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Press the F1 key to get more information about a window or dialog box.

~i:i~ Agilent Technologies



What is Agilent MassHunter DAR Calculator Software?

What is Agilent MassHunter DAR Calculator Software?

Agilent MassHunter DAR Calculator software is a stand-alone program
specifically designed to investigate drug-to-antibody ratios (DAR) of
deconvoluted LC/MS sample data acquired from antibody-drug conjugates
(ADC). The DAR Calculator allows you to interactively view the deconvoluted
ADC spectrum, interactively and numerically input mass values for the
unconjugated antibody and the drug/linker (the drug molecule and linker
complex), adjust peak calculation parameters, and generate DAR calculation
results. DAR Calculator reports may be saved as PDF and DOCX files, and
your DAR Calculator investigation can be saved as a DAR file and in a .D
MassHunter data file.

DAR Calculator provides you with the drug-to-antibody ratios for your sample
through a sequential set of operations: for intact ADCs and for reduced ADCs.

Automated DAR Calculator Workflow

You can automatically calculate DAR when you create a method with a custom
workflow in the Agilent MassHunter BioConfirm program. You can then run
this BioConfirm method from either the Agilent MassHunter Workstation Data
Acquisition program or from the Agilent MassHunter Walkup software. See
“Automated DAR Calculator Workflow” on page 17 and “To create and run a
Data Acquisition worklist” on page 29.

What's New in B.01.01

* DAR Calculations can be run from the BioConfirm program.

¢ DAR specific columns in MassHunter Data Acquisition and MassHunter
Walkup allow for automated DAR calculations.
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Agilent MassHunter DAR Calculator Software Installation

Agilent MassHunter DAR Calculator Software Installation

To install the software

BioConfirm B.08.00 or later must be installed before you install DAR
Calculator software.

If the G4994A A Agilent MassHunter DAR Calculator Software is not already
installed on your system, install it as follows.

1 Insert the disk labeled Agilent Technologies ADC DAR Calculator
Software into the disk drive.

2 From the installation disk, right-click Setup.exe, and then select Run as
administrator.

3 Follow the instructions on the screen to install the software.

For Excel based reporting to work properly in the BioConfirm program,
after installing Excel 2013 or Excel 2016, you need to open Excel and click
Accept on the “First things first” message.

To remove the software

Use Programs and Features in Windows Control Panel to remove Agilent
MassHunter DAR Calculator Software.

Agilent MassHunter DAR Calculator Software Quick Start Guide 3



User Interface

User Interface

Main Functional Areas

Figure 1.
B __..M Agilent DAR Calculator ? - o x
ﬂ:“ ﬂ_-_] ﬂI—f’ ﬂ-i_l | . | Ribbon ESUECSIUE DAR Peak List
e el = AT DAR1 AL DAR4 1
Edit save Lys-Linked ¢ Select
- Al At DAR
File N Selec
File Browser DAR Deconvoluted Spectrum
| sample_intact® -3.5 a mim & =9 DAR 0: 148226Da | Drug/Linker: 958 CDAR: 3.5
+ESI Scan (rt: 6.987.7.730 min, 46 scans) Frag=250.0V Sample Intact.d Deconvoluted (Isotope Width=24
]
File Browser ] DAR4
A list of the files that are 7 e Vusavaw
open. i 150138
15
DAR &
| 4 153012)
- i5 b'd
| . 5 ot DAR Deconovluted
| DAR Peak List X % 4 Spectrum
v [E 2 Decanvaluted spectrum and
/] 1
| = $ 3 DAR, You enter DAR O and
B Drug/Linker.
I DAR Peak = StartMass(Da)  End Mass (Da) Area NEA T e/
| 0 147831 188659 S.70E005 o7
I 1 148547 149726 LE6E008 05
| 165873 DAR Peak List
| = 3 150834 The DAR peaks that are in ae
the current file. 03
| 4 151801 .
] 5 152744 153531 2.18E+006 o
] 6 153682 154544 1.50E«006 o
l 7 154544 155502 B.2TE+005 b 4400 148000 15400 155000 58000 18000
< »
|

The main BioConfirm window consists of three parts: (1) the Menu Bar, (2) the
Ribbon, and (3) the Main Window. The main functional areas are shown in

Figure 1 The main functional areas of DAR Calculator

1. File Menu

The File Menu (Figure 2 on page 5) is shown when you click on the File tab in
the Ribbon. You can open the Properties dialog box, open the Help file, find
version information, and lock the program from the File menu.
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Figure 2 File Menu

2. Ribbon

User Interface

The Ribbon has two parts: the File Menu, and the Home tab. The Home tab has

six groups.

