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Progenesis SpotCheck User guide

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 adopts an intuitivefoWobbktho#&8i a
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.

Eile Reference
Image Mask OF
Image QC Selection Disinterast Alignment

v

Stage Description
Image QC
(] Image QC: Selection, review and manipulation (including
Cropping) of Images for analysis.
) 4
Refara‘n(a_l'nage
@ Reference Image Selection: Select image to align to.
A 4
pﬂ.__ss;o_f_ .. .
°6‘ Mask of Disinterest: exclude areas from further analysis
A 4
““'9"0"‘*"‘ Alignment: automatic and manual image alignment
) 4
Fmam Filtering: automatic analysis and filtering of spot detection
Align to Gold
Impart Gel Image Standard View Resulis

o

5‘“”0"’3"“ Convert Analysis and select Gold Standards
Y
‘mmﬂg'w Import Test image to compare to Gold Standard
A 4
'iaé“' Align Test image to Gold Standard
A 4
"‘e"gi"'“ View Results of Test image comparison to Gold Standard
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Progenesis SpotCheck User guide

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 (E=S[Eol )|
Eile
Ei L] .’ oo
e nonlinear
| Perform analysisl SpotCheck quality control Getting started with SameSpots =

Here are some resources to help you

What is SpotCheck? get started with SameSpots:

SpotCheck is a separate workflow to objectively

measure and report the quality of your 2D gel protein * An overview of the workflows
separstion, comparing against a gold standard. » Analysis tutorial & dataset
For more information on how SpotCheck works, s SpotCheck tutorial & dataset

please visit the website. » Erequently-asked questions

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

Filter your spots to show only those
with interesting behaviour:
d
Convert it to a gold standard
Creats a new gold standard based on an e —
experiment that's already been analysed. ‘d  Tag = Motel kel Filterthe spots

Convert an experiment... W Ll M Create afilter

@ L1 A4 show or hide spots,
Choose a gold standard from the list at the right, Use the buttons at the left to find or create one. @ A the filter. For more|
or browse to find one on your computer. —

v
5 v
8 v
v W R A avsisble tags:
Compare to a gold standard... l2 v ol k]l
a4
2 v

Focus on your interesting spots

m

Compare gels to your gold standard

(@ 2nova p-value
Il A4 | (@ Max fold chan

=] Lla saaulatad

Learn all about how to use tags

Latest blog posts
s A round up of HUPQ 2011 10th L
Annual World Congress
# HUPO 2011-see the latest
Progenesis developments
» Fractionate your samples and get
back a protein level analysis u...

This opens a webpage for Progenesis SpotCheck.

Then click on SpotCheck Tutorial.exe

Tutorial for Progenesis SpotCheck

Using this tutorial, you will learn how to use the SpotCheck workflow in Progenesis SameSpots to measure the
consistency of gel-running within your lab.

Before you start...
For this tutorial, we will use two sets of gel images, all captured from gels containing the same sample:

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

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

All images can be downloaded in a single file here:

|4 SpotCheck Tutorial.exe (15MB)

Save the file to a folder on your machine

- -
@uv| . < Documents » SpotCheck Tutorial - |“9 | |SEGrfh
& Burn
. . . Favorite Links MName Date modified Type
don prlesfjlng save th? .';I(Ije WI” be E:l Documents uspotcheck_tutorial.a(e 20,/08,/2010 09:04 Application
ownloaded to your folder. B Pictures
m Music
More »
Folders v
. Downloads it
- [ 11 b

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

Date created: 20,/08/2010 09:04

[ IXTEN
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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

P = | While files from the Intemet can be useful, this file type can
s F/ potentially ham your computer. Only run software from publishers
= you trust. What's the risk?

