for Genotyping Example
Call Seftings | C1 Settings T Flag Settings T Advanced Settings ]
a Review the default settings to calculate the Ctforthe alleles in this experiment. To edit the default settings, click "Edit Default Settings.” To use different settings for an
allele, selectthe allele from the table, deselectthe "Use Default Settings" checkbox, then change the settings that are displayed.
Default Cr Settings
Default CT seftings are used to calculate Ctfor alleles without custom settings. To editthe default settings, click "Edit Default Settings.”
Threshold: AUTO Baseline Start Cycle: AUTO  Baseline End Cycle: AUTO | Edit Default Seftings
Select an Allele C1 Settings for C__11711420_30, A
SNP Assay Allele Threshald Baseline Start Baseline End T Settings to Use: [ Use Default Settings Sc
3b C_ 1171142030 |A 0.037759 3 15 L ] Automatic Threshald 3d
C_11711420_30 |C AUTO IAUTO IAUTO Threshold: W‘

3e

~

Revertto Original Analysis Settings Apply Analysis Settings Cancel |

4. PEEPRIC B
a. LFF Flag Settings (Arid &) EIIR.
b. 75 Use (fiH]) #rh, 1EHEGARS R B FRid i) I HE .
c. MRHE TR A N ARd I
d. A EARERR I QC FRid A 8 2 e SCRPARAS I S FHAE R S M AL,
WA ZAricEFE Reject Well (4B 4 e W AL) SEIEHE .,

EE: ERFERRE S (i, RN ALED BN, QC FRid AV
PRSI 208 [ AL, A KTEN, 152 [ StepOne Software Help  (StepOne
BRI .
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BELSIRE

i Analysis Settings for Genotyping Example

Call Settings I Ct Setlings I Flag Settings T Advanced Setlings ]

Flag Description Use Atribute Condition Value RejectVi/ell
AMPNC Amplification in negative contral 3 < ~ |35 E
BADROX Bad passive reference signal Fluorescence < ~ 1500
BLFAIL Baseline algorithm failed 4]
CTFAIL CT algorithm failed O
EXPFAIL Exponential algorithm failed ]
OFFSCALE Fluorescence is offscale O
MNOAMP Mo amplification Amplification algorithm result < w101 E
NOISE Moise higher than others in plate Relative noise > w14 B
SPIKE Moise spikes Spike algorithm result > b ’17 O
NOSIGNAL Mo signal in well O
CLUSTER# Mumber of clusters outside expected range
PCFAIL Pasitive cantrol failed
SMCLUSTER Small number of samples in cluster Mumber of data points in the cluster < w12
THOLDFAIL Thresholding algarithm failed O

| Revertto Original Analysis Settings | Apply Analysis Settings \M

5. i Apply Analysis Settings (N HTRED o

6. Hiili Reanalyze (FFi/#) DUFHTH s & /A Eids .

T

SRR AT A ORISR

o WURERISLIANAIE A, M Edit Default SNP Assay Settings  CUFEERIA
FRZ TR 2 A PRI B B X 1 HE 1 1 £ 2-Cluster Calling Enabled  (J5 H
2NN, PAIBGE 2 MR VONF L.

o CrSettings (Cp WE) A TRHEY BGEAR S5 . [ ALHS PCR 4 G i Al
PCR 14 J5 505 5 WU S5 AN H BIEE IS (Cp) RGeHAT 704

o ERR A LR 77 AR A KA -
— A3, A Autocaller CHFIRAD DiGE GEZHEE 96 1)
- Fg), HTHEMEAE GEZHE 97 10

¢

BXRIEIE AKX Analysis Settings (T BCE) TR, THHdi @) D% F1 8L StepOne
Software Help (StepOne #AF-#H58h)

£id
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W w52 pimm

Parda iy

£1e

96

BESITRE

B E B #hiR5l

1.

2.

©

FESEEG R, Btk Analysis Settings (0 HTiRED .

M Select a SNP Assay - CEFE— T HUAZ TR 2 A8 RN R EHIT B HIRE
AR

¥iid7 Edit Default Settings CJEERINTE) S

WA AT TR, W%#E Keep Manual Calls from Previous Analysis (%
B S oA T sh D

i%#% Autocaller Enabled (i FH AZhiR)D) LLEGE A3

I BT B A FE AN SRS, IE$E 2-Cluster Calling Enabled ()5 H 2

MREUID

fE Quality Value CFTRAL) FBUH, HA—A 120 L LURIAE A shiRBIREA 1 5
B RO, SEA7EE UM ™ s . D

Hii; Save Changes (PRAFHIND RAFEIIRE.
(A ) g brid:
a. IL#% Flag Settings (Arid &) EIIR.

b. MR T E R AR

EE: UEIREhCR, AR E SR (i, 2 R N AL D HE
D, ARSI NG N fL. ARTENR, 1S StepOne™ Software
Help (7)) 176

c. iy Apply Analysis Settings (N H /0 HriE D) LASCH] Analysis Settings (73
M ED X IGHE.

10. Hiifi Reanalyze C(FFT/0#7) LT HIHTBCE 20 A didli .
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#5% iz 0
BEEAMRE
BEF#AH
1. fESEEGH, il Analysis Settings (M HTED .

2. M Select a SNP Assay CIEFE Bl IR 2 SMERID KA IEFIr# RS
ASTERLIN

3. WEILHTIE:
a. i Edit Default Settings CRMERIAKE) .
b. HUHIEH Autocaller Enabled ()3 H F 20 .
c. il Save Changes (fRAFHMD RIFIEIIRE.
4. (Al FRERL:
a. IL#% Flag Settings (hrid &) EIIR.
b. MR TEHEIRIL .

EE: UEIREhCR, T AR E SR it 2 RN AL D HE
B, EATERICIRES B0 RN AL, A RTEN, 152 StepOne™ Software
Help (778 174

c. Hiii Apply Analysis Settings (N /T 3ED ©
5. Hiili Reanalyze (FFi/#) DUEHTHN s & /A .

6. {ESFiiksr, P [+ Allelic Discrimination Plot (S54RSS L) .

7. M SNP Assay CHAZTFIRZ MM SR iEHE—Mirid. Allelic
Discrimination Plot (5507 3E R % 5] k) WoRARCR Frikbric i+ 74
it (X — Undetermined CREEE) ) .
8. T Ubric:
a. Wi (5 GEETH .
b. 5B T T A SR B R R — M E
c. 1t Apply Call (IR S, LR
d. FEIDIR 8b Fl 8c LLKF IR N FH 21380 42 B o

9. FIEAEN B MR Z SYERIIR € VUIARIC, 15 WAL IR 2 a5 el
P IERAF AL FEE DR 8,

£id
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W w52 siram

LT

NEE
ST LU LB 7 2 A A 00
o AP AR
o FIENHNZE
o ATEVR R
o QUELLIT
o ATER
. S

BXRIEE  ARIAEIENTEN, WD @) B4 F1 # LI StepOne Software Help
(StepOne B «

Paxs A
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Bi% A

A B S0I8 T VTS

A AL
B Advanced Setup (R E) TAEMAE. ... 102
B QuickStart TAEFFE ... 103
B Template (B TAEWFE. ... 105
B Export/Import CFH/FA) TAERIE. ... 107

EFE: A RAIEM TP ITR AT EE AT, WK PR T TR @,
WK IEFE Help (358D » StepOne Software Help (StepOne #4358 , LIV
1] Applied Biosystems StepOne™ Real-Time PCR Software v2.0 [f] Help (FEBI) {5 5.

