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1. Description

The ProNex® DNA QC Assay evaluates the quantity and quality of genomic DNA extracted from formalin-fixed
paraffin-embedded (FFPE) samples or other potentially degraded DNA sources. It is a human-specific, multiplexed
probe-based quantitative polymerase chain reaction (QPCR) assay that may also be used to evaluate the ratio of

circulating cell-free DNA (ccfDNA) to higher molecular weight genomic DNA in plasma samples. The multiplex assay

detects 75bp, 150bp and 300bp human genomic DNA sequences, and it includes an internal positive control (IPC) to
test for false-negative results that may occur in the presence of PCR inhibitors. This technical manual describes the

ProNex® DNA QC Assay Analysis Software. The ProNex® DNA QC Assay Analysis Software is available for download

at: www.promega.com/resources/software-firmware/pronex-dna-qc-assay/
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1. Description (continued)

The ProNex® DNA QC Assay Analysis Software will process qPCR data generated with the ProNex® DNA QC Assay.
The software includes calculations and sections to define values for the following:

. Standard curves (acceptable R? and slope values)

. Sample quantity (based on the Standard Curves)

. Sample quality (possible inhibition, contamination, or degradation)

The ProNex® DNA QC Assay Analysis Software can import results from the Applied Biosystems® 7500, 7500 Fast or
QuantStudio™ 6 Flex Real-Time PCR Systems, and the BioRad CFX96 Touch™ Real-Time PCR Detection System. For
questions regarding instrument compatibility, contact Promega Technical Services for more information. Email:
techserv@promega.com.

After exporting the results file from the qPCR instrument software, the file is imported into the ProNex® DNA QC
Assay Analysis Software. The software calculates standard curves for each of the three targets (75bp, 150bp and
300bp). The sample quantity is calculated for all unknown samples, using the standard curves, and ratios between all
three targets ([75bp/150bp], [75bp/300bp] and [150bp/300bp]) are calculated. The software calculates the difference
in C, values for the IPC in an unknown sample and the IPC in the closest DNA standard of the standard curve (to
monitor PCR inhibition).
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2. General Considerations

2.A. Overview

. C, value (quantification cycle) is used rather than C; (cycle threshold) or C, (crossing point) per MIQE

guidelines (1).

. You can input sample names in the qPCR instrument software or in the Table Results screen of the ProNex® DNA
QC Assay Analysis Software.

. The worksheets have been locked to prevent editing of the formulas, linked cells and named ranges in the

worksheets. Saving as an Excel workbook will allow you to edit the entire worksheet (after unprotecting it),
including the formulas, linked cells and named ranges. To unprotect the worksheet, go to the Review tab on the
ribbon in Excel. Select “Unprotect Sheet” under the Changes menu in the Review ribbon. There is no password.

. Data exported from the Applied Biosystems® 7500, 7500 Fast or QuantStudio™ 6 Flex Real-Time PCR Systems,
and the BioRad CFX96 Touch™ Real-Time PCR Detection System are compatible with the ProNex® DNA QC
Assay Analysis Software.

Note: For support of other instruments with similar fluorescent dye capabilities, contact Promega Technical
Services for more information. Email: techserv@promega.com.

. You can save standard curves, flag settings, sample assessment settings and plate maps in the database and use
them repeatedly.

Note: For both Degradation and Genomic DNA Contamination applications, individual laboratories should determine
acceptable threshold values relevant to their downstream application success. The diversity of downstream applica-
tions, sample types and purifications, and potential PCR inhibitors does not allow for specific threshold value recom-
mendations. Default threshold settings in the ProNex® DNA QC Assay Analysis Software are values intended to be
customized by the user. You should validate the correlation between success in downstream applications and one (or
more) target ratios. See the ProNex® DNA QC Assay for Use on the Bio-Rad CFX96 Touch™ Real-Time PCR Detec-
tion System Technical Manual #TM513 and ProNex® DNA QC Assay for Use on the Applied Biosystems® 7500/7500
Fast Real-Time PCR Systems Technical Manual #TM514 for guidance on how these parameters could be set.

2.B. Download

The ProNex® DNA QC Assay Software is available for download at: www.promega.com/resources/tools. There is no
cost for this download, but registration is required. The ProNex® DNA QC Assay Software part number is 7002422.
Two files will download: DNASetup.msi and setup.exe. Either can be used for installation.

2.C. System Requirements

. Operating system: Microsoft Windows 7, 8, 10 (x86 and x64).

. Installed memory: 2GB RAM

. External resource: Microsoft .NET Framework 3.5 (available at no charge from www.microsoft.com)

. Processor requirement: dual-core processor

Promega Corporation - 2800 Woods Hollow Road - Madison, WI 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516 3
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3.  Getting Started

3.A. Installation

The software will install into the Promega\DNA QC Assays folder automatically. You cannot change the install location.

The installation must be performed by an administrator account on the computer.

1.
appear. Select “Next >” to proceed with installation, or “Cancel” to abort.
‘@ Promega DNA QC Assays [0 | = < ]
Welcome to the Promega DNA QC Assays Setup A
Wizard . ]

Double-click the DNASetup.msi file. A window titled “Welcome to the DNA QC Assays Setup Wizard” will

The installer will guide you through the steps required to install Promega DMA QOIC Azzays on pour
cornpuber.

WwARNING: Thiz computer program is protected by copyright law and international treaties.
Unauthorized duplication or distribution of this program, or any portion of it, may result in severe civil
or criminal penaltiez, and will be prozecuted to the maximum extent poszible under the law.

Cancel < Back

Figure 1. The Welcome to the DNA QC Assays Setup Wizard screen.

4
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2. The License Agreement will be displayed. Read it and select “I Agree”.

8] Promega DNA QC Assays (o= [=]

License Agreement [

Flease take a moment to read the license agreement now. |f you accept the terms below, click "
Agree'’, then "Nest". Othemwise click "Cancel”.

This End-User License Agreement (this "Agreement”) pertains to the -
software provided by Promega Corporation for use with Promega A
Corporation's ProMex® DMA QC Assay Analysis Software (the "Software”).
Read the terms and conditions of this Agreement carefully before installing

the Software. This Agreement is a legal agreement between you and

Promega Corporation, a Wisconsin corporation ("Promega”). By installing,
copying or otherwise using the Software or any portion thereof, you agree to

be bound by all of the terms and conditions of this Agreement, including the
warranty disclaimers, limitations of liability and termination provisions below.

If won An nnt anres tn all nf the terms and ronditinne of this Anreement dn

(701 Do Mot Agree @) | Agree

[ Cancel ] [ < Back ] [ Mext > ]

Figure 2. The License Agreement screen.

3. The DNA QC Assays Information (Folder Permissions) is displayed. Select “Next >” to continue.

1) Promega DNA QC Assays o| ®|[=

Promega DNA QC Assays Information P

Folder Permissions -

Al users that run programs in the ProNex® DNA QC Assay Analysis Software
must be able to read from and write to the Application’s folder

If the Installer is being run as an Administrator (clicking Run As Administrator 3
button), it will attempt to create the necessary permissions

However, if they are not created automatically, please contact your IT/IS
department and ask them to set this up

They will need to give you read, write, and execute permissions to the folder.

The application is located here

Cancel | [ <Back | Next >

Figure 3. The DNA QC Assays Information screen.
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3.A. Installation (continued)
4.  The screen displays a question regarding Existing Data.

a.  Ifthe ProNex® DNA QC Assay Software was previously installed, and you want to keep user-created
standard curves, flag settings, sample assessment settings and plate layouts in the database, select “No,
Keep Existing Database”. Select “Next>" to continue.

b.  Ifthisis a first installation, or there is no need to keep user-created standard curves, flag settings, sample
assessment settings and plate layouts in the database, select “Yes, Replace Existing Database”.

j_ffJ Promega DNA QC Assays (= [ O >

Existing Data

I existing data are present, do you want to ovenarite it?

Mo, Keep Existing Database

@ 'Yes, Replace Existing Database

Cancel ]| | < Back J Newt > i

Figure 4. The Existing Data screen.
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5. To Confirm Installation, select “Next >”.

1) Promega DNA QC Assays [e] ==

Confirm Installation [

The installer is ready to install Promega DNA OC Assays on your computer.
Click "MNext" to start the installation.

[ concel | [ <Back | [ MNews> |

Figure 5. The Confirm Installation screen.

6.  The installation will begin. A status window will display installer progress.

E'—,JPrnmegaDNAQCAssays E[ Ei-1
Installing Promega DNA QC Assays 1—_.

Promega DN& OC Assays is being installed.

Please wait...