G 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 CAUsers\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 ll [ 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 (][ ]
Eile
*® , e
"o nonlinear
Perform analysis  SpotCheck quality control Getting started with SameSpots i
. Here are some resources to help you
What is SpotCheck? get started with SameSpots:

SpotCheck is a separate workflow to objectively « An overview of the workflows
measure and report the quality of your 2D gel protein

separation, comparing against & gold standard. Analysis tutorial & dataset

.
For mere information en how SpetCheck works, + SpotCheck tutorial & dataset
please visit the website. » Freguently-asked questions

Create a new experiment

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

m

Filter your spots to show only those
[ Create a new experiment... || with interesting behaviour:
o

Convert it to a gold standard

Create a new gold standard based on an
-  Noted G Filter the spots

experiment that's already been analysed.
@ 5l A create afilter

Convert an expenment... |
Q .| A Shew or hide spots| h

G = the filter. For more
G bl d Available tags:

G bl A @ anova p-value
k] #g W Max fold chang

| e bl

Fold

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

5
]
A
Compare to a gold standard... | ¥3
4
2

RRSEASERNER R NR N -

Learn all about how to use tags.

Wiew online tutorial

®*0es
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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.

D 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.

L3 SpotCheck Analysis - Progenesis SameSpots

[= ==
Eile Reference o
Image Mask O Experiment Progenesis oo
Image QC Selsction Disinterest  Alignment. Filtering  Design Setup  View Results Stats Spot Picking Report non l Inear

Review images Addimages...

Addthe images you want to analyse in this
experiment.

Ideally, yourimages should be greyscale and
scanned at the highest bit depth your hardware
supports. For tips on imags capture, dick here.

For help with the SameSpots workflow, click here. m -
Select images ==
Include? @Qv‘ + SpotCheck Test Data » Gold standard [ #3 | [ search o
Wy Organize wns ~ [ Mew Folder
Name B Size Type Date modified
% Std-1.4if 3590KB Paint Shop Pro51..  22/07/201015:03
Documents
= — % std-2.4if 3500KB PaintShop Pro51.  22/07/201015:12
&l RecentPlaces & std-3.tiF 3500KB PaintShop Pro51l. 22/07/201015:03
B Deskiop o td-a.tif 3500KB PaintShop Pro51. 22/07/201015:03
1 Computer HoEr RS 3500 K8 Paint Shop Pros 1. . 22/07/2010 15:03
B Pictures
B Music
(& Recently Changed
BB searches
Public
| Folders -
File name: "Ste-BAf" "Std-1 4" "Ste-24" "Std-34F " Sta-4 1" -
" Include image in analysis

X Don't include image in analysis
2\ Rotate 90° clockwise

it Rotate 90" anticlockwise

= Flip vertical

A\ Fiip horizontal

Oicrep

Jinvert Section Complete (3)

®*0es
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On loading the selected images your data set is automatically examined at the Image QC stage.

Eile Reference

experiment.

No problems found

Image Mask OF
Image QC  Selection  Disinterest

Review images Addimages...

Addthe images you want to analyse in this

Ideally, yourimages should be greyscale and
scanned atthe highest bit depthyour hardware
supports. For tips on image capture, click here.

For help with the SameSpots workflow, didk here.

Include?

L) SpotCheck Analysis - Progenesis SameSpets

Experiment Progenesis
Alignment  Filtering  Design Setup  View Results Stats SpotPicking  Report

No problems found

Std-1 Std-2 Std-3

Std-1
Std-2
Std-3
Std-4
Std-5

+ Include image in analysis

X Den't include image in analysis

4k Rotate 90° clockwise

At Rotate 90° anticlockwise
= Fiip vertical

Ak Flip horizontal
[crop

Jnvert

std5

No problems found

==

*.,.,
nonlinear

Std-4

m

This image has passed the available quality control checks.

Mone of the automatic image quality checks found any problems with this image.
What were the results of the checks?

(# No compression which could have altered the precision was used.

(# The image is not saturated [help]

() The image is greyscale,

() The intensity level data has a bit depth greater than 8.

) 44.15 % of the available dynamic range is in use. [help]

P 19.71 % of the available intensity levels are in use. [help]

) The file does not appear to have been altered in an image editing program.

(# The intensity level resolution is estimated to be 16-bit.

4000

3000

Count

2000

1000

0

Image Intensity Histogram

0

1 T T T
20000 40000 60000
Pixel Value

Section Complete (>

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.

i

= Reference
Image Mask Of
Image QC Selection Disinterest

@

Alignment

Experiment Progenesis
Filtering Design Setup  View Results Stats Spot Picking Report

LAY XX}

nonlinear

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.

