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Ct: Automatic
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3 Analysis Mode for
Troubleshooting
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Detalled Results
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Melting Curve Analysis
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Absolute Quantization
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AQ Results
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Relative Quantization
ﬁléﬂz‘j‘:\%ii (AACt method)

Before After
Target gene Cts Ct sA
ACt B ACt A
Reference gene Ctcs Ctca
Ratio=( 2 )-2ACt AACt = (ACt A — ACt B)
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Normalized
Expression

 AAC,(Livak)
— Assume 100% efficiency Simple

— Only one Ref Gene

o Pfaffl Modification
— Accounts for efficiency differences
— Only one Ref Gene

« Vandesompele
— Accounts for efficiency differences

— Allows multiple reference genes for
normalization

Complex
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Gene Expression Analysis
Ct Determination
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Gene Expression Tab
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Grouping
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Select Ref. Gene and
Control
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RQ Resluts
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Multifile Gene
Expression - MFGE

Accomplished through new file type called “Gene Study”

Created as .gxd file

.gxd files maintain Sample ID and C- information only

Over 50 data files can be imported into a Gene Study

— Over 5,000 wells of data can be analyzed in a Gene Study using
the 1Q5 Gene Expression module

— This is approx. 50 full plates (data files) of single color real-time
PCR data or 25 plates of dual-color data, etc...
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SNP detection by Probe

Homaoaygous Wild-type HateroZygote Homaooygous Mutant
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Kostrikis et al. Science vol. 279 p. 1228-1229
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Allelic Discrimination

=loj x|
File ¥iew Eepordy Toole Help
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1o x|
- |Oj x[| EditFlate |
PCR Quantification Report =
BIORAD
Select Report:
Workshop [PCR Quant Detaied = PCR Quantification Detailed Report
PCR Base Line Subtracted Curve Fit Data (Texas
Sort Data By: Contains All Available Data
INone _LI
RuUn-Time General Data
Central
@ ascending Order Data File Mame Sample Dynamic Range Data.opd
Data File Path C:iProgram Files'Bio-Rad\iQ5'SampleFile
@Descending Drder Collected Data Collected Data
Current Date 03/14/2007 PM 12:07:57 I ;
Run Date 03/03/2006 PM 03:50:17 L
ser abarted the run No 30 =
ANa Active FMEs Original
Page Setup | Active Well Factors Dynamic
Background Readings “alid Yes Fl y-int=36.
RME “/alid Yes
Frint Preview | Well Factors Walid Yes e
Plats Setup File Name TexrdLinle10tole1p&@5ul.pis analyzs Wells..._|
Calibration Plate Setup File Path C:\Program Files\Bio-Rad\iQ5\Userl\Nahe
: Pratocal File Mame 2StepStandard.tmo ﬂ
Protocol File Path C:\Program Files'\Bio-Rad\iQ5'User1'Nahe
12
Computer name LSGXP 01004735
Created by app i05.exe (v2.0.104.60221)
Created by user BioRad\admin
User Profile Creation Date 03/03/2006 PM 03:50:17
Created in Security Edition No
Last Creation GUID 7416edc? 4d9f4785995a-e668b490cde9
Modified by user BioRad\admin
Last modified date 03/08/2006 AM 10:03:26
OIS Build and Service Pack 2600 {Service Pack 2) | _|LI
4 i »
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General QPCR Working Process
-- Data analysis in iQ5

 Amplification plot
— Reproducibility?  So you need duplication or triplication....