Figure 6. The Intalling DNA QC Assays screen.
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3.A. Installation (continued)

7. Once installation is complete, the window will confirm successful installation.

_t::—J Promega DNA QC Assays o | @ =

Installation Complete |

Promega DNA OC Assays has been successfully installed
Click "Close" to exit.

Please use Windows Update to check for any critical updates to the NET Framework.

Figure 7. The Installation Complete screen.

8.  The software is now ready to use. The installer will create a shortcut on the Start menu under the Promega folder.

No desktop shortcut is created.
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3.B. Uninstallation
1.  Double-click the DNASetup.msi file.

2. If aWindows Installer message appears:

Windows Installer

3 Another version of this product is already

= installed. Installation of this version cannot
continue. To configure or remove the
existing version of this product, use
Add/Remove Programs on the Control
Panel.

Figure 8. The Windows Installer message screen.

Uninstall the ProNex® DNA QC Assay Analysis Software using the Add/Remove Programs in the Control Panel
Add/Remove Programs of Windows. The name will be “DNA QC Assays” and publisher “Promega”.

3. Otherwise, a “Welcome to the DNA QC Assays Setup Wizard” window will appear. Select “Remove DNA QC
Assays” and “Finish” to proceed with uninstallation, or “Cancel” to abort.

_t'—J Promega DNA QC Assays o |l® =
Welcome to the Promega DNA QC Assays Setup {—_
wizard = |

Select whether pou want to repair of remove Promega DNA OC Azsaps.

Repair Promega DNA OC Assaps
@ Remove Promega DNA QC Assays

[ concel | Bach Finish

Figure 9. The Welcome to the DNA QC Assays Setup Wizard screen.

Promega Corporation - 2800 Woods Hollow Road - Madison, WI 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516
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3.A. Installation (continued)

4.  The uninstallation will begin. A status window will display progress.

E'—,JPmmegaDN.AQCJ\ssays = Ei-1

Removing Promega DNA QC Assays el

Promega DNA OC Assaps is being removed.

Please wait...

Figure 10. The Removing DNA QC Assays screen.

5. Once the uninstallation is complete, a screen will cofirm successful removal.

ﬁ_‘—J Promega DNA QC Assays o | @[z

Installation Complete [

Promega DNA OC Assays has been successfully removed.
Chick "Close” to exit.

Figure 11. The Installation Complete screen.

If you subsequently need to reinstall the software, follow the installation instructions in Section 3.A.
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3.C. Multi-User Installation

You can configure the ProNex® DNA QC Assay Analysis Software to accommodate several user-access models. The
installer creates a directory in Program Files or Program Files (x86) that contains all the files required to run the
program. This directory allows all users of the computer to use the same program and data.

However, by copying the Application folder (located in Promega\DNA QC Assays) to other locations, you can achieve
different methods of access.
Single-User (Private) Deployment

If there are several users of the computer, and each user requires their own database, you can copy the contents of the
“Promega\DNA QC Assays” folder to another folder and create a shortcut to this folder on the desktop. If the folder is
copied to an indivdual user’s “C:\Users\UserName” folder, then they would be the only one able to access their data.
Each individual would need to be logged into the computer to do this step.

Multi-User/Multi-Computer Deployment

If several users need to access a common database, you can copy the contents of the “Promega\DNA QC Assays” folder
to a shared drive on your network.

3.D. User Accounts

User Categories

A Standard user can:

. View standard curves, flag settings and sample assessment settings.

. Create, edit and delete plate maps.

. Use the import tab to analyze data.

An Admin user can:

. Create, edit and delete standard curves, flag settings and sample assessment settings.
. Create, edit and delete plate maps.

. Use the import tab to analyze data.

. Perform user-management tasks (create, edit and delete new users).

Launching the ProNex® DNA QC Assay Analysis Software grants Standard user access. To access the Admin functions,
users must log in as an administrator with a password.

Promega Corporation - 2800 Woods Hollow Road - Madison, WI 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516 11
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3.D. User Accounts (continued)

Initial Login and User Management

1. Select the Configuration Tools tab and select “Design Parameters”.

& ProNex® DNA QC Assay Calculator

Design Parameters Design Plate Map

Figure 12. The Configuration Tools tab screen.

| Home ‘Edil ‘_View lFormatling]Pnnt ]Help .

2. The Administrative Tools application opens and the Administrator Login will open in another window.

Admanistrator Logan

Administrators: Log In
All Others: Click OK

- User Name: [DNAdmin
ra) : 2
' I Password: |
1 I )
|

Figure 13. The Administrator Login screen.

3. Tologin as an Administrator for the first time, enter the following informaton:

a. User Name: DNAdmin

b.  Password: Promega
Note: The User Name and Password fields are case-sensitive.

c. Select “OK”.

12  Promega Corporation - 2800 Woods Hollow Road - Madison, WI 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516

TM512 - 9/17

Www.promega.com



4.  To create a new Admin user, select the Login Manager tab.

w" Prefer® DHA GC Arury Adminnbikive Tooh = ]
Sarntard Curve | P Setirgs | Sangie Ausmsment | Logn Marager

User Name:
Password

Ralype Password

Figure 14. The Login Manager screen.

a.  Enter a new username into the User Name combination box.

b.  Type and retype the password. The password entries must be identical.

c.  Select “Save/Update”.

d.  A“User Role Created” message box will confirm the creation of the new user.
5. To delete an Admin user, select the Login Manager tab.

a.  Select a user from the User Name combination box.

b.  Select “Delete” to remove the user. Confirm deletion to continue.

¢.  A“User Role Deleted” message box will confirm the removal of the user.

Note: Incorrectly entered passwords will result in a non-administrator login, a “ReadOnly Access Granted”
message box and closing of the Login Manager tab.

Non Admin Login =

0' ReadOnly Access Granted.

Figure 15. The Non Admin Login message screen.

Promega Corporation - 2800 Woods Hollow Road - Madison, WI 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516 13
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3.D. User Accounts (continued)

To attempt the login again, close the Design Parameters window. Select the Configuration Tools tab, select “Design
Parameters” on the tab and follow the instructions for an Admin user login.

Note: The database (including standard curves, flag settings, sample assessment settings and plate maps) is
independent of the computer’s Windows login. Therefore, any user can see all database entries. See Section 3.C. for
more information on multi-user installation.

3.E. The Main Menu

Import

On the Import tab, you can select settings for the Instrument, Plate Map, Assessment and Flags to analyze a file. After
selections are made, the Import button will prompt you to identify the qPCR results file for analysis. The
analyzed qPCR data appears on screen. If desired, you can save the results as an Excel or PDF file.

© ProNex® DNA QC Assay Calculator

[1mport || onnguration Tools | Home | Eait [ view | Formatting | Print_| reip

Instrument: 'ABI 7600 «| Plate Map:' .| Assessment: | «| Flags: | - Standards:

& | =

a3
Import File:  ymport Save!  gave Excel File Save Pdf File

Figure 16. The Import tab screen.

Configuration Tools

This tab provides access to the Design Parameters and ProNex® DNA QC Assay Plate Designer windows.

© ProNex® DNA QC Assay Calculator

import | |Home | Edit | View | Formatting | Print | Help |

4 e

Design Parameters Design Plate Map

Figure 17. The Configuration Tools tab screen.

Ve The Design Parameters editor allows you to create and edit standard curves, flag settings, and sample
pesn Panmelers - assessments. In addition, you can manage users with the Login Manager.

The software includes default settings for the standard curve, flag settings and sample assessment. These
values are a starting point and can be customized by users.

14  Promega Corporation - 2800 Woods Hollow Road - Madison, WI 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516
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@ ProNex® DNA QC Assay Administrative Tools
|Fag Settings | Sampie Assessment | Logn Manager |

File | Print |_Help

B B B B

Retrieve Save Delete New

Figure 18. The Standard Curve tab screen.

The ProNex® DNA QC Assay Plate Designer allows you to create and edit Plate Maps.

Design Plate Map

E DNA QC Assay Desigy

[Fie ||gat [Pprnt |Heip |

Existing Plate Maps: - Ret&e Standard Curve Maps: *| Apply Sample Type: v Apply

0 ™ =

Save Plate Map Clear Form Delete

Figure 19. The ProNex® DNA QC Assay Plate Map Designer screen.

Home

This tab contains basic settings for font, cell alignment and decimals.

© ProMex® DNA OC Assay Calculator
mm{wm‘]’ml Home_Eﬂ :\m\n |meg|?m| ]nmp |

© B B 1 I

T i
| Al Unicods MS Zjj10 *| FontColr  Reguiar Faco  Bold Face  ftalics Bold Ralics
= = = .0 00
= = = 00 ».0

Laft Justify Cantor Justity Right Justify Incroase Decimal Decreass Decimal

Figure 20. The Home tab screen.
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3.E. The Main Menu (continued)

Edit

This tab contains basic functions for editing cells.