®*0es
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Step 2: Reference Image Selection

This stage in the analysis workflow allows you to review and select automatically or manually the most
appropriate Reference Image to align all the images to.

Note: on entering the Reference Image Selection stage the Reference image is automatically selected.

Refining alignment reference choice

In this example Std-3 is automatically selected as the reference for this analysis.

L3 SpotCheck Analysis - Progenesis SameSpot: o |[E ]
File Reference XY
Image Mask Of Experiment Progenesis = < ee
Image QC Selection Disinterest Alignment Filtering Design Setup  View Results Stats Spot Picking Report n O n | I n e a r

Choose reference image

The reference image will be used when aligning
each of the images in your experiment.

Choosing a good reference image will help during
the alignment stage. Ideally, the reference image
should show a clear and representative spot
pattern, and have a minimum of distortion.

For experiments such as time series or dose
response, choosing the middle point tends to give
the best results.

Image Reference |
Std-1

Std-2

|sta3 |

Std-4 g

Std-5

Use as reference image

Automah'cal.ly select a reference image

| Section Complete \-_>/|

To manually select a Reference image click on the image in the list and then click Use as reference image.

Note: you can also set the Automatic selection of the Reference image running by clicking on the button on
the bottom left of the application.

Now move to the next stage in the workflow by clicking Section Complete.

®*0es
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Step 3: Mask of Disinterest

At this stage in the analysiswor kf |l ow O6mask(s)6 can be pl aced uded
from the analysis (no spot detection is carried out in the 6 p i nmakkéd area(s)).

Using the Edges tool, drag out a mask similar to the one shown below.

3 SpotCheck Analysis - Progenesis SameSpot [olo e |
File Reference
Image Mask Of Experiment Progenesis XK J ’ ( X J
Image QC Selection Disinterest Alignment Filtering Design Setup  View Results Stats Spot Picking Report n O n I I n e a r
w o @ ) - o - v W o
Masking [] Edges lE| Rectangle ] l © Etipse ] l Ly Select [ X Detete ) Undo ™ Redo

Draw a mask over areas of your image that you
want to be ignored during analysis. Common areas
to ignore are:

* Edges of your gel

* Saturated regions of your gel

* Damaged areas of your gel

LA

I[ Section Complete @]

Tip: use the Select tool to readjust an existing mask .

Now Click Section Complete.

soees 10
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Step 4: Alignment

The Alignment stage allows you to automatically align all the images to the Reference image. This alignment
can also be manually assisted before and after automatic alignmentin cases where i mages

positional shifts as a result of the capture procedures, Appendix 2 (page 28).

Here we will generate the alignment automatically.

L} SpotCheck Analysis - Progenesis SameSpots [olE =
Eile Reference
Image Mask Of Experiment Progenesis °e ® 0o

Image QC Selection Disinterest Alignment Filtering Design Setup  View Results Stats Spot Picking Report n o n | | n e a r
Ahgnment # Show Aigned - [ # Show Unaligned } {X Remove Vectors v ] I[Q/ Automatic Alignment ]I [ View v ]

Align each of yourimages to the chosen reference.

Accurate allgnmen‘t is important to get the best

Tesls rom anapsts: Vector Editing Transition

Image Include? Vectors
: tp }s
Std-2 0
5td-3 w3 Ref
Std-4 0
Std-5 o e

- OQ "
- -
- - - - -
: - -
. - 0
° -

a 3 -
Whole Imagel @ Checkerboard @ ]
" 28 o
- [z i‘ T e .; - .’.D | ) 0.'
e e, vﬂrr# . 3
- g
, .
EEEEEE < . bR

- * Q o
[ W H | ~-a - -
- 'l
L 5 - o 5 [ > - - b -
Focus grid size: Make box square

Di1/©{2/©/4/©(8|©{16/© 32/@ |- N
\‘s Aignment target { Image being aligned Section Complete ()

The alignment stage (above) shows the image to be aligned (green; Std-1) overlaying the Reference image

(magenta; Std-3).

