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Run set up

Protocol must be defined BEFORE run
please check your kit manual for guidelines

Plate Layout can be edited after the run



Run set up: protocol

1. open the software and select Protocol

2. you can edit existing protocol or create a new one

IV Bioesad s admin) AE=R

File View Tools H'Ip
| mm  Plate Summary/" |
y 4
Plate | EEM Run E}eﬂ Bl DataFile | | Selected DataFile: Data 2014-10-151434 Anna.opd
(2} Desktop
Notes:
+-{L) My Documents
+ j My Computer Run |
+-%J My Netwark Places
! Run End Point |
Run-Time
Analyze
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Selected Protocol group 2.tmo within Data 2014-10-15 1434 Anna.opd Selected Plate Setup : group 2.pts within Data 2014-10-15 1434 Anna.opd
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Run set up: protocol

3. type in your protocol

Central

=a L Plate Summary |
Editing Protocol: |group Save & Exit Protocol Editing |
Cancel & Exit Protocol Editing |
Cycle 1 Cycle 2 40% Cycle 371X
Step 1 Step 1 Step 2 Step 1
95.0 95.0 60.0 60.0
7:00 0:10 0:30 0:10
Run-Time =] ]

Vi

Data

tO ad d a Wh Ite rOW Analysis Show Options
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Run set up: plate

4. click on edit plate or create new

Vi BioRadiQsadmin) \ B[]

File View Tools Help \
= Setup | W Plate Summary |
B Protocol | S Bl RunSet | MM DataFile |\\selectedDataFile: Data 2014-10-151434 Anna.opd
@ Desktop ) My Documents Nkes:
+ .D My Documents :J My Computer
+- g My Computer 1% My Network Places Run |

+- & My Network Places

Run End Paint |
Run-Time
Snalyze
Central Y l
Selected Protocol : group 2.tmo within Data 2014-10-15 1434 Anna.opd Selected Plate Setup - group 2.pts within Data 2014-10-15 1434 Anna.opd
: | Protocol — P Plate —
/I- E Edit I Create New | foLoce O Original @ Currerk: Edit Create New | 242 O Original @ Current
Cycle 1 Cycle 2 40% Cycle 3 71% Sample VYolume : 20ul Seal Type : Film Vessel Type : Plates
DELE)
, e Step 1 Step 1 Step 2 Step 1
Analysis | I SYBR1 SYBR2 SYBR3 SYBR4
¥ . 95.0 60.0 60.0 .SYBR 0 I . | . I .
0:10 0:30 0:10 7
@ @

\
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User Profile 1
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you can type in the
names of your samples
here. Sie! if you want to
rename them after run
you will need to do it in

Gene expression tab

from this panel

\

Run set up: plate

7. select wells with standards or
other type of samples and
annotate them using this tools

/

you can see here an analogue
of the excel file | asked you to
make

9. type in your reactions volume

Ldmny;

\

7

Tools Help \ /
= Seup \ | MM Plate Summary | X
| | Editing Plate : lBhR*DefaultNewPlate.pts Sample Yolume : Fs 3: | Save & ExitPlate Editing |

MNotes :

Seal Type :

4. if you can assign each

7 target as individual

fluorophore

8. add info about
your standards

dilutions and units
you are using

| |Fim =l ¢ Cancel'a Exit Plate Editihg. |
WYessel Type : IPIates ﬂ
_Spreadsheet | S | . I A \, '/\| ‘ é | ' ’ ,’; | Experiment Name: EuperimentType/é
. . i - @ @ I® ]\/ B | i x :rx |My expetiment IGeneraI LI
5. define whether your replicates | |[inscates 1 ‘ 2 3 ‘ 4 ‘ 5 ‘ 6 ‘ 7 Fluorophore  Probe /Primer
are horizontal | ™ FAM  AC
\ 1= B (o
123
==
6. define how many replicates iy c
you have | .
\ Size: e T e e ——
Il 3: E '!I Whole Plate loading :
| I‘:eut #: . T Units: |copy number |
7. define how do you want ’[O/,/V Applyunitsto: @ whole Plate @Flucrophore
number your replicates 6
" .!_I Scientific Notation !' Dilution Seygas——"
‘ Row Column Sample Type Rep # IdentifierjCondition ‘ Quantity Units ‘

Sic! if you do not
add concentration
for dilutions the
software will not
save the plate




Run

10. click on Run, select well factor you want

please make sure, that you and click on Begin Run

spun down the plate before
running the reaction

Vi BioRadiQsadmin) B[]

File View Tools Help
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Cycle 1 Cycle 2 40% Cycle 3 71% Sample VYolume : 20ul Seal Type : Film Vessel Type : Plates
DELE)
) i Step 1 Step 1 Step 2 Step 1
Analysis [N " e — | | SYBR1 SYBR2 SYBR3 SYBR4
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Data analysis