Toolbar Icon

Action

K B®

Open Close  Save

Open an Intact CSV file, one or two Reduced
CSV files, or a data file

Close one or all open files

Save, Save As, or Save All results

Opens the Edit DAR Method dialog box
Applies the method that you select to the
current file

Saves or Save as the method

Open a different method to edit

Lys-Linked (All) can have any number of
drug molecules attached to the antibody.
Cyc-Linked (Even) only has even numbered
DAR peaks available.

[ At DARO At DAR3 At DARG
[

At DAR1 At DAR4 At DAR7
Select
Al At DAR2 At DARS A+ DARS

Select DAR Peaks.

Shows the DAR peaks that are contributing
to the DAR calculation.
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» Creates a report and saves it as either a PDF
or a Word document.

* Toggles whether or not the DAR Peak List
pane is visible

3. Main window

The main window, see Figure 1 on page 4, is further divided into three panes:
File Browser pane, DAR Deconvoluted Spectrum pane, and DAR Peak List
pane. The File Browser pane and the DAR Deconvoluted Spectrum pane are
always visible.

File Browser pane This pane contains a list of the files that are open. It shows
the file names and the DAR value, if it has been calculated. When you click a
different file in the list, the information in the DAR Deconvoluted Spectrum
pane and the DAR Peak List pane are updated.

You cannot close this pane.

File Browser

Sample_Intact* - 3.5

Figure 3 File Browser pane

DAR Deconvoluted Spectrum You display deconvoluted spectra in this
window. In order to determine the DAR value, you enter the DAR 0 value and
the Drug/Linker value in the toolbar for this pane. The DAR peaks that are
included in the calculation of DAR are highlighted with vertical gray bars. You
can remove DAR peaks from the calculation using the Ribbon, the DAR Peak
List pane, or the shortcut menu.
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DAR Deconvoluted Spectrum
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Figure 4 DAR Deconvoluted Spectrum pane

DAR Peak List pane This pane has two parts: a toolbar and a table. The table
shows information about each DAR peak in the deconvoluted spectrum. If you
delete a peak from the DAR Deconvoluted Spectrum, it is also removed from
this table. You can clear the check box at the beginning of a row in the table to
remove that peak from the calculation of DAR. By the shortcut menu, you can
export the table, filter selected peaks, delete peaks, and edit the method.

. [ ewonTableto... "
DAR Peak List X | Filter Selected Peaks \
Y [E Hide Limits
DAR Peak = StartMass (Da)| End Mass (Da) Area|  %Area - Delete Peak 3
o 147809 148748 89364005 531 Undo ¥
1 148916 149628 LEIE+DDE 958 Redo v
2 149873 150657 2.8BE+006 1713
Edit Method..
3 150832 151612 33564006 19.90
4 151801 152581 3.36E+006 19.97
5 152728 153531 2.18E+006 1296
6 153682 154542|  150E4006 B89
7 154502 155502 6 27E+005 3m
8 155502 156407|  4.26E+005 253

Figure b DAR Peak List pane and shortcut menu
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DAR Dialog Boxes

The following dialog boxes are some of the dialog boxes available in Agilent
MassHunter DAR Calculator Software. See online Help for more information.

Edit DAR Properties Dialog Box

This dialog box allows you to set global parameters that are used when you
open a new CSV file.

Edit DAR Properties *
Default Properties
Properties | Report
Integration Properties

Peak area: @® Use total area
(O Use most abundant peak height

Peak baseline: (O Use line between peak limits
@® Usey=0

Max DAR Peak Number
Intact: 10

Reduced: 4 M

| OK ‘ Cancel

Figure 6 Edit DAR Properties dialog box

To open this dialog box Click Properties in the File menu.