£id
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A | M A BHREKE TR

Advanced Setup (BRIRE) TIE7HE

Advanced Setup (BE4IEE) LIERE

A4 StepOne™ A4 i) Advanced Setup  (FZ i &) GUEESLIGIT, TIARHE
TR E S

1. Mk g (StepOne BAFHRAEEIDR) Bk ik FE Start  (JF4RD  » All Programs
(FrE#E7)  » Applied Biosystems » StepOne Software (StepOne #ff) »
<#ft5>

Hrr,  <#fF5>72 StepOne AT 4 HTRA

2. M Home (F00) bi%r b, Hik Advanced Setup (K E) .

=
TR

WA R 3] Advanced Setup (R E) Elbx, Hiidi Design Wizard

CREFIS) Flbs 7Sk Set Up (BB S,

3. ST E i LB ERT S

a.

o

i Experiment Properties (SCI0JEYE) (BRIA) , AL AR, A
JR GRS JE .

Plate Setup (X NARIXE) :
LI AE e
REHE EX SNP 1, SAEBENHEE MR LA .
HrERELL EXEBFY, RAREBENS R RMREREFLE.

Hah Run Method GZAT /415, &F NGB FE, R
M o AT A

. Reaction Setup (XN E ), Arf PCR N5 RIS 1I5H]

B, ARJE R T AT

Caft) ik D Materials List (M RI558) , EHEMEISIER, RIGITIHE
T EEUERS S AR A

4. 4 PCR MV

ST ES ] R
e e a. MEEHIR.
I b. EEHAHR.
o. BEIERHRFT.
d. & RRRE
o. &R

Paxs A
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Mk A BRI TIERTRE “
QuickStart T1E7#E

KU FERY 1B

Py a HEHIR.
b. EEHARRE.
1
EESHE c. &R
/R E d. EERNR.

4.

5. iZATI:
a. A VNG HAL.
b. FFUHIETT AR
c. () WMIELT.
d. MBI F I AR o
6. JrirEd:
a. 1 StepOne AFHFT FFSL5G
b. M Experiment Menu (SEEGSRE) o1, i Analysis (7347 .
c. WIRANHTHAE, WL Analyze (5347 .

d. EFHUERT, SR EELDE (B, %5 QC Summary
(QC %) LAEHE Kl I A2

QuickStart T1ETE

M AEH QuickStart TAFFAE G SERN, Bl AEY A FIs AT )V e /5 S
WBEEAE S

1. UES PCR [ W:

) Bk
BT 2 a MRS,
. b. MEERARE.
c. BEIELEBES.
d. HERETER.
o HERLIR.
HEEC, a. SIS,
b. MERARE.
N\ Fl)
REAE c. BERNTRR.
G/ GE d. EERIR.

£id
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n Mk A BRI TIERTRE
QuickStart T 1E7#

2. JA4) QuickStart SZ4

a. Wili %— (StepOne FAFRFEEIFR) BUKIKIESE Start FF4H)
» All Programs (fT5F2/) » Applied Biosystems » StepOne Software
(StepOne M) » <BfFE >

o, <#HHF5>7E StepOne FAF1 41T IRAS
b. \Home (F:50) Jikt b, #ii [2Q QuickStart (PLH)TZ)) .

c. IL#% Experiment Properties (SZIJEPE) LIk (BRI, HASZR A,
IR IE PR JE o

d. J%+¥ Run Method CiafyJ5ik) IR, &FKVAFBAGGREARLLRE, K
Je MR A s B A T TR A

3. &t
a. RSN A B
b. JHRIEAT e AR
c. (A& WMMistT.
d. G B E B AR
4. 7t StepOne B, SERU A E

LIRS BRIE
HE#»7 a. %5 Define SNP Assays and Samples (&

X SNP #iFIFEA) EIF.
b. i%£i¥ 35 M Assign SNP Assays and Samples (3§
E SNP #&FNEEA) £+ .

rERESLE a. i%$EF 52X Define Targets and Samples (& X5
FUFFEA) A .

b. £#FFH X Assign Targets and Samples (35E4E
FHIFNEEAD ET+.

5. BT
a. {E StepOne FAFHFT FFSL5G
b. M Experiment Menu (SEHSEH) 1, Hiili Analysis (537 .
c. WIRANHTHAE, WL Analyze (5347 .

d. EFHUERSH, EFhEmUEE LD (Bla, %+ QC Summary
(QC %) LAEHE K IR

Parda iy
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MR A BRZRETIERE “
Template (#&#f) LI1EHE

Template (1) T{E7RTE

Ren] A AR AR S B EEVE 2 HoA M R AR R SE BRI, AR
SARFATH

BB 1. ik € (StepOne AT REEEIFR) BUKIKIEFE Start (FF45)  » All Programs
(IIHFE)  » Applied Biosystems » StepOne Software (StepOne 1) »
<BfrE>

Horr,  <#fF#5>7 StepOne AT HTRCA
2. fITFHADA S, sl — k.

FE: BT LEH Design Wizard (it 's) GEZ [N 2 55) 8L Advanced
Setup (FRXE) (EZSHE 102 11) @JL*A%?;%%A

3. EF File (SCfF)  » Save As Template (537 AR .
4, BINSCMEA, IEREEBORALE, ARGl Save  (TRAF) o

5. Hili &5 Close (KHD) o

fie ARk &Y S 1. M\ Home (F11) pf%s L, Hidi - Template (FAR) o
EE: WREARED Template (BIHR) ElAr, H.ii Design Wizard (7117
) BRI S YT E Set Up  GRED SR,
2. WEDREFEALER d PAIENEN, REHT Open (FT7F) o ISR AR
(R B DA S
o SREG JE
o RV B
S CX A WARS
o RIVICE
3. (/) WREEAESLY:, ] Advanced Setup (R E) GEZUSE
102 50 .
4. Hifi | Save (RAF), BAAMH4, RJGHE Save (fRFF) LMRAAZE .
£ig
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“ MR A BRI TIERRE
Template (#&#k) L1E##%

5. #E4 PCR XMV

) Bk
B a. HEEEIE.
—— b. MERARE.
c. BEREDRERFT.
d. HERETRR.
e BERRIR.
HEC, a. EEHEIR.
b. MERARE.
HE 5 .
ERE c. BERNTRER.
/R d. &R R

6. 11T
a. A VNG 1AL
b. JFURISAT VAR
c. () WERIELT.
d. I I I AR o
7. P HTEE:
a. {E StepOne KAFHFT FFSL5G
b. M Experiment Menu (SEEGZRE) 1, i Analysis (7347 .
c. WIRANHTHAE, WL Analyze (5347 .

d. EFHGERT, S EELDE (B, %5 QC Summary
(QC %) LAEE Kl 10 R

Paxs A
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MR A BRI TIERRE “
Export/lmport (£H/ BA) TIEi#

Export/Import (SH/SAN) T{ERTE

{8 1) Export/Import (5 H/ 2D TAFFURE UE AT 53— 9280 3 H 10 v B 4 i
BB SR AT AR T RN AR .

