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1. Bz ViiA™ 7 Software > i& » 1 # @ (Home Screen)fs B:iE Experiment #f =¥ ¢ Create

N

Create

v 3E 2 RTR oo

2. i~ Setup T 1 Experiment Properties {$ ﬁi%l ~ Experiment Name » T :iE %

a. b= Bk et (block)

b. 2%k 3*(experiment type)

C. 1 el kR

d. PCR & J&i# & (Standard or Fast)

How do you want to identify this experiment?

* Bxperiment Mame: |2012-06-18 173226 Comments: -
Barcode:
User Mame: hd
Which block are you using to run the experiment?
[ 384-Well | [ Array Card ] [ 96-Well (0.2mL) ] [ Fast 96-Well (0.1mL) ]

What type of experiment do you want to set up?

| v Standard Curve | [ Relative Standard Curve ] [ Comparative Cr (AACT) ] [ Melt Curve ]

[ High Resolution Melt ] [ Genotyping ] [ Presence/Absence ]

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

| v TagMan® Reagents | [ SYBR® Green Reagents ] [ Other ]

What properties do you want for the instrument run?

[ Standard ] | v Fast |

3. i& » Setup T 1 Define > HpiBE )t =X F B TR 1P| 0k F](Targets) 2 & &-(Samples)

a. Y& Targets: f|* - . TR FE] 0 X BT LR TR L R AR
Target Name Reporter Quencher | Color

GAPDH |FAM v ‘NFQ-MGB v ‘. v

vd VA B e - BT e

sl - Sawve to Library Jelelke > 5 =2 o k2 g
target gene & 15 i Library > ; #-2_ % T jE g eh target gene 4r »
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Impott from Library

$miE Samples @ I * mﬁ »ERTEOR R T ERS S 2 AU H o ugE

k 3 PR Sawe to Library
S B4 e sample i 75 e Library

w2 R 73 o0 sample 4r »

Irnport Frorm Library

Y

F =X F % ¢ 7 biological group > ¥ # Biological Replicate Groups L % HiE o
# i #% 7 experiment type i Comparative Cr (AAC;) > Define A% ™ € I} 3R Analysis
Settings e7k Z_> ¥ % iEiZ % Reference Sample = Endogenous Control °

4. i Setup T i Assign 0 SafEiR Sl i B o I FRE A ER well T I E 2 FF 0
¥ s Target 2 Sample -

> % i #% 0 experiment type % Standard Curve > Assign 4R % T ¢ ) 3R Define and Set

Up Standards 7}%‘_ % | ™. Define and Set Up Standards _J y T T;" -

B4 2¢ Z_standards °
5. i& » Setup T ¢F7Run Method » F£ ®_PCR & JEif i+ 2 Mz £ 3 3 & 12z o

Run Method

Reaction Volume per W
Redo  (CollectData ¥ OpenRun Method  SaveRun Method  ge
Hold Stage PCR Stage
Mumber of Cycles: 40 £
[] Enable AutoDelta
Starting Cycle:
10076 95.0 °C 95.0 °C
00:20 1.8°C/s  pp:01
78— 16.5C/s
8 5Us 00:20
50 °C_| ~
25 "C__J
0
Stept Step1 Step2
<
Legend
l Data Collection Onl "= Data Collection Off A AutoDelta On A AutoDeka Off

f Run kT mi’gﬁ Real-Time PCR ~ J& -

6. & > Run ¥R %
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7. Real-TimePCR ¥ &% & {8 » & » Analysis[ Analysis AR R o

P Ark B EAHEBTHR AR SEK T VA S FE 5 hSetup BT F A ik o

Analyze

8. £ AR R L e
RE T EE- well X% plate 2 b & K2 EAF HRE 2R € NRAPHBE S EA
- BF RIS RRE PRI PRFEREFTLATIERE RIFH Y RE])

