Technical Note

LightCycler® 1536 Real-Time PCR System

Transferring Data from LightCycler® 1536 Software to gbase”™"°

Software

This Technical Note describes how to transfer data from LightCycler® 1536 software 1.0 to

gbase®™-YS

software versions 1.4 and later (http://www.gbaseplus.com). gbase

PLUS

software

uses sample and target (gene) names defined in LightCycler® 1536 Software and Cp (Cq)

values calculated by LightCycler® 1536 Software for subsequent relative quantification

analysis.

Both mono color and dual color LightCycler® 1536 experiments can be imported into

C]baSEPLUS

software.

Exporting Data from LightCycler® 1536 Software

Export and save the Result Table txt file from a LightCycler® 1536 run to a dedicated folder.

I (T P (o M T (S M (S T ()

754 Dd34 Pass thymus 3Kif1 Positive 25.57 0.7218 HPRT Positive 2471 0.1243  0.8024
. 755 Dd35 v  Pass thymus 3Kif1 Positive 25.44 0,0952 07353 HPRT Positive 2458 01237 08056
[ 756 Dd36 v Pass thymus 3Kif1 Positive 25.72 00904 07102 HPRT Positive 2499 01162 0.725
W 757 Dd37 v Pass pancreas 3Kif1 Positive 305 0084 07072 HPRT Positive 2451 0.1183 0.6882
W 758 Dd38 v  Pass pancreas 3Kif1 Positive 30.34 0.0886 07314 HPRT Positive 2425 01362 0802
B 750 Dd29 v Pass pancreas 3Kif1 Pcsrtwe 3096 00778 06983 HPRT Positive 2448 0.1355 0.7905
Bl 780 Dd40 v  Pass pancreas 3Kif1 18 1888 () 73 HPR Positive 2436 0.1408 08037
[ 761 Dd#1 v  Pass thymus 3Kif1 Positive 2449 0.121 08112
I 782 Dd42 v  Pass thymus 3Kif1 Positive 2479 0123 0.7938
[ 783 Dd43 v  Pass thymus 3Kif1 Export Options Positive 249  0.1107  0.7001
| | 764 Dd44 v Pass thymus 3Kif1 Positive 2463 01149 07541
W 773 Ea05 v Pass  pancreas BFAR ClEpT REETTE 2 () Positive 24.02 01091 0835
[l 774 Ea06 ¢ Pass  pancreas BFAR ©Export Raw Data (xml) Positive 2422 01065 0.7862
I 775Ea07 v Pass  pancreas BFAR = Posive 2402 0.1136  0.8387
[ | 776 Eal8 v Pass pancreas BFAR Positive 2404 01183 08677
B 777 Eal9 v Pass thymus BFAR Positive 2441  0.1260 09235
B 778 Eal0 v  Pass thymus BFAR i Positive 2446 0.1346  0.9362
B 779 Eall v Pass thymus BFAR | Export Positive 2445 0.134 09354
Heatmap 465/510 | Heatmap 533/580
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For the subsequent relative quantification analysis in gbase

PLUS

sample list must contain both a sample name and a target (gene) name.

software each position in the



gbase”-“* Software
gbase”"® software uses a hierarchical structure for data management in the following order:
Project =» Experiment = Run

Multiple gPCR runs can be merged within one experiment. Selected analysis settings are
applied to all runs contained in an experiment.

Multiple experiments can be organized in one project.

Importing Data into gbase”™ " Software

1. Open the gbase "® software.

2. Create a new project folder by selecting File — New — Project.
Click the “Finish” button in the “New Project” window.

A new project folder, named “Project 17, is shown in the gbase”-"

explorer pane.
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3. Create a new experiment folder by selecting File — New — Experiment.
Select “Project 1”” and click the “Finish” button in the “New Experiment” window.
A new experiment subfolder, named “Experiment 17, is stored under Project 1 —
Experiments.

or:
Right Mouse click on “Experiments” in the “Projects 1” folder, then select “New
Experiment”.
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4. Start the import wizard by using one of the following modes:
e Select File — Import in the main menu.
Select “Import Run” and click “Next”.

or:
e Click the “Import” button in the command bar.

- X[
Select “Import Run” and click “Next”.

or:
e Right Mouse click on “Runs” subfolder under “Experiment 1.
Select “Import Runs” from the context menu.