1. open your file ( you can also drag and drop your data file it into the data file window)
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Data analysis

you can selected which wells you wanted to

everywhere in the software +/- is to zoom in/out into the a window
not be shown to you or also excluded from the

\ analysis
Vi \BioRad iQbiadm n)je(Datar0iBE 0-15 1435 Annaopd) AER
File View Reports Topls Help
PCR Quant | W Melt Curve/Peak | End Point | allelic Disc | Gene Expr | - Edit Plate |
Amplification Chart + |
I | ® Standard ® Unknown |
‘ -

L 6000 —— 36 5

Workshop - = \;
L 34 4 o
2 5000 = T~
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3 =] = e
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73] = ] ~
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P 3 =
% = Wy
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Analysis [V e Log|Starting Quantity, Jopy number
0 10 —o- SYBR3 E= 93.0% RA2=0.988 klope=-3.502] y-int=24.091

Calibration

B Log View | Display Wells... | analyze Wells... |

Analysis Mode:

IPCR Base Line Subtracted Curve Fit

El

=+ I well Fluor Type Identifier Replicate | Threshold Cycle CtMean CtStd. Dev Starting Quantity St;?t?ng SQ Mean SQ Std. Dev. Sgt -
# Ct) Quantity Point
1 Std 1 8.86 08.88 0.089 1.000E+00 NjA 1.00E+00 0.00E+00 NfA
User Profile 2 Std 1 8.81  08.88 0.089 1.000E+00 Nj& 1.00E+00 0.00E+00 NjA
3 1 8.93 08.88 0.089 1.000E+00 NjA 1.00E+00 0.00E+00 NjA
4 2 11.95  11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
5 2 1218 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
6 2 11.01 1171 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
7 BE 5t 3 1533 15.40 0.189 1.000E-02  -2,000 1.00E-02 0.00E+00 NjA |
4 4 » » Amplification Data (RFU) . Standard Curvef Ct Results 4 _bl
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this are fluorescence intensities detected in each well of the plate for each cycle

Data analysis

if standards were annotated in the plate layout

please remind
yourself, what is
this line and why is
it here

standard curve will be calculated

automatically

please remind yourself, why using log scale here is handy

\
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‘@ osad plaaadmny e atansii & = =] Syl K38, ;':u\\'::,up'.l}

\

AER

0000

\

/
/

Allelic Disc
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: = 3 /
(i 34 e
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g 3 -
3 N O 303 e
s e lease remind
Run-Time = = — |
= 28 =
Central % 30002\ - '-\.__\_ P .
o \ =\ 263 S — yourself, what is
c -
-5 2000 3 —
= 43 o a threshold
& 3 R
gwoo 2N . — — cycle
Data . 8 289 64 -3 -2 -1 0 1
Analysis 0t== Log Starting Quantity, copy number /
ggo (@) 0 10 -o- SYBR3 E= 93.0% RA2=0.988 slope=-3.502 y-int=24.091
000

B Log View | Display Wells... | analyz

Calibration EE  Results | Analysis Mode:
‘ IPCR Base Line Subtr rve Fit LI
=) Replicate = Threshold Cycle Starting Quantity Log Set
B Fluor vpe Identifier ean  CtStd. Dev Starting SQ Mean SQ Std. Dev. .
# {ce) {(5Q) : Point
Quantity
4 ESYBR Std 1 8.86 05,88 0.089 1.000E400 MN/A 1.00E+00 0.00E+00 N/A
User Profile 2 SYBR Std 1 8.81 03,88 0.089 1.000E400 MN/A 1.00E+00 0.00E+00 MN/A
SYBR Std 1 5.98 08.88 0.089 1.000E+00 NfA 1.00E+00 0.00E+00 MN/A
4 SYER Std 2 11.95 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
5 SYBR Std 2 12,18 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
6 SYBR Std 2 11.01 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 N/a
7 01 SYBR Std 3 15.33 15.40 0.189 1.000E-02  -2.000 1.00E-02 0.00E400 MN/A LI
4| 4| » | »| amplification Data (RFU) . Ytandard Curvef Ct Results «| |

\

click on other SYBRs to see them on the graphs
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click here to see your results




