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Launching Compass for Simple Western

To open Compass for Simple Western, double-click the icon on the computer
QW desktop.

NOTES:
Compass for Simple Western 6.1 and higher is compatible with macQS 10.14 - Mojave, 10.15 - Catalina
and 11.00- Big Sur.

Ifyou are using Peggy Sue, Sally Sue or NanoPro 1000, Compass for Simple Western version 6.0 and higher
does not support these instruments. You can still use software versions 5.x and lower to create, load and
run assays on these instruments, and to analyze your data.

Compass for Simple Western Overview
Compass for Simple Western has three main screens:
Assay - You'll create and review your assay.
Run Summary - Check out the status of your run.

Analysis - Take a look at the data from your experiment.

Changing the Screen View

To move between the Assay, Run Summary and Analysis screens, just click the button in the screen tab
located in the upper right corner of the main window.

Assay Ij Run Summary ij‘:EAnalysis

Assay Screen

The Assay screen is used to create, view, and edit assays. You can assign well locations for assay plate
reagents, modify assay protocol steps, enter assay notes and add annotations for individual wells on the
assay plate.

Compass for Simple Western User Guide
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Run Summary Screen

Chapter 1: Let’s Get Started

The Run Summary screen is used to monitor status of a run in progress, watch movies of the separation in

the capillaries, and view current and voltage plots for each run.

€ Jess 25 Cap - System Control Demo Data - Compass for SW

File Edit Instrument Window Help
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|

J43PM Z4EPM 328 PM
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The Analysis screen is used to view data from your assay, including the graph view (electropherograms), lane
view (shown below), capillary images, and a table with your results. You can also analyze your data here after
the runis finished.

= O |||kt Graph |2 Image Lane

&
e F P AP PP PP ISP PSS ISP PSP

Assay (1§ Run Summary | £kt Analysis

@ +E 87 | = = O ||® Analysis Options | Lane Annotations:

)

X

=0

Images

@ 2021-01-12_10-58-12_RePlex 2x Immunoassay Abby
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Hele  Antibod.. 14-3-3 14
Hele  Antibod.. HSP60 15
“Hela 1433 HSPEO 16
“Helz  HSP&D 14-3-3 17
Hele  Antibod.. 14-3-3 18
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Screen Panes

Assay, Run Summary and Analysis screens all have multiple screen panes that let you view the individual
components of a run, assay or data file. Each pane has a labeled tab and a unique icon. We'll describe panes
specific to each screen later in the individual screen sections.

The active pane in a screen is blue. To view a pane, click in the pane or on its tab. The example below shows
panes in the Analysis screen, and the Lane pane is active:

Compass for Simple Western User Guide
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Title Bar

In the title bar you will see the run file name and the icons that allow the main Compass for Simple Western
window to be minimized, maximized or closed.

€ Jess 25 Cap - System Control Demo Data - Compass for SW = ] * |

Main Menu

Access to various software, instrument and screen operations is available through the main menu. More
details on menu commands can be found in “Software Menus”on page 7.

|Fi|e Edit View Instrument Window Help

Instrument Status Bar

The instrument status bar is used to start runs and cleaning protocols, relay system status and show run
progress. More details on instrument control and status can be found in Chapter 6, “Controlling Jess, Wes, and
Abby”.

File Edit Instrument Window Help

\' : Running m P —
. Wied 210PM Wed 235PM

NOTE: You will only see the instrument status bar when Compass for Simple Western is connected to an
instrument. There is no status bar on computer workstations that you're only using for data analysis.

Screen Tab

The screen tab lets you move between Assay, Run Summary or Analysis screens and is located in the upper
right corner of the main window. Just click a button to view a screen. The tab for the screen currently dis-
played is highlighted in blue.

Assay Tj Run Summary jj;; Analysis

Compass for Simple Western User Guide
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View Bar

The view bar is only displayed in the Analysis screen as part of the main menu bar and allows you to switch
between displaying sample chemiluminescent, fluorescent or protein normalization data, fluorescent stan-
dards or capillary registration information, data for a single capillary or all capillaries in the run, or grouped
capillary data. View bar options are detailed in “Switching Between Sample and Standards Data Views" on
page 173, and “Using Groups”on page 208.

= Standards | = @

Compass Status Bar

The status bar is located in the lower right corner of the main window. It displays active software processes
and their progress.

Analyzing: Jess 25 Cap -...ol Demo Data [ &0

Software Menus

A brief description of the software menus in the main menu are described in this section. Not all menus are
available in every screen, and menu commands change depending on what screen is active. The menus and
commands available for each screen will be detailed in the individual screen sections.

Compass for Simple Western User Guide
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File Menu

The File menu contains basic file commands.

Edit View Instrument
Open Run 3
Add Run 3

Close

Close All

Save

Save As...

Export Tables...
Export Spectra 3

Run Report...

Exit

Edit Menu

The Edit menu contains basic editing commands, analysis and preferences options. Specific details on pref-
erences are described in Chapter 8, “Setting Your Preferences”.

Edit Instrument Window Help

Cut Ctrl+X
Copy Ctrl+C
Paste Ctrl+V
I Default Analysis...

Default Analysis View...

Undo Ctrl+Z
Redo Ctrl+Y
Preferences

Compass for Simple Western User Guide
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View Menu

The View menu can only be seen in the Analysis screen, and allows you to change how your data is dis-
played.

Instrument  Window
Selected
@ Al

Standards
@ Samples

Grouping

Filter...
View Region...

Show Hidden

Instrument Menu

The Instrument menu is only available when Compass for Simple Western is connected to directly to your
instrument. Instrument control options are explained in Chapter 6, “Controlling Jess, Wes, and Abby”.

Instrument  Window He

Reset
Self Test

Runs...
Properties...
Update ¥

Disconnect

Window Menu

The Window menu allows you to switch between Blot, Assay, Run Summary or Analysis screens, and restore
screens to the Compass for Simple Western default layout.

Window Help
Blot
Assay
Run Summary
Analysis

Default Layout

- Blot - Displays the Blot screen where you can view and enhance acquired blotting membrane
images.

Compass for Simple Western User Guide
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- Assay - Displays the Assay screen where you can create, view, and edit assays.
Run Summary - Displays the Run Summary screen which tells you the status of a run in progress.

Analysis - Displays the Analysis screen which is used to view sample electropherograms, lane data
and results.

- Default Layout - Restores the individual panes in the current screen back to their default size and
location.

Help Menu

The Help menu provides access to Help, software updates, release notes and other software information.

Help
Compass for SW Help
i User Guide Sl |
Bio-Techne Academy

Check for Updates

Release Motes

Export Logs
Send Run File

About Compass for SW

- Compass for SW Help - Displays the Compass for Simple Western User Guide.
- User Guide - Displays a menu of Simple Western instrument User Guides.
- Check for Updates - Opens software download center to show the last released software.

- Release Notes - Displays Compass for Simple Western release notes for the current and prior ver-
sions.

- Export Logs - In the event a technical support issue arises, the Export Logs option lets you gather
instrument-specific logs into a .zip file and send it directly to ProteinSimple Technical Support. If you
don't have an internet connection, you can also save the .zip file to the desktop and send to Technical
Support at a later time.

- Send Run File - Lets you send a run file to ProteinSimple Technical Support directly from Compass for
Simple Western.

- About Compass for SW - Displays the Compass for Simple Western software version and build infor-
mation.

Compass for Simple Western User Guide
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Changing the Compass for Simple Western Main Window Layout

You can easily resize the Compass for Simple Western main window and the individual panes in each screen.
Screen panes can also be moved outside of the main window.

Resizing the Main Compass for Simple Western Window

To resize the main window, roll the mouse over a corner or border until the sizing arrow appears. Then just
click and drag to resize.

Resizing the Screen Tab

The screen tab can be sized to show all or just some of the screen buttons. To resize, roll the mouse over the
left edge of the tab until the sizing arrow appears, then click and drag to resize. If a screen button is hidden,
a double arrow will display in the tab. Click to display and select the hidden screen.

Assay >
; .Lj Run Summary

Resizing Screen Panes

To resize a pane - Roll the mouse over the pane border until the sizing arrow appears. Then just click
and drag to resize.

To maximize a pane - Click the maximize button in the upper right corner or double-click the tab.

Minimize
E] Layout = 5 |— Maximize

Ll

The other panes in the screen will automatically minimize to pane bars in the task area along the win-
dow border.

Compass for Simple Western User Guide
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180 |

116 -

- - - - | M -0

" " n n n " e

4 2021-01-12_10-58-12_RePlex 2x Immuncassay Abby - Compass for SW 6:0.0 - o x
File Edit View Instrument Window Help
| = Standards == Samples | = S || @ | ([ Assay €18 Run Summary | gE: Analysis
"5 | I Graph [ image [ Lane @HLEE =" ° s
i} & o
Ho @ PP PP PP PSPPI ISP ISP PP PP

230 -| &

- To minimize a pane - Click the minimize button in the upper right corner of the tab. The other panes
in the screen will automatically resize and the minimized pane will display as a pane bar in the task

area.

Minimize

[E] Layout = 5 |— Maximize

Ll

- To restore all minimized panes - Click Restore on the minimized pane bar.

—p = | Graph

- To restore only one minimized pane - Click the pane icon on the minimized pane bar.

Compass for Simple Western User Guide
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5 | I Graph £

- To restore a maximized pane to its original size - Double-click the tab or click Restore in the tab
menu bar.

lun Surmmary j:r.:g Analysis

.|-;§|E‘='E.

=

- To restore all panes to their original sizes - Select Window in the main menu and click Default
Layout.

Changing the Location of Screen Panes

Panes can be moved to different locations within a screen.

- Tomove a pane - Click on its tab and drag it to the new location. As the pane is moved, area guides
will display to assist you in choosing a drop location.

The following figure shows the Analysis screen after moving the Peaks pane.

Compass for Simple Western User Guide
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0012 betstu. DARR 5 " Biot. Ladder  Blocking Streptavi
0006.. betatu. DARR 6 = 7 = = T Biot. Ladder  Blocking Streptavi
0003.. betatu. DARR 7 A (kD3) 0025mg/ml  betatu..  DARIR
Oim.. betatu. DARNR & 0dmg/ml  betatu. DARNR
005.. betstu. DARNIR s 9
0025.. betatu.. DARNIR 10 -4 005mg/ml  betatu..  DARNIR
0012 betatu. DARNR 11 200000
0006.. betatu.. DARNR 12 100000 Bt Libln 4
0003.. betstu. DARNIR 13 " ¥
Olm.. betatu. DARR 14 = o = = RN
005.. betatu. DARR 15 MW (kDa) 0.003125 m. DAR NIR
0025.. betatu. DARR 16 O0img/ml  betatu. DARNR
0012.. betstu. DARR 17 = 10 Oimg/ml  betatu. DARNIR
0006.. betatu. DARR 18 = 01mg/ml  betatu. DARNIR
0003.. betatu.. DARIR 19 200.000
Ofm. betatu. DARNR 20 . i,
005.. betatu. DARNIR 21 v
0025.. betatu. DARNR 22 0
0012.. betatu. DARNR 23 2 0 & e 10 2
0006.. betatu.. DARNR 24 L
0003.. betstu. DARNIR 25 N "
=
200000
100.000 e
v
0
2 4 5 16 1w 230
MW (kDa)
& 12 “ Il € >

+  To detach a pane from the main window - Click on its tab and drag it outside the main Compass for
Simple Western window or right click the tab and click Detached.

i ] Exueriment]
Detach [
Sal ondary
Biot... Blocking treptavi...

- To move a detached pane back inside the main window - Select Window in the main menu and
click Default Layout.

- Torestore all panes to their original locations - Select Window in the main menu and click
Default Layout.

Restoring the Main Window to the Default Layout

To restore screen pane sizes and locations to the original Compass for Simple Western layout, select Win-
dow from the main menu and click Default Layout.
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Software Help

Select Help and click Compass for SW Help to view the Compass for Simple Western User Guide. If the
computer you're using has an internet connection, the latest online version of the User Guide PDF will dis-
play. When an internet connection isn't available, the User Guide PDF shipped with the original installer for
the software will open instead.

Viewing Instrument User Guides

Select Help and click User Guide to display a menu of Simple Western instrument User Guides. If the com-
puter you're using has an internet connection, the latest online version of the User Guide PDF will display.
When an internet connection isn't available, the User Guides PDF shipped with the original installer for the
software will open instead. The latest versions of all User Guides are also available online at
https://www.bio-techne.com/resources/literature.

Help
Compass for SW Help |
User Guide » Abby
Bio-Techne Academy Jess t

Check for Updates

Release Notes

Export Logs
Send Run File

About Compass for SW

i ToTTUUT

Checking for and Installing New Versions of Compass for Simple Western

Compass for Simple Western can automatically check to see if a newer version of software is available. To do
this:

1. Make sure the computer being used has an active internet connection.

Compass for Simple Western User Guide
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2. Select Help and click Check for Updates. The following web page will load:

. . A= g v
biotechne ks R A AT B PR R g G a.gnc%)megmr

Research Products + Therapeutic Manufacturing + Diagnostics v Services v Resources v About v

Home  Instrument Software Download Center

¥ Instrument Category

Instrument Software Download Center
Download the latest instrument software to use on your instrument.

inagi Compass for SW 5.0.1 Mac Beta
maging

L e cati g Compatible Instruments: NanoPro 1000, Peggy Sue, Sally Sue
yminex Instrumentation Updated: 12/ 17 / 2021
Micro-flow Imaging (MF1)

Simple Plex

Imaged Capillary
Electrophoresis (iCE)

Simple Western Please login or register to download your software.

Single-Cell Western

Compass for SW 6.1.0 Mac Beta
Compatible Instruments: Abby, Jess, Wes
Updated: 11 /05 /2021

¥ File Type
Software

User Guide Nov 2021

Release Note

Please |ogin or register to download your software.

Compass for SW 6.1.0 (Windows 10 64-bit)
Compatible Instruments: Abby, Jess, Wes
h Updated: 01 / 06 / 2021

3. Under Instrument Category, select Simple Western.
4. Under File Type, select Software.

5. Download the appropriate version and run the executable file to install.

Instrument Software (Embedded) Updates

To view the version installed, select Instrument in the main menu, then click Properties. The current ver-
sion of system software will display.
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€ AY0000 - Properties

Name: | AYOD0D

Location : |

Type:
Serial Number:
Instrument Software :

Instrument Date and Time:

Logs Report

Abby Network Name :
AY0000 MNetwork Address:

1.2.2021.01.08.15.30.51.1b022b981
2021-04-07 18:49:54 -07:00

192.168.7.251
192.168.7.251

Set to PC time

page 17

To check for embedded updates, select Instrument in the main menu, then Update and select Network. If
you are not on the network, contact ProteinSimple Technical Support for assistance on how to obtain the

latest update.

Keeping Multiple Versions of the Software

1. Rename the currently installed Compass for SW folder. For example, rename C:\Program Files\Compass
for SW to C:\Program Files\Compass for SW_5.0.1.

2. Open the renamed folder, right click on Compass for SW.exe, select Sent To and then Desktop (create

shortcut).

Compass for Simple Western User Guide
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» ThisPC » OS(C:) » Program Files » Compass for SW_5.0.1

-~

[0 Mame Date modified Type Size
configuration File folder
features File folder
jre File folder
META-INF File folder
p2 File folder
plugins File folder
readme File folder
templates File folder

Abby User Guide.pdf Adobe Acrobat D...
D client.policy POLICY File

Cornpass for SW Software Release Not...
' Compass for SW.exe

Adobe Acrobat D...

Cornpass for SW.ini Er=D
Compass SW Software User Guide.pdf G A E TN T
Jess User Guide.pdf © Share with Skype
@ license.rtf Troubleshoot compatibility
] server.policy Pin to Start
Wes User Guide.pdf @ Move to OneDrive
3* Send with Transfer...
| Share
@ Zip and Share (WinZip Express)
@ WinZip >
%7 Permanently erase with Webroot
(W) Scan with Webroot

Pin to taskbar

Restore previous versions

send to > 0 Eluetooth device
Cut i Compressed (zipped) folder
Copy [ Desktop (create shortcut)
Documents k
Create shortcut X
k=5 Fax recipient
G Delete - Mol recioiant
‘| Mail recipien
& Rename
« Backup Plus (E)
Properties I'

3. Rename the shortcut per the version number, for example: Compass 5.0.1. for SW.

4. Important: uninstall Compass for SW through the Control Panel.
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m Compass for SW 376 MB
9/23/2021

5.0.1
ody

5. Install the latest (or other) version of Compass for Simple Western.

6. The new desktop shortcut will point to the last version of Compass for Simple Western that was
installed. Rename it to the version that was just installed, for example Compass 6.0.0. for SW.

Compass for Simple Western User Guide
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Viewing Release Notes

Select Help and click Release Notes to view feature updates and bug fixes for new and past versions of
Compass for Simple Western. If the computer you're using has an internet connection, the latest online ver-
sion of the release notes PDF will display. When an internet connection isn't available, the release notes PDF
shipped with the original installer for the software will open instead. We recommend you review these notes
whenever a software update is installed. The latest release notes are also available online at
https://www.bio-techne.com/resources/literature

Release Notes
Minimum PC requirements

Operating System Windows 7 64

Processor Core i5

Memory 6 GB

Free Disk Space 100 GB
Installation

Open the installer file to start the installation.

Compass for Simple Western v3.1  Release Date: December 15, 2016

Exporting the Software Log

Select Help and click Export Logs to view the software log file. This will export a zip file containing both the
Compass and embedded logs (self test, error, temperature, command logs, etc.). This information is used for
troubleshooting purposes.

Sending Run Files to Technical Support

If the computer you're using has an internet connection, Compass for Simple Western can zip and send a run
file directly to ProteinSimple Technical Support.

1. Open the run file you'd like to send in the Analysis screen.
2. Select Help and click Send Run File:

3. Enter your Name, Company and E-mail address, and any details in the Comments section:
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€ send Run File *
File: | 2018-04-27_15-43-31_Jess Alpha 2 SL.cbz |
Name: | Bob Smith

Company: | My company

“Email: | ryemail@mycompany.com

Instrument: | 53006

Comment: I

Send Cancel
4. Click Send. The progress window displays:
Progress Information
@0 Uploading data
I
Cancel

5. When the file upload is complete, the following message displays. Click OK.

Send Run File *

o Upload completed
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Basic Troubleshooting

Problem Solution

The instrument won't connect to « Confirm the static IP address for the ethernet port is set
the computer t0 172.30.1.2.

Use a direct ethernet to ethernet connection. USB to eth-
ernet adapters can be unreliable.

Refer to the installation guide for more detailed instruc-
tions or contact Technical Support at support@protein-
simple.com

| can’t access my data « By default, run files save to C:\Users\Documents\Com-
pass for Simple Western\Runs.

If you don't see your file in the default folder, connect to
the instrument’s embedded drive. From the Compass for
Simple Western main menu, select Instrument > Runs...

NOTE: Run files are organized chronologically.

For additional instrument, software and Simple Western assay troubleshooting support, please contact Pro-
teinSimple Technical Support toll-free in the US and Canada at (888) 607-9692 (option 3), support@protein-
simple.com or visit https://www.bio-techne.com/resources/literature. You can also contact your local Field
Application Scientist for help.

Compass for Simple Western Version Information
Select Help and click About Compass for SW to view the software version and build number information.

@ About *

Compass for SW
Version: 6.0.0

Build ID: 0322
Revision |D: b3f2065

Compass for SW is the control and data analysis application for Simple Western
instruments.

Copyright © 2009-2021 ProteinSimple. All Rights Reserved.
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Directory and File Information

The main Compass for Simple Western directory is located in the Program Files folder, and also contains
PDF files of the Jess, Wes and Abby User Guides.

I M = | Compass for SW

- Home Share View o
x D oh cut x 07 New item = @ Open - HHSelectall

W Copy path £ Easy access * Edit Select none
Pinto Quick Copy Paste Move Copy Delete Rename New Properties
e [7] Paste shorteut ¢4 to > folder > S History ] Invert selection
Clipboard QOrganize Mew Open Select
« v A > ThisPC » OS(C:) » ProgramFiles » Compass for SW v O L Search Compass for SW
~
~ Compass for SW ~ [ Name Date modified Type Size
configuration configuration 3/16/2021 6:35 PM File folder
features features 3/16/2021 6:35 PM File folder
jre jre 3/16/2021 6:35 PM File folder
META-INF META-INF 3/16/202 PM File folder
p2 p2 3/16/2021 6:35 PM File folder
. plugins 3/16/202 M File folder
plugins
readme 3/16/2021 6:35 PM File folder
d
readme templates 3/16/2021 6:35 PM File folder
templates Abby User Guide.pdf 2/10/2021 11:14 AM Adobe Acrobat D...
DIFX [ client.policy 2/10/2021 11:14 AM POLICY File
HP Compass for SW Release Motes.pdf 2/10/2021 11:14 AM Adobe Acrobat D...
Intel Compass for SW User Guide.pdf 2/10/2021 11:14 AM Adobe Acrobat D...
Java ' Compass for SW.exe 3/12/2021 1216 PM Application
Logitech >f3 Compass for SW.ini 3/13/2021 2:06 AM Configuration sett... 1KB
ogitec
9 Jess User Guide.pdf 2/10/2021 11:14 AM Adobe Acrobat D... 5
Microseft Office 2 license.rtf 2/10/2021 11:14 AM Rich Text Format
[ server.policy 2/10/2021 11:14 AM POLICY File
Wes User Guide.pdf 2/10/2021 11:14 AM Adobe Acrobat D...
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Compass for Simple Western assay and run files are located in the Documents folder in the User directory
on your computer:

I ¥ = | Compass for SW - O *
Home Share View 0
- v 4 <« Documents » Compass for SW v @ Search Compass for SW o]
MName Date modified Type Size
# Quick access
Assays File folder
Egnyte Blots File folder
e Creative Cloud Files NeW fissrs il foider
Runs File folder
f@ OneDrive
> [ Computer Name: US
|_j MNetwork
£ >
4 items =

« Assays Folder - Contains all assay files that you've saved.
« New Assays Folder - Contains Simple Western default assay template files.
+ Runs Folder - Contains all run files. Run data is automatically written to this folder.

- Blots Folder - Contains all Western blot image files that you've saved.

NOTE: When a Compass for Simple Western software update is performed, the template assays in the New
Assays folder are overwritten.
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File Types

The following file types are used by Compass for Simple Western:
Assay Files - Use an *.assay file extension.

Run Files - Use a *.cbz file extension. The default file format for run files is Date_Time_AssayName. An
example run file name would be 2012-09-28_18-50-53_Simple Western.cbz.

Blot Files - Use a *.btz file extension.
Protocol Files - Exported protocol files use a * protocol file extension.
Template Files - Exported template files use a *template file extension.

Analysis Settings Files - Exported analysis settings files use a *.settings file extension.
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Chapter 2:

Size Assays

Chapter Overview

Assay Screen Overview

Reagent Color Coding

Opening an Assay

Standard Immunoassays: Creating a New Assay
Stellar Assays on Jess: Creating a New Assay

Total Protein Assays: Creating a New Assay on Wes
Protein Normalization on Jess: Creating a New Assay
RePlex Assays on Jess and Abby: Creating a New Assay
Making Changes to an Existing Assay

Switching Between Open Assays

Creating a Template Assay

Viewing and Changing the Detection Exposures
Copying Protocols and Templates

Printing Protocols and Templates

Importing and Exporting Protocols and Templates
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Assay Screen Overview

NOTE: If you are using Peggy Sue, Sally Sue or NanoPro 1000, Compass for Simple Western version 6.0 and
higher does not support these instruments. You can still use software versions 5.x and lower to create,
load, and run assays on these systems, and to analyze your data.

The Assay screen is used to create, view, and edit assays. To access this screen, click Assay in the screen tab:

Assay ]’j Run Summary ﬁ'; Analysis

Assay Screen Panes

The Assay screen has four panes:
Layout - Displays a map of the assay plate and shows where assay reagents will be located.

Protocol - Lists individual assay protocol steps and parameters that Jess, Wes, or Abby will execute for
each of the capillaries.

History - View changes made to the assay tab.

Notes - Lets you enter specific assay information that is saved with the assay and can be used for
future reference.
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- Template - Enter annotations for the individual well and row reagents in the assay plate.

€0 Jess 25 Cap - System Control Demo Data - Compass for SW - m] *
File Edit Instrument Window Help

j (I] Run Summary j_g; Analysis

Run: Jess 25 Cap - System Centrol Deme Data | I Protocol H'starﬂ T Nolesw =8
Byt =5)|m % oY @ B Add - Remeve

Value

x
i

Separation Matrix
Stacking Matrix

Inn-|
>

Sample
Separation Time (min) 250
Separation Voltage (volts) 375
Matrix Removal
; Protein Normalization Time (min 40.0
W Antibody Diluent Time (min) 5.0
\ Primary Antibody Time (min) 30.0
J Secondary Antibody Time (min) 300
K Detection
[ Teamkoa ]
M v
E Template =8

Edit

Software Menus Active in the Assay Screen

You can use the following software menus:

- File

- Edit

« Instrument (when Compass for Simple Western is connected to Jess, Wes, or Abby)
+ Window

« Help

The File and Edit menu options specific to the Assay screen are described next.
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File Menu

The following File menu options are active:

Edit Instrument Windo
Mew Assay 3
Open Assay 3
Save

Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print 3

Exit

- New Assay - Creates a new assay from a starter template.

- Open Assay - Opens an existing assay.

- Save - Saves the open assay.

- Save As - Saves the open assay under a different file name.

- Import Protocol - Imports a saved protocol file into an assay.

- Import Template - Imports a saved template file into an assay.

- Export Protocol - Exports the current protocol file for future use.

- Export Template - Exports the current template file for future use.

+  Print - Prints the information in the Protocol or Template panes.

- Exit - Closes Compass for Simple Western.

Compass for Simple Western User Guide
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Edit Menu

The following Edit menu options are active:

Edit Instrument Window Help

Cut Ctrl+X
Copy Ctrl+C
Paste Ctrl+V
Default Analysis...

Default Analysis View...

Undo Ctrl+Z
Redo Ctrl+Y
Preferences

- Copy - Copies the information in the Protocol or Template panes into other documents.

- Default Analysis - Displays the default settings that will be used to analyze the run data generated
with an assay.

- Default Analysis View - Displays the default Graph and Lane view options that will be used to dis-
play run data generated with an assay.

- Preferences - Set and save your preferences for data export, plot colors in the graph and Twitter set-
tings. See Chapter 8, “Setting Your Preferences” for more information.
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Reagent Color Coding

Standard Immunoassays

The Assay screen uses color coding to identify various assay reagents in all panes. The following example
shows the Layout pane for chemiluminescence assays on the left and fluorescence assays (Jess only) on the
right:

-3
-

B B
[+ c
o] D
E E
F F
G G
H H
I |
o o
K K
L 12-230 kDa | L 12-230 kDa
M M
M N
Q e}
P P
Orange - Samples and ladder - Orange - Samples and ladder

Magenta - Antibody Diluent (2 or Milk-Free) - Magenta - Antibody Diluent (2 or Milk-Free)
Light Teal - Primary antibody - LightTeal - Primary antibody
Teal - Secondary HRP conjugate - Teal - Secondary fluorescent conjugate

Gold - Luminol/Peroxide mix
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Stellar Assays on Jess

The Assay screen uses color coding to identify various assay reagents in all panes. The following example
shows the Layout pane for a Stellar Assay on the left, and a Stellar Assay with Total Protein on the right:

1 il 1 :I!I\ 1 18 1 J!\
A | A |
B B
< <
D o
E E|
—— ——
G G
H H
I I
J J
K K
L 12-230 kDa L 12-230 kDa |
M M
N N
Q L+
P P

Orange - Samples and ladder

Magenta - Antibody Diluent (2 or Milk-Free)
Light Teal - Primary antibody

Teal - Stellar secondary antibody

Red - Stellar IR or NIR Anneal

Dark Blue - Stellar IR or NIR Label

Compass for Simple Western User Guide

Orange - Samples and ladder
Peach - Total Protein labeling reagent
Light Teal - Primary antibody

Teal - Stellar secondary antibody + Stellar
Total Protein Streptavidin-HRP

Red - Stellar IR or NIR Anneal
Dark Blue - Stellar IR or NIR Label
Gold - Luminol/Peroxide mix

Magenta - Antibody Diluent (2 or Milk-Free)
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Protein Normalization on Jess

The Assay screen uses color coding to identify protein normalization reagent (green), which can be included
with every size assay plate setup. There's no need to run protein normalization as a separate assay.

p

X =IO MmO O m

=

12-230 kDa

" 0 T =

Orange - Samples and ladder

Green - Protein Normalization reagent
Magenta - Antibody Diluent (2 or Milk-Free)
Light Teal - Primary antibody

Teal - Secondary antibody

Gold - Luminol/Peroxide mix (chemiluminescence only)
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Total Protein Assays

The Assay screen uses color coding to identify various assay reagents in all panes. The Layout pane is shown
in the following example:

b3

X e — X O M MmMmOO®

r

12-230 kDa |

"0 ==

Orange - Samples and ladder

Magenta - Total Protein labeling reagent
Light Teal - Antibody Diluent 2

Teal - Total Protein Streptavidin-HRP

Gold - Luminol/Peroxide mix
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RePlex Assays on Jess and Abby

Jess and Abby let you run two immunoassays or an immunoassay with Total Protein in a single run. This is
done in two different probing cycles. These assay combinations are currently validated on Jess and Abby:
Chemiluminescence + chemiluminescence
Chemiluminescence + Total Protein
Chemiluminescence/NIR fluorescence + Total Protein (Jess only)
NIR fluorescence + NIR fluorescence (Jess only)
NIR fluorescence + chemiluminescence (Jess only)

The Assay screen uses color coding to identify various assay reagents in all panes. The following examples
show the Layout pane for a few of the RePlex Assay combinations listed above:

Chemiluminescence + Chemiluminescence

(Jess and Abby)
: : -~ Orange - Samples and ladder
E : - Magenta - Antibody Diluent (2 or Milk-Free)
. : - Light Teal - Primary antibody for Probe 1
G Teal - Secondary HRP conjugate for Probe 1
T Light Teal - Primary antibody for Probe 2
= ' : - Teal - Secondary HRP conjugate for Probe 2
i L I Gold - Luminol/Peroxide mix
; Purple - RePlex reagent mix
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Chemiluminescence/NIR fluorescence +

Total Protein (Jess only)

L 12-230 kDa I

NIR fluorescence + NIR fluorescence

(Jess only)
N
]
c 1
ot
E 2
FIT
G
H
1
o
K 2
L 12-230 kDa ]
M
N
Q
P
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Orange - Samples and ladder

Peach - Total Protein labeling reagent
Magenta - Antibody Diluent (2 or Milk-Free)
Light Teal - Primary antibody for Probe 1
Teal - Secondary antibody for Probe 1

Green - Total Protein Streptavidin-HRP for
Probe 2

Gold - Luminol/Peroxide mix

Purple - RePlex reagent mix

Orange - Samples and ladder

Magenta - Antibody Diluent (2 or Milk-Free)
Light Teal - Primary antibody for Probe 1
Teal - Secondary antibody for Probe 1

Light Teal - Primary antibody for Probe 2
Teal - Secondary antibody for Probe 2

Purple - RePlex reagent mix
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Opening an Assay

NOTE: If you are using Peggy Sue, Sally Sue or NanoPro 1000, Compass for Simple Western version 6.0 and
higher does not support these instruments. You can still use software versions 5.x and lower to create,
load, and run assays on these systems, and to analyze your data.

To open an existing assay:
1. Select the Assay screen.

2. Select File in the main menu and click Open Assay.

File Edit Instrument Window Help

New Assay > |
Open Assay > Wes_Chemi-TP_CSP-Training_Wes Size_final
Cave Chrle S Wes_Chemi-TP_CSP-Training_Wes Size_final
Save As... Wes_Chemi-TP_CSP-Training_Wes Size
Wes Total Protein

mport Protocol
mport Ternplate Browse... Ctrl+0
Export Protocol
Export Template
Print »
Exit Ctrl+Q

G

H

]

J

K

:| 12-230 kDa |

3. Alist of the last five assays opened will display. Select one of these assays or click Browse to open the
Assay folder and select a different assay.

4. To make changes to the assay, follow the instructions under “Standard Immunoassays: Creating a New
Assay” on page 39 for changing the assay parameters. Select File from the main menu and click Save.

Compass for Simple Western User Guide



Standard Immunoassays: Creating a New Assay page 39

Standard Immunoassays: Creating a New Assay

To create a new assay, we recommend using one of the template assays and making any necessary modifi-
cations from there.

NOTES:

If you are using Peggy Sue, Sally Sue or NanoPro 1000, Compass for Simple Western version 6.0 and higher
does not support these instruments. You can still use software versions 5.x and lower to create, load, and
run assays on these instruments, and to analyze your data.

This section provides details on how to create a standard immunoassay. To create a RePlex Assay on Jess
or Abby that includes an immunoassay, see "RePlex Assays on Jess and Abby: Creating a New Assay” on
page 82. To create a Stellar Assay on Jess see “Stellar Assays on Jess: Creating a New Assay” on page 56.

Step 1 - Open a Template Assay
1. Select the Assay screen.

2. Select File in the main menu and click New Assay:

File Edit Instrument Window Help
New Assay » Abby...
Open Assay > Jess...

Save e
Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print b

Exit

3. Select the template assay for your instrument by selecting the instrument-appropriate Assay Type or
Immunoassay, Size Range and Cartridge Type, or choose Open Assay to select from the menu of
saved assays.
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€ Mew Abby Assay * € Mew Wes Assay *
Assay Type Size Range Cartridge Assay Type Size Range Cartridge
@ Single Assay (O 2-40 kDa ®325 @ Size (O 2-40kDa (OFS
(O RePlex ®12-230kDa (013 (O Total Protein Size @ 12-230kDa (013
() 66-440 kDa () 66-440 kDa

Total Protein

Cancel Cancel

@ New Jess Assay O *

[JRePlex []Stellar

Immuncassay Size Range Cartridge
] Chemiluminesence (0)2-40 kDa ®25
[ Fluorescence ®12-230kDa (13

() 66-440 kDa

[] Protein Normalization

NOTE: Ifyou make changes to the assay, such as defining the wells in the plate, be sure to select File and
Save before proceeding.

Step 2 - Assign Assay Plate Reagents (Optional)

1. Click on the Layout tab. Displayed are the default row locations where each reagent should be placed
on the assay plate.

Plate layout:

p

X & = XIT @ m m O O @

=

12-230 kDa

v 0 T =
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Row A - Biotinylated Ladder (A1) and Sample (A2-25)

Row B - Antibody Diluent

Row C - Antibody Diluent (C1) and Primary antibody (C2-C25)

Row D - Streptavidin-HRP or NIR (D1) and Secondary conjugate (D2-D25)
Row E - Luminol-S/Peroxide mix (chemiluminescence only)

Row F - Empty

NOTE: For details on sample, reagent and assay plate preparation, please refer to the product insert pro-
vided with the Simple Western kits.

2. If needed, well assignments can be modified as described below. Any row assignments changed in the
Layout pane are updated in the Protocol pane automatically.

To move a reagent row to another location - Click the row in the Layout pane, then drag and
drop it on the new location. The row from which it was moved will be reassigned as empty.

E] Layout > = O
1 3
A
B
[
o
E
F
[
H
I
J
K
L 12-230 kDa |
M
N
o
P

To insert a sample row - Click an empty row where the new sample row should be inserted,
then click the S icon (Insert a sample row) in the Layout pane toolbar. A new sample row will be
added in the empty row.
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E] Layout X = g

Insert a Sample Row

‘HMID

12-230 kDa ]

ZEr-rxe=-xI0

b B

- Toinsert a detection row - Click an empty row where the new detection row should be
inserted, then click the D icon (Insert a detection row) in the Layout pane toolbar. A new detec-

tion row will be added in the empty row.
=" l
Insert a Detection Row fjon

» Stacking M
» Sample
Separation

.E Layou‘tl

» Separation’
» Antibody D
» Primary An

m O O m
II X

B

» Secondary.

w Detection
Well Rov
Detectio

12-230 kDa ]

ZEr-rxe=-xI0

b B

- Toinsert a tertiary incubation reagent - Click an empty row where the new incubation
reagent should be inserted, then click the 3 icon (Insert a tertiary row) in the Layout pane tool-
bar. A new incubation reagent row will be added in the empty row.
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ELayoutl b4 * = B

|
SI Insert a Tertiary Row Fpa
Tstach
> Sam|
Sepa
Sepa
Antit
Prim

M|0.|

WO W v v

Seco
Tertiz
w Dete

12-230 kDa ]

BOZTZTrxe-TIOm

NOTE: Row F is the last row assignment that can be used on the assay plate. New, sample, incubation or
luminol rows cannot be inserted if all rows have an assigned reagent. To insert a row in this case, you must
first delete the contents of a row.

«  To delete a row - Click the row to be deleted, then click the red X icon (Delete a row) in the tool-
bar. Rows for required assay reagents cannot be deleted.

El Layoutl = 8
c
E
l |
G
H
1
J
K
L 12-230 kDa |
M
N
o[ ]
Pl |
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NOTE: Rows J and K are purposely left empty, don’t put anything into these wells.

Step 3 - Modifying the Assay Protocol (Optional for All Instruments)

1. Click on the Protocol tab. This pane shows the individual steps of the assay protocol and allows you to
change parameters. When creating a new assay, the default protocol automatically assigns all reagent
locations for the assay. The Abby assay is shown as an example:

" Protocol |y History| T MNotes = g

Value

v

Separation Matrix
Stacking Matrix

Sample
Separation Time (min) 250
Separation Voltage (volts) 375
Antibody Diluent Time (min) 50
Primary Antibody Time (min) 30.0
Secondary Antibody Time (min) 30.0
w Detection
Well Row El
Detection Profile HDR

Each row contains an assay protocol step. Each step can contain a reagent assay plate row assignment
and one or more parameter settings. To view the details for a step, click on the white arrow next to the
step name. We recommend using the default protocol settings for the assays. An expanded list of the
default protocol step parameters is shown below:
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e Protoco|l L Hi5t°r-"'| i Notes|

E] Add » Remowe

w Separation Matrix
Well Row
Load Time (sec)
w Stacking Matrix
Well Row
Load Time (sec)
w Sample
Well Row
Load Time (sec)
Separation Time (min)
w Separation Voltage (volts)
Standards Exposure (sec)
EE Immobilization Time (sec)
w Antibody Diluent Time (min)
Well Row
w Primary Antibody Time (min)
Well Row
w Secondary Antibody Time (min)
Well Row
w Detection
Well Row
Detection Profile

Value

L1
200.0

M1
15.0

25.0
375
4.0
200.0
5.0

30.0

30.0

E1
HDR
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2. You can change the primary or secondary antibody incubation time. Click the cell in the value column
next to Primary Antibody Time (min) or Secondary Antibody Time (min) and enter a new value in min-

utes:

e Protoco|l L Hi5t°r-"'| i Notes|

E] Add » Remowe

w Separation Matrix
Well Row
Load Time (sec)
w Stacking Matrix
Well Row
Load Time (sec)
w Sample
Well Row
Load Time (sec)
Separation Time (min)
w Separation Voltage (volts)
Standards Exposure (sec)
EE Immobilization Time (sec)
w Antibody Diluent Time (min)
Well Row
w Primary Antibody Time (min)
Well Row
w Secondary Antibody Time (min)

Compass for Simple Western User Guide

Value

L1
200.0

M1
15.0

9.0

25.0

375

4.0

200.0

5.0

.

0.0

L5

30.0




page 46

Chapter 2: Size Assays

3. You can change the primary and secondary antibody incubation reagent row location if there is more
than one row for each reagent type. Click the cell in the value column next to Well Row and select a dif-
ferent row on the assay plate:

EE Protocoll = History| T= Notes|

E] Add » Remowe

w Separation Matrix
Well Row
Load Time (sec)
w Stacking Matrix
Well Row
Load Time (sec)
w Sample
Well Row
Load Time (sec)
Separation Time (min)
w Separation Voltage (volts)
Standards Exposure (sec)
EE Immobilization Time (sec)
w Antibody Diluent Time (min)
Well Row
w Primary Antibody Time (min)
Well Row
w Secondary Antibody Time (min)
Well Row
w Detection

Value

L1
200.0

M1
15.0

9.0
25.0
375
4.0
200.0
5.0

30.0
C1 v

C1

NOTE: Only rows you've designated as primary antibody in the Layout tab can be selected in the Well Row

drop-down menu for Primary Antibodly.

4. The default detection mode is High Dynamic Range (HDR) for chemiluminescence assays and Stellar
assays on Jess (Compass for Simple Western 6.1 and higher). See "High Dynamic Range Detection Pro-

file”on page 94 for more information.

Compass for Simple Western User Guide



Standard Immunoassays: Creating a New Assay page 47

e Protocoll = History| T Notes| = 0
=
Add  + Remowve
Value
> Separation Matrix
> Stacking Matrix
> Sample
Separation Time (min) 250
> Separation Violtage (volts) 375
» Antibody Diluent Time (min) 50
> Primary Antibody Time (min) 30.0
> Secondary Antibody Time (min) 30.0
w Detection
Well Row E1
Detection Profile HDR

Additional exposures can be collected in the assay if desired. To do this, click the white arrow next to
Detection to expand the row. Click the HDR cell in the column next to Detection Profile to open the
Detection Profile window.

= Protocol | [y History| T Notsl

€' Detection Profile e

Add  + Remowve Add Remove

Exposure (sec)

v

Separation Matrix
Stacking Matrix
Sample

L LY

Separation Time (min)

Separation Voltage (volts
Antibody Diluent Time (]
Primary Antibody Time (n

VW v v

Secondary Antibody Time
w Detection

Well Row
Detection Profile

High Dynamic Range

6 7 8 14 15 16

(N -

Deselect the High Dynamic Range checkbox. Additional times can be added to the protocol by clicking
the Add button, entering the values and selecting OK.
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5.

= Protocol | [y History| T

MNotes |

Add  + Remowve

€' Detection Profile e

| Add | | Remove

v

Separation Matrix
Stacking Matrix
Sample

L LY

Separation Time (min)

Separation Voltage (volts
Antibody Diluent Time (]
Primary Antibody Time (n

VW v v

Secondary Antibody Time
w Detection

Well Row

Detection Profile

6 7 8

Exposure (sec)
5.0

15.0

30,0

60.0

120.0

240.0

4380.0

[]High Dynamic Range
[]RePlex Dynamic Range

14 15

16 17

I ' N

For non-RePlex chemiluminescent assays on Jess and Abby, when the High Dynamic Range box is
unchecked, you also have the option of selecting the RePlex Dynamic Range:

€ Detection Profile (Chemi)

b € Detection Profile (Chemi)

Add

| | Remove | |Remmre All

Add Remove

Exposure (sec)
5.0

15.0

30,0

60.0

120.0

240.0

4380.0

Rermove All

*

Exposure (sec)

[]High Dynamic Range
[]RePlex Dynamic Range

RePlex Dynamic Range

[ o 1

Cancel | [ ok ]|

Cancel
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You can modify any other protocol parameters as needed.
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NOTE: For more information on changing protocol step parameters other than incubation times, contact
ProteinSimple Technical Support toll-free in the US and Canada at 1-888-607-9692 (option 3) or your local
Field Application Specialist.

Step 4 - Add Assay Notes (Optional)

1. Click on the Notes tab.

2. Clickin the pane and type any assay or protocol notes. This information will be stored with the assay and
run data.

E *Protocol | T *Notes =0

This is cur default assay for STATS analysis for samples run in triplicate,

NOTE: When notes are being edited, an asterisk will appear in the Notes tab to indicate changes have
been made and should be saved.

Step 5 - Add Assay Plate Annotations (Optional)

Custom reagent names, notes and annotations can be entered for individual rows and wells on the assay
plate. This information will be stored with assay and run data. During post-run analysis, this information will
be used to apply custom analysis settings to specific sample names, blocking reagent names, primary anti-
body names or sample and primary antibody attributes. This will be explained in more detail in “Analysis Set-
tings Overview”on page 296.

NOTE: Template pane information can also be added or updated after a run is complete.
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To enter annotations:

1. Click on the Template tab. The default annotations for reagent rows and individual wells on the assay
plate will display:

B Template‘

Edit

| |
Ll.ni‘lwlll’erc‘lxide

2. Change or add row and well annotations as needed. To do this:

a. To enter annotations for a specific well - Right click the well and select Edit or click Edit in the
upper right corner of the pane or double click the selected well. The following box will display:

B Template|

@ Well Content

Name: | sample

Attribute:

Lllni‘llnlll’emxiﬂe

Enter the reagent name, notes or specific attributes (for example, sample concentration or dilution
ratio):

€ Well Content *

Name: | Hela |

Attribute: | |
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Click OK. The new information will display in the selected well:

1 2 3 4 5 6 7 8 9 10 11

12 13 14 15 16 17 18 19 20 21 22 23 24 25

b. To enter annotations for multiple wells or a row - To select individual wells, press and hold the
Control key and then select individual wells. To select a sequential set of wells or a full row, press and
hold the Shift key, then select the first well and last well. Next, right click and select Edit or click Edit
in the upper right corner of the pane. The following box will display:

=g

Edit

1 2 3 4 5 6 7 8 9 10 11

12 13 14 15 16 17 18 19 20 21 22 23 24 25

Enter the reagent name, notes and specific attributes (for example, sample concentration or dilution ratio):

€ Well Content *

Name: | Hela |

Attribute: | 1 mg/mL |

Click OK. The new information will display in the selected wells:
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=] T:mplat:‘

=g

Edit

Step 7 - Save the Assay

1. Select File from the main menu and click Save As. Enter the assay name and click Save.

Organize + Mew folder

T Favorites
Bl Desktop
j Downloads
% Recent Places

Ml Desktop
= Libraries

Documents
£l My Documents
. Compass
A Assays
. New Assays
4. Runs

- 4

Documents library
Assays

Name

] SW long incubation.assay

® Simple Western 2.assay

® Test assay.assay

® Simple Western.assay

® Erk Ascay.assay

® Simon Decontamination Procedure.assay
® Generic Simple Western-9-9-2011.assay
® Simple Western Demo Plate.assay

Arrange by:  Folder =

Date mogifiad

9/29/2011 3:27 PM
9/29/2011 3:24 PM
9/29/2011 3:21 PM
9/29/2011 3:18 PM
9/12/2011 1:11 PM
9/12/2011 1:11 PM
9/9/2011 7:18 PM

9/9/2011 7:18 PM

Type

Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File

File name: | My New Assay|

Save as type: | Assay File (*.assay)

™

(= Hide Folders

| [ conead |

NOTE: New assays are saved in the Compass Assays directory.
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Step 8 - Modify Default Analysis Parameters (Optional)

You can preset the parameters used to analyze run data generated with the assay.

1. Select the Assay screen.

2. Select Edit from the main menu and click Default Analysis. The following screen will display:

@ Default Analysis: Abby

Standards

Ladders

Images

w Peak Names

Standard Curves
Loading Controls

Peak Fit

Lane Contrast

Signal to Noise

Advanced

Import... Export...

Standards
Standards
Fluorescent Peaks
MW (kDa) Position Fit
1 120 [
29 270
230 530
Add Remove
oK Cancel

Apply
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3. We recommend using the default parameters for Simple Western assays. However, you can modify any
you want, then click OK. For detailed information on analysis parameters, please refer to “Analysis Set-

tings Overview”on page 296.
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Step 9 - Modify Default Analysis View (Optional)
You can preset the Graph and Lane view options used to display run data generated with the assay.
1. Select the Assay screen.

2. Select Edit from the main menu and click Default Analysis View. The following screen will display:

@ Default Analysis View 2017_0106_Wes-25 Size.assay O *

Graph View Options Graph View Options
Lane View Options
Table View Options
Matching Peak Names
Peak Names

Peak Values

Fitted Peaks
Baseline Fit

MNoise Region

All Exposures
Grid Lines

Plot Label
Sample Attribute
Primary Attribute
Secondary Attribute
Capillary Exposure

oK Cancel Apply

3. Select the items you want to use as default Graph display options for your run data, then click OK. For
detailed information on these options, please refer to “Graph Options: Customizing the Data Display”on
page 271.

4. Click Lane View Options. Select the items you want to use as default Lane display options for your run
data, then click OK. For detailed information on these options, please refer to “Lane Options”on
page 234.
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@ Default Analysis View 2017_0106_Wes-25 Size.assay

Graph View Options Lane View Options
Lane View Options

Table View Options
Baseline On

Lane Label
Sample
Blocking
Primary Ab
Secondary Ab
Capillary
Named Peaks

Attribute
Attribute
Attribute
Attribute

OK

Cancel

Apply

page 55

NOTE: If you save the run file after updating Graph and Lane options in the Analysis window, those selec-
tions will be saved in the Default Analysis View and will automatically display the next time you open the

run file.
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Stellar Assays on Jess: Creating a New Assay

To create a new assay, we recommend using one of the template assays and making any necessary modifi-
cations from there.

Step 1 - Open a Template Assay

1. Select the Assay screen.

2. Select File in the main menu, click New Assay and choose Jess:

File Edit Instrument Window Help
New Assay > Abby...
Open Assay > Jess...

Wes...

Save

Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print b

Exit

Alternatively you can choose Open Assay from the File menu to select from the menu of saved assays.

NOTE: Ifyou make changes to the assay, such as defining the wells in the plate, be sure to select File and
Save before proceeding.

3. Select Stellar.

@ New Jess Assay O *

[ RePlex Stellar

Immuncassay Size Range Cartridge
[] Chemiluminesence (0 2-40 kDa @25
Fluorescence ®12-230kDa (D13
() 66-440 kDa

[] Total Protein

4. Select Chemiluminescence or Total Protein if desired.

5. Select Size Range and Cartridge Type.
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Step 2 - Review Assay Plate Reagents (Optional)

1. Click on the Layout tab. Displayed are the default row locations where each reagent should be placed
on the assay plate.

Plate layout:
Stellar Assay

| - Row A - Biotinylated ladder (A1) and sample (A2-25)
Row B - Antibody Diluent

P

. m O O m

Row C - Antibody Diluent (C1) and Primary antibody
(C2-C25)

Row D - Streptavidin-NIR (D1) and Stellar secondary anti-
body (D2-D25)

Row E - Stellar IR or NIR Anneal
Row F - Stellar IR or NIR Label

12-230 kDa

70O ZTZT rXC=I@Q

Stellar Assay with
Chemiluminescence

2

| - Row A - Biotinylated ladder (A1) and sample (A2-25)
Row B - Antibody Diluent

.-

Row C - Antibody Diluent (C1) and primary antibody
(C2-C25)

Row D - Streptavidin-NIR (D1) and Stellar secondary anti-
body + Secondary HRP conjugate (D2-D25)

Row E - Stellar IR or NIR Anneal
Row F - Stellar IR or NIR Label

Row J - Luminol-S/Peroxide mix

m om0 O @

12-230 kDa |

T 0 ZTET - X e =0
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Stellar Assay with Total Protein
| - Row A - Biotinylated ladder (A1) and sample (A2-25)

Row B - Total Protein labeling reagent

B

Row C - Antibody Diluent (C1) and primary antibody (C2-
C25)

Row D - Streptavidin-NIR (D1) and Stellar secondary anti-
body + Stellar Total Protein Streptavidin-HRP (D2-D25)

Row E - Stellar IR or NIR Anneal

Row F - Stellar IR or NIR Label

Row J - Luminol-S/Peroxide mix

Row K - Antibody Diluent (2 or Milk-Free)

X & — T 06 T MO0 O

r

12-230 kDa |

"oz

NOTE: For details on sample, reagent and assay plate preparation, please refer to the product insert pro-
vided with the Simple Western kits.