In the Whole Image view click and drag out a new focus (orange rectangle as shown), this adjusts what is

shown in the other views. Now adjust the Contrast of each image by clicking on the contrast controls
(bottom left).

The Alignment stage will now look similar to above.

For more information on the various views and performing manual alignment refer to Appendix 1 (page 26).

Fully automatic calculation of alignment vectors

t Picking Report

To add vectors click Automatic Alignment on the tool bar.

[Ors - Q’(} Automatic Alignment Vi

®*0es
progenesis
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The Automatic Alignment displays a list of all the images in the experiment. For this analysis all the images
require the generation of automatic alignment vectors except the chosen Reference Image.

-

Autematic Alignment

Select the images for automatic alignment vector generation

| Add  Image Motes Vectors
Std-1 automatic alignment will be perfformed for this image i}
5td-2 automatic alignment will be performed for this image 0

I Std-3 thiz image does not need to be aligned as it iz the alignment reference Ref
Std-4 automatic alignment will be performed for this image 0
Std-5 automatic alignment will be performed for this image 0

Press OK to generate automatic vectors for the selected images. A progress bar appears.

On completion, the number of vectors will be updated on the image list and the vectors will appear (in blue)
on the image.

: D SpotCheck Analysis - Progenesis SameSpots ===
Eile Reference
Image Mask Of Experiment Progenesis 9 . LA
Image QC i isil \f Filtering Design Setup  View Results Stats Spot Picking Report n O n I I n ea r
Alignment [ ® Show Aigned  ~ ] [ # Show Unaligned ] [)(_ Remove Vectors ~ ] [P Automatic aignment | [ View ]

Align each of yourimages to the chosen reference.
Accurate alignment is important to get the best

results from analysis. m‘ m‘

Image Include? V\Iectcrsr >/ T -

Std-1 864

Std-2 804

Std-3 v Ref

Std-4 953

Std-5 784
&C -
WO 8 o o9% | & %4 a *o%

Contrast

EEEN

Focus grid size: Make box square

©1/©(2/©4/©|8 ©16/©32@ = . =
§~ Aignment target 2\‘ Image being aligned Section Complete ()

To examine the alignment of the Std-2 image click on it in the image list.

csees 12
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Alignment updates showing the 'Unaligned' view of Std-2 with the alignment vectors visible.

&) SpotCheck Analysis - Progenesis SameSpots

EiE]E=
Eile Reference
Image Mask Of Experiment Progenesis 00 9 oo
Image QC Selection Disinterest Alignment Filtering Design Setup  View Results Stats Spot Picking Report n O n l I n ea r
L v W W
Alignment l ® ShowAigned ~ ] [ # Show Unaligned II [ X Remove Vectors ~ ] 27 Automatic Aignment ] [ View ~ ]
Align each of yourimages to the chosen reference.

Accurate alignment is important to get the best

Transition @ =]

results from analysis. Vector Editing @ ]
‘ Image Include?  Vectors S
Std-1 864
|ste-2 804
Std-3 v Ref
Std-4 953
Std-5 784
Contrast

Focus grid size:

elifel2]e

Make box square

olslofitloBeE -
t\ Aignment target S Image being aligned

4

Section Complete (3)

To see the aligned view click on Show Aligned

(] spotCheck Analysis - Progenesis SameSpots

Eile Reference
Image Mask Of riment Progenesis 2@ ’ ee
Image QC Selection  Disinterest  Alignment Filtering ~ Design Setup  View Results Stats Spot Picking Report non I Inear
. 4 W - !
Alignment

I[ # Show Aigned v]l[o Show Unaligned ] [X_ RemoveVeclorsv] [Q‘;Mmticmgnmt } [ view i

Align each of yourimages to the chosen reference.