Edit DAR Method Dialog Box

You can edit a method and save the settings that you want to apply to the
deconvoluted spectrum. If you are processing similar data files, then you can
apply a method instead of manually entering information when you open a
different file.
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Edit DAR Method »

Sample_Intact
Parameters | Properties Report
ADC Parameters Selected Peaks
Processing method: Intact DARO DAR 1 DAR 2

Reduced
DAR3 DAR 4 DARS

Linker type: @® Lysine-Linked

& et DAR6 [7] DAR7 DAR 2

[ DpAR9 [ DAR10
Theoretical Masses [ select Al
Intact DAR 0 mass: 0.00 Da

Drug/linker mass: 991.00 Da

Apply Cancel |

Figure 7 Edit DAR Method dialog box

[ |
To open this dialog box Click E in the Method group in the Ribbon. You can
instead click Edit Method in the File Browser shortcut menu.

Select method to apply Dialog Box

You can select any method that was saved, and this method is applied to the
current file.

i
To open this dialog box Click g in the Method group in the Ribbon.

Select method to apply x
Select method to apply

Di\MassHunter\Methods\Biocanfirm\B.08.00 -
=

B BictonfirmintactProtein-Defaultm

B BictonfirmProteinDigest-Defaultm

B Defaultm

B pf_BioConfirmintactProtein.m

Open Cancel

Figure 8 Select method to apply Dialog Box
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Basic Tasks

Basic DAR Workflow

“To start the DAR Calculator program” on page 10
“To create CSV files in BioConfirm” on page 10
“To process Intact CSV file” on page 12

“To process Reduced CSV files” on page 13

“To edit results” on page 14

“To create a report” on page 15

To start the DAR Calculator program
To start the DAR Calculator program, do one of the following;:

. .
¢ C(Click the DAR Calculator icon (=) on the desktop.

e Click Start > All Programs > Agilent > MassHunter Workstation > DAR
Calculator.

To create CSV files in BioConfirm

The first step in using the MassHunter DAR Calculator software is to create
CSYV files in the MassHunter BioConfirm software containing the deconvoluted
mass peaks.
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Creating a CSV file:
Create your deconvolution results
MassHunter BioConfirm

Step 1: Open your Step 2: Edit the Deconvolute Step 3: Run Find and Identify > Find
sample data file [Protein) method parameters by Protein Deconvolution

P e T ety Mamhod ageanc
& Opelwate.
S tee

3 seen

Step 4: Review ’ Step 5: Export deconvalution spectrum
Deconvolution Results results as a Text File [CSV file)

e . i el

Traihasits Hasafaiscis

Figure 9 Creating a CSV file

Open your LC/MS sample data file.
Edit the Deconvolute (MS): Protein method parameters.
Run Deconvolute (Protein) from the Method Editor.

Review the deconvolution results plot and adjust the method parameters.

Sl BRW N =

Export the deconvolution results as a text file (CSV file) from the
deconvolution plot.

See the online Help for detailed information about each step.
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To process Intact CSV file

You follow these general steps to process an intact CSV file.

1
2

3
4
5
6
7

Open a deconvoluted ADC spectrum (CSV file).

Select the ADC Type as Lys-Linked (All). (any number of drug molecules
per antibody) or Cyc-Linked (even) (only even numbers of drug molecules

per antibody).

Enter the mass for the unconjugated antibody (DAR 0) in the toolbar.
Enter the mass for the drug/linker (the drug molecule and linker complex).

Review the results and adjust the method, peak properties, and plot.

Create a DAR report (PDF or DOCX file).
Save your investigation (DAR file).

See the online Help for detailed information about each step.

Basic DAR Workflow:
Investigate your drug-to-antibody ratios (intact ADC)

MassHunter DAR Calculator

Step 1: Open the Step 2: Select the Step 3: Enter the Step 4: Enter the mass
deconveoluted ADC spectrum ADC Type mass for DAR 0 for the drug/linker

Step 5: Review DAR Deconvoluted ) o
Step 6: Creat DAR repart 7
[ Spectrum plot and DAR Peak List H ap reate your repa MSteD Save your |nveshgatlonj

Figure 10  Process an Intact CSV file
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To process Reduced CSV files

Follow these general steps to process reduced CSV files.

