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PDQuest™ 2-D Analysis Software
Version 6.2 Update Training Package

PDQuest software functionality and tools have been extensively enhanced. Additionally,
a new focus on process automation and integration of data from a variety of sources will
appeal to the proteome-oriented researcher. Highlights include:

e Greatly enhanced annotation capabilities that allow researchers greater flexibility and
speed in annotating databases, as well as allowing spot annotation with URL
addresses or document links to server path and file names

e More powerful data export and import capabilities

e More powerful image viewing capabilities and options, including multichannel
viewing tools and multi-image reviewing tools

e Volume tools that allow researchers to override Gaussian spot quantitation

e Ability to build "cyber gels" with ReadyStrip™ narrow-range IPG strips

e Full integration with the ProteomeWorks™ system, including control of the
Spot-Cutter excision robot as well as sample tracking through data analysis (with the
Micromass™ MassPREP™ digestion robot and Micromass M@LDI™ and Q-TOF™
mass spectrometers)
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Summary of major changes incorporated into PDQuest, version 6.2

Features/ Interface Design:
Advanced Annotation Tool
Improved Spot Data Export/Import
Image Stack Tool
Multichannel Image Merging
Build Cyber Gels from Multiple Gels that Resolve Different pl or Molecular Weight
Ranges
Integrated ProteomeWorks Spot-Cutter Control
Micromass Mass Spectrometry and Sample Prep Robot Integration
The Scatter Plot Tool is linked to images, to allow identification of variant proteins
Volume freehand and auto-contour tools have been added, allowing overwrite of
Gaussian quantitation of spots
Context-sensitive right-mouse-click menus
Match-offset vectors now indicate outliers in red for better visibility when editing
matching of spots

See subsequent pages of this training update for additional detail on the above features

Instrument Integration:

Bio-Rad Devices-
GSD-800 Scanning Densitometer
ProteomeWorks Spot Cutter

Other Devices-
Micromass mass spec data integration (MALDI & Q-TOF)
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Advanced Annotation Tool

This tool is easier to work with; it stays resident until closed, and gives

feedback on which categories have been annotated on a gel, and which spots within a
category have been annotated. Multiple spots to be annotated can be selected from a gel
or from an integral spot list and annotated in one operation. Conversion of entire analysis
sets into annotations is now possible. You can also display multiple annotation categories
simultaneously with unique, user-definable annotation markings. The Annotation Tool
allows file path links to documents, including URL links, as annotations, with automatic
launching of a web browser to the specified URL. It also dynamically builds HTML pages
to view spot annotations.
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annotation 1.
e Positive indication of which categories have annotation entries.
e Positive indication of which spots within a category have annotation entries.
e Color-keyed indication of category format;
-black for text annotation
-blue for URL link annotation
-green for file path name annotation (documents and spreadsheets)
e Positive indication of currently selected category and spot(s)
e Large field allows high annotation entry content.
e Enabling “Auto-select same entry” option allows all spots within a category with the
same annotation entry to be selected and/or edited simultaneously in a single
operation.
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annotation 2.
e Disabling “Auto-select same entry” option allows selection or editing of a single spot
within a category even if spots with same entry exist

sel IS8 pICalERlies |l dil Annotation Tool - 355 typical replics

_ -Select Category—————————————| -Select Spotfs] i FAnnotation Entry
-
. i 10 & up down i’ 2508 P ———
' P | = 2% up dom | z507
3% up domm i o 2508
| sxoup dom ||| 2803 il
|
Tx p Ao || = z510
|
aacomp : Z601
| |
@ || asrer | ze0z
-
. W Ay } asseq Lll 2603
o - "
P Add.. | Edi. | Belets | Sl | oY 2604
. I :
o e g [ 5how desorintion: 2505
Faw i, - o 2606
- - cmage Options—————————————————— | | _
e o | &
. € = | [JHighlight taiget spot =
Pl i ST Sort (= 55F (" Name
= # | [Ctark all annotated spots Fomat... (Ao st ;
& Auto-select same antry
- - L [%]Mark spots incategory  x Fomat..
[C15how spat annotations Format. [ Gelect spotsin im'agiai=‘ 5 Apply enlly‘

eup dovnt, Tot=511; Win=5 Cose | Hel
el sepliz td ek [
| o

annotation 3.
e Can use Shift-click and Ctrl-click conventions to select multiple spots from spot list
e Can use Ctrl-click convention to select multiple spots from gel image
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annotation 4.