Select “Experiment 1” in the top part of the “Import Run” window for import of the run
file(s).

Browse for the file(s) to be imported by clicking the “Browse” button and select txt file(s)
from the LightCycler® 1536 software.

It is possible to import multiple txt files simultaneously using the Shift or Ctrl key.

Select “LightCycler 1536 in the File Type drop down menu.

Click the “Finish” button to complete the import process and to close the run import
wizard.

S5 Import Run

Import Run

Import Biogazelle qBasePlus run data

Select experiment

Demo project 1
LC1536
L4580
[=)- Project 1
Experiment 1
TestFiles

Import File @ | \2wischenspeicher LT 1536 gBaselMonoCalorRel

Separator
File: Twpe LightCyeler 1536 “

Run Mame : | MonoColorRelQuant_96x16_ResultTable|

Help on available impaort file formats

Finish l [ Cancel




The imported runs are displayed under the “Runs” subfolder of “Experiment 1.

Note:

When importing a LightCycler® 1536 Dual Color experiment, the data of each channel
are displayed as two separate run files in the gbase”"° Explorer.
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Relative quantification analysis in gbase™"° Software

e Define the relevant calculation settings by expanding the “Settings” folder under
Experiment 1.
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By double clicking on “Calculation parameters” a new tab is opened in the main software
pane.



[ Project 1 [ Experiments | Experiment 1§ Settings [ Calculation parameters
Amplification efficiency
(%) One default amplification efficiency For all targets
(" Target specific amplification efficiencies

() Target and run specific amplification efficiencies

Target scaling Scaling sample

() Seale to average Sample ! | pancreas v
() Seale ko maximum

() Seale ko minimum

(%) Scale ta sample

For Target scaling select for example “Scale to sample” and select a calibrator sample in the
Sample drop down menu. This calibrator sample will get a relative quantity of 1.

e Under “Experiment 1”” expand the Targets folder and then the “Targets of interests”
folder.
By default gbase”™"® lists all targets contained in the experiment as “Targets of interest”.
Define at least one target as reference target to calculate normalized relative gene
expression results. With right mouse click on the name of the reference target, select
“Target Type — Reference” from the context menu.

= e Exporewit | -
;a.: [T = § Targets
[ E’:‘::;!ulmrw‘n\ = Reference targets
ey el e HRRT
Faferercs targets =] §§ AT F F f r
B Tget of resrest gets of interes
§ o ¥ 1K
§ o K1
- r——— §
e | O ¥ EFoR
L :'-""'“-'-u'.u-ne- Dot -
8 i . "
O sty i -
& LF It vedar R

* a;: Arabers 'ﬂ:'v;w" Targsts.
B’ Conclusors gt Targats

&2 Project Conchions
i Tt |
o Tt of i et |

e To view the results for a single target, double-click on the target in the project explorer
pane.

e To view the results table, expand the “Analysis” folder under “Experiment 1" and double
click on “Result Table”. This table can be copied or exported.
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The calculated gene expression results are shown in a new tab in the main software pane.

I Project 1 [ Experiments | Experiment 1 [ Analysis | Result table

HPRT 3Kif1 BFAR. 1Kif1
pancreas  1.00000EC + 1.019E-2 1.000EQ & 4, 665E-2 1.000E0 & 1,596E-2 1.000E0 + 5,211E-2
Eheyrnus 1.00000ED £ 1,387E-2 3.821E1 &£ 5,942E-1 8.201E-1 £ 1.410E-2 5.363E1 &+ 9.564E-1

To display the bar chart double click on “Multi-target bar chart”.

= || analysis
Fesult table

i I rulki-target bar chart ]

Move the targets of interest from the “Available Targets” list into the “Selected Targets” list.



E Result tatle 1 Pulti-target bar chart 52
I Project 1 | Experiments | Experiment 1 | Analysis [ Mulki-target bar chart

Selected Targets: Available Targets:
1Kif1 3KiF1
BFAR. HFRT
~ <
v >

Click the “Chart” button in the bottom left corner in the “Multi-target bar chart” pane to view
graphical results.

% Result table u Multi-target bar chart 23 =
! Project 1 | Experiments | Experiment 1 { Analysis § Multi-target bar chart
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