See the online Help for detailed information about each step.

1

N o o BN

Open the deconvoluted ADC spectra for the light and heavy chain
immunoglobulins (CSV files).

Enter the mass for the unconjugated antibody (DAR 0) for the heavy chain.
Enter the mass for the unconjugated antibody (DAR 0) for the light chain.
Enter the mass for the drug/linker (the drug molecule and linker complex).
Review the results and adjust the method, peak properties, and plot.
Create a DAR report (PDF or DOCX file).

Save your investigation (DAR file).

Basic DAR Workflow:
Investigate your drug-to-antibody ratios (reduced ADC)
MassHunter DAR Calculator

Step 1: Open the Step 2: Enter the mass for Step 3: Enter the mass Step 4: Enter the mass
deconvoluted ADC spectra DAR 0 heavy chain for DAR 0 light chain far the drug/linker
e
| :

ep Eviaw econvolute
Spectrum plot and the DAR Peak Step 6: Create your DAR reportN&tep 7: Save your investl'gat'lon]
List

Figure 11  Process reduced CSV files
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To edit results

To remove a peak

Clear the peak icon in the toolbar.
Clear the check box in the DAR Peak List pane.

To delete a peak

Select the peak in the DAR Peak List table and press Delete on the keyboard.

Select the peak in the DAR Peak List table. Right-click the peak and click
Delete Peak > Delete Peak.

Select the peak in the DAR Deconvoluted Spectrum pane. Right-click the
peak, and click Delete Peak > Delete Peak.

To add a peak manually

Open one or two CSV files.

Process the data. See “To process Intact CSV file” on page 12 and “To
process Reduced CSV files” on page 13.

If you have two reduced CSV files open, click either the Heavy Chain plot of
the Light Chain plot. The peak will be added to only one peak list.

Click & on the DAR Deconvoluted Spectrum toolbar.

5 Click the location for the first limit.

6 Click the location for the second limit.

To change integration results

Open one or two CSV files.

Process the data. See “To process Intact CSV file” on page 12 and “To
process Reduced CSV files” on page 13.

Zoom in around the peak that you want to modify in the DAR Deconvoluted
Spectrum pane.

In the DAR Peak List table, click a value in the Start Mass (DA) column or in
the End Mass (Da) column. The value in the cell is selected.

Click the location in the spectrum that you want to use as the Start Mass or
the End Mass for the peak. When you click a different location, the software

Agilent MassHunter DAR Calculator Software Quick Start Guide



Basic Tasks

automatically changes either the Start Mass or the End Mass for that peak
and recalculates the Area and % Area (or Height and % Height).

To modify properties for the current file

1 Open one or two CSV files.

2 Process the data. See “To process Intact CSV file” on page 12 and “To
process Reduced CSV files” on page 13.

3 Open the Edit DAR Method dialog box. Do one of the following:

Right-click the DAR Deconvoluted Spectrum pane and click Edit
Method.

Right-click the DAR Peak List pane and click Edit Method.
Right-click the file name in the File Browser pane and click Edit Method.

4 Review the parameters and make any changes. You can change how Peak
area is reported. You can also change how the Peak baseline is determined.
You can also change the Maximum DAR peak number.

5 Click Apply. The changes are made to the current file only.

To create a report

1 Click or under

2 Enter a File name. You can also switch to a different folder.

in the toolbar. The Save As dialog box opens.

3 Click Save. The report is opened automatically.

To export results

Export DAR Peak List table

You can only export a DAR Peak List table if the DAR Peak List contains one or
more peaks.

1 Select the table which you want to export.

2 Right-click the table in the DAR Peak List pane, and click Export Table >
CSV or Export Table to > XLS.

Agilent MassHunter DAR Calculator Software Quick Start Guide 15
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3 Enter the File name. You can also change to a different folder.
4 Click Save.

Export DAR spectrum

You can export a DAR spectrum to one of these formats: BMP, JPEG, PNG, or
TIFF.

1 Select the spectrum that you want to export.

2 Right-click the spectrum in the DAR Deconvoluted Spectrum pane, and
click one of the following

Export Plot to > BMP

Export Plot to > JPEG

Export Plot to > PNG

Export Plot to > TIFF
3 Enter the File name. You can also change to a different folder.
4 Click Save.