Accurate alignment is important to get the best

e[ie2leldlolslolitloRZe ==

; Aignment target Image being aligned

fEsults o anahets, Vector Editing @ ] Transition @ ]
Image Include?  Vectors - - - - "
Sta-1 864 - -y 1
std2 804 - - R 3 - : - -
sta3 v Ref - r o~ > !
Sta-4 953 ® & . : .'o
sta-5 784 L - L d , - o
-
- ; ? ‘ - ~ - .
A " e @ ..
- @ v - v |
b on P P R
- s 2 |
Whole Image @ ] Checkerboard @ ]
“ 1
! e
o o= "o !
8 -
B e,
Contrast f ﬁ - .
EEEEENE;° o*®
EEEEERE e |
» -
) i
Focus grid size: Make box square | .- a 3

Section Complete (2)

Using all the windows you can assess how well the alignment has worked.

progenesis
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The automatically added vectors are shown in blue and if the manual approach was used the manually
added vectors appear in red (not shown).

Tip: At this point, you should check the automatically placed (blue) vectors. This will be easier with a larger
grid size. Make sure the grid size is setto 4 usingt h EBocus grid sizedcontrol at the bottom left of the
window. Work from top down and advance the focus box using the arrow keys on the keyboard.

In each square, you can, if required edit the vectors to improve the image alignment. In this example the
images should be aligned well. If any image has failed to align see Appendix 2 (page 28) for instructions on
manually assisted alignment. If you need to adjust the alignment vectors see Appendix 3 (page 31) for hints
on editing.

For the purposes of this guide we will accept the automatic analysis

Step 5: Analysis and Filtering

Filtering
To analyse the aligned image data set move to the next stage, Filtering, by either clicking 0
on Section Complete (bottom right) or on Filtering on the workflow.

The Detection parameters dialog opens allowing you to control the number of images that contribute to the
spot detection pattern, (additional information available using the Learn more link).

The default is to use all the images in your data set.

\J Detection Parameters [= | =] =)
Choose images for detecticn
Select the images you want to take 7 5td-1
intc account when generating a
representative spot pattern. | Std-2
Std-3

Only images selected will affect the
spot detection, but every image will | Std-4
receive the generated spot pattern. 7] Std-5

bout why you might not

W Tefect all images.

[ Detect H Cancel

Press Detect to start the detection process.

14
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On completion of analysis the Filtering page will open displaying the spot detection. If required you can
remove spots based on position, area, average normalised volume and combinations of these spot

properties.

Eile Reference eoe s
I Qc Sell";tﬂl; Dﬁku?efst Alignment Filtering mm View Results i Stats & Spot Picking Report n 2) n I i r: é a r
image

®© © © o6 o o o o o o Sehats

Filter spots

[ #) undo || Redo | Image: [Std-: v]

You can filter out spots that you do not wish to
include in your analysis by using the criteria below:

Average norm. vol. | <= -0 ]

[7] spot area | <= ~|[o

Inside selected area

‘ Delete 0 Matching Spots ‘

I[ Delete 1211 Non-Matching Spots " |

Tips
For best results, you should aim to delete any false
spots without deleting any of the real spots.

The types of spots to filter out may include:

* Spots in damaged areas
* Spots on the edge of the gel
* Spots outside of the gel e.g. on the scanner bed

Normalisation \

Note that all remaining spots will be used in the
normalisation calculation. If deleting a substantial
number of spots, you should review the normalisation
afterwards.

[ Review normalisation >> l

Section Complete )

In this example there are 1211 spots in the current spot pattern as shown on the Delete button.

Note: the number of spots will vary depending on the mask applied at the previous stage.

As an example of removing spots

from
Click on Spot Area and enter 200, 358 spots are displayed on the Delete Matching spots button.

t he ao d detee éotne gpots with an area less than 200.

= Image Mask Of Experiment Progenesis - .I, oo
Image Selection  Disinterest  Alignment  Filtering  DesignSetup ViewResults  Stats  SpotPicking  Report nonlinear

® © © © ®© o o o e o
Filter spots [ undo || redo | 1mage: [std3 -

You can filter out spots that you do not wish to
include in your analysis by using the criteria below:

oo

Average norm. vol. | <=

[¥] Spot area [<= v] 200

Inside selected area

I[ Delete 358 Matching Spots

[ Delete 853 Non-Matching Spots

Tips
For best results, you should aim to delete any false
spots without deleting any of the real spots.