e Gel image symbol overlay display options include;
-Spots currently targeted (selected) for annotation entry
-All annotated spots
-Spots in selected category (shown in above example)
-Annotation Category name

e User can define format of annotation overlay symbol for any specific category

-style
-color
-symbol shape

Rev B
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e Tool stays resident until dismissed
e Multiple iterations of tool can be enabled, allowing simultaneous view of multiple

categories
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- annotation overlay symbol can be defined independently for multiple categories
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annotation 6.
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e Simultaneous view of two categories with unique spot symbol overlays
- phosphorylase proteins (category phospho) as blue pluses
- proteins with defined protein names (category protname) as red crosses
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annotation 7.
CLOSE-UP VIEW

e Simultaneous view of two categories with unique spot symbol overlays

- phosphorylase proteins (category phospho) as blue pluses

- proteins with defined protein names (category protname) as red crosses
e Note category legend and spot counts in bottom left corner of window
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annotation 8.
REALLY CLOSE-UP VIEW
e Simultaneous view of two categories with unique spot symbol overlays
- phosphorylase proteins (category phospho) as blue pluses
- proteins with defined protein names (category protname) as red crosses
e Note category legend and spot counts in bottom left corner of window
e Note dual-symbol overlay for spot near top of window
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annotation 9.

FORMATTING ANNOTATIONS: File Path Names

e File path links to MS-Word document or MS-Excel documents
e Automatic launch of application to link from right mouse menu
¢ File path and file name extensions are pre-defined for category
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ANNOTATION ENTRIES: File Path Names

A me

e File path link to MS-Word document
e File name extension not required
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annotation 11.

ANNOTATION ENTRIES: File Path Names

e File path link to MS-Excel document
e File name extension not required
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annotation 12.

FORMATTING ANNOTATIONS: URL Links

e Link to URL

e Define URL link address

e Define argument prefix (to annotation entry)
e Define argument postfix (to annotation entry)
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annotation 13.

ANNOTATION ENTRIES: URL Links

e Link to URL

e Annotation entry is database entry accession number

10
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Spot information: SSP 1

unknown; Mr=27.3 kDa ; pI=-1.0

Category Description Annotation Entry Link
Link-EWMBL EMEBL Database Link EMEL
Limk-GeneCards “Wezmann Inst GeneCards lnk GeneCards
linke-Swiss Prot Swiss Prot database link Swnss-Prot
Link-UniGene NCEI UniGene database link UniGene
10 2 up down

Zzup down

3z up down

Szup down

Trup down

aacemp Amine Acid Composition AARTME

anrAt Arnirien B eied Rating

annotation 14.

BROWSE ANNOTATIONS PAGE:

HTML page view of spot annotation

Launched from right-mouse menu from an annotated spot
Dynamically built in local browser to show all spot annotation updates
Shows all categories and presence of annotation entries

Shows File Path Name links

Shows URL links as hyperlinks

ExPASy Homepage | SiteMap  Search ExPASy | Comtactus | SWISS-FROT
|I\r'.T.irror sites: iAustra]ia [Canada IChma !Taiwan |

NiceProt View of SWISS-PROT: Q15646

General] [Name and origin] [References] [Conuments] [Cross-references] [Eevwords] [Features] [Sequence] [Tools

General information about the entry
[Entry name [5AL. HUMAN
ianaIy accession number |Q15646

!Seconda.ry accession mumnber(s) |O75686

EEntered i SWISS-PROT in Eelease 35, November 1597
%Sequence was last modified in |Release 39, May 2000
|Anmotations were last modified in !Release 39, May 2000

Name and origin of the protein

[Protein name [f9KDA 25 OLIGOADENYLATE SYNTHETASE LIKE PROTEIN
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Tawranamr

|Eukaxyota; Metaroa, Chordata, Craniata, Vertebrata, Euteleostomny, IMammalia, Euthenia; Primates; Catarrhint; Homime
annotation 15.