Data analysis

if standards were annotated in the plate layout
standard curve will be calculated

please note, if you wouldn’t annotate your targets as automatically

individual fluorophores all your standards would be in the
same curve

¥ \BioRad iQbiadmin) e (DatarZ0i 8= 0-1 51433 Annaopd) / AER
File View Reports Tools Help /
= | PCR Quant | W Melt CurvefPeak | End Point | allelic Disc | Gene Expr | A= Edit Plate |
V4
Amplification Chart + |
. i I | ® Standard ® Unknown |
o
L 6000 —— 36 5
Workshop o / - 3 \; /
L 34 4 ° ——
g 5000 b= — /
5 » 323 o
O =] = . K
E 4000 g 30: - —
- ® K] = = —
Run-Time I 7 283 4
Central < 3000 2 3 —
(3] = 3 .
P 267 e
£ 2000 3 8
2 243 ‘.\*
f -
UL @ 1000 22 rF
Data e -4 -3 2 -1 0 1
Analvsis o
NaYSIS 0+ Log Starting Quantity, copy number
-o- SYBR3 E= 93.0% RA2=0.988 slope=-3.502 y-int=24.091
B Log View | Display Wells... | analyze Wells... |
Calibration EE  Results | Analysis Mode:
IPCR Base Line Subtracted Curve Fit LI
=) Replicate = Threshold Cycle Starting Quantit Log Set
well Fluor Type Identifier P ct) ¥ CtMean CtStd. Dev g ¥ Starting SQ Mean SQ Std. Dev. Point
Quantity
1 SYBR Std 1 8.86 05,88 0.089 1.000E400 MN/A 1.00E+00 0.00E+00 N/A
User Profile 2 SYBR Std 1 8.81 03,88 0.089 1.000E400 MN/A 1.00E+00 0.00E+00 MN/A
3 SYBR Std 1 5.98 08.88 0.089 1.000E+00 NfA 1.00E+00 0.00E+00 MN/A
4 SYER Std 2 11.95 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
5 SYBR Std 2 12,18 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
6 SYBR Std 2 11.01 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 N/a
7 01 SYBR Std 3 15.33 15.40 0.189 1.000E-02  -2.000 1.00E-02 0.00E400 MN/A LI
4 4 » » Amplification Data (RFU) . Standard Curvef Ct Results 4 _bl
10/16/2014 | 11:32 PM




Data analysis

here you can change dilution factors for your

efficiency curve

if you want forename your samples you need

to go here i
J please remind yourself, why
N
N you do not need to know the
Via Bio Radl0bNadmin) e (Data 207 #5105 50 A3asnnasopd); \ (=] m concentration of the sample
File View Reports Tools Help d f th
: — - r rimer
= PCR Quant | M Melt Curve/Peak | EER End Point | . Allelic Disc | - Gene Expr | - Edit Plate | you usedio ep e
Amplification Chart _ﬂ effIC ien cy curve
I | ® Standard 8 Unknown |
‘ >
L 6000 — 363
Workshop | = \\;
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@ 5000 = o~
& o 323 -0
© ] = e
8 4000 :‘ (&) 303 ~ —
G i = - ~
Run-Time i y £ 3 =
= S @ 28 -
Central § 3000 vr 2 3 ‘\_\
i = - .
o A 263 _—
-5 2000 o W 3 T8 _
@ A .', 244 B
w0 b ) 3
8 & / = \*
CTT T e 1000 22 ——— ————
Data. 8 28964 VI i -4 -3 -2 -1 0 1
Analysis 0 — _ e, Log Starting Quantity,copy number
0 10 20 30 40 -o- SYBR3 E= 93.0% RA2=0.988 slope=-3.502 y-int=24.091
Cycle
 @svER QsveR1 | @svER2 stans | @siers B Log View | Display Wells... | Analyze wells... |
Calibration Em  Results | Analysis Mode:
IPCR Base Line Subtracted Curve Fit LI
E2 Replicate = Threshold Cycle Starting Quantit Log Set  ~
well Fluor Type P ¥ CtMean CtStd. Dev g ¥ | Starting | SQMean | SQStd. Dev. )
# (Ct) (5Q) Ouantiy Point
1 _Std 1 8.86  08.88 0,089 1.000E-+00 NfA 1.00E+00 0.00E+00 NfA
User Profile > |AD2 Std 1 8.81 08.88 0.089 1.000E+00 MfA 1.00E+00 0.00E+00 NjA
3 AO3 SYBR Std 1 8.98 08.88 0.089 1.000E+00 MjfA 1.00E+00 0.00E+00 N{A
4 |BOL Std 2 1195  11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
5 BOZ Std 2 1218 11.71 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
¢ BO3 SYBR Std 2 11.01 1171 0.620 1.000E-01  -1.000 1.00E-01 1.70E-17 NjA
7 ot BN Gt , 3 1533 15.40 0.189 1.000E-02  -2.000 1.00E-02 0.00E+00 NjA |
4| 4| » | M Amplification Data (RFU) , Standard Curvef Ct Results 4 LI
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To rename your samples

in the gene expression tab

[ LR o ISty e ata sVl & =4 020yl & 54 sAnnasop )

