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Part A A
General Features of Biologics Explorer Software
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

Activity Node Icons

Pause: Pause the workflow here.
All subsequent tasks stay active.

Bypass: Skip this task when running the \
workflow.

T
All subsequent tasks continue to run. \ 4

/ &
Block: Stop the workflow. 0

This and all subsequent tasks become unavailable
(gray).

Trash: Do not save intermediate data.

When this icon is activated, the results for this particular activity
node cannot be opened.

Use this icon to help to save memory after workflow settings have
been optimized.

SCIEX)
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

Workflow Icons

Workflow Completed
All activity nodes have completed successfully.

Workflow Paused

Some activity nodes have been completed successfully, but

some have not yet started. Active

N @ 2. PeptideMapping_Simple
Workflow Ready

. : (D 3. PeptideMapping_Extended
No akchIVItY nod((ajs f;aV(j_'c b(;.'en completed. The - i @) 4. PeptideMapping_Comparative Analysis
workflow is ready to start. L @ 2 PeptideMapping_Simple

3. PeptideMapping_Extended

Workflow Error

Some activity nodes have been completed successfully, but at
least one activity node cannot run.

Some activity nodes are not complete.

-
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

Recommendations for Correct Use of the Resources

kel

1

= séve As 70.6 %
EI Jl UUUUUUU
A PDF Export

i\
r Close

/| Preferences
% Exit

Tools

788 Resource Status I

5] Mass Calculator

[: Library Browser
&) Instrument Editor
) Modification Editor
(= Enzyme Editor

;L_,’;J Package Manager
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-1 [ Active

& 2. Simple_ADA_1
& 2. Simple_ADA_5
& 2. Simple_ADA_10
@ 3.Ext_ADA_1

@ 3.Ext_ADA_S
i) 3. Ext_ADA_10

- & 4.Comp_ADA_2

& 4.Comp_ADA 6
© 4.Comp_ADA_10

-1~ |7 Personal

X

P Run
ﬁ[ Dispose

IJ Reset and close the selected workflow(s) |
= |

Sa Copy Ctrl+C

v

~+ Some activity nodes are very resource intensive. Processing multiple

workflows might use up all of the resources.

*  Open the Resource Status from the Tools menu to monitor the resources.

* Obey best practices to make sure that Biologics Explorer software
has sufficient memory and computing power:
1. To save memory in optimized workflows, activate the Trash icon.
2. To save intermediate results, use the Save Snapshot activity nodes.
3. Toreview results, use the ReviewSnapshots workflows.
4

Reset or dispose workflows before a new analysis is started.

The processing computer should have at least 250 GB of free disk space
and 6 GB of In-Memory Cache.

*  Files processed for peptide mapping workflows (other than Batch Processing) should
not add up to more than 4 GB.

*  Files processed for intact protein workflows (other than Batch Processing) should not
add up to more than 12 GB. 6 of 20
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Open the Online Help

(1)

TR Deconvolution - Settings

Display

Maximum Entropy Deconvelutio

Method:

Iterations: 20

Deconvolution Quality:  Stand

Qutput Mass Spectrum

Min, Mass: | 140 kDa
Max, Mass: | 160 kDa
Mass Step: | 1.0 Da

Tonization: (@) Protonation () Deproton

(2)

I
|
*

(]

SCIEX)

SCIEX BE 3.1 Documentation Function
e Deconvolution Options |  Display
Input
Search documen Use settings on the Deconvolution Options tab to configure the deconvolution mode and
Activity settings | method
> User interface L
o * Method — Select the deconvalution method.
> Visualizing data utput © Maximum Entropy Deconvelution — Use a Genedata proprietary zlgorithm to
5 Fres=smgen find the best deconveluted mass spectrum using a probabilistic approach.
= lterations: Define the number of iterations used for deconvolution. The
> Using workflows default value of 20 should be suitable for most applications.
> Howto = Deconvolution Quality: Select the number of data paints used for
deconvolution, The default Standard setting is usually sufficient.
v Activities ° H i ion De lution — Us the Genedata proprietary algorithm.
S e RS © Legacy Maximum Entropy Deconvelution — Use a maximum entropy method
that uses the Harmonic Suppression and Maxent (1] algorithms. In rare cases this
© Bl i method may provide better results than the updated algorithm.
+ Relessed Glycans ® Iterations: Define the number of iterations used for deconvolution. The
a1 default value of 20 should be suitable for most applications.
Wildcard Mapping = Intermediate: Select this option to se a version of the algorithm that shows
> Protein Mapping View harmonic peaks but may provide better results if a low number of charge
3 states (3-4) are present in the input dats.
o Prel=n (BRI « Output Mass Spectrum — C reate a deconvoluted spectrum in a single user-defined
« Peptide Mapping View mass range
et © Min. Mass: Minimum mass of the intact protein in kDa.
eptide Mapping © Max. Mass : Maximum mass of the intact protein in kDa, .
o (i Fr S aE © Mass Step: Define the step size (in Da) used for deconvolution. We recommend a
. Mass Step setting of 0.1-0.2 Da for isotopically resolved data and 1-2 Da for low-
ntsct Frotein resolution data.
+ Deconvolution * lonization — Select the ionization mode in which the data was acquired:
) © Protonation (default): Select this option if the data was acquired in pesitive icn
+ Fragment Mapping - mode
© Deprotonation: Select this option if the data was acquired in negative ion mode. -
Documentation
Workflow tab
The tab to the right of the File tab is the workflow tab, which is used to create, edit. configure, and run workfiows. The tab label
cumenta Q I contains the name of the active warkflow. A status kar in the lower left corner of the window provides information on the progress of
- the warkflow
~ Userinterface
. The following figure shows the Biologics Explorer user interface when a workflow is loaded and running and the warkflow tab is 3
> Flletab tools 3 selected. The workflow tab label corresponds to the name of the workflow. .
- File tab
- Workflow tab S — <
- Activity tab »
~ Visualizing data
= Changing layouts
> Data display
) i e
> Tables a N
) e ifassnet
+ Statistical analyses 7= - i
() 1 ram: :
> Data views and modes
)
> Data types
> Processing data N e
() roven sonums
> Using workflows
> Howto £ -2 2 ES -
e anis ik dcten %) s
> Activities iRt o8
A | Feature buttons: Additional features giving access to folders and files, support, Help, and log files .

