CycleavePCR™ MR 2R R RERSERCE Y 1 IV A&+ v b Ver.2 (RGO — K CY216) #RE
< Applied Biosystems StepOnePlus Real-Time PCR System D3E{EH &>

S, REICIBOIEREGRAEZ CHRLEL,

(1) Experiment Properties BEIEIDREZ1T S,
+ Experiment Type : Quantification-Standard Curve
+ Reagent : Other
+ Include Melt Curve BEH 7,

Experiment Menu « | Experiment: Untitled Type: Standard Curve Reagents: Other START RUN

T
[ Setup || pre—————

o @ e o satun, then POR reactons

Plat How do you want to identify this experiment?

* Experiment Name: [ Untitled

Barcode (Optional):

User Name (Optiona

[ comments Opona

Run
Which instrument are you using to run the experiment?
E/. JAnalyic ( ¢ StepOnePlus™ Instrument (95 Wells) ) StepOns

Setup, run, and analyze an experiment using a 4-color, 96-well system.

What type of experiment do you want to set up?

7 Guridaton iandad G I Sl S Ce ) Sl Corpaie o Gac)

18 Wells) )
|

Melt Cunve Genotyping Presence/Absence
( J( J

Use standards to determine the absolute quantity of arget nucleic acid sequence in samples.

Which reagents do you want to use to detect the target sequence?

[ TagMan® Reagents J ( SYBR® Green Reagents ) 7 Other

The PCR reactions contain primers to designed to amplify the target sequence and other reagents to for"Other" reagents.
it e G

Which ramp speed do you want to use in the instrument run?

( S ) A e )

For  Applied using Fast reagerts

(2) Plate Setup @ Define Targets T Target Name A 5&E T %,
- FAM 1Z35% 70— & H . Reporter # FAM. Quencher % None
- ROX #Z58% 7O — 7 #&HiI&. Reporter & ROX. Quencher % None

Define Targets and Samples ] Assign Targets and Samples L

a Instructions:  Define the targets t0 quantity and the samples to testin the reaction plate.
Define Targets

| Add Mew Target | Add Saved Target | Save Target | Delete Target | |

Target Mame Reporter Cuencher Colar
[Rava | {Fan ¥ [|None v| -
GE | |Rou ¥ [|None v| -
PV | |Fan ¥ ||Nane v| -
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. Probe
2=y bT1ILR S E
RSUAIVA AR
. o FAM
. . Human respiratory syncytial virus subtype A
Probe/Primer Mix-1
RSUAIVABE ROX
Human respiratory syncytial virus subtype B
INGAVTIVIZ O IAIVR ]
. . FAM
Probe/Primer Mix-2 Human parainfluenza virus 1
[ iX- :
INGAT7IVI Y IAIVA 2 ROX
Human parainfluenza virus 2
ARZa1—FTAIVR
. FAM
Probe/Primer Mix-3 Human metapneumovirus
INGAVTIWI T IAIVA 3 ROX
Human parainfluenza virus 3
AVTIVIHIAIVAA
. FAM
Probe/Pri Mix4 Influenza A virus
robe/Primer Mix- -
AVTIVIVYIAIVAB ROX
Influenza B virus
7T/ IAIVA EAM
Probe/Pri Mix5 Human adenovirus
robe/Primer Mix- -
RATAIVA ROX
Human bocavirus
Probe/Primer Mix-6 | =17 7 TIVA FAM
Human rhinovirus

(3) Define Samples (2T Positive Control & &4 > FIVRAERET 5.

Define Samples

| Add Mew Sample | Add Saved Sample | Save Sample | Delete Sample | ‘

Sample Mame Color

[Pc_Rsva |

-
| -
-

[gample 1 |
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(4) 1ERL LTesEZ BT Plate Layout RERE T %,
passive reference (& (none) 1£9 %,
Probe/Primer Mix-1 55 Mix-5 @ 7 1 )L I lE 2 FEE D Target % 5% E L. Probe/Primer
Mix-6 D7 T )VIid 1 F&EED Target ZERET .
& 1 JVITE%Y T B Positive Control £7zl& Sample #/E T 5.