© ProNex® DNA QC Assay Calculator

Imporl_[_ Conﬁguratjnﬂ Tools [ Home . iew | Formatting ]_F'rinl _]_Halp

D O X = o

Copy Paste Cut Paste Values Select All Clear Cell Contents

Figure 21. The Edit tab screen.

View

This tab contains functions for zooming and searching spreadsheets.

© ProNex® DNA QC Assay Calculator

| import | Configuration Tools | Home | Edit | View | Fomatting | Print | Help |
:E'_. F_
o &
Zoom Search Spreadsheet
Figure 22. The View tab screen.
The Search Spreadsheet function allows for multiple search parameters:
. Match case: Selects cells which match the case of the search string.
. Match exactly: Selects only cells with the exact match of the search string.
. Alternate search: Searches cells that match the search string in a down, then across sequence.

. Use wildcards: Allows “*” to be embedded in the search string and acts as a wildcard (e.g., “B*W” would return
cells with “Below™).

(Promess Sareadheet Search Uthty
Find what: = E
| Match case | Atemate search (down then across) [L]
| Match exactly ("] Use widcards

Figure 23. The Promega SpreadSheet Search Utility screen.
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Formatting

This tab contains additional cell formatting functions such as color, borders, cell size and wrap text.

Irnpost | Configuration Tools | Hoe |Em View | Formatting | Print |Hm
- = ]

Font Wizard Call Background Color Row Background Color Cell Borders Quter Boroers. Clear Borders

¥ L] — )

Row Height Column Width ‘Wrap Text UnWrap Text

Figure 24. The Formatting tab screen.

Print

This tab contains print functions, including print preview and select printer.

& ProNex® DNA QC Assay Calculator

Help

| import | Configuration Tools | Home | Edit | view | Fomatting |

= L E

Print Print Preview Select Printer

Figure 25. The Print tab screen.

Help
Help videos are located on the Help tab.
Import—describes how to import qPCR data into the ProNex® DNA QC Assay Analysis Software.
Design Parameters—describes how to create standard curves, flag settings and sample assessment settings.

Design Plate Map—describes how to create plate maps.

© Frollex® DNA QC Assay Calculator (=N
import | Configuration Tools | Home | Edit | view | Fomatting | Print || Hetp
B & L P

Import Design Parameters Design Plate Map Technical Manual About ...

g >
=/ )

MultiUser Folder Permissions EULA

Figure 26. The Help tab screen.
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3.E. The Main Menu (continued)

Informational buttons are also located on the Help tab:

. MultiUser—displays information about multi-user setup.
. Folder Permissions—displays information about folder permissions required for the ProNex® DNA QC Assay
Software.

. Technical Manual—opens a copy of the technical manual stored in the folder with the application.
. EULA—displays the End-User License Agreement.
. About...—displays the ProNex® DNA QC Assay Software version information.

Tool Tips are available for many of the buttons in the software. Simply hover over a button and the tool tip appears
with a brief description of the button’s function.

© ProNex® DNA QC Assay Calculator

[import | configuration Tools | Home | Eait |View |F0rmar!ing_Pnnt Help

Instrument: | ag; 7500 +  Plate Map: + Assessment:

B = 3

ey
Import File:  mpont Save: | gave Excel File Save Pdf File

' ] | Save File in one of the Excel Formats, ——

Figure 27. A Tool Tip displayed on the Import tab screen.

Contact Promega Technical Services if you have questions on the use of this software. The ProNex® DNA QC Assay
Software part number is 7002422; use this number when contacting Promega. Email: techserv@promega.com.

4. ProNex® DNA QC Assay Analysis Software Workflow

The software workflow can be summarized as follows:

1.  Add aplate map, sample assessment or flag settings.
a.  Use the Design Parameters function to create/save a standard curve.
b.  Use the Design Parameters function to create/save flag settings or sample assessment settings (optional).
c.  Usethe Design Plate Map function to create/save a custom plate map.

2. Select the instrument, plate map, assessment and flags.

3. Import the qPCR results files from the Import tab.

4.  After import and analysis, export or print the results.
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4.A. Adding a Plate Map, Sample Assessment or Flag Settings
Create/Save a Standard Curve
Logging In

1. Select the Configuration Tools tab and select “Design Parameters”.

& ProNex® DNA QC Assay Calculator

Design Parameters Design Plate Map

Figure 28. The Configuration Tools tab screen.

The ProNex® DNA QC Assay Administrative Tools application opens and the Administrator Login window
appears.
2. Select a User Name and enter the password. (The defaults are User Name: DNAdmin; Password: Promega.)

Note: You must be logged in as an Administrator to create or save a standard curve. Username and password are
case-sensitive.

Administrator Login

Administrators: Log In
All Others: Click OK

User Name: ‘DNAdmm |

)
Password: ‘ |
1]

Figure 29. The Administrator Login window.

General Considerations for Creating Standard Curves

. Standard curves must be created before a plate map can be created.
. Standard curves can be linked with multiple plate maps.
. Standard curves with linked plate maps cannot be edited.

Creating a New Standard Curve
1.  Select the Standard Curve tab and select “New”.

a. A “Confirm Data Delete” message appears. Select “Yes” to clear the form.
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4.A. Adding a Plate Map, Sample Assessment or Flag Settings (continued)

" Probler® DNA QF Assay Administrative Tooks
Stancard Curve | Flag Seltings | Sample Assessment | Logn Manager

Print | Help
i [
Retrigve Save  Delste  New
L1
Standard Curve Information
Name Concentration Units Plate Row Plate Column
ng/ul A 1
ng/ul B 1
ngful [= 1
ngful D 1
ng/ul E 1
ngful F 1
ng/ful G 1
1

ng/ul

Standard Sample Volume [pL)
Test Sample Volume [jL)

Figure 30. The Standard Curve tab screen.

2.

20

Enter the Name, Concentration, Units, Plate Row and Plate Column for the custom standards.
Notes:

1.  Nameis a text field.

2. Concentration must be numeric.

3. Use the drop-down menu to select the desired Units (ng/ul, ng, pg/ul, pg), Plate Row (A—H) and Plate
Column (1-12).

Enter the Standard Sample Volume (ul) and Test Sample Volume (ul). These values must be numeric.

Note: This protocol uses 2ul of template DNA per reaction. The template volume can be increased as long as the
final reaction volume remains constant. If the template DNA volume and final reaction volume are the same for
both the DNA standards and unknown DNA samples, the DNA standards can be considered a concentration (in
ng/ul) instead of an input amount in nanograms (concentration in ng/pl x volume). The ProNex® DNA QC Assay
Analysis Software can accommodate different template volumes for standards and unknowns; however, all stan-
dards must be of the same volume and all unknowns must be of the same volume. In analysis, the ProNex® DNA
QC Assay Analysis Software will apply a dilution factor to the results in order to correct for volume differences
between standards and unknowns.

To save the entries, type a set name into the combination menu (e.g., “Default”) and select “Save”. A “Save
Complete” message box appears when the standard curve has been saved.
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7 Probler® DNA QF Assay Administrative Took
Standard Curve | Flag Seltings | Sample Assessment | Logn Manager

Fila Print Halp
M R 8
Retrieve  Save  Delste  New
Default -
Standard Curve Information
Name Concentration Units Plate Row Plate Column
standard 1 50 ng/ul A i
Standard 2 50 ngful B 1
Standard 3 2 ngful £ 1
Standard 4 2 ngful o 1
standard 5 0.08 ng/ul E 1
Standard & 0.08 ng/ful F 1
Standard 7 0.0032 ngful (<] 1
standard § 0.0032 ng/ul H 3
Standard Sample Volume (L) 2
Test Sample Violume [pL) 2

Figure 31. The default Standard Curve tab window.

Note: The Standard Curve Information displayed in the image above is the default file. The Default file should be
customized to reflect individual laboratory needs.

Editing an Existing Standard Curve
1. Select a standard curve from the combination menu and select “Retrieve”.
2. The standard curve values will appear in the form.

3. Edit the standard curve as desired by changing the Name, Concentration, Units, Plate Row, Plate Column and/or
Sample Volumes.

4.  Select “Save”.
a. If the standard curve is not linked to any plate maps:
i. A “Set Already Exists” message will prompt you to confirm the save action.
ii.  Select “Yes” to overwrite the standard curve information.
iii. A message appears when the save is complete.
b.  If the standard curve is linked to a plate map(s):

i. An “Update Denied” message appears that states “There are Plate Maps associated with ‘Standard
Curve set name’. You cannot modify this standard set.”

ii.  Rename the standard curve set name or delete the plate map to modify the standard set.
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4.A. Adding a Plate Map, Sample Assessment or Flag Settings (continued)

Deleting an Existing Standard Curve

1.
2.