Step 3 - Modifying the Assay Protocol (Optional for All Instruments)

1. Click on the Protocol tab. This pane shows the individual steps of the assay protocol and allows you to
change parameters. When creating a new assay, the default protocol automatically assigns all reagent
locations for the assay. Examples of the standard Stellar Assay (top), Stellar Assay with chemilumines-
cence (middle) and Stellar Total Protein Assay (bottom) are shown:
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Protocoll = History| T Note~;|

=]

..| B Add -+ Rerowe
Value
> Separation Matrix
> Stacking Matrix
> Sample
Separation Time (min) 250
> Separation Voltage (volts) 375
> Antibody Diluent Time (min) 50
> Primary Antibody Time (min) 30.0
» Secondary Antibody Time (min) 30,0
> Amplification 10
w Detection
Detection Profile (NIR) HDR
Detection Profile (IR) HDR
Ladder Channel NIR
= Protocoll tm H|story| T Notes| =L ]
.| B Add = Remowe
Value
> Separation Matrix
> Stacking Matrix
> Sample
Separation Time (min) 25.0
> Separation Voltage (volts) 37
> Antibody Diluent Time (min) 5.0
> Primary Antibody Time (min) 30.0
> Secondary Antibody Time (min) 30.0
> Amplification 10
w Detection
‘Well Row n
Detection Profile (Chemi) HDR
Detection Profile (NIR) HDR
Detection Profile (IR) HDR
Ladder Channel NIR
&= Protocoll tm H|stor_v| T Notes| =L ]
.| B Add = Rerowe
Value
> Separation Matrix
> Stacking Matrix
> Sample
Separation Time (min) 25.0
> Separation Voltage (volts) 375
> Biotin Labeling Time (min) 30.0
> Antibody Diluent Time (min) 50
> Primary Antibody Time (min) 30.0
» Secondary Antibody Time (min) 30,0
> Amplification 10
w Detection
‘Well Row n
Detection Profile (Chemi) HDR
Detection Profile (MNIR) HDR
Detection Profile (IR) HDR
Ladder Channel NIR
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Each row contains an assay protocol step. Each step can contain a reagent assay plate row assignment
and one or more parameter settings. To view the details for a step, click on the white arrow next to the
step name. We recommend using the default protocol settings for the assays. An expanded list of the
default protocol step parameters for a standard Stellar Assay is shown:

FE Protocol! = History| B Notesl
CIVIVE ]
Value
w Separation Matrix
Well Row L1
Load Time (sec) 200.0
w Stacking Matrix
Well Row M1
Load Time (sec) 15.0
w Sample
Well Row N
Load Time (sec) 9.0
Separation Time (min) 250
w Separation Voltage (volts) 375
Standards Exposure (sec) 4.0
EE Immobilization Time (sec) 200.0
w Antibody Diluent Time (min) 5.0
Well Row
w Primary Antibody Time (min) 30.0
Well Row al
w Secondary Antibody Time (min) 30.0
Well Row
w Amplification 10
Anneal (sec) 20,0
Anneal Well Row _
Label (sec) 20,0
Label Well Row |
w Detection
Detection Profile (MIR) HDR
Detection Profile (IR) HDR
Ladder Channel NIR

2. You can change the primary or secondary antibody incubation time. Click the cell in the value column
next to Primary Antibody Time (min) or Secondary Antibody Time (min) and enter a new value in min-
utes:
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3.
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EE Protocoll = History| B Notes|
CIVIVE ]
Value
~ Separation Matrix
Well Row L1
Load Time (sec) 200.0
w Stacking Matrix
Well Row M1
Load Time (sec) 150
w Sample

Well Row Y
Load Time (sec) 9.0
Separation Time (min) 250
w Separation Voltage (volts) 375
Standards Exposure (sec) 4.0
EE Immobilization Time (sec) 200.0
w Antibody Diluent Time (min) 50

Well Row

w Primary Antibody Time (min)

Well Row al
w Secondary Antibody Time (min) 30.0

Well Row

The default detection mode is High Dynamic Range (HDR). See “High Dynamic Range Detection Profile”

on page 94 for more information.

EE Protocoll = History| E Notes|

CIVIVE ]
Value
» Separation Matrix
» Stacking Matrix
> Sample
Separation Time (min) 250
» Separation Voltage (volts) 375
» Antibody Diluent Time (min) 50
> Primary Antibody Time (min) 30.0
» Secondary Antibody Time (min) 30.0
» Amplification 10
w Detection
Detection Profile (MIR) HDR
Detection Profile (IR) HDR
Ladder Channel MNIR

Additional exposures can be collected in the assay if desired. To do this, click the white arrow next to
Detection to expand the row. Click the HDR cell in the column next to Detection Profile (NIR) or (IR) to

open the Detection Profile window.
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Deselect the High Dynamic Range checkbox. Additional times can be added to the protocol by clicking

= ProtocoI]i |2, History| - Notes |

L]
Value
» Separation Matrix
» Stacking Matrix
» Sample
Separation Time (min) 250
» Separation Voltage (volts) 375
» Antibody Diluent Time (min) 50
» Primary Antibody Time (min) 30.0
» Secondary Antibody Time (min) 30.0
» Amplification 10
w Detection
Detection Profile (MIR) HDR a
Detection Profile (IR) HDk
Ladder Channel MNIR
7 8 9 10 11 12

@ Detection Profile (NIR) X
Add Rernove Rernove All
Exposure (sec)
High Dynamic Range

18

the Add button, entering the values and selecting OK.

For Stellar Assays with chemiluminescence or Total Protein, when the High Dynamic Range box is
unchecked in Detection Profile (Chemi), you also have the option of selecting the RePlex Dynamic

Range:

€ Detection Profile (NIR)

Add Remove

*

Rermove All

Exposure (sec)
5.0

10,0

30,0

60.0

120.0

300.0

[]High Dynamic Range

Compass for Simple Western User Guide

Cancel

€ Detection Profile (IR)

Add Remove

Rermove All

*

Exposure (sec)
30.0

60.0

120.0

300.0

[]High Dynamic Range

Cancel
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@ Detection Profile (Chemi)

Add Remove

Rermove All

*

Exposure (sec)
5.0

15.0

30,0

60.0

120.0

240.0

4380.0

[]High Dynamic Range
[]RePlex Dynamic Range

Cancel

@ Detection Profile (Chemi)

Add Remove Rermove All

Exposure (sec)

RePlex Dynamic Range

4. You can modify any other protocol parameters as needed.

page 63

NOTE: For more information on changing protocol step parameters other than incubation times, contact
ProteinSimple Technical Support toll-free in the US and Canada at 1-888-607-9692 (option 3) or your local
Field Application Specialist.

Step 4 - Add Assay Notes (Optional)

1.
2.

Click on the Notes tab.

Clickin the pane and type any assay or protocol notes. This information will be stored with the assay and

run data.

Eeta tubulin titration

7 Protocol | e History | T *Notes
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NOTE: When notes are being edited, an asterisk will appear in the Notes tab to indicate changes have
been made and should be saved.

Step 5 - Add Assay Plate Annotations (Optional)

Custom reagent names, notes and annotations can be entered for individual rows and wells on the assay
plate. This information will be stored with assay and run data. During post-run analysis, this information will
be used to apply custom analysis settings to specific sample names, blocking reagent names, primary anti-
body names or sample and primary antibody attributes. This will be explained in more detail in “Analysis Set-
tings Overview”on page 296.

NOTE: Template pane information can also be added or updated after a run is complete.

To enter annotations:

1. Click on the Template tab. The default annotations for reagent rows and individual wells on the assay
plate will display:

S Template =9
Edit

1 2 3 4 5 6 7 8 9 10 " 12 13 14 15 16 17 18 19 20 21 22 23 24 25

2. Change or add row and well annotations as needed. To do this:

a. To enter annotations for a specific well - Right click the well and select Edit or click Edit in the
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upper right corner of the pane or double click the selected well. The following box will display:

B Template| =g

1 2 3 4 5 6 7 8 9 10 1 12 13 14 15 16 17 18 19 20 21 22 23 24 25

@ Well Content

Neme

Enter the reagent name, notes or specific attributes (for example, sample concentration or dilution
ratio):

€ Well Content *

Name: [ 0.1 mg/ml |

Agtribute: | Hela #F1218 |

[ ok ]| cCancer |

Click OK. The new information will display in the selected well:

E Tem platel

b. To enter annotations for multiple wells or a row - To select individual wells, press and hold the
Control key and then select individual wells. To select a sequential set of wells or a full row, press and
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hold the Shift key, then select the first well and last well. Next, right click and select Edit or click Edit
in the upper right corner of the pane. The following box will display:

B Template| =g

€ Well Content

N

Enter the reagent name, notes and specific attributes (for example, sample concentration or dilution ratio):

€ Well Content *

Name: [ 0.5 mg/ml |

Agtribute: | Hela #F1218 |

[ ok ]| cCancer |

Click OK. The new information will display in the selected wells:

B Template =g

Edit
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Step 7 - Save the Assay

1. Select File from the main menu and click Save As. Enter the assay name and click Save.

earch Assays pel

S g)v . « Documents » My Documents » Compass » Assays - |+
N I — e ——
Organize ¥ Mew folder B= - 0
0 Favorites Documents |Ibrary Arrange by:  Folder =
-, Desktop Assays
& Downloads Name Date moaiﬁad

] Recent Places

[ | Deskiop
= Libraries
=

£ My Documents
4. Compass
1 Assays
4o New Assays
4 Runs

Documents

v 4

& 5Wlong incubation.assay

@ Simple Western 2.assay

@ Test assay.assay

& Simple Western.assay

® Erk Assay.assay

& Simon Decontamination Procedure assay
& Generic Simple Western-9-8-2011.assay
@ Simple Western Demo Plate.assay

9/29/2011 3:27 PM
9/20/2011 3:24 PM
9/20/2011 3:21 PM
9/29/2011 3:18 PM
9/12/20111:11 PM
9/12/20111:11 PM
9/9/2011 7:18 PM

9/9/2011 7:18 PM

Type

Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File
Compass Assay File

File name: | My New Assay|

Save as type: | Assay File (*.assay)

&/ Hide Folders

I Save
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NOTE: New assays are saved in the Compass Assays directory.
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Step 8 - Modify Default Analysis Parameters (Optional)

You can preset the parameters used to analyze run data generated with the assay.

1. Select the Assay screen.

Chapter 2: Size Assays

2. Select Edit from the main menu and click Default Analysis. The following screen will display:

@ Default Analysis: Jess Stellar

Standards

Ladders

Images

w Peak Names

Standard Curves
Loading Controls

Peak Fit

Lane Contrast

Signal to Noise

Advanced

Import... Export...

Standards

Standards

Fluorescent Peaks

MW (kDa) Position Fit
1 120 [
29 270
230 530
Add Remove
oK Cancel

Apply

3. We recommend using the default parameters for Simple Western assays. However, you can modify any
you want, then click OK. For detailed information on analysis parameters, please refer to “Analysis Set-

tings Overview"on page 296.
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Step 9 - Modify Default Analysis View (Optional)
You can preset the Graph and Lane view options used to display run data generated with the assay.
1. Select the Assay screen.

2. Select Edit from the main menu and click Default Analysis View. The following screen will display:

@ Default Analysis View 2017_0106_Wes-25 Size.assay O *

Graph View Options Graph View Options
Lane View Options
Table View Options
Matching Peak Names
Peak Names

Peak Values

Fitted Peaks
Baseline Fit

MNoise Region

All Exposures
Grid Lines

Plot Label
Sample Attribute
Primary Attribute
Secondary Attribute
Capillary Exposure

oK Cancel Apply

3. Select the items you want to use as default Graph display options for your run data, then click OK. For
detailed information on these options, please refer to “Graph Options: Customizing the Data Display”on
page 271.

4. Click Lane View Options. Select the items you want to use as default Lane display options for your run
data, then click OK. For detailed information on these options, please refer to “Lane Options”on
page 234.
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@ Default Analysis View 2017_0106_Wes-25 Size.assay

Graph View Options Lane View Options
Lane View Options
Table View Options
Baseline On
Lane Label
Sample Attribute
Blocking Attribute
Primary Ab Attribute

Secondary Ab Attribute
Capillary
Named Peaks

OK

Cancel

Apply

NOTE: If you save the run file after updating Graph and Lane options in the Analysis window, those selec-
tions will be saved in the Default Analysis View and will automatically display the next time you open the

run file.
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Total Protein Assays: Creating a New Assay on Wes

To create a new assay, we recommend using one of the template assays and making any necessary modifi-
cations from there.

NOTES:

If you are using Peggy Sue, Sally Sue or NanoPro 1000, Compass for Simple Western version 6.0 and higher
does not support these instruments. You can still use software versions 5.x and lower to create, load, and
run assays on these systems, and to analyze your data.

This section provides details on how to create a standard Total Protein assay on Wes. To create a RePlex
Assay on Jess or Abby that includes a Total Protein assay, see “RePlex Assays on Jess and Abby: Creating a
New Assay” on page 82.

Step 1 - Open a Template Assay
1. Select the Assay screen.

2. Select File in the main menu and click New Assay:

File Edit Instrument Window Help
New Assay » Abby...
Open Assay > Jess...

Save e
Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print b

Exit

3. Select the template assay for your instrument by selecting Total Protein Size as your assay type, Size
Range and Cartridge Type, or choose Open Assay to select from the menu of saved assays.
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€ New Wes Assay &J
Assay Type Size Range Cartridge
© Size (C) 2-40 kDa @25
@ Total Protein Size @ 12-230kDa ()13
(2) 66-440 kDa
0K ] ’ Cancel

NOTE: If you make changes to the assay, such as defining the wells in the plate, be sure to select File and
Save before proceeding.

Step 2 - Assign Assay Plate Reagents (Optional)

1. Click on the Layout tab. Displayed are the default row locations where each reagent should be placed
on the assay plate.

Wes plate layout:

12-230 kDa

T 0 ZTETrXe=IOQTMMOODP

Row A - Biotinylated Ladder (A1) and Sample (A2-A25)

Row B - Antibody Diluent (B1) and Labeling Reagent (B2-25)
Row C - Antibody Diluent

Row D - Total Protein Streptavidin-HRP

Row E - Luminol-S/Peroxide mix

Row G - Wash buffer

Row H - Wash buffer

Row | - Wash buffer
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- Row L-P - Pre-filled Separation Reagents

NOTE: For details on sample, reagent and assay plate preparation, please refer to the product insert
provided with the Simple Western kits.

2. If needed, well assignments can be modified. Any row assignments changed in the Layout pane are
updated in the Protocol pane automatically.

- To move a reagent row to another location - Click the row in the Layout pane, then drag and
drop it on the new location. The row from which it was moved will be reassigned as empty.

E] Layout > = O
1 3
A
B
[
o
E
F
[
H
I
J
K
L 12-230 kDa |
M
N
o
P

- Toinsert a sample row - Click an empty row where the new sample row should be inserted,
then click the S icon (Insert a sample row) in the Layout pane toolbar. A new sample row will be
added in the empty row.
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E] Layout X = g

Insert a Sample Row

‘HMID

12-230 kDa ]

ZEr-rxe=-xI0

b B

- Toinsert a detection row - Click an empty row where the new detection row should be
inserted, then click the D icon (Insert a detection row) in the Layout pane toolbar. A new detec-

tion row will be added in the empty row.
=" l
Insert a Detection Row fjon

» Stacking M
» Sample
Separation

.E Layou‘tl

» Separation’
» Antibody D
» Primary An

m O O m
II X

» Secondary.

w Detection
Well Rov
Detectio

12-230 kDa ]

BOZTZTrxe-—TIOm

- Toinsert a tertiary incubation reagent - Click an empty row where the new incubation
reagent should be inserted, then click the 3 icon (Insert a tertiary row) in the Layout pane tool-
bar. A new incubation reagent row will be added in the empty row.
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E]Layout] X * = Ellli

SI Insert a Tertiary Row Fpa
Tstach

> Sam|
Sepa
Sepa
Antit
Prim

M|0.|

WO W v v

Seco
Tertiz
w Dete

12-230 kDa ]

BOZTZTrxe-TIOm

NOTE: Row F is the last row assignment that can be used on the assay plate. New, sample, incubation or
luminol rows cannot be inserted if all rows have an assigned reagent. To insert a row in this case, you must
first delete the contents of a row.

- To delete a row - Click the row to be deleted, then click the red X icon (Delete a row) in the tool-
bar. Rows for required assay reagents cannot be deleted.

El Layou'tl = 8
c
E
l |
G
H
1
J
K
L 12-230 kDa |
M
N
o[ |
Pl |

NOTE: Rows J and K are purposely left empty, don't put anything into these wells.
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Step 3 - Modifying the Assay Protocol (Optional for All Instruments)

1. Click on the Protocol tab. This pane shows the individual steps of the assay protocol and allows you to
change parameters. When creating a new assay, the default protocol automatically assigns all reagent
locations for the assay.

% Protocol | | History| T: Motes = g
ElE -
Value
Separation Matrix
Stacking Matrix
Sample
Separation Time (min) 250
Separation Voltage (volts) 375
Biotin Labeling Time (min) 30,0
Antibody Diluent Time (min) 30,0
Total Protein HRP Time (min) 30,0
w Detection
Well Row El
Detection Profile HDR

Each row contains an assay protocol step. Each step can contain a reagent assay plate row assignment
and one or more parameter settings. To view the details for a step, click on the white arrow next to the
step name. We recommend using the default protocol settings for the assays. An expanded list of the
default protocol step parameters is shown:

E% Protocol | |y History| T Motes =&
+ [H e
Value
w Separation Matrix
Well Row L1
Load Time (sec) 200.0
w Stacking Matrix
Well Row M1
Load Time (sec) 15.0
w Sample
Well Row Al
Load Time (sec) 9.0
Separation Time (min) 250
w Separation Voltage (volts) 375
Standards Exposure (sec) 4.0
EE Immobilization Time (sec) 200.0
~ Biotin Labeling Time (min) 30.0
Well Row B1
w Antibody Diluent Time (min) 30.0
Well Row (o]
~ Total Protein HRP Time (min) 30,0
Well Row D1
w Detection
Well Row El
Detection Profile HDR
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2. You can change the biotin labeling and Total Protein streptavidin-HRP incubation time. Click the cell in
the value column next to Biotin Labeling Time (min) or Total Protein HRP Time (min) and enter a new
value in minutes:

EE Protocoll = History| T= Notes| =&
E] Add » Remowe
Value
w Separation Matrix
Well Row L1
Load Time (sec) 200.0
w Stacking Matrix
Well Row M1
Load Time (sec) 15.0
w Sample
Well Row S om
Load Time (sec) 9.0
Separation Time (min) 250
w Separation Voltage (volts) 375
Standards Exposure (sec) 4.0
EE Immobilization Time (sec) 200.0
~ Biotin Labeling Time (min) 30,0
Well Row
w Antibody Diluent Time (min) 30,0
Well Row (o]
~ Total Protein HRP Time (min)
Well Row
w Detection

3. You can also change the biotin labeling and Total Protein streptavidin-HRP row location. Click the cell in
the value column next to Well Row and select a different row on the assay plate:
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EE Protocoll = History| T= Notes|
E] Add » Remowe
Value
w Separation Matrix
Well Row L1
Load Time (sec) 200.0
w Stacking Matrix
Well Row M1
Load Time (sec) 15.0
w Sample
Well Row S om
Load Time (sec) 9.0
Separation Time (min) 250
w Separation Voltage (volts) 375
Standards Exposure (sec) 4.0
EE Immobilization Time (sec) 200.0
~ Biotin Labeling Time (min) 30,0
Well Row
w Antibody Diluent Time (min) 30,0
Well Row (o]
~ Total Protein HRP Time (min) 30,0
Well Row D1 v
w Detection D1
Well Row
Detection Profile HDR

Chapter 2: Size Assays

4. The default detection mode is High Dynamic Range (HDR). See “High Dynamic Range Detection Profile”
on page 94 for more information.

EE Protocoll = History| T= Notes|

E] Add » Remowe

Value
Separation Matrix
Stacking Matrix
Sample
Separation Time (min) 250
» Separation Violtage (volts) 375
Biotin Labeling Time (min) 30,0
Antibody Diluent Time (min) 30,0
Total Protein HRP Time (min) 30,0
w Detection
Well Row El
Detection Profile HDR

Additional exposures can be collected in the assay if desired. To do this, click the white arrow next to

Detection to expand the row. Click the HDR cell in the column next to Detection Profile to open the
Detection Profile window.
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i Protocoll L Histor)'| i N°t5|

@- Detection Profile

Split Running Buffer Cycled
> Separation Matrix Add Remove
> Stacking Matrix
5 Sample Exposure (sec)
Separation Time (min) A0.0

> Separation Violtage (volts) 250
» Matrix Removal
» Biotin Labeling Time (min) 30,0
> Primary Antibody Time (min) 26.0
» Total Protein HRP Time (min) 30,0
w Detection

Well Row | n

Detection Profile HDR HDR

High Dynamic Range
4 5 8

T —

Deselect the High Dynamic Range checkbox. Additional times can be added to the protocol by clicking
the Add button, entering the values and selecting OK.

E Protocoll L HiStC“Y| & N°t5|

€' Detection Profile e

B B Add -

| Add

v

Separation Mat Exposure (sec)
Stacking Matrix

v

5.0
> :ampli . 15.0
epara !on i 300
» Separation Voltg 60.0
> Biotin Labeling -
- . 120.0
> Antibody Diluel
» Total Protein HR 240.0
w Detection 480.0
Well Row
Detection Pri

[]High Dynamic Range

[ ok ]| cCancer |

5. You can modify any other protocol parameters as needed.
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NOTES: For more information on changing protocol step parameters other than incubation times, con-
tact ProteinSimple Technical Support toll-free in the US and Canada at 1-888-607-9692 (option 3) or your
local Field Application Specialist.

Steps 4-9

Steps 4 through 9 for creating a Total Protein Assay are the same as when you're creating an Immunoassay.
Please go to “Step 4 - Add Assay Notes (Optional),” starting on page 49 to continue.

Protein Normalization on Jess: Creating a New Assay

Step 1 - Open a Template Assay
1. Select the Assay screen.

2. SelectFile in the main menu, click New Assay and choose Jess:

File Edit Instrument Window Help

New Assay » Abby...
Open Assay > Jess...
Save e

Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print b

Exit

3. Select the template assay by selecting Protein Normalization in addition to Fluorescence and/or
Chemiluminescence as your assay type, Size Range and Cartridge Type, or choose Open Assay from
the File menu to select from the menu of saved assays.

NOTE: Protein Normalization isn’t available with Stellar Assays. A Stellar Total Protein Assay can be used
instead when normalization is needed.
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@ New Jess Assay

[JRePlex []Stellar

Immuncassay
[] Chemiluminesence
[ Fluorescence

Protein MNormalization

Size Range
(0 2-40 kDa
(®) 12-230 kDa
(O 66-440 kDa

Cartridge
®25
[@RE]

Cancel

page 81

NOTE: If you make changes to the assay, such as defining the wells in the plate, be sure to select File and

Save before proceeding.

Step 2 - Assign Assay Plate Reagents

1. Click on the Layout tab. Displayed is the default row location (green) where the protein normalization

reagent should be placed on the assay plate.

Jess plate layout:

12-230 kDa

P 0T T rXe —-—XITOMMOoOOO P

Row A - Biotinylated Ladder (A1) and Sample (A2-A25)

Row B - Protein Normalization Reagent
Row C - Milk-Free Antibody Diluent

Row D - Milk-Free Antibody Diluent (D1) and Primary Antibody Multiplex mix (D2-D25)
Row E - Streptavidin-NIR (E1) and Secondary Antibody Multiplex mix (E2-E25)
Row F - Empty for fluorescence only, Luminol/Peroxide mix for chemiluminescence

Row G - Wash buffer
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Row H - Wash buffer
Row I - Wash buffer
Row L-P - Pre-filled Separation Reagents

Chapter 2: Size Assays

NOTE: For details on sample, reagent and assay plate preparation, please refer to the product insert

provided with the Simple Western kits.

Step 3 - Modifying the Assay Protocol (Optional for All Instruments)

Steps 3 for creating a Protein Normalization Assay on Jess are the same as when you're creating an Immuno-
assay. Please go to “Step 3 - Modifying the Assay Protocol (Optional for All Instruments),” starting on page 44 to

continue.

Steps 4-9

Steps 4 through 9 for creating a Protein Normalization Assay are the same as when you're creating an Immu-
noassay. Please go to “Step 4 - Add Assay Notes (Optional),” starting on page 49 to continue.

RePlex Assays on Jess and Abby: Creating a New Assay

Step 1 - Open a Template Assay

1. Select the Assay screen.

2. Select File in the main menu, click New Assay and choose Jess:

File Edit Instrument Window Help

New Assay
Open Assay

Save

Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print

Exit

»

¥

Abby...
Jess...

Wes...

Alternatively you can choose Open Assay from the File menu to select from the menu of saved assays.
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NOTE: If you make changes to the assay, such as defining the wells in the plate, be sure to select File and

Save before proceeding.

3. Select RePlex.

€ Mew Abby Assay X @ New Jess Assay
Assay Type Size Range Cartridge RePlex []Stellar
O Single Assay O2-40kDa ®25 Immunoassay Size Range
® RePlex ®12-230kDa  O13 Probe1 Probe2 (02-40kDa
- (O66-440kDa Chemiluminesence (®)12-230 kDa
[] Total Protein
Fluorescence ] O () 66-440 kDa
Cancel [] Total Protein

Cartridge
®25
[@RE]

Cancel

These RePlex Assay combinations are currently validated on Jess and Abby:

Chemiluminescence + chemiluminescence
Chemiluminescence + Total Protein

Chemiluminescence/NIR fluorescence + Total Protein (Jess only)
NIR fluorescence + NIR fluorescence (Jess only)

NIR fluorescence + chemiluminescence (Jess only)

The assay selected for Probe 1 is run first. When Probe 1 is complete, Jess and Abby perform a wash,

RePlex purge, and wash step combination prior to beginning the assay selected for Probe 2.

4. Select the type of assays.

To run two immunoassays:
Abby - When RePlex is selected as the Assay Type for Abby, chemiluminescence will be run for both
Probe 1 and 2.

Jess - Select any combination of chemiluminescence or fluorescence for Probes 1 and 2. The default
selection is chemiluminescence for both. For example:
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@ New Jess Assay O X @ New Jess Assay O *
[ RePlex [ Stellar [ RePlex [ Stellar
Immuncassay Size Range Cartridge Immuncassay Size Range Cartridge
Probe1 Probe2 (0)2-40kDa ®25 Probe1 Probe2 (0)2-40kDa ®25
Chemiluminesence O (®12-230 kDa 013 Chemiluminesence O O (®12-230 kDa 013
Fluorescence ] () 66-440 kDa Fluorescence () 66-440 kDa
[] Total Protein [] Total Protein

To run one immunoassay and one Total Protein assay:

Abby - Select Total Protein. Probe 1 will be used for chemiluminescence. Probe 2 will be used for the
Total Protein assay.

€ Mew Abby Assay *
Assay Type Size Range Cartridge
() Single Assay (O 2-40 kDa ®25
(®) RePlex ®12-230kDa  O13
(O 66-440 kDa

Total Protein

Jess - Select Total Protein, then select any combination of chemiluminescence or fluorescence for
Probe 1. Probe 2 will be used for the Total Protein assay. For example:

@ New Jess Assay O * @ New Jess Assay O *
[ RePlex []Stellar [ RePlex []Stellar
Immunoassay Size Range Cartridge Immunoassay Size Range Cartridge
Probe1 Probe2 (0)2-40kDa @25 Probe1 Probe2 (0 2-40 kDa ®25
Chemiluminesence (®12-230 kDa 013 Chemiluminesence (®12-230 kDa 013
Fluorescence O () 66-440 kDa Fluorescence () 66-440 kDa
Total Protein Total Protein

5. Select Size Range and Cartridge Type.
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Step 2 - Assign Assay Plate Reagents

1. Click on the Layout tab. Default row locations where each reagent should be placed on the assay plate
are displayed. Reagents used in Probe 1 are labeled "1’ on the plate, those used in Probe 2 are labeled 2"

2 Immunoassays

L T e - Row A - Biotinylated ladder (A1) and Samples (A2-A25)
=106 Row B - Antibody Diluent

c

o? + Row C- Primary Probe 1: Antibody Diluent (C1) and Pri-
:' : mary antibody for Probe 1(C2-C25)

G + Row D - Secondary Probe 1: Streptavidin-HRP or NIR (D1)
T and Secondary antibody for Probe 1 (D2-D25)

JIEZE + Row E - Primary Probe 2: Antibody Diluent (E1) and Pri-

K 2 .

3 R ] mary antibody for Probe 2 (E2-E25)

Row F- Secondary Probe 2: Antibody Diluent (F1) and
Secondary antibody for Probe 2 (F2-F25)

Row J - Luminol/Peroxide mix (chemiluminescence only)

Row K - RePlex reagent mix

Immunoassay + Total Protein
Row A - Biotinylated ladder (A1) and Samples (A2-25)
+ Row B - Total Protein biotin labeling reagent

Row C - Antibody Diluent

- = s s

2 + Row D - Primary Probe 1: Antibody Diluent (D1) and Pri-
mary antibody for Probe 1 (D2-D25)

Row E - Secondary Probe 1: Streptavidin-HRP or NIR (ET)
and Secondary antibody for Probe 1 (E2-E25)

12-230 kDa ] - Row F - Total Protein Streptavidin-HRP for Probe 2
(F1-F25)

Row J - Luminol/Peroxide mix

X & = T & mmD O @pe

(I

-

T 0 Z =

Row K - RePlex reagent mix

NOTE: For details on sample, reagent and assay plate preparation, please refer to the product insert
provided with the Simple Western kits.

Compass for Simple Western User Guide



page 86

Chapter 2: Size Assays

If needed, the Secondary antibody row assignments for either Probe 1 or 2 can be deleted for assays
where the Primary antibody contains HRP. Any row assignments changed in the Layout pane are
updated in the Protocol pane automatically.

Click the Secondary antibody row you want to delete, then click the red X icon (Delete a row) in the
toolbar. Only Secondary antibody rows can be deleted. Rows required for other assay reagents cannot

be deleted.

E] Layout

L 12-230 kDa

Step 3 - Modifying the Assay Protocol (Optional)

1.

Compass for Simple Western User Guide

Click on the Protocol tab. This pane shows the individual steps of the assay protocol and allows you to
change parameters. When creating a new assay, the default protocol automatically assigns all reagent
locations for the assay. A Jess chemiluminescence/NIR fluorescence + Total Protein RePlex Assay is

shown in this example:

" Protocol |y History| T MNotes

Separation Matrix

Stacking Matrix

Sample

Separation Time (min)
Separation Voltage (volts)
RePlex Purge Time (min)
Biotin Labeling Time (min)
Antibody Diluent Time (min)
Primary Antibody Time (min)
Secondary Antibody Time (min)
Total Protein HRP Time (min)
Detection

Probe 1

25.0
375
30.0
5.0

30.0
30.0
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Each row contains an assay protocol step. Each step can contain a reagent assay plate row assignment
and one or more parameter settings. To view the details for a step, click on the arrow next to the step
name. We recommend using the default protocol settings for the assays. An expanded list of the default

protocol step parameters is shown below:

E% Protocol | |y History| T Motes

w Separation Matrix
Well Row
Load Time (sec)

w Stacking Matrix
Well Row
Load Time (sec)

w Sample
Well Row
Load Time (sec)

Separation Time (min)

w Separation Voltage (volts)
Standards Exposure (sec)
EE Immobilization Time (sec)

~ RePlex Purge Time (min)
Well Row

~ Biotin Labeling Time (min)
Well Row

w Antibody Diluent Time (min)
Well Row

w Primary Antibody Time (min)
Well Row

w Secondary Antibody Time (min)
Well Row

~ Total Protein HRP Time (min)
Well Row

w Detection
Well Row
Detection Profile (Chemi)
Detection Profile (MIR)
Detection Profile (IR)
Ladder Channel

Probe 1

L1
200.0

M1
15.0

Al
9.0
25.0
375
4.0
200.0

30.0
B1
5.0

30.0
D
30.0
(3}

n
RDR
HDR
MNone
MIR

Probe 2

30.0
K1

n
RDR
MNone
MNone

2. You can change the primary or secondary antibody incubation time. Click the cell in the value column
next to Primary Antibody Time (min) or Secondary Antibody Time (min) and enter a new value in min-

utes:

NOTE: If you won't be using a Secondary antibody with Probe 1 or 2, set the Secondary Antibody incuba-

tion time to Q.
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E% Protocol | |y History| T Motes

Probe 1 Probe 2
w Separation Matrix
Well Row L1
Load Time (sec) 200.0
w Stacking Matrix
Well Row M1
Load Time (sec) 15.0
w Sample
Well Row Al
Load Time (sec) 9.0
Separation Time (min) 250
w Separation Voltage (volts) 375
Standards Exposure (sec) 4.0
EE Immobilization Time (sec) 200.0 --
~ RePlex Purge Time (min) = 30.0
Well Row -- K1
~ Biotin Labeling Time (min) 30.0 --
Well Row B1
w Antibody Diluent Time (min) 5.0
Well Row a
w Primary Antibody Time (min) 30.0
Well Row D1
w Secondary Antibody Time (min)
Well Row E1

3. The default detection mode for chemiluminescent RePlex Assays is RePlex Dynamic Range (RDR). See
“RePlex Dynamic Range Detection Profile”on page 97 for more information. The default detection
mode for fluorescent RePlex Assays (Jess only) is NIR with 6 standard exposures.

E% Protocol | |y History| T Motes

Probe 1 Probe 2
Separation Matrix
Stacking Matrix
Sample
Separation Time (min) 250
Separation Voltage (volts) 375 --
RePlex Purge Time (min) -- 30.0
Biotin Labeling Time (min) 30,0 --
Blocking Time (min) 50
Primary Antibody Time (min) 30.0
Secondary Antibody Time (min) 30.0 --
Total Protein HRP Time (min) -- 30,0
w Detection
Well Row n n
Detection Profile (Chemi) RDR RDR
Detection Profile (MIR) 6 Exposures Mone
Detection Profile (IR) Mone Mone
Ladder Channel NIR --

Additional exposures can be collected in the assay, and IR exposures can be added if desired. To do this,
click the white arrow next to Detection to expand the row. Click the cell in the exposure column next to
Detection Profile in either the Probe 1 or Probe 2 column to open the Detection Profile window.
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Chemiluminescent detection:

page 89

Deselect the RePlex Dynamic Range checkbox. Up to 6 additional times (for a total of 7 exposures) can
be added to the protocol by clicking the Add button, entering the values and selecting OK.

" Protocol | |y History| T MNotes

Separation Matrix
Stacking Matrix
Sample
Separation Time (min)
Separation Voltage (volts)
RePlex Purge Time (min)
Biotin Labeling Time (min)
Blocking Time (min)
Primary Antibody Time (min)
Secondary Antibody Time (min)
Total Protein HRP Time (min)
w Detection
Well Row
Detection Profile (Chemi)
Detection Profile (MIR)
Detection Profile (IR)
Ladder Channel
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Probe 1

25.0
375
30.0
5.0

30.0
30.0

n

6 Exposures

MNone
MIR

| @ Detection Profile (Chemi)

*

e € Detection Profile (Chemi)
Add Remove Rermove All Add Remove Rermove All
Exposure (sec) Exposure (sec)
8.0
[] RePlex Dynamic Range []RePlex Dynamic Range




page 90 Chapter 2: Size Assays

NIR Fluorescent detection (Jess only):

Additional times can be added to the protocol by clicking the Add button, entering the values and
selecting OK.

" Protocol | |y History| T MNotes

' Detection Profile (NIR) X
Probe 1
Separation Matrix Add Remove Rermove All
Stacking Matrix
Sample Exposure (sec)
Separation Time (min) 25.0 5.0
Separation Voltage (volts) 375 10.0
RePlex Purge Time (min) -- 0.0
Biotin Labeling Time (min) 30.0 0.0
Blocking Time (min) 50 1200
Primary Antibody Time (min) 30.0 3000
Secondary Antibody Time (min) 30.0
Total Protein HRP Time (min) --
w Detection
Well Row n
Detection Profile (Chemi) RDR
Detection Profile (MIR) 6 Exposure| ...
Detection Profile (IR) Mone
Ladder Channel NIR

IR Fluorescent detection (Jess only):

An IR detection profile can be added to the protocol by clicking the Add button, entering exposure val-
ues and selecting OK.
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" Protocol | |y History| T MNotes

| @ Detection Profile (IR) X
Probe 1
Separation Matrix Add Remove Rermove All
Stacking Matrix
Sample Exposure (sec)
Separation Time (min) 250
Separation Voltage (volts) 375
RePlex Purge Time (min) --
Biotin Labeling Time (min) 30.0
Blocking Time (min) 50
Primary Antibody Time (min) 30.0
Secondary Antibody Time (min) 30.0
Total Protein HRP Time (min) --
w Detection
Well Row n
Detection Profile (Chemi) RDR
Detection Profile (MIR) 6 Exposures
Detection Profile (IR) Mone
Ladder Channel NIR

4. You can modify any other protocol parameters as needed.

NOTE: For more information on changing protocol step parameters other than incubation times, contact
ProteinSimple Technical Support toll-free in the US and Canada at 1-888-607-9692 (option 3) or your local
Field Application Specialist.

Steps4-9

Steps 4 through 9 for creating a RePlex Assay are the same as when you're creating an Immunoassay. Please
go to “Step 4 - Add Assay Notes (Optional),” starting on page 49 to continue.

Compass for Simple Western User Guide



page 92 Chapter 2: Size Assays

Making Changes to an Existing Assay

1. Select the Assay screen.

2. Select File in the main menu and click Open Assay.

Edit Instrument Window Help

New Assay 3 i
Open Assay » 2013-10-27 _14-50-57_Wes Assay
Save 2013-11-21 12-32-43 Wes_Hela_1200V_AS14_C1148 34123 3
Save As 2013-11-27_15-05-48_Wes_recAKT1_1200V_A927_C1234_34308
2013-11-25_PBEKdose-Hela_lookup AC_33849_SWO018
Import Protocol 2013-11-18 13-30-23_Wes_Hela_1200_A730_C998_35268
Import Template
Browse...
Export Protocol
E Separation Time (min)
rt T laty
Brport Template Separation Voltage (volts)
Print 3 Matrix Removal
Antibedy Diluent Time (min)
Eat Primary Antibody Time (min)
Secondary Antibody Time (min)
H Detection

3. Alist of the last assays opened will display. Select one of these assays or click Browse to open the assay
folder and select a different assay.

4. Follow the steps in “Standard Immunoassays: Creating a New Assay”on page 39 to make changes and
save the assay.

Switching Between Open Assays
If more than one run file is open, you can switch between viewing the assays for each run. To do this:

1. Click the down arrow in the run box.

File Edit Instrument Window Help

oo

Run: [ Chemi-NIR AKT with TPA -2020-03-11_ v | ¥ Protoc
----- Jess_Chemi-MNIR_TPA_Reprobe

[ERIE Chemi-NIR AKT with TPA -21 03-11_15-36-01_AKTless RePlex TP

2. Select the run for the assay you want to view from the drop down list.
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Creating a Template Assay

You can create and save template assays that can be used as a starting point for creating new assays. To do

this:

1. Select the Assay screen.

2. Select File in the main menu. Click Open Assay to open an existing assay or click New Assay to open
an existing template assay.

3. Follow the steps in “Standard Immunoassays: Creating a New Assay”on page 39 to make changes to the

assay.
4. When changes are complete, select File in the main menu and click Save As. Select the New Assays
folder:
€ Save As
I v 4 » ThisPC » Documents > CompassforSW » Assays v Search Assays
Organize *  New folder EE

Compass for iCE

Mame Date modified Size

h Compass for SW @ Abby immunoassay 1.assay 6 KB
Assays @ Abby test assay.assay 6 KB
Blots @ Jess chemi fluor immuno.assay TKB
Instrument_Logs @ Wes Total Protein.assay 6 KB
MNew Assays
Runs T
File name: | Wes Total Protein.assay

Save as type: | Assay File (*.assay)
~ Hide Folders Cancel

5. Type the name for the new template assay and click Save.

6. SelectFile in the main menu and click Open Assay. The new template assay will now be available in the

drop down list:
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Save

Save As...
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Protein Test
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Viewing and Changing the Detection Exposures

To view the current detection profile, roll the cursor over the exposures cell in Protocol pane. In this example,
a Jess chemiluminescent immunoassay is shown:

" Protocol | |y History| T MNotes

e8|
Value
Separation Matrix
Stacking Matrix
Sample
Separation Time (min) 250
Separation Voltage (volts) 375
Antibody Diluent Time (min) 50
Primary Antibody Time (min) 30.0
Secondary Antibody Time (min) 30.0
w Detection
Well Row El
Detection Profile (Chemi) HDR
Detection Profile (MIR) Mon signal, 1 sec
Detection Profile (IR) Nong signal, 2 sec
Ladder Channel CHEM| signal, 4 sec
signal, 8sec |

signal, 16 sec
signal, 32 sec
signal, 64 sec
signal, 128 sec
signal, 512 sec

High Dynamic Range Detection Profile

Starting with Compass for Simple Western 4.0 and the Jess instrument, HDR (high dynamic range) is the
default detection profile for chemiluminescent detection, and with Compass for Simple Western 6.1 and
higher, HDR is the default detection profile for Stellar fluorescence detection (Jess only). Exposure times for
HDR have been optimized for best performance and can't be edited. These exposures were selected for
maximum performance for each instrument when HDR mode is selected. Below is an example of different
exposure settings:
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& Analysis Options =
Images -3
All |High Dynamic Range ~

c1 Hi?h DEnamic Ran?ed.o

2 |Exposure 1 4 secs

Exposure 2 8 secs

Exposure 3 16 secs
Exposure 4 32 secs
Exposure 5 64 secs
Exposure & 128 secs
MNan| Exposure 7 256 secs

Exposure 8 512 secs
M

Peal

Color | |

Caps | |

Modify

To achieve a broader detection dynamic range, you need Compass for Simple Western v4.0 or higher. To
download the latest version of the software go to Help > Check for Updates.

The higher dynamic range is achieved by using a more effective algorithm to create the High Dynamic
Range multi-image analysis, refreshing substrate from the assay plate prior to each exposure and minimizing
the time between substrate aspiration and Image.

NOTE: See “Images Analysis Settings” on page 305 to find out more about how data sets are analyzed
under HDR and standard detection profiles.

If you need to switch to an older detection profile for data generated on another Simple Western instrument
or if you'd rather not use HDR detection profile, uncheck the box next to HDR in the Detection Profile. Doing

so reverts all instrument functions to a pre-Compass 4.0 state. Under this detection profile, the exposure
times can be edited.
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€ Detection Profile (NIR)

Add Remove

*

Rermove All

Exposure (sec)
5.0

10,0

30,0

60.0

120.0

300.0

[]High Dynamic Range

Cancel

For non-RePlex chemiluminescence assays on Jess and Abby, when the High Dynamic Range box is
unchecked, you also have the option of selecting RePlex Dynamic Range:
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€ Detection Profile (Chemi)

Add Remove

*

Rermove All

Exposure (sec)
5.0

15.0

30,0

60.0

120.0

240.0

4380.0

[]High Dynamic Range

[]RePlex Dynamic Range

Cancel
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RePlex Dynamic Range Detection Profile

For RePlex assays that use chemiluminescent detection, RePlex dynamic range (RDR) is the default detection
profile. Exposure times for RDR use the short exposure times from HDR, eliminating the 128 and 512 second
exposures. Below is an example of different exposure settings:

& Analysis Options = g

Images -3

Exposure 1 1sec
Exposure 2 2 secs

Peak Exposure 3 4 secs
Exposure 4 8 secs
Exposure 3 16 secs

M| Exposure & 32 secs

Exposure 7 64 secs
MW

Channel ~

Color | |

Caps | |

Modify

NOTE: See “Images Analysis Settings” on page 305 to find out more about how data sets are analyzed
under HDR and standard detection profiles.

If you'd rather not use the RDR detection profile, uncheck the box. For more information on RDR, please refer
to Simple Western assay optimization guidelines. The exposure times can then be manually added and
edited. For RePlex assays, up to 7 exposures may be added to the Detection Profile.
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Changing the Detection Profile

@ Detection Profile (Chemi)

Add Remove Rermove All

Exposure (sec)

8.0

[]RePlex Dynamic Range

Chapter 2: Size Assays

While we recommend using the default detection profile, you can change the profile, exposure times and

exposure sequences if needed. To do this:

1. Select the exposures cell in the Protocol pane and click the button, or double-click in the cell. The fol-

lowing screen displays:
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@ Detection Profile *

Add Remove

Exposure (sec)

High Dynamic Range

NOTE: Assays created and saved with Compass v2.7 or Compass for Simple Western v3.0 will have HDR
unchecked by default. If you want HDR to be the default detection profile for that assay, check the box
next to HDR in the Detection Profile, then re-save the assay.

a. To change an existing exposure time - Uncheck High Dynamic Range or RePlex Dynamic Range if
checked. Then click in the exposure cell and enter a new time in seconds:
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@ Detection Profile *

Add Remove

Exposure (sec)
5.0

15.0

30,0

60.0

120.0

240.0

485.0

[]High Dynamic Range
[]RePlex Dynamic Range

oK Cancel

b. To delete an existing exposure - Select a type or exposure cell and click Remove.

c. To add a new exposure - Select Add. A new exposure will be added to the end of the list. Click in
the exposure cell and enter an exposure time in seconds.

2. Click OK to save and exit.

Copying Protocols and Templates

The steps and parameters in the Protocol pane can be copied and pasted into other documents, as can the
graphic image of the annotations in the Template pane.

Copying an Assay Protocol
1. Click on the Protocol tab.
2. Select Edit in the main menu and click Copy.

3. Open adocument (Microsoft® Word®, Excel®, etc.). Right click in the document and select Paste. All
assay protocol steps and parameters will be copied into the document as a list in the same format
shown in the Protocol pane.
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Copying an Assay Template
1. Click on the Template tab.
2. Select Edit in the main menu and click Copy.

3. Openadocument (Microsoft® Word®, Excel®, etc.). Right click in the document and select Paste. The
assay template will be copied into the document as an image, exactly as it is shown in the Template
pane.

Printing Protocols and Templates

The information in the Protocol pane can be printed, as can a graphic image of the information in the Tem-
plate pane.

Printing an Assay Protocol

1. Click on the Protocol tab.

2. Select File in the main menu, click Print, and then click Print Protocol.

Edit Instrument Window Help
Mew Assay 3
Open Assay 3

Save
Save As...
Import Protocol

Sa
Se

Export Protocol I
Pr

Se

Import Template

Export Template

Print 3 Print Protocol

Print Template
r TE W

Exit

All assay protocol steps and parameters will be printed as a list in the same format shown in the Protocol
pane.

Printing an Assay Template

1. Click on the Template tab.

2. Select File in the main menu, click Print, and then click Print Template.
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Mew Assay
Open Assay

Save

Save As...

Import Protocol

Import Template

Export Protocol
Export Template

Print

Exit

The assay template will print as an image, exactly as it is shown in the Template pane.

Importing and Exporting Protocols and Templates

The assay protocol in an open assay or run file can be exported as a separate file, as can the assay template
annotation information. This allows the same assay protocol and template information to be imported into
another assay at a later time, rather than having to re-enter assay protocol and template information manu-

ally.

Importing an Assay Protocol

Edit Instrument Window Help

Sa
Se
I
Pr
Se

NOTE: Importing an assay protocol imports information into the Protocol pane only.

1. Open the assay you want to import the assay protocol in to.
2. Select File in the main menu and click Import Protocol.

3. Select a protocol file (*.protocol) and click OK. The imported information will display in the Protocol

pane.
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Exporting an Assay Protocol

page 103

NOTE: Exporting an assay protocol exports information in the Protocol pane only.

1.
2.

3.
4.

Open the assay you want to export the assay protocol from.

Select File in the main menu and click Export Protocol. The following window displays:

(&) Export Protocol ) E

Gl Recent Places

Bl Desktop
= Libraries

@ Documents
| My Documents

.. Compass

. Assays
. New Assays

1. Runs

|| Standard sample protocol.protocol

.. « Documents » My Documents » Compass » Assays -
Organize + Mew folder g= - @
I Favorites Documents library Arzngeby:  Folder =
B Desktop Assays
1 Downloads Name Date moaified Type

10/4/2011 9:57 PM  PROTOCOL File

File name: | New protcol

Save as type: | Protecol File (*.protocol)

& Hide Folders

Compass for Simple Western User Guide

The default directory is Compass/Assays. Change the directory if needed.

Enter a protocol name and click Save. The protocol will be saved as a *.protocol file.
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Template Export and Import

The Template information including the sample and reagent names can be exported to a file.

E template =8

Edit

E Luminol/Peroxide

There are three file format options:
« A comma separated CSV file that is best opened in a spreadsheet.
+ An XML template file that has full control over the sample and reagent names and layout.

«Atab delimited TXT file that can be opened in a spreadsheet even when the decimal separator is set
to a comma.

Exporting then Importing the Template to a CSV file

Follow the steps below to easily export a template from Compass for Simple Western, populating it with
reagent names (sample, antibody, etc.) and their corresponding attributes (concentration, dilution factor,
etc.).

1. Select File in the main menu and click Export Template. The following window displays:
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-
@) Template File ﬁ

-~ 4 [l

File name: Wes-25 Size.csv

@uv| . « Documents » Compass » v|¢’|| Search Compass Pl
Organize « MNew folder == - @
3¢ Favorites — Documents library Arangeby: Folder +

Bl Desktop Compass
2| Recent Places 1 Mame -
%% Dropbox (ProteinSimg =
& OneDrive W Assays
4 Downloads i New Assays
. Runs
4 Libraries
@ Documents
Aﬁ Music
[ Pictures
EE videos

Save as type: | Text File, comma delimited (*.csv)

# Hide Folders [ Save ] ’ Cancel

Make sure the Save as type is set to CSV.

File name: | Wes-25 Size.csv

Save as type: | Text File, comma delimited (*.csv)

Text File, comma delimited (*.csv)
Template File (*.template)

¥ Browse Folders |7 File tab delimited (o)

2. Enter a protocol name and click Save. The protocol will be saved as a *.csv file.

3. Open the CSV file in a spreadsheet program like Microsoft® Excel®.

A B C D E F
1 |Biot. Ladder Sample Sample Sample Sample Sample
2
3 |Antibody Diluent  Antibody Diluent Antibody Diluent Antibody Diluent Antibody Diluent Antibody Diluent
4
5 |Blocking Primary Antibody Primary Antibody Primary Antibody Primary Antibody Primary Antibody
6
7 |Streptavidin HRP  Secondary Antibody HRP  Secondary Antibody HRP  Secondary Antibody HRP  Secondary Antibody HRP  Secondary Antibody HRP
8
9 |Luminol/Peroxide Luminol/Peroxide Luminal/Peroxide Luminal/Peroxide Luminal/Peroxide Luminal/Peroxide

The names in the spreadsheet are arranged in the same order as the Compass Template, and the rows

alternate between names and attributes.
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NOTE: The default assay has no attributes so these rows will be empty.

4. Edit the names and add attributes, then save the spreadsheet as a CSV file.

NOTE: Make sure not to edit the first column of the spreadsheet, this corresponds to the ladder wells.

5. Toimport the edited CSV file into Compass for Simple Western, select File in the main menu, click
Import Template and then browse to the .cvs file you just saved. Once imported, the edited CSV file
displays the edited Sample names and Primary Antibody with attributes in the Template.

Edit

E Luminol/Peroxide

Template Cut and Paste

The names and attributes in the Template can be copied and pasted within Compass for Simple Western,
between two copies of Compass, and between Compass and a spreadsheet like Microsoft® Excel®.

All you need to do is enter names in a spreadsheet row, then copy to the clipboard. Next, select a well in the
Template and paste from the clipboard. The new names will be pasted into the row at the selected column

and columns to the right. Here's a quick example of how to do it:

1. Copy these three rows from a spreadsheet:

1 |51 52 53

2. Select a well in the Template, A2 is selected for this example:
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3. Paste the names from the clipboard.

Note: Make sure not to select any of the ladder wells (A1, B1, C1, etc.)

4. Toinclude attributes, add them in the next row:

5. Pasting into the Template will update the names and attributes.

1 2 3 4 5 6 7 8 9 0 11 12 13 14 15 16 17 18 19 20 21 22 23
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Multiple rows can also be copied and pasted with names and attributes on alternate rows:

Only wells in the same row can be selected, but multiple rows will be pasted into the rows below.

Note: Make sure not to select any of the ladder wells (A1, B1, C1, etc,)

1 2 3 4 5 6 7 8 9 0 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25
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Running a Size Assay

Chapter Overview
Starting a Run
Stopping a Run
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Starting a Run

NOTE: If you are using Peggy Sue, Sally Sue or NanoPro 1000, Compass for Simple Western version 6.0 and
higher does not support these instruments. You can still use software versions 5.x and lower to create, load
and run assays on these instruments, and to analyze your data.

Step 1 - Get Ready

1. Turn your system on and open Compass for Simple Western. Allow the system to remain on for at least
1.5 hours before starting a run to ensure the instrument reaches its temperature setpoint.

2. Create or open an assay file in Compass for Simple Western.

3. Prepare the assay plate using the information provided in the product insert.

IMPORTANT
If a row on the assay plate contains reagents in some wells but not in others, pipette DI water or
sample diluent into the empty wells of that row. This prevents air aspiration and bubble formation.