Define Targets and Samples I Assign Targets and Samples ]

Ta setup standards: Click "Define and Set Up Standards.”
G Instructions:  Tg set up unknowns: Select wells, assign target(s), select"U" (Unknown) as the task far each target assignment, then assign
To set up negative contrals: Selectwells, assign target(s), then select"N" {Negative Contral) as the task for each target assignr

Assign Target Task Quantity >

REVa |(E)(3 w | EShomeellsv | V|ewLegend ‘
REWD I0||E) =
(I H|=@ : | : : |
O |rmz [S1][| ] N
O] |Mep S]] -
O PIv3 H(= v B

mixed [0 Unknawn [5] standard [ Megative Control 5 [] rsva

[] revo

[ R\x Define and Set Up S‘hndirdsJ

X PC-R5Va
Assign sample(s) to the selected wells. e p—

[ reve
Assign Sample .
O PC-REVa ] PC_RSWH
H N
OJ PC_RSWb Hlo Reva
RSVD
Sample 1

Sample 1
E REva

RSV

Assign sample(s) of selected well(s) to biological group.

Assign Biological Group

Select the dye to use as the passive reference. H
o

Wiells: m:i Unknarwn Bl] Standard D1 Megative Contre
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(5) Instrument 2 7 &R L. RIGEHZRET .
Sample Volume % 25 ul ICEFE T 3,

FIERZEE (Hold)

Cycle : 1
95°C 10 %

a1 3 step PCR

A e Cycle : 40

/ 95°C 5%
55°C 15%
72°C 20# (7 —2ES)

I St 1 ssz ses

[

6) RISFa—T%H+4 v kL. STARTRUN RZ>E2 ) v LTRIGERIET 3,
* DIEDBRIE TN A— 25 EDREEEAITo>EH. Analyze R >& 7w L
TLEETW, BEFHTON. EENRBEINE T,
(7) RIS¥&T#%. Analysis BIE®D Amplification Plot TiEigrhiR% HEE3d %,
(8)&2—4"w k&I, Threshold #HEERd %,
2=y MG % Positive Control Dd&Hy &R H . FEXFISD Positive Control 35 &
U NC Z#&H L ULMIEIC Threshold #38E 9 5,
FAM #&H & ROX #Hld. ERICERENRETT,

1. Amplification Plot & &8 d Plot Setting (< & LT Graph Type : Linear, Plot
Color : Sample #3&4RY %,

2. Probe/Primer Mix & & T, View Plate Layout 285 ULNT NC RIGY T /L & Positive
Control RIS TIVEEIRT B, Z—4 v D 2FED Mix-1 5 Mix-5 (& NC k&
&% Posotive Control RIGDEET3 T TIb. 1 2—5Y FD Mix-6 [$EET2 V)b
BEIRT B,

3. LUFClE Probe/Primer Mix-1 Dip&%H & L TRT .
F 9. HHNIEH FAM @ Threshold Z & E 9 %, Amplification Plot &I T 38 D
Options H*5 FAM THEH T % Target A &R L. BIFHGEERRT %, 7T/ &
IR LTz Target BA—HODHE. BIRERONRTEINGEVDOTEET %,

) Probe/Primer Mix-1 DIF&
NC. RS 7 JU A A B! Positive Control (FAM #&H). BKT RS UAILAB
A Positive Control (ROX #&H) D3 7 =)L AEZEIR L. Target & RS 1)L
A A BI%E3IR LT 3 &M Amplification Plot #%& 9 %, (RS VA IVA AR
Positive Control :§&. RS 7 JLX B & Positive Control: 74 L >y NC:14%*)
* 1 Assign target(s) to the selected wells. @ Task ¢ Negative Control & L
femald. JL—THRREINETH. HBADLOHETRRLTWVET,