Select a standard curve from the combination menu.
Select “Delete”.
a.  Ifthe standard curve is not linked to any plate maps:
i. A “Confirm Delete” message will appear.
ii.  Select “No” to cancel the deletion; or

iii.  Select “Yes” to confirm the deletion. A “Deletion Complete” message appears that states “The
Standard Set and its associated Plate Maps have been deleted”.

b.  If the standard curve is linked to a plate map(s):

i. A form appears that lists all plate maps linked to the selected standard curve that will be removed if
the delete action is continued.

ii.  Select “No” to cancel the deletion; or

iii.  Select “Yes” to confirm the deletion. A “Deletion Complete” message appears that states “The
Standard Set and its associated Plate Maps have been deleted”.

Create/Save Flag Settings

Creating a New Custom Flag Setting

1.
2.
3.

22

Select the Flag Settings tab and select “New”.
A “Confirm Data Delete” message appears. Select “Yes” to clear the form.

Enter the values for Minimum Acceptable R? and Minimum and Maximum Acceptable Slope. All entries must be
numeric.

To save the entries, type a name into the combination menu and select “Save”. A “Save Complete” message box
appears when the flag settings have been saved.
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&7 Praiex® DNA QC Assay Administrative Tooks
Suandard Curve | Flzg Setings | Sample Assessment | Loon Manager

File Print | Help

= @

Ratriave Save Delate New

L

Default -
I
Flag Settings
Name Ratio Type Minimum Acceptable (2] Maxi Acceptable (s}
T5bp 0.98
150bp 0.98
300bp 0.98

75bp 3.6 21
Slope 150bp -3.6 -3.1
3000p 3.5 3.1

Figure 32. The Flag Settings tab screen.

Note: The flag settings displayed in image above are the default values. The default values should be customized to
reflect individual laboratory needs.

Editing an Existing Flag Setting
1. Select a flag setting from the combination menu and select “Retrieve”. The flag settings will appear in the form.
2. Edit the flag settings as desired and select “Save”.

a.  A“Set Already Exists” message will prompt you to confirm the save action.

b.  Select “Yes” to overwrite the flag settings information.

¢. A confirmation message appears when the save is complete.
Deleting an Existing Flag Setting
1. Select a flag setting from the combination menu and select “Delete”.

A “Confirm Delete” message will appear.
b.  Select “No” to cancel the deletion; or

c.  Select “Yes” to confirm the deletion. A “Deletion Complete” message appears when the process is
complete.
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4.A. Adding a Plate Map, Sample Assessment or Flag Settings (continued)

Create/Save Sample Assessment Settings

Creating a New Custom Sample Assessment Setting

1. Select the Sample Assessment tab and select “New”.

2. A“Confirm Data Delete” message appears. Select “Yes” to clear the form.

3. Enter the threshold values (TH Value and Max Value) and Sample Assessment messages. TH Value and Max
Value must be numeric. The threshold values should be customized to reflect individual laboratory needs.

4.  To save the entries, type a name into the combination menu and select “Save”.

5. A“Save Complete” message box appears when the sample assessment has been saved.

RSB TNAGE -
Stavusavt Curve | Fisg Setings | Somoie Assesament | Loge Manager

Fia | prnt | meip

B
<x
%

= ’
, B =3 &=
Retneve Save Desate New
Default -
[ 1
Sample Assessment
By Ratio Name  Threshold  TH value Operator MaxValue  Sample Assessment Message
™ 0.3 sx Below IPCTH
x Above IPCTH
X< 50 Below DEG1 TH1
TH1L 50 xS$ 500 Above DEGL TH1
TH2Z S00 »x Above DEG1 TH2Z
%< 50 Below DEG2 THI
TH1 50 XS 500 Above DEG2 TH1
TH2 500 b Above DEG2 THZ
X< 50 Below DEG3 TH1
TH1 50 SxS 500 Above DEG3 TH1
TH2 500 EE S Above DEG3 THZ
™ 2 <x Below CCF1TH
Zx Above COFLTH
™ 5 <X Below CCF2TH

Above CCF2TH
Below CCF3 TH
Above CCFITH

Figure 33. The Sample Assessment tab screen.
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Notes:

1. The sample assessment settings displayed in the image above is the default file. The default values should be
customized to reflect individual laboratory needs.

2. For both Degradation and Genomic DNA Contamination applications, individual laboratories should
determine acceptable threshold values relevant to their downstream application success. The diversity of
downstream applications, sample types and purifications, and potential PCR inhibitors does not allow for
specific threshold value recommendations. Default threshold settings in the ProNex® DNA QC Assay Analysis
Software are values intended to be customized by the user. You should validate the correlation between
success in downstream applications and one (or more) target ratios. See the ProNex® DNA QC Assay for Use
on the Bio-Rad CFX96 Touch™ Real-Time PCR Detection System Technical Manual #TM513 and ProNex®
DNA QC Assay for Use on the Applied Biosystems® 7500/7500 Fast Real-Time PCR Systems Technical
Manual #TM514 for guidance on how these parameters could be set.

Editing an Existing Sample Assessment
1.  Select a sample assessment from the combination menu and select “Retrieve”.
2. The sample assessment will appear in the form. Edit the sample assessment as desired and select “Save”.
a. A “Set Already Exists” message will prompt you to confirm the save action.
b.  Select “Yes” to overwrite the sample assessment information.
¢.  Aconfirmation message appears when the save is complete.
Deleting an Existing Sample Assessment
1. Select a sample assessment name from the combination menu and select “Delete”.
A “Confirm Delete” message will appear.
b.  Select “No” to cancel the deletion; or

c.  Select “Yes” to confirm the deletion. A “Deletion Complete” message appears when the process is
complete.
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4.A. Adding a Plate Map, Sample Assessment or Flag Settings (continued)

Create/Save a Plate Map

General Considerations on Creating a Plate Map

. Any user can create or save a plate map.

. You must create a standard curve before creating a plate map.

. You cannot edit or clear a standard curve within the ProNex® DNA QC Assay Plate Designer. Create a new
standard curve with the Design Parameters if a change is required.

. Wells not assigned as a standard can be assigned as CCF, DEG, NTC or unassigned.

CCF (ccfDNA): In analysis, results will be compared to the threshold values in the CCF Sample Assess-
ment Settings. CCF Sample Type Ratios will be compared to a single threshold value. (For use with ccfDNA
samples or other samples where gDNA contamination is of concern.)

DEG (degredation): In analysis, results will be compared to threshold values in the DEG Sample Assess-
ment Settings. DEG Sample Types will be compared to two threshold values. Comparisons will report
below the lower threshold value (smaller number), between the two thresholds (between the small and
large numbers) and above the higher threshold (larger number). (For use with FFPE samples or other
samples where the level of DNA degradation is of concern.)

NTC (no template control): In analysis, C, and quantity results will be reported but no comparison to
threshold values will be made.

Standard or Unassigned: No analysis.
Creating a New Plate Map
1. Inthe Configuration Tools tab, select “Design Plate Map” to open the ProNex® DNA QC Assay Plate Designer.

© ProNex® DNA QC Assay Calculator

Import | Configuration Tools | Home l Edit | View | Formatting ] Print | Help

b 2l

Design Parameters Design Plate Map

Figure 34. The Configuration Tools tab screen.
2. Select a standard curve map from the drop-down menu.

3. Select “Apply”. The standards will be displayed in the plate map.
Note: You cannot edit or clear a standard curve within the ProNex® DNA QC Assay Plate Map Designer.
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=il ProNex® DNA QC Assay Plate Designer

File |Edit [Prnt [Hep |

(=

e L e rooy  Semeel ] sy

B =R

Save Plate Map Clear Form Delete

1 2 3 4 5 6 7 8 ] 10 11 12
Standard 2

Standard 3 .

>

™

Standard 4 .

m oo o

Standard 5 .

standerac M

-

G Standara7 M

H stendaras 1l

Figure 35. The ProNex® DNA QC Assay Plate Designer tab screen displaying the default standard curve
map.

4.  Highlight the wells of interest and select the sample type from the drop-down menu.
5. Select “Apply” to assign wells as CCF, DEG or NTC. The plate map will be updated accordingly.

