A% pplied StepOne v2.0 F-i& + 48 42.doc
Blosystems

StepOne & StepOnePlus - F v d & f&3 3\ kg {7
A. ¢ StepOne Software |Quick Start]ie 7 + 4

B. & StepOne & StepOnePlus # B & % & &4 82 &K

A. ¢ StepOne Software Quick Start ;& {7 F #%

1. B k< StepOne Software v2.0 i& » 3 F & {4 BLi% Quick Start Ed AR A

AR T
2. it~ Experiment Properties %éﬁi%]
® [Experiment Name % 4% i% % = & |

Enter Experiment Name and Location

* Enter * -
Experiment Location | D:\Applied Biosystems\StepOne Systemiexperiments\AB. eds | Browse
Name: :

B HPL 2 aw :i—.zkExperiment w1 USB ¥ » & % £ #-4h% Import
31 StepOne st StepOnePlus 4% = + e (7 + %

® | ¥ Experiment Type |

CQuantitation - Standard Curve ] { Quantitation - Relative Standard Curve } | v Quantitation - Comparative C1 (AACT) ]

[ Melt Curve ] { Genotyping } [ Presence/Absence J

® |y iu

Select Reagents

o

¥ TaqMan® Reagents

® | ¥ Ramp Speed |

| ¥ Standard (~ 2 hours to complete a run) ] [ Fast (~ 40 minutes to complete a run) }

o [EHF %k S |

Select Template

[ RNA (1-Step RT-PCR) ] | + cDNA (2-Step RT-PCR) or gDNA




AB pplied StepOne v2.0 F-i& * #;x4z.doc
Blosystems

83 Run Method 72 % PCR F i 2.2 3 & 13 :c (4 ,;{;—: ]

Experiment Properies | Run Method |
Reaction Volume Per Well 20 Wl
MW'IMWD'|MS*CM| || Collect Data * 'l
Holding Stage Cyching Stage
Mumbse of Cyeles 40 5
DI Enatle Auso &
Starting Cysle
w 35.0°C 550°C
0020 9% pgon
e .
1
Jai"' . B0t
—
| 100% o020
2
o]
Sl Step 1 Stew 2
le L
Legend .
[lg_\,iGala Collection On Data Collection OFf & Auto &4 On & Auto & OFF

[ Barve current setings as th default

coce ) S

3. 4rgrit * StepOnePlus % % + VeriFlex ™ Block s i » 3¢ == Setup # it 7]

_+ 2t Plate Stepup 4L % M EJASS'QH Targets and SampleE

M F T 0 4% Enable VeriFlex™ Block i 78 » gt p5 Block 4L A & # B % H(4c T
Bl) o (2 # & %2 StepOnePlus #2))

View Plate LayoutI View Well Table W

Select Wells With: |— Select ltemn - V| |— Select Item - V|
‘ how in ... | View Legend ‘ Enable VeriFlex™ Block ‘ |
1 21345 s | 7 [8 ]9 |10

A

E

E

D

E |

P

=

sl

wels: [ 0 Unknown [E 0 Standard [ 0 Negative Control 96 Empty

4. # ¥ %:¥ Run Method » % run program + - T gcid R RS 2 0 E

@ Review the reaction volume and the thermal profile for the default run method. ¥ neaded, edit the default nun methad or select a run method from
the library.

Graphical \.l'iewl |

Reaction Volume Per Well 20 | pl.

| Add Stage T I Add Step ¥ | Delete Selectad I| Collect Data * I I Qpen Fun Method | o I
- . — =
ClEnable AutoDeka
Starting Cycle:
wo 950°C 95.0°C
00:20 0% gnm
o -
”’“‘-\.‘\ 80.0
o Aos -
[I- Zane 1: 60 "C
== Zone 2 60 "C
o — Zone 3: 60 "C
3 step 1 step 2 -
< Zone 4 80 °C 5
Legend Zone 5: 80 °C
LEHD\M Collaction On [Ciata Collection OFf & AutaDeha On A AuaDeha Off| £one 6 60 "Clmperatures




A% pplied StepOne v2.0 F-i& + 48 42.doc
Blosystems

® Set different temperatures for one or more zones KL R E B

AL ELERAALEITURLES R 5 - r¥ - FRAKSI T LR 25)2; °

Set Temperatures @

j/ Selectwhether to set one temperature for all zones or to set different temperatures for
one or more zones in the VeriFlex™ sample block. Then, setthe temperature(s).
Note: With melt curve steps, all zones need to be setto the same temperature.

() Setone temperature for all zones

(&) Set different temperatures for one or more zones ;

Zone 1 Zone 2 Zone 3 Zone 4 Zone 5 Zone 6
600 % 600 600 % 60.0 = 600 = 600 %
| ok | | cancel |

5. 4% StepOne & StepOnePlus €_H & i (» ﬁ}q\ﬁkﬂgv AE T R A) Pl g

; P , H Save - .
FamzodRa Lol PEEEe 2 b3 RT = T ¢ Save As

#-¢ Experiment 3 2 USB Device -

Open... =] Save ~ =} Close J,_‘] Send Experiment to Instrument... ’-_‘r Download Experiment from Instrument.,, &% Export.. ~ Print Report...

Experiment: Untitled Type: Standard Curve Reagents: TagMan® Reagents

Instrument Status: 0"?@ Disconnected

START ...

Run Status: Mot Started E | O Enable Notifications

6. H#-° REF 9 % 0 USB Device & » StepOne ¢ StepOnePlus # % 7 USB #&3¢ > ff

Experiments

Browse [ Mew
Bkt d e o is 0 BiF A £ o 0 Browse/ New Experiments I J

y , . (= i TR
ERPEE F L 2 efh R AT E % USB folder D E TR D

> |

Pk AL 2 (BT swamn o L A AERT R LALE HESMB LT RT

Start Run
Mow

lé = data jc &

Collect
7. FER&E o B € w3 "Main Menu”# & > ff4 Collect Result e l i
USB Device #-data 7 !