Agilent MassHunter DAR Calculator Software Quick Start Guide
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Automated DAR Calculator Workflow

The topics in this section will help you get started using the Agilent
MassHunter DAR Calculator Software with Agilent MassHunter BioConfirm
software and Agilent MassHunter Acquisition for TOF/QTOF with Agilent
MassHunter Walkup software.

1 Create a DAR Calculator method and save it.
2 Create a method with a Custom workflow in BioConfirm.
a Select Custom as the workflow in the BioConfirm program.

b Select Intact Protein Deconvolution with DAR Calculations as an action
in the BioConfirm method.

¢ Save the BioConfirm method to the same file as the DAR method.

3 Create an acquisition method in the Agilent MassHunter Data Acquisition
program. Link or copy the combined BioConfirm and DAR method just
created.

4 Create a Walkup Method that links to the Acquisition Method that you just
created.

5 Create a Walkup Workflow to configure custom columns.

For more information, see the following topics:

e “To create a DAR Calculator method” on page 18

¢ “To create a custom BioConfirm method” on page 19
e “To create a Data Acquisition method” on page 22

e “To create a Walkup Method” on page 23

¢ “To create a Walkup Workflow” on page 25
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To create a DAR Calculator method

The Intact DAR 0 mass and Drug/linker mass which you enter in the method
are the default values that are used during automation. When you are
automatically doing DAR calculations, you enter the appropriate values for
your sample.

tl
Click E in the Method group in the Ribbon.
Click the Parameters tab.
Click either Lysine-Linked or Cystine-Linked.

Enter the Intact DAR 0 mass. This mass is used as the default Intact DAR 0
mass.

2N -

5 Enter the Drug/linker mass. This mass is used as the default Drug/linker
mass.

6 Mark the selected peaks. These peaks are included in the calculation of
DAR.

Edit DAR Method X!
Sample_Intact
Parameters | Properties Report

ADC Parameters Selected Peaks

Processing method: Intact DAR O DAR 1 DAR 2
Reduced

DAR2Z [7]DAR4 [7] DARS

Linker type:
DAR 6 DAR7 DAR 8

[ select all
Theoretical Masses

Intact DAR 0 mass: 148226.00 Da

Drug/linker mass: 958.00 Da

Apply Cancel

Figure 12  Edit DAR Method dialog box

71 Click the Properties tab. Review the Integration Properties and the Max
DAR Peak Number.

8 Click the Report tab. Review the parameters.
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dE
Save the method. Click ﬁ in the Method group in the ribbon and select
either Save or Save as.

To create a custom BioConfirm method

Use this procedure to create a BioConfirm method which also does DAR
calculations. If you enter a Sequence, then the Match Sequences algorithm is
also run.

1

3
4

~N o o

Start the BioConfirm program. Click on the desktop or click Start > All
Programs > Agilent > MassHunter Workstation > BioConfirm B.08.00.
You need to use version B.08.00 or later of the BioConfirm program.

Open the default.m method. Click Method > Open. Select the default.m
method in the BioConfirm\B.08.00 folder.

If the Method Editor window is not visible, click View > Method Editor.

Click the Method Automation > Workflow and Sequences section in the
left pane.

Select Custom for the Workflow.
Select either reduced or non-reduced for the Condition.

(optional) Click the D button next to the Sequence/Masses parameter to
select a sequence. See the online Help for BioConfirm for more information
on adding a sequence using the Sequence Manager.

If you do not enter a sequence, then the Match Sequences algorithm is not
run.