e Link to URL destination from BROWSE ANNOTATIONS PAGE:
e Automatic launch of local Web Browser

11
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annotation 16.

e Open linked documents through right-mouse menu from spot
e Use “Find File For...” command
e Automatic launch of local application

12



Improved Spot Data Export/Import
Export of all matchset data is now possible. You can import a list of SSP

numbers as a file, and convert it into an analysis set.
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export 1.
Check boxes allow tailoring of any or all parameters to be included in export file
Parameters can include annotation category entries and/or analysis set membership

status
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-options include none, all , or specified category or analysis set

Can restrict selection of spots for export;
-all spots

-spots matched to all gels

-spots in a specific analysis set

Export to clipboard allows convenient paste into spreadsheet programs for immediate

viewing

13



PDQuest 6.2 Update Training
Rev B
-

Mame ||import spot list
— Select file to import -
Desoription [List of spot nunbers frow ext  database]
Lok in: gDesktnp +] | ex

Tope | drbitrary

Compression IFiesumes 1My Documents
s current work 1] aot et - Shorteut to Diop foldy
§ - § Mise. Programs 2] Comailtst - Shatteut to Models
€ Spots Liqle to member O TDS Shotouts 12 import bt ) Shottout to Kew TDS
embe] _IPDOB2ACS build 47 [E] importtab tt ] Sherteut to Sadowric
Abirary . PhatoShop Training ol 1
i € No spots:
€ Spate matched to every member 4 |
€ Saturated spoks:

Fierame:  [mpartbe DOpen |
Fles oftyper [Tew Fie [0t) =t

AL D

@ lportfist of 85F from tet fle

import 1.

e Create an Arbitrary Analysis Set

e Define Type as “Import List of SSPs from text file”

e Browse to return-delimited text file containing spot list
-valid spot entries are “101” or “0101”
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import 2.
e Convert Analysis Set into an Annotation Category
-from menu: Analysis > More Annot. Tools > Create Annotation from Set
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Image Stack Tool

This tool allows aligned-stack viewing of multiple gels, and also offers an

auto-flicker option with user-adjustable speed. Aligned stack viewing is only available if
gels have been matched. Local alignment will be performed within any window view
based on the spot(s) closest to the center of the view.
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stack 1.

e All open images in loaded into image list window

e Use Shift-Click and Ctrl-click conventions to choose images for viewing
e Ifmatched
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stock? wl xl (Gaussian)

= ctocks vl (Filtered)

S&EFI llij DMD

ey l-—J—-"-faalé
[15haw crosshairs
stack 2.
e flicker tools
-up/down
e auto-flicker tools
-on/off

-speed of image flickering
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Multichannel Image Merging

Merge up to 3 image channels with independent red, green, or blue color

display. Balance the display with independent channel transformation. Zoom in to see
fine details like spot overlap.

‘il Multi-Channel Viewer
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Build Cyber Gels from Multiple Gels that Resolve Different pI or Molecular Weight
Ranges

The new Auto-add to Standard function allows addition of all unique spots

from a given gel to the standard reference image in one operation. These tools allow
expansion of the standard reference image to accommodate a larger area (for example,
when combining 2 different IPG strip separations) to build a cyber gel.

Analpsis. [denification  Heports. Widow Help

Match &l Gel
Edit Matches r
Show Symbols
Show Offsets Shift+F7
M

F8
F3

Mark Added Spots ARFD
Remov Added Spot

- - —
REF Malone Mini-std (MINI4 Fernp, Modified) MINI6erop v1 (Filtered)

Cyber 1. o
e Menu : Match > Auto-add to standard
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Cyber 2.
e Choose gel to add unmatched spots from
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L4 Auto-add Spots to Standard
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Cyber 3.

e Gel image overlay with targeted spots in member and targeted position to add in

Standard Reference
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e Filtering of spot selection by both quantity and quality
¢ Instant feedback in gel image and spot selection number fieel
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Cyber 5.
e Ability to expand Standard Reference to accommodate a wider pH or MW range
e User can select to ignore filters if targeted spot is outside the Standard Reference area
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DAQUEST

éyber 6.
e Proximity over-ride and warning
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Integrated ProteomeWorks Spot-Cutter Control

The software will drive the spot cutter to cut out any analysis set defined in PDQuest.

in PDQuest software, with automatic targeting of spots to the correct location on the gel.
A Basic Excision (point-and-click) cutting mode is also available. Basic Excision will
also run in PDQuest Viewer mode.