For information about individual activity
nodes and their settings, click the ? icon in
the lower left corner of the settings window
to open the applicable Help pages.

For information about the user interface,
click the ? icon in the upper right corner of
the window to open the applicable Help
pages.

For information about how to visualize
data, use workflows, or any other topic of
interest, expand the sections listed in the
Online Help pages, or type into the Search
bar.
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Visualize Data: Preferences

Biclogics

Explorer

EPZIIHG

]
=
-

Preferences
Q, Search

—|- General

| L Activities

. Compatibility

- Display
General
Numbers
Export

Centroids Width: |0.01

X
lon Map
General ~
Color Scheme: W vihite Blue v
. !
L] Show Fi Dl hite/Blue
I Peak Color: F I - White fBlue Black
Interpolation: No Interpala W hite/Black

Bladk/Yellow
Spectrum

o Show Ow
Grid
Show Grid On Startyl
‘% Preferences U °
Grid Color: - F
w Exit M5/M5 Markers
Show On Startup
Size: 5
Symbol: [ ] ~
Color: - F o
& Defaults UndoJ
Preferences X
Q Search Numbers
- General Mumber Format
- Activities
P Ise Mumber Format
Compatibility
- Display Dedmal Places | |3
General Use Scientific Notation
i~ Ion Map
Exponent greater than |6
. Export Exponent less than -6
o Defaults Undo.
@ e | o

SCIEX)

To set how data is shown in Biologics Explorer software, select

Preferences on the red File tab.

° Display: lon Map

Select the ion map Color Scheme that is shown by
default when a data file is opened.

To use a different color scheme for an ion map, right-click the
color scale in the ion map window.

Select the Peak Color for the peak boundaries.

default when data is opened.
° Display: Numbers

— Select the number format to be used by default.

v
'me

White/Blue

White/Black
Black/Yellow

Spectrum

Tepographic

Flipped

Select the color and symbol for MS/MS data and if they are shown by

8 of 29
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Visualize Data: Useful Tools

i MSData x| . UV Chromatogram X

ﬁﬁ Ion Map X

{/. Mass Spectrum x | {. Extracted Ion Chromatogram X

Q B A T W B otic g o P& T B & Y oYY Q A+ D s # He A oun ows | o opl <o B
104 =
868.118
250004
§37.528
102
20000 4 808314 1018.913
- White/Blue 2 150004
2 1115.862
M White/Blue/Black F
E 100004 1233.107
W hite/Black 1301.728
- Black/Yellow 50004 1378.178
- 1464 2684
- l Spectrum 747 195 1saz e (ST
- . Topographic 0- T T T T —
e uu 1000 1200 1400 1600 miz 800 1000 1200 1400 1600

* Move the slider to control the noise level that is seen in the ion map.

* Right-click to select the color scheme.

Data display options

Selecting options |
Ton Map - control_1

Toolbar buttons

Use the central group of buttons on a chromatogram or spectrum visual

lizer's toolbar to change the display of data in the main panel.

i |=m se HE tic log max P

+
o

e iJ)] B8 &

Settings
L4
Plots and graphs
grap 2-10*
4
10 ““l ur
5-10%

L

>
/SC|EX) Note: For more information about data display options, use the Online Help.

®* Use the Visualizer Tools to control the data
display options.

The Tool icons are context dependent.

For example, the icon to Show/Hide MS/MS
Precursors (%) is only available if the raw data
contains MS/MS data.

* Frequently used tools:

Q

aE= = A
HA 40
.‘_)l

MZ
M=

LR
wr

Zoom Mode

Measurement Tool

Synchronize Zoom or Synchronize Selection

Lock Vertical (y-axis) Scale or Horizonal (x-axis) Scale
Show/Hide Data Points

Show/Hide MS/MS Precursors

Set Peak Visibility Mode (None, Peaks, Clusters, Groups)

Bookmark: Save an area of interest

9 of 29
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Visualize Data: Chromatogram View

Use Chromatogram View to see the Total lon Chromatogram (TIC) or Base Peak
Chromatogram (BPC) of the data before and after pre-processing.
* To change between TIC and BPC, use the icon in the Tool bar.

To see the Experiment List and UV Chromatograms, right-click the plot.