To prevent well evaporation and ensure best results, keep a lid on the assay plate until ready to use.

4.  Prepare the instrument following the procedure described in the User Guide.

IMPORTANT
Capillaries are light sensitive. Keep them covered until you are ready to transfer the capillary
cartridge to the instrument.

5. Place assay plate into the sample tray of the instrument.

Step 2 - Start the Run

You can start a run in one of two ways depending on whether you want to run an assay using existing
parameters or set up a Nnew assay.

NOTE: Start runs from the Assay screen only.
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1. New run of an existing assay:

a. Inthe Assay screen, select File in the main menu and click Open Assay.

Edit Instrument Window Help

MNew Assay 3
Open Assay » 2013-10-27 _14-50-57_Wes Assay
Save 2013-11-21 12-32-43_Wes_Hela_1200V_AD14_C1148 34123 E
Save As 2013-11-27 15-05-48_Wes_recAKT1_1200V_A927 (1234 34308
2013-11-25_PBEKdose-Hela_lookup AC_33849_SWO018
Import Protocol 2013-11-18 13-30-23_Wes_Hela_1200_A730_C998_35268
Import Template
Browse...
Export Protocol
E Separation Time (min)
rt T laty
T Separation Voltage (volts)
Print 3 Matrix Removal
Antibedy Diluent Time (min)
Eat Primary Antibody Time (min)
Secondary Antibody Time (min)
H Detection

b. Alist of the last five assays opened will display. Select one of these assays or click Browse to open
the Assay folder and select a different assay.

2. Alternatively, choose New Assay and select one of the size assays to get the default assay conditions for
using Jess, Wes, or Abby.

a. The Start button will display. This indicates that an assay has been loaded.

N [

W52011

3. Click Start to begin the run.

The Start Run window for immunoassays displays with the default run file name and location. In the
example below, Start Run windows for a standard Immunoassay and a RePlex Assay are shown. You can
edit the file name and/or click Browse if you want to save it in a different location.

NOTE: Run file names should not exceed 255 characters. Only space, -, _, A-Z, a-z, 0-9 are allowed when
naming run files.
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& Start Run

Assay: Jess

Results file name:
2023-06-07_11-18-25_Jess
Location: C:\Users\Public

Comment:

@ Confirm plate type matches assay Cartridge: 2023083896301022  25-Capillary  Exp: Aug-2023

(@ Confirm there s 15L of Luminol/Peroxide in each well
Verify that all wells in active assay rows contain liquid. Empty wells may damage the instrument.

Start. Cancel

€ Start Run

Assay: Jess RePlex

Results file name :
2023-06-07_11-20-35_Jess RePlex

Location: C:\Users\Public

Comment:

@ Confirm plate type matches assay Cartridge: 2023083806301022  25-Capillary Exp: Aug-2023

@ Confirm there is 17041 of Luminol/Peroxide in each trough.
Verify that all wells in active assay rows contain liquid. Empty wells may damage the instrument.

Start Cancel

@ Start Run

Assay: Jess Stellar

Results file name:
2023-06-07_11-22-48_Jess Stellar

Location: C:\Users\Public

Comment:

@ Confirm plate type matches assay Cartridge: 2023083896301022  25-Capillary Exp: Aug-2023

(@ Confirm there s 1704l of Luminol/Peraxide in each trough.
Verify that all wells in active assay rows contain liquid. Empty wells may damage the instrument.

Start Cancel
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NOTE: If the cartridge type or plate installed in the instrument doesn’t match the assay selected for the run,
messages indicating this will display in the Start Run window. If this happens, click Cancel and adjust
your assay settings before starting the run again.

Click Start to begin the run. Instrument status will change to Running, the Start button will change to
Stop and the Run Progress bar will display:

Mon 3:19 PM Mon 5:25 PM

Ws2003
Run: 2013-11-18 15-16-25_Wes_EZ_1200V_W2003C1087_AT91_insulated B Separation £ IV Plot

Step 3 - Post-Run Procedures

1. Remove the capillary cartridge.
2. Remove the assay plate.

3. Dispose of the assay plate and capillaries. Disposal will depend on the samples that have been assayed.
If sample origins are unknown, we recommend that used capillary cartridges and plates be disposed of
as biohazard waste.

IWARNING! SHARPS HAZARD
The capillaries may present a potential sharps hazard. Dispose of used capillaries in biomedical
waste sharps containers.

'WARNING! BIOHAZARD
Samples and waste bottle contents should be handled by procedures recommended in

the CDC/NIH manual: Biosafety in Microbiological and Biomedical Laboratories (BMBL).
The manual is available from the U.S. Government Printing Office or online at
http://www.cdc.gov/biosafety/publications/bmbl5/.

Depending on the samples used, waste bottle contents may constitute a biohazard. Use
precaution when emptying the waste bottle. Dispose of waste bottle contents in accor-
dance with good laboratory practices and local, state/provincial and national environ-
mental and health regulations. Read and understand the Material Safety Data Sheets
(MSDSs) provided by the manufacturers of the chemicals in the waste vial before you
store, handle or dispose of chemical waste.
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Stopping a Run
To stop a run, click Stop.

When the run stops, the Start button with reappear and the instrument will start a process that plugs the
capillaries in the cartridge. Once that's done, you can then remove the capillary cartridge and plate and dis-
card them. The stopped status, date and time will display in the Run Summary screen.
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Chapter 4:

Imaging a Blot on Jess

Chapter Overview
- Starting a Run
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Starting a Run

Step 1 - Get Ready
1. Prepare the membrane and assemble the blot cartridge following the product insert.
Open Compass for Simple Western software on your desktop.

Make sure that the software is connected to the instrument.

oW

Insert the blot cartridge into the blot holder. The light in the blot holder will change from orange to blue
when correctly seated.

5. Close the instrument door by gently pushing it until you feel Jess pull it closed.

Blot
Holder

The software will automatically change to the Blot screen:

H Blot Assay £ T’j Run Surnmary ﬂé; Analysis

Step 2 - Start the Imaging Run

NOTE: Jess's door must be closed before starting the imaging run.
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Once the blot cartridge is installed and Jess's door is closed, Compass for Simple Western will automatically

provide a preview image.

r Bl
€0 Jess - Compass for SW E
-
Exposures (secs)
400
160.0
Markers
Results file name:
2018-06-19_09-54-34_Blot Browse...
ChUserstuser\DocumentstCompass for SWhBlots
Comment:
[ Open... ] [ Save.. Start I l Cancel

1. Edit the exposure settings in the Exposures table.

- To add an exposure: Click Add then select the exposure time to change it.
- Toremove an exposure: Select the exposure and click Remove.
- To edit exposure time: Click on an exposure and enter a new time.
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Exposures (secs)

10,0
40,0
160.0

Markers

Add Remove

2. Check the Markers box if the blot contains a molecular weight ladder.

Exposures (secs)

10,0
40,0
160.0

Markers

Add Rermove

3. Toload the saved settings from an existing blot imaging protocol file (* blot), click Open. Select the pro-
tocol file and click Open.

4. You can change the Results File name and location if desired. Imaging file names are automatically gen-

erated as date_time_blot.btz and saved in the Compass for SWABIots folder of your My Documents
folder.

5. Optional: Add any comments you would like saved with your imaging run in the Comments box and
click Save.
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, |

Blot: Jess

Comment:

[ sawe |[ Concel |

6. Optional: To save the settings associated with this blot imaging protocol for future use, click Save.

7. Click Start to begin imaging.

Step 3 - Imaging Run Summary and Analysis

Reviewing Imaging Data

When the imaging run starts, thumbnails are shown in the Run Summary screen.

&5 2018-06-19 09-523 ompa il Do |
File Edit Instument Window Help
= . (B siot |G Asay (28 Rum Summary £ Analysis
Tue 851 AM Tue9:56 AM
‘ Blot: 2018-06-19_09-52-13 Blot ‘i Review o@E - o
S & = == 05

run 2018.06-19_09.5213_Blot
path CAUserswusenDocurments\Comp ass for SW
instrument Jess : Jess JS3004 - js3004
started Tue 9:51 AM Jun 19, 2018 PDT
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As images are acquired, they populate the predefined thumbnail boxes and also display in the Review pane.
Unless you click on a thumbnail, the most recently acquired image displays in the Review pane. Images that
haven't been taken yet will display blank until the image is acquired.

The Run Summary pane will display thumbnail images for each exposure configured in the imaging proto-
col:

V) Run Summary . | History = [ml

run 2018-06-07_13-36-31_Blot

strument Jess : Rogue rg0009 - rg0009
started Thu 1:34 PM Jun 7, 2018 EDT
>ted Thu 1:40 PM Jun 7, 2018 EDT

i 105 2 40s 3
4 60s u

160s

NOTE: The Markers image is taken at the end of the imaging run. If you click Stop before all exposures are
taken, the software will prompt you to confirm that you want to stop the run before the Markers image is
taken.

Adjusting Blot Images

You can adjust the blot image using the Review pane toolbar.

uRe\riew ’;“E:‘:El
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The toolbar has the following options:

Jp  Contrast Adjustment
) Auto Contrast
o Invert

N Overlay Markers

An unadjusted blot image is shown in the following example:

DREL

60s

B Review

Exporting Image Files
To export raw images for further analysis, from the main menu, select File > Export Images. Then select a

folder to export the files to.
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Export Results *

Select folder to export results

[ Desktop [
v || Documents
Adobe
Compass foriCE
v Compass for SW
Assays
Elots
MNew Assays

Runs v

Make Mew Folder Cancel

Compass for Simple Western will automatically launch a Windows Explorer window for you to access the
saved files. Images are saved in .png format, and both raw and adjusted images are saved in the folder.

- Raw chemiluminescence images are saved as: <Results File Name>_Chemi_<Exposure Num-
ber>_<Exposure Time>.

- Processed images, as shown in the Review pane, are saved as: <Results File Name>_<Exposure
Time>_view.

- Raw and processed marker images are saved as: <Results File Name>_Markers and <Results File
Name>_Markers_view, if selected during the blot imaging protocol.

Step 4 - Post-Imaging Procedures

When imaging is done, you'll need to:

—

Remove the blot cartridge.
Remove your membrane and clean the blot cartridge by rinsing it with water. Dry with a lint-free wipe.

Wipe down the area underneath the blot cartridge in the instrument with a dry lint-free wipe.

HowonN

Keep the blot cartridge in a dry, clean area protected from dust.

Stopping a Run

To stop an imaging run, click Stop and confirm your choice. When the run stops, the Start button will reap-
pear so you can start another run when you're ready.
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Chapter 5:

Run Status

Chapter Overview
Run Summary Screen Overview
Opening Run Files
Viewing File and Run Status Information
Watching Standards Separation Movies
Viewing Current and Voltage Plots
Switching Between Open Run Files

Closing Run Files
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Run Summary Screen Overview
The Run Summary screen is used to monitor run progress, watch movies of the fluorescent standards sepa-

ration, and view current and voltage plots for a run. To access this screen, click Run Summary in the screen
tab:

Run Summary Screen Panes

The Run Summary screen has three panes:

Status - Displays run file information and current status of a run in progress.

NOTE: If status doesn’t update during a run, there may be a disconnect between the instrument and com-

puter. If this happens and the status light on the instrument is still blinking, let the run complete first and
then reconnect to the instrument.

Separation - Lets you view a movie of the fluorescent standards separation for each cycle of the
experimental run.

IV Plot - Lets you view plots of the total current and voltage measured during separation for all capil-
laries for each cycle of the experimental run.

£ Chemi-Chemi Diff Targets_lurkat-AKT-GSK-cRaf-2020-03-06_15-26-59-Jess RePlex

— [m} X
File Edit Instrument Window Help

g Assay (g Run Summary £k} Analysis
Run: Chemi-Chemi Diff Targets_Jurkat-AKT-GSK-cRaf-2020-03-06_15-26-59-Jess RePlex . Separation £ v Plot

=
¥} Status | [y History

run Jurkat-AKT-G SK-cRaf-2020.03.06_15-26-59-Jess RePlex
sath CAUsers\DocumentsiCompass for SWARuns

assay Jurkat-AKT-GSK-cRaf-Jess RePlex
kitinfo Regular: 12-230 kDa

instrument Jess : Jess rg0009 - rg0009
N 9022702335

N 2021012182301026

pires Jan-2021

Probe 1

Probe  Sample  Sep Purge  Block 1"

2" Deterct Results

(hy o Ty 1) g B
] Iﬂl .- BT MGG TP S ==
336 PM 341 PM &35 PM 6:41PM 723 PM &10PM 214PM

Py B(T) P> 27Ty l;l ==

814PM  %0DPM  O07PM  948PM  10:35PM  10:39PM
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Software Menus Active in the Run Summary Screen

The following software menus are available:
File
Edit
Instrument (when Compass for Simple Western is connected to an instrument)
Window
Help

The File and Edit menu options specific to the Run Summary screen are described next.

File Menu

The following File menu options are active:

File | Edit Instrument Winc
Open Run »
Add Run »

Close

Close All

Save As...

Run Report...

Exit

Open Run - Opens a run file.

Add Run - Open and view other run files in addition to the one that is already open.
Close - Closes the run file currently being viewed.

Close All - Closes all open run files.

Save - Saves the open run file.

Save As - Saves the open run file under a different file name.

Run Report - Creates a report of the run in .pdf format. See “Running Reports”on page 215 for more
information

Exit - Closes Compass for Simple Western.
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Edit Menu

The following Edit menu options are active:

Edit View Instrument Window

g Cut

3 Copy

; Paste
Undo
Redo

Preferences

Ctrl+X
Ctrl+C
Ctrl+V
Ctrl+Z
Ctrl+Y

Chapter 5: Run Status

- Preferences - Set and save custom preferences for data export, plot colors in the graph and Twitter

settings. See Chapter 8, “Setting Your Preferences”for more information.

Opening Run Files

You can open one run file or multiple run files at a time to compare information between runs.

Opening One Run File

1. In the Analysis screen, select File in the main menu and click Open Run.

Simple Western ERK Demo
2011-08-31_16-38-23 _test
3 ab run

DemoData
2011-09-01_16-41-02

Browse...

Edit Instrument Window Help
Open Run 3
Add Run 3
Close
Close All
Exit
Path  CAU

Bk Demo.chz

Assay  Simple Western Demo Assay

2. Alist of the last 10 runs opened will display. Select one of these runs or click Browse to open the Runs
folder and select a different file. When connected to an instrument, you can also select Instrument in

the main menu and click Runs to select a different run file.
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Opening Multiple Run Files

1. To open the first run file, select File in the main menu and click Open Run.

Edit Instrument Window Help

Open Run 3 Simple Western ERK Demo

Add Run 3 2011-08-31_16-38-23_test

Close 3 ab run |

Close Al DemoData =H
2011-09-01_16-41-02

Exit
Browse...

Path Sl Ek Demo.chz

Assay  Simple Western Demo Assay

2. Alist of the last 10 runs opened will display. Select one of these runs or click Browse to open the Runs
folder and select a different file. When connected to an instrument, you can also select Instrument in
the main menu and click Runs to select a different run file.

3. Toopen another run file, select File in the main menu and click Add Run.

Edit Instrument Window Help

Open Run 3

Add Run 3 2012-03-05_11-51-19_HelaControlERKassay

Close Browse...

Close All

[ nghDocuments\ProteinSimpleb?01 2-03-05 11-51-19

4. Alist of the last 10 runs opened will display. Select one of these runs or click Browse to open the Runs
folder and select a different file.

5. Repeat the last two steps to open additional runs.

NOTES:
When adding multiple data files for analysis, they must contain matching detection channels (for exam-
ple chemi, IR/NIR fluorescence, or IR/NIR fluorescence with Protein Normalization).

When adding multiple RePlex data files (Jess/Abby only), the channels for both probes must contain
matching detection files. For example, a chemiluminescence with Total Protein data file can’t be added to
a chemiluminescence/chemiluminescence data file.
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Viewing File and Run Status Information

Information specific to each run file is shown in the Status pane:

¢V} Status| [, History

run 4targets nir-chemi_TPA_2020-01-07_13-59-13_Jess Reprobe TP
path DAClients\ProteinSirmple\NP and S Manuals\Compass all systems rmanual

assay Jess Reprobe TP
kit info Regular: 12-230 kDa

instrument Jess : Jess rg0009 - rg0009

9060402156
t 2020112098701010
cartridge expires Nov-2020

startec

completed

Frobe Sample Sep Furge
1 & +=_
410 PM 414 PM
P
5 -
T:5TPM

Tue 4:10 PM Jan 7, 2020 CST
Tue 9:43 PM Jan 7, 2020 CST

Label

,_
&

o
3 |
b=}
=

Block

m
£

n

Eflw
- y k|
=) [

5:56 PM

]
=

6:37 PM

HRP

==
(]

843 PM

Detect

” §a

=
= -

34 P

9:25PM
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The run file name, path (directory location) and assay used is displayed along with instrument serial number

and the run start/complete date and time.

- To go to the run file directory location - Double click the path hyperlink, or right-click and select

Open Directory.

- To copy the path - Right-click on the path hyperlink and click Copy. The path can then be copied
into documents. The path can also be copied into the Windows Explorer address bar to launch Com-
pass for Simple Western and open the run file automatically.

- Kitinfo - Compass for Simple Western v2.7 and higher displays the type of kit used to run the assay
(regular for immunoassays, total protein or charge), the molecular range and whether or not the split

Running Buffer was used.

- Plate S/N - The plate serial number (S/N) information is captured and displayed for all assays.

NOTE: If plates with an 11 digit barcode are used with Compass SW 6.0 or older versions of the software, a
‘Confirm plate type matches assay' informational message will appear in the Jess Start Run dialog

window.

Compass for Simple Western User Guide



Viewing File and Run Status Information

f':;'?~ Status LE. History |
run
path
assay
kit info

instrument

plate S/IN
cartridge S/N
cartridge expires
started
completed

Assay Steps: Size-based Assays

2018-04-27_1543-31_Jess Alpha 2 SL
Chllsers\Deskiop

Jess

Regular: 12-230 kDa

Jess : Jess JS3006 - js3006
8532502129

0133490027

NIA

Fri 3:43 PM Apr 27, 2018 EDT
Fri 7:32 PM Apr 27, 2018 EDT
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Each assay step that is executed during the run is represented by an icon. The time the individual step is
scheduled to start is shown under each icon. Details on what happens during each assay step is as follows:

Stellar Assays (Jess Only)

Step Description

Sample Sample Loading Step - Capillaries are moved to the assay plate in the sample tray where
” Separation Matrix, Stacking Matrix, biotinylated ladder and samples are aspirated. Capillar-
5 EPM ies are then transferred to the running buffer trough.
Sep Separation Step - Samples and fluorescent standards are separated in the capillaries. Cap-

illaries are then exposed to UV light, which immobilizes the separated proteins to the walls
= of each capillary. During the separation, voltage and current are monitored and displayed

. in the IV Plot. Separation of the fluorescent standards is recorded and a movie of the sepa-
ration is compiled for viewing when separation is complete in the Separation pane. After
separation, Matrix Removal Buffer is aspirated.

Label Label Step (Total Protein only)- Capillaries are moved to the assay plate in the sample
L tray and Biotin labeling reagent is aspirated. When incubation is complete, Wash Buffer is

— aspirated.

5:08 PM

Block Blocking Step - Capillaries are moved to the assay plate in the sample tray and blocking

BT reagent (Antibody Diluent) is aspirated. When incubation is complete, Wash Buffer is aspi-

—_— rated.
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N G) Description

1 Primary Antibody (1°) Step - Capillaries are moved to the assay plate in the sample tray
D and primary antibody is aspirated. When incubation is complete, Wash Buffer is aspirated.
216 PM
2 Secondary Antibody (2°) Step - Capillaries are moved to the assay plate in the sample
2Ty tray and Stellar secondary antibody is aspirated. When incubation is complete, Wash Buffer
— is aspirated.
4:22 PM
Armplify Amplify Step - Capillaries are moved to the assay plate in the sample tray and Stellar IR or
AT NIR Anneal is aspirated. Capillaries are then moved to the assay plate again to aspirate Stel-
?—44—;;1 lar IR or NIR Label. These steps are repeated 10 times. When ampilification is complete,
' Wash Buffer is aspirated.

Detect Detect Step - Capillaries are moved to the assay plate in the sample tray and Luminol-Per-
1= oxide solution is aspirated (chemiluminescence only). Emitted chemiluminescent light is
5?%1 detected with the CCD camera. For Stellar fluorescence detection, emitted fluorescent sig-

' nal is detected.

Fiesults Results Step - Results are available in the Analysis screen.
==

G:00 PM

When a run is in progress, icons for steps that have not executed will be grey (inactive). In the following
example, the Amplify step is executing and the Detect and Results steps have not started:

Sample Sep Block 1 Arnplify Detect Fesults

h o 0

448 PM 453 PM 5:42 PM 5:49 PM 6:20 PM T12PM 8:03 PM &15PM
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RePlex Assays (Jess/Abby Only)

N ) Description

Sample Sample Loading Step - Capillaries are moved to the assay plate in the sample tray where
” Separation Matrix, Stacking Matrix, biotinylated ladder and samples are aspirated. Capillar-
12-5%1 ies are then transferred to the running buffer trough.
Sep Separation Step - Samples and fluorescent standards are separated in the capillaries. Cap-
illaries are then exposed to UV light, which immobilizes the separated proteins to the walls
Istm_q of each capillary. During the separation, voltage and current are monitored and displayed
' in the IV Plot. Separation of the fluorescent standards is recorded and a movie of the sepa-
ration is compiled for viewing when separation is complete in the Separation pane. After
separation, Matrix Removal Buffer is aspirated.
Label Label Step (Total Protein only)- Capillaries are moved to the assay plate in the sample
. tray and Biotin labeling reagent is aspirated. When incubation is complete, Wash Buffer is
L) .
== aspirated.
5:08 PM
Block Blocking Step - Capillaries are moved to the assay plate in the sample tray and blocking
B() reagent (Antibody Diluent) is aspirated. When incubation is complete, Wash Buffer is aspi-
== rated.
2:00 PM
1 Primary Antibody (1°) Step - Capillaries are moved to the assay plate in the sample tray
O and primary antibody is aspirated. When incubation is complete, Wash Buffer is aspirated.
216 PM
2 Secondary Antibody (2°) Step - Capillaries are moved to the assay plate in the sample
2Ty tray and secondary HRP/NIR/IR antibody conjugate and Streptavidin-HRP/NIR is aspirated.
4—22—;;1 When incubation is complete, Wash Buffer is aspirated.
HRP HRP Step (Total Protein only) - Capillaries are moved to the assay plate in the sample tray
HeD and Total Protein Streptavidin-HRP is aspirated. When incubation is complete, Wash Buffer
== is aspirated.
243 PM
Detect Detect Step - Capillaries are moved to the assay plate in the sample tray and Luminol-Per-
=} oxide solution is aspirated (chemiluminescence only). Emitted chemiluminescent light is
5?%1 detected with the CCD camera. For fluorescence detection on Jess, emitted fluorescent

signal is detected.
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N G) Description

Purge Purge Step - Capillaries are moved to the assay plate in the sample tray and Wash Buffer is
ol aspirated. RePlex reagent mix is then aspirated to remove the primary and secondary anti-
— bodies from the immobilized sample proteins. This is followed by another round of Wash
T:57 PM BUﬁ:er.

Results Results Step - Results are available in the Analysis screen.
G:00 PM

When a run is in progress, icons for steps that have not executed will be grey (inactive). In the following
example, the Secondary Antibody (2°) step is executing and the Detect and Results steps have not started:

Sample Sep Furge Block 1 2" Detect Fesults
” B(H 1(h 2°(hy
u . - Lt Lt Lt
415PM 4:20 PM 514 PM 5:21 PM 6:02 PM 6:49 PM T:21PM
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Standard Size Assays

N ) Description

Sample Sample Loading Step - Capillaries are moved to the assay plate in the sample tray where
” Separation Matrix, Stacking Matrix, biotinylated ladder and samples are aspirated. Capillar-
125%1 ies are then transferred to the running buffer trough.
Sep Separation Step - Samples and fluorescent standards are separated in the capillaries. Cap-
illaries are then exposed to UV light, which immobilizes the separated proteins to the walls
Istm_q of each capillary. During the separation, voltage and current are monitored and displayed
in the IV Plot. Separation of the fluorescent standards is recorded and a movie of the sepa-
ration is compiled for viewing when separation is complete in the Separation pane. After
separation, Matrix Removal Buffer is aspirated.

PN Protein Normalization Step (Jess only) - Capillaries are moved to the assay plate in the
PN sample tray and the protein normalization reagent is aspirated. When incubation is com-
4—3?;—“ plete, Wash Buffer is aspirated.

Block Blocking Step - Capillaries are moved to the assay plate in the sample tray and blocking

BT reagent (Antibody Diluent) is aspirated. When incubation is complete, Wash Buffer is aspi-
—_— rated.

1 Primary Antibody or Total Protein Labeling Reagent (1°) Step - Capillaries are moved

e to the assay plate in the sample tray and primary antibody or labeling reagent is aspirated.
2-16—;;1 When incubation is complete, Wash Buffer is aspirated.

2 Secondary Antibody or Total Protein Streptavidin-HRP (2°) Step - Capillaries are

70 moved to the assay plate in the sample tray and secondary HRP/NIR/IR antibody conjugate

4722—;;1 and Streptavidin-HRP/NIR (Immunoassays), or Total Protein Streptavidin-HRP (Total Protein
Assays) is aspirated. When incubation is complete, Wash Buffer is aspirated.

Detect Detect Step - Capillaries are moved to the assay plate in the sample tray and Luminol-Per-

] oxide solution is aspirated. Emitted chemiluminescent light is detected with the CCD cam-
5?%1 era. For fluorescence detection on Jess, emitted fluorescent signal is detected.

Results Results Step - Results are available in the Analysis screen.
=
G:00 PM

Compass for Simple Western User Guide



page 134 Chapter 5: Run Status

When a run is in progress, icons for steps that have not executed will be grey (inactive). In the following
example, the Secondary Antibody (2°) step is executing and the Detect and Results steps have not started:

Sample Sep Block 1 2" Detect  Results
H By 10y 27Ty
u . - Lt s s

1254 PM 1256 PM 2:00 PM 2:16 PM 4:22 PM 5:28 PM 6:00 PM

Watching Standards Separation Movies

You can view a movie of the fluorescent standards separation in the capillaries. To do this:
1. Click the Separation tab.

E Separation | 2 IV Plot = g

I R O O T O I I I

Play | < > 00:24:39 7 00:25:00

2. The player control panel has play/pause, rewind and fast forward buttons, and a slider bar that allows
you to scroll through the movie manually:

Play | < > 00:24:49 7 00:25:00
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Click Play (button on far left) to view the movie. In the example below, standards for a Jess RePlex size
assay is shown:

O IR O B I T T T T T T A O O I I |

Play | < > 00:24:39 7 00:25:00

NOTE: Complete separation movies of the fluorescent standards are not available until the separation
step has finished executing. If the movie is played while the separation step is executing, the movie will
only show separation progress up to the current point in time.
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Viewing Current and Voltage Plots

You can view plots of the total current and voltage measured during separation. To do this, click the IV Plot
tab.

E Separation | £ IV Plot =t [
Zoom Qut
Cycle 1
22 450
540
520 425
2 400
430
460 i’
440
350
420
400 325
380
300
360
340 275
320 .
b 250 g
s 300 g
g2 P
2 260 z
240 200
220 175
200
180 [
160 125
140
120 100
100 =
75
]
60 50
40
25
20
0
0 250 500 750 1.000 1.250 1.500 1.750

Time (seconds)

The blue Y-axis and plot shows the run voltage in volts (V), and the red Y-axis and plot shows the run current
in micro amps (YA). The X-axis displays time in seconds.

- To zoom in on an area of the plot - Hold the mouse button down and draw a box around the area
with the mouse.

- To zoom out - Click Zoom Out in the upper right corner of the pane.

NOTE: The IV plot for a run in progress will not be available until the separation step starts executing. The
plot is then displayed in real-time.
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Switching Between Open Run Files

If more than one run file is open, you can switch between viewing the run information in each. To do this:

1. Click the down arrow in the run box.

Run:  Simple Western ERK Demo -
- 2011-07-13_16-55-20_7-12-2011 =
b Sta Simple Western ERK Demo g
Fun  Simple Westermn ERK Demo

Fath  Chillsers\OwnetDocumentsiCompassiBuns\Simple Western ERK Dermo.chz
Assay  Simple Western Demo Assay

2. Select the run you want to view from the drop down list.

Closing Run Files

If more than one run file is open, you can close just one file or all the open files at the same time.
- To close the run file being viewed - Select File from the main menu and click Close.

- To close all open run files - Select File from the main menu and click Close All.
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Chapter 6:

Controlling Jess, Wes, and Abby

Chapter Overview

Instrument Control

Self Test

Viewing and Changing System Properties
Viewing Log Files

Status Modes
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Instrument Control

The Instrument menu allows you to control Jess, Wes, and Abby.

Instrument  Window He

Reset
Self Test

Runs...
Properties...
Update ¥

Disconnect

Chapter 6: Controlling Jess, Wes, and Abby

NOTE: Instrument menu options are active only when a computer with Compass for Simple Western is
connected directly to Jess, Wes, or Abby. Available functions will vary depending on the instrument.

Self Test

Jess, Wes, and Abby can perform a series of self tests to check for proper instrument performance. To start
the test, select Instrument and click Self Test. The test takes approximately 15 to 30 minutes depending on

the instrument.

€0 Self Test - Compass for SW 6.0.0
File Edit Instrument Window Help

\—! Huetsg m ﬂ?m PM

T’ StatusEL:_v. History | =l
run  Self Test
path
assay Self Test
kit info Regular: 12-230 kDa

instrument Abby : AY0000 - AY0000

Run: Self Test E Separation | 2 IV Plot

— O X

Assay Ij Run Summary SEE Analysis

Sun T:43 PM

=" iml

NOTE: We recommend performing the self test prior to starting a run.
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To view the test log at completion of the test, select Instrument, click Properties and click View Logs. See
“Self Test Logs” on page 145 for more information.

Viewing and Changing System Properties

Select Instrument and click Properties to display system properties which include:

- Name
- Location
« Type

- Serial number
- Instrument software version (firmware)
- Network name and address

- Date and time of the instrument clock

@ Jess JS9989 - Properties X

Name : | Jess 159929 I

Location : | I

Type: Jess Network Name: 10.1.4.1
Serial Number: js9989 Network Address: 10.1.4.1
Instrument Software: 1.1.34571
Instrument Date and Time: 2018-05-14 07:03:04 -08:00 Set to PC time
Logs Report Cancel

To change system name or location - click in the name or location boxes and enter the new information.

To sync the instrument clock with the computer - click Set to PC time.

NOTE: Reboot the computer and instrument and wait for about one minute.

1. Open Compass for SW.
Go to Instrument > Properties.

Check if Instrument Date and Time matches your local time.

HowoN

If it doesn't match, click Set to PC time again.
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More detailed steps if you don't see the time zone set correctly:

5. InWindows, go to Date and Time Settings and turn on Set time zone automatically.

NOTE: Windows may handle Daylight Savings Time differently.

6. Under Synchronize your clock, click Sync now.
7. Confirm that the computer now has the correct time and time zone.
8. Start Compass for Simple Western.

9. Connect the software to your instrument.

10. Select Instrument and click Properties.

11. Click Set To PC Time.

12. Close Compass for Simple Western.

13. Turn the instrument off.

14. Turn the instrument on.

15. Open Compass for Simple Western.

16. Connect the software to your instrument.

17. Select Instrument and click Properties.

18. Confirm the instrument time.

Viewing Log Files

Error Logs

1. Select Instrument in the main menu and click Properties to display system properties.

2. Click View Error Log. A list of system logs will display:
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€ AY0000 Logs *
Mame Date Size
stdout.log 2021-03-08 18:16 738459
embedded.log 2021-03-08 18:16 515696
embedded-logs.zip 2021-03-08 18:14 1608184
errorlog 2021-03-08 18:14 55809
selftest.log 2021-03-07 21:27 13208
command.log 2021-03-07 21:03 943
stdout.log.1 2021-03-07 19:02 1048356
stdout.log.2 2021-03-07 17:47 1048518
lowVacSeparation.log 2021-03-04 08:49 680
run.counter 2021-03-04 08:48 1
temperature.log 2018-03-06 15:55 13411
libfli.log 2018-03-06 15:33 5596
lamp.log 2018-03-06 14:44 0
eelog 2018-03-06 14:44 0
lowVacSeparation.log.2018-03-06 2018-03-06 14:44 0
low_vac.log 2018-03-06 14:44 0

3. Selectalog file and click View. The log details will display:
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@ Log file: temperature.log

E018-03-06 14:44:55,427 temperature:
2018-03-06 14:43:55,494 temperature:
2018-03-06 14:46:55,563 temperature:
2018-03-06 14:47:55,614 temperature:
2018-03-06 14:48:55,684 temperature:
2018-03-06 14:49:55,716 temperature:
2018-03-06 14:50:55,784 temperature:
2018-03-06 14:51:55,843 temperature:
2018-03-06 14:52:55,902 temperature:
2018-03-06 14:53:55,971 temperature:
2018-03-06 14:54:55,987 temperature:
2018-03-06 14:55:56,003 temperature:
2018-03-06 14:56:56,071 temperature:
2018-03-06 14:57:56,135 temperature:
2018-03-06 14:58:56,204 temperature:
2018-03-06 14:59:56,229 temperature:
2018-03-06 15:00:56,253 temperature:
2018-03-06 15:01:56,278 temperature:
2018-03-06 15:02:56,302 temperature:
2018-03-06 15:03:56,327 temperature:
2018-03-06 15:04:56,351 temperature:
2018-03-06 15:03:56,375 temperature:
2018-03-06 15:06:56,399 temperature:
2018-03-06 15:07:56,424 temperature:
2018-03-06 15:08:56,449 temperature:
2018-03-06 15:09:56,472 temperature:
2018-03-06 15:10:56,540 temperature:
2018-03-06 15:11:56,608 temperature:
2018-03-06 15:12:56,675 temperature:
2018-03-06 15:13:56,728 temperature:
2018-03-06 15:14:56,797 temperature:
2018-03-06 15:13:56,843 temperature:
2018-03-06 15:16:56,911 temperature:
2018-03-06 15:17:56,971 temperature:
2018-03-06 15:18:56,987 temperature:
2018-03-06 15:19:57,055 temperature:
2018-03-06 15:20:57,124 temperature:
2018-03-06 15:21:57,173 temperature:
2018-03-06 15:22:57,243 temperature:
2018-03-06 15:23:57,312 temperature:

<

INFOQ 5etPoint(C),26.0, Chamber(C),25.87, Ambient(C),6.67, LookupOut(%) 460 ~
INFOQ 5etPoint(C),26.0, Chamber(C),25.87, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),25.87, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),25.87, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ 5etPoint(C),26.0, Chamber(C),26.00, Ambient(C),6.67, LookupOut(%e),46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFOQ SetPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%e), 46.0
INFO 5etPoint(C),26.0, Chamber(C),26.14, Ambient(C),6.67, LookupOut(%) 460 v
>

Save File As... Cancel

4. Click Save File As to save a copy of the log file.
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Self Test Logs

1. Select Instrument in the main menu and click Properties to display system properties.

2. Click Logs. A list of self test logs will display:

& Instrument Logs *
Self Tests Status Command Log
2020-06-05 15:58 PASSED
2020-04-22 07:02 PASSED fteens oy

View oK
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3. Selectalog file and click View. The individual test details will display:

€D Self test: 2021-01-13_10.33.40_PASSED. txt X
Mame Start Duration (sec) Result Failure Reason
Vacuum Leak 10:33:28 8.201 PASSED
Unregulated Vac level 10:33:14 12,334  PASSED
Fluor LED Detection 10:32:49 23.984 PASSED
Amber LED Detection 10:32:25 23.352 PASSED
BElue LED Detection 10:32:01 23.519  PASSED
White LED Detection 10:31:36 23,923 PASSED
Light Leak Detection 10:31:21 13.328  PASSED
Lamp Motor 10:31:07 13.316  PASSED
Camera 10:31:05 0.425 PASSED
Dark Masters 10:31:05 0.001 PASSED
Door Motor 10:31:00 3.616 PASSED
EE Voltage 10:30:50 9,259 PASSED
Temp Sensors 10:30:48 0.016  PASSED
Lamp On 10:25:26 321.160  PASSED
Tray Jog 10:25:24 0.301 PASSED
Tray Move 10:24:58 25431 PASSED
Tray Home 10:24:57 0.197 PASSED
Z5tage log 10:24:55 0.707 PASSED
Z5tage Move 10:24:36 17.610  PASSED
Z5tage Home 10:24:35 0.094 PASSED
Disk Storage 10:24:34 0.000 PASSED

Save File As... Cancel

4. Click Save File As to save a copy of the log file.

Software Updates

To check for software updates, go to Compass for Simple Western, select Help in the main menu and click
Check for Updates.

Instrument Software (Embedded) Updates

To view the version installed, open Compass for Simple Western, select Instrument in the main menu, then
click Properties. The current version of system software will be displayed.

To check for embedded updates, go to Compass for Simple Western, select Instrument in the main menu,
then Update and select Network. If you are not on the network, contact ProteinSimple Technical Support
for assistance on how to obtain the latest update.
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Status Modes
The instrument status bar displays status, buttons and progress bars depending on what Jess, Wes, or Abby
is doing.
Ready/Start button - The instrument is ready and an assay is loaded. The indicator light will be solid
blue. Click Start to begin a run.

Not Ready/Reset button - The instrument is not ready and must reinitialize. The indicator light will
be red or magenta. Click Reset to start the initialization protocol.

Running/Stop button - The instrument is running an assay. The indicator light will be blinking blue.
The run name, time the run started and when it will complete display in the run progress bar. Click
Stop to stop the run.

Error/Reset button - An error has occurred. Go to the Status window in the Run Summary screen
to view details. The indicator light will be red. When the source of the error is corrected, click Reset.
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Chapter 7:

Size Assay Data Analysis

Chapter Overview

Analysis Screen Overview

Opening Run Files

How Run Data is Displayed in the Analysis Screen
Viewing Run Data

Run Data Notifications and Warnings
Checking Your Results

Group Statistics

Copying Data Views and Results Tables
Exporting Run Files

Running Reports

Changing Sample Protein Identification
Changing the Virtual Blot View
Creating Annotated Lane View Figures
Closing Run Files

Analysis Settings Overview

Advanced Analysis Settings

Images Analysis Settings

Normalization (Jess/Abby only)

Signal to Noise Settings

Manual Peak Integration
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- Peak Names Settings

- Standard Curve Settings

- System or Loading Control Settings

- Standard Curve Settings

-+ Importing and Exporting Analysis Settings

Compass for Simple Western User Guide
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Analysis Screen Overview

The Analysis screen is used to view run data including electropherograms, capillary images, lane view data
and tabulated results. Any post-run analysis is also done in this screen. To access this screen, click Analysis in
the screen tab:

Assay Ij Run Summary ij‘:EAnalysis

Analysis Screen Panes

The Analysis screen has seven panes, each displays the following data for up to 25 capillaries per experimen-
tal run:

- Experiment - Lists the assay protocol steps and assay template information.

- Graph - Displays electropherogram data for sample proteins, fluorescent standards or capillary regis-
trations.

- Image - Displays a 12-capillary image of the separated sample proteins, fluorescent standards or cap-
illary registrations.

- Lane - Displays data for sample proteins, fluorescent standards or capillary registrations as bands in
individual lanes. This virtual blot-like image is similar to traditional blot results.

Peaks - Lists the tabulated results for sample proteins and information for identified fluorescent stan-
dards and capillary registrations.

- Capillaries - Displays a list of the sample proteins Compass for Simple Western named automatically
using the user-defined peak name analysis parameters.

- Analysis Options - Displays options to change various exposure settings and edit/label peak attri-
butes.

NOTE: If you don't see data in the Analysis screen after a run, there may have been a disconnection
between the instrument and computer during the run. If this happens, the instrument’s embedded com-
puter will have a copy of the run file. Go to Instrument > Runs... to find and save a copy of the run file.
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@ 2020-03-31_Jess Multiplex BActin+HSPG0 - Compass for SW - o X
File Edit View Instrument Window Help
[ = Standards | 2t Samples

Assay €7 ERun Summary £ Analysis
& Analysis Options| [ Annotations| = O

Images &

NIR | Bxposure 1 5 secs v
IR | Exposure 3 120 secs v

116 |- Peak Names B
PSH.. Mouse.. RabbitIR.

SRR
PSH.. Mouse.. RabbitlR.. 11 S S S S S S S S - b umml
PSH.. Mouse.. RabbitlR.. 12

40 -]
PSH.. Mouse.. RabbitlR.. 13 Color [ ]
piul ol Bl e[ ]

PSH.. Mouse.. RabbitiR.. 13

=) [xpuimmd

Sample  Primary  Secondary Cap
Bict... Blocking Streptavi.. 1
PSH.. Mouse.. RabbitiR. 2
PSH.. Mouse.. RabbitlR. 3
PSH.. Mouse.. RabbitiR. 4

PSH.. Mouse.. RebbitlR.. 5

6
7
8
9

PSH.. Mouse.. RabbitIR..
PSH.. Mouse.. RabbitR..
66 -|

PSH.. Mouse.. RabbitlR.. 16 LEL)
PSH.. Mouse.. RabbitlR.. 17
PSH.. Mouse.. RabbitiR. 13
PSH.. Mouse.. RabbitlR. 19 12 - -
PSH.. Mouse.. RabbitlR.. 20
PSH.. Mouse... RabbitlR.. 21 L |
PSH.. Mouse.. RabbitiR. 22 T2 3 4 5 6 7 & 5 W 1 2 13 W 15 % 17 8 185 W o 2 1 # B
PSH.. Mouse.. RabbitlR. 23 < >
PSH.. Mouse.. RabbitlR.. 24 Capillaries =0
PSH.. Mouse.. RabbitlR.. 25
Sample Primary  Secondary Cap  Peak  Name  Posion MW(kDa)  Height Mrea %Area Width /N Bascline  Channel ~
Biot.Ladder  Blocking 1 1 Ldri2 232 12 104604 1203144 16 782 2302 NIR
Biot. Ladder  Blocking 1 2 Ldido 45 0 41514 485412 1o 323 10760 NIR
Biot. Ladder  Blocking 1 3 L6 416 66 129330 1010050 731025 14505 NIR
Biot. Ladder  Blocking 1 4 Ldr1ie 158 16 9943 86300 82 10 16200 NIR
Biot.Ladder  Blocking 1 5 Ldriso 08 180 81180 T7SELE 90 626 15969 NIR
Biot. Ladder  Blocking 1 6 Ldr230 520 230 8010 972379 103 688 15083 NIR

NOTE: The reported molecular weight for sample proteins in Compass for Simple Western may vary from
apparent molecular weights using other techniques and based on sample and assay conditions.
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Software Menus Active in the Analysis Screen

The following software menus are available:
File
Edit
View
+ Instrument (when Compass for Simple Western is connected to Jess, Wes, or Abby)
- Window
- Help
The File, Edit and View menu options specific to the Analysis screen are described next.

File Menu

The following File menu options are active:

Edit View Instrument
Open Run 3
Add Run 3
Close
Close All
Save
Save As...
Export Tables...
Export Spectra 3
Run Report...

Open Run - Opens a run file.
Add Run - Opens and views other run files in addition to those that are already open.
Close - Closes the run file currently being viewed.
- Close All - Closes all open run files.
- Save - Saves changes to the open run file.
- Save As - Saves changes to the open run file under a different file name.
- Export Tables - Exports the results for all capillaries in the run in .txt format.
- Export Spectra - Exports the raw data traces for each capillary in the run in .txt or .cdf format.
- Run Report - Creates a report of the run in .pdf format.

- Exit - Closes Compass for Simple Western.

Compass for Simple Western User Guide
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Edit Menu

The following Edit menu options are active:

Edit View Instrument Windo

Cut Ctrl+X ‘
Copy Ctrl+C ‘
Paste Ctri+V |
Analysis... ‘
Undo Ctrl+Z
Redo Ctrl+Y
Preferences

- Copy - Lets you copy data shown in the graph, lane, peaks or capillaries panes. See “Copying Data
Views and Results Tables” on page 212 for more information.

- Analysis - Displays the analysis settings used to analyze the run data and lets you change them as
needed. See “Analysis Settings Overview” on page 296 for more information.

- Preferences - Lets you set and save custom preferences for data export, plot colors in the graph and
Twitter settings. See Chapter 8, “Setting Your Preferences” for more information.

View Menu

The following View menu options are active:

Instrument  Window
Selected
@ Al

Standards
@ Samples

Grouping

Filter...
View Region...

Show Hidden

- Selected View - Displays data in a per capillary (single) view format.

- All View - Displays data in a per 12- or 25-capillary (multiple) view format.

- Standards - Lets you change the data view to show only the fluorescent standards.
- Samples - Lets you change the data view to show sample proteins.

- Filter - Lets you display data only for specific capillaries or named proteins.
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- View Region - Lets you change the molecular weight (x-axis) range of the data displayed.

- Show Hidden- Shows capillaries that are hidden from the data view.

Opening Run Files

You can open one or multiple run files at a time to compare data between runs.

Opening One Run File

NOTE: If you need to open a run file when another run is executing, launch another instance of Compass
for Simple Western first, then open the file.

1. Select File in the main menu and click Open Run.

Edit View Instrument Window Help
Open Run ¢ 2013-11-18 13-30-23_Wes_Hela_1200V_A730_C998_35268
Add Run 3 DemoData_Charge_Hela ERK12
Demo data_Hi-Low ERK (old)
2013-11-25_PB3Kdose-Hela_lockup AC_33849_SW0018
Antibody screen 2013-10-17_14-12-31_egl0-14-13-1

Close

Close All

. 2013-11-27_15-05-48_Wes_recAKT1_1200V_AG27_C1234_34308
i 2013-11-27_15-05-48_Wes_recAKT1 1200 _A927_(1234_34308
Export Tables... 2013-12-26_Wes2008_Hela_ERKL-DIG_c1251 |
Export Spectra b 2013-11-71_12-32-43_Wes_Hela_1200V_AS14_C1148_34123 |

Bt 4691 and 4060 vs both lysates 2013-10-21_14-38-13_egl0-14-13-1
0

Hela  PBKin. 1 Eroane

2. Alist of the last 10 runs opened will display. Select one of these runs or click Browse to open the Runs
folder and select a different file.

Opening Multiple Run Files

NOTE: If you need to open a run file when another run is executing, launch another instance of Compass
for Simple Western first, then open the file.

1. To open the first run file, select File in the main menu and click Open Run.
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Edit View Instrument Window Help

Chapter 7: Size Assay Data Analysis

Open Run 3
Add Run 3

Close
Close All
Save
Save As...

Export Tables...
Export Spectra 3

Exit

| Heta  eBKn. 1

2013-11-18_13-30-23_Wes_Hela_1200V_A730_C998_35268
DemoData_Charge_Hela ERK12

Deme data_Hi-Low ERK (old)

2013-11-25_PB3Kdose-Hela_lockup AC_33849_SW0018

Antibody screen 2013-10-17_14-12-31_egl0-14-13-1

2013-11-27 15-05-48_Wes_recAKT1_1200V_A027_C1234_34308
2013-11-27 15-05-48_Wes_recAKT1_1200V_A927_C1234_34308
2013-12-26_Wes2008_Hela_ERK1-DIG_c1251
2013-11-21_12-32-43_Wes_Hela_1200V_AS14_C1148_34123

4691 and 4060 vs both lysates 2013-10-21_14-38-13_egl0-14-13-1

Erowse...

2. Alist of the last 10 runs opened will display. Select one of these runs or click Browse to open the Runs
folder and select a different file. When connected to an instrument, you can also select Instrument in
the main menu and click Runs to select a different run file.

3. Toopen another run file, select File in the main menu and click Add Run.

[File] Edit View Instrument Window Help
QOpen Run » m
Add Run 4 2013-11-18_13-30-23_Wes_Hela_1200V_A730_C998_35268
Close Antibody screen 2013-10-17_14-12-31_egl0-14-13-1
S 2013-11-27_15-05-48_Wes_recAKT1_1200_A927_C1234_34308

2013-12-26_Wes2008_Hela_ERK1-DIG_c1251

Save 2013-11-25_PBKdose-Hela_lockup AC_33840_SWO018
Save As.. 2013-11-71 12-32-43_Wes_Hela_1200V_AS14_C1148 34123
Export Tables.. 4691 and 4060 vs both lysates 2013-10-21_14-38-13_egl0-14-13-1
Export Spectra » Antibody dilution2013-10-21_10-53-43_egl0-14-13-1
Exit Browse..,

4. Alist of the last 10 runs opened will display. Select one of these runs or click Browse to open the Runs
folder and select a different file. When a run is added, its data will append to the open run file, and will
display as a second set of up to 25 capillaries (Jess/Wes/Abby) in all screen panes. The second run file
name will also appear in the Compass title bar:
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4 2021-01-25_14-21-22_Hela Titration-ERKT RePlex with TP Abby, 2021-01-27_14-30-44 EGFR-pEGFR RePlex with TP Abby - Compass for SW - o x
File Edit View Instrument Window Help
i Standards | 2= Semples | = S| @ [ Assay €7 Run Summary | ks Analysis
-Expenment} =g Msmpﬂ\mage[ Lane} [ @ +E B | = = O | & Analysis Options [ Annotations) ~ — O
~
Sample  Primary  Secondary Cap N . N . N N \5&# \,@5 \Qo‘* K & \Qo‘* K \Qo‘* \,Soé \Qo‘* \,{«,é \Qo‘* \,Soé _\Qo“ Run | 2021-D1-25_14-21-22_Hel a Titration-EF -
Biot... Antibo.. Streptavi.. 1 FF e T F T dFFe FFF e FFEFFFFsFfsssFs s
V01 ant-ERKI rabbitH.. 2 - ; "
V008 anti-ERKI rabbitH.. 3 . . . ?
V0054 anti-ERKI rabbitH.. 4 -
0051 anti-ERKI rabbitH.. 5 P1 | High Dynamic Range 4.0 v
V01 anti-ERKI rabbitH.. 6 P2 | igh Dynamic Range 20 -
V008 anti-ERKI rabbitH.. 7
V0064 anti-ERKI rabbitH.. 2 - P a
0051 anti-ERKI rabbitH.. 9
V01 ant-ERKI rabbitH.. 10
VOO @I bt 1 Name
(™ — - e .-
0051 anti-ERKI rabbitH.. 13
V01 anti-ERKI rabbitH.. 14 clor [ ]
Yom w1 P
0064 anti-ERKI rabbitH.. 16 Viodity
0051 anti-ERKI rabbitH.. 17
V01 anti-ERKI rabbitH.. 12
V008 anti-ERKI rabbitH.. 19 -
0064 anti-ERKI rabbitH.. 20
0051 anti-ERK1 rabbitH.. 21
V01 anti-ERKI rabbitH.. 22
008 anti-ERKT rabbitH.. 23 < >
V0064 anti-ERKI rabbitH. 24 [ Capilaries =5
0051 anti-ERKI rabbitH.. 25
Bict... | Antibo..  Sreptai.. 1 Sample Primary Cap  Pesk  Name  Posion MW(dDa)  Height Area  S%Ares Com.Area Width /N Baseline ~
A3, EGFR antimon. 2 Biot, Ladder  Antibo.. Pl 1 L2 238 12 100500 1211609 261843 N3 %088 714
AdZ1.. EGFR antirmon. 3 Biot, Ladder  Antibo... Pl 2 L4 352 40 4004 57I07 1202080 128 3690 922
Ad31.. pEGFR  antirsb.. 4 Biot. Ladder  Antibo... P 3 Ldr66 42 6 74380 345818 1827922 107 6726 9.1
Ad3I.. pEGFR  anti-rsb.. 5 Biot. Ladder  Antibo... Pl 4 Ldrils 451 16 sl3E esaad 1846549 157 4624 868
Ad43T.. EGFR anti-mon. 6 Biot, Ladder  Antibo. Pl 5 Ldriso 500 180 49190 901999 1949336 172 a8 748
AdZ1.. EGFR antimon. T Biot, Ladder  Antibo... Pl 6 Ldr230 523 20 7S W051TIE 2273027 131 647 67.6
Ad31.. pEGFR  antirsb.. B ¥
< > v

Repeat the last two steps to add additional runs.

NOTES:

When adding multiple data files for analysis, they must contain matching detection channels (for exam-
ple chemi, IR/NIR fluorescence, or IR/NIR fluorescence with Protein Normalization).