@ e e | | s e s & e
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@ Nest.. | 3 Cancel [ (3 Help

Spot Cutter 1.
GEL SELECTION TOOL
e Spots are pre-selected from PDQuest Analysis Sets
e Spot Cutter software can automatically target the gel with the highest expression of
any given spot (to maximize excision yield)
-automatically tracks and prompts for correct gel during excision
-user can over-ride or supplement automatic selection
e Targeted spots in gel images presented for easy verification
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Stabys [
Light opti O o - Mise Opti
(® Lighton (Gell || (I Spin wheneuting [ Cutlanger [JStation 1 [JStation2 || (%] Muliple euts/spot
¢ Light off (PVDF) | | [®] Spin when siecting [ Double siect [5tation3 [J5tation4 || [ 5ave validation image
el defauls | FYDF Gefauls| Select micioiter plte..|

Sep
b Gl Wi ]
Simulate [X]Cutter [X|Camera

Slop | Expmt.‘ [?Lnss‘ & Help

[} Align. 45 Ben

Spot Cutter 2.
INTEGRATED EXCISION TOOL

e Controls alignment and cutting/re-cutting operations

=
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[(Cuttit:

‘al PoRUEST
Sh R Place Gel/Bloton Spot Cutier
Please place gel 'sample?' on the cutiing stage:
e

Lightoptions—— | Cubter options
@Lighton(Be] || XS uhen
rughmﬁi*(ﬁiéﬁ []5pin when

el

]ﬁ (GelResdy| | Cancel
B _}

Spot Cutter 3.
e Prompt for appropriate gel

| ‘i PoQUEST

; a ; quhbmb’( fasporﬁhg:

e e o dvdain?

L | w |

w1 (Filter:

Spot Cutter 4.
e Spot Cutter Simulation mode for demos/training

! ‘A Align Analysis and Cutter Images X

Analysis Image Cuter Camera lniage

PelE=t
]

postion datmtor] et | @, Mazh |8, Uwsn | 0 ity ks (Ao samera e (Al iages
i - [l Display malches  [|Disploy cutovedops [ ]Snep i peak

o/ Done | 3¢ Cacel| (D Heo

Spot Cutter 5.
e Prompts for initial alignment; gel area
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‘Ll Align Analysis and Cutter Images
Anslysi Image Cuter Camera mage
= &
&
ol
s
|
E
[EjPosiiondatabox| Jumpiores ool | 9, Maich | B Unmatch |
o/ Dene | X Careel] 1 tep
Spot Cutter 6.
e gel area aligned
Ll Align Analysis and Culer [mages
Analysis mage: Cuitet Cameramage
> - @ Make the first match:
wi@mifm«léwéa@%%#i
‘then sfick on the coniesponding riohthand spet
 EbPoston deabox| i | 9, | B Unmatch | fie : =
' [R]Display mahies  [IDiepley cutoveraps [ ]5rapto pesk.
f D | X Conce| G i
Spot Cutter 7.
e Prompts for gel alignment; targeted spot in analysed image versus gel on Spot Cutter
table
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o slem
L
l!

L

=
EyPostondstabo igioiiie | Qy  Mah [ Bl unmach | . maoe [
Dyt (IDilyctoveps  [JSmptopesk

o/ Dore | X Carel| G Helo

Spot Cutter 8.
e First targeted cut
e Analysis image on left, Spot Cutter target on image on right

-
Spot Cutter 9.
CLOSE UP
e First targeted cut
e User clicks on matching spot in right side image to confirm cut location

Spot Cutter 10.

CLOSE UP

e First targeted cut after alignment

e Target confirmation can be dragged to adjust accuracy of cutter tip placement
e (reen circle is actual size of cutting tip

e After alignment, Shift-Click to jump to next targeted cut

23



PDQuest 6.2 Update Training
Rev B

Micromass Mass Spectrometry and Sample Prep Robot Integration

You can track the spot (after excision with the spot cutter) through the

trypsin digestion robot and to the data file generated for that spot. Automatically update
all spot annotations in a matchset with protein identification annotations from the
resulting Micromass data files. Launch Micromass software via the ProteinProbe(tm)
browser to see the associated mass spectra for a spot.