Input from before pre- o
processing

Chromatogram View
.'f‘

([ ]
Input from after pre-
H (8 Intact_Auto | - o X (@) UV Traces (Chromatogram View) X
proceSSI ng 5] Intact_Automatedoecon. . x 2= Q 4+ e o ks
QA T e e tic fun  abs L Name: Adalimumab_IdeS-DTT [2] M

]
] z
H
§ Ctrl+G
o s
L o -
T
Data & [ Summary |
Experiment List X
=svyvelm-0-mm-[2]s
Scars | Method Perne vethod Date Source Type  Data st = wse || Multiple chromatograms can be selected from the Experiment
20220217_20220217_Adalimumab_IdeS-DTT [1] 455 M5_AdalimumAb_Subunit Thu Feb 17 17:50:30 CET 2022 SCIEX WiffTwo Intact Mass Analysis [1] 0.0
20220217_20220217_Adali ab_IdeS-DOTT [2] 455[M5_Adali Ab_Subunit Feb 17 17:50:30 CET 2022 |SCIEX WiffTwo (Intact Mass Analysis [2] 0.07755 H H H H
R A R e e e T e S T e e L [T List, and then overlayed or flipped to show mirror views.
I 2rows (1 selected)
10 of 29
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Visualize Data: Spectrum Offset View

(1A Mass Spectrum

SCIEX)

{\. Spectrum Table Xi ; | | E b low ‘
. & i ) ) 5 )
=Yve|smD-mm| s A+ e o @ E n ek v S]]
& 2 MName RT Center RT Range Experiment Fl2
B ~ FulRange 1 459450:488  Herceptin lpmol_uL [35] (@) 3557 27 99511.48 148058.20
H - 499488:518  Herceptin lpmol_uL [35] [B]| hor e HerHC-HerHC HerHC-HerHC-HerLC-HerlLC
. - 5.48 5.31:5.82 Herceptin 1pmol_ul [35] tein] 2'Lysloss 2*Lys-loss
B~ 6.656.54:690  Herceptin 1pmol_ul [35] [@| Cysteiny Man5 2*GOF
T457.66 15050.12 2967 3374371 49612.45 64261.27 76595.32  BGSEE.21 46.44 111648.58 126242.41 14.32
L 4 >
1004
a0
80+
70
&0+
.-%‘
Bl
£
'.;‘E ] -
40 - Full Range 1 (4.6 min) o . L‘ T
307 Full Range 2 (5.0 min)
— -“--"lh P FIFT PV BRSO S Ceri FIFES BT B ) e iocaaall ——y e e e PRI e e . oo i i i ackact il
20+ =
Full Range 3 (5.5 min)
T el e i o " R e " T
10
1"'I_''|''"|"''|""|"''|'"'|""|'"'|''"|""|'"'|'"'|""|""|""|""|
Mass 10000 20000 30000 40000 50000 &0000 70000 80000 Q0000 100000 1.1-10% 12-10% 13-10° 1.4-10% 15-10%
11 of 29
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Visualize Data: S

pectrum Overlap View

Y\ Mass Spectrum x| i Mass Spectrum » Offset View X |
Q- | e 4 HE Ha _ﬁ tn  rel ‘ [T AT T | ix ﬁ A BB
L
R R T T R T T T L I TR T L R L R O L R C L R T T W T mw TR O TR T
148058 20
23557.27
11197.30 HerLe }-lerHC-H:'rerlerLCJhrLC
a000 - T ysdoss
Cysteinyl priss
8000 15050.13 2967 9000 1433
7000 8000
000 1118005 7000
s000 6000
<000 o0 o
3000 148058.20
4000 | HerHC-HerHC-HerLC-HerlC
2000 2r1ystoss
3000 ‘ wsos.aa by
1000 1433
| 2000 ‘
Mass 11160 11170 11160 11150 11300 11310 11520 1000 sisosss ‘ (I 5109 11322020
] SN I O B B s A
60 1118005 Mass 14700 14500 14300 15000 15100 15300 it 2-10°] Ziysdoss
=y 267 13.98
E 24000
] 50+ 22000 5-10%]
E 2343872 148381.48
s 20000 Herlc HerHC-HerHC-HerL.C-HerLC
18000 an ‘ 10%] 14731167 Z'Lysdoss
404 16000 147603.61 HerHC HerHC HerLC Herle 2'G1F GOF + G2F 14854250
14000 HerHC HerHE HerLC HerLC Pyetons HerHC HerHC HerL C-Herl C
12000 23748.07 2*Man5 1173 GIF + G2F
s000 ‘ ] o . . : : . . : : ; . . .
6000 Mass 1.475-10° 1.476-10° 1.477-10° 1.478-10° 1.479-10° 1.48-10° 1.481-10% 1.482-10° 1.483-10° 1.484-10° 1.485-10° 1.486-10°
204 o 2usa7s \‘
I I 99511.48
m: _ )L l"\ \’5":?_}&%‘“ R HerHC-HerHC
104 Mass 23300 23400 23500 23600 23700 23800 2*Lys-oss 126242 41
BE568 21 Man5
] 18711.46 39763.42 79144.14 46.44 135490.01 )
BO13.41 33743.71 55250.15 6436127 71484.90 9205166 105594.44 14037877
0 comsbidal il NP B 4 d O I orerirvdl T o PRI - apt PO AT L PRI T TN | . RTIR Ve j21esn38 b gl g bl |, jjs2ce20e 15768624
T T T T T T T T T T T T T T T 1
Mass 10000 20000 30000 40000 50000 60000 70000 80000 90000 100000 1.1-10% 1.2:10% 1.3-10° 1.4-10% 1.5-10%
|4se\an:ed
& Spectrum Table X 1‘:\ Proteins X 1‘:\ Quantities X
T Ta Jnklr BN =T T O o Review =V 7Ea|
& 2 Name RTCenter RTRange  Experiment Range Peakld ProteinName Disulfide Bonds ~Modifications Glycosylation Unpaired Cys  Flags  Comment Calc.Avg.Mass Avg.Mass Delta[ppm] Dej | |Ewperiment Range Peakld Protein Avg.Mass  Volume  Volume [%]
| [FullRange1 [  453/450:488  |Herceptin ipmol_uL [35] FulRange 1 4417 HerHC-HerlC-... 10°5-5 Cysteinyl +LysHoss GO-GlcNAC 1@ 9723667 97239.21 25.19 Herceptin 1pmol_ul [.. Full Range 3 835HerlC +2°5-5  23438.72 13825141 40.72
2 499[4.88:5.18 Herceptin 1pmol_ul [35] Full Range 1 4417 HerHC-HerlC-... 1075-5 Lys-oss Man5 1® 9723861 97239.21 617 Herceptin lpmol _uL [... Full Range 3 840 HerlC +2%5...  23557.27 201263.36 50.28
| [FullRange3 | 5.48[5.31:582  |Herceptin_ipmol_ul [35] FulRange 1 4513HerHCHerHC 11°5-5 2"ysoss Mans o® 99506.36 9951148 46,44 Herceptin 1pmol_ul [.. Full Range 4 4171HerHCHerH...  146511.20 2444260 119
| [FullRange# |  6656.54:690  |Herceptin lpmol_uL [35] Full Range 1 520 HerHC-HerHC .. 1655 2%1ysloss GOF +Man5 o® 147827.83 147822.46 36,30 Herceptin 1pmol_uL [.. Full Range 4 4188 HerHCHerH...  147603.61 3813675 186
Full Range 1 6529 HerHC-HerHC... 16%5-5 2*ys-oss 2*GOF R/ 14805607 148049.37 -45.31 Herceptin 1pmol _uL [... Full Range 4 4189 HerHC-HerH...  147709.05 1601849.... 078
Full Range 1 6551 HerHC-HerHC .. 16%5-5 2*Lysdoss GIF +G2F (i3] 148542,50 14854898 43.62 Herceptin ipmol_ul [.. Full Range 4 4191 HerHC-HerH... 14785153 5251751..., 256
FulRange 1 6808 HerHC-HerHC... 16%5-5 Cysteinyl + 37 ysdoss GO + GO-GleNAC 1@ 14395000 149952.18 14.49 Herceptin ipmol_ul [.. Full Range 4 4192HerHC-HerH... 14791157 7386703... 3.50
Full Range 1 6608 HerHC-HerHC... 16%5-5 3F*ysdoss GO +Man5 1R’ 14995195 14995218 151 Herceptin 1pmol _uL [... Full Range 4 4193 HerHC-HerH...  148058.20 967E7 47.10
Full Range 1 6616 HerHC-HerHC ., 1675-5 Cysteinyl + 37Lys-oss 2760 1® 150153.20 150159.16 39,70 Herceptin lpmol_uL [... Full Range 4 4195 HerHCHerH..,  148220.28  6.00E7 221
Full Range 1 6616 HerHC-HerHC .. 16%6-5 3F*ysloss GO-GleNAc +G2 1R 150155.14  150159.16 26.73 Herceptin 1pmol_uL [.. Full Range 4 4197 HerHC-HerH... 14838148  2.26E7 1101
Full Range 1 6618 HerHC-HerHC .. 16%5-5 Cysteinyl + 3*Lysdoss GO +Mané 1/ 150233.23  150229.03 2799 | |Herceptin ipmol_uL [... Full Range 4 4199 HerHCHerH...  148542.60 5546357.... 270
< > < >
4rows (4 selected) 50 rows 11rows
Data (3 | Summary |