For the example data file (Sample_Reduced.d), here are the sequences:
Light Chain:

DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLIYSASF

LYSGVPSRFSGSRSGTDFTLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIK

RTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNS
QESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTKSFNRG
EC

Heavy Chain:
EVQLVESGGG LVQPGGSLRL SCAASGFNIK DTYIHWVRQA PGKGLEWVAR
IYPTNGYTRY ADSVKGRFTI SADTSKNTAY LQMNSLRAED TAVYYCSRWG

GDGFYAMDYW GQGTLVTVSS ASTKGPSVFP LAPSSKSTSG GTAALGCLVK
DYFPEPVTVS WNSGALTSGV HTFPAVLQSS GLYSLSSVVT VPSSSLGTQT
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YICNVNHKPS NTKVDKKVEP KSCDKTHTC PPCPAPELLG GPSVFLFPPK
PKDTLMISRT PEVTCVVVDV SHEDPEVKFN WYVDGVEVHN AKTKPREEQY
NSTYRVVSVL TVLHQDWLNG KEYKCKVSNK ALPAPIEKTI SKAKGQPREP
QVYTLPPSRE EMTKNQVSLT CLVKGFYPSD IAVEWESNGQ PENNYKTTPP
VLDSDGSFFL YSKLTVDKSR WQQGNVFSCS VMHEALHNHY TQKSLSLSPG

8 (optional) Click the D button next to the Mods and Profiles parameter to
select modifications and profiles.

9 (optional) Mark the check box next to the Enzymes that you used.

10 In the Available actions list, select Intact Protein Deconvolution with
DAR Calculation.

This one action does the following

Runs the Intact Protein Deconvolution algorithm.

Runs the Match Sequences algorithm (if a sequence is provided).
Runs the DAR Calculations algorithm.

Generates a report.

11 Click the L] to move this action to the Actions to be run list.

(¥} Run Method Workflow ~

\nlorkflow: [custom

Cendition: [nonseduced

SequencesiMasses:

Mods and Profiles:

Enzymes Nenspecific
Chymotrypsin
Elastase
Trypsin-018
Trypsin

AigC
Asp
GluC
LysC
CHEr

Avsilable actions

DAR Calculation of Deconvoluted Specira
Protein Deconvolution with DAR Calculation
Extract addtional chromatograms

m |

Integrate And Deconvolute
Match Sequences
Generats Report
Decanveldte (Protein)

Find Peptides -

Actions to be run [Z]

Intact Protein Deconvolution with DAR Calculation

Do

m

[Z Method Editor: Workflow and Sequences
BEHHR 9~
= Method Automation
Workflow and Sequences A
Confirmation Cptions
Additional Chromatograms
Reports
Export
Intact Protein A
Protein Digest A
MS Extraction
Export
Figure 13

20

Method Editor window in the MassHunter BioConfirm program
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12 Review the parameters in the Intact Protein section.
Extract Chromatogram (MS)
Extract Spectrum (MS)
Deconvolute (Protein)
Match Tolerances

13 Save the BioConfirm method to the same method name as the DAR method.
BioConfirm does not overwrite the DAR method. Instead, BioConfirm
method parameters are added to the DAR method producing a combined
BioConfirm and DAR method.
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To create

a Data Acquisition method

Use this procedure to create a Data Acquisition method that links to the
BioConfirm method.

1

w

0 N o o1 &

Open the Agilent MassHunter Workstation Data Acquisition program. You
can either double-click the Data Acquisition icon on the desktop or in the
Agilent MassHunter Workstation group folder. You can also click Start > All
Programs > Agilent > MassHunter Workstation > Data Acquisition.

Enter values for all of the LC modules configured for the instrument.

Enter the MS parameters in the TOF or Q-TOF tab. See the Data Acquisition
Quick Start Guide for more information.

Click the DA tab.

Click the BioConfirm tab.

Mark the BioConfirm Automation check box.
Click the Copy or Link button.

Select the BioConfirm method that you created which also contains the
DAR method. See “To create a custom BioConfirm method” on page 19.

Save the Data Acquisition method. You click either Method > Save or
Method >Save As.

Method Editor x
[ 17" e i | B [penntactwithDaRm - apply | B

Froperiies || LAY HiP Sampler  HiP Sampler Fretreatment  Binary Pump  Column Comp.  DAD  TOF
BioConfim | Qual | Quant |
[¥] BioConfim &utomation
BioConfim Method
D:MassHunter\Mathods\5230_Sensitivity.m

0 Link @ Copy

Change to Method:  D:\MassHunter\Methods\Bioconfim®B.08.00%pfh_BioConfirm/ithDART 48 D

Wiesw Method

Figure 14 DA > BioConfirm tab in the Method Editor window in Data Acquisition
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To create a Walkup Method

Use this procedure to create a Walkup method that uses the Data Acquisition
method that you created. You must be a system administrator to create a
Walkup Method.