When adding multiple RePlex data files (Jess/Abby only), the channels for both probes must contain
matching detection files. For example, a chemiluminescence with Total Protein data file can’t be added to

a chemiluminescence/chemiluminescence data file.
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How Run Data is Displayed in the Analysis Screen

Data in the run file is compartmentalized for easy review in one of six panes in the Analysis screen.

Experiment Pane: Assay and Capillary Information

The experiment pane displays assay and capillary information for each of the 25 capillaries in the run. A view of
the experiment panes for a standard Immunoassay on Abby and a RePlex Assay with two fluorescent NIR
Immunoassays on Jess are shown below.

[ Experiment = O EE Experiment
Sample Primary Cap Sample Primary 1 Primary 2 Cap
E7 (66-440k.. SA-HRP 1 Biot. ... Antibed.. Primary I 1
+ EZ (66-440k... SA-HRP 2 0.2 m.. MFAD bActin 2
+ EZ (66-440k... SA-HRP 3 0.2 m... bActin bActin 3
+ EZ (66-440k... SA-HRP 4 0.2 m.. Park7 bActin 4
+ EZ (66-440k... SA-HRP 5 0.2 m.. MFAD bActin 5
+ EZ (66-440k... SA-HRP 6 0.2 m... bActin bActin 6
+ EZ (66-440k... SA-HRP 7 0.2 m.. Park7 bActin 7
+ EZ (66-440k... SA-HRP 8 0.2 m.. MFAD bActin 8
+ EZ (66-440k... SA-HRP 9 0.2 m... bActin bActin 9
+ EZ (66-440k... SA-HRP 10 0.2 m.. Park7 bActin 10
+ EZ (66-440k... SA-HRP 1 0.2 m.. MFAD bActin 1
+ EZ (66-440k... SA-HRP 12 0.2 m... bActin bActin 12

- To view all columns - Click the Experiment tab, then use the scroll bar or click Maximize in the
upper right corner.

- To resize columns - Click the Experiment tab. Roll the mouse over a column border until the sizing
arrow appears, then click and drag to resize.

Experiment pane column descriptions for the default assay are as follows:

- Sample - Sample name. If sample names were entered in the assay template (Assay screen), those
names will display here. Otherwise, Sample (default name) will display.

NOTE: Data notification icons will display in the sample column if Compass for Simple Western detected a
potential analysis issue or data was manually modified by the user. For more information see “Run Data
Notifications and Warnings” on page 196.

- Primary - Primary antibody name. If primary antibody names were entered in the assay template (Assay
screen), those names will display here. Otherwise, Primary (default name) will display.

Primary 1 (Jess/Abby RePlex Assays only) - Primary antibody name for Probe 1. If primary antibody
names were entered in the assay template (Assay screen), those names will display here. Otherwise, Pri-
mary (default name) will display.
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Primary 2 (Jess/Abby RePlex Assays only) - Primary antibody name for Probe 2. If primary antibody
names were entered in the assay template (Assay screen), those names will display here. Otherwise, Pri-
mary (default name) will display.

Secondary - Secondary antibody name. If secondary antibody names were entered in the assay tem-
plate (Assay screen), those names will display here. Otherwise, Secondary (default name) will display.

NOTE: The Secondary column will not display for RePlex Assays with two immunoassays.

Cap - Capillary number.

Graph Pane: Electropherogram Data

Click the Graph tab to view data for sample proteins, fluorescent standards or capillary registrations. Data for
samples is shown in the following example, and proteins are displayed as peaks:

[k Graph - B Image Lane X m' EQV S
Samples

1300 ERK2

1200

1100
1000

Chemiluminescence
(=] G £ o [=x) = f==] oy
(=) =) =) (=) =) =] (=) (=)
(=] (=] (=] (=] (=] (=] (=] (=]

=
=]

=]

=
=]

12 40 8 90 116 180
MW (kDa)

More Graph view options will be described in more detail in “Creating Annotated Lane View Figures”on
page 239.
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Image Pane: Capillary Separation Image Data

Click the Image tab to view final images of sample proteins or fluorescent standards. Image data for samples
is shown in the following example:

ra mage ane Br =
[k Graph |#8] Image . [ L gz = &

NIR, 10s, Sample
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Select the blue All Images icon at the top right of the Image view pane to display sample, raw, and back-
ground images. Image data for multiple detection channels (NIR and IR) is shown in the following example:

[kZ Graph |5 Image Lane gFE = O
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Lane Pane: Virtual Blot-Like Image Data

Click the Lane tab to view data for sample proteins, fluorescent standards or capillary registrations as bands
in individual lanes. This virtual blot-like image is similar to traditional blot results. Data for samples in the lane
view for an Immunoassay (immunodetected proteins), Protein Normalization (for Jess only), and from a Total
Protein Assay are displayed as bands in the examples below.

) 2018-07-27.09-03-45.Jess Jurkat 6 replicate small ttration_for UG - Compass for SW. - o X
File Edit View Instrument Window Help

| Standards |2 Samples | =S| O @ O @
B Experiment | = 0| |15 Graph|

Assay €"F Run Summary nalysis

Image | Lane| [ @ kB | = = 5 |[4f Analysis Options|Bf Annotations| = O
& & & & & & & & & & & & & & & & & Images
TS E S EE I ST IS

e &

Sample  Primary  Secondary Cap

»

+ Biot... Blocking  Streptavi...
mgf... 14-3-3 DAM NIR

220 -
08m.. 1233  DAMNR NIR | Exposure 3 60 secs v
06m.. 1433  DAMNR 180 - PN | Exposure 1 5secs v

3
2
3
—_— —_—
4
04m. 1433  DAMNR 5
imgl.. 14-33  DAMNR 6 116 - -
08m.. 1433  DAMNR 7 . - - . .
06m.. 1433  DAMNR 8 ] ]
04m.. 1433  DAMNR 9 L | - -
imgl.. 14-33  DAMNR 10 |
=

»

08m.. 14-3-3 DAMNIR 11
06m.. 14-3-3 DAMNIR 12
04 m.. 14-3-3 DAMNR 13
imgl. 14-3-3  DAMNR 14 e e g S e g R D e e R R e - 1433 Caps
08m.. 14-3-3 DAMNIR 15

40 - Color

- - -
Peak Names
- w

06m.. 1433  DAMNR 16 Modify
08m. 1433  DAMNR 19
06m. 1433  DAMNR 20
Odm.. 1433  DAMNR 21
Imgl.. 14-33  DAMNR 22 2
08m. 1433  DAMNR 23
06m. 1433  DAMNR 24
Odm. 1433  DAMNR 25 1 3 4 5 8 7 8 5 0 1 2 1 1 15 6 19 0® u
Capillaries =0
Sample Primary  Secondary Cap  Peak  Name  Posion MW(kDa)  Height Area %Area  Com Area Width  S/N Baseline  Channel ~ *
Biot. Ladder  Blocking 1 1 Ldri2 230 12 030 187742 4102181 126 29 2166 NIR
Biot. Ladder  Blocking 1 2 Ldido 357 40 6499 7605.1 1661720 10 165 mT NIR
Biot. Ladder  Blocking 1 3 Ldre 134 66 39762 364508 7964520 86 1100 409.1 NIR
Biot.Ladder  Blocking 1 4 Ldrile 30 16 31376 295074 T3S 28 870 5438 NIR
Biot. Ladder  Blocking 1 5 Ldriso 524 180 2474 220025 4807554 92 618 5462 NIR
Biot. Ladder  Blocking 1 6 Ldr230 549 230 2533 318 812447.1 136 591 6797 NIR
Img/mi 14-33 2 1 1433 35 B 29731 3821 1000 4021480 02 13812 3033 NIR
img/ml 1433 DAMNIR 2 2 300 61 101.0 32 94 68 99 6519 NIR v
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| Graph

Image[ Lanel

@B == O

kDa
230 -| ..
180 - |—

116 - |

66 -

40 -

2

I SRt . V. R R,
Al VP

T

]

22 23 24 256 26 27 212 213 215 216 217 218 219 220 2:24

To view information for a band, roll the mouse over a band until the info box appears.
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NOTES: The reported molecular weight for sample proteins detected by an Immunoassay or a Total Pro-
tein Assay in Compass for Simple Western may vary from apparent molecular weights using other tech-
niques and based on sample and assay conditions.

Lane data displayed in the virtual blot is automatically aligned by Compass for Simple Western. To view raw,
unaligned lane data and learn more about virtual blot viewing options, see “Changing the Virtual Blot View"

on page 230.

NOTE: Lane view is a digitally created image to aid with data visualization and is not quantitative.
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Std Curve Pane: Standard Curve Fit Data

Click the Std Curve tab to view a linear or 4-parameter curve fit of your standard curve proteins. Data for the
samples in the std curve view is shown in the following example where proteins are displayed as dots.

~
€0 AKT standard curve file - Compass for SW E@g
File Edit View Instrument Window Help
it Standards | = E Assay (El Run Summary
[ Experiment =8 M Graph ( Image ( Lane (\_’ Std Curve =8
Sample Primary Cycle Cap C1:6
Biotin ... Blocking 1 1
Jurkat Anti-A.. 1 2 180,000 - 1830 -
Jurkat Anti-A,, 1 3 Slope : 2477
Jurkat  Anti-A. 1 4 160.0001 R Squared : 0.581
Jurkat  Anti-A.. 1 5 140,000 .
Jurkat  Anti-A.. 1 6
Jurkat  Anti-A.. 1 7 120,000
Jurkat  Anti-A.. 1 8 2
Jurkat  Anti-A. 1 9 = T
©
i @
Jurkat  Anti-A.. 1 10 T 80000
Jurkat  Anti-A.. 1 11
Jurkat Anti-A,, 1 12 60,000
Jurkat  Anti-A.. 1 13
Jurkat  Anti-A.. 1 1 Ay
J AL
urkat Ant! A 1 15 20,000
Jurkat  Anti-A.. 1 16
Jurkat  Anti-A.. 1 17 (1]
Jurkat  Anti-A.. 1 18
urial | o 0 5 10 15 ) 25 0 35 40 5 50 55 60 65
Jurkat  Anti-A.. 1 19
Concentration (pglul)
Jurkat  Anti-A.. 1 20
Jurkat  Anti-A. 1 un Capillaris| =0
Jukat - AnfiA 1 2 i Pesk N Position MW (kD Height ! %A C Width
kst AntiA. 1 3 ample rimary Cap eal ame osition (kDa) eig rea rea Conc (pg... i
Jurkat  Anti-A.. 1 2 [
Jurkat  Anti-A.. 1 25
] m 3 ]—| r
u

Concentration of the sample proteins is automatically determined by Compass based on defined values of
the standard curve.

Peaks Pane: Calculated Results

Click the Peaks tab to view tabulated results for sample proteins, normalized sample proteins shown as
Corr. Area (when Normalization is enabled), fluorescent standards or capillary registrations. Each row in the
table shows the individual results for each peak detected in each capillary. Data for samples in the peaks
table for an Immunoassay, a Total Protein Assay, Protein Normalization (Jess only) and a RePlex Assay (Jess/
Abby only) are shown in the following examples:
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Bictinylat...

Blocking

Ldr180

37756

78654

186

Capillaries| =0
Sample Primary Cap Peak Mame Position MW (kDa) Height Area % Area  Width S/N
Bictinylat... Blocking 11 5 Ldrllg 761 116 3175.2 59215 175 2070

=08

Capillaries|
Sample Primary Cap Peak MName
Biot. Lad.. Antibo.. 11 5  Ldr180
Biot. Lad...  Antibo... Ldr 230

Position
632

MW (kDa)
180

Height
3547.2
32725

Area
66440

% Area

% Total
16.56

Width
29.0
35.0

S/N  Baseline *

1489

10346
1034.5

0.2 mg/ml P1:22

0.2 mg/ml

i Capillaries| =q
Primary  Secondary Cap Peak Name Position MW (kDa) Height Area % Area  Corr. Area Width S/N Baseline ™
Blocking 1 1 Ldr12 243 12 32242 42463 455849.8 124 757 102.2
Blocking 1 2 Ldr 40 355 40 1481.0 17836 1916843 1.3 359 193.6
3 Blocking i 3 Ldr 66 424 66 48229 42202 453039.4 82 1286 3101
iot. Blocking 1 4 Ldr116 465 116 44181 39573 4248204 84 1181 360.9
iot, Blocking 1 5  Ldr180 504 180 34314 30720 329780.1 84 876 3428
ot Blocking  Streptavi... 1 6 Ldr230 525 230 2865.2 36074 396017.2 121 69.9 306.1
Img/ml hela  Primary  Secondary 2 1 14-3-3 335 35 143447 103842 100.0 118910.1 68 7036 674
< | >
= g
Sample Primary Secondary Peak MName Position MW (kDa) Height Area % Area Width SN Baseline  Channel

€

NOTES:

Peaks that Compass for Simple Western names automatically using the user-defined peak name analysis

parameters are color-coded.
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The reported molecular weight for sample proteins detected using an Immunoassay or a Total Protein
Assay in Compass for Simple Western may vary from apparent molecular weights using other techniques
and based on sample and assay conditions.

- To view all rows - Click the Peaks tab, then use the scroll bar or click Maximize in the upper right
corner.

+  Toresize columns - Click the Peaks tab. Roll the mouse over a column border until the sizing arrow
appears, then click and drag to resize.

- To select columns for display - Right-click in the Peaks tab, then select Columns... and select the
peak table columns to display.

NOTE: Selection of columns applies to Compass views only. These column selection changes are not
reflected in exports and reports.

% Area Width & Display Columns X
139 16l
Remove Peak 12
X Hide 20 Columns
Columns... 14! [¥]sample
Copy 14, [“Isample Attr
165 14 Primary
DPrimaw Attr
[¥]cap
Peak
Name
Position
MW (kDa)
Height
Area
% Area
[¥]width
[¥]s/N
Baseline

Cancel

Peak table column descriptions are as follows:

- Sample - Sample name. If sample names were entered in the assay template (Assay screen) or Analysis
Options pane, those names will display here. Otherwise, Sample (default name) will display.
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Primary - Primary antibody name. For Immunoassays, if primary antibody names were entered in the
assay template (Assay screen) or Analysis Options pane, those names will display here. Otherwise, Pri-
mary (default name) will display. For Total Protein Assays, Antibody Diluent will display as the default
name.

Secondary - Secondary antibody name. If secondary antibody names were entered in the assay tem-
plate (Assay screen) or Analysis Options pane, those names will display here. Otherwise, Secondary
(default name) will display.

Cap
Immunoassays (non-RePlex): Capillary number.
Jess/Abby RePlex Assays: Probe and capillary number. For example, P1:4 indicates Probe 1, capil-
lary 4.

Peak - Peak number. Peaks are numbered in order of detection.

Name - Peak name. Displays peaks that Compass for Simple Western named automatically using the
user-defined peak name analysis parameters. Cells will be blank if Compass was not able to name the
peak or if naming parameters were not entered.

Position - Displays the pixel position of a peak in the image.

MW (kDa) - Displays the calculated molecular weight in kDa for the peak (shown for sample data
only).

Height - Displays the calculated peak height.
Area - Displays the calculated peak area (shown for sample data only).

% Area - Reported when area is calculated using the Gaussian method (default for Immunoassays,
see “Peak Find Settings”on page 319 for more information). Displays the calculated percent area for
the named peak compared to all named peaks. This value results from dividing the individual peak
area by the sum of all named peak areas for the capillary and multiplying by 100 (shown for named
peak sample data only).

% Total - Reported when area is calculated using the Dropped Line method (default for Total Protein
Assays, see “Peak Find Settings”on page 319 for more information). Displays the calculated percent
area for the peak compared to the total area measured in the capillary. This value results from dividing
the individual peak area by the entire area under the curve for the capillary and multiplying by 100.

Conc (Concentration) - Displays the calculated concentration of protein for the named peak. This
column will not appear unless a standard curve is defined.

Corr. Area - Displays the corrected area for the peak. This column will not appear unless a Loading
Control is defined or Normalization is enabled in Analysis Preferences.

For PN channel - A linear correction calculation is applied to peak area to represent amount of
protein. The linear calculation correction factor is Corr. Area = Area + (1e-5 * Area?). The normal-
ization factor is not used for this calculation.

Compass for Simple Western User Guide



page 168 Chapter 7: Size Assay Data Analysis

For Chemi, NIR, and IR channel peaks - Corrected area is determined by first calculating the
Capillary Normalization factor for each capillary and then correcting the peak area as follows:

Capillary Normalization Factor = Normalization area for chosen capillary/Normalization area for
reference capillary in Analysis settings.
Then,
Corr. Area = Peak area/Capillary Normalization factor.
Width - Displays the calculated peak width (shown for sample data only).

S/N - Displays the calculated signal to noise ratio for the peak (shown for sample data only). Please
note this calculation is either based on a peak finding algorithm to provide a relative ratio comparing
all peaks within the electropherogram or a signal to noise ratio that follows USP/NF regulations. These
settings are selected in Advanced Analysis settings. For more information see “Signal to Noise Set-
tings”on page 312.

Baseline - Displays the raw baseline signal of each peak

Channel - Detection channel (Chemi, NIR, IR, PN)

Capillaries Pane: User-Specified Peak Names

Click the Capillaries tab to view tabulated results for sample proteins associated with specific primary anti-
bodies, Protein Normalization area, or Total Protein area in the run data. Compass for Simple Western labels
these sample peaks automatically using user-defined peak name settings. Each row in the table shows the
individual results for the named peaks detected in each capillary. Data for samples in the capillaries table is
shown in the following example for an Immunoassay and a RePlex Assay with two immunoassays.
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=08

Area  Area % ICon. Alea] Conc ~

Sample Primary Capillary  System Co... ERK1 ‘o
Hela ERK1+... Cl:2
Hela ERK1+... C1:3 L
Hela ERKL+. 14 r
Hela ERK1+... L5
Hela ERK1+... Cl6
Hela ERK1+... 17
Hela ERK1+... 18
Hela ERK1+... 19
Hela ERK1+... C1:10

Hela ERK1+... L1
Hela ERK1+... 12

Capillaries = g
% Area 7
Sample Primary Secondary Capillary phosphoSer AKT  phospho GSK3b cRaf &
Jurkat neg 1:10 phosp... Seconda.. P1:23
Jurkat pos 1:10 phosp... Seconda.. P1:24
Jurkat neg 1:10 phosp... Seconda.. P1:25
Jurkat pos 1:10 phosp... Seconda.. p2:4 1480257.8
Jurkat neg 1:10 phosp... Seconda.. p2:5 3575884

Jurkat pos 1:10 phosp... Seconda.. P2:6 -

Jurkat neq 1:10 phosp... Seconda.. P27 v
For standard Total Protein Assays where area calculation is handled via Dropped Lines by default, the Capil-
laries tab is shown below. Compass for Simple Western labels the sample peaks automatically using user-

defined peak name settings. Each row in the table shows the individual results for the total area and named
peaks detected in each capillary.

=08

| % Total | Area % Area
Sample Primary Capillary Total Area DMNAK ‘o
Hela Antibo... Cl:2 294092
Hela + 3. Antibo.. C1:3 395361
Hela +1.. Antibo.. Cl:4 523599
Hela + 7... Antibo... C1:5 367106
Hela + 3... Antibo... CL:6 344206
Hela Antibo... 17 257414
Hela + 3. Antibo.. C1:8 377685
Hela + 1. Antibo.. C1:9 480506

Hela + 7... Antibo.. C1:10 433433

- Total Area - Total area measured in the capillary when using a standard Total Protein Assay.
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For RePlex Assays with Total Protein enabled where the TP Area column accounts for this measurement

automatically, the capillaries tab is shown below.

ZE: Peaks | I Capillaries =
Area % Area Com. Area
Sample Primary ~ Secondary Capillary TP Area  TPN (%) p-Ser AKT p-Thr AKT  p-Ser AKT1 p-Ser AKT2 AKTI AKT2 Lo
MCF7 pos 1:10 rp-Ser..  Seconda.. P1:2 602319.6 100.0 69343.5
MCF7 neg 1:10 rp-Ser.. Seconda.. P1:3 5334127 83.6 3132.6
MCF7 pos 1:10 rp-Thr.. Seconda.. P1:4 580330.9 96.3 68367.4
MCF7 neg 1:10 rp-Thr.. Seconda.. P15 510539.7 84.8 10945.2
MCF7 pos 1:10 rp-AK.. Seconda.. P1:6 5580213 92.6 72887.7
MCF7 neg 1:10 rp-AK.. Seconda. P17 540618.9 89.8 16820.6
MCF7 pos 1:10 rAKT2.. Seconda.. P1:12 363777.6 93.6 932257.0 hd

« TP Area - Total area measured in the capillary for the Total Protein signal.

« TPN (%) - Total Protein signal for chosen capillary/Total Protein signal for reference capillary in the
Analysis settings.

When using the Protein Normalization Module on Jess, where the PN Corr.Area column accounts for this
measurement automatically, the capillaries tab is shown below.

3 Peaks |*E Capillaries

=H)

Area % Area Cor.Area

Sample

Biot. Ladder
Tmg/ml hela
0.85mg/ml hela
0.7mg/ml hela
0.55mg/ml hela
0.4mg/ml hela
1mg/ml hela
0.85mg/ml hela

0.7mg/ml hela

Primary
Blocking
Primary
Primary
Primary
Primary
Primary
Primary
Primary
Primary

Secondary
Streptavi...
Secondary
Secondary
Secondary
Secondary
Secondary
Secondary
Secondary
Secondary

Capillary

L= - - I~ e L L I

PM Corr. Area
1908
17885
14807
15217
13136
11416
20480
17563
16123

PN (%)
93
813
723
743
64.2
55.7
100.0
85.8
737

14-3-3 ~

103842
92803
80809
64261
49525
110227
94735
82321 v

PN Corr.Area is determined by first calculating the normalization factor for each capillary and then correcting
the peak area for each signal as follows:

Capillary Normalization Factor = Protein Normalization signal for chosen capillary/Protein Normaliza-
tion signal for reference capillary in Analysis settings.

Then,

PN Corr.Area = PN Area + (1e-5 * Areaz)

PN (%) = Capillary Normalization Factor x 100, as percentage
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NOTES:
Peaks that Compass for Simple Western names automatically with user-defined peak name settings are
color-coded.

Information displayed for fluorescent standards data will be for identified standards.

To view all rows - Click the Capillaries tab, then use the scroll bar or click Maximize in the upper
right corner.

To resize columns - Click the Capillaries tab. Roll the mouse over a column border until the sizing
arrow appears, then click and drag to resize.

Capillaries table column descriptions are as follows:

Sample - Sample name. If sample names were entered in the assay template (Assay screen), those
names will display here. Otherwise, Sample (default name) will display.

Primary - Primary antibody name. If primary antibody names were entered in the assay template (Assay
screen) or Analysis Options pane, those names will display here. Otherwise, Primary (default name) will
display.
Secondary - Secondary antibody name. If secondary antibody names were entered in the assay tem-
plate (Assay screen) or Assay Options pane, those names will display here. Otherwise, Secondary
(default name) will display.
Capillary
Immunoassays (non- RePlex): Capillary number.
Jess/Abby RePlex Assays: Probe and capillary number. For example, P1:4 indicates Probe 1, capil-
lary 4.
Peak Name Columns - An individual column per peak name will display for every peak identified by
name in the run data. Cells for capillaries in these columns will be blank if Compass for Simple West-
ern did not find peaks automatically using the user-defined peak name analysis parameters (or none
were entered).

Viewing % area in the peak name columns - This displays the calculated percent area for the
named peak compared to all named peaks. This value results from dividing the individual peak
area by the sum of all named peak areas for the capillary and multiplying by 100.
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=08

Area  Area % Con.Alea]Conc =

Sample Primary Capillary  System Co... ERK1 'S
Hela ERK1+... Cl:2
Hela ERK1+... C1:3 L
Hela ERKL+. 14 r
Hela ERK1+... L5
Hela ERK1+... Cl6
Hela ERK1+... 17
Hela ERK1+... 18
Hela ERK1+... 19
Hela ERK1+... C1:10
Hela ERK1+... C1:11
Hela ERK1+... C1:12 -

To view peak area in the peak name columns (default) - Select Area in the upper right corner
of the pane. This displays calculated peak area for the individual peak only.

To view corrected peak area in the peak name columns - Select Corr. Area in the upper right
corner of the pane. This displays the corrected peak area for the named peak compared with the
loading control peak or reference capillary when Protein Normalization is enabled in the Analysis
settings.

To view concentration in the peak name columns - Select Conc. in the upper right corner of
the pane. This displays the calculated concentration for the named peak compared with the
standard curve.

To view % total in the peak name columns - The Dropped Lines or Dropped Lines (manual)
area calculation setting must first be selected. To do this, select Analysis from the Edit menu,
then select Peak Fit page. In the Peak Find box, select Dropped Lines or Dropped Lines (man-
ual) for the Area Calculation setting (default for Total Protein Assays). Next, select % Total in the
upper right corner of the Capillaries pane. This displays the calculated percent total for the
named peak compared to the total area measured in the capillary. This value results from divid-
ing the individual peak area by the entire area under the curve for the capillary and multiplying
by 100.

=08

Compass

[ %Total] Area %Area
Sample Primary Capillary Total Area DMNAK 'S
Hela Antibo... Cl:2 294092
Hela + 3. Antibo.. C1:3 395361
Hela +1.. Antibo.. Cl:4 523599
Hela + 7... Antibo... C1:5 367106
Hela + 3... Antibo... CL:6 344208
Hela Antibo... 17 257414
Hela + 3. Antibo.. C1:8 377685
Hela + 1. Antibo.. C1:9 480508
Hela + 7... Antibo... C1:10 483433
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Viewing Run Data
Each run file contains the following data for up to 25 capillaries:
- Sample data - For the proteins in the sample.

- Standards data - For the fluorescent standards run with each sample.

Data can be viewed for one, all, or individually selected capillaries.

Switching Between Sample and Standards Data Views

You can switch between viewing sample and standards data in a run file using the View bar or View menu:

= Standards == Samples | =

View | Instrument Window
®  Single View

Multiple View

Standards
@ Samples

Grouping...

Filter...
View Region...
Show Hidden

Data buttons in the View bar:

_ Show Standards

B Show Samples
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- To view sample data - Click Show Samples in the View bar or select View in the main menu and
click Samples:

= Standards | 2= Samples.

@ 2020-10-21_09-25-11_HeLa ERK1 Abby full - Compass for SW.
File Edit View Instrument Window Help

- a x

([ Assay ("% Run Summary | £E3 Analysis

[ Experiment = O ||l Graph B Image | [F Lane | Figure-1 I e § = 8 ||« Analysis Options [ Annotations| — EI
Sample Primary Cap : I Nmages A
Biot. Ladder  Blocking 1
Hels Anti-Rabbi.. 2 30000 kel
Hela Anti-Rabbi.. 3 20000 L Ldrd0 L 1e im0 2 P ol e e
Hela Anti-Rabbi.. 4 10000
Hela Anti-Rabbi... 5 0 N 2
Hela Anti-Rabbi.. 6 5 2 0 65 116 180 230
Hela Anti-Rabbi.. 7 MW (kDa) Name
Hela Anti-Rabbi.. 3
Hels Anti-Rabbi... 9 2 we [
Hela Anti-Rabbi.. 10 60.000 ERK 1 Color
Hela Anti-Rabbi... 11 40000 Sytem Contel e [
Hela Anti-Rabbi... 12 20000 236
Hela Anti-Rabbi... 13 0 Modify
Hela Anti-Rabbi.. 14 (& 2 0 65 6 B 23
Hela Anti-Rabbi.. 13 MW (kDa)
Hela Anti-Rabbi... 16
Hela Anti-Rabbi... 17 3
it I
Hela Anti-Rabbi... 20 20000 System Control 28
Hela Anti-Rabbi... 21 o
Hela Anti-Rabbi... 22 P P S P e
Hela Anti-Rabbi.. 23 < s
Hela Anti-Rabbi... 24 £222 Peaks| 1 Capillaries =0
Hela Anti-Rabbi... 25
Sample Primary Cap  Peak  MName  Postion MW(Da)  Height Area %Aree Width /N Baseline ~
Hela Anti-R.. 2 1 Systen. 239 7 151814 2001762 377 124 .16 2279
Hela Anti-R. 2 2 ERK1 363 47 35001 303703 623 87 9989 5142
Hela Anti-R. 2 3 524 236 29188 47032 152 683 5044
Hela Anti-R.. 3 1 systen 287 27 13640 1811605 376 125 4089 140
Hela Anti-R.. 3 2 ERKI1 362 7 3eT9 3008380 624 29 10820 5208
Hela Anti-R. 3 3 524 23 25718 417840 153 75 4631
Hela Anti-R. 4 1 Syste. 285 2 12340 1611440 374 123 3221 4331
Hela Anti-Ru. 4 2 ERK1 31 7 2093 2700621 626 87 8450 5919 v

Data in this view is for sample proteins only.

Graph view data displays electropherograms in chemiluminescence, NIR or IR units (y-axis) and
molecular weight in kDa (x-axis). If protein normalization was performed in the same immunoas-

say run, the overlay is also displayed in the Graph view.

Lane view data displays sample proteins only.

Image view data displays sample proteins only.

Results for each protein are shown in the peaks and capillaries tables.

NOTE: The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein
Assay in Compass for Simple Western may vary from apparent molecular weights using other techniques
and based on sample and assay conditions.

For information on checking and identifying sample peaks, see “Step 3 — Checking the Ladder”on
page 203 or “Step 4 — Checking Samples”on page 205.

- To view standards data - Click Show Standards in the View bar or select View in the main menu
and click Standards:
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NOTE: For RePlex Assays (Jess/Abby only), standards data will be displayed regardless of what channel
(Probe 1 or Probe 2) is selected.

) 2020-10-2109-25-11_HeLa ERKI Abby full - Compass for SW - o X
File Edit View Instrument Window Help
© = Standards == Samples | = = (8 Assay €%F Run Summary £EE Analysis
EE Experiment = O || Graph "B Image| [ Lane | Figure-1 18| § = B | & Analysis Options [ Annotations| = O
Sample Primary cap p A Mimages ~
Biot.Ladder Blocking 1 -
Hela Anti-Rabbi.. 2 o
Hels Andi-Rabbi. | 3 Exposures |High Dynamic Range 40
Hela Anti-Rabbi.. 4 pLa Std29 Sd230
Hela Anti-Rabbi.. 5 0 Peak Names &
Hela Anti-Rabbi.. 6 0 25 50 75 100 125 150 175 200 225 250 275 300 325 30 375 400 425 450 475 500 525 550 575 600 625
s prnig L ]
Hela Anti-Rabbi.. 9 2 M
Hela Anti-Rabbi.. 10 300 ol Color
Hela Anti-Rabbi... 12 100 EES S230
Hela Anti-Rabbi.. 13 =N Modify
Hela Anti-Rabbi.. 14 0 25 50 75 100 125 150 175 200 225 250 275 300 325 3B 375 400 425 450 475 500 525 550 575 600 625
Hela Anti-Rabbi... 15 Position
Hela Anti-Rabbi... 16
Hela Anti-Rabbi.. 17 3
Hela Anti-Rabbi.. 18 300 T
Hela Anti-Rabbi... 19 200
Hela Anti-Rabbi... 20 100 42 sullzaa
Hela Anti-Rabbi.. 21 = Y
Hela Anti-Rabbi.. 22 e o T e e o e e e e e e e o o M
Hela Anti-Rabbi.. 23 < >
Hela Anti-Rabbi... 24 5522 Peaks| 1 Capillaries =0
Hela Anti-Rabbi.. 25
Sample Primary Cap  Pesk  Position  Height
SBiot.Ladder  Blocking 1 1 1531 1835
SBiot.Ladder  Blocking 1 2 2918 140
S Biot.Ladder  Blocking 1 3 5231 182
SHela Anti-R. 2 1 1533 2251
SHela Anti-R.. 2 2 2870 166
SHela Anti-R.. 2 3 5179 156
SHela Anti-R.. 3 1 1502 262
SHela Anti-R.. : 2 2649 7.9 v

- Datain this view is for the fluorescent standards only. These standards are premixed with each
sample prior to analysis.

- Graph view data displays electropherograms in fluorescence (y-axis) and position (x-axis).
+ Lane view data displays fluorescent standards only.

« Image view data displays fluorescent standards only.

«Standards are highlighted in both the peaks and capillaries tables and marked with an S.

For information on checking and identifying standards peaks, see “Step 2 — Checking Fluorescent Sizing
Standards”on page 200.
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Selecting and Displaying Capillary Data
You can choose to view data from one, multiple, or all capillaries at once.

- Tolook at data for one capillary - Click a row in the experiment pane. Data for just the row selected
will display in all data views and tables. The following example shows sample data displayed in the
lane and peaks panes when one sample is selected:

4@ Chemi-NIR AKT with TPA -2020-03-11_15-36-01_AKTless RePlex TP - o x

File Edit View Instrument Window Help

= Standards | 2= samples || = = | | ® (X Assay ¢"ERunSummary | £kE Analysis

FE Experiment = B || Graph ' image | Lane [ @ +E BF| = = O ||® Analysis Options| Lane Annotations =g

Sample  Primary  Secondary Cap e&"\n |mages A
Bict... Blocking Streptavi.. 1 4

MCF.. rp-Ser. Seconda. Kz <

2
MCF... rp-Ser.. Seconda.. 3 30 - P1 CHEMI High Dynamic Range 4.0 v
MCF.. rp-Thre.. Seconda.. 4 180 - PINR | Exposure 120secs -
MCF.. rp-Thre.. Seconda.. 5
MCF.. rp-AKT. Seconda. 6
MCF.. rp-AKT. Seconda.. 7

18 P2 CHEMI | High Dynamic Range 4.0 v

MCF.. r AKTZ/. Seconda... 12 - Peak Names 2
MCF.. r AKT2/. Seconda... 13 66 -
MCF... rp-Ser. Seconda.. 15 [ ] Name | v‘
MCF.. rp-Thre.. Seconda.. 16

| ]

MCF.. rp-Thre.. Seconda.. 17
MCF.. rp-AKT.. Seconda.. 13 40- Channel -
MCF.. rp-AKT. Seconda.. 19

MCF.. rp-AKT.. Seconda.. 20 Color [ |
MCF.. rAKT2/.. Seconds.. 24 Caps | |
Modify
12-
S Peaks| 1 Capillaries =S =
Sample Primary  Secondary Cap  Peak  MName  Postion MW(Da)  Height Ara %Ara  Corr.Ares Width  S/N Bascline  Channel
MCFT neg 1. P25 1 5105307 WIT CHEMI
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- Tolook at data for multiple non-sequential capillaries - Hold the Ctrl key and select the rows you
want to view in the experiment pane. Data for only the rows selected will display in all data views and
results tables. The following example shows sample data displayed in the graph (in multiple view)
and capillaries panes when multiple rows are selected:

4 2020-10-21_09-25-11_Hela ERK1 Abby full - Compass for SW - o x
File Edit View Instrument Window Help
| i Standards | == Samples | = = [ Assay €55 Run Summary % Analysis
napenment} =0 IEGmph‘\magel lane‘ﬁgure-\‘ T 8| = — & = O | & Analysis Options| [ Annotations) = O
Sample Primary Cap 3.6.9 Images 2

Biot. Ladder  Blocking 1 50,000 System Control ERK 1

Hela Anti-Rabbi.. 2 : :

Hela Anti-Rabbi... 3 45,000 Exposures | High Dynamic Range40 v

Hela Anti-Rabbi.. 4 N

Hela Anti-Rabbi.. 3 R Hela ek Names &

Hela Anti-Rabbi.. 6 ’:‘:L:

Hela Anti-Rabbi.. & g

2000 L ]

iz Rt -Rabbie 8 g L

i e ——

Hela Anti-Rabbi.. 12 £ 50000

Hela Anti-Rabbi.. 13 [ Modify

Hela Anti-Rabbi.. 14 15,000

Hela Anti-Rabbi.. 15

Hela Anti-Rabbi.. 16 10.000

Hela Anti-Rabbi.. 17 %

Hela Anti-Rabbi.. 18 5,000 © ”

Hela Anti-Rabbi.. 19 b ) ‘ﬁ

Hela Anti-Rabbi.. 20 w

Hele Ant-RabL. | 21 2 40 66 116 180 230

Hela Anti-Rabbi.. 22

< e MW (kDa)

Hela Anti-Rabbi.. 23

Hela Anti-Rabbi.. 24 = sss Qp,“a,,s‘ =5

Hela Anti-Rabbi.. 25

rimary lame  Positon MW (Dz)  Heig Baseline
5124
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- To look at data for multiple sequential capillaries - Hold the Shift key and select the first and last
rows you want to view in the experiment pane. Data for only the selected rows will display in all data
views and results tables. The following example shows standards data displayed in the image and
peaks panes when multiple sequential rows are selected:

@ 2020-10-21_09-25-11_Hela ERK1 Abby full - Compass for SW - o x
File Edit View Instrument Window Help
Standards | = Samples | — = [ Assoy "5 Run Summary
FE Experiment = O || Graph | image| [ Lane | Figure-1 BF = O ||&® Analysis Options | Annotations| = O
Sample Primary Cop ol == P
Bit.Ladder  Blocking 1
Hela Anti-Rabbi... 2
Hels Anti-Rabli. | 3 Exposures | High Dynamic Range40 v
Hela Anti-Rabbi.. 4
Hela Anti-Rabbi.. 3 Peal Names &
Hela Anti-Rabbi... 6
Hela Anti-Rabbi.. 7 Name
Hela Anti-Rabbi.. 8
Mo Anifabbin e |
Hela Anti-Rabbi... 10 Color [ ]
Hela Anti-Rabbi.. 11 z= I
Hela Anti-Rabbi.. 12
Hela Anti-Rabbi.. 13
Hela Anti-Rabbi.. 14
Hela Anti-Rabbi.. 15
Hela Anti-Rabbi.. 16
Hela Anti-Rabbi.. 17
Hela Anti-Rabbi.. 13
Hela Anti-Rabbi.. 19
Hela Anti-Rabbi.. 20
Hela Anti-Rabbi.. 21
Hela Anti-Rabbi.. 22 v
Hela Anti-Rabbi... 23 < >
Hela Anti-Rabbi.. 24 £ Peaks| T Capillaries = 8
Hela Anti-Rabbi.. 25
Sample Primary Cap  Pesk  Name  Posiion MW(kDa)  Height A %hvea Width  $/N Baseline ~
Hela Anti-R... 5 1 Syste. 288 27 1RR2 | 1817 357 19 3078 4710
Hela Anti-R 5 2 ERK1 362 47 3493 3017207 643 86 8210 5811
Hela Anti-R 5 3 522 235 26069 504234 176 621 5094
Hela 3 1 Syste.. 287 27 127947 1654401 369 121 3854 50156
Hela 6 2 ERK1 361 47 302556 2827253 8.1 88 10024 5119
Hela 5 3 an %9 %40 230780 20 194 6026
Hela 6 4 522 236 37018 559083 42 1085 5124
Hela 7 1 Syste.. 286 27 1w 1832527 355 125 3M1 4740 v
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- To look at data for all capillaries - Hold the Shift key and select the first and last rows in the experi-
ment pane. Data for all rows will display in all data views and results tables. The following example
shows standards data displayed in the lane and peaks panes when all rows are selected.

A Chemi-NIR AKT with TPA -2020-03-11_15-36-01_AKTess RePlex TP - Compass for SW - [m] X
File Edit View Instrument Window Help
i Standards | == Samples || = E | | @ i Assay €F2 Run Summary
-Expenment} = O ||l Graph mage[ Lane} [~ deEfF|= =0 @QAna\yS\SDptlonil LaneAnnota(\ons‘
o & o & o & o
Sample  Primary  Secondary Cap #\ a\"Q Qx“ @«"“ Q\'—“ a\"Q Qx“ @«"“ Q\'—“ Q-\'\ b\@ Q\—“ ;\@ Q-\'\ b\@ @«"“ Images ES
Biot... Blocking Streptavi.. 1 EFNF AF I NE qF 0 N FNFE 4 0 F N F NE A
T I AC AT A A A A A S P A A S
MCF... rp-Ser. Seconda.. 2 FEFF I FFI I IO ITEEIS
MCF.. rp-Ser.. Seconds.. 3 P1 CHEMI | High Dynamic Range 4.0 v
BB rpliEs e PINIR | Exposure5 120secs v
MCF... rp-Thre.. Seconda.. 5
High Ral 40 v
MCT.- | rpAKT... | Seconda.- | & S P2 cuv!
MCF... rp-AKT.. Seconda.. 7
MCF.. rAKT2/.. Seconda.. 12 R &3
MCF... rAKT2/. Seconda.. 13
MCF... rp-Ser. Seconda.. 15 Name | v‘
MCF... rp-Thre.. Seconda.. 16
MCF.. rp-Thre.. Seconda.. 17 Mw [ J
MCF... rp-AKT.. Seconda.. 18 Channel v
MCF.. rp-AKL. Seconda.. 19 ) | ‘
MCF... rp-AKT.. Seconda.. 20 okl
MCF.. TAKTS..  Seconda.. 24 Caps | |
= Modify
I e e e ) e e
14 15 16 17 132 113 115 116 117 118 119 120 124
=5
Sample Primary  Secondary Cap Peak Position Height ~
S Biot, Ladder  Blocking  Streptavi... P11 1 144.6 130
SEiot,Ladder  Blocking  Streptavi.. PI:l 2 2799 ns
SBiot. Ladder  Blocking  Streptaui. P11 3 517.0 124
SMCFT7 pos 1. rp-Ser.. Seconda. P12 1 1383 928
: rp-Ser.. Seconda. P12 2z 280.0 3
rp-Ser..  Seconda.. P12 3 519.0 168
S MCFT7 neg 1 rp-Ser.. Seconda. P1:3 1 1367 100.1
SMCFT neg 1 rp-Ser.. Seconda. P1:3 2 2190 121 v
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Switching Between Fluorescence Channel Views (Jess Only)

You can switch between displaying run data in the graph, image and lane panes for samples run using HRP-
tagged or fluorophore dye-containing secondaries in the View bar. Protein normalization overlay data can
also be selected here. This view is selected in the View bar:

| =t Standards | = Samples | == | [ ]
Detection channels in the View bar:

Overlay chemiluminescent
channel

e Overlay near infrared channel
Overlay infrared channel

Overlay protein normalization
channel

Switching Between Single and Multiple Views of the Capillaries

You can switch between displaying run data in the graph, image and lane panes in a per capillary (single)
format or a multiple capillary format. This view is selected in the View bar or the View menu.

= Standards | = @

View Instrument Window
Selected
. Al

Standards

®  Samples
Grouping

Filter...
View Region...
Show Hidden

Capillary view buttons in the View bar:

[3 View Selected
[E] View All
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To view data in a per capillary format - Click View Selected in the View bar or select View in the
main menu and click Selected:

€ 2020-10-21_09-25-11_Hela ERK1 Abby full - Compass for SW - o X
File Edit View Instrument Window Help
{ i Standards | == Samples | = = B Assay 7§ Run Summary | £ Analysis
napenment} =0 IEGmph‘\magel lane‘ﬁgure-\‘ T 8| = — & = O | & Analysis Options| [ Annotations) = O
Sample Primary Cap 36,9 0 "

Bit.Ladder  Blocking 1 50,000 System Control ERK 1

Hela Anti-Rabbi... 2 . .

Hela Anti-Rabbi.. 3 45,000 Exposures | High Dynamic Range40 v

Hela Anti-Rabbi.. 4

Hela Anti-Rabbi. 5 40.000 Hela Peak Names x

Hela Anti-Rabbi... 6 rela

Hela Anti-Rabbi.. 8 2

g 3000 L ]

[Py i Rabh g (g

et e E—

Hela Anti-Rabbi.. 12 £ 50000

Hela Anti-Rabbi.. 13 5 Modify

Hela Anti-Rabbi.. 14 15.000

Hela Anti-Rabbi.. 15

Hela Anti-Rabbi.. 16 10.000

Hela Anti-Rabbi.. 17 E5]

Hela Anti-Rabbi.. 13 5,000 ® "

Hela Anti-Rabbi.. 19 k)

Hela Anti-Rabbi.. 20 0

Hela Anfi-Rabi. | 21 2 40 65 116 180 230

Hela Anti-Rabbi.. 22

° e MW (kD3)

Hela Anti-Rabbi.. 23

Hela Anti-Rabbi.. 24 p,,h,,s‘ =78

Hela Anti-Rabbi.. 25

rimary lame  Position MW (kDa) Baseline ~
5124

Data for the row(s) selected in the experiment pane will display as follows:

Electropherograms in the graph pane display overlaid or stacked (depending on the graph

option chosen).

Results for only the selected row(s) will display in the peaks and capillaries tables.

The selected row(s) are highlighted in the image pane:
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|2 Graph |5 Image Lane| L= Std Curve

m

Lanes for only the selected row(s) are displayed in the lane pane:

M Graph EI Image Lane Figure-1

Do B =g

P

vid -
ke W @ @
230 -

180 -

16 -

- -

40-

- B B - sy=tem Control
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- To view data in a multiple capillary format - Click View All in the View bar or select View in the
main menu and click All:

€ 2020-10-21_09-25-11_HeLa ERKT Abby full- Compass for SW - o X
File Edit View Instrument Window Help
| Standards | == Samples | = = (] Assay €18 Run Summary | gkt Analysis
I Experiment| = O ||l Graph| B Image | [ Lane| Figure-1| T B[ = — & = O | & Analysis Options| B Annetations| = O
Sample Primary  Cop 50000 - | Twages -
40000 v
Biot.Ladder  Blocking 1 [
Hela Anti-Rabbi... 2 20000 v 25
el RS . v Exposures |High Dynamic Range 4.0
Hels Anti-Rabbi.. 4 & 2 P 3 116 B0 230
Hela Anti-Rabbi.. 5 MW (kDa) Peak Names A
Hela Anti-Rabbi.. 6
Hela Anti-Rabbi.. 9 40000 S et Cont = .
-1 ¥ b
Hels Anti-Rabbi.. 12 & 12 @ ) 116 B0 20
Hela Anti-Rabbi... 13 MW (kDa) (i
Hela Anti-Rabbi.. 14
Hels Anti-Rabbi... 15 9
Hela Anti-Rbbi... 16 0000
Hela Anti-Rabbi.. 17 40000 ERK1
Hela Anti-Rabbi.. 13 20,000 System Control 1 25
Hels Anti-Rabbi... 19 ) - v
Hela Anti-Rabbi... 20 G 12 a0 65 116 180 230
Hels Anti-Rabbi.. 21 W (D8)
Hela Anti-Rabbi.. 22 o
Hela Anti-Rabbi.. 23 < i
Hels Anti-Rabbi.. 24 Capillries =g
Hels Anti-Rabbi.. 25
Sample Primary  Csp  Peak  Name  Positon MW (D)  Height Ares %Aea  Width SN Baseline A
Biok. Ladder  Blocking 1 3 Ldr6s e 6 28382 2318916 95 7518 2089
Biok.Ladder  Blocking 1 4 Lri1e 4 16 137481 1670794 14 a2 2001
Biot. Ladder  Blocking 1 Ldr 180 72057 1600033 e 252 1883
Biot. Ladder  Blocking 1 1806
Hela 36 29188 471032 15.2
Hela Anu R 27 1840 18NMES 125 anag m.n v

Data for the row(s) selected in the experiment pane will display as follows:

- Electropherograms corresponding to the selected row(s) are highlighted and displayed in the
graph pane.

« Results for selected capillaries display in the peaks and capillaries tables and are highlighted.

« The selected row(s) are highlighted in the image pane:
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- All selected lanes display in the lane pane, and lanes corresponding to the selected row(s) are

highlighted.

4 2020-10-21.09-25-11_HeLa ERK1 Abby full - Compass for SW - o X
File Edit View Instrument Window Help
i Standsrds | Samples | = ssay (*§ Run Summary
E Experiment = B |||k Graph mage | [7] Lane | Figure-1 B k2 BF| = = O |[4® Analysis Options| [ Annotations| = 0
Sample Primary Cap \,#é = 3
Biot. Ladder  Blocking 1 e
Hela Anti-Rabbi.. 2 oo-me [ il =
T e 5 . Exposures  High Dynamic Ranged0 -
Hela Anti-Rabbi... 4
Hela Anti-Rabbi.. 5 Peak Names &
Hela Anti-Rabbi.. 6 116 - -—
i S - L ]
Hela Anti-Rabbi.. 9 W
Hela At Rebibi.. 10 o [ ]
Hela AnteRabbi...| 11 T EEEEEEEE_-- - - 000000000
Hela Anti-Rabbi... 12 0-
Hela Anti-Rabbi.. 13 4
Hela Anti-Rabbi.. 14
Hela Anti-Rabbi... 15 - - - - - T I - . . -
Hela Anti-Rabbi... 16 - - - - - -
Hela Anti-Rabbi.. 17
Hela Anti-Rabbi.. 13
Hela Anti-Rabbi... 19 12 - -
Hela Anti-Rabbi... 20
Hela Anti-Rabbi.. 21
Hela Anti-Rabbi.. 22 1 2 3 4 5 & 7 8 § W N 1 T 1 15 8 W 18 15 0 2 2 28 u X
Hela Anti-Rabbi... 23 < i
Hela Anti-Rabbi... | 24 Peaks | i Capillaries = a
Hela Anti-Rabbi.. 25
Sample Primary Cap  Peak  Name  Posion MW(kDa)  Height Area %Area Width  S/N Baseline A
Biot. Ladder  Blocking 1 3 Ldré6 422 6 228382 2318915 95 7518 2089
Biot. Ladder  Blocking 1 4 Ldr1l6 263 M6 13781 1670794 14 am2d 2001
Biot, Ladder  Blocking 1 5 Ldrigo 504 180 72057 1600033 09 2252 1883
Biot, Ladder  Blocking 1 6 Ldr230 526 230 156674 1983844 19 4136 180.6
Hela Anti-R... 2 1 Syste.. 289 27 151814 2001762 77 124 3816 4278
Hela Anti-R... 2 2 ERK1 363 47 355991 3303793 623 87 99 5342
Hela Anti-R. 2 3 524 236 2188 471032 152 683 5044
Hela Anti-R... 3 1 Systew 27 21 136240 1811605 3746 125 4039 4140 v
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Viewing RePlex Channel Views (Jess/Abby Only)
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Probe 1 data displays by default when you open a RePlex run file. To display a second Probe 1 or Probe 2

channel data, click the channel icon in the View bar.

Channel designations for Jess

Probe 1 Channels

—

| =t Standards | 2= Samples | == | [ ] |
| =t Standards | 2= Samples | == | [ ] |
| =t Standards | 2= Samples | == | [ ] |

Probe 2 Channel

Detection channels in the View bar:

® Chemiluminescent channel (grey)

Near infrared channel (red)
Infrared channel (green)

Protein normalization channel (blue)

Unused channel (no color)

Channel data is displayed
. . play

Channel data is available but not displayed

Channel designations for Abby:

Probe 1 Channel

| =t Standards | 2= Samples | =

Probe 2 Channel
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Detection channels in the View bar:

® Chemiluminescent channel (grey)
Channel data is displayed
o play

Channel data is available but not displayed

The initial view displays Probe 1 data only. In this example showing Jess RePlex Assay data, the Probe1 chan-
nel is chemiluminescence.

