/Zenol OF 8600 system
Intact data share

Biologics Explorer - intact spectral
deconvolution template

Action needed

Action optional

Refer to Guidelines for settings help
and additional information

No action needsd

Load and Define Range of Raw Data:
- Input the RT range of inferest.

- Input the miz range of interest

Prepare MS Data for Analysis.

RT Alignment
- Use only under specific conditions.
- Refer to Guidelines for information

Prepare UV Data for Analysis
~ Bypass if not required

Chromatogram View:

- Before and after pre-processing
Spectrum View:

- After peak detection

Analyze Data
- Select RT Ranges for deconvolution
- Deconvolution: Input required

- Peak Detection [Container]
- Use Filters to keep only valid peaks

Annatats Features;
- Protein Mapping 1: Input sequence and
expected modifications/glycans.

- Protein Mapping 2: Input sequence and
less common modifieationsiglyeans.

Display and Review Results

Apply MS Annotations to UV Peaks
— Bypass If not required

Export Reviewed Results to

- PDF

- Exeel

- Snapshets

~ Inputfile name and destination

Differential Analysis:

- Normalization.

- Absent/Present

- Highly Changing Features

danaher.

Chromatogram View

@ Spectrumiyisw

Sequence Fres Report [Container

Sequence not avallable
eport deconvoluted data

Intact Protein Analysis
~ Spectral Deconvolution

& Biologics Explorer Quick Guide:

L]

Intact Protein Workflow Guidelines

@ Load Raw Data

RT Range Restriction
miz Range Restriction

Pre-processing [Containen

k=

UV Processing [Gontainer]

RT Range Condensing

Deconvolution

Peak Deteetion [Container]

Protein Mapping 1

Review Results

Filter Annotated Peaks

&

" About Biologics Explorer

SCIEX

SCIEX

Wersion: 7.0.1 (Desktop Edition)

038: Windows 11 (version 10.0 for amd&4)

JRE: 21.0.2 OpenJOK 24-B1t Server VI 21.0.2+13-LTS
Build: 2025-04-22 1315 UTC (4ccl4aa)

Biologics Explorer

Powered oy Genegata EXprassionist®

Double Click to Capture Notes:

Sequence available:
- Build knowledge

Sequence available:
- Apply knowledge.

The power of precision



SCIEX

Native MS Analysis

ta file Load Raw Data - Settings X
d
1. Double click on “Load Raw Data”

2. Clickon [ to select the .wiff2 Advanced Display

data file from your output

Mame: Intact Mass Analysis

Format: SCIEX WiffTwo (*.wiff2) e
[ ] Use File Mame as Sample Name

B Enable Numbering of Samples

B Enable Raw Data Parsing

Files/Folders: | 20250624 _NISTmAb_Dilution_1ug-1.wiff2

E @

1item

@
[l ?

__| 20250624 NISTmAb_Dilution_lug-1.timeseries.data
_| 20230624_NISTmAb_Dilution_Tug-1.wiff

; 20250624_NISTmAb_Dilution_Tug-1.wiff.1.~idx2

; 20250624_NISTmAb_Dilution_Tug-1.wiff.scan

faN 20250624_NISTmAb_Dilution_Tug-1



Pre-processing parameters

1. Select the appropriate pre-
processing parameters

a) Define the m/z range of interest

b) Define the spectrum baseline
subtraction as 50%

SCIEX

=

m/z Range Restricticn - Settings x

Range of displayed m/z (mass) values

myfz Minimum: 4000 Da
myfz Maximum: |3000 Da
Spectrum Baseline Subtraction - Settings *

Output Display

Method: | Penalized Least Squares (deprecated) o
Eagerness: ' 50 %%

Subtract less Subtract more



SCIEX

Deconvolution parameters

1. Define the deconvolution parameters

. RT Range Condensing - Settings *

Displ
a) Select the RT range to be used S

b) Define the deconvolution settings Manual =

RT Ranges: RT min. [min] RT max. [min]
7.96 g3.22

Deconvolution - Settings X

i Deconvolution Options | pigplay

Method: | Maximum Entropy Deconvolution L
Iterations: 25
Deconvolution Quality: | Standard w

