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Introduction

This User guide takes you through the steps involved in using Progenesis SpotCheck to test the quality of
your 2D electrophoresis images. These steps include: the analysis of 5 standard images to generate a Gold
Standard and then the testing of images using the Gold Standard.

How to use this document

You can print this guide to help you work hands-on with the software. The complete analysis and testing
takes about 10 minutes and is divided into two sections. Firstly the analysis of the standard images that will
form the gold standard, then the conversion of the analysed experiment to a gold standard and finally the
comparison of the test images quality aginst the gold standard. If you experience any problems or require
assistance, please contact us at support@nonlinear.com
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Workflow approach to 2D image Analysis and Quality testing

Progenesis SameSpots adopptpsr caanc hi nttou ipteirvfeo romWonrgk f2l Do wabn aa
Staind and ¢ D.ITkeHEMowingnsear guide dedcribes the various stages of this workflow used to
create a Gold Standard and how SpotCheck can be used to test image quality.

Reference Image Mask Of
mage QC Selection Disinterast Alignment Filtering
Stage Description Page
Image QC
@ Image QC: Selection, review and manipulation (including 7
Cropping) of Images for analysis.
A 4
Refesra‘ncf_l'nage
[+ Reference Image Selection: Select image to align to. 9
A 4
wazk of
0 Mask of Disinterest: exclude areas from further analysis 10
\ 4
“”3“0“"‘ Alignment: automatic and manual image alignment 11
A 4
Filtering Filtering: automatic analysis and filtering of spot detection 14
L
Align to Gold
Import Gel Image Standard View Resulls

o

5‘“”‘;5"“ Convert Analysis and select Gold Standards 16
Y
-t Import Test image to compare to Gold Standard 18
A 4
5‘53“‘ Align Test image to Gold Standard 20
A 4
"‘e"g”'“ View Results of Test image comparison to Gold Standard 21
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Restoring the SpotCheck data

When you open Progenesis SameSpots for SpotCheck select the SpotCheck quality control tab, to obtain

the tutorial data click on View online tutorial.

L} Progenesis SameSpots
File

Experiments

‘ Perform analysisl SpotCheck quality control

==

(A X T XY

nonlinear

What is SpotCheck?

SpotCheck is a separate workflow to objectively
measure and report the quality of your 2D gel protein
separstion, comparing against a gold standard.

For more information on how SpotCheck works,
please visit the website,

Create a new experiment
Create and analyse a new experiment using the
gel images that will form your gold standard.

Create a new experiment...

Convert it to a gold standard
Create a new gold standard based on an
experiment that's already been analysed.

Convert an experiment...

Compare gels to your gold standard
Choose a gold standard from the list at the right,
or browse to find one on your computer.

Compare to a gold standard...

View online tutorial

Use

the buttons at the left to find or create one.

This opens a webpage for Progenesis SpotCheck.

Then click on SpotCheck Tutorial.exe

Tutorial for Progenesis SpotCheck

consistency of gel-running within your lab.

Before you start...

want to maintain.

All images can be downloaded in a single file here:

|4 SpotCheck Tutorial.exe (15MB)

Using this tutorial, you will learn how to use the SpotCheck workflow in Progenesis SameSpots to measure the

For this tutorial, we will use two sets of gel images,

+ A collection of gel images that represents our lab's gold standard i.e. gels that are of the guality that we

« A pair of gel images whose gel-running we want to compare to our gold standard.

all captured from gels containing the same sample:

Save the file to a folder on your machine

On pressing save the file will be
downloaded to your folder.

Music

Folders

(3

e
@Uv| . = Documents » SpotCheck Tutorial

vorite Links

Documents

. Downloads

f= e

- |‘9 | |Secm:h

= E-mail

Open

Mame Date modified

L] spotcheck tutorial.exe  20,/08/2010 03:04

Pictures

More »

v

-

- I

<

spotcheck tutorial.exe Date modified: 20/08/2010 09:04
Application Size: 153 MB
Date created: 20/08/2010 09:04

2|

Type
Application

el
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Open File - Security Warning ==

Do you want to run this file?

Mame: ...ents\SpotCheck Tutorial\spotcheck_tutorial.exe
@ Publisher: Monlinear Dynamics Ltd
Once downloaded then locate the downloaded file, Type: Application
right click on it and select Open and then Run from From: C:\Users\Andy.Borthwick\Documents\SpotCheck...

the next dialog.