@ Chemi-Chemi Diff Targets_Jurkst-AKT-GSK-cRaf-2020-03-06.15-26-5-Jess RePlex - Compass for SW - o x
File Edit View Instrument Window Help
[ = Standards | = Samples | = = | @ | ‘A Assay (Vg RunSummary g5 Analysis
I Experiment | = 5 || Graph| Bl Image [ Lane| T B[ == ¥ = O |[of AnalysisOptions =0
Somple  Primary!  Primay2  Cap 18 images "
19,000 2
Bict... Blocking Primaryll 1 000 phosphoSer AKT
< Jurka.. phospho.. phospho.. 4 Bt - -
Jurka... phospho.. phospho... 5 500 Ll ) e g "
Jurks.. phespho.. phosphe.. 6 e P2 | High Dynamic Range 40 v
«Jutka... phespho.. phosphe.. 7 14000 &vﬁl;::};g
Jurks... phospho... phospho... 10 3000 Exposure ? Peak Names 2
Jurka... phespho.. phospho.. 11 = P
Jurks... phospho... phospho.. 13 8 10000
Jurka.. phospho.. phospho.. 17 E 5000 Channel -
Jurks... phospho... phospho.. 18 2 o
+/ Jurka... phosphe.. phesphe... 19 2 6000 Coor [ ]
Jurks... phospho.. phospho.. 23 4000 -
Jurka.. phospho.. phospho.. 24 3,000 iy
Jurka.. phospho.. phospho .. 25 2000
1,000
0
1,000
2 0 5 16 =
MW (kD2)
Peaks | Capillaries =5
Area %hrea 7
Sample Primary Secondary  Capillary phosphoSe...
Jurkat pos 110 phosp...  Seconda.. pie [NE20624]
< >
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Probe 1 data is labeled in all data views as P1 or Probe 1:

- Graph view:

M Graph P_—I Image Lane T

oo
]
9

= g

15.000
18.000
17.000
16.000
15.000
14.000
13.000
12.000
11.000
10.000
9.000
&.000
7.000
6.000
5.000
4.000
3.000
2,000
1.000
0
-1.000

phosphoSer AKT

Chemiluminescence P1

12 40 66 116 180 230
MW (kDa)

-« Image view:

|k Graph B8] Image Lane Br = B

Probe 1, CHEMI, 1s, Sample]
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+ Laneview - sample lanes are labeled probe number: capillary number

[ Lane| E T ERE
\,\() _.\t) O N I R ()_\()
FAF LSS SFSFSE
R

. - — . . - . — - phosphoSer AKT

0 -|-

I 4 15 16 17 10 1 112 143 118 117 118 119 122 133 124 135

Capillaries|

Primary  Secondary Peak me Position MW (kDa) Height Area % Area Width Baseline Channel

CHEMI
CHEMI
CHEMI
CHEMI

Jurkatneg 1.  phosp.. Seconda.. CHEMI

CHEMI
CHEMI
CHEMI

Sample Primary  Secondary Capillary | phesphoSe...
Jurkat pos 1:10 phosp... Seconda... P14
Jurkat neg 1:10 phosp..  Seconda.. P1:5
Jurkat pos 1:10 phosp..  Seconda.. P16
Jurkat neg 1:10 phosp..  Seconda.. P17
Jurkat pos 1:10 phosp.. Seconda.. P10
Jurkat neg 1:10 phosp.. Seconda.. P11
Jurkat pos 1:10 phosp... Seconda... P1:12
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Viewing Data for Probe 2

To view chemiluminescent or NIR data (Jess only) for Probe 2, select it's channel in the view bar. Jess's view
bar is on the left, Abby’s is on the right:

| =t Standards | 2= Samples | = = | [ ] | | =t Standards | 2= Samples | =] | .|

Probe 2 Channel Probe 2 Channel

In this example showing Jess RePlex Assay data, Probe 2 data is labeled P2 or Probe 2:

@ Chemi-Chemi Diff Targets_Jurkat-AKT-GSK-cRaf-2020-03-06_15-26-59-Jess RePlex - Compass for SW - a X
File Edit View Instrument Window Help

i Standards | == Samples | = = | @ | [ Assey (7 Run Summary
B Experiment| =g image| ] Lane| T Bz = _ = = O ||4® Analysis Options =g
Sample  Primary1  Primary2  Cap 10

Images %

Biot... Blocking  Primaryll 1 120,000 phospho GEK3b

 Jurka... phospho.. phospho.. 4 e phosphoSer AKT : :

Jurka... phospho... phospho.. 5 : P1 | High Dynamic Range 4.0 -

¥ Jurks... phospho... phospho... 6 100.000 P2 | High Dynamic Range 40 .
7 Jukat pos 1:10

Exposure: CHEMI P1 HDR4

Exposure: CHEMI P2 HOR4

+ Jurka.. phospho.. phospho .. T
Jurka.. phospho.. phespho.. 10 ) Peak Names %

Jurka... phospho... phospho.. 11 80,000

o 10
T
o Jurks.. phospho.. phospho .. 13 g
Jurka.. phosphe.. phospho.. 17 £ 50000 — o
o Jurks.. phospho.. phospho .. 12 ]
Jutka... phospho... phospho.. 19 || 5 40000 Coor [ ]
Jurks.. phospho.. phospho.. 23
Jurka... phospho.. phospho.. 24 20,000 [LELT
Jurks.. phospho.. phespho.. 25 10000

0

10,000
12 40 55 116 B 20
MW (kDa)
=g
Area %Area T
Sample Primary Secondary  Capillary phosphoSe... phospho G.. cRaf
Jurkatpos 110 phosp... Seconda P1:10
Jurkatpos 110 phosp...  Seconda.. P210 1533283.7
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-+ Graph view will display data stacked or overlaid depending on the option chosen:

M Graph P_—I Image Lane T

m
i
I
q
i
o

120,000 phospho GSK3b
phosphoSer AKT
110,000

100.000
Jurkat pos 1:10
90,000

80.000
70.000
60.000
50.000

40.000

Chemiluminescence P1,2

30.000
20,000
10.000

0

-10.000

12 40 66 116 180 230
MW (kDa)

- Image view will display separate images for each probe:

M Graph P_—I Image Lane

(ua]
0
0

Probe 1, CHEMI, 15, Sample Probe 2, CHEMI,
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+  Lane view will display P1 and P2 lanes side by side:

[ Lane| E TR
éy,\()_,\()QQQQQQQQQQQQQQ,\Q,\Q\Q\Q,\Q,\Q\Q
PP F F PSP FF PP FFLLFFLPLFFSS
0n & P30 3§ T N T T T

(

230 - -
180 - |-
116 - |-
56 |- . . . -
[ — — — — Ll |
40 -
12 -| -
14 24 15 25 16 26 17 27 110 210 111 211 112 212 113 213 116 216 147 217 118 213 119 218 1:2
< >

-+ Peaks and Capillaries tables will display all row data for P1 first, then P2:

Peaks Capillali5|

Sample Primary  Secondary Peak Name Position MW (kDa) Height Area % Area Width 5/N Baseline Channel
_-_---______-_ CHEMI
Jurkat pos 1:... phosp.. Seconda... P2:10 phosp... 55 1084508 1533283.7 100.0 133 15395 CHEMI

Capillaries
Arei
Sample Primary  Secondary Capillary phosphoSe... phospho G... cRaf
Jurkat pos 1:10 phosp... Seconda.. P1:10 _
Jurkat pos 1:10 phosp... Seconda.. P210 1533283.7
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Viewing Data for a Second Channel in Probe 1 (Jess only)

To view the second channel data for Probe 1, for example in a RePlex Chemiluminescence/NIR fluorescence
+ Total Protein assay, select it's channel in the view bar:

Probe 1 Channel 1

| =t Standards | 2= Samples | = _| [ ) |

Probe 1 Channel 2

4@ Chemi-NIR AKT with TPA -2020-03-11_15-36-01_AKTess RePlex TP - Compass for SW - o x
File Edit View Instrument Windew Help
| = Standards | =% Samples | = [ Assay (" Z Run Summary i
I Experiment| image| ] Lane| T B = _ = O |/of Analysis Options =9
Sample  Primary  Secondary Cap = ] A1 Tmages =
Biot... Blocking Streptavi.. 1 -
MCF.. rp-Ser.. Seconda.. 2 15.000 Ldr12 Ldre6 L e Ldr180 ¥ - -
MCF... rp-Ser Seconda.. 3 10,000 L Ldrv4U M v ¥ P1 CHEMI High Dynamic Range 40  ~
MCF.. rp-Thre.. Seconda.. 4 5,000 PINR  |Exposures 120secs »
MCF.. rp-Thre.. Seconda.. 5 i
MCF.. rp-AKT.. Seconds.. 6 £ 12 40 3 16 180 2.0 P2 CHEMI  High Dynamic Range40
MCF.. rp-AKT.. Seconda.. 7 MW (kD)
MCF.. rAKT2/.. Seconda.. 12 T s a
MCF.. rAKT.. Seconda.. 13 2
MCF.. rp-Ser. Seconda.. 15 T 5000 o
MCF.. rp-Thre.. Seconda.. 16 100,000
MCF.. rp-Thre.. Seconda.. 17 50,000 20 we [
MCF... rp-AKT.. Seconda.. 18 0 E T -
MCF.. rp-AKT.. Seconda.. 19 £ 2 40 3 16 180 230 = o [
MCF.. rp-AKT.. Seconda.. 20 MW (kDa)
MCF.. rAKT2.. Seconda.. 24 T Caps [ ]
3 Modify
150,000 o BT .
100,000 M
50,000 p_sjﬁk 2500
0 5 .
. =5 P - i in e =
=4
Area % Area
Sample Primary Secondary  Capillay  panAKT  p-SerAKT  p-ThrAKT  p-SerAKT]  p-SerAKI2 AKTI AKT2 A
MCF7pos 10 rp-Ser.. Seconda.. P12 30187.7 69343.5
MCF7neg 1110 rp-Ser.. Seconds Pl 31326
MCF7pos 510 rp-Thr.. Seconda.. P4 683674
MCF7neg 10 rp-Thr.. Seconda.. Pls 109452
MCF7pos 10 rp-AK.. Seconds Pl 728877
MCF7neg 1110 rp-AK.. Seconda.. P17 168206
MCF7pos 1110 r AKTZ... Second.. PL12 932257.0 v

« Graph view will display data stacked or overlaid channel data depending on the option chosen:
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|k Graph | B8] Image Lane T | = = =0

120,000 AKT2
pan AKT
110,000

100.000
MCF7 pos 1:10
90.000 Exposure: CHEMI P1 HDR4

80.000

70.000

60.000

uansalon|4

50.000

40.000

Chemiluminescence P1

bd HIM

30.000

20,000

10.000

0

-10.000

MW (kDa)

- Image view will display individual images for each channel:

M Graph P_—I Image Lane

(ua]
0
0

Probe 1, CHEMI, 15, Sample -
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+ Lane view will display lanes for each channel overlaid:

LEGlaph| ImageI.Lanel [ @ B m| = = 0
\'\Q ® \"‘ \' \ o Q\'Q Q\-- R
K &Q &Q &
- @@@@é‘é‘@@@é‘é‘@@@é‘é‘
230 -]
180 - |- -

116 =i . .

G6 —|—
--.---l.-----.l

40 -

12 -

- Peaks and Capillaries tables will list data for both channels:

i Peaks| 78 Capillaries | -
Sammple Primary Secondary Cap  Pesk  Name  Position MW(kDa)  Height Area  %Area  Corr. Area Width  S/N Baseline  Channel
MCF7pos 1:.. rAKT2.. Seconda..  PL:12 1 60 089544 0329570 1000 9959897 29 16322 23318 CHEMI

=i Capillaries = O

Area % Area Corr Area ~

Sample Primary Secondary  Capillay  panAKT  p-SerAKT  p-ThrAKT  p-SerAKT]  p-Ser AKT2 AKTI AKT2
MCF7pos 110 rAKTZ. Seconda.. P11z [ 356664 932257.0
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Hiding Capillary Data

Capillary data can be hidden from view if needed. To do this:

1. Click the Experiment tab.

page 195

2. Select the rows you want to hide, then right click on one of the selected rows and click Hide:
@‘ ERK1 + system control_Wes-25 Size
File Edit View Instrument Window Help
‘=t Standards | 2= Samples | — =
[ Experiment = B8 ||k
Sample Primary Cap
Biot. Ladder  Blocking 1
Sample Primary 2
Sample Primary 3
........... CAPIE I o L
Sample Primary
- Columns...
Sample Primary
Sample Primary Slars
Sample Primary

Data for selected rows will be hidden in all data views and results tables (except for the image pane).

To view hidden rows - Select View in the main menu and click Show Hidden. Hidden rows will

become visible again in all panes, and hidden rows will be marked with an X in the experiment pane:

[ Experiment

=

]

Sample

X Sample
Sample

Primary
Primary
Primary
Sample  Primary
Sample  Primary
Sample
X Sample

Sample

Primary
Primary

Primary

Setting Run Data Display Filters

Cycle

e e

-

m

To unhide rows - Select the hidden row(s). Right click on one of the selected rows and click Unhide.

The filter lets you auto-hide specific capillaries in the run file data, or only show data for peaks that Compass
for Simple Western identified automatically using the user-defined peak name analysis parameters.

NOTE: When more than one run file is open, filter settings will be applied to all files.

To filter data to show specific capillaries only - Select View in the main menu and click Filter.

Uncheck the boxes for the capillaries you do not want shown, then click OK.
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€ Filter *

Capillaries G

RRREREERER E
Wooe . W s W P =

[]5how named peaks only

Only data for the checked capillaries will display in data views and results tables, unchecked capillaries
will be hidden.

- To filter data to show named peaks only - Select View in the main menu and click Filter. Select
Show named peaks only then click OK. Only data for peaks that Compass for Simple Western identi-
fied automatically using the user-defined peak name analysis parameters will display in data views
and results tables, all other peak data will be hidden.

Run Data Notifications and Warnings

If Compass for Simple Western detects a potential data issue, a notification or warning will display next to
the row in the experiment pane. A list of warnings, notifications and corrective actions are as follows:

Manual correction of sample data notification - Indicates the user modified sample data
manually, such as adding or removing a sample peak. Rolling the mouse over the icon displays
the type of data modification made.

Sample Primary  Cycle ¢
+ High.. ERKI/2 1 1

Low p.. ERKL/2 .
High.. ERKL/2 Baseline Manual
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Standards warning - Indicates that one of the standards may not be identified properly. This
can be resolved by manually identifying the standards. Please refer to “Step 2 — Checking Fluo-
rescent Sizing Standards”on page 200 for details. Rolling the mouse over the icon displays
warning details.

© Sample  Primary 5 2
Sample  Primary 5 3
| Standards Warning: Low Confidence

Manual correction of standards data notification - Indicates the user modified the stan-
dards data manually. Rolling the mouse over the icon displays the type of data modification
made.

Peak fit warning - Indicates that a peak cannot be fit properly. This is typically caused either by
a very small peak in the electropherogram or a peak that is very close to the end of the molec-
ular weight range. This can be resolved by removing the peak. Please refer to “Step 3 — Check-
ing the Ladder”on page 203 or “Step 4 — Checking Samples”on page 205 for details. Rolling
the mouse over the icon displays warning details.

& Kit low-pho... anti-H.. 2 4
Kit low-pho.. anti-E.. 2 5
| Peak Fit Warning: Too many iterationsb

.. Peak warning: saturated signals - Saturation warnings in the experiment table indicate there
are one or more saturated peaks in the current capillary at the selected exposure setting.

If there is a saturation warning when HDR is the selected exposure, it means that the signal was
saturated at the shortest exposure time in the image series. Pixels in a peak are considered sat-
urated when they can no longer quantify the data reliably for analysis (i.e, the pixels have hit
the threshold value of the amount of light they can absorb). These warnings are displayed for
Chemi, NIR, IR, and PN channels and take precedence over all other warnings that are shown
for capillaries in the Experiment pane.

When accurate quantitation is needed for samples displaying this warning, we recommend re-
running the samples at a higher dilution factor. Rolling the mouse over the icon displays warn-

ing details.
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Undo/Redo

K562
#: Brain
#: Brain

SCET.
SCET .| Peak Warning: Saturated Signals

DAR-C2V2
DAR-C2V2
DAR-C2V2
DAM-C2...

8

Chapter 7: Size Assay Data Analysis

Specific actions in Compass for Simple Western can be undone or redone by pressing Ctrl + Z or selecting
Undo or Redo from the Edit menu. These actions include:

Assay Changes
Assay Template
Assay Protocol

Assay Layout

Assay default Analysis Settings

Run File Changes

All Analysis Settings
All Analysis Options
Graph - Add/Remove Peaks

Graph - Add/Remove Baselines

Graph - Peak Start End
Graph - Peak Names

Graph - Force Standard
Graph - Not a Standard
Table - Hide/Unhide

Table - Remove Peaks
Table - Peak Names

Lane - Contrast Adjustment

Lane - Name Peak

Lane - Samples, Overlay Standards: Not a Standard

Lane - Samples, Overlay Standards: Force Standard
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Lane - Standards: Not a Standard

Lane - Standards: Force Standard

Experiment - Sample Clear Manual settings
Experiment - Hide/Unhide caps

Experiment - Standards Clear Manual settings
Run file - Assay template changes

Import Analysis Settings

Import Template

Template changes

Checking Your Results

Compass for Simple Western detects proteins, fluorescent standards and capillary registrations and reports

results automatically with no user-interaction. However, we recommend you review the data as outlined in

this section as good general practice to ensure accurate results. If a data warning is presented in the experi-
ment pane, the following steps will also help you identify and correct any issues.

Step 1 — Review the Fluorescent Sizing Standards Movie

All capillaries should have three fluorescent sizing standards. To verify the standards separated in the capil-
lary correctly:

1. When the run has completed, click the Run Summary screen tab.

2. Click the Separation tab and play the movie (this will be the fluorescent standards separation).
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E Separation | 2 IV Plot = ]

R : EE

3. For each capillary, verify that the standards visibly separated. Each fluorescent point in the capillary rep-
resents one of the three sizing standards.

Step 2 - Checking Fluorescent Sizing Standards
To verify the standards are identified correctly:
1. Click the Analysis screen tab.

2. Click Show Standards in the View bar. Verification that the standards have been correctly identified can
be done in either the graph or lane panes.

Graph Pane:

a. Click View Selected in the View bar.

b. Click on the first row in the experiment pane, then click the Graph tab. Check that the electrophero-
gram has standard peaks labeled Std 1, Std 29 and Std 230 (for 12-230 kDa size assays), Std 57 and
Std 280 (for 66-440 kDa size assays) or Std 1 and Std 26 (for 2-40 kDa size assay). They will also be
identified with a green S in the peaks table.
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| = Standards - Samples

Bl Experiment

= O |||k Graph | B Image| [ Lane T = _ ¢

Sample
Biot.

PSH.

PSH.

PSH.

PSH.

PSH.

PSH.

PSH.

PSH.

PSH..
PSH...

PSH...
PSH..

PSH..
PSH...

PSH..
PSH...

PSH..
PSH...

PSH..
PSH...

PSH..
PSH...

PSH..
PSH...

Primary
Blocking

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Mouse ...
Mouse ...

Mouse

Secondary G
Streptavi... 1
Rabbit IR... 2
Rabbit IR... 3
Rabbit IR... 4
Rabbit IR... 5
Rabbit IR.. 6
Rabbit R.. 7
Rabbit IR... &
Rabbit IR.. 9

Rabbit R... 10
Rabbit IR... 11
Rabbit R... 12
Rabbit R... 13
Rabbit R... 14
Rabbit R... 15
Rabbit R... 16
Rabbit R... 17
Rabbit R... 18
Rabbit R... 19
Rabbit IR... 20
Rabbit R... 21
Rabbit R... 22
Rabbit IR... 23
Rabbit R... 24
Rabbit R... 25

4 2020-08-31_Jess Multiplex BActin+ HSPED - Compass for SW

File Edit View Instrument Window Help

Flugrescence

Biot Ladder
Exposure: 4s

0 25 5 75

S Peaks | I

Capillaries

100 125 150 175 200 225 250 275 300 325 350 375 400 425 450 475 500 525 550 575 600 625

Position

& Analysis Options | Annotations =

- [m] et

iF8 Assay (%5 Run Summary | 5} Analysis

Images %
MIR |Exposure 1 5 secs v
IR |Exposure 3 120 secs v

Peak Names k3

e —
Channel ~

Modify

Sample
S Biot. Ladder
S Biot. Ladder
S Biot. Ladder

Primary
Blocking
Blocking
Blocking

Peak Position
1333
288.9

517.0

Secondary Cap Height
1320
15

15

Streptavi... 1 1
Streptavi... 1 2
Streptavi 1 3

If standards are not identified correctly, they can be manually corrected as follows:

- Ifanincorrect peakis identified as a standard - Right click the peak in the electropherogram
or peaks table and select Not a Standard. Compass for Simple Western should correctly
reassign the remaining peaks as standards, and update the peaks table.

- To set an unidentified peak as a standard - Right click the peak in the electropherogram or
peaks table and select Force Standard. Compass for Simple Western will assign the peak as a
standard, and correctly reassign the remaining standard peaks. A lock icon indicating the stan-
dard was set manually will display next to the peak in the peaks table.

NOTE: To remove standards peak assignments that were made manually, right click on the peak in the
electropherogram or peaks table and click Clear.

C. Repeat the previous steps for the remaining rows in the experiment pane to make sure all standards
are identified correctly.

Lane Pane:

a. Click View All in the View bar.

b. Click on the first row in the experiment pane, then click the Lane tab. Standards will be bands and
identified with a green outline. Check that all standard bands are labeled: Std 1, Std 29 and Std 230
(for 12-230 kDa size assays) or Std 57 and Std 280 (for 66-440 kDa size assays) or Std 1 and Std 26 (for
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2-40 kDa size assays). They will also be identified with a green S in the peaks table. To view band
labels, roll the mouse over the individual bands.

-08-31_Jess Multiplex BActin+ - Compass for
2020-08-31_Jess Multiplex BActin+ HSPED - Compass for SW o X
File Edit View Instrument Window Help
| Standards | =% Samples | = | S| [ ] [ Assay (" Z Run Summary
I Experiment| = 5 |[I6E Graph [ image [ Lane | & kR BE| = = O |[of Analysis Options | Annotations| =
Sample  Primary  Secondary Cap x
I S I I G . e 2P 2P PSP P 7| | Images ®
i i o oF D g I g I L g Bl G G G o
Biot... Blocking Streptavi.. 1 T EEEEEEEFEEEEEEEEEEEE S EEE
PSH.. Mouse.. RabbitiR.. 2 !
PSH.. Mouse.. RabbitRR.. 3 N ¥
PSH.. Mouse.. RebbitiR.. 4 IR | Exposure 3 120 secs v
PSH.. Mouse.. RabbitiR. 5
PSH. Mouse.. RabbitlR.. & | | ] ] 1 | Peak Names 2
PSH.. Mouse.. RebbitiR. 7
PSH.. Mouse.. RabbitiR.. 8
PSH.. Mouse.. RabbitlR.. 9 e
PSH.. Mouse.. RabbitiR.. 11 — -
PSH.. Mouse.. RabbitiR.. 12
PSH.. Mouse.. RabbitiR.. 13 CI - - I g o Colr [ ]
PSH.. Mouse.. RabbitiR.. 15
PSH.. Mouse.. RebbitR. 16 Modiy
PSH.. Mouse.. RabbitiR.. 17 =
PSH.. Mouse.. RebbitiR. 18 ] ] ] ] ] ] e ] e e === 1
PSH.. Mouse.. RabbitiR.. 19
PSH.. Mouse.. RabbitiR.. 20
PSH.. Mouse.. RsbbitiR.. 21
PSH.. Mouse.. RabbitiR.. 22
PSH.. | Mowse . | Rabliit .. | 23 T2 3 4 5 s 0 1 12 13 1 15 18 17 18 18 W ;2 m M 3
PSH.. Mouse.. RabbitiR.. 24 Peaks| 2 Capillaies =g
PSH.. Mouse.. RabbitiR.. 25
Sample Primary  Secondary Cap  Peak  Poson  Height A
SBiot.Ladder  Blocking 1 1 1533 1320
SBiot. Ladder  Blocking 1 2 2889 115
SBiot.Ladder  Blocking 1 3 5170 115
SPSHela Mouse... 2 1 1579 1816
SPSHela Mouse 2 2 2830 123
SPSHela Mouse... 2 3 5121 102
SPSHela Mouse... 3 1 1559 2037
SPSHela Mouse... Rabbit IR 3 2 2820 129 v
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If standards are not identified correctly, they can be manually corrected as follows:

If an incorrect band is identified as a standard - Right click the band in the lane or peaks
table and select Not a Standard. Compass for Simple Western should correctly reassign the
remaining bands as standards.

To set an unidentified band as a standard - Right click the band in the lane or peaks table
and select Force Standard. Compass for Simple Western will assign the band as a standard,
and correctly reassign the remaining standard bands.

C. Repeat the previous steps for the remaining rows in the experiment pane to make sure all standards
are identified correctly.

Step 3 - Checking the Ladder

Depending on the size assay you are running, the biotinylated ladder should have the following sizing stan-
dards: 12,40, 66, 116, 180 and 230 kDa (for 12-230 kDa size assays), 66, 116, 200, 280 and 440 kDa (for 66-440

kDa assays) or 2, 5, 12, 26, and 40 kDa (for 2-40 kDa assays). To verify the ladder standards are identified cor-
rectly:

1. Click the Analysis screen tab.

2. Click Show Samples in the View bar. Verification that the ladder standards have been correctly identi-

fied can be done in either the graph or lane panes, but manual corrections must be done in the graph
pane.

Graph Pane:
a. Click View Selected in the View bar.

b. Click on the row in the experiment pane that contains the ladder (typically row 1), then click the
Graph tab. Check that the electropherogram has either six ladder peaks (for 12-230 kDa size assays)
or five ladder peaks (for 66-440 and 2-40 kDa size assays). In the example below, the electrophero-
gram has six peaks labeled Ldr 12, Ldr 40, Ldr 66, Ldr 116, Ldr 180 and Ldr 230.
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4 2020-08-31_Jess Multiplex BActin+ HSPED - Compass for SW - o x

File Edit View Instrument Window Help

| = Standards | =% Samples || = = [ ] (B Assay (g RunSummary | g Analysis

EE Experiment = 8 ||[k& Graph B image [F Lane ¥ Br| = _ & = O | & Analysis Options| [ Annotations| = O

Sample  Primary  Secondary Cap 1 == A
Biot... Blocking Streptavi.. 1 T Ldr 12 Ldr 40 Ldres Ldr 116 Ldr 180 Ldr23

PSH.. Mouse.. RabbitR..
PSH. Mouse Rabbit IR...
PSH.. Mouse.. RabbitlR..

i s IR | Exposure 4 60 secs v
4

PSH.. Mouse.. RabbitR. 5 12000
6
7
8

g IR [Exposure 3 120 secs v
PSH.. Mouse.. RabbitlR... 11,000 Peak Names 2
PSH.. Mouse.. RabbitlR.. 10,000

PSH.. Mouse.. RabbitlR.. T g0
PSH.. Mouse.. RsbbitiR.. 9 = o0 Name
2 000
PSH.. Mouse.. RabbitiR. 11 g
s Channel v
PSH.. Mouse.. RsbbitiR.. 12 5 6.000
PSH.. Mouse.. RabbitiR.. 13 = 5000 Color I:'

PSH.. Mouse.. RabbitiR.. 14 4,000 caps [ ]

PSH. Mouse Rabbit IR... 15

3000 Modify
PSH.. Mouse.. RebbitR. 16 Modiy
2,000

PSH.. Mouse.. RabbitiR.. 17
PSH.. Mouse.. RebbitlR.. 18 000
PSH.. Mouse.. RabbitiR.. 19 0
PSH.. Mouse.. RabbitiR.. 20 1,000
PSH.. Mouse.. RsbbitiR.. 21 = s = = e
PSH.. Mouse.. RabbitiR.. 22 T
PSH.. Mouse.. RabbitiR.. 23
PSH. Mouse.. RobbitiR.. 24 (32 pegks| 7 Capileries =5
PSH.. Mouse.. RabbitiR.. 25

Sample Primary  Secondary Cap  Peak  Name  Posion MW(Da)  Height Aea %A Width /N Baseline  Channel

Biot. Ladder  Blocking Streptavi... 1 1 Ldr12 232 12 9894.6 124436.3 1.8 167.7 795.6 MNIR
Biot. Ladder  Blocking  Streptavi. 1 2 Ldr 40 345 40 40674 471105 109 ne 999.1 NIR
Biot. Ladder  Blocking  Streptavi... 1 3 Ldr 66 416 66 12690.8 102642.7 76 2299 11383 NIR
Biot. Ladder  Blocking Streptavi... 1 4 Ldr116 458 116 9778.0 93359.9 90 1.8 1166.4 MNIR
Biot. Ladder  Blocking  Streptavi. 1 5  Ldr130 498 180 7853.0 844684 101 1378 11332 NIR
Biot. Ladder  Blocking  Streptavi... 1 6 Ldr230 520 230 86519 100580.4 109 1485 1101.9 NIR

If ladder peaks are not identified correctly, they can be manually corrected as follows:

- If an incorrect peak is identified as a ladder peak - Right click the peak in the electrophero-
gram or peaks table and select Remove peak. Compass for Simple Western should correctly
reassign the remaining peaks as ladder standards.

- To set an unidentified peak as a ladder peak - Right click the peak in the electropherogram

or peaks table and select Add Peak. Compass for Simple Western will assign the peak as a lad-
der standard, and correctly reassign the remaining ladder standards peaks.

NOTE: To remove ladder peak assignments that were made manually and go back to the original view of
the data, right click in the electropherogram and click Clear All.

Lane Pane:
a. Click either View Selected or View All in the View bar.

b. Click on the row in the experiment pane that contains the ladder (typically row 1), then click the
Lane tab. Check that the lane has either six ladder bands (for 12-230 kDa size assays) or five ladder
bands (for 66-440 kDa and 2-40 kDa size assays). In the example below, the lane has six peaks labeled
Ldr 12, Ldr 40, Ldr 66, Ldr 116, Ldr 180 and Ldr 230. To view band labels, roll the cursor over the indi-
vidual bands. If ladder bands are not identified correctly, they must be corrected in the graph pane
as described in the previous section.
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File Edit View Instrument Window Help

| = Standards | 2= Samples | = = o
[ Experiment = 8 |||& Graph Image Lane
Sample Primary Secondary Cap QP;@‘

Biot... Blocking  Streptavi.. 1 KDa Q@’\'

PSH.. Mouse.. RabbitlR.. 2 230 -

PSH.. Mouse.. RabbitlR.. 3

PSH.. Mouse.. RabbitlR.. 4 180 -

PSH.. Mouse.. RabbitlR.. 35

PSH.. Mouse.. RabbitlR.. & 116 -

PSH.. Mouse.. RabbitlR.. 7

PSH.. Mouse.. RabbitlR.. 8

PSH.. Mouse.. RabbitR. 9 8- _k

PSH.. Mouse.. RabbitlR.. 10 Ldree

PSH.. Mouse.. RabbitlR.. 11 MW (kDa): 66

PSH.. Mouse.. RabbitlR.. 12 Area: 102643

PSH.. Mouse.. RabbitlR. 13 40 -

PSH.. Mouse.. RabbitlR.. 14

PSH.. Mouse.. RabbitlR.. 15

PSH.. Mouse.. RabbitlR.. 16

PSH.. Mouse.. RabbitlR.. 17

PSH.. Mouse.. RabbitlR.. 18

PSH.. Mouse.. RabbitlR.. 19

PSH.. Mouse.. RabbitlR.. 20 12-

PSH.. Mouse.. RabbitlR.. 21

PSH.. Mouse.. RabbitlR.. 22

PSH.. Mouse.. RabbitlR. 23 !

PSH.. Mouse.. RabbitlR.. 24 £ Peaks | ZE Capillaries

PSH.. Mouse.. RabbitlR.. 25

Sample Primary Secondary

Biot. Ladder  Blocking Streptavi...
Biot. Ladder  Blocking  Streptavi...

Step 4 - Checking Samples

All sample proteins in the graph and lane panes will be labeled automatically with the calculated protein
size.

NOTE: The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein
Assay in Compass for Simple Western may vary from apparent molecular weights using other techniques
and based on sample and assay conditions.

To verify that sample proteins are identified correctly:
1. Click the Analysis screen tab.

2. Click Show Samples in the View bar. Verification that sample proteins have been correctly identified
can be done in either the graph or lane panes, but manual corrections must be done in the graph pane.
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Graph Pane:
a. Click View Selected in the View bar.

b. Click on the row in the experiment pane that contains the sample you wish to check, then click the
Graph tab.

b 2020-08-31_Jess Multiplex BActin+ HSPE0 - Compass for SW - o x
File Edit View Instrument Window Help
| i Standards | == Samples | = = o [ Assey ("ERunSummary gk Analysis
B Experiment = O |/[i£ Graph| B Image| [ Lane T Br| = _ & = O | & Analysis Options|[f Annotations| = O
Sample  Primary  Secondary Cap 2 "
£5.000 - Images
Bict... Blocking Streptavi.. 1 bAcin
PSH.. Mouse.. RabbitiR.. 2 80000
PSH.. Mouse.. RabbitiR. 3 w5000 NIR |Exposure 2 10 secs a2
55,000
PSH.. Mouse.. RabbitRR.. 4 IR | Exposure 3 120 secs -
PSH.. Mouse.. RabbitiR.. 5 50000
PSH.. Mouse.. RabbitiR.. 6 w5000 Peak Names %
00
PSH.. Mouse.. RabbitR.. T 8
PSH.. Mouse.. RabbitiR.. 8 o 40000 e [ 1]
PSH.. Mouse.. RabbitlR.. § E’annn ame _
PSH.. Mouse... RabbitiR.. 10 £ ww [
PSH.. Mouse.. RabbitiR. 11 £ 30,000
H Channel -
PSH.. Mouse.. RabbitiR. 12 2 25000
PSH.. Mouse.. RabbitlR.. 13 = Color I:l
PSH.. Mouse.. RabbitiR.. 14 20,000 s [ ]
PSH.. Mouse.. RabbitiR.. 15 .
5.000 Maodify
PSH.. Mouse.. RabbitiR.. 16 y
PSH.. Mouse.. RabbitiR.. 17 10.000
PSH.. Mouse.. RabbitiR.. 18 GaT
PSH.. Mouse.. RabbitiR.. 13
PSH.. Mouse.. RabbitiR.. 20 0
PSH.. Mouse.. RabbitiR. 21 = 7 = = s
PSH.. Mouse.. RabbitiR.. 22 o
PSH.. Mouse.. RabbitiR.. 23
PSH.. Mouse.. RabbitIR.. 24 £ Peaks| T Capillaries = 0
PSH.. Mouse.. RabbitiR.. 25
Sample Primary  Secondary Cap  Pesk  Nsme Postion MW(Ds)  Heigh fres | %Ares  Width SN Baseline  Channel
PS Hela Mouse... Rabbit ... 2 1 bActin 362 43 588885 3767998 1000 60 5699 26071 NR

If sample peaks are not identified correctly, they can be manually corrected as follows:

- Ifanincorrect peak is identified as a sample peak - Right click the peak in the electrophero-
gram or peaks table and select Remove peak. Compass for Simple Western will no longer
identify it as a sample peak in the electropherogram and the peak data will be removed in the
results tables.

- To set an unidentified peak as a sample peak - Right click the peak in the electropherogram
or peaks table and select Add Peak. Compass for Simple Western will calculate and display the
results for the peak in the results tables and identify the peak in the electropherogram.

NOTE: To remove sample peak assignments that were made manually and go back to the original view of
the data, right click in the electropherogram and click Clear All.

C. Repeat the previous steps for the remaining sample rows in the experiment pane to make sure all
sample proteins are identified correctly.
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Lane Pane:
a. Click either View Selected or View All in the View bar.

b. Click on the row in the experiment pane that contains the sample you wish to check, then click the
Lane tab. To view sample protein band labels, roll the cursor over the individual bands. If sample
bands are not identified correctly, they must be corrected in the graph pane as described in the pre-
vious section.

b 2020-08-31_Jess Multiplex BActin+ HSPE0 - Compass for SW - o x
File Edit View Instrument Window Help
i Standards | == Samples | = = | O @ [ Assey ("ERunSummary gk Analysis
B Experiment| = O | |16 Graph B image | Lane | @ k2 | = = O |[&® Analysis Options| B Annotations| = O
Sample  Primary  Secondary Cap g I N
kDa &

Biot... Blocking Streptavi.. 1

PSH.. Mouse.. RebbitR.. 2 20-

PSH.. Mouse.. RabbitiR. 3 180 - NIR |Exposure 2 10 secs a2

PSH.. Mouse.. RabbitRR.. 4 IR | Exposure 3 120 secs -

PSH.. Mouse.. RabbitiR.. 5

PSH.. Mouse.. Rabbit/Ru 6 e Peak Names %

PSH.. Mouse.. RabbitRR.. 7

8

PSH.. Mouse.. RabbitR. 9 ame _
PSH.. Mouse.. RabbitiR.. 10 ww [

PSH.. Mouse.. RebbitiR.. 11 ~ bAdin — .

PSH.. Mouse.. RabbitiR.. 12

PSH.. Mouse.. RabbitlR.. 13 SR ryvere Coor [ ]

PSH.. Mouse.. RabbitiR.. 14 MW (kDa): 48 Cops l:l
Area: 376800

PSH.. Mouse.. RabbitiR.. 15

PSH.. Mouse.. RabbitlR.. 16 o
PSH.. Mouse.. RabbitiR. 17
PSH.. Mouse.. RobbitR.. 18
PSH.. Mouse.. RobbitlR.. 19
PSH.. Mouse.. RabbitiR. 20
PSH.. Mouse.. RobbitR. 21
PSH.. Mouse.. RobbitlR.. 22
PSH.. Mouse.. RabbitiR. 23
PSH.. Mouse.. RabbitiR. 24 ||[3 peaks| 7 Capillaries| =5
PSH.. Mouse.. RobbitlR.. 25

Sample Primary  Secondary Cap Peak Name Position MW (kDa) Height Area % Area Width SIN Baseline Channel

Step 5 - Assigning Peak Names (Optional)

Compass for Simple Western can identify and automatically name sample proteins associated with specific
primary antibodies in the run data using user-specified peak name settings. For more information on how to
do this see "Peak Names Settings”on page 331.

Compass for Simple Western User Guide



page 208 Chapter 7: Size Assay Data Analysis

Group Statistics

The Grouping View is used to analyze replicates by calculating the mean, standard deviation and CV of
named proteins (see “Peak Names Settings”on page 331 for detailed information on entering named pro-
teins). Statistics for each protein are also plotted for easy comparison between samples, antibodies, and pro-
teins.

Using Groups
1. Agroup is automatically created for capillaries with the same sample and primary antibody name, so to
use this feature, this information must first be entered into the Assay template. To do this:

a. Click the Assay tab and go to the Template pane.

b. Enter sample names and primary antibody names as described in “Step 5 - Add Assay Plate Annota-
tions (Optional)”on page 49. Be sure to enter the same sample and/or primary antibody names for
the groups of samples you want to calculate statistics for.

In this example there are two sample types, Sample A and Sample B which were run with two dif-
ferent antibodies, Primary 1 and Primary 2.

Primary 1

Each of the two samples were run with each of the two antibodies twice in every cycle. This creates
four groups for the combination of two samples and two antibodies.

2. Tosetagrouping option, go to Edit >Preferences and select the Grouping page. Then check the
option you want to use. These options allow you to group capillaries in multiple ways. Available options
are different for standard immunoassays and RePlex assays:
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@ Preferences O X
Access Control Grouping
Analysis Export
Graph [] Group Across Runs
Grouping Group Across Cycles
Twitter
@ Preferences O X
Access Control Grouping
Analysis Export
Graph [] Group Across Runs
Grouping Group Across Probes
Twitter

- Group across runs - Groups capillaries from multiple runs. This option creates fewer groups and
generates statistics across multiple runs.

- Group across cycles - Groups capillaries run in different cycles.
+ Group across probes (RePlex assays only) - Groups capillaries from multiple probes.
- No option selected - When only one run is open, groups will only contain capillaries from the
same cycle. When more than one run is open, groups are created for each run.
3. Click Apply and then select OK.

4. Group your results and view the associated statistics by selecting View and clicking on Grouping.

View Instrument Window
®  Selected
All

Standards

® Samples
Grouping

Filter...
View Region...
Show Hidden

Viewing Statistics

Peak and Capillary Groups

The Peak Groups pane reports statistics for each named protein in every group. Each group shows the
statistics for named proteins which includes average area, standard deviation and %CV. The number in
parenthesis after the sample name indicates the number of capillaries in the group.
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Capillary Gmups} [s1 Group Ploq =0
Sample Primary Cap MName Corr Area Std.Dev. % CV SEM
b Hela@4) ERKL+ System Control . R 17918 12886 101 2630
> Hela (24) ERKL+ System Control - SystemControl 100000 00000 00 00000

Clicking the arrow next to a group lists the individual capillaries in the group and reported data for each cap-
illary:

t Capillary Gmups} [s1 Group Ploq =0 |

Sample Primary Cap MName Corr Area Std.Dev. % CV SEM
a4 Hela (24) ERK1+5System Control

Hela ERK1+5System Control

Hela ERK1+5System Control

Hela ERK1+5System Control

Hela ERK1+5System Control

Hela ERK1+5System Control

Hela ERK1+5System Control

Hela ERK1+5System Control

The Capillary Groups pane pivots the Peak Groups results to show statistics for named protein peaks in
individual columns.

Peak Groups | "5 |s1 Group Ploq =0
Sample Primary  Capillary Syste.. StdDev.  %CV  SEM  ERKL StdDev. %CV  SEM
> Hela (24) ERKL+ System Control (100000 00000 00 00000 127918 12886 101 2630
Group Plots

The mean values for named peaks in each group are plotted in bar graphs with error bars showing the stan-
dard deviation. The plots compare different antibodies for the same sample and different samples for the
same antibody to allow a choice of presentation. The y-axis on the plot will be concentration if a standard
curve is defined.
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ZEi Peak Groups (EE Capillary Groups |52 =&
SampleA Run:1 SampleB Run:1

100,000 " - 100.000 I I

2 =

o e o L ¥ ERK1

g 50,000 = I g 50,000 = N I W ERK2

= 25000 I = s T PLCOE
PLCg-A

! A T ! A 1
Qe\«@c’ Q(\E@G ?.';\t@d Q(\:@G
Primary 1 Run:1 Primary 2 Run:1
100,000

. L L o 100,000

2 75000 2

o g L = ERK1

g <ILLD = B % 50,000 I I " ERK2

< 25,000 . = 25000 T PLCgE
PLCg-+

’ & ¢ &
7 = o =

Hiding or Removing Capillaries in Group Analysis

Hidden capillaries are not included in groups. However, hiding capillaries provides an easy way to reject indi-
vidual capillaries from the statistical analysis. See “Hiding Capillary Data” on page 195 for details on how to
do this.

Larger groups of capillaries can also be excluded from analysis. To do this, select View and click Filter.

€ Filter *

Capillaries

OORMEARREEAEE
Wooe . W s W P =

[]5how named peaks only

[ ok ]| cCancer |

Uncheck the box next to the cycles or capillaries you wish to remove and click OK. This data will now be
removed from the grouped view statistics.
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Copying Data Views and Results Tables

You can copy and paste data and results tables into other documents, or save a data view as a graphic file.

Copying Data Views

1. Clickin the graph or lane pane, or on an image in the image pane. In the image pane, make sure to
select the entire image by clicking the top or bottom edge of the image. This adds a yellow border
around the image to indicate it's selected.

2. Select Edit in the main menu and click Copy, or right click and select Copy.

3. Ifyou selected copy from the graph or lane pane, one of the following windows will display, click Copy.
If you selected copy from the image pane skip to the next step.

Copy Graph * Copy Gel *
Graph title: (®) PNG Format
@ Metafile (EMF) () JPG Format
() Bitmap (PNG) () BMP Format
(O Portable Document Format (PDF) | [ e
Save... Copy Cancel

4. Open a document (Microsoft® Word®, Excel®, PowerPoint®, etc.). Right click in the document and select
Paste. A graphic of the copied data view will be pasted into the document.

Copying Results Tables

1. Clickin the peaks or capillaries pane.

2. Select one or multiple rows.

3. Select Edit in the main menu and click Copy, or right click and select Copy.
4

Open a document (Microsoft® Word®, Excel®, PowerPoint®, etc.). Right click in the document and select
Paste. Data for the rows selected will be pasted into the document.

Saving the Graph or Lane View as an Image File
1. Click in the graph or lane pane.
2. Select Edit in the main menu and click Copy, or right click and select Copy.

3. Select an image option (EMF, PNG or PDF for graph, PNG, JPG or BMP for lane) in the pop-up window,
then click Save.
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Copy Graph *

Graph title: | Beta tubulin 0.1 mg/mL

(®) Metafile (EMF)
(@ Bitmap (PNG)
(O Portable Document Format (PDF)

Save... Copy Cancel

Copy Gel *

(® PNG Format
() JPG Format
() BMP Format

Save... | | Copy | | Cancel

4. Select a directory to save the file to and enter a file name, then click OK.

Exporting Run Files

Results tables and raw plot data can be exported for use in other applications.

Exporting Results Tables

To export the information in the peaks and capillaries tables:
1. Click File in the main menu and click Export Tables.

2. Select a directory to save the files to and click OK. Data will be exported in .txt format.
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NOTE: To exclude export of standards data or export results table data in .csv format, see “Setting Data

Export Options” on page 361.

Exporting Raw Sample Electropherogram Data

To export raw sample plot data:

1. Click File in the main menu and click Export Spectra.
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File | Edit View Instrument Window Help

Open Run
Add Run

Close

Close All

Save

Save As...

Export Tables...
Export Spectra

Run Report...

3

3

IEE
=8|k 6
e Cap S 1
1 M A kDz
2 A2 Q2
3 A G 2
4 A 18
5 A5 C5
Text Format...
ANDI Format...
H AU

I
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- To export data in .txt format - Select Text Format. Plots will be exported in one file for all capil-

laries.

- To export data in .cdf format - Select Andi Format. Plots will be exported in one file per capil-

lary.

2. Select a directory to save the files to and click OK. Data will be exported in the selected format.
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Running Reports
Compass for Simple Western v3.0 and higher can create and export run reports in .pdf format.

1. Open your run file, then select File > Run Report. The Run Report window displays.

€ Run Report: 2020-08-14_C22467-014 High Lysate CF633_Jess-Aratome... X
Channels Standards
CHEMI Lanes
MIR Plots
IR Tables
PN Image
Run Profile
o Protocol
Faney Plate Layout
Rlots IV Plot
Show Fitted Peaks

Tables

Images [4Settings

[ Gronping [] Analysis Settings

Analysis Log
Secure PDF
Report Narme: Browse...
| 2020-08-14_C22467-014 High Lysate CF833_Jess-Aratome-10 cycles-20 s
Location: C:\Users\Documents\Compass for SW\Runs
OK Cancel

2. Select or deselect the information you want included in your report.
3. Enter a file name for the report. The report file is saved in the same location as the run file is by default.

4. Report PDFs generated by Compass for Simple Western are secured by default, which means they can
be viewed and printed but not modified or renamed. Uncheck Secure PDF if you don't want to gener-
ate a secure report.

5. (lick OK. When the report is done, the directory containing the report will display so you can open the
report.

A full report includes the following:

« Run information
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Run
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Run

2018-04-27_15-43-31_Jess Alpha 2 SL

Path

C:\Users\Desktop

Assay

Jess

Kit Info

Regular: 12-230 kDa

Instrument

Jess : Jess JS3006 - js3006

Firmware Version

1.1.34338

Plate S/N

8532502129

Cartridge S/N

0133490027

Carfridge Expires

N/A

Started

Fri 3:43 PM Apr 27, 2018 EDT

Completed

Fri 7:32 PM Apr 27, 2018 EDT

Error

None

+ Protocol details

Protocol Well Row B1
Washes 2
Separation Matrix Wash Soak Time (sec) 150.0
Well Row L1 Antibody Diluent Time (min) 5.0
Load Time (sec) 200.0 Well Row C1
Stacking Matrix Washes 0
Well Row M1 Wash Soak Time (sec) 0.0
Load Time (sec) 15.0 Primary Antibody Time (min) 30.0
Sample Well Row D1
Well Row Al Washes 2
Load Time (sec) 9.0 Wash Soak Time (sec) 150.0
Separation Time (min) 250 Secondary Antibody Time (min) 30.0
Separation Voltage (volts) 375 Well Row E1
Standards Exposure (sec) 40 Washes 1
EE Immobilization Time (sec) 200.0 Wash Soak Time (sec) 150.0
Matrix Removal Detection
Matrix Removal Time (sec) 2300 NIR Detection Profile
Matrix Washes 3 Exposure 1 (sec) 10.0
Matrix Wash Soak Time (sec) 150.0 Exposure 2 (sec) 300
Wash Soak Time (sec) 150.0 Exposure 3 (sec) 60.0
Protein Normalization Time (min) 40.0 Exposure 4 (sec) 120.0
Exposure 5 (sec) 300.0
IR Detection Profile
Exposure 1 (sec) 10.0
Exposure 2 (sec) 30.0
Exposure 3 (sec) 60.0
Exposure 4 (sec) 120.0
Exposure 5 (sec) 300.0
Ladder Channel NIR

+ Plate layout
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Plate Layout

» Analysis settings

Hididen C: : |Nane
NIR Fluorescence 10.0
IR Flucrescence 10.0
PN Fluorescence 1.0
Lane Confrast | Slider
NIR White Level -68.8
NIR Black Level 276237
IR White Level -27.4
IR Black Level 27021
PM White Level -0.4
PM Black Level 5621
Paak Fit it
Apply To Default
Range Min MW kDa) [io
Range Max (MW kDa} Igsu.a
Range Wiew [Full
Baseline Threshold 10
Baseline Window (pixels) 15.0
Baseline Stiffness 10
Peak Find Thresh: 10.0
Peak Find Width (pels) 2.0
Peak Find Area Calculation |Gaussian Fit
Peak Name Peak i
Apply To [1:12+3+445 28+ T+E+2+ 10+ T 1412413 144154184172 1 B+ 102 20+ 21 422423424 22
IR MW kDa) 50
IR Range (%} 10
IR Channsl IR
IR (MW kDa} 30
NIR Range {%) 10
NIR Channel IR
Ladder Settings l_ : 1 Fluorescent Channel: NIR
| Apply

To Default
(MW kDa) [Position
12

« Laneviews:
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N e =
40-

10 O Y O O O O O O - o

12 3 4 5 8 7

Channel Lanes Overlay

AL L
o ‘*) & ef"‘lf}n._fz@y &

jon Y o

8 ¢ 0 11 12 13 44 45 {6 {7 18 19 20 2 2 23 M4 25

Lane views (Channel Lanes Overlay for Jess Only):

2 & & P B I S e P
PR G R VN R
PP PO PR L LI PP

ERE R B O N

NOTE: The channel lanes overlay is also divided in the report as individual NIR, IR and Standard channel

lanes.
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+ IVplot:

IV Plot
450 ATS
425
gt it b
400 Iﬁ"w 428
s 0
asa ars
azs 350
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s 300
5 0 s
28 it
o ,\/ s
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25 5
o o
o 100 00 300 400 Ry 600 oo 800 00 1000 1900 1200 1300 1,400 1500
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+ Sample plots for each capillary:
CHEMI Sample Plots
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page 219

You can also include the fluorescent standards graphs for each capillary and the standard peaks position in

pixels in the report.
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+ Sample plots for each capillary by channel (Jess only):

il Lysats, Capi3
NIR

Mela Lysate, Capod
NIR

s

L.

NOTE: The example shown is for the NIR channel on Jess only. The report can also include the IR channel,
fluorescent standards graphs and protein normalization for each capillary, in addition to sample peak
area data and the standard peaks position in pixels.

« Sample images:

Sample Images

NIR, 10s, Sample

NOTE: The report can also include images of other channels and standards.
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+ Analysis log:

Analysis Log

Date

User Name | Mes:

Comment

2013-04-27 15:43:62

| Started run: 2018-04-27_15-43-21_Jess Alpha 2 5L Assay: Jess assay

2013-04-30 17:23:53

Bamec analysis and template changes from Compass for SW vt 0.0-0423

Added Peak Names Apply Settings “apply Peak Group 1 to
1:142+ 344+ 546 T+B+04+ 104114124134 145154+ 164 17+18: 10420421422
#23+24475"

Added Peak Names Group Peak Group 1

Protein name: IR MW: 60.0 Color: 32512 Range- 10.0 channel: IR

Protein name: NIR MW: 42.0 Color: 32512 Range: 10.0 channel: NIR

Changed Peak Fit Analysis Settings fit Range View from Anafysis to
Full

Changed Lane for NIR channel- Black Level from 10000.0 to 276237

Changing Sample Protein Identification

Compass for Simple Western allows you to customize what sample proteins are reported in the results tables
by making manual adjustments in the electropherogram or peaks table.

Adding or Removing Sample Data

1. Click Show Samples in the View bar.

2. Click Single View in the View bar.
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3. Click on the row in the experiment pane that contains the sample you wish to correct, then click the

Graph tab.