2 %1 StepOne & StepOnePlus B & £ Rt #5 - BRI FZXZF R

7

L SERE R L = ‘i’;f-ﬁ'/ﬁﬂ.“-ﬁl Do UEFLRT - BRESFRE



» Applied StepOne v2.0 H-i& + %% 42.doc
B Blosystems

B. StepOne & StepOnePlus 1 B & + & &7 EZ

1. REcRRis 2~ d o od il ¥ ¥ ki€ 7 StepOne ¢ StepOnePlus 72k Z_ o
2. ok BiE{TP % F &> PrimerorProbe #41% AB fexboriEH ~ AB B K

er1TagMan Gene Expression Assay &  Primer Express #73& 2+ 7SYBR Green i #*

Taghdan cOMs
ndard;
(Standard) E\‘

egaprimer o P|¥ £ d Main menu g s 42 EH TagMan cDNA

SYER Green
[ Standard)

SYBR Green | wicine I}w b o

3. + ¥ j¥_Browse/ New Experiments £ # #7F e Sk F B 2. bldofB B 50T
Gene Expression Quantification (GENEX_STD¥*) ~ -i& fi-;¢ = ¢ SYBR Green § 5%
( SYBR_GREEN_FST ) ~ f2 & ¥ % Melting Curve (MELT_Curve*) or SNP
Genotyping (GTYPE-STD*) % ...} #3% 2_-

4. # 7T TagMan cDNA (Standard ) i& » PCR Thermal Cycle Program » # ] * T & 1

O
EAE EATRIRR RE S dok ER PR R RRT s o
Stage 2
<[] “[a0 ]

| 95.0 | | 95.0

|
Lo )/ ] | =k
/oo | [0 |

| Step 1 | | Step 2 | | Step 1 | | Step 2 |

4 -» 0
doal @ | 38 4] O |

Add Delete Options Save

5. 4ogcié * StepOnePlus 7] + VeriFlex™ Block 7 i - FEE Options ™ =h
VeriFlexstep 3% T+ B HRAFR AL APMEIERLE T 7 UAZES R
Mo F-frw A RHER T LR 25/ o (## i WL StepOnePlus 5 4])



ﬁﬁ% Blosylflsetgms

6. A& {ex

Run Experiment:

X3
Folder:

Reaction Volume:

<
N
—
G

StepOne v2.0 P-ig + #x42.doc

Edit Run Method: NewMethod [ X |
A\,

Delete

D I u‘l’u ll

Run Add

i}

o Edit Run Method: BigDye_Fast

am Rate/Time

Touch a stage or a step to insert a stage or step. Touch a time
or temperature to edit it. Touch Options to create AutoDelta
or VeriFlex steps, to show ramp rates or to add a pause.

@ Wirtual framebuffer &40ea80 16bpp Display 10 Rotats o

: Ele Wiew Help

[“Stages |
%

A

VeriFlex ste

III¢II
Pause

=
Gl

e |
?

._nﬁn!.

?)

Craate a VeriFlex Step
' 5000 5000 500 5040 500 5040
1-2 3-4 5-8 7-8B a-10 1 -12
“Temperature diflerence between adjacent zones <= 5.0 Apply
Selected
e All

Bl § B RN A

TagMan_3td
Default V I i
§ —

% Browse Last Accessed Experiments ™ i # k1|3

Folder ~ # { :z§ ¥ F JEth SR » #& 7 Save & Exit

LA B ER

£ ok

Save & Exit l

o

’?m?ml—llu
2 3
5 d

|
5

nl$l6|7l$

R R DR
Je)r) o)) )
L)) -) ) —q)

o.;...'

1))
i o

x e e
o o e

e |
k‘lﬁ’ l;’f"'? ,56? ’ ;}'—é-—r Start Run  © ﬂ'l‘ E%



\pplied StepOne v2.0 P-ig + 8 48.doc
) Blosystems

B E LA o RARL Feph R R E R o Aok o M - B E E N BT

0ven'.rri| } Collectl
E £f§ + Overwrite i 17 Data Jc & 5 4o & & 75 e035 P ff 45 Collect & »
USB Device #- Data % 4! -

3§

@ Warning & Warning

There are uncollected results. Please insert USE Storage Device.
Do you want to collect them now?

Collectl Overwril Cancell OK I

Start Run
Mow

7. FETF WA E R & A FS o f§#52 Start Run Now IEIJ ¢ & » PCR

Program FrpFdgt 4 6 ©

( Sample: Stage 1 Time Remaining: '
3
Experiment: GENMEX_FST

@) E) e )

Add Melt Curve View Experiment  Dis play Exp riment sSTOP
Information

Collect
Results

8. F &g &is > R & w3 "MainMenu”% & - ff ¥ Collect Results l.rz USB

Device #-data i 175 » &£ w I| StepOne Software i& (7§ 45 = & & 47 o

File Wiew Help

Browse { New . Collect
Experiments I Settings MenuI Tools Menu I Results

SYBR Green
Taghan cDNA Taghan cDNA (Standard) .
{Fast) (Standard) —includes RMaseP Wizard
Melt Curve

Shortcut Shortcut Shortcut Shortcut
5 8 7 B
@ 2007-04-08 | 3:33 AM »

2 % : StepOne & StepOnePlus # B & ¥ 1 T- BRE OREZERE

RERFETRART L H GRS LBIRT - BREREERE

6