A

EE: R StepOne Software v1.0 [ 5256 H 5 H (1) B E £ 3\ StepOne Software
v2.0 BE S RRAS 1) S50 7 . {HASBENRS M StepOne Software v2.0 R B & WA [ 556
o5 B B SN StepOne Software v1.0 152560 .

SHIREHE 1wk g (StepOne FAFPREEEIFR) BUKIKIEFE Start (FF45)  » All Programs
(FrH L) » Applied Biosystems » StepOne Software (StepOne #/f) »
<¥rE>

o, <ZEAF£> StepOne AFI U HTIRA
2. FITFRADA SR, s,

EE: BT LM Design Wizard  (WihIa's)  GEZYHE 2 55) 84 Advanced
Setup CFEIRR'E) GEZHIEE 102 10D A —ASHLR .

3. EFEFile () » Export (FH) .
4. iE¥E Export Properties (BN EIiK (BA), AJ5:
a. JEPF Setup (HE) .
b. M FHZE L+ One File (— 3P .
c. MAGFR, REA TSR M .
d. M File Type (SCAFRALD) NREEHRAFERE [2) (*.txt).

g AT *xml X

5. (/it) Hii Customize Export (Hi& SFH) BRI, SR IEFE 4 1L,
6. i Start Export (FFUHFHD) ,

7. BRI, Hidi Close Export Tool (SKMFH T H) .

FRSHEISCARST BTN SRS (Ftxt) 1 SRRSO DL 58 B 14 S 56 1R Jse I Al 18 .
eI KR,

it W ORI PR T Hh SORSCIF U AT S AR e B K HL S ge M DL

£id
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“ MR A BRI TIERRE
Export/lmport (B EN) TIE#FE

1. T HSCARS R TN SO e A «
a. AR RN R (B Microsoft® Excel F) , TS HIIT

A
b. MAETE, B AT SEMIT, RZSCE T4 R IR AT 7 BR 5L
A

c. M Home (F01) ikt b, Hid Advanced Setup (K E) .

FE: R AE T Advanced Setup (ks ) KIbR, 9.5 Design
Wizard (BUHIR ) EIFR N7 HIHL LY JE Set Up (BED) K.
d. BUE— NPT SE BT T AN LA S5
e. EFE File (GCfF)  » Import (FA)

f. Hli Browse (J%) , FRBPFIEF A (*axt), RJFHT Select
CGEFE .

g. i Start Import (FFIGTA) o K55 H SOOI 1 BB 208 S AT I )

EE: WEREISR Ot S ROV B R, AR i o i AU
SCARSCAE A (R B e S AR B . Hhili Yes () DARRL R AR T

2. f§TH] Advanced Setup (iZRBLED) USRNSSR GESHH 102 10 .

3. #E% PCR MV
) BIE
1Rt 2 a. HEEIIR.
I b, BEEHARE.
c. BEREDRERFT.
d. HE R TR
e. HERFIR.
HEC, a. EEHEIR.
b EEHARE.
HESE ) -~
ERE c. HERHETRR.
/R d. SRR,

Parda iy
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MR A BRI TIERRE “
Export/lmport (£H/ BA) TIEi#

S,

4, BATSENR:

ST N LS

. JHIRIZAT VAR

c. () WMIELT.

o NGBS SR AR

5. JrHrd:

. 1{E StepOne BAFHFT FF5L5K:

b. M Experiment Menu (SEZESSREI) 1, s Analysis (4347 .

[V

[op

o

[V

c. WA EAE, WIS Analyze (537 .
d. PG, Gl EFE S (i, %+ QC Summary

(QC %) LAEHE Kl I A2

£id
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“ Mk A BRI TIERRE
Export/lmport (B EN) TIE#FE

Paxs A
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AlF

AutoDelta

Cr
delta Rn (ARn)
EFF%

IPC

IPC PR (IPC
blocking agent)

IPC+
PCR 18 FXHE
Si%EL

(post-PCR read)

PCR #1&HI % K15
SiEE
(pre-PCR read)

QuickStart

R? {& (R2 value)

refSNP ID

NiEFR

Z WA B L (assay information file, AIF).

AT, T s BRARAR BN B AN IS SR P 1 il PR/ i sl el /> —
g%;fﬁi‘g?’gfﬁ YRR B A AutoDelta B, L1 B 70 8 A5 A ol i %
—KbrfRoN:

e AutoDelta JGH: A
e AutoDelta Z5H]: A

Z: WL {HAE A (threshold cycle, Cqp)o

2 WILSASHE T 0 — 4R 15 %69 (baseline-corrected normalized reporter, ARn).

W

WL H4%% (amplification efficiency, EFF%).

AFAEIANAFAESER H, BEHPE XY B (IPC) 465 . 7E StepOne™ #AFH, #5 IPC #U7
HIE A IPC FIAE TPC BHWFI ) S AL 4TSS o 31 2 DL FH 2 9 4 1

(internal positive control, IPC),

YN INE] PCR SR o EABH BT BH 4 A X (IPC) 47 3 il o

2 WLEH X TPC [ W L (negative control-IPC wells).

FITHED A LR AE A AL S0, 00RO SRS AT 4 . A LR 50 iz
1, PCR Y B E SOOI (3 5 U 1 R Ay S 225 O DR S B e s, O
FI T S BRI . (A e A (ESE8 T, POR A5 S0l f5 5 R ]
ST HE (A (AP Wb o, R PR RN, Rk«

RPCAF T

TSP A R A (S0, 4 AT R E R SIS AT 04 . PCR BT
Ao HRERON W, AGEUOE L. PCR § BT B BN R A
SR T I8 — 1 PCR 4™ B 55 5 BRI RAE 5 K

StepOne™ I StepOnePlus™ R I TIRE, SUVFRELEA A S WBR B2 B 5 O
UL NIZATSES . QuickStart iy ZEIFE AT, R FTIT 984 (R OC L8 - 7t
AHER SR

MBRHE 2k (0100 A 2 oF SEA5 L ) R 8. R2 B A b 2k [0 YA 2 15 B v S 1
(KA Cp Bt L Z AU A FEIL o 1.00 Ko P2 5 5l mog A