FAM & & Ti& 7% WO RS 7 1 J1 X B & Positive Control ¥ NCD 7 = U T
Baseline M EFPA—HHARESNEZIFNIK. 5. [TES,
ROEDEKSIC, Baseline D EFHESNBHEIE. 4. DRIEEITD,
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Amplification Plot

Plot Settings 1

PlotType:Iﬂans Cycle VI Graph Type: |Linear VI PIotCoIDr:ISampIe VI =

[T Save current settings as the default

Ll

P P alp K E

Amplification Plot
125,000

100,000

75,000

-25,000

2 & B & 10 12 14 B @ 20 2 M X B N 2 ¥ ¥ ¥ L
3 Cycle

Target: IF{S\f’a x| [rhreshold: B2 Ao [1844 859865 ¥ Auto Baseline =]
]

Show: [T Threshold — [T Baseline Start: Well B Taraet 4. Baseline Eng: Well I]LI

4. Baseline LR, F7zld” T )UICK > T Baseline h—E L TLxULMBEIK. Options
@ Threshold: & Auto &4 Auto Baseline DA% (39 L. Baseline #75w 9 3,

Amplificatien Plot

Plot Settings

Plat Type: Iﬂ.F{nus Cyele vl Graph Type: ILlnear vl PIDtCuIDrISampIe I j

[T Save current settings as the default

,@ﬁélzéé

Amplification Plot
125,000

100,000

75,000

25,000

-25,000

2 4 A& & 10 12 & 1@ 1@ 0 X M ¥ W/ N T ¥ ¥ 3 «

Cycle

Options .
Target |R5\.fa =] Thrlashnld I Auto 1954859863 [ Auto 5as|e|ine =]
=}

Shiow: [T Threshold — " Baseline Start: tWell B Taroet 4. Easeline Enii:WeII I]LI

5. Show : [dThreshold 4% A, BIgRRARIC Threshold &R %,
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6. Threshold #Z &9 %184, Threshold & Auto DA% S L. Graph [CRTE
Nfe Threshold ITAH—V IV ZEHHLE. FS v F LEH S Threshold & FEFIED
Positive Control D7 )L &Y EICERET %,

Amplification Plot

Plot
Plot Type: [ARnvs Cycle vl Graph Type: [Linear Vl PIDICDIDrISampIE vl =
N Save current settings as the default =
£ P L= =
Amplification Plot
125.000
100,000
75.000
=4
¥ 50,000
|
25,000
$:824:8808%
PR v
-25,000
& B 10 12 14 18 18 20 21 M X B N B ¥ ¥ M £
Cycle
Options
Targat IRSVa [=| Threshold: T Aute [1954.859863 [ Auto Basaline =]
|
Show: ¥ Threshald [ Baseline Start Well B Taraet 2 Baseline Endg: Well I]LI

LD Threshold % S=AGH SBHEDNIE ICEE
Analyze R2>& T ) w7 L, BEREZTS,

B AR ROX 2 — 4w kD Threshold Z8&E 9 %, Options @ Target & &) ROX
BMH T % Target & & 2R L CBIRRRIEZ R T 5, (fl ; Probe/Promer Mix-1 T
& RS U VA BEIZEIRT ,) HAIEHD ROX DZ—F v M. FAM DIRHIC
ERTY TFIVHMEL B EN B T8, Plot Properties @ Y Axis . Range B%& 47} L.
Scale ZEEFET 5,

(T N = = 5 e vt e |
TS > conerane i [ sormermorn el 0]

=~ Plot Properties
Plot Type: [ARnvs Cycle w | Graph Type:|Linear | PlotColor|Sample hd liee -
vee vle [Jll srann Type] [ [sam [ Gereral | XAxs | Y Axis
IS Save current seftings as the default = Label
P bl 2] E= || Laber [arn
Font ISaﬂsSerifplain,Q ‘ Select
Amplification Plat 7 U Vi 7 —J
125,000 Calor I- 0,00 j
100,000 Tick Marks
¥ Show major tick marks
75,000
72 Show minor tick marks
c
& sooo ~ Show major tick mark labels
25,000 7 Show minartick mark labels
o 214,723824 —— |
r Auto-adjust range
-25,000
T s v W s E E A m m m % 5 5 || Mnimumvaie 1,000
Cycle Maximum value I‘\ZEDD
Options
Target [RS¥h |+ | Threshold: W Auto |214.718528 ¥ suto Baseline ;I —
I J I | | ok || cancel
Eihluw ¥ Threshold — [T Baseline Start: el B Taroet 4« Baseline En?.WeH l}ﬂ T