1. enlarge the window and

w Reports Tools Help
[ —— :

select the wells to be renamed PCR Quant | W MeltCurve/Peak | NN End Point | - Allelic Disc | = Gene Expr |
_ﬂ o _ﬂ BN Seling | WM DataTable |
‘ @ Relative ko control
\ ~ @ Gene List @ Condition List @0Data Set L
elative to zero
AYouksnop —x-Axis Options
@ Condition Mame Full Name Ref
‘ @cene 1 Gene 2 Gene 2 I
) ~y-Axis Options 2 Reference 1 Reference 1 I .
Rcun-tTlmle. ®Log2 3 Reference 2 Reference 2 [ .
‘entra
OLincar 4 Reference 3 Reference 3 I .
\ | —Scaling Options 5 GOI GOl B
I’“ @ Highest:
%‘ @ Lowest
Analysis @ Unscaled
Graph error
+[- Std Devs 1
< |
2 type in the tar get name = Gene Namg; | Condtion Name: | [~ @ riormalized expression (ddCt) —Recalculate
: -l Copy condition to all data sets N e for Gene Study Analyze Wells... | @ Relative quantity (dCt)
1 = 3 4 5 6 7 8 9 10 11 12
Gene 2 Gene 2
or Profile / i 8.81 5.98
| ot
3. type iNn the sam p|e name =1 Standard [Standard  [Standard
Gene 2 Gene 2 Gene 2
11,95 12.18 11.01
B
|stdz  |std-z  [std2
4 4 »p M 1-5YBR / 1-SYBR1 / 1-S¥YBRZ ' 1-5YBR3 / 1-SYEBR4 4

you can display only individual florophores




Data analysis

please remind yourself,
what are these two
you can select curve for Melt curve representations of the
which target you want to see melt curve

Vi \BioRad) vt ) e [ et O B S (2 Kyl S35 AT a0 )| / \ Li d 81

File VYiew Reports Tools Help
. PCR Quant | == MeltcCurve/Peak | HER End Point | i allelic Disc | =\ Gene Expr | - Edit Plate |
o 4 A
Mett Curve Chart = | n\an Peak Chart
C6-SYBR1 | r A |
. 1000 n
LN 800+
Sy £ 600
\ \ / = -
> C
DN N / L 400
Run-Time “‘-—k__“__“ \ & X = C =
Central \'*}, — i A% |4
\&& N e \
\é' 200 -F 59/'00
Data IIIIIIIIIIIIIIIET — C1 L1 1 1 L1 1 1 L1 1 1 L1 1 1 1 1 | 11 1 L1 1 1 1
Analysis 70 75 80 85 90 95 60 65 70 75 80 85 a0 95
Y
Temperature, Celsius Temperature, Celsius
go 00 @:iEr2 | @:ERr3 | @:ier4 | Display Wells ... |  Analyze Wells ... | = Restore Defaults |
Q00 = o
0000 | Delete Selected Peaks | M| £ it melt peak beginjend temps Temperature Bar Thréphold Bar Selected Well Peak Height
calibration (| 5tow AreaResults I 60.00 1.00
|+ | : Threshold Threshold ; : '
= Identifier =~ Peak ID Melt Peak Desc. ank Begin End Temp Crossing Bedi Crossing End Edited Begin Edited End “
Temp. Height Temp Temp Temp
Temp Temp
6 EAUE:.D §3.00 866.78 79.50 87.00 790 §7.00 79.50 §7.00
a10 A10.0 §3.00 1112.63 79.50 §7.00 7950 §7.00 79.50 §7.00
User Profile Al A11.0 83.00 996,99 79,50  88.00 7§.50 88.00 79.50 88.00
AlZ A12.0 §3.00 849.27 79.50 86,00 .50 86.00 79.50 86.00
BOG BO6.0 §3.00 1027.40 79.50 85,50 9.50 85.50 79.50 85.50
06 C06.0 §3.00 1066.10 80.50 86,00 0.50 86.00 80.50 86.00
D06 DO6.0 82,50 383.53 80.50 84.50 50,50 84.50 80.50 84.50
E10 E10.0 §3.00 1097.32 79.50 85,50 79.50 85.50 79.50 85.50 =
4 4| » | M MeltPeaks /RFU / -d(RFU)/dT [ » H
I 10{17/2014 | 12:17 AM

all tables can be
exported to Excel and also curves for which wells should be shown



Data analysis

Va|BioRad| e admy) e Datass 08B = 02 b B S nasopd)|
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File View Reports Tools Help
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B
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o™
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In Gene Expression you can run delta Ct and delte
delta Ct tests

in the Gene list:

1.Select the genes you want to use as a reference
2.Select the genes you want to have on the chart
3. Make sure all the efficiencies are correctly
annotated

in the Condition list:

1. Select samples you want to analyse

2. Check in a sample which you want to use as a
control (if you have any controls)



VI-value

This software doesn’t calculate stability values, please check
Daniel’'s lecture and the link in the “useful stuff” on the course site

Adjust your selection of references according to M-values results