FRIRZ:LE SNP (refSNP) /% ID M4 5 . B E S AEYHEORSE E 4L (National Center
for Biotechnology Information, NCBI) HJ4% H R T 4148 57 i) HAZ R 22 A PE AU
(dbSNP) .. refSNP ID #] Jf] T4 Applied Biosystems SNP 2k [k 73 784 6 |8 2%
Applied Biosystems #EHE . tHFRA “rs G5 ”
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RigZ

Rn

ROX™ se43
(ROX dye)

rs %55 (rs number)
SNP

SYBR® Green &5l
(SYBR Green
reagents)

TagMan® i® 57
(TagMan reagents)

Tm

VeriFlex™ $ A
(VeriFlex™

Technology)

y HhEE
(y-intercept)
$B/%% (target)
L E 2Tz
(Target Library)

SLEFIE R
(target color)

IRFFRT EL
(holding stage)

& E A (reporter)
b3k Cr 3%

(comparative C;
(AAC;) method)

EREE
(normalized
quantity)

¥R (standard)

114

Z: WA — AR 5 9O G5R L (normalized reporter, Rn).

Applied Biosystems #{ JF7E StepOne™ H! StepOnePlus™ G HE Gkl
ROX JeRHHITEZ LS.

2 I, refSNP ID.
HAZTFIRZ EMER4EE . SNP nl QL FEAIE 7 57 58— (1 4 A\ Bl 2k

ALEPIANBETT F T4 BE 58 5 20 1 5 1 40 F0 F T #0000 X% DNA 1Y) SYBR® Green 44k}
'] PCR JZ N 4157 o

SVEE T RS 3 R BT TR B 1 TagMan® #8510 PCR
R4S«

Z WARBEIR T (melting temperature, Tm).

StepOnePlus™ 4" #4440 5 /N AN FOMBEAT il B2 5 VeriFlex™ HEA AL, AT 4
96 NMFEA N ALAN I 2 /N AN A I EE X o 7 StepOne™ #AFH I VeriFlex
?i;%leibﬂﬁ??&ﬁ%?_}ﬁ, FEAE T LU —ANEJUAS VeriFlex FfAIIFABRBE & — AN [H] (1)

pRAEHE R, [PIAZety y BAS R y Bl e . y BB s B A5 T 1 AOREAH 3]
S BIEEA (Cp)o

AR IF R I AL IR Y41

7E StepOne™ #AFH, BN IN B SLI0 HE PG o PR IR T 21 AL 5 8 3 1) 44

%}Fj&%%@‘ VERFEF R HEe . A (37 20 ] B AL & 5 383 41 1)
HR

7t StepOne™ FAFH, JHEFHI4R @ Eth, T8 R S AR A Js A A ith 2 b

P41

AR R P S AR AP IR B ) R AR R A — MR
FrBT B DATEALEE . S I R 7S .

JOTREY POkt REIEMA] TaqMan® W], AR GERINAE 57 b o
FIBEAEH SYBR® Green ik, R 2 G4kl & SYBR® Green 44k,

i 3 FEAS R BL P 91 (AR B (0 50k R LB Cr (AACy) T332, StepOne™ B AF
52 FE A AT SRR A p S P 1R ST B8 38 155 B0 0 R P PR B A — A (R
AL LA FEAS A PP 51 A U A B MR IR A AR S P 2 g A, 3K
PERRE T REFEAS A 1 R Ak

FLHCRE R DL A G S

A E A E R BORE REA . BRVESH N 76 8 B S A b dh 2k . 590
2 WhrE 26 (standard curve) FIFRYE i #iBE 77 41) (standard dilution series).
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ERNE
(standard quantity)

RIS
(standard dilution
series)

oA h 2%

(standard curve)

FRER %R
(standard curve
method)

FEHE

(colocated layout)

IR (step)

SR
(passive reference)

fibi% BF

(touchscreen)

483 (pure dye)

UNEE S

PCR o W H 1) LN E =

o fEARUERMZSIIG R, SRFREM T ISP SE R . 7E StepOne™ AT, #r
AE it R SR T DUR TR #5 D08, g R 23 e R P 9 i e 3
EHAL

o LEADARUE LRSI, SRPSER P A ECR . ARiE A0 AT LR PCR X
JW T cDNA 40 BARAE Sh IR . R AR bR e th 2k sic i, LA
AHHIRI, A EAIFETH S A AR -

Pt 2 RS Rl th e scier, — A& — RA S AECEE AR HE o ARt s
BT A L SRR AR AR R UE A T, BRUESL AR TUHEA S —FRRE A, T
MR s T HEE S R R, ARIKRAME. A StepOne™ By, Y& ARIE M,
MR AT AR T A R U AR R GRS TR AR
KAERHRE IR BT . 533 2 WARHE T4 (standard curve).

A LA R PR 5

o BRIES BT Cr (EIOMEL AR AR MRS . 5]
CE VIR LS

o U R ARLIRRIES . R ERAE I RIS T
ik, b SRR 05 A MR bR T SRR P51
EBE X B FRAE R

T8 e FEA LR A I 450 B () v . R FRUEIIZE )77, StepOne™ #4430l
SEREAHIBRAE St W e 7 41 TR R e S (R4 G 00 o K EARHE i B8 7 471 1R 58l FH T
A PR TR o AR FARAE i S AFEASFE P 51 (4 $ it . 5318 2 UARHUE i
(standard) A FR#HE 126 (standard curve).

ML P 0K StepOne™ 5% StepOnePlus™ 4™ (X FLEGE L BDF B SLHLIY R 4t
;EJE;}E@U‘EEEP , el R O E L StepOne™ AR A4l B3 fih 45 5 47
4 B84

AR R 5 B A G o X TR B AR R P (P AEAN D 3R, 18] DL E T
BRI CAREE LoD SR TP I D) o ORFR L . OREFINTR) CRFEERTTE])
LA AT UUAT T 8806 P Z D BRI T BRI B R R 0 I B R S o X TR B, B
A YE AutoDelta RS E X—ANP K. S VeriFlex™ FEA N
StepOnePlus™ § #4145, TSNP IRAE 6 MNMEEE (BE VeriFlex FEA A 145 .

