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The ExperimentThe ExperimentThe Experiment

Biological replicates

Design
• 2 Experiments (Class A and class B)

• 3 biological replicates per 
experiment

• 2 technical replicates per each 
biological replicate

• One technical replicate in dye Swap

• Data acquisition in Double Scan

Technical replicates

(intra & inter slide)

Class A Class B Control

2Scan



www.bitlabwww.bitlab--eses..comcomTeamTeam--work makes the differencework makes the difference

Loading DataLoading DataLoading Data
header
data
function x X
function y Y
function grid Block
function control_sig F635 Median
function control_bkg B635 Median
function target_sig F532 Median
function target_bkg B532 Median
function tag Name Flags

1- Using a format File
2- Mapping COL functionality
11-- Using a format FileUsing a format File
22-- Mapping COL functionalityMapping COL functionality
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• Get the format file: GenePix.fmt

1. Using a format file1. Using a format file1. Using a format file

- Data load step
load (add) a new format file

load (add) the selected files

data is loaded with the functionallity assigned

“continue” button became active,
Click and continue this tutorial
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2. Mapping COL2. Mapping COL
functionalityfunctionality

- Data load step
load (add) a new slide

Once the minimal functionality 
has been defined, the “continue”
button became active

-Control/target selection
- Control (red 635)
- Target (green 532)

- Control Signal

- Control background

- Target Signal

- Target background

(Use right button or hot keys)

Minimal functionality
Spot coordinates

You can also assign:
-Target (net signal)
-Control (net signal)
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Gene Expression Data Analysis Gene Expression Data Analysis 
using using PrePrePP+07+07

- Choose the block distribution into the chip

Row Major needs 
the number of blocks 
in each row

Column Major 
needs the number of 
blocks in each 
column
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Data visualizationData visualization

MA Graph RG Graph

Box-plot Graph Use the view toolbar
To see al the available

views
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22SScancan resolutionresolution

(1) Select slides corresponding 
to the same chip with different 
intensities (shift+leftClick)

(3)

(2)

(4)

(5)

(2) Group both slides

(3) Mark low-intensity slide

(4) Perform the 2Scan regression

(5) Solve the model

NOTE: In the example files there are two 2Scan files, so this 
Procedure must be done twice, in two steps one by pair.
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LowessLowess
-This procedure is used to adjust the distribution to the 0 value assuming that 
most of the genes don’t change their expression along the experiment, to 
minimize the  difference in detection of the dyes solving signal detection 
problems

Steps:
(1) Perform fitting

(2) Solve adjust
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Technical replicates resolutionTechnical replicates resolution
- Allows the user to obtain a more faithful data set from different chips 
- Dye-swap resolution balance the asymmetry between dyes

Steps:
(1) Select replicates

(shift+leftClick)

(2) Mark dye swap (if any)

(3) Solve replication

(1)

(2)

(3)
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ZZ--Score and pScore and p--Value calculationValue calculation
Zscore provides a standard value of the intensity change between normalized 
target and control. P-value is a measure of how significant the z-score is

(2) (1)

(1) z-test/t-test method

(2)Normal plots method
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Saving the dataSaving the data
Data to save

Individual/Multiple
saving

Matching criteria

Final results

Grouping data

Output file format

PrePrePP+07+07 allows saving intermediate results, as well as storing the whole state of the 
analysis and resume again from this state. A “project” file has the “.prep” extension
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