=il ProNex® DNA QC Assay Plate Designer

Fie |Edit [Print [Help |
J Standard Curve Maps: - j Sample T - ‘i
Fetieve pe: ootaut sy ST o] oy
E
Save Plate Map Clear Form Delete
1 2 3 ) 5 6 7 8 ] 10 " 12
A DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
E Standard 2 DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
c ‘Standard 3 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
D Standard 4 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
E ‘Standard 5 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
F Standard & . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
G ‘Standard 7 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG NTC
H Standard & . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG NTC

Figure 36. The ProNex® DNA QC Assay Plate Designer tab screen with sample types added.
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4.A. Adding a Plate Map, Sample Assessment or Flag Settings (continued)
6.  To clear the selected wells, use the Delete key on the keyboard or select “Clear Cell Contents” on the Edit tab.

=] ProNex® DMA QC Assay Plate Designer

File Edit |F’HHI |Help ‘

Select All Clear Cell Contents

| Clear Contents of Selected Area.

1 2 3 4 5 3 7 8 9 10 11 12
A Standard 1 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
B Standard 2 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
c Standard 3 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
D Standard 4 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
E Standard 5 . DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
F stangaras M DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
G stangara7 I DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
H stangaras M DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG NTC

Figure 37. The ProNex® DNA QC Assay Plate Designer tab screen with select sample types removed.
7. To save a plate map, select “Save Plate Map”on the File tab.
a. A prompt will appear for a plate map name.
b.  Type a name and select “OK” to continue.
c.  A“Save Complete” message appears when the plate map save is complete.
Editing an Existing Plate Map
Select a plate map from the drop-down menu.
Select “Retrieve”. The plate map will be displayed.
Highlight the wells of interest.
Select a sample type from the drop-down menu.
Select “Apply” to assign wells as CCF, DEG or NTC. The plate map will be updated accordingly.
To clear the selected wells, use the Delete key on the keyboard or select “Clear Cell Contents” on the Edit tab.

A A e

Select “Save Plate Map” to save the plate map.
a.  Aprompt will appear with the existing plate map name.
b.  Select “OK”.
A “Record Exists” message appears, prompting you to confirm the overwrite.
d.  Select “Yes” to continue.
e.  A“Save Complete” message appears when the plate map save is complete.

Note: Existing plate maps can be edited and then saved under a new name.

28  Promega Corporation - 2800 Woods Hollow Road - Madison, Wl 53711-5399 USA - Toll Free in USA 800-356-9526 - 608-274-4330 - Fax 608-277-2516
TM512 - 9/17 WWwWW.promega.com



Deleting an Existing Plate Map

1.
2.

Select a plate map from the drop-down menu.

Select “Delete”.

a.  A“Confirm Delete” message will appear.
b.  Select “No” to cancel the deletion; or

c.  Select “Yes” to confirm the deletion. The plate map name will be removed from the drop-down menu.

4.B. Importing the qPCR Results File

You can import the qPCR results file(s) from the Import tab by selecting the appropriate instrument, plate map,
assessment and flags.

General Information

The light blue shaded cells in the worksheets identify user-editable cells.

The Date and Experiment Title fields from the Settings worksheet are displayed at the top of the page for the other

worksheets.

1. Use the drop-down boxes to select the instrument, plate map, sample assessment and flag settings to be used.
The standards used (linked to the plate map) will be displayed after file import.

2. Select “Import File”. A “Make Sure You Have Saved Your Work Before Proceeding” message will appear. Select
“No” to abort the import, or “Yes” to clear the form.

3. Use the file explorer to navigate to the file of interest, select the file and select “Open”. The analysis will begin.

4.  When the import is complete, the software will display the Settings worksheet.

Use the Home, Edit, View and Formatting tabs to modify the formatting in the worksheets.

b.  Type information in the light blue user-editable cells.

c.  To preview the printouts, select “Print Preview” on the Print tab.

i. A “Select Sheet(s) to Preview” form will appear.
ii.  Use the Ctrl or Shift keys on the keyboard to select multiple sheets for preview.
iii.  Select “OK” to view the first worksheet.
iv.  Select “Close” to close the Print Preview Form and display the next worksheet.
d.  Print pages using the print functions on the Print tab. Select “Print” to choose the sheets to print.
i. A “Select Sheet(s) to Print” form will appear.
ii.  Use the Ctrl or Shift keys on the keyboard to select multiple sheets for printing.
iii.  Select “OK” to send the print job to the default printer.
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4.B. Importing the qPCR Results File (continued)
5. To save the file as an Excel workbook, select “Save Excel File” on the Import tab.
a.  Afile explorer will open.
b.  Navigate to the location of interest, enter a file name and select “Save”.
6. To save the file as a PDF, select “Save Pdf File” on the Import tab.
a.  Afile explorer will open.
b.  Navigate to the location of interest, enter a file name and select “Save”.

c.  A“PDF Save Complete” message will appear when the save is complete.
4.C. The DNA QC Export File Worksheets

General Information

The ProNex® DNA QC Assay Software worksheets have been locked to prevent editing of the formulas, linked cells and
named ranges. Saving an Excel workbook will allow you to edit the entire worksheet (after unprotecting it) including
the formulas, linked cells and named ranges. To unprotect the worksheet, go to the Review tab on the ribbon in Excel.
Select “Unprotect Sheet” under the Changes menu in the Review ribbon. There is no password.

Settings

The Settings worksheet displays general information about the analysis, standard curve, flag settings and sample
assessment settings.
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ProNex® DNA QC Assay

User: Userl
Date: 7/18/2017
Instrument Type: ABI 7500
reference No: Example
Experiment Title: Experimentl
Kit Lot:
Software Version: 1.0.0.0

Standard Curve Flag Settings

Min Value Max Value
7sbp 0.98
150bp 0.98
300bp 0.88
75bp 3.6 -3.1
150bp 3.6 3.1
300bp -3.6 -3.1

Sample Assessment Settings

Name Ratio Name Threshold TH value ‘Operator Max Value Sample Assessment Message
TH 0.3 X Below IPCTH
*X Above IPCTH
x< 50 Below DEGL TH1
TH1 S0 SXsS 500 Above DEG1 TH1
TH2 500 >X Above DEGL TH2
X< 50 Below DEG2 TH1
Degraded 75/300 TH 50 sxs 500 Above DEG2 TH1
TH2 500 >X Above DEG2 TH2
X< 50 Beiow DEG3 TH1
THL 50 SXS 500 Above DEG3 TH1
TH2 500 >X Above DEG3 TH2
™ 2 <X Below CCF1 TH
zx Above CCFLTH
™ 5 <x Below CCF2 TH
zx Above CCF2 TH
: ™ 2 <x Below CCF3TH
150!300 zx Above CCF3 TH

Copyright Promega Corp 2017. All Rights Reserved.
For Research Use Only

Figure 38. The Settings worksheet.
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4.C. The DNA QC Export File Worksheets (continued)

Sample Name Map Worksheet
The Sample Name Map worksheet displays the sample type and sample name in a 96-well plate layout.

Note: You can edit sample names only in the Table Results worksheet. The Sample Name Map worksheet is locked and
cannot be edited in the ProNex® DNA QC Assay Software. Sample names typed in the Table Results worksheet will be
updated on the Sample Name Map Worksheet.

You can edit the standard sample volume and test sample volume in Sample Name Map worksheet.

Date: |7/19/17 2:39 PM
Experiment Title: |Experimentl

Standard Sample Volume (uL): 2
Test Sample Volume (uL): 2
Dilution Factor: 1.00
Sample Type:

1 2 3 4 5 3 7 8 E] 10 1 12
A standard1 Ml DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
B standard2 M Dec DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
¢ stndard3 Ml Dec DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
D swendards Ml DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
£ swendads Ml Dec DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
F  standards M DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG
¢ swndard7 Ml DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG NTC
H _ swandards Ml DEG DEG DEG DEG DEG DEG DEG DEG DEG DEG NTC

sample Names:

1 2 3 4 5 6 7 g 9 10 1 12

A song/ul sample 1 sample 2 sample 2 sample 4 sample 5 sample 6 sample 7 sample 8 sample 9 sample 10 sample 11
B song/ul sample 12 sample 13 sample 14 sample 15 sample 16 sample 17 sample 18 sample 19 sample 20 sample 21 sample 22
c 2ng/ul sample 23 sample 24 sample 25 sample 26 sample 27 sample 28 sample 29 sample 30 sample 31 sample 32 sample 33
D 2ng/ul sample 24 sample 35 sample 36 sample 37 sample 38 sample 39 sample 40 sample 41 sample 42 sample 43 sample 44
E 0.08ng/ul sample 45 sample 46 sample 47 sample 48 sample 49 sample 50 sample 51 sample 52 sample 53 sample 54 sample 55
F 0.08ng/ul sample 56 sample 57 sample 58 Sample 53 sample 60 Sample 61 sample 62 Sample 63 sample 64 sample 65 sample 66
G 0.0032ng/ul Sample 67 Sample 68 Sample 63 Ssample 70 Sample 71 Sample 72 Sample 72 Sample 74 sample 75 sample 76 NTC
H _ 0.0032ng/ul Sample 77 Ssample 78 Sample 79 Ssample 20 Sample 81 Sample 82 Sample 82 Sample 84 sample 25 sample 26 NTC

NTC

Standard

Figure 39. The Sample Name Map worksheet.
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The Std Curve worksheet displays a table of the C, values for each of the standard samples, R?, Slope, Intercept,
Amplification Efficiency, comparison to R? thresholds and comparison to Slope Limits. R? Thresholds and Slope Limits
used are displayed on the Settings worksheet.