PETOCE S AR, OGS LG5 5 NAEPTA SR NALA Won—2, e
TGO G AR FOEAE T, LA RS 125 S N L 2 T BN 1R R P52 o) e
%gg?%g% PCR LRI 9ICH ). Z W55 MIE— R T nl 03 8 s
® % "jﬁsﬁ | X_ o

18 fub 45 DL I StepOne™ BY StepOnePlus™ 4 BEAY ) 7 bF

Z WARE G AR (custom dye)F R YLK (system dye).
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T E M (quencher)

REE MR

(custom dye)

PREER % 2SN
(SNP assay)

BIZEER % A TR
[E (SNP assay
library)

ZMIEF (allele)
ENEFELER L

(allelic
discrimination plot)

= (point)
EEHZE

(quantitation
method)

T 5 =
(made-to-order
assays)

WIS

(standalone layout)

Xt BRAE AR

(reference sample)

116

IN{E TagMan® BREF(1) 37 5501, F 17 1198 e 35 56 [ AE BREF AR 32 fh 2l )k
N5 T . T TagMan® iRFIR, oG KIER — MAZEAY) (NFQ-MGB)
AT HVEE R IEA . 1 SYBR® Green iR FI, A K E A

132!  Applied Biosystems /2 30 TAMRA™ 4ekl£F StepOne™ & 48 L HEY¢
i BEHEAF K Ik A, TAMRA YRl A] 7R StepOnePlus™ Z& 48 - FHE St & AL 4
BEAR BE T

4k Applied Biosystems FefiE (5L . ARZ 5 BRI BEIE 5 T 7F StepOne™ Al
StepOnePlus™ R4 L HSCH AT A FIANE G dqURIS,  NERACE A ek
HIA Dye Library  (BYENE) HHATIUE G g R HE

112!  Applied Biosystems A2 BCE TAMRA™ JYBE StepOne™ R 40 I HIAE G
i BE T EF K Ik 4. TAMRA YRl A7E StepOnePlus™ Z&4¢ St & AL 4
BV K AL

ML RSz v, A T35 SNP A S LA AN H AR AS [ S 26k DA
PREFIF) PCR RV

1 StepOne ™ BAFHE,  ELAS N B K] 73 HESCG (¥ A% T IR 2 A PRI AR 5 0 5
HH IR B TR 28 2 PEAS N A 35 B IR 22 S PR A4 BRSPS IR 25 A MEAS I 3
LA ARSI A ) A2 PR B e . AR R VR RKIE RS SR .
[ B IR 22 A PEAGTIN ] B th B 5 D% T B IR 22 2 PEAS I (1 AGr ) TD MR

AT AASEIRIFI, SRR TESAL ILERTR .

7 PCR 4 885 5 A5 5 BRBOR AR I Bdls S50 K LA 36 03] 2 1 S A7 B 1 #8EH
AR 9O AR T R, ARSI A 2 $REF R e
FECHRSENT T2z

ﬁg H}Eé H— N FRAE S o FRAE T2 RS SR ARV S AR B A G E R A
2T I

TSR, FI T A PSSR 715 7 StepOne™ Fil StepOnePlus™
RYoh, WA AR E ROk bR, AR ERAE I RIELE: Cy (AACy)-

TEVI WA 427 1) TagMan® Gene Expression Assays B¢, TagMan® SNP Genotyping
Assayso IXERPERTA A BT A IR 734 77 i

AT T LR StepOne™ B StepOnePlus™ 47 84 (WG 12 2 vH LML R G0 ) o
AEAZAN Jeg 1, ST 9 S8 b B 1 9 38 4, LG mI ] USB 9K 545 sl
SO ACY WSO AL A AL Sl

AEARERTIE A ELBE Cr (AACy) SE3rlt, HIEHIRE s 4 SOERO R A, 07
e ReHER”
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%D MLk
(multicomponent
plot)

=514

(reverse primer)

KRR &
(plate layout)

R TR
(reaction mix)

R EEFEG (reverse

transcriptase)

BREE
(Advanced Setup)

ERER
(housekeeping
gene)

PF— LR E RS RE
(normalized
reporter, Rn)

BRE SN FL

(omit well)

i 5
(chemistry)

EPEES 5
(regression
coefficients)

EPEES
(regression line)

£ 2% (baseline)

Applied Biosystems StepOne™ #A StepOnePlus™ Real-Time PCR Systems £ & 4>

UNEE S

HEA PCR I A7 IR FIrice S I L IR A3 Fft G} 1R 58 206 TR B A 2 o

M) Ry 181 37 S SR IR . S I ST AIE [ 51— AE PCR SN T
P HIAE A o

SRR RS AL R e I 50 S PO R s o 7 StepOne™ 245, I
17 6 77 8 41, 7 StepOnePlus™ RZEHh, P& 8 47H1 12 41,

AL StepOne™ Hicirf, 4l R e WARAT R AR GE % T R A O S AL 590, &
B INALBC A SR GRS NARA SR T IT B AR R SRR
AT RN R R

5 T84T PCR I BB (REAS Atk dh sl O 2 AMRIITAT 4173 RV

K RNA #4675 cDNA [l K S Fe sk Bg s in £ PCR S PAAAT— 2094 RT-
PCR.

StepOne™ F A H ST RIS SE 40 BETTOR BB B SE S A I fE . Advanced Setup
CRIRVCED WAL RS SEIG B VT AT & o S84 i de KR P H) AR 1

SEA A Mo T fie i S ) I A B B I BRI o A S SR DR AT FHAE O IR, 531
2 WL X I (endogenous control).

PCARTE GBI POCAT ST Z OGSO UR 5

FOF T ATRATIOERAT, T AT S — A A S AL DR SR AN
P 2 1R B NEAL, PRI s £ 5 LTS 45 R

Z: WA (reagents).

MBRHE 2 b [ Ze vt 505 M, GG R2 B, RERA y ShE . )3 ] 1]
R BPAGFRE S S R TR . HiES L “hruEfiZ”

PRAE T Z RS bRt th 2 s b, drrE b2k i e S 2. [nlR 2.
Cr=m [log (Qty)] +b

Hob, m fRER, b iy #EEE,  Qty fRbsERE

F1iE 2 WAl H 222X (regression coefficients) .

gg%@%i,ﬁémm@%%&%%%m¥,E%%ﬁ?%%%%%?&ﬁ
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BELERERIT—1Lk
EHRIEE
(baseline-corrected
normalized
reporter, ARn)

7 (assay)

¥ 1D (Assay ID)

M= R 3L (assay
information file, AlF)

WITUR &
(assay mix)

M EZ (stage)

sk th 2%

(melt curve)

Sk it 2 BT B2

(melt curve stage)

#REERE (melting
temperature, Tm)

1B4E f R FL

(reject well)

SEE
(spatial calibration)

B
(inventoried assays)

118

DGR AL B A SO AR 5 R

1. 7E5 A SN PCR Bafy sk, PCR 98GR AR IA SO GR i =B A A
—TOE TR AE ARn AUEIY G2, B IEIA ) ARn THELATE

ARn (fi¥A) =Rn (FFFF) — Rn (FEZk), HH Rn=H—fbRER NG S
o S

2. FERER SR AL/ ANAFAE SR R, £ PCR 9 B BT POLAS 5 B2 PCR 971
Ja IR SR IR T T IR PS5 A 2257 . AESE AL R 20 1 2
PR BESESG ) I/ AN E: (AP AMFAESER) 1, ARn vHRATT

ARn=Rn (PCR ¥ 57 I6f5 5D — Rn (PCR ¥ T 26(5 535200 »
Hordt Rn = H— AR5 9O0ME TR
TGS WA — R 5O (normalized reporter, Rn).