The types of spots to filter out may include:
* Spots in dsmaged areas
* Spots on the edge of the gel
* Spots outside of the gel e.g. on the scanner bed

Normalisation \

Note that all remaining spots will be used in the
normalisation calculation. If deleting & substantial
number of spots, you should review the normalisation
afterwards.

Review normalisation >> ]

Section Complete )

progenesis
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NO filtering is required in the analysis of this data, so you caUntick or Undo any filtering.
You have now completed the SpotCheck analysis steps required to generate a Gold Standard.

Click on the File menu and select Close.

Stage 2: Creating a Gold Standard from the SpotCheck analysis

A Gold Standard can be created from an experiment that has been analysed as described in the previous
section.

Note: after closing the experiment in the previous section the SpotCheck quality control workflow reappears.

As we have just created a new experiment, SpotCheck Analysis, we need to use the second option, to
Convert it to a gold standard.

L} Progenesis SameSpots (===
Eile
- LA X X X
"o nonlinear
Perform analysis | SpotCheck guality control Getting started with SameSpots =
. Here are some resources to help you
What is SpotCheck? get started with SameSpots:

SpotCheck is a separate workflow to objectively « An overview of the workflows
measure and report the quality of your 2D gel protein SHSMERAsR oL e WRIREE
separation, comparing against a gold standard. » Analysis tutorial & dataset
s SpotCheck tutorial & dataset
» Frequently-asked questions

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

Create a new experiment
Create and analyse a new experiment using the Focus on your interesting spots

&l images that will form your gold standard.
@ s yours Filter your spots to show only those

Create a new experiment... with interesting behaviour:

d | — B
Convert it to a gold standard Create...
Create a new gold standard based on an
experiment that's already been analysed. ‘ad  Tag = Mote] hud Filterthespots

Convert an experiment...

W LA create afilter
@ .l A{ Show orhide spots|
@ o e Formore
W L1 A available tags:
(IS T ye—
b1 A | ([l Max fold chang

= Lo cooulatad

Compare gels to your gold standard
Choose a gold standard from the list at the right,
ar browse to find ane on your camputar.

5
8
il
:
4
2

NENENUENENENEN

Learn all about how to use tags.

Latest blog posts

« A round up of HUPO 2011 10th
Annual World Congress

# HUPO 2011-see the |atest
Proaenesis develonments

View online tutorial

The Create Gold Standard dialog opens, note: the experiment format rules link summarises the experiment
format requirements that you should have used in the previous stage when performing the analysis.

L] Create Gold Standard = |

New gold standards can be created based on existing experiments that meet the gold
standard experiment format rules.

~) Find an experiment on my computer:

@ Select a recently used experiment:

SpotCheck Analysis

| Create Gold 5tandard | [ Cancel

Select experiment and click Create Gold Standard.
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Progenesis SpotCheck User guide

When testing a gel against a gold standard, SpotCheck will consider each spot individually, comparing its
value on the test gel with the range of values for that spot on the gold standard gels. This is done using
standard deviation to get a measure of the spread of values for the spot in the gold standard and seeing
where the value for the spot on the test gel lies within that spread.

When you create your gold standard you can specify the criteria that will be used to decide which spots, on
the test image, will be passed by SpotCheck, i.e., what percentage (85) of the spots are within 3 standard
deviations from the mean.

These pass criteria are set for the new Gold Standard here:

L_] Create Gold Standard @

SpotCheck allows you to set criteria that gels must meet to be considered
of acceptable quality. More information.

Specify pass criteria

Standard deviation limit: 3

Percent of spots to be within standard deviation limit: I &5 I

[ Save H Cancel |

For this example we have set the Standard deviation limit to 3 and set the percent of spots that must be
within the standard deviation limit to 85.

Save the new Gold Standard to the same folder as the SpotCheck_Analysis

The Gold standards panel updates to display the new Gold Standard for the SpotCheck Analysis
experiment

Note: the location and the Pass criteria are displayed for the gold standard.

When you click on the Gold Standard the options to Open or Remove appear to the right of the name.
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http://en.wikipedia.org/wiki/Standard_deviation
http://www.nonlinear.com/support/progenesis/samespots/faq/spotcheck-criteria.aspx











