SCIEX)
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A: GENERAL FEATURES OF BIOLOGICS EXPLORER SOFTWARE

How to Create and Save Custom Layouts

Click to Synchronize Zooms across different tabs. Click to save the active layout, or to open saved layouts.

1
: Data Layout
7 Modifications Table X WoFra.  x TrFrag. x|{Amass.. x| A Exta. x| A Msm. X
A bAELE) | N By 85 By =1 X
Pr... Lloation  Modification 2021, 202102, §(f U = =] =]
HC  F130 (+55.921127) 45.58 0.21 A pplide LLLE
HC K137 (+128.09648) 5.20 0.02 DTLMISR Intact Mass |:FEI'-I"\.':|
HC K137 (+156.10506) 0.64 0.00 Sauiad
HC 5138 (+79.954605) 0.02 0.00 - L —_ _
HC  N-term §138 Carbamidomethyl 390,77 0.51 00000 F"'r_'l:lhd'r_'E_Lﬂdd Data
HC N-term L146 Carbamidomethyl 14.64 0.02
HC Cc148 Carbamidomethyl  256.33 0.33 1
K e o 2m ool 5 com SavedResults_Intabio
HC  HI72 Carbamidomethyl 437 0.01 K
HC C204 Carbamidomethyl 35.34 0.04 § 40000 b
HC  C204 (479.95656) 0.28 0.00 = n; v
HC  H208 Carbamidomethyl  1399.89 L7 1SR oo
HC T3 (+95.7304) 0.00 0.00 20000 MISR LISk
HC €230 Carbamidomethyl 478 0.01 —_ | ‘ [ J 50628 61536 .. ~
HC P23t (+55.008137) 0.10 0.00 2| YA [ e bl .
T I BaRny T T
s o wawsawwswso | ® Favorite layouts can be saved and opened
HC P232 (+146.0177) 0.12 0.00 T .
HC €233 Carbamidomethyl 6.18 0.01 | 20210203 Adalimumab ECD: Match_0590
HC P34 (2.0116249) 553 0.01 e T
S it 53 b8 (=7 en selected, a saved layout shows the available
HC  NetemD253Cabamdomethyl  19.45  0.45 YTYA|6E-D-0r |+ o - W t y t t
HC T254 (-18.008715) 370.30 8.60 7
! HC  M256 Carbamidomethyl 0.28 0.01 Experiment Scanindex Score lonCount lonM... ! Charge Pep §
HC M2 Ooidaiien R07 il lm‘m
HC  M256 (-48.003117) 443.17 10.30 v ||| [20210222 Adalmu, 14703 146.12 2 20T v ™ a n es fo r th e d ata t e
Ly miz 418 4182 4184 4186 4188 419 4192 4194 4196 4198 420 < > < > °
(20210203 Adalmumab ECD 230 rows |Showing 2 of 1'135 rows (1 selected)
. .
SRR L. ok cromerm e ] i ot T B — To open the default layout, click the &5 icon
T 7 €| o Review 77 | vyve|i-o: - ’ = :
:
Range Peptide Disulfide Bonds  Modifications Mod. Locati.. Cak.Mass Fiags Groupld RT  Deltafppm] Consoida ¥ Group. | Max, Intenaity | Charge: | || 8] name
224HC[253-259] DTLMISR (-48.003117) [M256] 786.42 (W) 230 798 19 ~ %;"iﬁ-z 20210203 Adalmumab ECD
225 HC[253-259]  DTLMISR (-18.008715) [r2s4) 816.42 (1) 3524 10.41 |C.f( j;, 652 lnss n‘: 2 T ——
[253-259] —_—-m-: H Qfm St g e -
227HC[253-259] DTLMISR Oxidation [M256] 850.42 1257  8.94 L1 15 cm o = e :
28HC[253-259] DTLMISR Carbamidomethyl IN-term] 89145 138  11.24 323 || | Soaies g
229HC[253-278]  DTLMISRTPEVICVWDVSHEDPEVK (-137.11087) [253] 2760.30 (W 15%  13.40 0 | e —r T Tv
< > |< > < >
| 642 rows (1 selected) | showing 10 of 25779 rows (1 selected) | 2 rows (1 selected)
Peptides () [ Data | Quantities [ Coverage | Disufides | Summary |