+| -v-'.:-| +.,f'|
‘ .LAJ Preferences

Misc: Paths Bisplay | Toolbars | |Applcation
ical replics-stel halfl vl | H | ‘
[ Images [P rogram Files\Bio-F ad\ T he Discovery Series\Gample Images | Browse. | [®]Defaul

[ Matchsets |D:\Prnglam-FlIe.s\Bfo—Had_\The.ijiscovary.SaﬁeskSample:Malc}wsa_Ls' Browse... [ Dt

: e t‘|LBg |D:kPrmgram Files\Bio-Rad\The Discovery Seresilog Browse... | [¥]Detault
T Mistamass Projects [T Dosuments Hisromass data Biowse..

iigie) wtoekz o1 | IMicromass Install  [DiMy Dopuments\icromass data Bz,

1T emporan | E\Progran Files\Eio-R ad\The Discavery Seriesimp Browse... | [} Default

/0K | X osneel| @ e |

Micromass 1.

e Define pathways for Micromass data exchange
-where to export data file to establish a MassLynx project file
-where to find resulting protein identification results file

Excizion Gel Selection. ..
Integrated Excizion Toal,.,

N ] L

Generate Masslynx Batch File...
Import MassLyr Besulls..
Mass Spec Soore Overlay.,
Protein Probe...

Micromass 2.

e Export a batch file which contains the neccessary info to establish links to the
MassLynx project name for the mass spec results and instrument / processing
software control parameters

e Import the resulting data file with automatic annotation category creation and data
entry for identified spots
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- " [l Generate MassLynx Batch File..

~Step 1 - Select data to export

Matchset |5:,ol].mat,ch
Cut [ist |In:reased2
Cut run serial number ! j
Micratiter plate | Placenol

[

~Step 2 - Create/Select destination project

Required project name |6c,olj.mat,ch_m.pro

Masslyns project |6t,ollmat,ch71‘m. RO

~Step 3 - Select mass spec p
Instrument (& MALDL (O MS/ME

Acquigition parameters |Da fault

Process with |Dap:ideAuto. axa

Frocessing parameters |6t,ol].

S run sequence number | 1

EENED

o Done | XEanceI| (2 Help ‘

Micromass 3.

e Export file defines MassLynx project name and sets Mass Spec parameters (for either
MALDI or Q-TOF instruments)

-Mass spec acquisition parameters

-spectra processing parameters
-database search/comparison parameters

e MassLynx project name must match PDQuest required name and must use default file
name extensions

% MassLyn —6loT Imatch_MA ~ Untitied

Fle Edt Samples Aun View Quanlly Poleiiyr Biolyrw Took Help
B8] S| ] > [ [ = Bl |s(R(E] 2]
P e e e s e W e
Bote | Fie Name. [ FieTed [ MSFle |  Process Parameter Fi]