[ =
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9. OK%=% 1w L. Amplification Plot Z#%&/R9 %,

Amplification Plot
12,500

10,000

7.500

ARN

5,000

2,500

2 4 & & 0 12 4 & {8 2 2 M HN M 3N HE M N 3/ 40
Cycle

Options
Target IF{SVb = | Threshold: B aute [214 718620 ¥ auto Baseline =]
I}

Shore [T Threshold — [ Baseline Start: \well B Tardet 4 Baseline Eng: Well I]ll

10. 4.~ 6. LRAHEDEIEICEL Y. Baseline =7 < w b & L Threshold % FEXT i D
Positive Control D F+ )L &Y EITERET 5,

X EBOEME FIZIE Probe/Primer Mix-1 #H . ROX #H (RS 71 JLX BAY)

fAllc FAM 8 (RS 74 JL X ABY. Amplification Plot #%) O~ FILHEN

LGHBENHIET,

Amplification Plot
12,500

10,000
7.500

=

©
< 5000

2,500 1) 03661032 il
| 214718427 T P

2 4 @& & 1M 12 14 W@ 1@ XN X® M ¥ M N W M ¥ M 4
Cycle

Options
Target: IF{SVb = | Threshoid: [ Aute |214.718529  auto Baseline =]
I}

Show: W Threshald — T Baseline Start; Well B Taroet 4. Baseline End: Well I'ILI

RS 71 JUA B & Positive Control: 74 L >y RS U1 JLA A B! Positive Control : &x.
NC : £
LEB®D Threshold % S=4EH SBHEDMUE ICEE
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(9) View Well Table 2 7% 2 1) v 7 L, #ERDT—2%ZBRTES,
View Plate Layout T View Well Table ]

Select iiells With: I—Select tem- = | I—Select ttem - = |

Shaw in Tahle ¥ | Group By ¥ ‘

Bl Bpandan S collapse Al

# || Sample M... | TargetNa...| Task | Dyes | CT | CT Mean |

14 =l
15 MG RSWa UMKHOWH - FAM-Mone  Undetermi...

16 MG RSWh LURNKKOWR ROX-Mone  Undetermi...

17 PC_RSWa  RSWa URNKKOWR - FAM-Mone 25072 24,601

18 PC_RSWa  RSWh URKROWH  ROX-Mone  Undetermi..

19 PC_RSWh  RSWVa URKHOWH Fahd-Mone  Undetermi...

20 PC_RSWh  RSWh URNKHNOWH RO¥-Mone 26617 26.261

HETTEDFHMIIREDEIRGERASE & CHEERC LT L,

< Applied Biosystems 7500 Fast Real-Time System Z{FHT 355>
Applied Biosystems 7500 Fast Real-Time System Z{£EAR 9 5i5& 1%, StepOnePlus Real-Time PCR
System DIFMEREESEICTHERCIEEL,

<EER>

(5) DRIGFMF

=

X AE

T, BREEZ 25 ICEBLTILEY, (72°C0 25#)

(8) DIE{EHEEE(C LT, Threshold. Baseline ® Auto %2k LT Threshold % 3Extis
D Positive Control D 7 F )L XY EITERE L T ZEWL, GEH. Applied Biosystems
7500 Fast Real-Time System Tl&. FAM & ROX D JFILNFIEFR CTH B s, (8)
D 8.Scale FHERDBIEIIARETT,

LHAZINA TR

BHIO—KCY216 @A 3—)b)