Date:
Experiment Title:

7/19/17 2:39 PM
Experimentl

DNA Concentration Cq

ng/ul Sample Name | 75bp 150bp 300bp IPC

50 Standard 1 19.90 17.76 18.54 18.20

50 Standard 2 19.92 17.76 18.56 18.23

2 Standard 3 24.36 22.23 23.16 17.94

2 Standard 4 24.21 22.18 23413 18.02

0.08 Standard 5 28.73 26.53 27.76 18.07

0.08 Standard 6 28.91 26.75 27.86 18.02

0.0032 Standard 7 33.64 31.22 3231 18.18

0.0032 Standard 8 34.54 32.42 33.13 18.15

Amplification Above R2 Within

Target R2 Slope Intercept Efficiency Thresholds Slope Limit
75bp 0.9961 -3.369 25.435 98.1% Yes Yes
150bp 0.9951 -3.334 23.279 99.5% Yes Yes
300bp 0.9982 -3.374 24.213 97.9% Yes Yes

35.00
30.00
25.00
20.00
=
&)
15.00
10.00
5.00
0.00

75bp Target Standard Curve

-1

1]

log(DNA Concentration[ng/ul])

Figure 40. The Std Curve worksheet.
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4.C. The DNA QC Export File Worksheets (continued)

150bp Target Standard Curve
35.00

30.00 \
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- -1 1]
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300bp Target Standard Curve
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log(DNA Concentration[ng/ul])

Figure 41. The Std Curve worksheet (continued).
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Table Results Worksheet

The Table Results worksheet displays C, values, sample concentrations (ex: [75bp]), IPC comparisons, ratios and
threshold comparisons calculated in the worksheet. The Sample Assessment table is displayed at the top of the page.

You can edit sample names in the Table Results worksheet, in the “Sample Name” column. These cells are highlighted
light blue. The names on this worksheet will appear on the Sample Name Map worksheet.

. For Standard sample types, the worksheet displays the C, value for each sample. It does not calculate sample
concentration, IPC threshold shift or ratio threshold comparisons.

. For NTC sample types, the worksheet displays C, values and the calculated sample concentration for each
sample.

. For DEG sample types, the worksheet displays C, values. It calculates the sample concentration, IPC threshold
shift and threshold comparisons and compares them to the Degraded section of the Sample Assessment table.

. For CCF sample types, the worksheet displays C, values. It calculates the sample concentration, IPC threshold
shift and threshold comparisons, and compares them to the CCF section of the Sample Assessment table.

Note: After saving the workbook to Excel, do not use the sort functions on this worksheet; doing so will result in
calculation errors. You can use the Filter options in the header row to reorder data. To sort data, copy the table and
paste special values into a new worksheet. To unprotect the worksheet, go to the Review tab on the ribbon in Excel.
Select “Unprotect Sheet” under the Changes menu in the Review ribbon. There is no password.

Expariment Title: |Expasiment]

: Thresheid  THValue  Operator  Masveive  Campie Message
™ x Below 1P TH

' (")
I ] wue 500
™ 500 2 Above DEGL TH2
we ] Beiow DEGE TH1
M1 ] £ue s Above DEG2 TH
Wl 500 e Bbows DEG2 THI
T (") Below DEGE TH]
50 £ne 0
500 s
] <&
™ ] ¥
ax
™ ? “x

2x

Closest | | W Threshold | [7Sbpl/ |[75bplf [300bg] | [75bp)/
13008,

wo B PO mewn B ioonfl Thveshots B i1500

[75bp]/ [150bp] | [150bp]/ | [150bp]/ [300bp]
Threshold [l (soobjfll  Threshold |

re9 Below DEG1THL 105 Below DEGI THL

a2 as 301 Below DES1THL 147 Below DEG3 THL
M 1167 4365 (] 213 Below DEG1THL 159 Below DEG3 THL
s aat 180 W 438 Below DEG1 TH1 246 Below DEG3 THL
% ine o e 3186 BelowDEG1THI 584 Below DEG3 THL
ar 1m7 a6 240 275 Below DEG1THL 12¢ Below DEG3 THL
an Sample? 1486 G4z E08  BaiwDEGITHI  2.29 Below DEG1THL 174 Below DEG3 TH1
a Sampied 1238 0314 B0S  BumwDEGITM1 294 8elow DEG1THL 208 Below DEGE THL
a1n Sampled nsse a1m 1661 BelowDERITHI  5.63 Below DEG1TH1 295 Below DEGI THL
11 Janpie 10 0118 oo 6150  MecveDERITM1 7136 | BelowDEG1THL 550 Below DEG3 TH1
213 Sample 1l 17,702 son 208 BelewDEGITML 220 8elow DEG1THL o0s3 Below DEGE THL
[T Songhd

[ Sample 13 1o 7o 248 BeewDEGITMI 238 Below DEG1THL 108 Below DEGI THL
B Sameple 13 14683 5088 430 BaiemDEQITHD 238 8elow DEG1THL 187 Below DEGE THL
Be Sasvpie 14 1011 asrs 531 BalowDEBITM1 308 Below DEG1THL 166 Below DEG3 TH1
o semple s r 2281 B1ss L 1100 BamwDUGITMI 378 Below DEG1 THL 247 Below DEG3 THL
[ Samgle 16 ot 15 6% 17.54 1 6108 6390 AscewBESITMI 4128 | BelowDEG1THL se0 Below DEG3 THL

Figure 42. The Table Results worksheet.
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4.C. The DNA QC Export File Worksheets (continued)

C, Map Worksheet

The C, Map worksheet displays the C_ values for all standards and samples in a 96-well plate layout format.

e

Experiment Title: [Experimentl

ate: |7/19/17 2:39 PM

Figure 43. The C, Map worksheet.

36

Cq

1 2 3 4 5 6 7 8 9 10 11 12
75bp 199 211 215 216 225 25.0 245 248 25.1 26.0 285 21.2
A 150bp 17.8 20.3 21.0 211 225 26.5 238 245 25.0 26.3 29.8 20.3
300bp 18.5 213 22.4 227 248 30.0 251 26.3 27.0 289 333 21.0
IPC 18.2 17.9 17.8 17.8 17.5 17.6 17.7 17.8 17.6 17.7 17.9 15.0
75bp 199 211 215 216 22.4 25.1 246 250 25.0 25.8 283 21.2
B 150bp 17.8 20.3 20.9 211 225 26.5 237 246 248 26.2 30.2 20.2
300bp 18.6 21.2 226 227 248 30.0 250 26.4 26.9 289 33.8 21.0
IPC 18.2 17.8 17.8 17.8 17.7 17.6 17.6 17.7 17.5 17.7 17.9 17.9

75bp 24.4 213 21.4 21.4 22.4 25.1 247 250 25.1 259 28.4
150bp 222 20.2 20.9 211 225 26.5 238 246 248 26.1 30.0 20.0
c 300bp 232 213 225 226 247 30.1 251 26.6 27.0 289 34.0 21.0
IPC 179 17.7 17.7 17.6 17.8 17.6 17.6 17.6 17.7 17.7 17.8 17.7
75bp 242 21.2 215 217 225 253 248 251 25.1 26.1 28.4 24.4
150bp 222 20.2 20.9 211 225 26.5 238 246 247 26.3 30.0 23.4
D 300bp 231 213 226 228 249 30.4 250 26.6 27.0 289 33.4 242
IPC 13.0 17.6 17.6 17.8 17.7 17.7 17.7 17.8 17.7 17.7 17.8 17.9
75bp 287 21.2 213 216 225 253 249 25.2 25.2 26.1 28.4 24.4
150bp 26.5 20.3 20.8 21.0 225 26.6 238 246 248 26.3 30.0 23.2
E 300bp 27.8 213 225 228 247 30.4 253 26.5 26.9 29.0 333 242
IPC 18.1 17.9 17.7 17.7 17.8 17.7 17.4 17.7 17.8 17.8 17.9 18.1