StepOne™ 1 StepOnePlus™ FRZEH [1—Hf PCR KN PR, A5 H T4 58741
(05 A A 4™ 38 PR 4 e 21 PR 7

Applied Biosystems X} TagMan® Gene Expression Assays 1 TagMan® SNP Genotyping
Assays Fi7 & AR

Bt A 7 R I G R R SO o SCPE A4 A IS BN A g 5
ATF A BRI R AT 0 ks e it

Applied Biosystems T?qMan® Gene Expression Assays fl1 TagMan® SNP Genotyping
Assays H1[f) PCR SN ALy Al R & Bevt F -3 S0P 2 0 5 |0 R it H
TARLIEE Y KK TagMan® R4}

WA R — AP S . A =PRI B IRIF B (fd5
lgjﬂcélj%gzﬁﬁiiﬁﬁﬂ PCR #" M9 J5 B2 O « MEIAHrBL (AR “9 BB ) Hfi ik
2B

i B £ B B R A E s 1) i 2 o AR il 4 1 WA ] SR 7 B 3 A1 1 A Il B (Tm)
s U AR S PCR 9749 4 StepOne™ HAEH, S8 B B% ih 2 40 4 H— 4k
gﬁiﬁfg%%gn) Bl B AR AL, BT AR T PG IR (—Rn') BEVRLEZ AL
/ﬁ\“‘ 6 o (‘»o

T S A A ek R v LA i P I DA A B 2R B B
it dh £k s, Horp 50% DNA b XUsE DNA, 50% DNA fiff 25k B5% DNA iR
FE. Tm fEfFEEIN 2R BoR,

IIMT SRR AT IO ERAT s s AR AC N T2 S AL, I 25 2 i b R R
RFER A EE A RN AL AR LE ) RN AL S Pt S H BRI 4R

StepOne™ 1 StepOnePlus™ RAARAENI A, Horh RGEH L HFEA ISR 1 s W
LA B AT S TR HERRH U T s ARG AT ST TR) 2 I R 38 i 55 s
AR AR B B FLAH DGR

SEHTAEST . O ST KR I A7 75 FEAE T 1Y) TagMan® Gene Expression Assays Fll
TaqMan® SNP Genotyping Assays.

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & # BIS2I6 N[ T35/



18 (amplification)

18 B
(ampilification
stage)

118 ih 2

(amplification plot)

B S
(amplification
efficiency, EFF%)

I 18F (amplicon)

1R (template)

M5t ER
(endogenous
control)

RIANE
(starting quantity)

Applied Biosystems StepOne™ #A StepOnePlus™ Real-Time PCR Systems £ & 4>

UNEE S

UAFIBATH) &5y, AEUEIIIR) PCR P ASEY 48 . X T @ sk, 3 00 in) R A1

SOCEHRAEY W ihZeh o, HIXSERn ] 54 R o 38 82 R sl A/ AN

E?ﬁg’j PG IR AR I PO R A 1 ih e B, HIXSeHdls vl 1 3T
i HER .

IXARIBAT IR — 5050, 7EUbIE] PCR P2 ARy 38 . 4B BOAR il AR A i R b
AT B, A EE AN, IR KRS DK,
X E RS, PP BOYRER R I 9O R /2y 18 I kb R, FLX SR
TSGR 0TI T B AR ANEAE S, 3 R BOY [ R AR (1 5O Bt £E
Prug b 2o, HIXEeHdE o] 1 T TR HERR . 1S WAEFR M B (cycling
stage).
7R PCR ™ B IABY BER AR s . TN -
o JLERHE S AR 2GR (ARn) FEAGEIA 122 4L
o AR PO (Rn) BEAEIR )AL,
o BEAGH (Cr) BN ALIAZ A
PCR ¥ AT 503 . I M0 a8 A A bl i 26 b (R H 26 i Rl ok it 3. Rl
Pl —3.32 RondefE, B 100% PCR 4382005 . sy 19 202 1 IR 25 A 4 -
o PRUERBEIERE — O T BRI A 0 W R RURE AR R, A R
PrfEsh g (5 &2 6 M8 (105 2 1085 ) .
o PRUERERE — b TR SRR S HCRE ORI R T R OR ZE 1R,
FEEE
o PCR #IHIR] — M1 ¥) PCR 071 v] FEARS 5 28056 o s 3 il ==

PCR B3 #497—/> DNA F Bt

7t StepOne™ A [¥) Design Wizard (it [ 3)  CRIE 5856 1) QuickStart) H,
BLAINE] PCR RV AL R A . i TR H5 S 5960 2R AN [B)1 A P AN )«

o EESLE (bRUEfhde. FIARHEMZEALLE C) — cDNA (complementary
DNA) (¢cDNA (H%hcDNA) ). RNA 5 gDNA (genomic DNA) (gDNA
(FEH4] DNA) D
P e S, B ALE RS RIS AT E . RV EFMRISIE .

o LD /M2 — Wet DNA (gDNA or cDNA) izl DNA (gDNA 5 ¢cDNA) )
ol dry DNA (gDNA or cDNA) (0 DNA (gDNA 5l cDNA) )

ST REDR 3 BUSIERG, RS R B 25 RN S W TR

o [ELE/ANAELESEE - DNA
X TAEAEIAELESE Ry, Applied Biosystems A 30# DNA A %] PCR %
VA

T TSI P BT A R A v . AR ABL K P 0K IR0 7 B BRRE DR o pA 6] A ARG o o 1

LLRILLEE Cp (AACY) SESG A T 0 I IEAE 2 L P A — 9 655 . B 5k
BRI AT FHAE G . 53162 W 5XAE DT (housekeeping gene).

2/E StepOne™ AT b SChRAE 2N, 50 e e el e IR A
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X (zone)

X 572

(zone boundary)

£% (task)

WA TR B £

(dissociation curve)

gt s
(Design Wizard)

FE%i8 (ramp)

FBERIEE
(ramp speed)

326+ PCR
(real-time PCR)

120

f£ StepOnePlus™ §" W4 I& 473 [A],  Hy SPMIEA T B2 R 1 () VeriFlex™ FEAS AR
96 AN B WAL B R 2 /NS AN [ I REAIR B o B8R — A s LA VeriFlex FEA N
ﬁﬁ%ﬁ%?’ﬂ — AR, WA I VeriFlex FEAINFARARBEE N [F]— Nl

AR WTEEZOP IR, BRI VeriFlex AEASIIABRASBEE ) RNl

NS BAIHEA TR LT 1Y) VeriFlex ™ FEATINAEGIEAN [FREACR [ X KA 7. A
StepOne™ Hffrf, X FHEAE S AR AT JR) b o iR 2L 2k

E ?%tepOneTM B, OB S e SNP AT INTE 5N AL T AT R SR . T
o RN

IH 7 %

FvRE il Chnve il 2R FIRE X o v 2 5256

BHEST . (GE R4 AL S256)

IPC  (fFAE/AAEAESESD

BELIET TIPC - (AFAE/ AL L)

Z: WARHE 2L (melt curve).