des | pata[ B[ @ * To create a new layout:

Click to move panes from one tab to another, — Click and hold the name, and then drag the pane to undock it.

* For example, to move useful tables from the — Move the pane to the new location.
Data tab to the Peptides tab. — The location where the undocked pane will be docked is highlighted

P by a blue box.
/SC'E)() y a biue box 13 0f 29
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Part B B
How to Use Biologics Explorer Workflows
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Start and Save Workflows

To start a new analysis, do one of these steps: seareh Workdiows =
TG Adtive
* Move a workflow from the Templates folder: e O Ppwep stk
1. Right-click the workflow, and then click Copy. *%f:::"
=8 &7 Templates

2. Right-click the Personal folder, and then click Paste. ~ ] Intact_AutomatedDeconvolutiol B> Run
Intact_AutomatedDeconvolutio

: : ~ @] Intact_MassScreeni [# Refreshan s
* Open a workflow in the Templates folder: Intact Reviewnapch E
Intact_ReviewsSnapshots

-ch Intact_TimeResolvedDeconvol -
1. Double-click the workflow. - &) Intact TimeResolvedDeconval] =2 Copy Ctrl+C

2. To save the workflow in the Personal folder or the Shared folder, use © ) Pepmap_tomparatie .
- [#| Pepmap_Extended @ Open Enter

. - [&] Pepmap_ReviewSnapshots
the Save icon. ¥ [y Open As New

* Any changed settings will be saved in this version of the workflow.

* Open a workflow from the Personal folder:
1.  Right-click the workflow, and then click Open As New.

2. To save the workflow in the Personal folder or the Shared folder, use

Pepmap_Simple (Pepmap_Simplexml)

En

the Save icon.
* Any changed settings will be saved in a new version of the workflow.

-
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Import Data

Load Raw Data Load Raw Data - Settings X

General Advanced Display

o . o Mame: Peptide Mapping Extended
To upload raw data files, click the folder icon [=]. . - 7l
Use File Mame as Sample Name
* Select container files with the format wiff or wiff2. ] Enabe Numbering of Samples
Enable Raw Data Parsing
If data was acquired with the ZenoTOF 7600 system, then select only the wiff2 FesFoder: (20210203 Acaimumab i 200 £60_s w2 |[15]
20210203 Adalimumab tryptic 2ug ECD:S.wiﬂ‘E
format. 20210203 Adalimumab tryptic 2ug ECD_6.wiff2 | | 2%
E
Do not select the auxiliary files with the same name.
[] 20210203 Adalimumab tryptic 2ug ECD_1 timeseries.data ) o
[120210203 Adalimumab tryptic 2ug ECD_1.wiff.scan x
EP0210203 Adalimumab tryplic 2ug ECD_ 1. wiff2 \/ @t — pr

— To select samples in a wiff or wiff2 container file:
* Double-click the wiff or wiff2 container to see the sample files.

* Select the samples to upload.

Note: For information about Batch Processing, refer to the document: Peptide Mapping Demo Workflow Information.

-
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Import Data: Use File Name as Sample Name

* The File Name of the wiff or wiff2 container file might not be the same as Sample Name in the wiff or

wiff2 container file.
— The name of the Data File in the SCIEX OS software becomes the name of the wiff or wiff2 container file (File

Name) in Biologics Explorer software.

Sample Name MS Method LC Method Rack Type Rack Position Plate Type Plate Position Vial Position Injection Volume (ul) Sample Type Processing Method  Results File
- Sample Name File Name
:

* Individual acquisitions with different wiff or wiff2 File Names might have

&) File System X
e @ | @ IE @7 Upload Files [%’ Download Files | |1Q, Sa the M Sample Name.
l Note: If entries in the Experiment Table have the same Sample Name, then there can

|53 Shared /Adalimumaby20210203 Adalimumab tryptic 2ug ECD_2.wiff2 | be an effect on the quantitative information reported.