75bp 289 213 21.4 217 226 25.2 248 25.2 25.2 26.0 287

150bp 26.8 20.3 20.8 211 226 26.5 237 245 249 26.1 30.2

F 300bp 27.9 213 225 227 249 30.0 251 26.5 26.9 289 33.8

IPC 13.0 17.8 17.6 17.7 17.6 17.6 17.7 17.7 17.7 17.7 17.8

75bp 33.6 21.2 215 216 225 25.1 247 25.2 25.2 26.2 285

150bp 312 20.3 20.9 211 226 26.4 238 246 248 26.4 30.1

G 300bp 323 213 22.4 226 24.6 29.9 250 26.4 26.8 289 34.0
IPC 18.2 17.8 17.8 17.8 17.7 17.8 17.7 17.6 17.7 17.7 13.0 13.0

75bp 345 213 21.4 216 22.4 25.1 248 251 25.1 26.3 28.6

H 150bp 32.4 20.3 20.9 211 225 26.5 2389 246 248 26.4 30.3

300bp 321 21.2 22.4 226 245 29.9 250 26.3 26.9 288 339
IPC 18.1 17.8 17.8 17.8 17.8 17.7 17.8 17.8 17.9 17.8 13.0 13.0

NTC
Standard
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Quantity Map Worksheet

The Quantity Map worksheet displays the calculated quantity (ex: ng/ul) for all samples in a 96-well plate layout

format.

Date: [7/19/17 2:39 PM
Experiment Title: | Experimentl

DNA Concentration (ng/ul)

1 2 3 4 5 6 7 8 9 10 11 12
75hp 19.19 1492 13.67 741 131 192 150 124 0.70 0.13 17.70
A 150bp 7z 496 437 1.69 0.11 0.70 0.43 0.31 0.12 0.01 8.04
300bp 734 336 274 0.69 0.02 0.56 0.25 0.15 0.04 0.00 867
75bp 19.00 14.66 14.07 815 1.22 1.82 1.39 1.38 0.75 0.15 18.70
B 150bp 7589 5.10 458 171 0.11 0.74 0.41 0.36 0.13 0.01 8.67
300bp 7.66 3.05 2375 0.69 0.02 0.58 0.22 0.16 0.04 0.00 8.99
75bp 17.37 15.75 15.44 797 1.26 1.68 135 126 073 0.14
c 150bp 8.26 511 485 173 0.11 0.70 0.40 0.36 0.14 0.01 9.36
300bp 7.a7 3.27 2.98 072 0.02 0.53 0.20 0.15 0.04 0.00 9.23
75hp 17.75 14.64 13.04 7.49 111 157 122 124 0.63 0.14 2.07
D 150bp 8.18 523 449 171 0.11 0.69 041 0.37 0.13 0.01 0.92
300bp 7.22 3.09 262 0.64 0.01 0.50 0.20 0.15 0.04 0.00 1.00
75hp 18.45 16.66 1346 7.63 1.06 1l4s 121 115 0.63 0.14 2.03
E 150bp 8.03 5.60 473 174 0.10 0.69 0.40 0.35 0.12 0.01 1.03
300bp 721 3.29 262 072 0.01 0.48 0.21 0.16 0.04 0.00 0.98
75bp 17.13 15.54 1275 6.94 117 1.50 1.20 119 0.68 0.11
F 150bp 7.56 536 4.85 185 0.11 0.77 0.42 0.34 0.14 0.01
300bp 7.33 3.30 2.86 0.65 0.02 0.54 0.22 0.16 0.04 0.00
75bp 17.68 14.35 1353 751 123 1.68 121 1.16 0.58 0.12
G 150bp 8.02 5.29 458 164 0.12 072 0.41 0.35 0.12 0.01
300bp 7.15 3.38 2.96 076 0.02 0.60 0.23 0.17 0.04 0.00
75hp 17.30 15.38 13.98 779 124 1.54 1.26 122 0.57 0.12
H 150bp 7.91 511 455 173 011 0.65 0.40 0.35 0.12 0.01
300bp 7.58 3.43 294 0.81 0.02 0.58 0.24 0.16 0.04 0.00
NTC
STANDARD

Figure 44. The Quantity Map worksheet.
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4.C. The DNA QC Export File Worksheets (continued)

IPC Map Worksheet

The IPC Map worksheet displays the IPC sample assessment message for all samples in a 96-well plate layout format.

Date: |7/19/17 2:39 PM
Experiment Title: |Experiment1

IPC Shift Plate Map

Name  RatioName Threshold  TH Value Operator  Max Value Sample Assessment Message
20 .|' ) Ill TH 0.3 =X Below IPC TH
et e > X Above IPC TH
1 2 3 4 5 6 7 8 9 10 11 12

A Below PCTH  BelowPCTH  BelowIPCTH  Below IPCTH  BelowIPCTH  BelowPCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  Below IPCTH  Above IPCTH
B Below PCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  BelowIPCTH  BelowPCTH  BelowPCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  Below IPCTH
c Below IPC TH Below IPC TH Below IPC TH Below IPC TH Below IPC TH Below IPC TH Below IPC TH Below IPC TH Below IPC TH Below IPC TH No 75bq Cq
D Below IPC TH Below IPC TH Below IPCTH Below IPCTH  BelowIPCTH  Below IPCTH Below IPC TH Below IPC TH Below IPCTH  Below IPCTH Below IPC TH
E Below IPCTH  Below IPCTH  BelowIPCTH  Below IPCTH  BelowIPCTH  BelowPCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  Below IPCTH  Below IPCTH
F Below IPCTH Below IPCTH Below IPCTH Below IPCTH  BelowIPCTH  Below IPCTH Below IPC TH Below IPC TH Below IPCTH  Below IPCTH NolIPCCq
G Below IPCTH  Below IPCTH  Below IPCTH  Below IPCTH  BelowIPCTH  Below IPCTH  Below IPCTH  BelowIPCTH  Below IPCTH  Below IPCTH
H Below IPCTH  Below IPCTH  Below IPCTH  Below IPCTH  BelowIPCTH  Below IPCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  Below IPCTH

NTC

Standard

Below Min Threshold

Above Max Threshold

No 75bp Cq

No IPCCq

Figure 45. The IPC Map worksheet.
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Ratio Map Worksheet

The Ratio Map worksheet displays the ratio results, color coded based on the IPC, DEG and CCF threshold
comparisons, for all samples in a 96-well plate layout format.

The worksheet displays the Sample Assessment Settings table at the top of the page.

Date: |7/1
Experiment Title: |Exp

9/17 2:39 PM
erimentl

Sample Assessment Settings

Name Ratio Name Threshold TH Value Operator Max Value Sample 1t M.
TH 0.3 =x Below IPCTH
>x Above IPCTH
X< 50 Below DEG1 TH1
TH1 50 X2 500 Above DEG1 TH1
TH2 500 X Above DEG1 TH2
X< 50 Below DEG2 TH1
TH1 50 xg 500 Above DEG2 TH1
TH2 500 X Above DEG2 TH2
x< 50 Below DEG3 TH1
TH1 50 x= 500 Above DEG3 TH1
THZ 500 >x Above DEG3 TH2
™ 2 <x Below CCFL TH
zx Above CCFL TH
™ 5 <x Below CCF2 TH
2x Above CCF2 TH
™ 2 <x Below CCF3 TH
2x Above CCF3 TH
Ratios & Flags
1 2 3 4 5 6 7 8 k] 10 11 12
75/150 2.49 3.01 3.13 438 11.8¢ 275 3.43 3.94 5.63 11.36 2.20
A 75/300 261 448 5.00 10.78 £9.16 3.40 5.08 8.09 16.62 £2.50 204
1504300 1.05 147 1.59 2.4 5.84 1.24 174 2.05 2.95 5.50 0.93
IPC Below IPCTH _ Balow IPCTH _ Below IPCTH _ Below IPCTH _ Below IPCTH _ Below IPCTH _ BelowIPCTH _ BelowIPCTH _ BelowIPCTH _ BelowIPCTH _Above IPCTH
75/150 238 2.88 3.08 478 1128 2.47 335 3.82 571 16.22 2.16
B 75/300 2.48 4.30 5.12 11.80 £0.90 3.15 .32 873 18.85 146.00 208
150/300 104 167 166 2.47 5.40 128 183 2.28 3.30 9.00 0.96
IPC Below IPCTH _ Below IPCTH _ BelowIPCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  BelowIPCTH  BelowIPCTH  BelowIPCTH  Below IPCTH  Below IPCTH
75/150 2.10 3.08 3.32 4.60 11.56 2.41 3.37 3.53 5.26 13.60 [75bp]=0
c 75/300 242 4.82 5.19 1108 70.00 3.18 6.91 8.29 1729 136.00 [75bp] =0
1504300 115 158 156 2.41 6.06 132 2.05 2.35 3.29 10.00 101
IPC Below IPCTH Below [PCTH BelowIPCTH  BelowIPCTH BelowIPCTH Below IPCTH Below|PCTH Below|PCTH BelowIPCTH  Below IPCTH No75bg Cq

Figure 46. The Ratio Map worksheet.