StepOne™ B KT AE, THREAE R A A SCI BT I 5 |3 Rk Bt VR R 3 B 45
&E"j‘:%o

(A AT I L AR R o BRAREE D IR SN, THRRIE L F o BB 502 3o
X ARGE e DB, TR DGR 0 e SCo AR AR R v E LA T, TR
W — X &R R
A B AT HHTE] o AR T R s B o ] FH 1) P ARl ok S 0 5 B S RN B 7
o N TR TF R B R R S5 A, Applied Biosystems & IR T
PCR & % H i H] TagMan® Fast 3471
o N T RHI BRI R BRI A S5 R, Applied Biosystems /RS (1)
PCR [ ¥ A AR v i) o

gt AP B AR AR ANAEAE S B AN SRR TagMan Fast 7l o

PCR $ B KA SO B M0 . SR POR Heli P T S0 R e 45 1.
S HE R4 LA A/ A7 £ 506 0 65 B AT MO

%

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & # BIS2I6 N[ T35/



5238 (experiment)

2 RR
(experiment type)

S %
(experiment name)

X7 (reagents)

F 31 C; (manual C;)

FEhELk

(manual baseline)

HIERE
(data collection)

2 (quantity)

Applied Biosystems StepOne™ #A StepOnePlus™ Real-Time PCR Systems £ & 4>

RIER

FRAEH] StepOne™ 5 StepOnePlus™ RGHAT— K NATISAT LA I FE, (05
B BT T B ATE ] StepOne Al StepOnePlus 2 St 44T 1 S50 S R4 45«

o EE — bR

o EE — FDRARVE Hh 28
o EH — WK Cr (AAC))
o iR M2

o JER Y

o fFLEIEAE

Al A StepOne™ 5% StepOnePlus™
o brifEh &L

LL# Cp (AACy)

A B ith 2k

fiftsE M2k (4& Design Wizard it m3) AR AD

e i)
o AFAEINAEAE

TSP () SIS R S B A s T AT

PR SR RS AR IRSE I A PR . Seie 44 A AT 100 /l\?ﬁ: HA

RECLHE LU AR P45 IERHR () Rk (\) KT5 ) DTS 25 3.
5 () A5 () BEHL () B 0) 835 ()

TSR T S5 EE P 51 A9 5 1) PCR 415
A R R A 4

o TagMan® i 5]

. SYBR® Green 17

o Hoegidin

A o N BB IR B SRR EIE & T SRR AR 7 T R o SR A P
MBS BIEEH (Cp)o

TEAEELrp o370 il 2 NI O B o BT B . R T3l A B B N
FI 3 s AR R 5 e AL o

R SGEAT I S AL R BEAR 54 B LR A R . 44
Feli O T HOR, SR RO (£S5 XA . 7E StepOne™ HKFFH,
BRI MUY A L B o i PR

o HURRAATIF:

. BRI

(s RS sdt, PRI SISO, XM T AR DAL TR, RS

aR R . AT BORSRFEAS T L S A R A B RO R AS T L S A U
W TR (R A= 5

AGPAT ISR ALE

StepOne™™ Al StepOnePlus™ R4t
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FK %0 (unknown)

AH IPC R EZFL

(unknown-IPC
wells)

BETHEEZE
(thermal profile)

iR £k

(temperature plot)

Joi g%t R
(no amplification
control, NAC)

Fotg R BR

(no template
control, NTC)

TR ERER —
INAEEY)
(nonfluorescent
quencher-minor
groove binder,
NFQ-MGB)

A

(dilution factor)

BRERARE
(Diluted Sample
Concentration)

(10X }im]'ﬁ:'ltb/ﬁl)

8 (diluent)

122

1 StepOneTM Bt B S E SNP R AE £ 5 4 IEAEASIN I REAS (1 e AL AP )

o fEERSRT, UPHIE S A RRHE PSR ORI SN AL IR SS

o AESEIN P RIS R, SNP AN AR A 35 FLAT AT RE DRR XA 18 Jse 3 L 11
f£55

o TEAAAEAEAESIR S, SUPAIERERA QUSRI FIRAD 1
B NEALH AT SS o

FEAFAE/AFAESL I, S A REASTIBRPE A G I (TPC) 1 s AL

IBAT TR *‘:E‘MJ\, 9 StepOne™ 5% StepOnePlus™ 34 {8217 IR I A 250 RAN B B
FRER . W), TR A E R AR A

7t StepOne™ At , %o~ StepOne™ B StepOnePlus™ 4 A2 4T IR FEAS . §7 4
A3} 7 R G ASCRE A I R PR

Z W B BT IPC S WAL

Z: DL PEXT I (negative control, NC).

HITE TagMan® £REF(1) 37 w70 o HEREFSCHERT,  TEYE 6 KL R (NFQ) 4 FH
1EZEHR A G R 265 5 I7'7 NFQ A& R 9Et, B eEAU= A&
BHEAES, W= ARSI E =L K. INIGEY) (MGB) 24 w4k B
(Tm), TIASHERIRE K. B8 VPR v R IR

Z: L7 HIA5 3L (serial factor)o

StepOne ™ A", Reaction Setup (XI5 E) Jf#% (K] Sample Dilution Calculations
CREARRE VD JETR LR i 7B 7B, ASER P Pra A

NIRRT 0 21 e N PRI AR AR S o “ 10X N TR IR " s A oE
IS SRR (RIAEAS SR it AL 20 (R FEE D 10X e 9T, 2 SRR 5 FEAS IR B2 R
50.0 ng/uL (10X), WS N R FEAS ) e 2SR 5 ng/uL (1X).