Run ] [ Cancel

Always ask before opening this file

potentially ham your computer. Only run software from publishers

I ﬁ' While files from the Intemet can be useful, this file type can
= you trust. What's the risk?

\_J Progenesis SpotCheck tutorial files (=3

Progenesis SpotCheck tutorial files

Before we can begin the SpotCheck tutorial, we need to copy some
tutorial images to your machine.

Choose a location to save the files:

Select an appropriate folder to extract the tutorial files CA\Users\Andy.Borthwick\Documents\SpotCheck Tutorial
to, in this case it is the same folder as the
downloaded file (SpotCheck Tutorial).

Then click copy to place the files in the folder.

|[ Copy ||[ Cancel |

Once the copying is complete return to the Progenesis SpotCheck and select Create a new experiment the
first stage in the SpotCheck quality control workflow.

D Progenesis SameSpots (=B 5
File
B . e
Experiments nonlinear

@
Perform analysis | SpotCheck quality control

What is SpotCheck?

SpotCheck is a separate workflow to objectively
measure and report the quality of your 2D gel protein
separation, comparing against a geld standard.

For more information on how SpotCheck works,
please visit the website.

Create a new experiment
Create and analyse a new experiment using the
gel images that will form your gold standard.

I[ Create a new experiment... |I

Convert it to a gold standard

Create a new gold standard based on an
experiment that's already been analysed.

[ Convert an experiment...

Compare gels to your gold standard
Choose a gold standard from the list at the right,
or browse to find one on your computer.

Compare to & gold standard...

View online tutorial
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Stage 1: Create a new experiment

To create a Gold Standard you first have to Perform an analysis on the Standard images. This requires you
to make a new experiment using the 5 Standard images. The analysis involves the alignment of the images
to one of the images, acting as a Reference. Spots are detected on all of the image or a defined area, the

data is filtered, if required, and then normalised. The experiment is then closed and converted to a Gold
Standard.

Step 1: Creating a new Gold Standard experiment

When you selected Create a new experiment the Create Gold Standard Experiment dialog opens. Give
the experiment a name, SpotCheck Analysis.

k) Create Gold Standard Experiment 5]

Create an expeniment based on a set of images captured from consistently
well-run gels, each containing the same sample.

Experiment name: I SpotCheck Ana y‘sisl

Things to remember:
# The experiment must contain at least 3 different gel images.
* Filter out any spots on the edges of your gel images.

* Create only a single, between-subject experiment design, itself
containing only & single condition.

* If you want to compare pl and MW, calibrate your images in the Spot
Picking task.

Printable reference page Create experiment l Cancel

Locate and select the Standard (Std) images from the SpotCheck Tutorial\Gold Standard folder you created
when you downloaded the tutorial images

3 spotCheck Analysis - Progenesis SameSpots [=l[@]=]
File -
Reference Image  Mask OF Experiment ae o
Image QT Selection Disinterest Alignment Filtering Design Setup  View Results  ProgenesisStats  Spot Picking Report non ] inear
Add the images you want to analysein this
experiment.

Ideally, yourimages should be ereyscale and
scanned atthe highestbit depth your hardware

supports. For tips on image capture, click here. 0O )
Select images ==
For help with the SameSpots workflow, click here. @\j}‘" A - ‘ o ‘ ‘ — 2l
ochrie? Wy Organize + BB NewFolder

Name Date taken size Date modified

S 1 3,580 KB 20/08/2010 09:48.

% Std-2.4if 3500KB  20/08/2010 09:48

%] std-3.4if 3500KB  20/08/2010 09:48

%] Std-d.tif 3500KB  20/08/2010 09:48

9] std-5.1if 3500KB  20/08/2010 09:48
+ Include image in analysis
R e —— File name: "Std-1 6" "Std- 24" "Sid-34f" "Sid4 v | Image Fles (4. tf. "gel. ", ¥
2\ Rotate 90° clockwise

At Rotate 90° anticlockwise
2 Flip vertical
4\ Fiip horizontal

crop

Jinvert Section Complete (3
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On loading the selected images your data set is automatically examined at the Image QC stage.

The Analysis workflow is displayed at the top of the application. For the generation of a Gold Standard we
require to complete the analysis steps up to and including Filtering.

For the purposes of this guide we are going to perform the analysis in an automatic manner.

Click Section Complete on the bottom right of the application to move forward to Reference Image
Selection.
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