See “To create a Data Acquisition method” on page 22.

1

Start the MassHunter Walkup program. From the Data Acquisition
program, click Walkup > Start Software. You need to enter a valid name
and password.

In the Walkup software, click Administration ( 9N ) in the Ribbon. You need
to log in as an administrator.

Click Configuration in the left pane.

4 Click Walkup Methods ( I::I)in the Configuration section in the left pane.

Click <Add New Walkup Method> in the right pane.

6 Enter information in the <Add New Walkup Method> section. Enter the

Walkup Method Name and the Estimated Runtime.

In the Data System Method Details section, click "= to select the folder
where the method is saved. Click OK.

Select the Data Acquisition method you updated in “To create a Data
Acquisition method” on page 22.

Enter the Injection Volume Minimum, Nominal, and Maximum.
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=Add New Walkup Method -

Walkup Method Name: Walkup DAR Method
Walkup Methad Description: | Runs DAR through BioCanfirm method
Walkup Method Priority: 1- Highest - Estimated Runtime: 40 min
¥ Make available for sample submission
Workflow Scope
@ Al Warkflows

© specificiworkflows:

Instrument Scope

@ All Instruments

@) specificInstruments:

Data System Method Details

Diata System Method: DithassHuntermethodshpfh_IntactithDARm | (€] [ wview |
Injection Yolume Da Dperations

Minimum; 01

Hominal 03

Madmum: 1o

Equilibration Walkup Method Details

Equilibration Setting

@ Time to equilibrate after change: 0.0 min

(© Equilibration Walkup Methad:

Fre-Wakeup Walkup Method: <HNones -
Post-RunWalkup Method: <Hone> -
Equilibration Group: Wialkup DAR Method_EquilibrationGroup - I add group |

Figure 15  Walkup Methods section in the Walkup Administration program

10 Click Save.
11 Click Verify in the Verify & Save group in the Ribbon.

12 Fix any errors.

13 Click Save in the Verify & Save group in the Ribbon.
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To create a Walkup Workflow

Use this procedure to create a Walkup Workflow so that a user can submit a
DAR 0 value and a Drug/Linker value at the time of sample submission.

1 Start the MassHunter Walkup program. From the Data Acquisition
program, click Walkup > Start Software. You need to enter a valid name
and password.

2 In the Walkup software, click Administration ( EAY ) in the Ribbon. You need
to log in as an administrator.

3 Click Configuration in the left pane.

e
Click Workflows ( ‘ﬁ) in the Configuration section in the left pane.
Click <Add New Workflow> in the right pane.

Enter a Workflow Name.

N oo e A

In the Workflow Columns section, enter DAR 0 Mass for the Column
Display Name.

8 Select Theoretical DAR 0 Mass as the Column Type.
9 Enter Drug/Linker Mass for the Column Display Name.
10 Select Theoretical Drug/Linker Mass for the Column Type.
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Add New Workflow

Workflow Name:
Warkflow Description: |
Instrument Scape

@ &)l Instruments

(@) specific Instruments:

DAR Method

Workflow Columns

Column Display Name

1 f DAROMass

Column Type
Thearetical DAR 0 Mass

2 % Drug/Linker Mass

Theoretical Drug/Linker Mass

Mandatory Custom Value

% Click here to add new column in Workflow. Il
Move Dawn
Custom Sample Import
I llow Custom Sample Import
Import Map
sample Import Script

| o

Caniel |

Figure 16  Walkup Workflows section in the Walkup Administration program

11 Click Save.

12 Click Verify in the Verify & Save group in the Ribbon.

13 Fix any errors.

14 Click Save in the Verify & Save group in the Ribbon.
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To submit a sample in Walkup that calculates DAR

Use this procedure to submit a sample that will automatically calculate DAR.
You can enter the DAR 0 Mass and the Drug/Linker Mass if you want to use
different values than saved in the method.

1 Start the MassHunter Walkup program. From the Data Acquisition

program, click Walkup > Start Software. You need to enter a valid name
and password.