1 ET creased?_1_Phlelli_1_e702 Default Pepldchulocre b0l
[T2 a2 Increased_1_Plate00t_1_5701 Defaul Peptidetutocre b0l
[3 Jas Increased2_1_Plat=001_1_6801 Default Peplidebutoene  bi01
) Increased2_1_Plte00_1_4g0i Detait Peptdsbutocse  budl
N Increased2_1_Plate001_1_3901 Default Peplidciuloere bl
6 |o5 Increased?_1_Plate001_1_7401 Default Peplidedutocre  bwll
[7 b7 Inereaszd2_1_Plt001_1_2201 Default Peplideduto.cie bl
ENE Increas=d2_1_Plate001_1_0301 Default Peplidedutocre bl
[[9 Jas Increased2_1_Plate00_1_4603 Defaul Peptideutoexe b0l
[0 Ja10 Increased2_1_Plate00i_1_0202 Defaul Peptideutocre b1
[T e Increased2_1_Plat=001_1_5301 Default Peptidebutoene  bi01
ERSE] Incressed2_1_Plaedti_1_7302 Defat Pepidsbutocse  budl
[13 o1 Incieassd?_1_Pate001_1_8302 Default Peplidedutocre bl
[[14 Js2 Increased?_1_Plate001_1_0501 Defauit Peplidedutoere  bull
[[15 o3 Increased2_1_Plte001_1_2202 Default Peplideutocre bl
[[16 |ps Increased2_1_Plat=001_1_6304 Default Peplidedutocre bl
[7 |es Increased2_1_Plate00i_1_5402 Defaul Peptideutocre b0
8 o5 Increased2_1_Plate00i_1_7701 Defaul Peptideutocre b1
[T18 |e7 Increased2_1_Plat=001_1_7801 Default Peplidebutoene  bi01
e Icreased2_1_Plaieti_1_2308 Defat Pepidsbutocse  budl
IENE Increased?_1_Plate00i_1_1701 Default Peplidedutocre  bull
[2 s Increased2_1_Plate00i_1_4701 Default Peplidedutocre bl
[3 pn Increased2_1_Plate001_1_6701 Default Peplideutocre bl
28 o1z Increased2_1_Plate00t_1_7501 Defaul Peptidetutocre b1
[ o1 Increased2_1_Plate00t_1_2801 Defaul Peptidetutocre b0l
[T28 |c2 Increased2_1_Plat=001_1_3303 Default Peptidebutoene  bi01
7 lca Increased2_1_Plte001_1_7502 Detait Peptdsbutocse  budl
[ |c+ Incressed2_1_Plate001_1_4302 Default Peplidciuloere bl

Micromass 4.

e Project file is set up within MassLynx software by mass spec operator
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[Ll Import Massl ynx Results___ E3

~Step 1 - Select project

M atchzet |6tollannotated2

Instrument {# MaLDl ¢ M55

Required project name | Gtollanmotated? Mh pro

M azzlyny project |6tollma1:ch_lm. i3] j

~Step 2 - Select iun

~Step 3 - Select zample

E,7 21-ATG-Z000 ;l
E,2 21-ATG-Z2000
E,S 31-AUG-2000 ol
E,l0 21-ATG-Z2000
EB,11 21-AUG-Z000 Ll

~Step 4 - Select primary hit
[gene=tolE] [prot=TolE protein] [comment=Pa0s7z] =
21 peptides EE_79% coverage 47 72ZkDa 9.07pH score 1196579

[gene=PA3E803] [prot=conserved hypothetical protein] [commen
& peptides 18.87% coverage 40_06kDa 6&.38pH score 65791

[gene=pncEl] [prot=nicotinate phosphoribosyltransferase] [c
E peptides 14_79% coverage 46 10kDa 6&6.Z6pH score 4904 F

[gene=PA30E7] [prot=probahle transcriptional regulator] [co
4 peptides 27.21% coverage 16.37kDa 10_07pH score 48833

[gene=tig] [prot=trigger factor] [comment=PA1S500]
E peptides 14 2Z2% coverage 48_58kDa 4. 87pH socore 42371

[gene=trmli] [prot=tPNA (uracil-5-)-methyltransferase] [comm
4 peptides 16.80% coverage 41_21kDa 6&.859pH score 3781.3

[gene=PA3343] [prot=hypothetical protein] [comment=Paz343]
4 peptides 8.74% coverage 43_60kDa 8.Z59pH score 35497 ‘:J

Score (» Joint probability ¢ MOWSE

5 Apply Protein Prabe... Close ‘@ Help |

Micromass 5.
File import after MS run complete includes “most probable hit selection” dialogue

Hit data summary for probable hits includes
-number of matched peptides in spectra

-percentage of the targeted protein covered by the identified peptides

-molecular weight and isoelectric point of the probable match

-match probability score (user selectable for Joint Probability or MOWSE algorithms)
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Instrument (+* MALDI (™ MS/MS
Based on (3~ Joint probabiy. ( MOWSE

Threshold 0.0

pbave threshold Fommat....
Below threshold Farmal...
Fohits: Farrmal...