Output Mass Spectrum

) Min. Mass: |146 kDa

@ =
Max. Mass: |150 kDa
Mass Step: |1 Da

Ionization: ) Protonation () Deprotonation



Peak detection parameters

1. Define the spectrum
baseline subtraction

SCIEX

Spectrurn Baseline Subtraction - Settings >

Method: | Penalized Least Squares (deprecated) w
Eagerness: ' 50

Subtract less Subtract more



Protein mapping parameters

| (@) Protein Mapping 1 - Settings

SCIEX

X
1. Define the protein
mapping parameters Glycosylation Disulfide conluga_tes anrmta.hnns R_eport Display
General Sequences Madifications Clipping
a) Modifications Fixed:  [Gln-»pyro-Glu (N-term Q) *
b) Glycosylation -
c]) Disulfide .
Variable: | ysdoss (Protein C-term K) +
Masimum: 5 per Sequence
Alowed: Amypwhers =
Unmodified: is nct Required
=1
T
Maximum: |4 per Sequence
. Protein Mapping 1 - Settings X
| General Sequences Modifications Clipping
Disulfide Conjugates Annotations Report  Display
oK Cancel Apply
Type: | Glycosylated -
Library: | CHO M-Glycans small ~
- (B2) Protein Mapping 1 - Settings X
Allowed Sites: Only N-Linked ® [ J
Use Consensus Sequences: (@) General Seauences Modifications Clipping
Filter for Core Structures: [ Glycosylation Conjugates Annotations Report  Display
Substituents: + State: | Fully Connected v
_ Connectivity
| IgG w
Max. Substitutions: 1 Type: oG 1 bt
[ Search all multi-specific combinations
Unpaired Cysteine Modification
Free Cysteines ~
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Expected annotation results

‘I HE BEEEL

Fags Sardndsk Pectlunt TIC BastFegk PesiCout AT Center AT Rar

10

1690%

(ERTE |

E
H

00200 ||

En004

0220
200004
4 gz
P L MR e .
Muss 1.47-12% 1425100
[ezwrmns psrah e -l v [T relacted]
By, Froteins x| |, quantities
-mTTE|

Y T | o Red

frup Hass e Interetty

Fazer et
E1_AISTAL Dbt g 1 Zckn L
20250624 HISTrdls Dithor_2.g-1 Specron_L
050524 HISTas Fbthr_sp-L
024 M Dt _1g-1

1

Commnet | Gk vy Masa s, s
19553 ,5

s
1T
14218.7
14708,8
4mMN.A

Rame  Pek ] ol e

g

2E0TA

5426724

50203 (3 seected) LEraws (5 sslecied)



)

Data file | Load Raw Data - Settings *
1. Doubleclick on “Load Raw Data” |

2. Clickon [ toselect the wiff2 Advanced Display

data file from your output
MName: Intact Mass Analysis
Format: SCIEX WiffTwo I:z.'.l\'i'FFE:l o
[ ] Use File Name as Sample Name

B Enable Mumbering of Samples

B Enable Raw Data Parsing

Files/Folders: |20250424_MIST_Intact_100ng_2 wiff2

B [ @

1item

_ 20250424_MIST_Intact_100ng_2.timeseries.data
_ 20250424 MNIST _Intact_100ng_2.wiff
_ 20250424 _MIST_Intact_100ng_2.wiff.scan

N 20250424_NIST Intact_100ng_2



Pre-processing

1. Select the appropriate pre-
processing parameters

a) Define the m/z range of interest

b) Define the spectrum baseline
subtraction as 50%

e

m/z Range Restriction - Settings

Display

Range of displayed mfz (mass) values
mfz Minimum: |1800 Da
mfz Maximum: | 4500 Da

Spectrum Baseline Subtraction - Settings
[ General} output  Display

Penalized Least Squares (deprecated)
Eagerness: '

Method:

Subtract less

SCIEX

50 %%

Subtract more

Cancel Apply



SCIEX

Deconvolution parameters

1. Define the deconvolution parameters

' RT Range Condensing - Settings *

Displ
a) Select the RT range to be used =)

b) Define the deconvolution settings Manual o

RT Ranges: RT min. [min] RT max. [min]
5.05 5.13

Deconvolution - Settings X

i Deconvolution Options | pigplay

Method: | Maximum Entropy Deconvolution L
Iterations: 25
Deconvolution Quality: | Standard w

Output Mass Spectrum

_ Min. Mass: |146 kDa
@_‘l “é

Max. Mass: |150 kDa

Mass Step: |1 Da

Ionization: ) Protonation () Deprotonation
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The power of precision

Expected annotation results
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