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Subject

This quick guide describes how quantitative PCR data can be imported and analyzed in gbase PLUS |t also
demonstrates how simple but important quality control can help you to get more reliable results.

Step-by -step

Step 1 - Create a new experiment

gPCR run data are organized in experiments. To start data analysis, a new empty experiment needs to be

created. Right click on the project (&) in the gbase PLUSproject explorer tree in which you want to start a new
experiment and click New experiment . If neede d, create a new project first in a similar way ( New > Project ).
An experiment name and description can be entered inthe Experiment properties window (Figure 1).

Figure 1 - Annotating experiments
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Step 2 - Import run data
gbase PLUSexperiments contain data from one or more runs (plates) . Run data can be imported by clicking the
downward pointing  arrow ( ‘a) in the gbase PUStoolbar followed by the selection of the Import Run option

(Figure 2). Alternatively, right click on the project explorer ~ Run element ( @) of the experiment in which you
wanttoimporttherun andselect | mport Runs &
Make the appropriate settings and selections in the next window

1. Select the experiment in which you want to import the run data (Quick guide in this example).

2. Browse for your run files.

If multiple runs need to be imported in the selected experiment and all runs have the same file type, i.e. are
derived from the same instrument using the same data collection software, you ca n make use of the batch
import function (CTRL + click in Windows, command + click in MacOSX). In this Quick guide, we will import the

foll owing CFXesuUmR&ERXORI| s8 L£hK. §FRusdH.

Runs can only be imported into loaded (ope n) experiments. Experiments that are not open are not available
for selection.

Users with a basic license can maximally importten 96 -well runs within a single experiment.

3. Select the file type that corresponds to the instrument and data collection sof tware version that has been
usedfort he creation of your run files (6CFX6 for this Quick gui

Do not forget to select the appropriate Separator (drop down list) if your import file format isa tab delimited
text file (. txt), a comma or semicolon  separated value file (. csv).
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Click Finishto start the run import procedure. If needed, well annotation such as sample and target name can

be added or modified in the Run editor windows . The Run editor window can be opened by double clicking
the run name inthe  Project explorer tree . In this Quick guide, fully annotated run files (containing a target and
sample name for each well) are used, which do not require further editing.

Step 3 - Add custom sample properties  (optional)

If multiple sample groups exist within one experiment (e.g. treated and untreated ), it is possible to define these
groups by adding custom sample properties.

There are two ways to enter custom properties and its corresponding values in gbase PIUS
1  Custom properties canbe manually entered inthe Sample properties \window (Figure 1). To access

the Sample properties window, double click on the Annotations icon & and then on the Sample
properties icon. Custom properties are used for visualization (sample grouping and rescaling) and

statistics.
To create a custom property click Add property at the bottom and enter a name for the property. For
each sample, a property value should be entered for the newly added property (s amples with no

value will be ignored in the statistical analyses).

In addition to the complete overview of sample properties in the Sample properties wind ow,
properties for a given sample can be found in the Properties tab of the Sample window

1 Importin g sample properties from a sample import file ( Figure 2) is a faster alternative to the individual
creation of new samples or properties. The format of these import files, as well as example files can be
found at http://www.biogazelle.com/support/gbaseplus/formats

More information about entering custom properties can be fou
(http://www.biogazelle.com/support/qBasePlus/manual ).

Figure 4 0 Sample properties window
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Import the sample import file by clicking the downward pointing arrow ( ‘a)inthetoolbar and sel ect 61l mpor
Sampl es 6.
Make the appropriate settings and selections in the next window

1. Select the experiment in which you want to import the Sample list (Quick guide in this example).
2. Browse for your file. In this Quick guide, we will import  the following file : Safnple properties Quick guide .xIsd

3. Click Next and select the properties to be imported from the source run (Figure 5).

Figure 5
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Sample name and type are mandatery, other sample properties are optional.

Name

[/] Type (unknown UNKN, standard STD, no template control NTC, no amplification control NAC, no reverse transcription NRT, postitive control POS)
Description (free sample description)

Quantity (only for standards)
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Custom properties (one or more extra column headers, used for result visualization (sample ing and rescaling) and statistics)

‘Warning: Custom properties of existing samples with the same name will be overridden.




Step 4 - First inspection of results

By default results are calculated in the background as soon as the program has all required information to do
so. Any change in input data, annotation or settings isimmediately processed and results are recalculated

and made available to the user.

As of version 2.0 there is an optionto  disable automat ic calculations and to display a calculate button. This
option is available in Preferences ( Window > Preferences ) and intended for high -throughput experiments  (see

chapter oWhole genome. mi RNA profilingo).
Results can be viewed in  table form (normalized relative quantities for all sample target combinations) o rina
bar chart per target. To visualize the relative expression of your gene of interest, expand the Targets node ( &)

of your experiment  in the project explorer tree, then  the Targets of interest node (¥) and finally double click
on the target of interes t (Palm for this Quick guide). At this stage, gbase  PLUSwill notify that no results can be
calculated because no reference targets (sometimes referred to as housekeeping genes) for normalization
have been appointed.

Please note thatt he multiple reference target normalization strategy is used by default. Users with a trial or
premium license have the option to choose  different normalization procedures to suit the ir specific needs of
diffe rent types of experiments. The Calculation parameters  window allows the most appropriate normalization
method to be selected  (Figure 6) ( Referencetarget (56 f or t hi s .Qui ck gui de)

Figure 6 0 Calculation parameters window