i Di:nne_| () Help |

Micromass 6.
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e Identified proteins in the gel image can be highlighted with hit indicator overlays

based on the Match Probability Score

e Overlays can be color coded for user-defined confidence thresholding

.
catalase wetical protein
L o0 .
congetved hypothetical protein

- iatalase

conserved hypmheﬂcal prcrtem - msferase

T

hypmhaical pratein TolE protein

hypothetical protein

arnhable tvenonnmannant sanenr oo

. pmbable ATP-hinding componem of ABC transparter N precursor
cnnserved hypothetical protein

laztase LasB hypothetical protein

acety\ -Cod acetvitransferase Slical pfﬂteln
su\fate hinding protein of ABC transporter
el
hypmhaﬂcal protein

. N ——————— pmbable TonB-dependent receptor otein component of ¢
¢ _probable binding protein component of ABC wransporter probable binding pratein ¢
- (=] probable TonB-cependert receptor anUmBT‘Ca' protein pmbable ATP-dependent protease
- -
e ® ® s
probable lolybdoptenn oxidoreductase -
- polyaming transport protein
" . Lazh, proteaLasd proteas:
- pitintransport protein Hash -ecyrsor tron transfer flavoprotein alpha §u_b_un|t - D i
j pepticyl-prolyl cis-trans isomerase A
clastaze Lash
S ome o
T o -« - -
- -
- ‘
. -
- —_—
arthranilate synthetase componert | L2
ol - <= -

b

Micromass 7.

e Import MassLynx data files to automatic create Annotation Categories and/or update
Annotation Category entries with protein identification info
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[l PDQUEST - 6.2.0 (RELEASE CANIDATE YERSION) [049] ReV B
File Edit View Image Spots Match Analpsis Identification Beports ‘Window Help
M & ] On 0D finl o5 pud H - Protein Frobe.. ‘Drawaboxto expand the itage inside BIORAL a_JVfBW'EI'ﬂifé Irmizge:
(LI Matchset Btol11annotated? [_ (O] %] Q Zootity |
W é" Transform...
' %Gre&‘te Anslysis Set
%ﬁ Select Analysls Set
F-'_E: Annotation Toal,...
6-’? Brovese Annotations....
hypothetical protein TolB pretein M,PI Pratein Proke...
gt aainm 4 Landmark
=P S8l S5 7801 ® I—“t
il L3
- S5P 7701 '?SPD':' L
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ONSErY
beable TonB-o cert i i
@ iahle TonB-dependent receptor Erobab\a hinding protein componert of ABC transporter 55p 8501
‘otein precursor
nent of AEH porter SEP 6502 SEP 7500 G;robable bincing pratein component of ABC transporter
receptor S B érubable e
S3P 6402

SEP 74M

C M4

Bl [prot=TolB protein] [comment=PA09S72]

gSTLIRIALE ALsimcaso Aaveivissc NpRETPIEVY PEDNENTIGN DLERSIITED [PAQNRTEOP GOISIVITE viVGUITToR
HYIADOST EKLTGIKGAT STKI RISUDNTRTT LOREDYDGAR FUILLUSHEE
s rm Engim v o o vt g o e g e 1 O
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Micromass 8.

Launch ProteinProbe software to view actual mass spectra and structure information

associated with protein identification

Advantages of integrated 2D Analysis software / Spot Cutter control / Mass Spec data
-“Eliminates errors”

-“Cuts time by 80%”

-“Allows gel map to be used as point of reference for other data - visual image”
-“Facilitates user compliance”

-“Allows study of more complex proteomes”

ProteomeWorks system evaluation by Dr. Brad Walsh, APAF
September 2000, Sienna Proteome Conference

28



PDQuest 6.2 Update Training
Rev B

The Scatter Plot Tool is linked to images, to allow identification of variant proteins
|

I. ‘ | :J_.._! Scatter Plot: 355 typical replics
- »
r .g
w
- .
- 1 Corr coeff = 0.364923 y
2P 412 b 3lope = 0,.956530, Intercept = 6.052426///- bl

Spot count = 678 =
Norm units = ug i

s

sical replics-std (stockl) halfl v1 (F:

o q o D | & P | Gimat] @ bk |

scatter plot 1.
¢ Clicking on any data point in the plot will target the correlating protein on the gel
e Spots falling outside the standard deviation can now be easily identified on the gel
image
-only matched spots are plotted in the tool