Mame *
[120210203 Adalimumab ECD

* Select Use File Name as Sample Name in Load Raw Data to use the File

Name in the Experiment Table.
— — If Format: Auto Detect is selected, then the Sample Name is used in the Experiment

Table.
17 of 29
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Import Data: Use File Name as Sample Name

1. To load replicates that have one sample in each wiff or wiff2 container, select Use File Name as Sample Name:

Load Raw Data - Settings K § N
— Format: SCIEX WiffTwo (* wiff2) v ERmak SCIEX WiffTwo (=.wiff2) w
£ File System x General Advanced Display I Use File M Sample Name I
| Use File Name as Sample Name Use File Name as Sample Name
G — e ) [ e Pl Nme 25 Sample Name
i ] [sF=] les oWnIoal nes Sef
@ e I Eﬁ P F-a o SCIEX WiffTwo (=.wiff2) >

Use File N; S N
&.sharedfndalimumablzozmzosAdalimumab tryptic 2ug ECD_4.wiff2 kv e File Mame 2 Samplz Name

ﬁ Experiment Table X % Experiment Table x K
Enable Numbering of Samples /
%210203;\dalimumab ECO| T~ [ Enable Raw Data Parsing y—> YYO -0 s S =YV |00+ F

Files, rs: |20210203 Adalimumab tryptic 2ug ECD_4.... | |5
i 24 0210203 Adalimumab tryptic 2ug ECD_5.... 6 M3 Scans | I M5 Scans
20210203 Adalimumab tryptic 2ug ECD_6.... | | X | | 7233 | | 7233[]
ile fFold Open Close = v D 7258 78
@  File/Folder Name P I:l 7228 7228
= e
@t coc | oy

Single sample in a wiff2

wiff2 container file selected

2. To load multiple samples from in the same wiff or wiff2 container, do not select Use File Name as Sample Name:

Q File System = Load Raw Data - Settings x
e e ‘ @ .@ ‘ &U _— P&’ P a: General advanced Display Format: SCIEX WiffTwo (*.wiff2) ~ Err=i SCIEX WiffTwo (*.wiff2) —
- 23 poa nes i oOWnNIOS les 1=
. Name: Select individual Sample Names ~ I Uze File Mame as Sample Name I (] Use File Hame as Sample Name
= TemplatesfPeprnap_SimplelfPrcho & Peptide Mapping IDA 20201118.wiff2 Format: SCIEX WiffTwo (*.wiff2) w
Name ~ [ Usz File Name a5 Sample Name =
D NIST mAb 100X [2] Enable Numbering of Samples % Experiment Table x % Expenmerlt Tahle 55 /
[ MIST mAb 100X 20D [3] ) I
[ NIST mAb 100X [4] N []Enable Raw Dtz Parsing |:> EYVTO |00 ‘| == =YV | fE-0-000 *| s o
[ NIST mAb 100X ZOD [5] B Files Folders: IS mAB 100% 2 NI
T ANAT e hn ann et —_— NIST mAb 100X ZOD [3] M5 Scans & % Name M3 Scans
B > |NIST mAb 100X [4] x .
SRR - 2 10951] | [MIST mAb 100X [2] 10951]|
_ NIST mAb 100X [3] v v [ ] = Proto & Peptide Mapping IDA 20201118 [4] 10896 [] = mIST mAb 100X ZOD [3] 10855
@  File/Folder Name Open Close @t p— = [] = Proto & Peptide Mapping IDA 20201115 [7] 10850 [] =« wIST mAb 100X [4] 10396
[] = Proto & Peptide Mapping IDA 20201115 [9] 10883 [] = MIST mAb 100X ZOD [5] 10914
Multiple samples in a wiff2 Individual samples selected

>
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Import Data: Define Groups

Load Raw Data
(

Load Raw Data and Define Groups - Settings ®
General  Advanced Display
MName: Fepmap Comparative Analysis
Format: SCIEX WiffTwo (*.wiff2) - Metadata Editor ™
[] Use File Name as Sample MName B ) ) S .
Q29| aaldapp R & @

Enable Mumbering of Samples
Mame | Group| Insert Color Column Colar

Enable Raw Data Parsing
Files/Folders: [|yame Croup Colar I" = Sg;] gggg .:ga:?mumab nonreduced Gug E.J\I_:J_E.wiﬁ‘z MonReduced
20210223 Adalimumab nonreduced 6ug EAD_2 wift2 NonReduced #3e6a50 < T e ®
20210203 Adalimumab tryptic 2ug ECD_2 wiff2 Reduced #286dde hd
: Cancel
¥
2items

o || o

@&
g

* Click the table icon to open the Metadata Editor.
Enter the Group names for the files to be compared.
Optionally, add a Color column and select a color for each group.

19 of 29
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to use RT and m/z Range Restrictions

* To identify the retention time (RT) and mass-to-charge ratio
_| RTRange Restriction ) ] ;
g (m/z) ranges that contain meaningful data, open (double-click)

2 Range Restiction the results of Load Raw Data.

* If minor components or contaminants at lower masses are not of
interest, then limit the RT and m/z ranges to the target protein.

]
RT Range Restriction - Settings > m,z Range Restriction - Settings >
RT Minirnurn: |5 Minutes mfz Minimurm: | 700 Da
RT Maximum: |9 Minutes mfz Maximum: | 2500 Da
@ g Cancel Apply @ tg Cancel Apply

miz 600 a00 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800

Note: If the fields are blank, or if the Bypass icon is activated, then the full RT
or m/z ranges are used. 200f 29
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Review Results: Accept and Reject Annotations

* Open the Review Results activity node to review the results of all the feature
st s annotation (Mapping) activity nodes.