Imported Data Worksheet

The Imported Data worksheet displays the unedited data imported into the ProNex® DNA QC Assay Software from the

qPCR data file.
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5. Troubleshooting

Symptoms

Causes and Comments

Installation

Software download hangs, is terminated before
finishing, or is corrupted

Slow internet connection or internet service interruption. Attempt
anew download. If the problem persists, contact Promega
Technical Support Services.

“Access restricted” warning during installation

Local computer permission not granted. Contact your IT/IS
department to grant administrator access to the user profile in
which you are attempting to install the software.

Problem installing MS .NET framework 3.5

Contact your IT/IS department for support, or see: https://
support.microsoft.com/en-us

Selecting Promega DNA QC Assays in the Start Menu
results in operating system looking for the software
installer, or software fails to launch

Installation completed by a non-administrator user. Contact your
IT/IS department to install the software with an administrator
account.

Design Parameters

Unable to create, edit or save Standard Curve, Flag
Settings or Sample Assessment Settings

Incorrect user permissions. Close the Design Parameters window
and log in with an administrator account.

Error message occurs on attempted save of Standard
Curve, Flag Settings, or Sample Assessment Settings or
Plate Map

DNA Assay database missing or corrupted. Contact Promega
Technical Services.

Standard Curve save/delete/new buttons grayed out or
disabled

Read-only access permission granted to user. Close the Design
Parameters window and log in with an administrator account.

Cannot edit a Standard Curve

Confirm that the Standard Curve does not have a Plate Map
associated with it in the ProNex® DNA QC Assay software.

Standard Curve does not appear in Plate Map drop-
down menu

Confirm that the Standard Curve was saved in the Design
Parameters/Standard Curve editor. Close the Design Parameters
window and log in with an administrator account.

Flag Settings or Sample Assessment save/delete/new
buttons grayed out or disabled.

Read-only access permission granted to user. Close the Design
Parameters window and log in with an administrator account.

Plate Maps, Standard Curve, Flag Settings and Sample
Assessment settings drop-down menus are empty.

Missing or corrupted database. Contact Promega Technical
Support Services.

Unexpected results from the Standard Curve samples

Error in setting up software parameters.

+  Confirm that the samples in the 96-well plate match the Plate
Maps on the Sample Name Map worksheet in the ProNex®
DNA QC Assay software.

+  Confirm that the correct values were entered for DNA
Concentration in the Standard Curve map in the ProNex®
DNA QC Assay software.

Functionality

Wrong thresholds comparisons made

Error in plate map parameters.

+  Confirm that the Sample Type is set correctly in the Plate Map
ProNex® DNA QC Assay software.
+  Confirm that the correct Plate Map is selected during import.
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Symptoms

Causes and Comments

User Access

Missing or forgotten password

Incorrect user permissions. Log in as DNAdmin and replace the
original user’s password, or delete and recreate the user profile.
Contact Promega Technical Support Services for additional
assistance.

Read-only access granted

Incorrect user permissions. To attempt the login again, close the
ProNex® DNA QC Assay Adminstrator Tools window. Select the
Configuration Tools tab, select “Design Parameters” on the tab
and follow the instructions for an Admin user login.

Incorrect password entered. To attempt the login again, close the
Design Parameters window. Select the Configuration Tools tab,
select “Design Parameters” on the tab and follow the instructions
for an Admin user login.

Design Parameters will not launch

Promega.Administrator.Toolz.exe was removed from the
Promega\DNA QC Assays install folder. Uninstall and reinstall
the ProNex® DNA QC Assay Software (see Section 3).

ProNex® DNA QC Assay Plate Designer will not launch

Promega.Plate.Designer.exe was removed from the Promega)
DNA QC Assays install folder. Uninstall and reinstall ProNex®
DNA QC Assay Software.

Help Tab

Help videos will not launch

Missing software components.

+  Confirm that Windows Media Player is installed on the
computer.

+  DesigningHelp.wmv, ImportingHelp.wmv or
PlateMapsHelps.wmv was removed from the Promega\DNA
QC Assays install folder. Uninstall and reinstall the ProNex®
DNA QC Assay Software.

Technical Manual will not open from software button

Missing software components. The ProNex® DNA QC Assays
Technical Manual.pdf was removed from the Promega\DNA QC
Assays install folder. Uninstall and reinstall the ProNex® DNA QC
Assay Software. The ProNex® DNA QC Assay Technical Manual
#TM512 is available online at: www.promega.com.

System Errors

Message: “Cannot Find a Base Path”

Database missing from the Promega\DNA QC Assays folder.
Contact Promega Technical Services. Email: techserv@
promega.com

Exception Error: System.IO.FileNotFoundException

One or more required files for the ProNex® DNA QC Assay

Software missing.

+ Uninstall and reinstall the ProNex® DNA QC Assay Software.

+ Contact Promega Technical Services. Email: techserv@
promega.com.
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5. Troubleshooting (continued)

Symptoms Causes and Comments
Import
Exception error: Error opening file File in use by another program. Confirm that the file to be

imported is not open in another program. Inside the error
message the text will include “because it is being used by another

process.”

Message: “Unrecognized File Extension” or “File Wrong or unexpected file type.

Retrieve Abandoned” +  Confirm that the correct export file type is selected in the
qPCR software (.txt, .csv, .xls, .xIsx) when exporting the qPCR
results file.

+  Confirm that the correct column export options are chosen
from the qPCR software.

+  Confirm that the correct Instrument is selected in the
ProNex® DNA QC Assay software.

Files does not import Wrong or unexpected file type.

+  Confirm that the correct export file type is selected in the
qPCR software (.txt, .csv, .xls, .xIsx) when exporting the PCR
results file.

+  Confirm that the correct column export options are chosen
from the qPCR software.

+  Confirm that the correct Instrument is selected in the
ProNex® DNA QC Assay software.

No sample concentration calculated Error in sample type or plate map parameters.

+  Confirm that the Sample Type is set as DEG, CCF or NTC in
the ProNex® DNA QC Assay software.

+  Confirm that the Sample Type is set correctly in the Plate Map
ProNex® DNA QC Assay software.

+  Confirm that the correct Plate Map is selected during import.

Cell or chart to be edited is on a protected sheet, or To unprotect the worksheet, go to the Review tab on the ribbon in
filters in Table worksheet will not work Excel. Select “Unprotect Sheet” under the Changes menu in the
Review ribbon. There is no password.

For support of other instruments with similar fluorescent dye capabilities, contact Promega Technical Services for more
information. Email: techserv@promega.com.
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6. Appendix

6.A. References

1.  Bustin, S.A. et al. (2009) The MIQE guidelines: Minimum information for publication of quantitative real-time

PCR experiments. Clin. Chem. 55, 611-22.

6.B. Related Products

Product Size Cat.#
ProNex® DNA QC Assay Calibration Kit, 7500 1 kit NG1001
ProNex® DNA QC Assay ABI 7500/7500FAST 200 reactions NG1002

800 reactions NG1003
ProNex® DNA QC Assay BioRad CFX96™ 200 reactions NG1004

800 reactions NG1005
Maxwell® RSC DNA FFPE Kit 48 preps AS1450
ReliaPrep™ FFPE gDNA Miniprep System 10 reactions A2351

100 reactions A2352
Maxwell® RSC ccfDNA Plasma Kit 48 preps AS1480

© 2017 Promega Corporation. All Rights Reserved.

ProNex is a registered trademark of Promega Corporation.

Applied Biosystems is a registered trademarks of Applied Biosystems. CAL Fluor and Quasar are registered trademarks of Biosearch Technologies, Inc.
CFX96 Touch™, CFX96 Touch™ Deep Well, CFX Connect™, and CFX384 Touch™ are trademarks of Bio-Rad. Excel is a registered trademark of Microsoft

Corporation. ROX is a trademark of Applera Corporation. FAM is a trademark of Applera Corporation.

All prices and specifications are subject to change without prior notice.

Product claims are subject to change. Please contact Promega Technical Services or access the Promega online catalog for the most up-to-date

information on Promega products.
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