Volume freehand and auto-contour tools have been added, allowing overwrite of
Gaussian quantitation of spots
o T Fem o - 2

it lag-1 capy

..
-
® . -
. = . - -
i 3
- 3 .. - 3
« ol 1o
- L3
REF test25a 5t (log. 1 eopy, Modifisd) “ [ og-1 copy v2 (Filtered, Mnd.iﬁzrl)‘.
contour 1.

e Can apply a contour to scanset or matchset images
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Context-sensitive right-mouse-click menus

P > = AL A . 5 -
- P o - - s . ® .
ﬂViEW.Erﬁire Image - S.JV(EWEM“-‘E Imége
— - - :C!‘tilnnm B . I ., e
= rag— . - - O £
. . - . - ransform - E.Tramsform. : - -
T T T e ] @)
e * . s - - @Im’éga Infa.... ?{'Greaie Anialysis Set
- g~ - - - T i
. . - * i i & ’
. @anlmzﬁ?& (s halfl v1 (Mem Image) . 1 _%%_Se_le_c‘i Ta_ly:sls_ S ']
e L o
< REFESSWN;MM(S}]H Lo S ae .Sétreate Analysis Set = = REF “%:Annutaﬂun Toal, .- [l 1 (Tlem Image) o | b
- = . 3k Select Analysis Set -
s o
4 R T e e e
é o” P “EiAmntaﬁnn Taal.. -
- o v L e - AB Comparizon e . . - -
. -
- - - Spot Review Toal.. | |» - T * -
. - - - *1 bt el s 2 - Il Pop-up Graph 3
- ¢ . - ol ® £ L andmark ; *
R - NeeMargin Graph
- - . G I
- o 2t ¥, - EEfttatch &l Gels . = s
- e e e .
& LA IR TR e - | e - F TS T S,
L4 E & - -
stookl vl (l\/lerr:mnge) Stock? v (MemlImage) | stockd vl (Mel - - - - - - -
g * - - -
menu 1. Spot menu background menu
. .
Menus available from the Standard Reference image
-context referenced to cursor location on spots or gel background
- - - - - = - - = "' - - - - -
- - - - - - - = -
A “isine Entire msge - fd:_l imwy Entirs Image -
r— - b . -_ - E(;Toom Box
- - - - - -® B Transtorm. . -
- B - T e = - - . =t .
. 80 Assian - BBl Assion
- - . Ejinterchanos mages r - FElInterchange Images
REF 355 typical replics-std (5| I 7[},5@3.—_1 Tool half2 «1 (1 REF 355 typical replics—std (3| halft [3 Select Tool [lf2 w1 (Tvlem|
- 5 il FlSnot Grosshairs _— - - [EElsest crosshairs
- [T Hicte Covmrtanes - - [ Hide Cverlays
- [ irmmge into. . - - [3] Im=ge Infa... -
- - . . 4 - - - - E=BPrint Imane.
- - - e i -
- b - ‘ ¥ Ermse Spot Crosshaic
e - T — B Showe Symbols - . e —— - - -
- - . SO Showe Offscts - ; 5 2P Show Offsets -
LE bark Land fie 5 MErk Landmarks
- - . L - - - Display SSPs
- - P— Display SSPs - - - F— e
— gl Sent Guartity 1 . L ot B = -
- - P TERET s R - - - ' §Ti Spot Detection Feport | =
2 - - = - - £ &
stackl w1 fhvlem Image) stocks f @lemImags) stocks wl stockl v1 (MemImage) | stockZ vl dvemlmage) | stocks vl Qud
————
menu 2. Spot menu background menu

Menus available from the member images
-context referenced to cursor location on spots or gel background
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Match-offset vectors now indicate outliers in red for better visibility when editing

matching of spots

: Match offsets. ,J'r &
| halfl +1 [Filterad)

offset 1.

e Offsets are compared to local neighbors for direction and length of distortion

e outliers are indicated in red

Ordering Information
Catalog # Description

170-8603 PDQuest 2-D Analysis Software, PC
170-8611 PDQuest 2-D Analysis Software, Mac
170-8626 PDQuest Software Upgrade, PC/Mac
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