9. 4R Amplification plot & % ¥ > 3L #- Plot Type % 4% % ARn vs Cycle Plot Type: o
45 H AR Baseline 3% %_» % Graph type i£ 4% ™/ Linear & 7\ 4 7 0N Type:[Linear v , 3 7 H
WOAE T S 9 E A+ Baseline 3% %0 # & Baseline As4cr S A % HFE D AE o ALHKRAR
Threshold 2% %_p% > £ #% Graph Type ' Log = ;% % -7 ©@f Tweilog  v] EURRE B Y
= 4 :F k7 Threshold 3% %_» I * Target if 75 T0eF acte ¥ BALH A Flehid % o
iu* B Target # Threshold = ¥ ¥_F % %" Exponential (geometric) phase ¥ (Exponential

phase 3% T Bl*7or) ©

10

a
1
b
ILIIGER
o1 .Threshold
ARn ©
0.01
0.001 3 "", : i
"y
N/ |
0.0001 ] I @ n m ..I w28 =
Cycle © c. Exponential (geometric phase)

Analysis Settings

CT Settings

> OEHLHRAFR T BT ;%
[ Defautt Settings fc [ Automatic Threshold 3% 3% 4 § BL > lﬁ;f] » £ { # 0 Threshold
Threshald: |D.1?1002 |ﬂfr. Baseline % ¥ Baseline Start Cycle: End Cycle: s J T

» & Cr Settings

Apply Analysis Settings Anply Analysis Settings 3447 -

10.:& 7 % ¥ = & § % (Standard curve)p¥ » it 4R Standard Curve 5 % * 41 % Target i% 7
o TR A PRI S SRR BRI IO A Sk A
T RPN RenSlope Y& PCR F BT EF 0 pAREEIT-3.3 A& PCR F BreF i T
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100% ; R® #cio ik 4 & FORLER S G MR PAR R 0 B3%2>0.99 11 o FARARLE B
% BLE R4 e WelTable o 40 Group By T4 ¥
Table 1 Cr > Replicate & Flag » &gt 7| 38 o Z 8 5 outlier ¥ f]* & B well % 6
Omit # &% ﬁé%“‘]“f °

11.:2 740 T8 F % PF > 3% 4R Gene Expression 5 % : ¥ r24]* Plot Type ~ Graph Type £

Plot Type: |RQ vs Sample » [Graph Type:|Linear « | Qrientation: |Vertical Bars | . ' ,
ype: RQ P ph Typ EHE R L

kAL E 4 1R 5T 32
BantE 2% ok Bt F % ¢ 7 biological group © ¥ 2LiE View Biological Replicate 4R %
T

Orientation

View Technical Replicates

T3 PV d %> View Technical Replicates

12.% i * SYBR Green Reagents ¥ 7 3% Z_Melt Curve Stage > ¥ 7 Melt Curve Plot % % ¢ > &
EZE L H - meltpeak o

13. 4 4. Multicomponent Plot & % ¥ » i % 12 Dye A #g % 3, PIot Color [Dye Yl v
FIE B well @ 7 ok & F BEARDR A 2 T A NTC well L3 5 754 kiw - 5
feiB A2 o ROX ¥ £ BL /% R3F 827 % o

14.#: 48 Raw Data Plot 2 % pF » ¥ 5 & [B]2, T = shcycle B LR 6 Bpéjc L afi v »
FAEGRAT R F kI G 3 T AN F BRI R Y R fa

Filter Filter wavelength [nm]#
sot Color — — Supported dyes
Excitation Emission
x1-m1 Blue 470415 52015 FAM™ and SYBR® Green dyes
x2-m?2 Green 520410 558412 VIC®, JOE™ TET™, and HEX™ dyes
®3-m3 Yellow 549.5+10 5B&.5210 NED™ and TAMRA™ dyes
xh-mé Orange 580410 623114 ROX™ dye
x5-mb5 Red 640410 682414 LIZ® dye
xb-mé Deep red 662410 T11+12 Nonef

1 The central wavelengths are the optimized wavelengths.
§ Mo Life Technologies supported dye currently available.

15. %4 QC Summary 38 2 » 7 r2Peid Bt S F AT G R well SR B FoRIR > F

Flagged Wells =t #>0 » 52 & 4337 > ¥ it 0% pr R 7] o

16. % -i% Multiple Plots View » ¥ 12 e PFig AR+ it S /8 B35 o
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