- Toremove a peak from the data - Right click the peak in the electropherogram or peaks table

and select Remove peak. Compass for Simple Western will no longer identify it as a sample
peak in the electropherogram and the peak data will be removed in the results tables.
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[k Graph - B Image Lane x m' EQV - =

Samples
1400
1300
1200
1100
1000 crs
900
800
700
600
500
400 RK1 v

ERK2

Chemiluminescence

300
200
100

Zoom Out
Rt}"lo\re Peak
X Hide

MName 3

-100 - - -
12 A0 66 Add Peak

MW (kDa) Add Baseline Point
Remove Baseline Point

£ Peaks |FE Capillaries
Clear All

Copy... Ctrl+C

| Carmnla DPriFnars Canillars FRK? FRIK1

- To add an unidentified peak to the data - Right click the peak in the electropherogram or
peaks table and select Add Peak. Compass for Simple Western will calculate and display the
results for the peak in the results tables and identify the peak in the electropherogram.

NOTES:
To remove sample peak assignments that were made manually and go back to the original view of the
data, right click in the electropherogram and click Clear All.

Virtual blot data in the lane pane will also update to reflect changes made in the graph pane.

Hiding Sample Data

You can hide the results for a sample protein in the results tables without completely removing it from the
reported results. To to this:

1. Click Show Samples in the View bar.

2. Click Single View in the View bar.
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3. Click on the row in the experiment pane that contains the sample you wish to correct, then click the
Graph tab.

4. Right click the peak in the electropherogram or peaks table and select Hide peak. Compass for Simple
Western will hide the peak data in the results tables.

Mlmagq Lane} I E| El;]v =

Samples
1400 ERK?
1300 v
1200
1100
K562
1000 15
S 500
[ =
a
S 800
£ 700
E
E 600
500
& 78
400 BRK1 v
v
300
200 Zoom Out
100 Remove Peak
0 X Hide L\@
-100 MName 3
iz ‘I 5 Add Peak
MW (kD
— Add Baseline Point
Remove Baseline Point
S . L. . Clear All
ample Primary Cap Peak Mame Position MW (kDa) Height
Be we @s 1@ o= o w23
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5. Toview hidden peak data, click View in the main menu and click Show Hidden. Hidden peak data will
display in the results table and be marked with an X.

b Graph B mage] 3 Lone| TE(=0" -0
Samples
1400 ERK?
1300 ¥
1200
1100
K562
U 5
S 900
[ =
a
S 800
£ 700
E
E 600
% 500 78
400 BRK1 L
v
300
200
100
0
-100
12 40 90 116 180
MW (kDa)
EE Peaks ™ EE Capillarieq - =
Sample Primary Cap Peak Mame Position MW (kDa) Height Area % Area  Width
K K562 anti-E.

6. To unhide a peak, right click on the peak in the electropherogram or peaks table and select Unhide

Peak.

Changing Peak Names for Sample Data

If Compass for Simple Western did not automatically name a sample protein associated with a specific pri-
mary antibody, this can be adjusted manually. You can do this in the Analysis Options pane.
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& Analysis Options =
Images -3
MIR | Exposure 1 10 secs V

IR |Exposure 1 10 secs o
PN .Exposure‘l 1sec >
Peak Names S
Mame | V|
W | |
Channel v:
Color | |
Caps | |

Modify

You can change the name or molecular weight of a peak, the channel and its associated color, or designate
corresponding capillaries. Click the desired peak in the Graph view, lane in the Lane view or row in the Peaks
Table. Then in the Analysis Options pane, Peak Names menu, click Modify:

Peak Names -3
Mame | B ~
MW |49 |

Channel | NIR ~

Caps | T+2+3+4+5+ 6+?+3+9+10+'|

Madify

The New option in the Name dropdown box creates a new default Peak Name using the current channel
and capillaries that are selected.

»

Peak Names

Channel | CHEMI ~

Rename the peak and modify the parameters, then click Create.
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»

Peak Names

MW | 100
Channel | CHEMI ~
Color

I|I|

Caps |2

Create

The tooltip next to the Caps field has useful information on acceptable nomenclature when designating

capillaries to apply a Peak Name to:

Peak Names S
Clear the field and press Ctrl+5Space for 3
completion proposals.
Selecting capillaries before creating a new
M peak name adds them to completion proposals.
You also may enter a capillary descriptor.
Chann{C2pillary descriptor examples:
1-10 (Shows capillaries 1 through 10)
Coldf+8+10 (Shows capillaries 6, 8 and 10)

MNa
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Alternatively, right click the peak in the electropherogram, peaks table or lane view and click Name, then
click a name in the list. Compass for Simple Western will change the peak name in the electropherogram
and results tables, and adjust peak names for other sample proteins accordingly.

3n
25 b Zoom Out
‘/J Remove Peak \N"\*
X Hide
Mame Peak > Mew...
Add Peak [—Wﬂ)i
I Peaks . CEE Capillaries
Sample Primary  Secondary Cap Peak MName Position MW (kDa)
Sample Primary  Secondary 12 1 174 13
Sample Primary  Secondary 12 2 274 25
Sample Primary Secondar- 12 2 313 30
Sample Primary Secondar, Remove Peak ‘ 360 36
Sample Primary Secondar ¢ Hide 39A a1
Sample Primary Secondar, MName Peak > New...
< [ rh el T

M Graph Image Lane

116-
66-
40- —

MName Peak...

Copy Ctrl+C

1. -

Next, enter the appropriate peak name in the Peak Name box:

Compass for Simple Western User Guide



page 228

Apply Name to: (@ All

€ Add Mew Peak Name

Peak Name: |

oK

(O Selected

Cancel
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NOTES:

For details on how to specify peak name settings, see “Peak Names Settings” on page 331.

Virtual blot data in the lane pane will also update to reflect changes made in the graph pane.

Displaying Sample Data for Named Peaks Only

You can adjust the sample data to display results only for user-specified named peaks. To do this:

1. Click Show Samples in the View bar.

2. Click View in the main menu and click Filter.

3. Check the Show Named Peaks only box and click OK.
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Compass for Simple Western will hide peak data in the electropherogram and results tables for all
unnamed peaks, and instead only display data for named peaks in the electropherogram and results

tables.
S Gt B e 5 Lane TE=0 "o
Samples
1400 ERK?
1300 v
1200
1100
K562
U 5
S 900
[ =
a
S 800
£ 700
E
z 600
£ 500
400 BRK1
¥
300
200
100
0
-100
12 40 66 90 116 180
MW (kDa)
Capillarieq =0
Sample Primary Cap Peak Mame Position MW (kDa) Height Area % Area  Width
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Changing the Virtual Blot View

Chapter 7: Size Assay Data Analysis

Options in the lane pane let you change the contrast or invert the virtual blot, remove baseline noise,

change lane labels or overlay standards data on sample lanes.

The Lane pane toolbar has the following options:

-+ Protein Overlay

p  Contrast Adjustment
kg Invert

Bz Lane Options

= Overlay Standards Data

Overlaying Protein Normalization or Total Protein Data

To view Total Protein or Protein Normalization data (Jess/Abby only), make sure the Protein Normalization
channel (Jess only) or Total Protein in Probe 2 of RePlex Assays is selected first, then click the Protein Overlay
icon. These examples show Protein Normalization data on Jess and Total Protein data on Abby.

B Experiment = Esmphf\mage 2@ k2 B | & = O Analysis Options =a
Semple  Prmery  Secondary Cop || ini . 4wy o e Images .
Biot... Blocking Streptavi.. 1 ol e
1 1432 DAMNR 10
Nz 14-3-3  DAMNR 11 180- MR v
v3 1433 DAMNR 12 N -140% PN | Exposure 1 5secs -
v4 1433 DAMNR 13 e
Vs 1433 DAMNR 14 o Peak Names 2
66-
o Heme
o wl ]
40-
I Y —
Modify
. - 40%
12- . . 20%
0%
3 Peaks 7 Capillares =5
Sample Primary Secondsry  Cap  Peak  Name  Postion MW(iDs)  Height Ares  %Area ComAres  Width SN Baselne  Channel
1 DAMNIR 1 144080 3516703 3609
2 1433 DAMNR n 1 110220 217059 a2
3 1433 DAMNR 2 1 24345 1554260 3152
4 1433 DAMNR 3 1 61931 1002864 3205
< > H 1433 DAMNR 14 1 23302 s3321 3558
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@Glaph Image[l.anel Ol‘-'ﬂﬁ| =~ B8
\’\3&? s & & s & & s & & s & & s & & s & &
we F T IT T T ITF T IT T FTITIT e TITFT FTFTE
230 - |- -110%
180 -
. . R -100%
116 - | .
* - 90%
A6 - |-
. * - 80%
Q L]
LR T o L. e MY T oy T L
10 - - 70%
L]
. . . . - 60%
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. . - 50%
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L]
12 - - - 40%
L - 30%
11 1:2 1:3 1:4 1:3 1:6 1.7 1:8 1% 110 111 112 113 114 115 116 1117 118 1118 1200 121 122 1:23 i34 125
£ >

Protein Normalization or Total Protein data is shown as peak area counts, or peak area count percentages rel-
ative to a selected reference capillary on the secondary y-axis in lane view.

NOTE: Normalization must be enabled in the Analysis settings to display peak count percentage values.

For Protein Normalization runs (Jess only), RePlex runs with Total Protein (Jess/Abby), and Stellar runs with
Total Protein (Jess only), Compass automatically displays the normalized peak area for detected peaks in
Chemiluminescence, NIR, and/or IR channels in the Corr. Area column in the Peaks table. Additionally, if Pro-
tein Normalization is on (Jess only), the total peak area used for normalization is listed in the Corr. Area col-
umn.

i Peaks . 7 Capillares =
Sample Primary  Secondary Cap Peak Name Position MW (kDa) Height Area % Area Corr. Area Width S/N Baseline Channel
1 14-3-3  DAMNIR 10 1 144020 351670.3 3609
2 14-3-3  DAMNIR " 1 110220 2317059 m2
3 14-3-3  DAMNIR 12 1 84345 155486.0 3152
4 14-3-3  DAMNIR 13 1 61931 100286.4 3205
5 1433 DAMNR w1 38392 51321 3558
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For RePlex runs with Total Protein in Probe 2, total peak area used for normalization is listed in the Area col-
umn when the Probe 2 channel is on as shown in the Peaks table below. For Stellar runs with Total Protein,
total peak area used for normalization is listed in the Area column.

pillaries| =\
Sampla Primary Cap Peak MName Position MW (kDa) Height Area % Area  Corr. Area Width Baseline ~
1
P23 1 1842281 1296
0.064 P24 1 1367579 1218
0.051 P25 1 110361.7 1216 v

Normalization is enabled by default. For more details on enabling or disabling Normalization, or to choose a
different reference capillary see “Normalization (Jess/Abby only)” on page 309.

Adjusting the Contrast

1. Click the Contrast Adjustment button. The contrast tool will display:

@ 2018-04-27_15-43-31_Jess 2 SL - Compass for SW 6.0.0
File Edit View Instrument Window Help
5 Sonderss [Zsamples | =2 O @@ @

- o

x

B Experiment | = 5 | I Graph |2 image | Lane

Sample Primary Secondary Cap
Biot... Blocking Streptavi.. 1
Hela.. Primary  Seconday 2
Hela.. Primary  Secondary 3

V' Hela.. Primary Secondary 4

v Hela.. Primary  Secondary 5 230 -

VHela.. Primary Secondary 6 18055

&

8

VHela.. Primary  Secondary 116 — |-
—

Nt At ST OO N TN SN N
e & I F TP F TP PP

ssay (" F Run Summary j“EgAnalys's

v v x

»

NIR | Exposure 3 60 secs
IR | Exposure 1 10 secs
N |Exposure 1 1sec

<

Hela Lysate

392522
_---____

Primary  Secondary

2754

23416

2448
| om0 e0es
23414

149 70.5 3841
_-_-
.6 8.0 145 2474 v

Peak Names &
V Hela.. Primary  Secondary & -
v el S SRR ERERE RS RN E NN ERE
et a - nery, | W Secondany |0 o ——————————————————— 4| | N
Hela.. Primary  Secondary 12
Hela.. Primery  Secondary 13 Chonne
Hela.. Primary  Secondary 15
" S ——
ela.. Primary  Secondary 16
Hela.. Primary  Secondary 17 Modify
Hela.. Primary  Secondary 18
Hela.. Primary  Secondary 19
Hela.. Primary  Secondary 20
VHela.. Primary  Secondary 21
' Hela.. Primary  Secondary 23 4
v Hela.. Primary  Secondary 24 s =
VHela.. Primary  Secondary 25
Sample Primary  Secondary Cap  Peak  Mame  Position MW (kDa) Height Area %Area  Corr. Area Width S/ Baseline  Channel
Biot. Ladder Blocking  Streptavi... 1 1 Ldr12 231 12 2011.3 28962.9 1806714.9 135 594 1359 NIR
Biot. Ladder Blocking  Streptavi... 1 2 Ldrd0 351 40 2585.6 331152 2065731.7 120 798 286.6 NIR
Biot. Ladder Blocking  Streptavi... 1 3 Ldr 66 425 66 9426.0 954259 5952693.4 25 3244 4392 NIR
Biot. Ladder  Blocking  Streptavi... 1 4 Ldr16 468 116 5303.2 58206.0 3630906.6 103 1797 476.6 NIR
Biot. Ladder Blocking  Streptavi... 1 5 Ldr 180 510 180 47385 538164 3357077.5 10.7 1530 4363 NIR
Biot. Ladder Blocking  Streptavi... 1 6 2479.0 562.0 NIR

2. There are two ways you can use the Contrast Adjustment tool. The slider is unlocked by default, so you
can slide it left or right until the desired contrast is reached. You can also lock the slider at a fixed posi-
tion and save your desired contrast levels. This lets you reproduce the same contrast level across data

files.
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3. Tolock the slider, select Edit > Analysis, and click the Lane Contrast page. Select Fixed Levels. The
numbers displayed refer to the current White and Black levels for the chemiluminescence or fluores-
cence (Jess only) run being analyzed. Change these settings and click Apply to see how they impact the
contrast on the lane view. Once you're satisfied with the changes, click OK.

type filter text Lane Contrast

Standards
Ladders
Images
Normalization

Lane

O Slider

@) Fixed Levels

Peak Names —_—
Standard Curves

Loading Controls CHEMI [256

Peal Fit N [28

EX

Lane Contrast

Import... Export... oK

- When the you select Fixed Level, the slider won't be available in the lane view.

- - - type filter text Lane Contrast (el S i 2
Standards
Ladders e
Images O Slider
Normelization @ Fixed Levels
Black bestibemss Black
Standard Curves
faons | T e
| Peak Fit R [274 EE |
Lane Contrast
PN |64 NET |
Cancel Apply
Import... Export... oK Cancel Apply

« The Lane Contrast setting can be also be determined and saved in the Default Analysis of the
Assay. That way, any data obtained by running the assay will all have the same contrast settings.

- Lane Contrast settings from the assay or run analysis windows can be exported to be applied to

other assays or runs.

Inverting the Virtual Blot

1. Click the Invert button. The virtual blot image will invert:
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I.Lanel L\’Hm|“:ﬁ

a* B g R R

S

180 —l
2. Click the Invert button again to return to the default view.

116—

<

Lane Options

NOTE: Ifyou save the run file after updating Graph and Lane options in the Analysis window, those selec-
tions will be saved in the Default Analysis View and will automatically display the next time you open the
run file. See “Step 9 - Modify Default Analysis View (Optional)” on page 54 for more information.

Selecting Lane Labels
The labels shown above the lanes in the virtual blot can be customized. To do this:

1. Click the Lane Options button. The label box will display. Lane labels for a standard Immunoassay and a
RePlex Assays are shown:
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:MGraph:Image_ Lane | [ @ b m| st = ] @}aj
& x
N
e & & & & W9 _
[] Baseline On
230 - ..
180 - Lane Label
Sample [ Attribute
[JPrimary Ab ] Attribute
116 - —
[]Secondary Ab [ ] Attribute
[ Capillary
66 - .. [ Named Peaks
L X 1 R 2 2 B 2 3 F R ;3 0B B J |
40 -
-— — — -
| Graph | '] Image |[F Lane JHE| = = 08 @}E‘A
&;@‘ S . R G . R R x
5P QOG’ & QOG’ & QOG’ & QOG’ & QOG’ & QOG’ & Qo"
N Lo ¥ Lo ¥ Lo ¥ Lo ¥ Lo ¥ Lo ¥ Lo ¥ Lo
e & F FFFEFEEEEEEEEEEE @ Osasineon
230 -
180 - .. [Jindependent Probe Scales
[JLane order by Probe
116 - . Lane Label
Sample [ Attribute
65 - - I:‘PrimaryAb [ Attribute
[ - - — Lol - Lol = I:‘Secondary)\b [ Attribute
[ Capillary
[ Named Peaks
40 -

2. The following lane display options are available:

+ Baseline On - Checking this box applies the default, baseline correction to the view.

- Independent Probe Scales (RePlex Assays only) - Checking this box lets you have indepen-
dent control of contrast scales for Probe 1 and Probe 2 data for RePlex assays when using the
Contrast Adjustment button.

- Lane order by Probe (RePlex Assays only) - Checking this box displays lanes based on the
probe number. All Probe 1 data will be displayed side by side, followed by Probe 2 data.

The following label options are available for all assays. Check one or multiple label boxes, and uncheck
those you don't want to display. To remove labels completely, uncheck all boxes.

- Sample - Sample name. If sample names were entered in the assay template (Assay screen), those
names will display here. Otherwise, Sample (default name) will display.
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+ Primary - Primary antibody name. If primary antibody names were entered in the assay template
(Assay screen), those names will display here. Otherwise, Primary (default name) will display.

- Secondary Ab - Secondary antibody name. If a secondary antibody name was entered in the assay
template (Assay screen), those names will display here. Otherwise, Secondary (default name) will
display.

+ Capillary
+ Immunoassays (non-RePlex): Capillary number.

- Jess/Abby RePlex Assays: Probe and capillary number. For example, 1:4 indicates Probe 1, cap-
illary 4.

- Attributes - Attribute text. If attribute information was entered for any of the rows or wells in the
assay template (Assay screen), up to four can be selected and displayed as lane labels.

Viewing the Corrected Sample Baseline

1. Click the Lane Options button and select the Baseline On box (active for sample data only). This will
apply the automatic baseline correction.

| Graph | '] Image |[F Lane JHE| = = 08 @}E‘A

b4

e
e & &P PP PP PP PP P

230 - . [] Baseline On
180 - Lane Label

Sample [ Attribute
116 - — []Blocking [ Attribute

O Primary Ab [ Attribute
O Secondary Ab [ Attribute
[ Capillary

[ Named Peaks

66 - .

T P S T T T R T R R e T e T R R T
40 -

N N .
12 - .

2 3 4 5 6 7 8 9 1 12 13 14 15 16 17 18 19 20 21 22 23
£ >

2. Deselect the Baseline On box to return to the default, uncorrected baseline view.
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Overlaying Standards Data on Sample Lanes
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Data for the standards can be overlaid on the sample data in the virtual blot so you can view the raw,
unaligned (uncorrected) lane data. To do this:

1. Click the Overlay Standards Data button (active for sample data only). An overlay of the raw sample
and standards data will display:

| Graph

|mage[ Lanel [~ @ k2 m' i - a8

<

&
R R R A A A A g G gt g g g

| | |

|

N | S | | O | | |

@}E‘ Analysis |

ﬁl Overlay Sta

—
ndards Data h

&I

{ | o | S |

ra
[

Exposure:

Peak Nam

MName I:

Mw [

Color |:
Caps |:

2.
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Click the Overlay Standards Data button again to return to the default, auto-aligned view.
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Moving Lanes in the Virtual Blot View
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Lanes in the virtual blot view can be moved to make it easier to compare specific lanes of data. To do this:

1.

Click a lane in the virtual blot. Hold the mouse button down and drag the lane to a new position.

M Graph | Image I Lanel

@B == 8

230 - -
180 -

116 - w—

_ b

40 -

<

&
e & & WP PP PP PP PSSP

2. Release the mouse button. The lane will now be repositioned in the virtual blot view.
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Creating Annotated Lane View Figures

The Annotations pane lets you create annotated figures of the Compass Lane view for use in presentations
or publications.

Egraph Image_ Lane ._'HE‘ = = 8 || 4 Analysis Options [ Annotations = ml
& :
e & DD P PSPPI PSP P :
180 -
116 -
- -— - ] — L] . -
- - - - - LI
12 -/ .
NOTES:

You can only create annotated figures from one run file at a time. The Annotations pane is not active
when multiple run files have been opened using File > Add run.

The Annotation pane can't be used when Access Control is enabled for 21 CFR Part 11 compliance.

To create a figure:

1. Select the lanes you want to create a figure from. For RePlex runs, select the channel(s) to include.
2. Adjust the lane contrast as needed.

3. Click the Create a figure icon in the Annotations pane.
& Analysis Options | Annotations = g

Create a figure
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The Lane pane shows a figure preview in a pink bounding box. The Annotations pane displays the crop
region information for the bounding box, which includes capillaries for the selected lanes, the MW
range of the assay type used for the run file, and contrast settings.

The following examples show the figure previews for a standard immunoassay and a RePlex assay with

two channels selected.

[ @ ¢ 87| = = O |[4® Analysis Options [ Annotations| = O

5 Graph | B Image | =] Lane |
5 neaD
o SR PP I LI IR EP I LI LI PP PP
230 [ Crop Regions S
180 -
Caps [ 1,234
116 [ —
MW Range Contrast
1-250 Default
66 -|—
.- | Crop |
0 | Cancel |
e e e T S e e . - S
12 | —
1 3 4 3 & 7 g 3 10 1 1 13 14 135 16 17 13 13 1 3 24 5
< >

[l Graph | \magel Lanel

E T ERE @“Ana\ys\supnuns[\ -8

7 Y
o FE PSSP PP DS DS D S
220 - Crop Regions %
180 -/ Caps [ 123456789
MWRange  Channel Contrast
1-250 CHEMI P1,CHEMI P2
116 -|
o - Crop
[ -, e - e ‘ = |
40 |
- " . L] s
-
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In the preview you can:

page 241

Adjust the lane/capillary order - Click on a lane and drag it to the position you want it to be in, or type

the capillary order in the Caps field. Separate each number with a comma.

Adjust the MW Range - Drag the pink bounding box until the desired range is displayed in the table, or

just click in the table cell and type a range.

Adjust the contrast - see “Adjusting Lane Contrast”on page 248.

I Graph | B8] image | [ Lane | @B ==0

& Analysis Options | & Annotations| = 5

&
o S PP PP ISP PP IILS TP PP I PP

230 -|—

180 -
116 | w—

66 -| -

Ldede )
40 -

I — B e B R S e S S e - S,

-

pEam
Crop Regions &
Caps [ 1,234
MWRange  Contrast
1-250 Default
Crop

Cancel

Add a another crop region - Click in the first blank cell in the MW Range column.

@}E‘ Analysis Options |[# Annotations = 0

|Figure-1 V| K VRN T
Crop Regions -3
Caps 1,234

MW Range Contrast
1-250 Default
»
»
Crop
Cancel
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A second bounding box will display on the figure preview.

|2 Graph ' Image |[F] Lane | Figure-1

@ k2 BF| = = O |4 Analysis Options | Annctations| = O
7
A
230 - [ Crop Regions 2
180 - Caps [ 12345

MW Range  Contrast

65-138 Default
15-29 Default

116 -

66 |

Crop

Cancel

40

. . . . System Control

Drag the pink bounding box for the second crop region until the desired range is displayed in the table,
orjust click in the table cell and type a range.

Add a channel/probe for RePlex assays - This lets you create a figure that stacks multiple channel/
probe views. Click in the first blank cell in the MW Range column. Select the channel checkbox(es) and

click OK.
@ New Crop Region X €8 MNew Crop Region X
[ CHEMI P1 ] CHEMI P1
[] CHEMI P2 [ MIR P1
[l CHEMI P2
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A second bounding box will display in the figure preview:

page 243

LB' Graph

Image I Lanel Figure-1 |

@EgEl = =0

& Analysis Options [ Annotations = a

&
R g

230 -
180 - B
116 |
&5 -{
- B |- HsPso
+
3
40 |
..
2-

Do
Crop Regions 2

Caps [ 123456789

MW Range Channel Contrast
48-143 CHEMIP1
16-31 CHEMIPZ

Crop

Cancel

Drag the pink bounding box for the second crop region until the desired range is displayed in the table,

orjust click in the table cell and type a range.

To delete a row in the table - click the cell on the left of the MW Range column to highlight the row,

then right click the column and select Delete.

Crop Regions

Caps | 123456789

MW Range Channel Contrast
66-142 CHEMI P1

%5-29 CHEMI P2

4. Click Crop to create the figure file.
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@}\3 Analysis Options |[# Annotations = 0

|Figure-1 V| K VRN T
Crop Regions -3
Caps 1,234

MW Range Contrast
8-251 Default

Crop |

Cancel
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The figure displays in a new tab. The following examples show figures for a standard immunoassay with
one crop region and a RePlex Assay with two stacked crop regions for each probe:

I Graph | B image [ Lane | Figure-1| & Analysis Options |E2f Annotations| = O
ITY
«Da Biot LagderHela Crop Regions N
220 -
Caps 1234
120 -
MWRange  Contrast
8251 Defoult
116 | -
Re-crop
6 - .
Lane Labels ¥
|1 1 S Band Labels 9
@ Title & Notes ¥
Settings ¥

N B e |- System Control
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[ Graph Image Lane | Figure-1

\Ds Biot Ladder Hela

116 —| -

—_— B (- Hspeo

- . - 14-3-3

116 -

= O || & Analysis Options | Annotations

O
[fwer — pmA®
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Crop Regions

Caps | 1,2,3,4567.89

MW Range
15143
15-143

Channel Contrast
CHEMI P1
CHEMI P2

Lane Labels
Band Labels
Title & Notes
Settings

Re-crop

& K K«

After the figure is cropped, the information in Caps and the table can't be adjusted. If changes are
needed, click Re-crop. This returns you to the prior view where you can reorder lanes, adjust the MW

range, or add a new crop region.

NOTES:

After you create a figure, saving the run file saves the figure with the run data and the figure will display

the next time you open the file.

If you don't see the data you want to include in the figure preview, you can click on the Lane tab to review

all run data and select/deselect channels.

5. Optional: If you'd like to create a new figure, repeat the prior steps. Each new figure will display in its

own tab:

Compass for Simple Western User Guide



page 246 Chapter 7: Size Assay Data Analysis

|k Graph B8] Image Lane | Figure-1 | Figure-2

kDa __ Hela

230 -

180 -

116 -

...—ERK1

. . . - System Control

NOTE: If Analysis settings are modified in the run file, for example peak name changes or changes that
affect peak area, those changes are automatically applied to figures created from the run file.

Annotations Pane Toolbar

These options are available in the Annotations pane toolbar:

& Analysis Options | Annotations = g
Figure selection —-| Figure-1 v| O @ M [l — Delete selected figure
Duplicate Export
selected selected
figure figure

To export a figure:

Click the Export selected figure icon or right click on the figure and select Export. Browse to the directory
you want to save the file to and update the file name as needed. File names must use these guidelines:

« Names must be between 1 and 20 characters
« Names must not already be in use in the same run file

+ Use Unicode characters only:
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+  Letters and numbers
+ Spaces
+ Hyphen, minus or underline

- S

Click the down arrow in Save as Type to choose a file format.

«.pngand jpg are best for use in external programs like Microsoft® Word® or PowerPoint®.

page 247

- tiffis exported at 300 dpi and is the recommended format for submitting data to journals for publica-

tion.

@' Save As
« A » ThisPC » Documents » CompassforSW »

Organize = New folder

|5 Documents “  MName
Add-in Express Assays

Adobe Blots

CIDFont Instrument_Logs

CMap Mew Assays

Compass foriCE Runs

Compass for SW

Custom Office Templates

Downloads

Fax

Font

HP Photo Creations

Octet

OneNote Motebooks

original

original g2m

Outlock Files v

Date modified

)21 11:28 PM
2/12/2021 10:45 AM

3/18/2021 9:14 PM

v O

Type

File folder
File folder
File folder
File folder

File folder

Search Compass for SW

= <

Size

File name: | 2020-10-21_09-25-11_Hela ERK1 Abby_Figure-1.png

Save as type: | *.png

*ipg
* tiff
~ Hide Folders

To duplicate the current figure: Click the Duplicate selected figure icon. A duplicate of the figure cur-

rently selected will display in a new tab.

To create another figure: Follow the steps outlined earlier in this section. When you click the Create a fig-

ure icon, the new figure will display in a new tab.

To switch between annotating multiple figures: Click the Figure selection dropdown and select the fig-

ure you'd like to annotate.
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To copy a figure: Right click on the figure and select Copy. Open a document (Microsoft® Word®, Excel®,
PowerPoint®, etc.). Right click in the document and select Paste.

To delete a figure: Click the Delete selected figure icon.

To rename a figure: Select the figure in the Figure selection dropdown, then click on the text and type a
new name.

Adjusting Lane Contrast

After you create a figure, you can adjust the lane contrast in the figure two ways:

Contrast adjustment in the Lane pane:

This option lets you change the contrast for the Lane View and the figure at the same time. Note that con-
trast adjustments can be channel-specific and probe-specific depending on which Lane View options are
selected.

Click the Contrast Adjustment icon in the Lane pane.

MBS =B

Contrast Adjustment...

Click the bar and slide it left or right until the desired contrast is reached. The virtual blot lane contrast will
change as you do this, but not the figure. The contrast adjustment will be applied to the figure when you
release the mouse.
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The following examples show Lane View and figure contrast before (left) and after adjusting the contrast
using Contrast Adjustment (right) in Lane View:

| x
& Groph | 2 image | Lane L9, - = L& Groph 2 Image [ Lone | @Hgls-0
5 T‘L} 5
wa & @ @@ 2”@ we W 2@ &7 @ 27
230 - - W — - 230 - - T —— - —— - -
180 - 180 -
116 - w— G 116 - -
66 - - " 66 - -
8
w0- -H----------.----------. w0 -H----------.---------..
(N - A N U U -
12 - - Lae 12 - -
Band
v 2 3 4 5 & 7 8 9 10 M 1 138 W 15 18 17 1B 18 20 2 2 23 2 2 Title. v 2 3 4 s & 7 8 8 W M 12 18 W 15 W 7 B 18 W 2 2 2B 2 5
< > | seets < >
Figure-1 =g Figure-1| =g
(Ds Biot LadderHela ~ (Da Biot LadderHela o
230 - . 230 - T O
180 -| 180 -
116 |- 116 - -
6 | . 6 -/ .
- . ...4»«1
w0 w0-
— - System Contral . . . - System Contral
2 -{ - 12 -| -
T2 3 4 o 12 3 4 v

Custom contrast in the Annotations pane:

This option lets you change the contrast in the figure only.

NOTES:

Custom contrast changes made in the Annotations pane are applied to the figure only. They are not
applied to the run data or in Lane View.

If Custom Contrast is selected in the Annotations pane, figure contrast can’t be changed using the Con-
trast Adjustment tool in the Lane View.

In the Annotations pane, click the down arrow next to Crop Regions to expand the section. Click the
cell in the Contrast column for the crop region you'd like to adjust, then select the ... button:
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& Analysis Options | Annotations = g

|Figure-2 V| e VRN 1]

»

Crop Regions

Caps | 1,234

MW Range Contrast

1-250 Default I%

Re-crop

2. Select the Custom Contrast checkbox.

= 8 @}E‘AnalysisOptionsIAnnotations = g

| Figure-2 V| e VRN 1]
Crop Regions -3
Caps | 1,234
MW Range Contrast
1-250 Default
Re-crop
€ Custom Contrast e
Custom Contrast ¥
CHEMI < > ¥

“®

Coc
gL

3. Click the bar and slide it left or right until the desired contrast is reached. Only the lane contrast in the
figure, not Lane View, will change as you do this.
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Adding Lane Labels

1. Click the down arrow next t

You can create different lane

Compass for Simple Western User Guide

This option lets you add lane labels on the figure, and change how they display.

o Lane Labels to expand the section.

Lane Labels

»

Group | SampleGroup

“lBm

> |

Link to | Sample]

style [ =2

S| T |==|| AP

Lane Label
Biot. Ladder
Hela

Hela

Hela

R

label groups based on assay attributes or create your own custom group.
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NOTE: Assay attributes for the run file can be viewed in the Assay scre

en Template pane.

Compass automatically creates a default SampleGroup which is |

the figure.

| Graph Image Lane | Figure-1

2. Edit the default lane label group as needed:
a. Clickin the Group field and enter a new name.

b. Select an attribute using the Link to drop down menu.

inked to the Sample name in the assay

template. For more information on assay plate annotations, see “Step 5 - Add Assay Plate Annotations
(Optional)”on page 49. This information for the run data is displayed in the table and above the lanes in

In this example, Capillary was selected as the attribute (for RePlex assays, this attribute is Probe:Capil-
lary). This displays capillary numbers above the lanes in the figure. This information is also displayed

in the Lane Table.
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Lane Labels S
Group|Caps v| |
Link to | ETaEl |v
Sample
Sivle Sample Attribute
Primary
Primary Attribute
. Secondary
Secondary Attribute
3 MNone *l
4 Hela |
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| Graph Image| Lane[Figure-‘Il Lane Labels *
Group|Cap5 V| O [
Link to | (SEIIELY ~
o 12 3 e ink to
530 _ Style | = ([ ]| # ||==|| A || ©
180 - Lane Label
1 1
2 2
116 —| — 3 3
4 4
66 - .

You can also create a custom group by selecting None from the Link to drop down menu. Selecting
None allows you to create custom names for each Lane Label in the table.

Lane Labels

»

Group|LaneGroup2 v| |

Linkto| MNone v|

Style | =2 (| S (| # || o=

|»
<

Lane Label

Test sample 1
Test sample 2

3. Create new groups as needed. Lane labels for all groups will be displayed on the figure.

a. Click the Create a label group icon.

Lane Labels S

Group w mw
Link to | Capillary
| Create a label group i

sle | Z [ 5 |[F | f[a] w

Lane Label

oW g =
oW g =

b. Click the Group field and enter a name.
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C. Select an attribute using the Link to drop down menu. In this example, two lane groups are dis-
played on the figure, one for capillaries and for samples:

| Graph Image Lane | Figure-1

Biot. Hela
Ladder

kDa 1 2 3 4
230 | .

116 |-

4. Change the lane label styles using the Style icons. Styles are applied per group. If you're using more than
one lane label group, first select the group you want to change in the Group dropdown.

Merge labels Label location  Overline/underline
Style | = | S5 || & A || % — Rotate label
Wrap label text Group name position

Merge labels: Toggling this icon switches between having individual labels on every lane or merging
labels across lanes with the same Lane Label name.

[l Graph Image Lane | Figure-1 [l Graph Image Lane | Figure-1
3 3
5 S \?b 2
OGN & &
Wa RN s &

230 - . 230 - .
180 - 180 -
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Wrap label text: Toggling this icon switches between the label text displaying on one line or wrapping
onto the next line.

| Graph Image Lane | Figure-1 |k Graph Image Lane | Figure-1
kDa Diot LadderHela Biot. Hela
kD Ladder

230 -| . e —
230 -| .
180 -
180 -
When this option is active, || displays in the label text in the table to indicate where the text will wrap. If
you've created a custom group, you can add additional breaks by typing || next to a word.

| Graph Image Lane | Figure-1

Lane Label
1 Test||HeLa||1
2 Test||Hela 2
3 Test||Hela 3
4 Test||HelLa 4 Test Test Test Test
Hela Hela Hela Hela 4

Label location: Toggling this icon moves the labels to under the lanes and back to the top. The default
position is above the lanes. If more than one set of group labels is displayed, toggling the icon will move
the currently selected group’s labels under other group labels first before moving it under the lanes.

| Graph Image Lane | Figure-1 | Graph Image Lane | Figure-1
-4— System Control
Biot. Hela 1 2 3 4
Ladder Biot. Hela 12 ~| -
kDa 1 2 3 4 kD Ladder

Biot. Hela
230 —| . 230 - . Ladder
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Group name position: Toggling this icon displays the group name on the left, top and right of the lane

| Graph Image Lane | Figure-1 | Graph Image Lane | Figure-1 | Graph Image Lane | Figure-1
Biot. Hela Biot. Hela
[ I Samples
TP ladder Biot. Hela Ladder Samples
kDa 12 3 4 Ladder kDa 12 3 4

230 - . kpa 12 3 4 230 -| ..
230 - .-

Overline/underline: Toggling this icon switches between displaying a line under the labels, above the

labels or off.
[l Graph Image Lane | Figure-1 [l Graph Image Lane | Figure-1 [l Graph Image Lane | Figure-1
Biot. Hela Biot. Hela Biot. Hela
ladder Ladder Ladder

Da Da Da
230 - 230 - 230 -
180 - 180 - 180 -

Rotate label: This lets you change the font angle of the labels. Click the Rotate label icon and enter a
font angle. The default setting is O (horizontal). You can enter values from 0 to 90 degrees.

@ Font Angle *

Lane labels will rotate accordingly:

| Graph Image Lane | Figure-1
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Adding Band Labels

page 257

This option lets you add band labels on the figure, and change how they display.

1. Click the down arrow next to Band Labels.

Band Labels S
Group| V| L]
Link to | v
Style | S5 || 5 || 1
Band Label MW (kDa)

You can create different band label groups based on the Peak Names you created in the Analysis Set-
tings for your run or create your own custom groups.

NOTE: The Peak Name groups associated with the run data can be viewed in the Analysis Screen in the

Analysis Options pane.

Compass automatically creates default band label groups based on the Ladder and Peak Name groups
in the run data, and these labels automatically display on the figure. In this example, the default groups
included a Ladder, and a group with ERK1 and System Control.

Compass for Simple Western User Guide



page 258

2. Edit the default groups as needed:

Biot. Hela
kDg Ladder

230 |

180 -

116 |-

N s e |-a— ERK 1

-4— System Control

a. Clickin the Group field and select a group.

Band Labels S

(e[t MMEand - Peak Group 1 | |
. Ladder
Lt Band - Peak Group 1

Style | S | S ||

Band Label MW (kDa)
System Control 27
ERK 1 47

b. Change the name of the group as needed.

c. Select a Peak Name group using the Link to drop down menu.
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The peak names for the linked group will display in the table.

3. Create new groups as needed. Band labels for all groups will be displayed on the figure.

Band Labels

(ISR 0P eak Group 1

3

Group | ERK MEER

£

Ladder

Style
MNone
Band Label MW (kDa)
System Control 27
ERK 1 47

Band Labels

3

Group | ERK lmm

Link to | Peak Group 1

> |

Style | 5 | S ||

Band Label MW (kDa)
System Control 27
ERK 1 47
Title & Notes ¥

a. Click the Create a label group icon.

»

Band Labels

Goup [EEEENE ] [li o}
Createal

Link to | MNone

Style | S5 || 5 || 1

Band Label MW (kDa)

e

b. Click the Group field and enter a name.

C. Select a Peak Name group using the Link to drop down menui.

abel group i

page 259

You can also create a custom band label group by selecting None as the Link to option. This lets you
add new label names directly into the table. Click in the table cells and enter a name and a MW for
each band. In this example, a custom group was added to indicate where a band was expected but

not detected in the sample:
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Band Labels %
5 | -4— Band of interest missing Group | Custom v| &
Link to | MNone v|
N s e [-w— ERK 1 Syle [ S]] || 1
40 - Band Label MW (kDa)

Band of interest missin 70

-4— System Control

4. Change the band label styles using the Style icons. Styles are applied per group. If you're using more
than one group, first select the group you want to change in the Group dropdown.

Wrap text

Syle | 5 | S |

d AN

Line style Label location

Line style: Toggling this icon changes the line style next to the band label between no line, a short line,
along line and a line with an arrow.

N s s (- ERKT N s s | — ERK 1 B e e |--— ERKT
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Wrap label text: Toggling this icon switches between the label text displaying on one line or it wrap-

ping to the next line.
Band of interest
5 | -a— Band of interest missing 65 | . missing
- | -— ERK 1 B S e (— ERK T
a0 40

System
-4— System Control Control

When this option is active, || displays in the label text in the table to indicate where the text will wrap.
You can add additional breaks by typing || next to a word.

116 | ..
Band Label MW (kDa)
Band of||interest||missing 70 Banitiios
& | -4— interest
missing

Label location: Toggling this icon moves the labels back and forth between the left and right side of
the lanes. The default setting is on the right.

Band of interest
5 | -a— Band of interest missing 65 | . missing
W ERK 1 ERKT —» (D S -
a0 40
System
-— System Control Control
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Adding aTitle and Notes
You can add a title, notes and insert the run file name on the figure.

1. Click the down arrow next to Title & Notes to expand the section.

»

Title 8 Notes

Title

MNotes

#cbz

Enter a title and any notes. Text for both will display on the figure as you type. The title displays at the
top of the figure, notes display under the lanes.

2.

|li&. Graph | 2 Image Lane | Figure-1 = B || &* Analysis Options | Annotations = g
| BEAE
ERK Chemi Assay on Abby
& Crop Regions ¥
& Lane Labels ¥
& N
wa & & Band Labels ¥
230 - . Title & Notes &
180 -
Title | ERK Chemi Assay on Abby |
Notes | Data for research presentation]]
116 —| -
66 - #chz
Settings
B e s | a— ERK 1
40 -
-a— System Control
12 -| ..
1 23 4
Data for research presentztion
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3. Clicking #cbz will insert the run file name in the Notes text box:

@}@ Analysis Options | [ Annctations = 8 [l Graph | Image | Lane IFigure-‘Il
Figure-1 I L R T )
| | ERK Chemi Assay on Abby
Crop Regions ¥ &
Lane Labels ¥ & N
& &
Band Labels ¥ wa A
Title & Notes S 230 -
- 180 -
Title | ERK Chemi Assay on Abby
Notes | Data for research presentation,
2020-10-21_09-23-11_Hela ERK1 _| -
Abby.chz 118
#chz &6 - .
Settings ¥
B e e (-— ERK 1
40 -
-4— System Control
12 - ..

1 2 3 4

Data for research presentation, 2020-10-21_08-25-11_Hela ERK1
Abby.chz

Changing the Font

You can change the font, font size and style used for figure annotations.

1. Click the down arrow next to Settings to expand the section and click the ... button.

Settings -3
Font | 5egoe Ul | @

2. Select the desired font, font style and size and click OK. The default font is Segoe Ul.

Compass for Simple Western User Guide

page 263



page 264

Font

Font:

Show more fonts

Font style: Size:
Segoe Ul Regular
Palatino 2 2
Palatino Linotype i
Fap‘grus
bt
Perpetua
PERPETUA TITLING M1w

AaBbYyZz
Script:
Western

Chapter 7: Size Assay Data Analysis

Font changes are applied to all text on the figure. The font for labels, titles and notes can't be changed
individually. In this example, the selected font is Palatino bold:
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| Graph

Image| Lane[Figure-‘Il

ERK Chemi assay on Abby

bpé
i
-8 B
kDa Al b
230 —|
130 —
116 —| W
66 —| .
B S e |-— EREC1L
40 -
“— System Control
12 -|
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Changing the Electropherogram View

Options in the graph pane let you zoom and scale electropherograms, overlay or stack plots and change the
peak and plot information displayed.

The graph pane toolbar has the following options:

Auto Scale
A
B Graph Options

[E] Stack the Plots

[;] Overlay the Plots

Autoscaling the Electropherogram

Click the Autoscale button to scale the y-axis to the largest peak in the electropherogram.

L&Graph Image Lane m' EQV - O
Samples k
1300 ERK2

1200
1100
1000

oo = o W
=N =T == |
I=E = T - = |

Chemiluminescence

= R b
(=R =T = R =1
= & & & &

=
=]

12 40 8 90 116 180
MW (kDa)
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Click the Autoscale button again to return to default scaling.

S Gt B e 5 Lane TE=0 "o
Samples

5500

5000

=l K562

P c1:10
2
3500
]
£ 3000
E
=
T 2500
@
E
© 2000

1500 ERK2

1000

RK1
500 v
0
12 ) 116 180
MW (kDa)
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Stacking Multiple Electropherograms

Electropherogram data for multiple capillaries can be stacked vertically in the graph pane for comparison. To
do this:

1. Click Single View.
2. Select multiple rows in the experiment pane.

3. Click the Stack the Plots button. The individual electropherograms for each row selected will stack in
the graph pane.

[k Graph - B Image Lane m | @_ =
@ Samples
T 2000 ERK2
@ 1500
£ K562
§ 1000 RK1 C16
T 500
@
= 0 M n
S 2000 ERK2
@ 1500
£ K562
gL RK1 c13
T 500
2 0 LA A A P
2000 ERK2
@ 1500
£ K562
EL RK1 C1:3
T 500
@
& ) e
d 2000 ERK2
@ 1500
= K562
i RK1 C1:10
E 500
@
5 0 - e g e -
12 40 66 50 1186 120
MW (kDa)

You can customize the colors used for the stacked plot display. For more information see “Selecting Custom
Plot Colors for Graph Overlay” on page 362.
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Overlaying Multiple Electropherograms

page 269

The electropherogram data for multiple capillaries can also be overlaid on top of each other for comparison

in the graph pane. To do this:
1. Click Single View.

2. Select multiple rows in the experiment pane.

3. C(lickthe Overlay the Plots button. The individual electropherograms for each row selected will overlay

in the graph pane.

L& Graph B image| 3 Lane.

c1:3, C1:6, C1:8, C1:13

Igl=>" -0

8000

7500

7000

6500

6000]

5500

5000

4500

4000

Chemiuminescence

32500

2000

2500

2000

1500

1000]

500

o

System Control

ERK1

Hela (C1:3)
Hela (C1:6)

Hela (C1:13)

a0
MW (kDa)

66

You can customize the colors used for the overlay plot display. For more information see “Selecting Custom
Plot Colors for Graph Overlay”on page 362.
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Zooming

To zoom in on a specific area of the electropherogram, hold the mouse button down and draw a box around
the area with the mouse:

(G, i ] et

Samples

ERK2
1400 ¥

=
8

Chemiluminescence

RK1
v

12 40 “gE 90 116 180
MW (kDa)
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To return to default scaling, right click in the electropherogram and click Zoom Out.

M Graph Image} Lane} I m | = Qv =0
Samples

1500 ERK2

1400

1300

1200

- w2
o 1000 '
§ 500
& Zoom Out
£ o0 s
= Add Peak
E 700
E Add Baseline Point

600
2 Remove Baseline Point
© 500

ERK1 Clear All

400

200 Copy... Ctrl+C

200

100

0
40
MW (kDa)

Graph Options: Customizing the Data Display

NOTE: If you save the run file after updating Graph and Lane options in the Analysis window, those selec-
tions will be saved in the Default Analysis View and will automatically display the next time you open the
run file. See “Step 9 - Modify Default Analysis View (Optional)” on page 54 for more information.

You can customize electropherogram peak labels, plot labels and display options. To do this, select the
Graph Options button.
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Peak Labels

=T Matching Peak Mames
¥ Peak Names
¥ Peak Values

[ ul Fitted Peaks
[ s Baseline Fit
[ A Moise Region
[ == All Exposures
[ i Grid Lines

Independent Probe Scales

Plot Label

Sample [ Attribute
O Primary [ Attribute
[]5econdary [] Attribute
[ cCapillary  []Exposure

b4

Chapter 7: Size Assay Data Analysis

You can customize the labels used to identify peaks in the electropherogram with these options:

=T Matching Peak Mames
¥ Peak Names
¥ Peak Values

Matching Peak Names - Checking this box will draw vertical lines through each named peak. Using this
option with Stack the Plots or Overlay the Plots features is useful for visual comparison of named peaks

across multiple capillaries.
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Mlmagq Lane} I m|@_ ¥ =08

Samples

g

El
RK1

g
8

g

g &
°3

g

g &

g

Chemiluminescence Chemiluminescence Chemiluminescence
a
th

L S N ey N

12

©

MW (kDa)

- Peak Names - Checking this box will display peak name labels on all named peaks in the electro-
pherogram.

NOTE: If more than one peak label option is selected, peak name labels will always be used for named
peaks.
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MGlaph Image} Lane} I m| Eg]v =0
Samples
1300 ERK2
1200
1100
1000
o 500
3 800
& 700
S 600
E 500
[&]
400
300
200
100
0
-100
12 40 66 80 116 180
MW (kDa)

- Peak Values - Checking this box will display the molecular weight labels on all peaks in the electro-
pherogram.

NOTES:
When viewing standards data, this option is called Peak Positions. Labels displayed are peak positions
rather than molecular weight.

If more than one peak label option is selected, peak name labels will always be used for named peaks.
The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein Assay

in Compass for Simple Western may vary from apparent molecular weights using other techniques and
based on sample and assay conditions.
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|k, Graph Image} Lane} E|E]_ ¥ =08

Samples

1300 42

1200 '
1100
1000
o %0
3 800
& 700
S e
E 500

L8]
400
300
200
100
0
100
12 40 5 S0 116 180
MW (kDa)

Baseline, All Exposures and Grid Options

You can view the calculated baseline fit, peak integration, view all exposures and show grid lines with these
options.

[] 4l Fitted Peaks
[ s Baseline Fit

[ A Moise Region
[ == All Exposures

[] i Grid Lines

.- Fitted peaks - Checking this box will display how the peaks were fit by the software.
+ ForImmunoassays, the software uses Gaussian fit by default:

NOTE: This option is only available for sample data.
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H Image| [ Lane |

EeE-""5

Samples

8288

Chemiluminescence

BE588:28¢88

- 8

MW (kDa)

« For Wes Total Protein Assays, the software uses Dropped Lines fit by default:

H Image| [ Lane |

TEI=7 "0

g & 8

a
©

Chemiluminescence

DMAK

Hela + 7.5ug/mL DMNAK
C1:5

66

MW (kDa)

116
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- Baseline Fit - Checking this box will display the calculated baseline for the peaks. Depending on your
baseline type setting (baseline points or interpolated baseline), baseline points will also display for

regions of the electropherogram considered to be at baseline.

- Noise Region - Checking this box will overlay the noise region on the electropherogram. The noise
region is indicated by the two red dots. For more information on signal to noise methods and calcula-

tions, see “Signal to Noise Settings”on page 312.

M Graph Image Lane

38.000
36.000
34.000
32,000
30.000
28,000
26,000
24.000
22,000
20,000
18.000
16.000
14.000
12.000
10.000
&.000
6.000
4.000
2,000
0

Chemiluminescence

System Confrol

ERK1

235
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NOTE: This option is only available for sample data.

L&Graph Image Lane I ﬁ“;]— Y= H
Samples

5500

5000

4500 KEE2

4000 e
3
3500
@
£ 3000
E
=
E 2500 (S ——
= e = = —_— e =
E
S 2000

1500

1000

500

0
12 40 66 90 116 180
MW (kDa)

«All Exposures - Checking this option will overlay all the chemiluminescence or fluorescence (Jess
only) exposure times acquired for a particular run.The peak that corresponds to the exposure time
selected in the Analysis window on the Images page will be outlined in blue and the Peaks table
below the graph window displays the data corresponding to the selected exposure time.

In the image below, the All Exposures option is displayed and the 30 second exposure selected in the
Analysis window is outlined in blue.
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[ls&! Graph Imagq Lane} m | = Qv =g
c1tnm
iy 35kDa

28,000
26.000 1B

Chemiluminescence

MW (kDa)

ZH: Peaks . HE Capillanaﬂ —

Sample Primary Cap Peak Name Position MW (kDa) Height Area % Area Width S/N Baseline

BoNTA [Prman. | QI 1 3k0a w3 378 ams| mws | w0 | 123 w12 | 4wl
Viewing all the exposures in a single image can aid in spotting potential signal burnout.

Exposure times are sequential, so longer exposures may have less signal. Since the y-axis in the graph
view reports signal/time, the peak heights for the different exposures should be fairly similar. The peak
heights and areas will decrease over time with normal HRP enzyme or fluorophore decay, which is
expected to occur in the late exposures (longer than 120 or 240 seconds).

If on the other hand you observe a quicker signal (peak height) decline over time in the tall peaks vs.
smaller peaks for a chemiluminescence run, then this decline is what we refer to as burnout and is a
result of local Luminol depletion.

As a rule of thumb, start by looking at the shortest exposure times (typically 5 to 30 seconds). If the peak
heights from each exposure have similar values, then there is likely no signal burnout. If the peak height
decreases significantly during those early exposure times, this is an indication of potential signal burn-
out. Another hallmark of signal burnout is peaks developing shoulders and eventually splitting as expo-
sure time increases.

If you experience burnout, the first thing to do is to reduce the signal level by lowering the sample con-
centration in the assay. We do not recommend lowering the primary or secondary antibody concentra-
tion. Keeping the primary antibody concentration at saturation conditions keeps your assay linear and
reproducible.