FEREA BARUE S I PCR N2 I, HSR AR REAE AR Blibn ot i 7] o iR 5 m LA
e 7K B M

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & # BIS2I6 N[ T35/



(system dye)

FRXTFR A B 2 77 0%
(relative standard
curve method)

AR (calibrator)

1 (slope)

5% (series)
RIS
(serial factor)
EEZNIINE
(cycling stage)

IEEZNEI ]
(cycle threshold)

UNEE S

Applied Biosystems $#2 it Jf-7F StepOne™ X, StepOnePlus™ A&t L Tk HER) Gkt . &
FESCY P R GEARL LA, I H IR R G AEHLHESE Instrument Maintenance
Manager (F BGAXAEF L) PR TR HES

StepOne R4 1 RG Yk}
o FAM™ 4uk}
o JOE™ 44k}
o ROX™ 41k}
e SYBR® Green 44k}
o VIC® Yek}
StepOnePlus R4 LI R Gkl
o FAM™ 4ukl
o JOE™ 44k}
o NED™ 44k}
o ROX™ %uk}
e SYBR® Green 44k}
o TAMRA™ %k}
o VIC® Yek}

112! Applied Biosystems A2 BCE TAMRA™ JYBLE StepOne™ R 40 I HIE R
et B A B K IE . TAMRA B4R {E StepOnePlus™ &40 F HIAE DGR L 4]
B K AT

B E FEAS T L7 51 AT RO 1 50 o RTATDR AR - 26535, StepOne™ B
SE T AEAS L R IRORE AR i B R P 91 FH 0 e 81 0 AL G IR R Do SR PO
AR . R RS HE i R 3 210 0 Kl P 7 PR v e o PR P Asfe
24 17 AAEAS MRS FOREAS R S P 21 g it . o FUORE (3 R A P AT P 471 £ i A
X HEREAS TP S IO, P B O A A R S P 97 (AR B

Z: WA EFEAR (reference sample)so

MARAE I Z R [P Ze vt AT H A I S8 R s kil it PCR 4 H920% . —3.32
IR LR 100% [ 8H . 511ES W 1 207% (amplification efficiency, EFF%)
AT ZE (regression line)o

Z: WARE Wi BE /741 (standard dilution series).

1t StepOne™ B AFHAT, & SUbRUE Ih 4 B0 P A IR BU A E . Fe oIS BOR i g B i
Mo SR AE i 4 b B PR fE st B . BN, A8 1:10 2 10X 781 £k
€ CPRHE 2L, D) it e i AT P M AH AR R TR 22 538 0 10 5.

(RIS AAC IR P A M E B ARIAR BLAROy “ I IEN B o XS TR B
0] J3 H AutoDelta B E . 7312 WP 1 Bt (amplification stage).

Z WLIB{EA A (threshold cycle, Cq)o

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ E 4 B SLIG N[ 1457 123
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BT RSN IR
(derivative reporter,
—Rn’)

[REFORES
(positive control)

PR A %t R
(internal positive
control, IPC)

#7K (sample)

¥ (Sample) StF
AEfh (Standard)
(10X)

75 DNA
(Sample DNA) (10X)

FEA/SNP #6532 iz
(sample/SNP assay
reaction)

FEZR/HB I [
(sample/target
reaction)

=N
(Sample Library)

S % 1& (outlier)

BRIEXT BB (negative
control, NC)

BA 3T BB IPC /[ FL
(negative control-
IPC wells)

BE 1% XF BB PR T IPC 2.
[ ¥l (negative
control-blocked

IPC wells)

SIHARSHRS

(primer/probe mix)

124

PCR 4 4] A1 75 L AR ()T AR 9B R BITERT R . AERTAEIR & 9 o
JE (—Rn’) B AR i EE I 2o, RT AR 96 sm AR S8 y il E R

FEFEP P RS, B AR B a5 7 52 5 7 DNA FEAS. 7E StepOne™
A, SNP RINE 5 AT CANIE PR AR A S L HRIAE 55

AFAEIAAFAE SR R, AN 2] PCR SN (R 1Y) £ il DNA A5 . £ n] Al ] TPC [X
DEAESIR  (H, FEARTRALEAERLIFS)) M52 PCR I BRI HT BCE
R 71 A o v 2 (1 B P 6 2R

S TEASIN (R ABEARL o

7E StepOne™ ¥ A4, Reaction Setup (W1 E ) %51 Reaction Mix Calculations
CR VTR 5D BRSO R N AL o B A 5 0 21 s N IR R TR
ABARE A 10X WEE . filtn, Wi R NARFR R 20 uL, W12k 1 O S vk 5 HH 1)
FEABBRUE S AAFA 2 UL

7E StepOne™ # A4, Reaction Setup (W1 E ) %51 Reaction Mix Calculations

CR TR 5D BRSO s N AL o B A 5 N 21 s N TR TR

%DI;IJA 10X WRFE . i, dn R SARFA R 20 uL, WA 1 s M5 H KRR A
A 2 UL,

FEFERI A RS BG f, —/N PCR W FR A FE A FI P AT SNP A il 415
/N PCR J N H Al A & — 4 FEA RN —A~ SNP #illl »

FEE S SEg T, —> PCR O 1 SR AT S A S A e 7
Design Wizard (i) o, HWAE—/> PCR W il #il e f— AN 7
b1l }g&;ﬁﬁ Advanced Setup (R 'E) AIE—A> PCR [ H RN AT E & — AN ELE
L3 o

StepOne™ AFH HIFEALES . Sample Library (FEAREE) S FEAR L FRAIFEA

ZJEENS
— A, RN T EOR T e B A A

7t StepOne™ #AFH, HEJPHIEL SNP KLITE S A/K Bl (A RFEAR) 1)k
P AL TS o BIHEXS BOS N AL AN N R AR B . DARTRROD “ JoBaRsont i
(NTC)” .

FAEAAFAESER T, & TIPC BRI ZZE Ml sk CIANEEEAR) MRV fL. 7
[P0 B TPC s ALY TPC BN A 18, PR A HEA . LLRTRR A
“IPC+” .

AAAEIAMFAESE R, PCR [N H AT IPC BHIBTA G A2 FEAD) 1R NAL. B
PEXTIEFLLIT IPC S MLAL P ANBIAZEY G, R S ANV & FEAS HL TPC (137 16 4 fL
Wi LARUAKOA “ICy B (NAC)” .

A BE T4 SR 5005 A8 o A US54 1) TagMan® 45419 PCR
NS

Applied Biosystems StepOne™ #1 StepOnePlus™ Real-Time PCR Systems £ & # BIS2I6 N[ T35/



SI¥IRED

(primer mix)

[F 35 032 h 2k

(raw data plot)

P L)
(Remote Monitor)

BITRHE
(run method)

IEE 514

(forward primer)

4 RIS SIEI
(endpoint read)

EE# (replicates)

=5
(replicate group)

&5 Cy

(automatic Cy)

H zh & 4 (automatic
baseline)

FE T IPC
(blocked IPC)

#1& (threshold)

E{ETEIR
(threshold cycle, C;)

UNEE S

ST T BB IE 1 5 9URUR 5 1010 PCR S NE414

FEAMEEA IS RGOS ORIT—40) 1.

StepOne ™ #AFHH X1 L i » )‘Dﬁf@:ﬁﬁl@%ﬂﬁm S‘[ep‘OneTM Y, StepOnePlus™ ¥~ i‘
o AEFIEREMEAL, Sn] LU ALY 38 BCIRES . 19 S SO R S SEm ALy 1
it 2 LA 1th £ DL AOKS 45 S F BB v L. ANBEAE ] Remote Monitor (I
FEIAL) ThREERAE StepOne 85X StepOnePlus § 4445 o

7€ X StepOne™ 1, StepOnePlus™ ™4 4GS AT 1) s W AR R & AR A 7 o
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