In the Walkup software, click Submit Samples.
Select your User Name and enter the Password.

Select the DAR workflow that you created for the Workflow.

B wWw N

Enter the Number of Samples.

2 Walkup - UserLogin [E=5E=R P

‘1 User Login Time out after: 04:22

[ . Page 1of3

User Name Admin
Password: st

Workflow: DAR Calculation

@ Mumber OF Samples: 1
2 Import Sarmples

Tegngt Import Map

+8 Be--

Import Data File |

| Net @ ¥ finsh |[® Cancel

Figure 17  User Login page of the Sample Submission dialog box

6 Click Next. The DAR 0 Mass column and the Drug/Linker Mass column are

automatically displayed in the table because you selected the DAR
workflow.

7 Enter the Sample Name.
8 Enter the DAR 0 Mass.
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28

9 Enter the Drug/Linker Mass.
10 Select the Walkup Method that you created.
11 Enter the Injection Volume.

Sample Name DAR 0 Mass DrugfLinker Mass Walkup Method Injection Yolume

1 % DARTest | 148226 991 ‘Walkup DAR Met... ~ 030

Figure 18  Table on the Sample List page

12 Click Next.
13 Place your vial in the position indicated.
14 Click Finish.
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To create and run a Data Acquisition worklist

Use this procedure to create a Data Acquisition worklist that adds columns for
the DA Workflow, the drug/linker, and the DAR 0 mass (or masses).

1 Open the Agilent MassHunter Workstation Data Acquisition program. You
can either double-click the Data Acquisition icon on the desktop or in the
Agilent MassHunter Workstation group folder. You can also click Start > All
Programs > Agilent > MassHunter Workstation > Data Acquisition.

2 Click the Worklist tab to show the Worklist window. If the Worklist window
is not visible, click View > Worklist.

3 Right-click the upper left corner of the worklist and click Add Column(s).
You can also click Worklist > Add Column(s).

4 Select DAR 0 Mass for the Column Type.

5 Enter the Column name. If you want to enter a light DAR 0 and a heavy
DAR 0, then you still only add one DAR 0 Mass column. The user enters two
values into this column separated by a comma.

6 Click OK.

Add Columns

Colurn Type Colurnn Infarmation

M5 Parameter .
U zer Defined

DrrugdLinker Mas:| - Colurnt name: DR 0 Masy
Expected DAR |~

DaR Range

MFC

Pratein Value:

D& workflow

Condition

(] 8 | Cancel |

Figure 19  Add Columns dialog box

7 Click Worklist > Add Column(s).

8 Select Drug/Linker Mass for the Column Type.
9 Enter the Column name.

10 Click OK.

11 (optional) Add a column for Expected DAR or DAR Range. These values
will be included in the DAR report. Do not add the DA Workflow column.
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This column is used to override the BioConfirm Workflow specified in the
method; however, to do DAR calculations, the DA Workflow must be
Custom.

12 Add one or more samples to the worklist. Select the method created in “To
create a Data Acquisition method” on page 22. Enter the DAR 0 Mass and
the Drug/Linker Mass. If you want to enter DAR 0 for a light chain and for
a heavy chain, enter both values in the DAR 0 Mass column and separate
them with a comma. For example, you can enter 12000, 94000.

13 Click Worklist > Worklist Run Parameters. The Worklist Run Parameters
dialog box opens.

14 Select Both Acquisition and DA or DA Only for Part of method to run. You
select DA Only if you have already acquired the data files.

15 Review the other parameters.
16 Click OK.
17 Save the worklist. Click Worklist > Save or Worklist > Save As.

: worklist =
Ovdid » [ |[pfh_DARCalumns ki &
¥ Sample Name | Sample Position Method Data File | Sample Type |DA Workflow DARO DrugfLinker Exp DAR DAR Range

1w [Testl |P1-A1 pih_IntactiithDAR, |Sample |Intact Protein (148226 |958 |3.5 |3-5
2 v |Test? [P1-a2 loth Intac = |Sample [Intact Protein (148200 |a50 [35 [3-5

‘Worklist

Figure 20 Worklist with DAR columns

18 Run the worklist. Click Worklist > Run. You can also click on the
main toolbar to run the worklist.
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