@ *Pepmap_Extended_Be4.0... 5 *Review Results X

= Peptide Map x & Peptide Chromatogram X & Fragment Spectra Viewer X | &5 Fragment Spectra Peak Table X

My EoBn¥ oy et e e w8 1. Activate the Review mode, and then Accept or

"~

HvorveEsceeorLvorer/sLrRLsllaascrF TFD .,..m..m..w.uw,,,u,J Reject annotations'

—
SLELSCAASGFTFDDYAMHWVE

::'WQWW i —  Toadd a comment, type in the row in the
0 an an -E' 1500
: Comment column or use the & icon to add the

ADSV[GRFTI-SRDNAKNSLY-LQ.NSLRAE-D- T 1000
- . = E 241 s z+1 2141 mz m4
H ek [
TAVYY.AKVSYLSTASSLDYWGQGTLVTVS 500 | ‘| 1 | | =} ‘ |012‘ T13+1c1aw1? Zig+1 .
- o o T O Y O P same comment to mu|t|p|e rows.
sAsTKlGPsvFPLAPSsklsTsceTAaALGHLY miz 500 1000 1500 2000 2500
L . w | 20210203 Adalimumab tryptic 2ug ECD_6: Match_253
. .
= - I Madifoat ) o
5 Peptide Table x| =7 Modifications Table x | {/. Peptide Chromatogram Table x O Fragment Spectra Table X 2 TO a p p Iy th e C h a n geS’ C | I C k th e Save I CO n , a n d
EYVQ @reven v x @ ~ |2 |H 3] Slryvo|ic-OD:-0m| s $
- . O Reset S N
X Range Peptide Modifications gs  Comment S £ = Name GroupId Covera ge  Score Modified Fragme; t h | t S d R I d
v 8HC[17-34] SLRLSCAASGFTFDDYAM Carbamidomet] - Accept and Select All Unreviewed - D ~ Match_252 5413 83%, 106,357 Presen t (Strict) e n Se e C ave a n e oa °
' 9HC[17-38] SLRLSCAASGFTFDOYAMHWYR  Carbamidometi il M| [vatch 253  5413le3% | 322.606
| | 10[HC[17-35] [SLRLSCAASGFTFDDYAMHWYR [Carbamidomet2 G LMECAFNNVICHEIL | 000 ] . . . .
X 11HC[17-38] SLRLSCAASGFTFDDYAMHWVR  Asp->IsoAsp, 2*Carbamidomethyl  [D30] [C22M34] (@] IsoAsp signature ion pair not found — W h I b I t h f m t t h
+  12HC[19-38] RLSCAASGFTFDDYAMHWVYR  Carbamidomethyl [c23] e re a p p Ica el e I n O r a IO n I n e
«  13HC[20-37] LSCAASGFTFDDY Carbamidomethyl [c23]
v 14HC[20-34] LSCAASGFTFDDYAM Carbamidomethyl [c227] e . M
e e vesdlis B s o Quantities tab is automatically updated.
v 16 HC[20-38] LSCAASGFTFDDYAMHWVR Carbamidomethyl, Oxidation [c22] M34] v
B 4= imTAn A e s TR A ARl eideenbid am Tezaen Fennam . < s
232 rows (1 selected) Showing 2 of 349 rows (1 selected)

Peptides |Data |Quantit\es |Cmre|age |Summa|v
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Export Results

* There are different types of activity nodes to report or export results:

@ EEFJFD;E“”” * Export PDF Report: A summary of results is saved as a PDF.
Save Results Shapshot * Save Snapshots: Results are saved as sbf files that can be opened in applicable workflows.
* Export to SCIEX OS: Peptide mapping results are saved as txt files that can be used for
Export to SCIEX 0S applications that use the SCIEX OS software.
* To use an export activity node:
- Deactivate the Block icon. ] &

* Select or add the folders where the sbf files will be stored.

® The Export PDF Report activity node includes: Homem -
— A PDF document: The layout of the tables in the report is controlled by the S B EQ @ 1 /n
number of columns selected on the Template tab. R y
— An Excel file: All columns in a selected table are included in the report. E B-la B &

|Oper‘| file in its native application|

— A workflow xml file: The workflow includes the settings that were used to create = :N@:m

L] workflow.xml

the results.

SCIEX)
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Export Results: Export PDF Report

* General tab: Select the name and saved location of the exported report.

*  Template tab: Use the Edit Selection icon to select the Elements to be included in the report.

* To remove columns from a selected table, use the [-licon.

* The layout of the tables in the PDF report is controlled by the number of columns.

* Excel tab: Use the Edit Selection icon to select the Tables to be included in the report.

* All columns in a selected table are included in the report.

SCIEX)

Export PDF Report - Settings

IGeneraI Elements Template Excel Display I

Elements: ? Introduction
|Z| Warkflow
- [ua] Workflow
i Workflow

e [aa] workflow
—  e Chromatu)gram View
= || Results
i 5] Ms
=l 1/ Review Results
5 Execution Details
- Settings
+ < Inputs
+- 2] Results

= D Intact_AutomatedDeconvolution_MS+UV
= D Pre-processing [Container]
= D UV Processing [Container]

— D Peak Detection [Container]

®
g

Cancel

Apply

>

Elernents

Q Enter filter text = Q Enter filter text =
+ Fw RT Range Restriction ~ + D Peak Detection [Container]

+ B mjz Range Restriction +- - & Chromatogram View

+ [} Pre-processing [Container] :" ﬁ RT Range Condensing

+ Fg.., Save Pre-processed Snapshot S

+ ﬁg RT Alignment

+ D UV Processing [Container]