— Determination Ct Value? Threshold

e Absolute Q., Relative Q. or SNP e ]
— ACt or AACt G /
— Allelic Discrimination 5 /iy
« PCR efficiency from std. Curve g © J/ i o
— <100%
- >100% R
— Dynamicrange T A
b ReprOd UCibi | ity Correlation Coefficient; 1,000 Slope: -3.450 Intercept: 38,443 ¥ =-3.450% + 358,443 o Unknownz
PCR EFficiency: 94,9 % o Standards

— Duplication or triplication

* Melting curve analysis
— Primer dimmer
— Non specific production : 2 : ' 5 6 7 :

Log Skarting Quankity, copy number

Threshold Cvde

PCR Standard Curve: SYER SmphC.opd
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e General introduction

* Instrument Operation

« Data analysis
— Y Ct i
— Melting Curve
— Absolute Quantification
— Relative Quantification
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www.bio-rad.com/amplification/ B’ o 'RAD



1Q5 Software Data
analysis

« General: Ct determination and melting curve
° AQ
° RQ
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Ct: Automatic
Determination

ol x|
Set Data Analysis Window .. CR Quant | MM MeltCurve/Peak | BN EndPoint | B AllelicDisc | BEM GereBxpr || MEM EditPlate |
Digita] Filter .. . Amplfication Chart
BamLine Threshold...
v Zingle Point 0
Allisandidates
. 1]
Adjust Graph. ..
Define Trace Stle...
. r—Base Line Cycles
Dizplay Data o
Lepiad 0 2uto Calculated
RES‘hJIE GI‘&P]’L @ User Defined
Fhow Al Traces ]
Wwiell Fluar Skart End | 3
155581 }
[’:Dp}r Gmph 1 Hiz ES\"BR z 16
. O e 2 (H11 SYER z 16
ij't GI&P]‘[ 3 |HIO SYER. 2 15
Bt B itinatin ate: a 5 10 4 |Ho SYER 2 15 4
- Ha SYER. 2 15
Bt s Eane et E
& (H? SYER s 15 ba WE“S : |
7 |HB SYER. 2 15
Calibration Results = — = = =l
Selectall | Edit Fange | .*l
|-+ n 1 2 3 4 5 6 * Indicates changed value 12 =
A SampleType Unkn-1 { Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 ~Crossing Threshold Unkn-1 j
ThreshaldCycle 19.58 19.42 19.25 19.20 19.24 19.36 = 19.51
i @ suto Calculated Threshold Position:
user Profile B SampleType Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 Far W Unkn-1
ThresholdCycle 19.24 19.30 19.15 19.07 18.89 19.09 = k 19.26
< SampleType Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 oK | | cancel | Unkn-1
ThteshaldCyele 19.18 19.19 19.10 19.03 18.92 19.00 19.29
5 SampleType Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1 | Unkn-1
m ThresholdCycle 19.23 19.09 19.01 19.09 18.99 19.18 19.04 19.00 19.19 19.10 19.07 19.22 -
o—— l.S‘#BR |
|

| 1zp042008 | Prosion.
di’)
—
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Il

File ¥iew Eeporty Todle Help

M FCRQuant | B MeltClrve/fesk | BB EndPoint | B9 AllblicDiec | M GeneExpr || MEM EditPlate |
i—,+ —Graph Data————— || E=W Setting | WM Data Table
¥Relative bocontral c
@ Gere List @ Condition List @0Data 5et List
W Relative to zero
x-Axis Options
@ condiion Name Full Name Ref Calal
@G 1 Gapdh Gapdh [~
[¥-fixis Options z IL1b IL1k -
REII‘I—:ImIE Olog2 3 Tubulin Tubulin O
entra
@Linear 4 Ackin Actin Ird
rScaling Options
@ Highest
@ Lowest
@ Unscaled
Graph error
+/-5td Devs |1
[4] | ¥
Calibration = :
Gene Name:l ‘FI Condition MName: I ‘FI @ o malized expression (ddet) ___ Recalculate
|-l Copy condition to all data sets M| £rable For Gene Study Analyze WWells.,, @ Felative quantity (dok)
1 2 3 4 = & 7 5 5 10 1 iz | g
User Profile
Tebuin [fubuin [Tubudn
19,56 19.86 19.83 16,35 16.33 16,67 19.65 21.69 23.83 23.79 21.87 19,81
5]
[4] |x
| | 1zf04r2006 |PMDsizz
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