The image below shows a chemiluminescence detection example where the peak height from 5 to 30
seconds declines significantly and it is split in two peaks by 30 seconds. In this case we would recom-
mend that you start by lowering the sample concentration.
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Mlmgqm“q DEl=0~ -0

c1:12

200,000
150.000
180,000
170,000
160,000
150.000
140,000
130,000
20,000
110.000
100,000

Chemiluminescence

70.000

10.000

MW (kDa)

+  @Grid Lines - Checking this box will display grid lines in the graph area.

Image} Lane} m'@— vo=
Samples
1300 ERK2
L

1200

1100

1000 562

C1:10
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Independent Probe Scales (RePlex Assays Only)

Checking this option displays Probe 1 and Probe 2 data using the same detection channel on independent
y-axis scales. The Probe 1 y-axis will display on the left and the Probe 2 y-axis will display on the right. Y-axis
labels will indicate P1 and/or P2. The following example show the graph display with the Independent Probe
Scales off (top) and on (bottom).

NOTE: When more than one channel is used for Probe 1, all data for a channel is displayed on the same y-
axis when viewing three or more channels.

|l Graph

Image|Lane‘ T El == ¥= 0O
22

19.000
: phosphe GSK3b
18,000 phgsphoSer AKT

17.000
16.000

15.000 Jurkat pos 1:10
14,000 Exposure: CHEMI P1HDR4
., 13000 Exposure: CHEMI F2 HDR4
T 12000 2
2 11,000
2 10,000
9,000
8,000
7.000
6.000
5,000
4,000
3,000
2.000
1.000
i
-1,000

Chemiluminesce

MW (kDa)

MGraph}lmage| Lane‘ T gl =0 == 8
22
19.000
phospho GSK3b 120.000
18.000 phosphoSer AKT
17,000 110,000
16,000

12011 Jurkat pos 1:10

14.000 Exposure CHEMI P1 HDR4 50.000

13.000 Exposure: CHEMI P2 HOR4
& 12.000 22

100.000

80.000

70,000

£0.000

50,000

40,000

Zd BAUBISBUILLN|ILEYS

30.000

20,000

10.000

0

-10.000
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Plot Labels

You can customize the plot labels displayed on the electropherogram with these options.

Plot Label

Sample [ Attribute
O Primary [ Attribute
[]5econdary [] Attribute
[ cCapillary  []Exposure

Plot labels are shown on the right side of the graph pane.

Sample - Checking this box will display the sample name. If sample names were entered in the assay
template (Assay screen), those names will display here. Otherwise, Sample (default name) will display.

Primary - Checking this box will display the primary antibody name. If primary antibody names were
entered in the assay template (Assay screen), those names will display here. Otherwise, Primary (default
name) will display.

Secondary - Checking this box will display the secondary antibody name. If secondary antibody
names were entered in the assay template (Assay screen), those names will display here. Otherwise, Sec-
ondary (default name) will display.

Capillary - Checking this box will display the cycle and capillary number. For example, C1:3 indicates
cycle 1, capillary 3.

Attributes - Checking this box will display attribute text. If attribute information was entered for sam-
ples or primary antibodies in the assay template (Assay screen), they can be selected as plot labels.

Exposure - Checking this box will display the exposure time(s) used for the data.

The following example shows an electropherogram with all plot labels selected:
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M Graph Image} Lane} I m | = E]v =0
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mg/ml
o 0 anti-ERK1/2
S 800 Cell Signaling
2 Exposure: Multi
2 700 C1:10
S 600
E 500
[&]
400
300
200
100
0
-100
12 40 66 80 116 180
MW (kDa)

Selecting Data Viewing Options

The graph view menu provides you with multiple options for changing what type of electropherogram data
is displayed. To access the view menu, click the stacked dot icon in the graph pane toolbar:

e Graphl \maga| Lane| Figure—1| 1 8 | =|—|8 =0 H‘:-j}ﬁl Analysis O... l Annotations
3 Sample
50.000 System Conirol ERK 1 «  Sample Baseline Corrected
Baseline Fit
Ral
< Baseline Points -
40000 Fit
Fit Baseline Corrected
35.000 Baseline Corrected Smooth
E Standards
@ 30.000
=) ——
@
£ 25000 oy
= Caps
= P
@ 20,000
=
o Modify
15,000
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A check mark next to the menu option indicates it is currently selected. Multiple options can be selected at a

time.

NOTE: Unless otherwise noted, graph view menu options are available for sample data only.

- Sample - Clicking this option will display raw, uncorrected sample data.

m Image} Lane}

EeE-""5

Samples

3700

40
MW (kDa)
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- Sample Baseline Corrected - Clicking this option will display sample data with the baseline sub-
tracted (zeroed). This is the default view.

|k, Graph Image} Lane} E|E]_ ¥ =08
Samples
1300
1200
1100
1000
@ 500
3 800
& 700
E 600
E 500
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400
300
200
100
0
-100
12 40 66 50 116 180
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- Baseline Fit - Clicking this option will display the calculated baseline for the raw sample data. In the
example that follows, both Baseline fit and Sample are selected.
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NOTE: This option is selected automatically when Baseline Fit is selected in graph options.

mlmagq Lane} I m|@_ ¥ =08

Samples

C1:10

g88888¢8

hemiluminescence

:

12 40 66 80 116 180
MW (kDa)

- Baseline Points - Clicking this option will display regions of the electropherogram considered to be
at baseline. In the example that follows, both Baseline Points and Sample are selected.
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NOTE: This option is selected automatically when Baseline Fit is selected in graph options.
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«  Fit - Clicking this option will display the bounding envelope of the fitted peaks as calculated by the
software for the raw sample data. In the example that follows, both Fit and Sample are selected.
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- Fit Baseline Corrected - Clicking this option will display the fitted peaks as calculated by the soft-
ware for the sample baseline corrected data. In the example that follows, both Fit Baseline Corrected
and Sample are selected, the fit plot is on the bottom.

[k Graph Image} Lane} ﬁ | E]— T =0

Samples

12 40 66 80 116 180
MW (kDa)

NOTE: When viewing standards data, this option is called Standards Fluorescence.
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Standards - Checking this box aligns the molecular weight of the raw standards data to the sample

data and overlays both electropherograms in the graph pane.
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Adjusting the Baseline

Spline Baseline

Points in the baseline can be added or removed as needed.

1. If you haven't already, name your peaks of interest.

2. Select Edit > Analysis, and click Peak Fit in the left sidebar.

3. Choose Spline as the Baseline Type if it isn't already selected.

Then, to view the baseline:

1. Click the Graph Options button in the graph pane toolbar and check Baseline Fit. This will display

baseline points for the raw sample data.

2. Use the mouse to draw a box around the area you want to correct. This will zoom in on the area.
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3. Right click a baseline point and click Add Baseline Point or Remove Baseline Point.

M Graph Image} Lane} I ﬁ | E]— ~=a

Samples

Biotimylated Ledder

sazanres. FrrTRTY

Zoom Out
Add Peak
Add Baseline Point

Remove Baseline Point

3 Peaks T Capillaries| Clear Al =0

Sample Primary Cap Peak MName Position MW (K Copy.. Ctrl«C  [Width SN

NOTE: To clear the manual addition or removal of baseline points and go back to the original view of the
data, right click in the electropherogram and click Clear All.

Interpolated Baseline

Compass for Simple Western lets you interpolate baselines from the base of each peak for named peaks that
use Dropped Lines integration.

1. If you haven't already, name your peaks of interest.
2. Select Edit > Analysis, and click Peak Fit in the left sidebar.

3. Choose Interpolate as the Baseline Type if it isn't already selected.

NOTE: Baseline Type selection is only available when Dropped Lines (manual) is used for the Area Calcula-
tion.
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Analysis Groups: Peak Fit

Range

Maximum

View OAnaIysis @ Full

Baseline

Baseline Type Spline ~
Spline

it Interpolate

Window

Stiffness

Peak Find

Threshold

Width 35.0

Area Calculation Dropped Lines

4. Click OK.
5. Inthe Analysis window Graph Pane, click Graph Options and select Fitted Peaks and Baseline Fit.

X

=T Matching Peak Mames
¥ Peak Names
¥ Peak Values

Al Fitted Peaks
Jb Baseline Fit
[] # Overlay FL
[ i Grid Lines
Plot Label
[]5ample

[ Method

[ Injection

[ Injection Mame

6. Select an injection in the Experiment pane.

7. Hover the mouse over the peak you want to adjust the baseline on. Two magenta bars will display that
show the start and end points of the peak’s integration.

8. To change the baseline, hover the mouse over one of the magenta bars. Then click the mouse and drag
the bar to move it. The cursor changes to indicate which direction you can move the integration point.
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9. Baseline points can also be added between two adjacent peaks for a better fit. Hover the mouse over

Chapter 7: Size Assay Data Analysis

116

the peak until the magenta bars appear, then right click and select Add Baseline Point.

sraph | ] Image [ Lane|
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Zoom Out
Add Peak
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3

40
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10. To remove the baseline point, hover the mouse over the peak until the magenta bars appear, then right

click and select Remove Baseline Point.

Compass for Simple Western User Guide




Changing the Electropherogram View

iraph | £ Image | [ Lane

o
=

S

4600
4400
4200
4000
3800
3600
3400
3200
3000
2800
2600
2400
2200
2000
1800
1600
1400
1200
1000

800

600

Zoom Out
200 Add Peak
Add Baseline Point
600 Clear...

copy.

MW (kDa)

Selecting the X-Axis Molecular Weight Range

Exposure: HOR

3

page 293

The molecular weight range used for the x-axis can be changed. To do this, Select View in the main menu

and click View Region. The following pop-up window will display:

r ——
@ View Region
Range
@ Analysis () Full ) Custom
Lower: | 10.0 | Upper: | 350.0

[ ok J[ Concer |

«  Selecting Analysis will match the range of the run data that was selected in the Peak Fit Analysis Set-

tings in both the electropherogram and virtual blot view.
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« Selecting Full will display the range of the run data for the entire capillary in both the electrophero-
gram and virtual blot view.
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« Selecting Custom allows you to manually enter the Lower and Upper ranges of the run data to be
displayed in both the electropherogram and virtual blot view.
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ITEl=E” 0

DNAK

Hela + 30ug/ mL DNAK
c1:3

NOTE: You can change the default x-axis range that Compass for Simple Western uses. For more informa-

tion, see "Normalization (Jess/Abby only)” on page 309.

Closing Run Files

If more than one run file is open, you can close just one file or all the open files at the same time.

- To close one of multiple open run files - In the experiment pane, click on one of the sample rows in

the file. Next click File from the main menu and click Close.

- To close all open run files - Select File from the main menu and click Close All.
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Analysis Settings Overview

Compass for Simple Western has a variety of analysis features and settings that you can modify as needed to
enhance run data.

To access the analysis settings, select Edit in the main menu and click Analysis. If more than one run file is
open, select the run file you want to view analysis settings for from the list:

‘u‘iew Instrument  Window Help

Cut

Copy Ctrl+C | -

Paste ChrleV Graph . B Image Lane
Analysis 3 Simple Western ERK Demo...
Preferences 2011-07-13_16-55-20_7-12-2011

The following screen will display:

@ Analysis: Jess_Chemi-NIR_TPA_Reprobe O e
Standards Standards
Ladders
Images Standards

Normalization
Fluorescent Peaks
w Peak Names

Standard Curves MW (kDa) Position Fit
Loading Controls 1 120 [
Peak Fit 20 270
Lane Contrast
Signal to Noise 0 530
Advanced
Add Remove

Import... Export... oK Cancel Apply
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To move between analysis pages in this window, click on an option in the list on the left. The following anal-
ysis settings can be user-customized in Compass for Simple Western:

- Standards - Lets you customize the positions Compass for Simple Western uses to identify fluores-
cent standards peaks.

- Ladders - Lets you customize the molecular weight Compass for Simple Western uses to identify
molecular weight ladder(s), as well as change the capillary used.

Images - Lets you view the chemiluminescent exposures taken during the run and view data for dif-
ferent exposures in the Analysis screen.

- Normalization (Jess/Abby only) - Lets you change the reference capillary used for normalization
calculations and define region for normalization area.

- Peak Names - Lets you enter custom naming settings for sample proteins associated with specific
blocking reagents, primary antibodies or attributes and have Compass for Simple Western automati-
cally label the peaks in the run data.

- Peak Fit - Lets you customize peak fit settings for sample data.
- Lane Contrast - Lets you enter custom contrast settings for detection channels in Lane View.
+ Signal to Noise - Lets you change the method used to calculate signal to noise in sample data.

« Advanced - Lets you customize analysis settings for samples, standards and image data.

Compass for Simple Western User Guide



page 298 Chapter 7: Size Assay Data Analysis

Advanced Analysis Settings

The advanced analysis settings page lets you view and change analysis settings for samples, standards and
image data. To access these settings, select Edit in the main menu and click Analysis, then click Advanced
in the options list.

NOTE: Settings can be modified in an assay prior to starting a run, or in a run file once the run has finished
executing. Analysis changes made to an executing run will not be saved to the final run file.

@ Analysis: Jess_Chemi-NIR_TPA_Reprobe O e
Standards Advanced
Ladders
Images. . Analysis Groups Analysis Groups: Advanced
Normalization
w Peak Names Advanced Standards
Standard Curves Peak Width
Loading Controls ]
Peak Fit onablcoat
Lane Contrast 3 I
: ] ample
Signal to Noise
Advanced Peak Fit Starting Width Ratio
Add Remove
Image
Apply Default: Median Filter Threshold Ratio
Advanced | Median Filter Threshold Limit
Apply Override:
Apply To Group
Add Remove
Import... Export... oK Cancel Apply
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Click Import to import an analysis settings file. This will be explained in more detail in “Importing
Analysis Settings”on page 356.

Click Export to export the current analysis settings file. This will be explained in more detail in
“Exporting Analysis Settings”on page 356.

Click OK to save changes and exit.

Click Cancel to exit without saving changes.

Standards Settings

Peak Width - The approximate width (at full width half max) used to filter out fluorescence artifacts
which improves recognition of standards. The default value is 15.

Allowable Drift - The distance in pixels that standards are expected to move compared to their
entered positions in the standards analysis page. This setting assists in recognition of standards. The
default value is 100.

Sample Settings

Peak Fit Starting Width Ratio - Focuses the peak fit towards the peak center and aids the overall
peak fitting. The default value is 0.5.

Image Settings

Median Filter Threshold Ratio - Pixel ratio used to filter out camera artifacts. The default value is 0.5.

Median Filter Threshold Limit - Pixel threshold value used to filter out camera artifacts. The default
value is 1000.
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Advanced Analysis Settings Groups

Advanced analysis settings are saved as a group, and multiple settings groups can be created. Specific group
settings can then be applied to individual capillaries, sample names or attributes in the run data.

NOTES:

We recommend using the Compass for Simple Western default values for advanced analysis settings.
These settings are included in the default Advanced group.

Analysis settings are run-file specific. However, settings can be imported or exported for use with other run
files. For more information see “Importing and Exporting Analysis Settings” on page 356.

Analysis groups are displayed in the analysis settings box:

Analysis Groups

Advanced

Add Remove

The Advanced group shown contains the Compass for Simple Western default analysis settings. You can
make changes to this group and create new groups.

To view settings for a group, click on the group name in the analysis settings box.

Creating a New Analysis Group

1. Select Edit in the main menu and click Analysis, then click Advanced in the options list.

2. Click Add under the analysis settings box. A new group will be created:

Analysis Groups

Advanced
Advanced 2

Add Remove

3. (lick on the new group and enter a new name.
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Analysis Groups

Advanced
ERK1 analysis

Add Remove

4. Modify standards, sample or image parameters as needed.

5. To use the new group as the default analysis settings for the run file data, click the arrow in the drop
down list below Apply Default, then click the new group from the list. Analysis settings in the new group
will then be applied to the run data.

Apply Default:

Advanced ~

Advanced |
Apply To Group

6. Click OK to save changes.

Changing the Default Analysis Group

1. Select Edit in the main menu and click Analysis, then click Advanced in the options list.

2. Click the arrow in the drop down list below Apply Default, then click a new default group from the list.

Apply Default:

Advanced ~
Advanced |
Apply To Group

3. Click OK to save changes. Analysis settings in the group selected will be applied to the run data.

Modifying an Analysis Group
1. Select Edit in the main menu and click Analysis, then click Advanced in the options list.

2. Click on the group in the analysis settings box you want to modify.
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Analysis Groups

Advanced

ERK1 analysis

Add Remove

3. Modify standards, sample or image parameters as needed.

4. Click OK to save changes. The new analysis settings will be applied to the run data.

Deleting an Analysis Group

1. Select Edit in the main menu and click Analysis, then click Advanced in the options list.

2. Click on the group in the analysis settings box you want to delete and click Remove.

Analysis Groups

Advanced

ERK1 analysis

Add Remove

3. (lick OK to save changes.

Applying Analysis Groups to Specific Run Data
1. Select Edit in the main menu and click Analysis, then click Advanced in the options list.

2. Click on the group in the analysis settings box you want to apply to specific run data.

Analysis Groups

Advanced

ERK1 analysis

Add Remove

3. Application of analysis groups to specific run data is done in the override box. Click Add under the over-
ride box. A default override data set will be created from sample information found in the run file.
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Apply Override:
Apply To Group
Biot. Ladder ERK1 analysis
Add Remove

4. Click the cell in the Apply To column, then click the down arrow.

Apply Override:
Apply To Group
Hela v ERK1 analysis

Biot. Ladder

Custom Settings...

Add Remove

5. Select an option from the drop down list. This will apply the settings group selected to specific run data
as follows:

Sample names - All sample names entered in the assay template (Assay screen) will display in
the drop down list, otherwise the default name of Sample will be shown. Select a sample name
to apply group settings to all capillaries that use this sample name in the run file.

Attributes - All sample attributes entered in the assay template (Assay screen) will display in the
drop down list. Select an attribute to apply group settings to all capillaries that use this attribute
in the run file.

Cycle 1 - When this option is selected, group settings will be applied to all capillaries.

Probe 1 and 2 (RePlex Assays only) - Applies group settings to all capillaries within that probe.
Custom settings - Lets you choose specific capillaries to apply the group settings to. When this
option is selected, the following pop-up box appears to let you enter a specific capillary number
or range of capillaries:
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€ Custom Settings *

Enter probe and capillary descriptor

Examples:

23, 1:1-10

Probe 2 capillary 3, and probe 1 capillaries 1 through 10
1-2:6+8+10

Probes 1 through 2, capillaries 6, 8 and 10

oK Cancel

6. If you need to change the analysis group used for a data set, click the cell in the Settings column and
click the down arrow. Select a group from the drop down list.

Apply Override:
Apply To Group
Hela ERK1 analysis Y]
ERK1 analysis
Add Remove

7. Repeat the previous steps to apply other groups to specific run data.
8. Toremove a data set, click on its cell in the Apply To column, then click Remove.

9. (lick OK to save changes.
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Images Analysis Settings

The Images settings in the Analysis window lets you see what Detection Profile was selected, what expo-
sures were taken during the run, and view data for different exposures in the Analysis screen. To access these
settings, select Edit in the main menu and click Analysis, then click Images in the options list.

NOTES:
If you're using Compass for Simple Western v3.1 or higher, High Dynamic Range is the default setting.

If the run was performed with HDR unchecked, the data can still be analyzed with the improved HDR
algorithm by selecting High Dynamic range from the drop down menu. For Jess, Wes and Abby chemilu-
minescent runs, the increase in dynamic range will not be as noticeable since the substrate refresh was

not performed.
@ Analysis: 2018-04-27_15-43-31_Jess Alpha 2 SL O *
Standards Images
Ladders
Images

Mormalization Mear Infrared Exposure3 60 seconds

w Peak Mames Infrared Exposure1 10seconds
Standard Curves

Loading Contrals Protein Mormalization Exposure1 1seconds

Peak Fit

Lane Contrast

Signal to Noise

Advanced

Import... Export... oK Cancel Apply

NOTE: The Images pane will only list the channels of data that are present in the run data file.
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Click Import to import an analysis settings file. This will be explained in more detail in “Importing
Analysis Settings”on page 356.

Click Export to export the current analysis settings file. This will be explained in more detail in
“Exporting Analysis Settings”on page 356.

Click Apply to see effects of changes before saving.
Click OK to save changes and exit.

Click Cancel to exit without saving changes.

Exposure Settings

The exposure used for the sample data displayed in the Analysis screen is shown below for a standard che-
miluminescent Immunoassay with Protein Normalization (top), a RePlex Assay (Jess/Abby only) with two
chemiluminescent immunoassays (middle) and a Stellar Assay on Jess (bottom):
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Standards

Ladders

Images

w Peak Names

Standard Curves
Loading Controls

Peak Fit

Lane Contrast

Signal to Noise

Advanced

Images

Mear Infrared

High Dynamic Range

Infrared .
Exposure 4 2 seconds

Exposure 3 5seconds
Exposure & 10 seconds
Exposure 7 15 seconds
Exposure 8 30 seconds
Exposure 9 60 seconds

& Analysis: Jess Protein Normalization [m} >
Standards Images =R o o
Ladders
Images
Normalization Chemiluminescence High Dynamic Range 4.0

v Peak Names Protein Mormalization 1 5

Standard Curves ——m

Loading Control Exposure 2 2 seconds

oa. ing tantrals Exposure 3 4 seconds

Peak Fit Exposure 4 8 seconds
Lane Contrast Exposure 5 16 seconds
Signal to Noise Exposure 6 32 seconds
Exposure 7 64 seconds

Ad d P

anee Exposure 8 128 seconds
Exposure 8 512 seconds

@ Analysis: Jess_Chemi-Chemi_Reprobe [m| X
Standards Images
Ladders
Images Probe 1

~ Peak Mames

Standard Curves Chemiluminescence High Dynamic Range 4.0
Loading Controls
Peak Fit Probe 2
Lane Contrast
Sia;neal toonl\zzise Chemiluminescence High Dynamic Range 4.0
Advanced
@ Analysis: 2021-03-15_14-28-20_Jess Stellar_beta tubulin titration O >

Even when the exposures for HDR are set and can't be edited from the assay protocol, here you can choose

to view each one separately including High Dynamic Range (HDR multi-image).

- Multi-Image Analysis - Sample data displayed in the Analysis screen is compiled from all exposures
taken during the run. The Multi-Image analysis allows you to keep using exactly the same settings as
before, which is calculated using the algorithm in versions of Compass for Simple Western v3.0 or
Compass v2.7 or earlier. This is provided for backward compatibility and direct comparison to older

data sets, but the HDR method is preferred for all new analyses.

- High Dynamic Range - The HDR method uses information from multiple exposures to achieve good
signal-to-noise for low protein concentration while simultaneously maintaining signal monotonicity
at high protein concentration (i.e. avoiding “burnout”).
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High Dynamic Range 4.0 - Algorithm improvements were made to the original High Dynamic
Range analysis in HDR 4.0 to handle a wider range of burnout cases. HDR 4.0 is less sensitive to the
level at which burnout occurs. When burnout occurred at a low level, the classical HDR method had
trouble picking the optimal exposure and interpolating between exposures.

Exposure # - Sample data displayed in the Analysis screen is for this specific exposure only.

To see the number of exposures and exposure times used for the run data, click the arrow in the drop
down.

NOTE: The number of exposures taken and exposure times shown were specified in the assay protocol
(Assay screen) prior to executing the run and cannot be modified.

Changing the Sample Data Exposure Displayed

The exposure used for the sample data displayed in the Analysis screen can be changed. To do this:

1.
2.

Select Edit in the main menu and click Analysis, then click Images in the options list.

Click the arrow in the drop down list next to All and select an exposure setting:

Images

Chemiluminescence Exposure 4 8 seconds v

High Dynamic Range 4.0
Ex

Protein Normalization
osure 1 1 seconds

Exposure 3 4 seconds
Exposure 4 8 seconds
Exposure 5 16 seconds
Exposure 6 32 seconds
Exposure 7 64 seconds
Exposure 8 128 seconds
Exposure 9 512 second_s

Click Apply and then click OK to save changes and exit. Sample data for the exposure selected will dis-
play in the Analysis screen.
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Normalization (Jess/Abby only)

The Normalization settings in the Analysis window lets you view and change the reference capillary used for
protein normalization calculations, and adjust the control area and size region for determining the normal-

ization area. Normalization settings are applicable when using the Protein Normalization Module (Jess Only)
or when enabling the Total Protein feature for RePlex and Stellar Assays. To access these settings, select Edit
in the main menu and click Analysis, then click Normalization in the options list.

NOTES:
For Jess runs that include Protein Normalization, RePlex with Total Protein Normalization, and Stellar
Total Protein assays, the default Reference Capillary is set to 2.

For Abby runs that include RePlex and Total Protein, the default Reference Capillary is set to 2.

The Enable checkbox is selected by default and must stay selected to normalize immunoassay targets.

€ Analysis: 2019-01-29_17-43-07_2019_0128 _Jess [m| X

Standards Normalization
Ladders
Images

MNormalization MNormalization

w Peak Names ] Enable
Standard Curves Control
Laading Contiole Reference Capillary 2 ™
Peak Fit
Lane Contrast [ Control Area
Signal to Moise Reai
Advanced it
e St (09
Area End (kDa) 120.0
Baseline
Type Relative to 5td 1 A
St P
End (Pixel) 50.0
Impaort... Export... QK Cancel Apply
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- Click Import to import an analysis settings file. This will be explained in more detail in “Importing
Analysis Settings”on page 356.

- Click Export to export the current analysis settings file. This will be explained in more detail in
“Exporting Analysis Settings”on page 356.

- Click Apply to see effects of changes before saving.
- Click OK to save changes and exit.

- (lick Cancel to exit without saving changes.

NOTE: If you deselect the Enable checkbox in the Normalization settings, only Protein Normalization total
protein values will display, immunoassay target data won't be normalized.

To use the Protein Normalization fluorescence signal or RePlex/Stellar Total Protein chemilumines-
cent signal from a reference capillary for protein normalization: Click the Reference Capillary drop
down menu and select the capillary you'd like to use as the normalization control to normalize all other cap-
illaries against. ProteinSimple recommends choosing the capillary that had the highest sample concentra-
tion. The default reference capillary is 2.

Normalization

Enable
Control
Reference Capillary 2 v
[[] Control Area ‘; A
4
e s |
Area Start (kDa) 6
Area End (kDa) 3
9
Baseline 10
1
Type 12
Start (Pixel) 13
14
End (Pixel) 15
16
17
18
19
20
21
22
23
24 v

To manually assign a reference signal for protein normalization: Select the Control Area box and enter
a signal value. This setting is helpful when you want to use the average signal from more than one capillary
for normalization.
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Protein Normalization
Enable

Control

2

o
Regions

Ares Start (09
AresEnd (03

To change the sizing region that the normalization total area is determined: Enter new kDa values in
the Area Start and Area End boxes.

Protein Normalization
Enable

Control

2

Regions

A Start (09
Area End (kDa)

To change the baseline type for normalization: Select the Type in the drop-down menu.

Baseline
Type Relative to 5td 1 e
Start (Pixel) Relative to Std 1

Relative to Std 1 (Lower Points)

End (Pixel) Full Range
Full Range (Lower Points)

To change the region of points from which the baseline is being determined: Enter new pixel values in
the Start (Pixel) and End (Pixel). This only applies to the Relative to Std 1 and Relative to Std 1 (Lower
Points) baseline types.

- Relative to Std 1 - Uses the region defined by Start (Pixel) and End (Pixel) as it relates to the pixel
position of the left-most fluorescent standard (position 0).

- Relative to Std 1 (Lower Points) - Uses the region defined by Start (Pixel) and End (Pixel) as it relates
to the pixel position of the left-most fluorescent standard (position 0). Within this region, greater
weighting is given to pixel positions exhibiting lower signal.

- Full Range - Uses the region defined by the entire length of the capillary.
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- Full Range (Lower Points) - Uses the region defined by the entire length of the capillary. Within this
region, greater weighting is given to pixel positions exhibiting lower signal.

Click Apply and then click OK to save changes and exit. Updated sample data using the new normalization
settings will display in the Analysis screen.

Signal to Noise Settings

The signal to noise settings page lets you view and change the method used for the signal to noise calcula-
tion in the sample data. To access these settings, select Edit in the main menu and click Analysis, then click
Signal to Noise in the options list.

NOTE: Settings can be modified in an assay prior to starting a run, or in a run file once the run has finished
executing. Analysis changes made to an executing run will not be saved to the final run file.

@ Analysis: 2020-10-21_09-25-11_Hela ERK1 Abby O X
Standards Signal to Noise
Ladders
Images
w Peak Names SN
Standard Curves Method: |Signal-to-Moise Ratio ~
Loading Controls
Peak Fit MNoise Region
Lane Contrast ® Full (O Custom
Signal to Noise Start 500
Advanced
End 510.0
£ >
Import... Export... oK Cancel

- Click Import to import an analysis settings file. This will be explained in more detail in “Importing
Analysis Settings”on page 356.
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Click Export to export the current analysis settings file. This will be explained in more detail in
“Exporting Analysis Settings”on page 356.

Click Apply and then click OK to save changes and exit.

Click Cancel to exit without saving changes.

S/N Compass v5.0

S/N Compass v5.0 is a method that calculates peak score based on a peak finding algorithm to provide a rel-
ative ratio comparing all peaks within the electropherogram in Compass. S/N Compass v5.0 was referred to
as 'Peak Score (v1-v5)'in Compass for Simple Western versions 6.0. This is the default selection for run data
generated using Wes assays in Compass for Simple Western 6.0 and higher.

With some run data, Peak Score can result in negative signal to noise values. If this happens, using the Signal-
to-Noise Ratio instead will correct this.

Signal-to-Noise Ratio

The calculation used for the Signal-to-Noise Ratio follows USP/NF (United States Pharmacopeia/National
Formulary) regulations with the difference on how noise is determined. This is the default selection for run
data generated using Jess and Abby assays in Compass for Simple Western 6.0 and higher.

When this option is selected, you can set the following parameters to select the region of data used to iden-
tify the best noise sampling:

Full - Selects the entire data range of the run data within the capillary along the x axis (in kDa) for the
noise region. The default range used will be the size range for the run data: 2-40, 12-230, or 66-440
kDa. This is the default setting for the Noise Region and is recommended for most use cases.

Signal to Noise

SN
Method: |Signal-to-Moise Ratio ~

MNoise Region

® Full
() Custom
Start | 12.0

End | 2300

Custom - Lets you set the data range along the x axis (in kDa) to narrow the search region used for
the signal to noise calculation. To use this option, enter a Start and End value in kDa.
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NOTE: There are no custom range recommendations from ProteinSimple. The start and end value entry
depends on the user application and noise variation in the run data.

Signal to Noise

SN
Method: |Signal-to-Moise Ratio ~

MNoise Region

(O Full @ Custom

End 200

When Signal-to-Noise Ratio is selected, the software can overlay the noise region on the electropherogram
in the Graph pane. To display the overlay, select Noise Region from the Graph Options menu:

L&Graph ImageLane IE|E_ E = 0
v x
50,000 System Confrol ERK 1
=T Matching Peak Mames
45,000 ¥ Peak Names
40,000 ¥ Peak Values
35.000 Fitted Peaks
g T Baseline Fit
§ ' A\, Moise Region
@
E 25.000 All Exposures
= [ i Grid Lines
E
20 Plot Label
o -
15.000 DSampIe [ Attribute
O Primary [ Attribute
10,000 I:‘Secondary [ Attribute
[ cCapillary  []Exposure
5.000

12 40 66 116 180 230
MW (kDa)

The noise region is indicated by the two red dots on the electropherogram. To zoom in on the noise region:
select that area with your mouse:
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Next, select Auto Scale. This makes it easier to see the noise fit region, as well as the points used in the over-

all noise calculations:

M Graphl Image| Lane|

90
&0
70
60
50
40
30
20

Chemiluminescence

Auto Scale |

12
MW (kDa)
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The red line represents the quietest noise fit region within the bounded area. The two points are the greatest
difference in noise between the real and fit data within the quietest region.

To find the noise fit region, Compass for Simple Western utilizes a rolling window over the bounded area
based on the Start and End values. Beginning at the Start value, the software fits a curve using polynomial
regression to a window of real data, and calculates the maximum difference between the real data and the
fit data above and below the curve. It then searches for the quietest region via multiple searches within the
bounded area and chooses the region with the minimum noise.

Noise is found by taking the distance between the actual data points and the fit curve, and adding those val-
ues. In the following data, those values have been marked (1, 2), and the distance between the real point
and the fit curve is shown as the straight blue line:

L&Graph Imagc Lane Tfﬁ5| = — E

450 Jurkat pos
Exposhpe: CHEMI P1 HDR4

200

Chemiluminescance P1

MW (kDa)

The noise for this noise fit window is the Length of Blue line 1 + Length of Blue Line 2. This process continues
until the window reaches the End value.

h = Length of Blue line 1 + Length of Blue line 2

This is the highest noise within the determined region of minimum noise. The signal to noise ratio given the
peak height is then calculated using:

2.0 * Peak Height/h
This calculation is done for each peak, and is represented as the S/N value in the Peaks Table:
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|5 Peaks | 11 Capillres|

Sample Primary Cap Peak MName Position MW (kDa) Height Area % Area Baseline

Hela Anti-R... 7 3 522 235 26373 38650.2

NOTE: Per USP standards, ‘h’is derived from the noise region around the peak of interest and is used in the
S/N ratio calculation for that individual peak. Compass for Simple Western calculates *h’in the quietest
noise fit region in the boundary area (not around the individual peak of interest). This value is used to cal-
culate the S/N ratio across the capillary for all peaks, where the only value that changes for individual
peaks is the Peak Height.

Peak Fit Analysis Settings

The peak fit analysis settings page lets you view and change peak fit settings for sample data. To access
these settings, select Edit in the main menu and click Analysis, then click Peak Fit in the options list.

NOTE: Settings can be modified in an assay prior to starting a run, or in a run file once the run has finished
executing. Analysis changes made to an executing run will not be saved to the final run file.
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@ Analysis: ERK1 + system control_Wes-25 Size

Standards Peak Fit
Ladders
Images .
« Peak Names Analysis Groups
Standard Curves fit

Loading Controls
Peak Fit
Lane Contrast
Signal to Noise
Advanced

Add

Apply Default:
fit

Apply Override:

Remove

Apply To

Group

Add

Import... Export...

Remove

Analysis Groups: fit
Range
Minimum
Maximum

View

Baseline
Baseline Type
Threshold
Window

Stiffness

Peak Find
Threshold
Width

Area Calculation
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[m]
X

250.0

@® Analysis O Full

Interpolate
1.0

5.0

0

5 =Nl
o

Dropped Lines (manual) >

OK Cancel Apply

.+ Click Import to import an analysis settings file. This will be explained in more detail in “Importing

Analysis Settings” on page 356.

- Click Export to export the current analysis settings file. This will be explained in more detail in
"Exporting Analysis Settings”on page 356.

+  Click Apply and then click OK to save changes and exit.

- Click Cancel to exit without saving changes.

Range Settings

« Minimum - The molecular weight value (in kDa) below which peaks will not be identified. This value
will also be used as the default lower MW range for the data displayed in the electropherogram and

virtual blot.

+ Maximum - The molecular weight value (in kDa) above which peaks will not be identified. This value
will also be used as the default upper MW range for the data displayed in the electropherogram and

virtual blot.
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View - Changes the molecular weight range used for the x-axis.
Analysis matches the range of the run data that was selected in the Peak Fit Analysis Settings in
both the electropherogram and virtual blot view. This is the default setting.

Full will display the range of the run data for the entire capillary in both the electropherogram
and virtual blot view.

Baseline Settings

Threshold - The variance, or roughness, in a baseline data segment below which a point will be
called part of the baseline.

Window - How long baseline data segments are expected to be in pixels. Shorter segments will allow
the baseline to follow plateau sections of the signal.

Stiffness - The amount the baseline is allowed to vary from a straight line. Settings between 0.1 and
1.0 make the baseline fit closer to a straight line. Settings from 1.0 to 10.0 will make the baseline fit fol-
low the data more closely.

Peak Find Settings

Threshold - The minimum signal to noise ratio required for a peak to be identified. A setting of 1.0 will
detect many peaks, a setting of 10.0 will detect fewer peaks.

Width - The approximate peak width (at full width half max) in pixels used to detect peaks. The mini-
mum value for this setting is 3.0. Larger widths help to eliminate the detection of shoulder peaks and
noise peaks.

Area Calculation - Three fits are provided: Gaussian Fit, Dropped Lines, or Dropped Lines (manual).
These settings can be changed before or after the run is finished.

For Immunoassays, peak area is calculated using Gaussian distribution by default. Dropped Lines
(manual) allows for manually adjusting the start and stop positions of peak boundaries. This type
of area calculation is also often called the perpendicular drop method. This is the preferred
method when peaks overlap or are close to each other. It draws two vertical lines from the left
and right bounds of the peak down to the x-axis and then measures the total area bounded by
the signal curve, the x-axis (y=0 line), and the two vertical lines. Adjustments can then be made
to manually set the start and stop positions of the peak boundaries.
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This next view is of the same data using Dropped Lines (manual) instead:
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- ForTotal Protein Assays, peak area is calculated using Dropped Lines. This type of area calculation
is also often called the perpendicular drop method. This method is preferred when peaks overlap
or are close to each other as they are in Total Protein Assays. This method draws two vertical lines
from the left and right bounds of the peak down to the x-axis and then measures the total area
bounded by the signal curve, the x-axis (y=0 line), and the two vertical lines.
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Peak Fit Analysis Settings Groups

Peak fit settings are saved as a group, and multiple settings groups can be created. Specific group settings
can then be applied to individual capillaries, sample names or attributes in the run data.

NOTES:
We recommend using the Compass for Simple Western default values for peak fit analysis settings. These
settings are included in the default Peak Fit group.

Analysis settings are run-file specific. However, settings can be imported or exported for use with other run
files. For more information see “Importing and Exporting Analysis Settings” on page 356.
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Peak fit groups are displayed in the analysis settings box:

Analysis Groups

Peak Fit

Add Remave

The Peak Fit group shown contains the Compass for Simple Western default analysis settings. You can make
changes to this group and create new groups.

To view settings for a group, click on the group name in the analysis settings box.

Creating a New Peak Fit Group

1. Select Edit in the main menu and click Analysis, then click Peak Fit in the options list.

2. (Click Add under the analysis settings box. A new group will be created:

Analysis Groups

Peak Fit
Peak Fit 2

Add Rernove

3. Clickon the new group and enter a new name.

Analysis Groups
Peak Fit

[STAT Peak Fit

Add Remove

4. Modify range, baseline or peak find parameters as needed.

5. To use the new group as the default peak fit settings for the run file data, click the arrow in the drop
down list next to Default, then click the new group from the list. Peak fit settings in the new group will
then be applied to the run data.
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Apply Default:
[Peak Fit V|
Peak Fit I
Apply To Group
Add Remove

6. Click Apply and then click OK to save changes.

Changing the Default Peak Fit Group

1. Select Edit in the main menu and click Analysis, then click Peak Fit in the options list.

2. Click the arrow in the drop down list next to Default, then click a new default group from the list.

Analysis Settings
Peak Fit
STAT peak fit
Add ] ’ Rermove ]

Peak Fit
Override STAT peak fit |

3. Click Apply and then click OK to save changes. Peak fit settings in the group selected will be applied to
the run data.

Modifying a Peak Fit Group

1. Select Edit in the main menu and click Analysis, then click Peak Fit in the options list.

2. Click on the group in the analysis settings box you want to modify.
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Analysis Settings

Peak Fit

[ 4dd || Remove |

3. Modify range, baseline or peak find parameters as needed.

4. Click Apply and then click OK to save changes. The new peak fit settings will be applied to the run data.

Deleting a Peak Fit Group

1. Select Edit in the main menu and click Analysis, then click Peak Fit in the options list.

2. Click on the group in the analysis settings box you want to delete and click Remove.

Analysis Settings

Peak Fit

Add ] ’ Rermove

3. Click OK to save changes.

Applying Peak Fit Groups to Specific Run Data

1. Select Edit in the main menu and click Analysis, then click Peak Fit in the options list.

2. Click on the group in the analysis settings box you want to apply to specific run data.

Analysis Settings

Peak Fit

[ 4dd || Remove |

3. Application of peak fit groups to specific run data is done in the override box. Click Add under the over-
ride box. A default override data set will be created from sample information found in the run file.
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Override

Apply Te Settings
Bictinylated Ladder STAT peak fit

Add Remove

4. Click the cell in the Apply To column, then click the down arrow.

Apply Override:
Apply To Group
Biot. Ladder STAT peak fit

¥:
Cycle 1
Custom Settings...

Add Remove

5. Select an option from the drop down list. This will apply the settings group selected to specific run data
as follows:

Sample names - All sample names entered in the assay template (Assay screen) will display in
the drop down list, otherwise the default name of Sample will be shown. Select a sample name
to apply group settings to all capillaries that use this sample name in the run file.

Attributes - All sample attributes entered in the assay template (Assay screen) will display in the
drop down list. Select an attribute to apply group settings to all capillaries that use this attribute
in the run file.

Cycle 1 - When this option is selected, group settings will be applied to all capillaries.

Probe (RePlex Assays only) - Select a probe to apply Peak Fit group settings to all capillaries
within that probe.

Custom settings - Lets you choose specific capillaries to apply the group settings to. When this
option is selected, the following pop-up box appears to let you enter a specific capillary number
or range of capillaries:
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€ Custom Settings

Enter probe and capillary descriptor

Examples:
23, 1:1-10

1-2:6+8+10

Probes 1 through 2, capillaries 6, 8 and 10

Probe 2 capillary 3, and probe 1 capillaries 1 through 10

OK

Cancel

Chapter 7: Size Assay Data Analysis

6. If you need to change the peak fit group used for a data set, click the cell in the Settings column and
click the down arrow. Select a group from the drop down list.

Override

Apply To Settings
Biotinylated Ladder 5TAT peak fit -
STAT peak fit k
’ Add ] ’ Remove ]

7. Repeat the previous steps to apply other groups to specific run data.

8. Toremove a data set, click on its cell in the Apply To column, then click Remove.

9. Click Apply and then click OK to save changes.

Manual Peak Integration

Compass for Simple Western lets you manually integrate peaks in individual electropherograms.

1. Select Edit > Analysis, and select Peak Fit in the left sidebar.

2. Select Dropped Lines (manual) as the area calculation if it isn't already selected.
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Peak Find
Threshold
Width

Area Calculation

Dropped Lines (manual) ~

3. Select Fitted Peaks in the Graph Options.

AliF == 8

X

=T Matching Peak Names
] ¥ Peak Names
¥ Peak Values

[ aM Fitted Peaks
] > Baseline Fit

Moise Region
[ m All Exposures
“ Grid Lines

Plot Label

[“]sample [ Attribute
"] Primary [[] Attribute
[Isecondary []Attribute
[ capillary Exposure

4. Select a capillary in the Experiment pane.
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5. Hover the mouse over the peak you want to adjust. Two magenta bars will display that indicate the start

and stop points of its integration.
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Peak1 Peak2 Peak3 Peak5 Peaké Peak7 Peakd
Peakd

A

6. To change the integration, hover the mouse over either of the magenta bars. Then click the mouse and
drag the bar to move it.

« Ifthe cursor changes to F this is the peak start for the peak on the right.

el

If the cursor changes to 1 this is the peak end for the peak on the left.

J

« Ifthe cursor changes to + this is a joint boundary for the peaks on the left and right.
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In the example below, we moved the start and end points of the peak to include more area under the
peak:

You can also combine peaks by dragging the magenta lines left or right:
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You can also separate areas between peaks. Whenever you have a + cursor between two peaks that

aren't baseline resolved, move the mouse slightly to the right or left until you get the F or 1 cursor.

Click and hold the mouse. A black drop line will display indicating where the current peak start or end
point is. While holding the mouse, drag the cursor to the right or left to move the start or end point to
where you want it, then release the mouse.

Ll

7. Toremove the manual integration settings, right click on the graph or on the sample in the Experiment
pane and select Clear.
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Peak Names Settings

The peak names analysis settings page lets you enter custom naming settings for sample proteins. Compass
for Simple Western can automatically label sample peaks in the run data associated with specific blocking
reagent names, primary antibody names or attributes. To access these settings, select Edit in the main menu

and click Analysis, then click Peak Names in the options list.

| “= Standards == Samples =
EE Experiment = 08
Sample Primary Secondary
Biot. Ladder Blocking Streptavidin...
Hela (PS) Rabbit Anti-E... Anti-Rabbit...
+' Hela (PS) Rabbit Anti-E...  Anti-Rabbit...
+' Hela (PS) Rabbit Anti-E...  Anti-Rabbit...
+/ Hela (PS) Rabbit Anti-E...  Anti-Rabbit...
777 7 ji-E.. Anti-Rabbit...
Golumns i-E... Anti-Rabbit...
i-E... Anti-Rabbit...
abbit Anti-E...  Anti-Rabbit...
+/ Hela (PS) Rabbit Anti-E... Anti-Rabbit...
Hel a (PQ) Rahhit Anti-F Anti-Rahhit

Zoom Out
Add Peak
Add Baseline Point

Remove Baseline Point

Clear...
Copy...

Ctrl+C

40
MW (kDa)

66
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NOTE: Settings can be modified in an assay prior to starting a run, or in a run file once the run has finished
executing. Analysis changes made to an executing run will not be saved to the final run file.
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Ll Analysis: Chemi-Chemi Diff Targets_Jurkat-AKT-G5K-cRaf-2020-03-06_15-26-59-Jess RePlex [m] x
Standards Peak Names
Ladders
Images Analysis Groups Analysis Groups: Ser-AKT =
~ Peak Names
Standard Curves SR Name MW (k.. Color Range (%) Channel
Loading Controls GSK3b
hosphoSer A, 62 - o CHEMI
Peak Fit pan AKT phosp
Lane Contrast cRaf
Signal to Noise
Advanced
Add Remove
Apply Settings
Apply To Group
phosphoSer AKT Ser-AKT
phosphoGSK3b GSK3b
phospho cRaf cRaf
Add Remove Add Remove
v
< >
Import... Export... OK Cancel Apply

- Click Import to import an analysis settings file. This will be explained in more detail in “Importing
Analysis Settings”on page 356.

- Click Export to export the current analysis settings file. This will be explained in more detail in
"Exporting Analysis Settings”on page 356.

+ Click Apply and then click OK to save changes and exit.

+ Click Cancel to exit without saving changes.

Peak Names Analysis Groups

Peak name settings are saved as a group, and multiple settings groups can be created. Specific group set-
tings can then be applied to individual capillaries, blocking reagent names or primary antibody names and
attributes in the run data.

NOTE: Analysis settings are run-file specific. However, settings can be imported or exported for use with
other run files. For more information see “lmporting and Exporting Analysis Settings” on page 356.
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Peak name groups are displayed in the analysis groups box:

Analysis Groups

Protein

Add Remove

page 333

The Peak Names group shown is a Compass for Simple Western template group. You can make changes to

this group and create new groups.

To view settings for a group, click on the group name in the analysis settings box.

Creating a Peak Names Group

1. Select Edit in the main menu and click Analysis, then click Peak Names in the options list.

2. Click on the Protein template group in the analysis group box.

Analysis Groups

Add Remove

3. Enter a new name for the group.

4. Clickin the first cell in the Name column in the analysis groups peak table.

5. Enter a sample protein name associated with the primary antibody used in the run.

Analysis Groups: Protein

MName MW (k... Color Range (%) Channel

ERK1/2 80 I - IR
6. Clickin the first cell in the MW column.

7. Enter the molecular weight (in kDa) for the sample protein.
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Analysis Groups: ERK1/2

MName
DTNC
ERK2
PI3K
PLCg
ERK1

MW kDa Color Range (%)

8. Clickin the first cell in the Color column, then click the button.

Analysis Groups: Protein

Channel
CHEMI
CHEMI
CHEMI
CHEMI
CHEMI

Name
DTNC
ERK2
PI3K
PLCg
ERK1

The color selection box will display:

MWkDa Color Range (%) Channel

27 0[] 10 CHEMI

49 B - CHEMI

12 B CHEMI

151 10 CHEMI

45 - 10 CHEMI
Caolor g

|

lors:

Basic

fe]
=]

T

I
Ao o g
NN E. . N
EEEEEEEN
T
Custom colors:
EEEEEEEN
EEEEEEEN
[ Define Custom Colors > ]
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The color selected will be used to identify the sample protein peak in the peaks and capillaries table in

the Analysis screen.

9. (lick a color or define a custom color and click OK. The color selection will update in the table:
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Analysis Groups: ERK1/2
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MName
DTNC
ERK2
PI3K
PLCg
ERK1

MW kDa

27
45
112
151
45

Color Range (%)

I
10
10
10
10

10. Click in the first cell in the Range (%) column.

Analysis Groups: Protein

Channel
CHEMI
CHEMI
CHEMI
CHEMI
CHEMI

Name
DTNC
ERK2
PI3K
PLCg
ERK1

MW kDa

27
49
12
151
45

Color Range (%)

—
10
10
10
10

Channel
CHEMI
CHEMI
CHEMI
CHEMI
CHEMI

11. Enter a range window for the MW entered. Compass for Simple Western will automatically name peaks
found within this percent of the molecular weight. For example, if the molecular weight entered is 40
kDa and a 10% range is used, all peaks between 36 and 44 kDa will be identified with this peak name.

NOTE: The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein
Assay in Compass for Simple Western may vary from apparent molecular weights using other techniques

and based on sample and assay conditions.

12. For assays with more than one detection channel: click in the Channel cell and select a channel

from the drop down menu.

Analysis Groups: Protein

MName
DTNC
ERK2
P13K
PLCg
ERK1
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Adding Peak Names Groups

1. Select Edit in the main menu and click Analysis, then click Peak Names in the options list.

2. Click Add under the Analysis Groups box. A new group will be created:

Analysis Groups

ERK1/2
ERK1/22

Add Remove

3. (lickon the new group and enter a new name.

Analysis Groups

[ Erk172
STAT

Add Remove

4. Enter information in the Analysis Groups peak table as described in “Creating a Peak Names Group”on
page 333.

5. Click Apply and then click OK to save changes.

Modifying a Peak Names Group

1. Select Edit in the main menu and click Analysis, then click Peak Names in the options list.

2. Click on the group in the Analysis Groups box you want to modify.

Analysis Groups

[ Erk172
STAT

Add Remove

3. Change the information in the Analysis Groups peak table as described in “Creating a Peak Names
Group”on page 333.
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4. Click Apply and then click OK to save changes.

Deleting a Peak Names Group
1. Select Edit in the main menu and click Analysis, then click Peak Names in the options list.
2. (Click on the group in the Analysis Groups box you want to delete and click Remove.

3. (lick Apply and then click OK to save changes.

Applying Peak Names Groups to Run Data
1. Select Edit in the main menu and click Analysis, then click Peak Names in the options list.
2. Click on the group in the Analysis Groups box you want to apply to specific run data.

Analysis Groups

ERK1/2
STAT

Add Remove

3. Application of peak names groups to specific run data is done in the override box. Click Add under the
override box. A default override data set will be created.

Apply Settings
Apply To Group
All ERK1/2
Add Remove

4. Click the cell in the Apply To column, then click the down arrow.
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Apply Settings

Apply To Group

Park7 v Peak Names 1
bActin

HSP&D

mTor

1:100

1:1000

1:50
Streptavidin HRP
mouse

rabbit

Probe 1
HProbe 2

Custom Settings.. ¥ | Remove

>

eak Mames 2

5. Select an option from the drop down list. This will apply the settings group selected to specific run data
as follows:

« All-When this option is selected, peak names group settings will be applied to all capillaries in
the run file.

- Antibody names - All primary and secondary antibody names entered in the assay template
(Assay screen) will display in the drop down list, otherwise the default name of Primary will be
shown. Select a name to apply group settings to all capillaries that use the primary antibody
name in the run file.

- Attributes - All primary and secondary antibody attributes entered in the assay template (Assay
screen) will display in the drop down list. Select an attribute to apply group settings to all capillar-
ies that use this attribute in the run file.

Cycle 1 - When this option is selected, group settings will be applied to all capillaries.

- Probe (RePlex Assays only) - Select a probe to apply group settings to all capillaries within that
probe.

- Custom settings - Lets you choose specific capillaries to apply the group settings to. When this
option is selected, the following pop-up box appears to let you enter a specific capillary number
or range of capillaries:

€ Custom Settings *

Enter probe and capillary descriptor

Examples:

23, 1:1-10

Probe 2 capillary 3, and probe 1 capillaries 1 through 10
1-2:6+8+10

Probes 1 through 2, capillaries 6, 8 and 10

oK Cancel

6. If you need to change the peak names group used for a data set, click the cell in the Settings column
and click the down arrow. Select a group from the drop down list.
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Apply Settings
Apply Te Settings
All ERK1/2 -
ERK1/2 k
STAT
’ Add ] ’ Rermove ]

7. Repeat the previous steps to apply other groups to specific run data.
8. Toremove a data set, click on its cell in the Apply To column, then click Remove.