+ 5 UV Manual Peak Edit (Optional)
+ 2= Chromatogram View

+ %= RT Range Condznsing

+ @ Deconvolution

1] [+

4 [2* spectra

— 5 Deconvolution

- [** sSpectra

- ¥ Review Results
- [£] Results

+ D Peak Detection [Container] t :E Totals

+ D Sequence Free Report [Container] 1 “| Quantities

+& Spectrum View = E Table

+ D Targeted Mass Search [Container] - Data set

+ ‘b‘ Protein Mapping 1 ':EF Experiment

+ \'b‘ Protein Mapping 2 [ rRange

+ U7 Review Results i

+- 5 Filter Annotated Peaks v - Cluster 1d

(‘ - > £ . >
coce

23 of 29
RUO-IDV-05-15792-C



B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Open Saved Excel Tables from the PDF Report

B IR 3R

i “Intabio_Intact iclEF-... T Export PDF Report %

WView content in the system PDF viewer

A=l

SCIEX Biologics Explorer

@ Move to OneDrive

1-Zip
1= Share !
Open with > Adobe Acrobat Reader I
. E Google Chrome
Give access to ‘ Microsoft Edge
Home  Tools Intabio_Trastuzuma... X

QBE@\ @ 1/

Attachments X

E-1@& R &

|Open file in its native application

| ] workflow.xml

SCIEX)

To open the Excel tables that were saved with the PDF report:

1.

After the activity node is complete, open (double-click) Export PDF
Report.

Click the 2 icon to show the report in the PDF viewer.

Note: Make sure that Adobe Acrobat (not an internet browser) is the
default application.

To show the related attachments, select the paper-clip icon in the
opened PDF Report.

To open or save the Excel document, click the tables.xIsx attachment
and use the applicable icon.

24 of 29
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Open a Saved Workflow File from a PDF Report

* To open the workflow xml file that was saved with the PDF report:

* Drag the saved PDF into the workflow space in Biologics Explorer software.

a Mass Calculator

E Library Browser

&) Instrument Editor

§H Modification Editor
@ Enzyme Editor
ﬂ Package Manager

25 of 29
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Use the Save Snapshots Activity Nodes

* The Save Snapshot activity nodes save intermediate results at different stages of a workflow.

— A Snapshot (sbf file) is saved for each sample processed in the workflow.
— The Snapshot (sbf file) contains the properties of the processed data that are required to continue analysis from
that point in the workflow.

* To continue data analysis with Snapshots saved before feature annotation:

1. Select the sbf file to import into Load Raw Data.
2. Change the Format to Snapshot (*.sbf) or Auto Detect.

3. Activate the Bypass icon on the activity nodes in the workflow that are
before the Snapshot was saved.

For example: To use sbf files from Save Clusters and Groups Snapshot in a peptide
mapping workflow, activate the Bypass icon for all activity nodes between Load Raw
Data and MS/MS Consolidation.

Note: A [Container] shows a yellow warning if the Bypass icon is activated on activity nodes in it.

uuuuuuuuuuuu

uuuuuuuuuuuuuuuuuuuuuuuu

MMMMMMMMMMMMMMMMMMM

Export Results after Grouping:

* To continue data analysis with Snapshots saved after feature annotation, use the applicable _Review Snapshots

workflow.

SCIEX)
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B: HOW TO USE BIOLOGICS EXPLORER WORKFLOWS

How to Export to SCIEX OS

* Export to SCIEX OS creates a txt file of peptide mapping data that can be imported

Feview Results .
into the SCIEX OS software.
@ Export
PDF Report ° General tab:
Emortin EGIEX OE — Select the name and saved location of the exported report.
— Select the requirements of the export, for example, the number of clusters for

Export o SCIEX 05 - Settings x each group, and if adducts are to be included.
sl Conpigates Dispay — Use Observable: Volume for data that was acquired with a QTOF mass

Define Destination S peCt rom ete r.

Expart File: eviewed Results from Extende

poreie: |ORmewed Resuts om Extences & Note: The modification position that is exported with the Export to SCIEX OS activity

e st At oo node is relative to the peptide, not the protein. For example, DTL[M]ISR would be M4,

Consider Adducts: O not M255_

Observable: Volume w

* Do not use the Export to SCIEX OS activity node with the Wildcard
@ E Cancel Apply . o e
Mapping activity node.
— Activate the Bypass icon on the Wildcard Mapping activity node when
required.
27 of 29
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Trademarks/ Licensing

The SCIEX clinical diagnostic portfolio is For In Vitro Diagnostic Use. Rx Only. Product(s)
not available in all countries. For information on availability, please contact your local
sales representative or refer to www.sciex.com/diagnostics. All other products are For
Research Use Only. Not for use in Diagnostic Procedures.

Trademarks and/or registered trademarks mentioned herein, including associated
logos, are the property of AB Sciex Pte. Ltd. or their respective owners in the United
States and/or certain other countries (see www.sciex.com/trademarks).

© 2025 DH Tech. Dev. Pte. Ltd. RUO-IDV-05-15792-C
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The power of precision

The SCIEX clinical diagnostic portfolio is For In Vitro Diagnostic Use. Rx Only. Product(s) not available in all countries. For information on availability, please contact your local sales representative or refer to www.sciex.com/diagnostics. All
other products are For Research Use Only. Not for use in Diagnostic Procedures.

Trademarks and/or registered trademarks mentioned herein, including associated logos, are the property of AB Sciex Pte. Ltd. or their respective owners in the United States and/or certain other countries
(see www.sciex.com/trademarks).

© 2025 DH Tech. Dev. Pte. Ltd. RUO-IDV-05-15792-C
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