9. Click Apply and then click OK to save changes. Named peaks will be identified with a peak name label
in the electropherogram and virtual blot, and will be color coded in the peaks and capillaries tables:

[ls. Graph Imagq Lanq x ml EQV -
c1:8

PI3K

Hela
4000 c18

Chemiluminescence

12 40 66 116 180 230
MW (kDa)

E5 peaks 7 Capillaies | ==

Sample Primary Cap Peak Name Position MW (kDa) Height Area % Area  Width S/N  Basel
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To use a standard curve to quantitate the concentration of a target protein detected either by an
Immunoassay or a Total Protein Assay, first create peak names groups as described earlier for your standard
curve protein and the target protein. In the example below, ERK2 is the standard curve protein and the tar-

get protein.

NOTE: Analysis settings are run file-specific. However, settings can be imported or exported for use with
other run files. For more information see “lmporting and Exporting Analysis Settings” on page 356.

Standards | Peak Names
Ladders |
e Analysis Groups
w Peak Names
Standard Curves ERK
Loading Controls
Peak Fit
Lane Contrast
Signal to Noise
Advanced
Add Remove
Apply Settings
Apply To Group
All ERK
Add Remove
Import... Export...

Analysis Groups: ERK
Mame MW (k... Color Range (%) Channel
ERK2 49 I IR
Add Rermove
oK Cancel Apply

To set up a standard curve:

1. Click Standard Curves from the Peak Name submenu options.
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Standards

Ladders

Images

w Peak Names

Standard Curves
Loading Controls

Peak Fit

Lane Contrast

Signal to Noise

Advanced

Import... Export...

Lok~ N

Standard Curves

Standard Curves

Hela

concentrations were entered:
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Standard Curves: Hela

Peak: | ERK2 (CHEMI) ~

Fitt | |inear ~
Capillary Concentration
0.35 HELA 62.5
0.35 HELA 31.2

Add Rernove

oK Cancel Apply

From the Peak drop down list, select the peak name for your standard curve protein.
Choose either a Linear or 4 Parameter (4PL) curve fit from the Fit drop down list.
To add another concentration, click Add under the Standard Curve table.

Repeat the previous steps to enter information for other concentrations. In the following example, four
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@ Analysis: Jess 25 Cap - Systern Control Demo Data O X
Standards Standard Curves FrmyY
Ladders
Images Standard Curves Standard Curves: Hela

w Peak Names

Standard Curves Hela
Loading Controls Peak Group: | peak Fit w
Peak Fit
Lane Contrast Peak: |ERK2 (NIR) ]
Signal to Noise -
Advanced Fitt | Linear W
Add Remove
Capillary Concentration
Hela Lysate 0.35
Hela Lysate 0.25
Hela Lysate 0.0
Add Remove

To remove a concentration, select its row and click Remove.
6. Enter the concentration units in the box (for example, pg/uL).

7. Click OK to save changes.

Standard Curve Fits

Compass for Simple Western provides two different types of standard curve fits: Linear and 4 Parameter
Logistic (4PL). The equations applied are given below.

The linear curve is calculated using:

y = mx+c

where:

y = The peak area value

x =The concentration value

m = The slope of the fitted line

c =The intercept of the y-axis
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[k< Graph |2 Image Lane |- Std Curve =0
Cc1:1

150,000

140,000

130000) V0 22H

120,000 R-Squared : 0.952

110,000

100.000
90,000
80,000
70,000
60,000
50,000
40,000
30.000
20.000
10,000

FPeakArea
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The 4PL curve is calculated using:

— Max + Min — Max
y X HillSlope
1+
[ECSOJ

where:

y =The peak area value

Min =The minimum peak area value that can be obtained
Max = The maximum peak area value that can be obtained
EC50 =The concentration at the midpoint of the curve

HillSlope = The slope at the midpoint of the curve
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k< Graph |2 Image Lane |- 5td Curve =0
Cc1:1

240,000
220,000 Min : -5565
Max : 264676
200,000 EC50:7.06
Hill Slope : 0.664
180.000
160,000
140,000
120,000
100.000
80,000

FPeakArea

60,000
40,000
20,000

o
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Concentration (ug/mL)

Applying Peak Names Groups to Run Standard Curve

1. Select Edit in the main menu and click Analysis, then click Peak Names in the options list.

2. Click on the group in the analysis settings box you want to apply to specific run data.

Apply Settings
Apply To Group
All ERK1/2
All STAT
Add Remove

3. Application of peak names groups to specific run data is done in the override box. Click Add under the
override box. A default override data set will be created.

4. Click the cell in the Apply To column, then click the down arrow.
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Apply Settings
Apply To Group
All v ERK1/2

TAT

Add Remove

5. Select an option from the drop down list. This will apply the settings group selected to specific run data
as follows:

a.

All - When this option is selected, peak names group settings will be applied to all capillaries in the
run file.

Blocking reagent - When this option is selected, group settings will be applied to all capillaries that
use this reagent name in the run file.

Primary antibody names - All primary antibody names entered in the assay template (Assay
screen) will display in the drop down list, otherwise the default name of Primary will be shown.
Select a name to apply group settings to all capillaries that use the primary antibody name in the run
file.

Attributes - All primary antibody attributes entered in the assay template (Assay screen) will dis-
play in the drop down list. Select an attribute to apply group settings to all capillaries that use this
attribute in the run file.

Cycle 1 - When this option is selected, group settings will be applied to all capillaries.

Probe (RePlex Assays only) - Select a probe to apply group settings to all capillaries within that
probe.

Custom settings - Lets you choose specific capillaries to apply the group settings to. When this
option is selected, the following pop-up box appears to let you enter a specific capillary number or
range of capillaries:
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Custom Settings
® g

Enter cycle and capillary descriptor

Exarmples:

2:3,1:1-12

Cycle 2 capillary 3, and cyclel capillaries 1 through 12
1-3:6+8+10

Cycles 1 through 3, capillaries &, 8 and 10

6. If you need to change the peak names group used for a data set, click the cell in the Settings column
and click the down arrow. Select a group from the drop down list.

Apply Settings
Apply To Group
All
| Al
Add Remove

7. Repeat the previous steps to apply other groups to specific run data.
8. Toremove a data set, click on its cell in the Apply To column, then click Remove.

9. C(lick Apply and then click OK to save changes. The curve fit will be visible on the Std Curve tab and the
concentration of the proteins will appear in the Peaks table:
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s Graph E]Imagt Lant L Std Curve =0

180.000| Y0:-1594 | v
170,000{ Slope : 2819

5 10 5 220 25 30 35 4 4 50 5 60 65
Concentration (pgluL)

System or Loading Control Settings

Itis possible to use a system or loading control protein to normalize data between capillaries, between runs
and between instruments. First create peak names groups as described earlier for your control protein and
the target protein. In the example below, System Control is the control protein and ERK1 is the target pro-
tein.

NOTE: Analysis settings are run file-specific. However, settings can be imported or exported for use with
other run files. For more information see “Importing and Exporting Analysis Settings” on page 356.
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Standards Loading Controls
Ladders
Images
w Peak Names Loading Controls Loading Controls: Loading Controls 1

Stand.ard Curves Loading Controls 1
Loading Controls
Peak Fit Peak Names Group: | ERK ~
Lane Contrast
Signal to Noise MName Control
Advanced ERK1 O
System Con...
Add Remove
Probe: |1 ~
(®) Reference Capillary
Cap: |2 ~
(O Control Area 10000.0
Import... Export... oK Cancel Apply

To identify the control protein:
1. Click Peak Names and select Loading Controls.

2. Select a Reference Capillary from the pull-down menu. The peak area of this capillary will be used to
normalize the peak area of the named peaks. For RePlex assays (Jess/Abby only), the user can specify
which probe to use as the reference, Probe 1 or Probe 2. All named peaks in both Probe 1 and Probe 2
will be normalized to the reference.

3. To manually assign the Control Area, click the box and enter the peak area of your control protein.

4. Click Apply and then click OK to save changes. Compass for Simple Western will automatically normal-
ize the peak area of the target protein against the control protein. The corrected area appears in the
Corr. Area column in the Peaks table and in the Capillaries table:
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Standards Settings
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The standards analysis settings page lets you view and change the position for fluorescent standards. To
access this setting, select Edit in the main menu and click Analysis, then click Standards in the options list.

The default standard settings for the 12-230 kDa size range is shown in the following example:
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Standards

Ladders

Images

w Peak Names

Standard Curves
Loading Controls

Peak Fit

Lane Contrast

Signal to Noise

Advanced

Import... Export...

Standards

Standards

Fluorescent Peaks

@ Analysis: Chemi-Chermni Diff Targets_Jurkat-AKT-GSK-cRaf-2020-03-06_15-26-59-Jess RePlex

MW (kDa) Position Fit
1 120 [
29 270
230 530
Remove

oK Cancel Apply

«  ClickImport to import an analysis settings file. This will be explained in more detail in “Importing

Analysis Settings”on page 3

56.

- Click Export to export the current analysis settings file. This will be explained in more detail in

“Exporting Analysis Settings

"on page 356.

+ Click Apply and then click OK to save changes and exit.

« Click Cancel to exit without saving changes.

Standards Analysis Settings Groups

Standards settings are saved as a group, and multiple settings groups can be created. Specific group settings
can then be applied to individual capillaries, sample names or attributes in the run data.
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The ladders analysis settings page lets you view and change the molecular weight and position for the lad-
der and change the capillary, probe (Jess/Abby only) or channel (Jess only) used for it. To access these set-

tings, select Edit in the main menu and click Analysis, then click Ladders in the options list.

For RePlex Assays (Jess/Abby only), select the ladder in Probe 1 or Probe 2, depending on the assay setup.

NOTE: Probe selection is not available with RePlex Assays that include Total Protein.

The default standard settings for the 12-230 kDa size range is shown in the following example for a standard

Immunoassay and a RePlex Assay (Jess/Abby only):

@ Analysis: 2020-10-21_09-25-11_Hela ERK1 Abby

Standards Ladders
Ladders
Images Ladder

w Peak Names
Standard Curves Channel: | CHEMI
Loading Controls

Peak Fit

Capillary: |1

Lane Contrast
Signal to Noise
Advanced

MW (kDa)
12

40

66

116

180

230

Standards Ladders
Ladders
Images Ladder

w Peak Names

Standard Curves Channel: | CHEMI

@ Analysis: Chemi-Chermni Diff Targets_Jurkat-AKT-GSK-cRaf-2020-03-06_15-2
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NOTES:
Settings can be modified in an assay prior to starting a run, or in a run file once the run has finished exe-
cuting. Analysis changes made to an executing run will not be saved to the final run file.

We recommend using the Compass for Simple Western default values for standards and ladders analysis
settings. These settings are included in the default Standards and ladders group.

Analysis settings are run-file specific. However, settings can be imported or exported for use with other run
files. For more information see “Importing and Exporting Analysis Settings” on page 356.

Changing the Capillary Used for the Ladder

Known ladders are used to calculate the molecular weights of unknown sample proteins. As noted in the
Simple Western Product Inserts, we strongly recommend that you use capillary 1 for the ladder. However,
you can change the ladder capillary as needed, or opt to not use a ladder at all.

NOTES:
When the ladder capillary is set to none, fluorescent standards information is used to calculate sample
protein molecular weight instead of the ladder.

The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein Assay
in Compass for Simple Western may vary from apparent molecular weights using other techniques and
based on sample and assay conditions.

To change the ladder capillary:
1. Select Edit in the main menu and click Analysis, then click Ladders in the options list.

2. Clickthe arrow in the drop down list next to Capillary, then click a capillary number or none from the list.
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@ Analysis: 2020-10-21_09-25-11_Hela ERK1 Abby

Standards et
Ladders
Images Ladder
w Peak Names
Standard Curves Channel: | CHEMI w
Loading Controls Capillary: [1 >
Peak Fit Y
Lane Contrast o
Signal to Noise 2 a)
Advanced 3 12
4 40
; 66
7 116
8 180
s 230
10
1
12
13
14
13
16
17
18
19
20
21
22
23
24 I
25
Ad

Compass for Simple Western will use the data in the selected capillary to recalculate molecular weights
for sample proteins in the run data using the information in the ladder table. If none is selected, Com-
pass for Simple Western will instead use the information in the fluorescent peaks table (fluorescent stan-
dards) to calculate molecular weight for sample proteins.

NOTES:
When the ladder capillary is set to none, the ladder table becomes inactive and cannot be modified.

The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein Assay
in Compass for Simple Western may vary from apparent molecular weights based on other techniques as
well as sample and assay conditions.

Creating a New Standard
1. Select Edit in the main menu and click Analysis, then click Standards in the options list.

2. Click Add under the analysis settings box. A new MW will be added.

Compass for Simple Western User Guide



page 354 Chapter 7: Size Assay Data Analysis

3. Clickin the first cell in the MW column in the Fluorescent Peaks table.

4. Enter the molecular weight (in kDa) for the fluorescent standard.

Standards A v v
Standards
Fluorescent Peaks
MW kDa Position Fit

1 170 O

29 350

230 630

6 500

5. Clickin the first cell in the Position column.

6. Enter the position of the fluorescent standard peak.

Standards A v v
Standards
Fluorescent Peaks
MW kDa Position Fit
1 O
29 350
230 630
6 500

NOTE: Standards peak positions are relative to each other. Only the difference in their position is used to
help identify the standard peaks. When entering standard peak information for the first time, review the
standards data in the Analysis screen to find the correct peak position.

7. Repeat the steps above for the remaining standards in the table.

8. Select which standards should be used for molecular weight determination of sample proteins by click-
ing the checkbox in the Fit column.

Creating a New Ladder

1. Select Edit in the main menu and click Analysis, then click Ladders in the options list.

2. Click the arrow in the drop down list next to Capillary, then click a capillary number or none from the list.
Capillary 1is typically used for the ladder.
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@ Analysis: 2020-10-21_09-25-11_Hela ERK1 Abby

Standards et
Ladders
Images Ladder
w Peak Names
Standard Curves Channel: | CHEMI w
Loading Controls Capillary: [1 >
Peak Fit Y
Lane Contrast o
Signal to Noise 2 a)
Advanced 3 12
4 40
; 66
7 116
8 180
s 230
10
1
12
13
14
13
16
17
18
19
20
21
22
23
24 I
25
Ad

Compass for Simple Western will use the data in the selected capillary to calculate the molecular
weights for sample proteins using the information in the ladder table. If none is selected, Compass for
Simple Western will instead use the information in the fluorescent peaks table (fluorescent standards) to
calculate molecular weight for sample proteins.

NOTES:
When the ladder capillary is set to none, the ladder table becomes inactive and cannot be modified.

The reported molecular weight for sample proteins detected by an Immunoassay or a Total Protein Assay
in Compass for Simple Western may vary from apparent molecular weights using other techniques and
based on sample and assay conditions.

3. Ifaladder capillary was selected, click in the first cell in the MW column in the ladder table. Enter the
molecular weight (in kDa) for the ladder standard.
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Ladder
Channel: NIR v
Capillary: 3 v

MW (kDa)
4

66

116

180

230

4. Repeat the steps above for the remaining ladder MW values in the table.

5. Click Apply and then click OK to save changes.

Importing and Exporting Analysis Settings

The analysis settings in a run file can be exported as a separate file. This allows the same analysis settings to
be imported into other assays or run files at a later time, rather than having to re-enter settings manually.

Importing Analysis Settings

NOTE: Importing an analysis settings file populates the settings in all Analysis pages.

1. Open the run file or assay you want to import analysis settings to.
Select Edit in the main menu and click Default Analysis (Assay screen) or Analysis (Analysis screen).

Click Import on any page.

oW

Select a settings file (*.settings) and click OK. The imported settings will display in all analysis pages.

Exporting Analysis Settings

NOTE: Exporting an analysis settings file exports the settings in all Analysis pages.

1. Open the run file or assay you want to export analysis settings from.

2. Select Edit in the main menu and click Default Analysis (Assay screen) or Analysis (Analysis screen).
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3. Click Export on any page. The following window displays:

€ EBxport Analysis Settings

X
< v <« Compass for SW > Assays v O Search y-]
Organize v New folder - (7]
v [ Documents o MNarme - Date modified Type
Adobe
Mo items match your search.
Compass foriCE
v Compass for SW
Assays
Blots
Instrument_Logs
Mew Assays
Runs
Copyedit
Custom Office Templi ¥ < >
File name: | Jess 23 Cap - System Control Demo Data.settings ~
Save as type: | Analysis Settings (*.settings) ~
~ Hide Folders Cancel

4. The default directory is Compass/Assays. Change the directory if needed.

5. Enter a file name and click Save. The settings will be saved as a *.settings file.
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Chapter 8:

Setting Your Preferences

Chapter Overview
Custom Preference Options
Setting Data Export Options
Selecting Custom Plot Colors for Graph Overlay

Setting Up Jess, Wes, and Abby to Send Tweets
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Custom Preference Options

You can set and save custom preferences for Access Control, data export, plot colors in the graph and Twitter
communication. To access these settings, select Edit in the main menu and click Preferences.

@ Preferences

type filter text

Access Control
Analysis Export
Graph
Grouping
Twitter

O X

Analysis Export P r>

Text

[] Export Standards

[] Export using a comma as the column deliminator

ANDI Export Compatibility

® Empower Uncalibrated Position (seconds)

(O Chromeleon Uncalibrated Position (seconds)

Restore Defaults Apply

NOTE: In Compass for Simple Western version 5.0 and higher, you can no longer change or save Custom
Preferences outside of the first instance of the software that’s been opened. When running multiple
instances of the software on the same computer, the following message displays if you try to change Cus-
tom Preferences in any instance except the first instance opened.

€ Error changing preferences X

Cannot change preferences in this instance of "Compass for SW.exe", Preferences
can be changed in the first opened instance.

To move between preferences pages in this window, click on any option in the list on the left. The following
items can be user-customized in Compass for Simple Western:

« Access Control - This feature can be used to help satisfy the 21CFR Part 11 data security require-
ments. See “Enabling Access Control” on page 383 for more information.
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- Analysis Export - Lets you customize data export options.
Graph - Lets you customize graph color displays.

Grouping - Lets you analyze replicates by calculating the mean, standard deviation and CV of named
proteins and plot statistics. See “Group Statistics”on page 208 for more information.

- Twitter - Lets you configure Jess, Wes, or Abby to Tweet run status.

Setting Data Export Options

Select Edit in the main menu and click Preferences, then click Analysis Export in the options list.

@ Preferences a X
type filter text Analysis Export A=A r>
Access Control Text
Analysis Export [“] Export Standards
Graph. [] Export using a comma as the column deliminator
Grouping
Twitter ANDI Export Compatibility

® Empower Uncalibrated Position (seconds)

(O Chromeleon Uncalibrated Position (seconds)

Restore Defaults Apply

- Export Standards - Selecting this option includes data for the standards in each sample when run
data is exported. When this option is deselected, only sample data will be exported. This option is
selected by default.

- Export using a comma as the column delimiter - Selecting this option exports run data in .csv for-
mat. When this option is deselected, the data is exported in .txt format.

- Empower - This option exports uncalibrated run data in a format that is compatible for further analy-
sis in Empower and other analysis programs that use standard formats.
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- Chromeleon - This option exports uncalibrated run data in a format that is compatible for further
analysis in Chromeleon and other analysis programs that use standard formats.

- Click Apply to apply changes to any open run files in Compass for Simple Western.

- (lick Restore Defaults to restore Compass for Simple Western default settings.

- Click OK to save changes and exit.

« Click Cancel to exit without saving changes.

Selecting Custom Plot Colors for Graph Overlay

Select Edit in the main menu and click Preferences, then click Graph in the options list.

type filter text

Access Control
Analysis Export
Graph
Grouping
Twitter

Graph S v v

Apply colors to stacked plots []

Plot color 1
Plot color 2
Plot color 3
Plot color 4
Plot color 5
Plot color &
Plot color 7
Plot color 8
Plot color 9
Plot color 10
Plot color 11

Plot color 12

INRRRNRENnini

Plot color 13

Restore Defaults Apply

- Apply colors to stacked plots - Selecting this option applies the color scheme to individual electro-
pherograms when the Stack the Plots option is selected in the Analysis screen graph pane.

NOTE: If Apply colors to stack plots is not checked, the colors shown in the preferences screen will be
applied only to overlaid electropherograms when the Overlay the Plot option is selected in the graph

pane.
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When this option is deselected, plots will use Compass for Simple Western default colors.
Click Apply to apply changes to any open run files in Compass for Simple Western.

Click Restore Defaults to restore Compass for Simple Western default settings.

Click OK to save changes and exit.

Click Cancel to exit without saving changes.

Changing Plot Colors

1. Select Edit in the main menu and click Preferences, then click Graph in the preferences list.

2. (lick the color button next to a plot number. The color selection box displays:

Color M

=1
=3
w

e A i i
H TENNNN
ENNEENNEN
AN AN EEEN
AN EEEEEN
S 0 0 0 UBE O
Custom colors:
EEEEEEERN
EEEEEEERN
[ Define Custom Colors > ]

3. Select a color or define a custom color and click OK. The color button will update to the new color
selected.

4. Repeat the steps above for any other plot colors.

5. Check Apply Colors to Stacked Plots if you want the new color scheme to also be used for the Stack
the Plots option in the graph pane.

6. Click Apply to apply changes to plots currently displayed in the graph pane.

7. Click OK to save changes and exit. When the Overlay the Plots option is selected in the graph pane, the
new color scheme will be used.
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Setting Up Jess, Wes, and Abby to Send Tweets

Select Edit in the main menu and click Preferences, then click Twitter in the options list.

@ Preferences O X
Access Control Twitter
Analysis Export
Graph Twitter User Name:
Grouping
Twitter Set Account
Clear
Tweet When :

[ Run is started
[JRun is completed

[ Errors

Send Test Tweet

Restore Defaults Apply

- Click Apply to apply changes.
- (lick Restore Defaults to restore Compass for Simple Western default settings.
- Click OK to save changes and exit.

« Click Cancel to exit without saving changes.
To have Jess, Wes, or Abby tweet a Twitter account:

NOTES:

To set an instrument up to tweet, the computer you are US[I’)g must have an internet connection.

To tweet, Jess, Wes, or Abby must be connected to the internet through a network connection or via the
local lab computer.
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We recommend setting up a separate Twitter account for Jess, Wes, or Abby. This lets multiple people in
the lab follow run progress. It also lets you send tweets directly from the instrument to all users, for exam-
ple to notify others when the instrument is available or when an error has been reset, etc.

1. Click Set Account. A set account window will display in Compass for Simple Western and the following

browser window will open:

L 4

Authorize Compass for SW to use
your account?

| Usemame or email |

Password

U Remember me - Forgot password?

This application will be able to:

= Read Tweets from your timeline.

» Seewho you follow, and follow new people.
= Update your profile.

» Post Twests for you.

= Access your direct messages.

Will not be able to:
= See your email address.
« See your Twitter password.

Sign up for Twitter >

Compass for SW
By ProteinSimple
WWW, prctelns:n‘p!e com

Compass for SW from ProteinSimple

2. Enter a user name or email and password, then click Authorize app. A new page will display in the

browser with a PIN number.

3. Enter the PIN number in the set account window in Compass for Simple Western and click OK:

Enter PIN given by Twitter Web Site
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4. The user name will now appear in the Twitter User Name box. Select one or all of the tweet options in

the Tweet When box, then click Apply.

@ Preferences

O X
Access Control Twitter
Analysis Export
Graph Twitter User Name: Test
Grouping
Twitter Set Account
Clear
Tweet When :
[ Run is started
[JRun is completed
[ Errors
Send Test Tweet
Restore Defaults Apply
==
5. To confirm the Twitter account is receiving messages, click Tweet Message. Enter a test message and
click OK.
f @ Sending Tweet Message ﬁ‘
Message to send to Twitter
[ ok |[ Cancel |
6.
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@ Sending Tweet Message PS

& Successful Twitter update: Compass Test Message at 20120605 170630

7. Click OK to save changes and exit. Jess, Wes, or Abby will automatically tweet as the selected options
occur.

Changing the Twitter Account

To change the Twitter account the instrument uses:

1. Select Edit in the main menu and click Preferences, and click Twitter in the preferences list.

2. C(lick Clear.

3. Setup the new account as described in “Setting Up Jess, Wes, and Abby to Send Tweets”on page 364.

Sending Manual Tweets from Jess, Wes, and Abby

You can send tweets directly from the instrument. For example, you may want to notify other users that the
instrument is available, being serviced or when an error has been cleared. To do this:

1. Select Edit in the main menu and click Preferences and click Twitter in the preferences list.
2. (Click Tweet Message.

3. Enteratest message and click OK. The tweet will be received by any users following the Twitter account
Jess, Wes, or Abby uses.
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Chapter 9:

Compass Access Control and
21 CFR Part 11 Compliance

Chapter Overview
Overview
Compass Authorization Server for Simple Western
Enabling Access Control
Logging In to Compass for Simple Western
Saving Changes
Signing Files

Instrument Command Log
Run File History

Troubleshooting Problems and Suggested Solutions
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Overview

The Compass Access Control feature can be used to help satisfy the 21CFR Part 11 data security require-
ments when using Simple Western instruments. When Access Control is enabled and the Compass Authori-
zation Server for Simple Western has been installed:

.+ Users are required to log in to Compass for Simple Western when the software is launched

- Ahistory of all actions is maintained
Data files are signed and encrypted to prevent unauthorized changes (e.g., all files are controlled)
Each instrument maintains a history of user commands
Each assay and data file includes a history of signed changes to the file

Compass for Simple Western can be run with or without Access Control enabled. When Access Control is
disabled, no user log in is required and files are not encrypted or signed. The instrument history and file his-
tory are still maintained but the entries are not signed.

Compass Authorization Server for Simple Western

The Compass Authorization Server for Simple Western controls the log in access to Compass for Simple
Western. In the simplest configuration, the server is run on the same computer as Compass for Simple West-
ern and only that copy of Compass for Simple Western is controlled. A single server can also be used to con-
trol access to multiple copies of Compass for Simple Western running on different computers, so long as
they have network access to the server. Multiple copies of the server may be run on the same network, and
each server will have its own user database.

To enable Compass for Simple Western to use a particular Authorization Server for Simple Western, click
Edit, then Preferences and Access Control and enter the server IP address using format X.X.X.X.
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NOTES:
Always use the default port setting of 8443, this should not be changed.

If the server is installed on the same computer as Compass for Simple Western (e.g., the local machine),
enter localhost:8443 instead of the IP address. Contact your local IT Administrator to assist with installing
the Compass Authorization Server for Simple Western in your preferred format.

Server Administration

The Authorization Server for Simple Western is configured through a web interface at the IP address of the
server on port 8443.To access the Server home page, open any browser and type the IP address on port
8443 in a X X.X.X:8443 or https://X X X.X:8443 format. Use localhost:8443 instead of the IP address if the
Server is installed on the local machine.

NOTE: If you have upgraded your system from a previous version of Compass Authorization Service, the
localhost login page will have changed from http://localhost:8000/admin/login/?next=/ to https.//local-
host:8443/admin/login/?’next=/

The default server administrator is:
User: admin

Password: admin

NOTE: The user account “admin”is not an active Compass for Simple Western login account. In order to
log into Compass for Simple Western in the 21 CFR Part 11 compliant mode, at least one user account
must be created in the Authorization Server for Simple Western application.

After installing the Compass Authorization Server for Simple Western, the administrator user name and pass-
word can be changed.

NOTE: Sites are responsible for maintaining their own admin and user account credentials. Record these
and keep them safe. ProteinSimple can’t provide access once the admin account has been edited.
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@ Login | Compass Authorization = X +

&« c & https://localhost:8443/admin/login/?next=/ =2 Y O &

Compass Authorization Server

Username:

admin

Password:

[ ..... | q;l

Log in

Adding Non-admin Users

Add a user to the server to allow that user to log in to Compass for Simple Western. To do this:

1. Select Users from the Site Administration home page:

@ Site administration | Compass 4. X | +

&« C @ httpsy//localhost:3443 = v O 2

Compass Authorization Server Welcome, admin. Change password / Log out

Site administration
Recent Actions

Groups drAdd ¢ Change My Actions
——Pp Users deAdd ¢ Change

Blocked Users & Change

LDAP settings & Change

Password policy settings & Change

View Audit Trail
Audit Trail Settings & Change

2. From the Users page, select Add User:
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@ Selectuserto change | Compass X |+

&« C @ httpsy//localhost:8443/admin/auth/user/

horization Server Welcome, adi

page 373

Change password / Log

Home > Authentication and Authorization > Users

Select user to change

Qf ) search
Username 4  Email address First name Last name Staff status
admin [
userl User 1 [
2 users

3. Fillin the fields to create a new user:

@ Add user | Compass Autharizatic X |+

&« C @ httpsy//localhost:8443/admin/auth/user/add/

horization Server Welcome, adm

o< —

By staff status

All
Yes
Mo

By superuser status
Al

Yes

Mo

By active
All
Yes
No

By groups
Al
Administrator
Reviewer
Operator
Scientist
(None,

Home > Authenti n and Authorization > Users > Add user

Add user

First, enter a username and password. Then, you'll be able to edit more user options.

Usernome: —

Required. 30

First name:
Last name:
[ LDAP User

Password:

Password confirmation:

After adding a new user more information can be added:
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@ Change user | Compass Authoriz X | =

&« c @& https://localhost:8443/admin/auth/user/2/ 2w O &

Compass Authorization Server Welcome, admin. Change password / Log out [

Home > Authentication and Authorization > Users > userl

Change user History
Username: userl
Required. 30 characters or fewer. Letters, digits and @/./+/~/_ only
Password: Click here to change

First name:
Last name:

Email address:

Active

Designates whether this user should be treated as active. Unselect this instead of deleting accounts.
O Staff status

Designates whether the user can log into this server and change their password

(O Superuser status

Designates whether the user can manage user accounts
Groups: Available groups & 0> &
Q| Filter Administrator -

Operator -

NOTE: Users are blocked after the number of login failures defined in the Password policy setting.

Permissions

All'users can log in to Compass for Simple Western, but the commands available within Compass for Simple
Western are controlled by Permission settings. Commands a user does not have permission to use will be
disabled. After user permissions have been changed on the server the user must close and re-open Com-
pass for Simple Western to use the new permissions.

Users can belong to groups that have multiple permissions such as Operator or Scientist:
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@ Change user | Compass Author= X+
&< c & https://localhost:8443/admin/auth/user/3/ = Y 0O
Groups: Available groups @ P &
Q,Filter Operator -
Administrator -
Reviewer
Scientist
Choose all @ © Remove all
The group: =r belongs to. A user viill gst sl parmissions grantsd to sach of ¢ ", or "Command” on a Mac, to sslact mora than one.

User Available user permissions @ o

permissions: -
Q| Filter
access | proteinsimplepermission | Allow analysis editing -

sccess | proteinsimplepermission | Allaw copy, expart of data
sccess | proteinsimplepermission | Allow instrument administration
access | proteinsimplepermission | Allow instrument control
sccess | proteinsi ission | Allow platefinj editing
access | proteinsimplepermission | Allow protocol/methed <diting
sccess | proteinsimplepermission | Allaw report printing

access | proteinsimplepermission | Allow sign off of data

Chaose all & © Remove all
Specific permissions for this user. Hold do ntrol’, or “Command” on & Mac, to select more than one.
Use the Groups page to change the permissions in a group or create new groups:
@ Authentication and Authorizatic: X+ v -
&< c & https:;//localhost:8443/admin/auth/ = % 0O
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Home > Authentication and Authorization

Authentication and Authorization administration

— | Groups 4add  #Change
Users FAadd & Change

View Audit Trail
Audit Trail Settings & Change

To change permissions for a group click Change, then select a group:
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@ Select group to change | Compz: X +

& C @ hitpsy//localhost:8443/admin/auth/group/ e w O &

Compass Authorization Server Welcome, admin. Change password / Log out

Home > Authentication and Authorization > Groups

Select group to change
Q ] search

tion: [ +v]|Go| 0 o
Group
Administrator

Reviewer

[m]
[m]
O Operator
[m]
O

Scientist

4 groups

Move individual group permissions in or out of the Available Permissions and Chosen Permissions boxes by
selecting a permission in either box. Click the left or right arrow button to move the permission into the
other box.

@ Change group | Compass Authe X+

&« C @ httpsy//localhost:8443/admin/auth/group/3/ = O 2

Compass Authorization Server Welcome, admin. Change password / Log out

Home > Authentication and Authorization » Groups » Operator

Change group [ history J
Name: Operator
Permissions: Available permissions & (=)
Q[Filter access | proteinsimplepermission | Allow copy, export of data -
B access | proteinsimplepermission | Allow instrument control
R access | prot | Allow plate/inj editing

access | proteinsimplepermission | Allow analysis editing
sccess | proteinsimplepermission | Allow instrument administration
access | proteinsimplepermission | Allow protocol/methed <diting
access | proteinsimplepermission | Allow report printing

access | proteinsimplepermission | Allow sign off of data

Choose all © © Remove all

% Delete Save and add another | Save and continue editing

Here are the current user and group permissions:

- Allow analysis editing - lets users change analysis settings

- Allow copy, export of data - lets users copy and export data

- Allow instrument control - gives users permission to connect to an instrument

- Allow plate editing - lets users update the plate layout and edit sample info

- Allow protocol/method editing - gives users permission to edit protocol parameters/methods.

- Allow report printing - lets users print the run report
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- Allow sign off of data - gives users permission to sign off on changes using e-signatures

« Allow instrument administration - lets users update the instrument embedded software, delete
run dates, update the Compass for Simple Western software and turn Access Control on or off

Adding Admin Users

To create a user with administrator permissions:
1. Follow the steps described in "Adding Non-admin Users" on page 372 to create the admin user.

2. Under permissions, select Staff status and Superuser status:
Active
Staff status
Superuser status

3. Assign the admin user to a group.

NOTE: Selecting Superuser status enables server permissions only. Admin users must be also be assigned
to a group to in order to have Compass for Simple Western permissions.

Resetting User Passwords

NOTE: Users are blocked after the number of login failures defined in the Password policy setting.

To reset a user password:

1. Select Users from the Site Administration home page, then select the user to change. The following
screen displays:
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@ Change user | Compass Authoriz X +

< C @ hitps;//localhost:8443/admin/auth/user/2/ 2 % 0O &

Compass Authorization Server Welcome, admin. Change password / Log out

Heme > Authentication and Authorization > Users > userl

Change user History

Username: userl

Required. 30 characters or fewer. Letters, digits and @/./+/-/_ only.

Password: Click here to change

First name:

Last name:

Email address:

Active
Designates whether this user should be treated as active. Unselect this instead of deleting accounts.

[ Staff status
Designates whether the user can log into this server and change their password.

O Superuser status

Designates whether the user can manage user accounts.

Groups: Available groups @ >} &
Q| Filter Administrator -

Operator - -

2. Click the text link to access the password change form:

@ Change password: userl | Comp- X | +

& C @ httpsy//localhost:8443/admin/auth/user/2/password/ e w O &

Compass Authorization Server Welcome, admin. Change password / Log out

Home » Authentication and Authorization > Users » userl > Change password

Change password: userl
Enter & new password for the user userl.

New password:

New password
confirmation:

[ v

3. Enter the new password, then click Change password.
Audit Trail

Admin users with Staff Status can view, print and download the Audit Trail. Select View Audit Trail from the
Site Administration home page to access it.

Compass for Simple Western User Guide



Compass Authorization Server for Simple Western page 379

v - [m] X
@ Site administration | Compass A1 X +
&« C @ https//localhost:8443 2 % O & @
Compass Authorization Server Welcome, admin. Change password / Log out
Site administration
Recent Actions
Groups dAdd ¢ Change My Actions
Users gadd & Change # userl
User
& userl
Blocked Users & Change Uesr
dhusert
LDAP settings ¢ Change User
Password policy settings ¢ Change
—— View Audit Trail
Audit Trail Settings ¢ Change
3 - a x
@ | Compass Authorization Server X +
&« c # httpsy//localhost:8443/audit_trail/ = ¥t O &

Compass Authorization Server Welcome, admin. Change password / Log out

Home > Audit Tral

Audit Trail

(current server version 3.0.0.189)

Download as PDF

Page: 1
datetime = machine & user o first last action =  description = comment =
name =  name =

2022-05-05 Compass — - - install Version 3.0.0.189 -
14:56 -0700 Authorization

Server
2022-05-05 Compass admin - - login SUCCess -
15:47 -0700 Authorization

Server
2022-05-05 Compass admin - - User Tu, Andrea as userl -
15:48 -0700 Authorization Created

Server
2022-05-05 Compass admin - - User Removed group Operator from user —
15:49 -0700 Authorization Modified userl

Server
2022-05-05 Compass admin - - User Added group Administrater to user  —
15:49 -0700 Authorization Modified userl

Server
2022-05-05 Compass admin — — User Added permission Allow analysis —
15:49 -0700 Authorization Modified editing to user userl

Server
2022-05-05 Compass admin — — User Added permission Allow copy, —
15:49 -0700 Authorization Medified export of data ko user userl

Server
2022-05-05 Compass admin — — User Added permission Allow instrument  —
15:49 -0700 Authorization Medified administration to user userl

Server
2022-05-05 Compass admin — — User Added permission Allow instrument  —
15:49 -0700 Authorization Medified contral to user userl

Server -
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Here are the actions currently logged in the Audit Trail:
Login. User logged into CAS or Compass.
Logout. User logged out of CAS or Compass.
Start run. User started a run in Compass.
Stop run. User stopped a run in Compass.
Delete run. Run file was deleted.
Self test. User initiated a self-test on an instrument.
Open runfile. User opened a run file (* mbz) in Compass.
Save runfile. User saved a run file (* mbz) in Compass to the file location shown.
Save assayfile. User saved an assay file (*.assay) in Compass to the file location shown.
Instrument upgrade. User initiated an update of instrument software from Compass.
Change Control Settings. User disabled Access Control from Compass.
Generate Run Report. User generated Run Report from run in Compass.

Export spectra andi format. User exported the raw and analyzed data traces and background for
each injection in the run in .cdf format from Compass.

Export spectra text format. User exported the raw and analyzed data traces and background for
each injection in the run in .txt format from Compass.

Export tables. User exported the results for all injections in the run in .txt format from Compass.
User created. A new user was created on CAS.

User modified. A user was modified on CAS.

User deleted. A user was deleted on CAS.

Group created. A group was created on CAS,

Group modified. A group was modified on CAS.

Group deleted. A group was deleted on CAS.

Change password. A user's password was changed.

Sign off. A user signed off on changes to the file location shown utilizing e-signatures in Compass.
Edit LDAP settings. L DAP settings in CAS were modified.

Edit password policy. Password policy settings were modified in CAS.

Install. CAS software was installed.

Upgrade. CAS software was upgraded to new version.

Blocked. A user has been blocked from logging in.

Unblock. A user has been unblocked, allowed to log in.
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«  Stop events. User initiated a stop to the instrument from Compass.

Audit Trail Settings

The Secure Audit Trail PDF setting (selected by default), allows users to download audit trail PDFs securely.
Secure audit trial PDFs can be viewed and printed, but content cannot be copied or modified.

v - o b
@ Site administration | Compass & X | +

€ C @ hitpsy//localhost:8443

Compass Authorization Server

Welcome, admin. Change password / Log out
Site administration

Recent Actions

Groups dhAdd ¢ Change My Actions
Users dAdd & Change < userl
User
& userl
Blocked Users ¢ Change User
ruserl
LDAP settings & Change User

Password policy settings & Change

View Audit Trail

—— P Audit Trail Settings ¢ Change

& C (0 @& localhost:8443/admin/proteinsimple/audittrailsettings/ 2w » 0O 2

Compass Authorization Server Welcome, admin. Change password / Log out
Home > Compass Authorization Server > Audit Trail Settings > AuditTrailSettings object

Change Audit Trail Settings

Secure Audit Trail PDF

Save and continue editing m
Password Policy Settings

These settings let administrators set password policies. Select Password policy settings from the Site
Administration home page to make changes.
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@ Select password policy settingtc X | +

& C @ httpsy//localhost:8443/admin/proteinsimple/passwordpolicysetting/ = w O a

Compass Authorization Server

Home > Compass Authorization Server » Password policy settings

Select password policy setting to change

Display name value

Number of previous passwords to compare to 3

Minimum number of uppercase characters 1

Minimum amount of symbol characters )

Minimum amount of number characters 1

Minimum number of lowercase characters 1

Minimum password length s

Number of login attempts permitted 3

Days password is valid 180

8 password policy settings

LDAP Settings

LDAP settings allow you to connect the Compass Authorization Server for Simple Western to your own net-
work’s domain controller, so users can log on with their existing network password. With LDAP, passwords
are not maintained by the Compass Authorization Server for Simple Western they are administered by the
network admin.

First select LDAP settings from the Site Administration page and set your LDAP settings.

@ Change LDAP setting | Compass X | +

& C @ httpsy//localhost:8443/admin/proteinsimple/ldapsetting/ e w O &

Compass Authorization Server Welcome, admin. Change password / Log out

Home > Compass Authorization Server > LDAP settings > LDAPSetting object

Change LDAP setting

(] Enabled
Address:
Domain:
SSL Port:

Sync Information

Save and continus editing

Next, add users as described in "Adding Non-admin Users" on page 372 and select the LDAP User checkbox.
Passwords aren’t required for LDAP users.

NOTE: When enabling LDAP settings, ensure the SSL port number reflects a secure LDAP port (636 recom-
mended). Compass Authorization Server for Simple Western doesn’t support non-secure connections.
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Encryption Details

Compass for Simple Western uses the SHAT hash algorithm to generate a 160 bit hash code that is unique
for all files. All files saved by Compass for Simple Western are encrypted with a digital key. This key along with
the hash codes guarantees the file history is correct and no other edits were made. All changes saved to a
file have the electronic signature of the user who saved the file. The e-Signature command allows a user to
sign off on a state such as approved or verified.

There is no individual ownership of files, all users who log into Compass for Simple Western can open any
file.

Enabling Access Control

Access Control is enabled in Preferences. Select Edit in the main menu, click Preferences, then select
Access Control.

@ Preferences o <
Access Control Access Control
Analysis Export
Graph Enable
Grouping Server | 127.0.0.1

Twitter

20

These settings apply to all users

Restore Defaults Apply
Cancel

To enable Access Control:
1. Check the Enable box.

2. Enterthe IP address of the Authorization Server for Simple Western. Use format X.X.X.X:8443 or local-
host:8443 if installing the server on the local machine.
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3. Close Compass for Simple Western. The next time the software is launched, a user log in will be required.

NOTE: Access Control can only be disabled by logging into Compass for Simple Western and deselecting
the Enable box in the Access Control page of Preferences.

Changing the Software Inactivity Auto Lock

Compass for Simple Western software automatically locks to prevent user access after a period of inactivity.
Once the software is locked, users must login again. Only users with instrument administrator permission
can set the auto lock inactivity time.

1. Select Edit > Preferences > Access Control.

2. Enter an Auto Lock Inactivity time in minutes. The default setting is 20 minutes.

Access Control

Enable @
Server 127.00.1

Auto Lock Inactivity (min) 20 <4+—

These settings apply to all users

Logging In to Compass for Simple Western

With Access Control enabled, all users must log in to Compass for Simple Western whenever the software is
launched.

B! Compass for SW Login X

User: | ‘ ‘

Password: | ‘

Login Cancel

Enter your user name and password previously setup by your Compass for Simple Western Administrator.
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NOTE: Your account will be blocked after a certain number of login failures. If this happens, contact your

administrator to unblock the account.

A window will appear if Compass for Simple Western is connecting to a previous version of the Compass
Authorization Server that does not support a secure connection.

B | Compass Authorization Server

/ !\5

. Compass Authorization Server is out of date and connecting in an insecure manner

A successful log in will display the Compass for Simple Western main window with the user information in
the lower status bar. The full user name is displayed with the unique user ID in parenthesis:

55 Graph| 8 mage| [ ne

i peaks | T Capilaries
Sample Pimwy  Cap  Pesk  Name  Postion MW (W)
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Locking and Unlocking the Application

You can click the Lock button to lock Compass for Simple Western and prevent access by other users. To
unlock the application, users must re-enter their password.

Lock @& John Smith (jsmith) is logged in

If there is no activity in Compass for Simple Western for 20 minutes, the application automatically locks.
Users must re-enter their passwords to perform any controlled actions:

e

~
U/ Compass
* for Simple Western

Locked

Resolving Log In Issues
Log in failures may occur when:
- The server is temporarily unavailable

- Compass for Simple Western is using the wrong IP address

When this happens, the following message displays:
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B | Compass for SW Login X

@ Authorization Server cannot connect to LDAP server

Launch Compass with Access Control disabled?
Compass will not open controlled files.

Click Disable to restart Compass for Simple Western with Access Control disabled. Verify or correct the
server IP address then close and restart the software to log in with Access Control enabled.

Saving Changes

When Save is selected from the File menu, a dialog box will display to allow you to enter a comment before
saving the signed file:

@ save Comment X

File: 2019-08-06_20-03-38_2019_0806_Jess_CFR3

Comment:

Added baseline points,|

Save Cancel

The comment is added to the signature entry in the file History:

y E = O
(V status | (= History =
-
Date User Name Message Comment
2019-08-06 20:04:28 admin Started run: 2019-08-06_20-03-38_2019_0806_Jess CFR2 ...
> 2022-08-11 14:26:55 jsmith Saved as 2019-08-06_20-03-38_2019_0806_Jess_CFR3 fro... Added baseline points.
Time 2022-08-11 14:26:55 User John Smith (jsmith)
Message Saved as 2019-08-06_20-03-38_2019_0806_Jess_CFR3 from Compass for SW v6.2.0-0711
Comment Added baseline points.
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Signing Files

Select e-Signature from the File menu to add an electronic signature to a file.

Q-

Add your e-signature to File: 2019-08-06_20-03-38_2019_0806_Jess_CFR3

Comment:

Approved

e-Sign Cancel

The signed entry will be added to the file History with the meaning of the signature entered in the com-
ment, such as Approved or Verified.

Y En = EI
£ status | (= History =i
'
Date User Name Message Comment
2019-08-06 20:04:28 admin Started run: 2019-08-06_20-03-38_2019_0806_Jess_CFR2 ...
2022-08-11 14:26:55 jsmith Saved as 2019-08-06_20-03-38_2019_0806_Jess_CFR3 fro... Added baseline points.
2022-08-11 14:29:26 jsmith e-Signature applied from Compass for SW v6.2.0-0711 Approved
Time 2022-08-11 14:29:26 User John Smith (jsmith)
Message e-Signature applied from Compass for SW v6.2.0-0711
Comment Approved

Exporting Uncontrolled Files

You can export an uncontrolled file by selecting File > Export Uncontrolled.... The export will also be
logged in the Audit Trail and the History log for the exported file.
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File Edit View Instrument Window
Open Run >
Add Run >

Close
Close All

Save Ctrl+S
Save As...
e-Signature...

Export Uncontrolled...
Export Tables...
Export Spectra >

Run Report...
Exit Ctrl+Q

Instrument Command Log

The Instrument Command Log can be viewed at any time by selecting the Instrument menu and clicking
Properties. Click the Logs button and then in the Instrument Logs box click Command Log:

€ Rogue js9997 - Properties 'Y @ Instrument Logs X

Self Tests Status

—» Command Log
Name : | Rogue js9997 |

o . Instrument Log
Location : | Simulator on USSJO-86KRB3-D |
Type: lJess Network Name : js9997.sqa.lab
Serial Number : js8997 Network Address: 172.20.251.56
Instrument Software :  2.1.2021.05.20.19.56.27.416f73e
Instrument Date and Time :  2022-09-14 14:11:37 -07:00 Set to PC time
Logs Report Cancel
View oK

The Command Log lists all the commands sent to the instrument that were signed by the user who sent the
command. If you want to copy the Command Log at any time, right click in the table and select Copy, then
paste into another document.
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@ Rogue js9997 - Command Log 0.4
Date User Name Message Comment 2

2022-09-07 09:34:2 admin Started run: CFR_RUN Assay: Jess Repl...

2022-09-07 09:23:2 admin Reset after error

2022-07-11 13:54:C Service performUpgrade 2.1.2021.05.20.1...

2021-03-31 20:35:2 Started run: 2021-03-31_20-35-26_Jess ...

2021-03-30 15:18:C Stopped run

2021-03-30 15:08:2 Stopped dark Frames

2021-03-29 16:33:.C Started run: 2021-03-29_16-32-15_Blot...

2021-03-29 16:14:5 Started run: 2021-03-29_16-13-02_Blot...

2021-03-29 15:53:C Stopped run

2021-03-29 15:52:1 Started run: 2021-03-29_15-49-53_Blot...

2021-03-29 15:45:2 Started run: 2021-03-29_15-44-08_Blot...

2021-03-27 00:06:2 Deleted run file: 2021-03-24_10-29-30_..

2021-03-25 15:42:5 Started run: 2021-03-25_15-42-43_Jess ...

2021-03-25 09:44:4 Started run: 2021-03-25_09-44-33_Jess ...

2021-03-24 201 2:5 Started run: 2021-03-24_20-12-44_Jess ...

2021-03-24 15:51:C Started run: 2021-03-24_15-50-54 Jess ...

2021-03-24 13:16:3 Started run: 2021-03-24_13-16-24_Jess ...

2021-03-24 10:29:4 Started run: 2021-03-24 10-29-30 Jess ... -

Time 2022-09-07 09:34:35 User admin
Message Started run: CFR_RUN Assay: Jess_Replex_CFR.assay from Compass for SW v6.2.0-

Comment

Save File As...
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Run File History

Select the Run Summary screen tab and then the History tab to see the file History. To copy the file History,
right click in the table and select Copy, then paste into another document.

) Jess_Chemi - INTERNAL RELEASE - Compass for SW 6.2.0-20220711-8c9577b
File Edit Instrument Window Help

N X

B Blot EYAssay "ERun Summary &k Analysis

T ey S
Run: Jess_Chemi B Separation| £<1V Plot Bio
¥) Status | & History| mEe =0
Date User Name  Message Comment
2018-08-28 05:31:2 Started run: 2018-08-28_14-30-51_Jess..
2018-08-29 18:042 Saved analysis and template changes f..
v 2022-05-23 01:17:5 Saved analysis and template changes f... TC-20

Changed Image for CHEMI from Hig...
Added Signal To Noise Settings
Added Signal To Noise

Added view options

Play| < > 00:24:49 / 002500

Time 2018-08-29 18:04:27 User
Message Saved analysis and template changes from Compass for SW v4.0.0-0815
Comment

Lock @ Nisarg is logged in

Troubleshooting Problems and Suggested Solutions

If any of the following error messages are encountered, follow the recommended steps below to resolve the
issue.

- Unknown user name or password.

- Checkif the Caps Lock is on, user name and password are case sensitive.

-« Aska Compass for Simple Western administrator to confirm your user name. If your password is
unknown then the administrator can reset your password (see "Resetting User Passwords" on
page 377 for more information).
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- Server not available.

- From the Edit menu, click Preferences and then Access Control to confirm the server address is
set to the correct Authorization Server for Simple Western address. Compass for Simple Western
must be able to reach the server on the network.

- Controlled file cannot be opened without log in. To open a controlled Run file, enable Access
Control by clicking Edit, then Preferences and Access Control. Select Enable, close Compass for
Simple Western, then re-launch the software with a valid log in.

- Uncontrolled file cannot be opened when logged in. To open an uncontrolled Run file, disable
Access Control by clicking Edit, then Preferences and Access Control. Deselect Enable, close Com-
pass for Simple Western then re-launch the software.

NOTES:
Only users with Instrument Administrator permission can turn Access Control on or off. This event will also
be logged in the Audit Trail.

Uncontrolled files cannot be opened when Compass Access Control is enabled (controlled mode).

- Command disabled. Certain commands are only available when a user with the correct permissions
is logged in. To change user permissions, use a web browser to log in to the Authorization Server for
Simple Western web interface at the address shown on the Access Control page in Preferences,
such as: 10.1.3.231:8443.

- Compass for Simple Western does not prompt for log in. Compass for Simple Western will only
prompt for a log in on launch when Access Control is enabled in Preferences. Enable Access Control
by clicking Edit, then Preferences and Access Control. Select Enable, close Compass for Simple
Western, then re-launch the software. You should now be prompted for a log in.
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