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Software and Workflows
1. OVERVIEW OF APPLICATIONS
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Overview of Applications for Peptide Mapping Workflows

* These workflows are primarily designed for peptide mapping analyses of
enzymatically digested biotherapeutic molecules:

Sequence coverage and confirmation — Disulfide-bond (DSB) analysis
Glycopeptide analysis — Conjugate analysis
Post-translational modification (PTM) analysis — Sequence variant analysis (SVA)

Target PTM profiling

* Batch analysis of replicate samples of the same molecule is possible:

In-depth characterization

Comparison of multiple samples: Process development, instrument method development
Stress tests

Reduced vs. non-reduced sample comparisons

SCIEX
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Software and Workflows
2. USING BIOLOGICS EXPLORER
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Using Biologics Explorer

ACTIVITY NODE ICONS

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

\ Run
Bypass: Skip this task
when running the workflow. ™ y I

ﬁ o
Block: Stop the workflow.

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 viewed.

Using the Trash icon helps to save memory. Use this
feature after workflow settings have been optimized.

SCIEX:
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Using Biologics Explorer

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

™ (D 3. PeptideMapping_Extended

) 4. PeptideMapping_Comparative Analysis
s €3 2, PeptideMapping_Simple

3. PeptideMapping_Extended

Workflow Ready
No activity nodes have been completed. The
workflow is ready to start.

3

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

Some activity nodes are incomplete.

SCIEX:
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Using Biologics Explorer: General Overview

START AND SAVE WORKFLOWS

O~ Search Workflows
To open a workflow, do one of the following: - B actme
i ‘v ) Pepmap_Simple
* Copy a workflow from the Templates folder. oy EEE;’:::“'
1. Right-click on the workflow and then select Copy. f----%:&mﬂm
=} emplates
2. Right-click the Personal folder and then select Paste.

* Open a workflow in the Templates folder by double-clicking
and then use the Save icon to save it in the Personal folder.

* Open a workflow in the Templates folder by right-clicking
and then selecting Open As New. Use the Save icon to

save it in the Personal folder.

Pepmap_Simple (Pepmap_Simplexml)

Imact_Massa
- [] Intact_Reviey
~ [ Intact_TimeR
- [@] Intact_TimeRy

- [3] Pepmap_Com

- Intact_AutomatedDeconvolution_MS
- [@] Intact_AutomatedDeconvolution_MS+Uv

Run

Refresh All  F3

Pepmap_Extg =

IE
CE|

Copy Ctrl+C

Pepmap_Rewv

Open Enter

(8 [

Open As New

Eb

_SCIEX
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Using Biologics Explorer: General Overview

RECOMMENDATIONS FOR CORRECT USE OF THE RESOURCES

| - I
bl =

M Save As

é‘g POF Export
] gose
J Preferences
K ext

Tools

) Mass Calauator
| Uibrary Browser
€) Instrument Editor

(2 Enzyme Editor
§5) Package Manager

8 Resource Status
18 Resource Status s

) Modification Editor S

- &7 Active
@ 2. Smple_ADA_1
@ 2. Simple_ADA_S
@ 2. Smple_ADA_10
@ 3.Ext_ADA_1 x
@ 3.Ext_ADAS
Wi 3, Ext_ADA_10
@ 4.Comp_ADA 2
@ 4.Comp_ADA 6
© 4.Comp_ADA_10
= |y Personal

B Fun

ﬁ i

|er'|l'| and cloen tha wiscted #clHl:al_ﬂl
=

<a Copy s /

= Rmama F2

InMemory Cache 1/0 Throughout
Free 4768 Free 5868 resd OKB/s
° 247.

weite 0 kB/s

Total 16.0 GB Total 6.0GB

4.0%

OnOsk Cache
Free 831.6GB

Free 1
® Used 1 © Used 129.0G8
s

Totsl 960.5 GB

134%  Fie Count: 117911

Follow best practices to make sure that Biologics Explorer
has sufficient memory and computing power:

- Only run one workflow at a time: Some activity nodes are very
resource intensive. Co-processing might use up all available
resources.

- To conserve memory, activate the Trash icon whenever possible in
optimized workflows.

— After reviewing data and saving results, reset or dispose workflows
before starting a new analysis.

- Use Save Snapshot activity nodes to enable completed results to be
saved or reviewed in the Pepmap_ReviewSnapshots workflow.

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

— Files being processed for peptide mapping workflows \
should not add up to more than 4 GB. ' SC'EX
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Using Biologics Explorer: General Overview

ACCESS THE ONLINE HELP

chromatogram Chemical Noise Subtraction - Setings “| * For information about individual activity nodes

o and their settings, click the ? icon to view the
Scans relevant Help pages.

Estimator: |Mo\ﬂ'ng Average ~
r Chemical Noise Subtraction ]
[ © Chemical Noise Subtraction - SC X | + = o X
RT Window: Scans N L
> C (3 hitpsy//expressionist.genedata.com/display/SN20/Chemical+ Noise + Subtraction A s

» Import actiy

o

Method: {®) Clipping () Subt

Chemical Noise Subtraction

» MS/MS actn
Threshold: 14 [II'l‘tE" : + Noise reduction activities function The Chemical Noise Subtraction activity is used to remove artefacts that are caused by chemical contamination in samples from
N ‘uncti
data. Noise is present as low-intensity signals that are only detected in a single scan. a low number of scans, or all scans. These signals

m noise reduction activities
) include contamination from the air, which appears as vertical lines in the lon Map.
nput

ﬂ

~ Chromatogram noise reduction activities
= The Chemical Noise Subtraction activity combines chemical noise and the RT
« Chemical Noise Subtraction Activity settings Structure Removal and m/z Structure Removal noise reduction activities into a single activity. All steps are optional and can be
RS activated or deactivated using the activity settings.
* mz Structure Removal
s -, Output
* RT Structure Removal @ To obtain meaningful peak boundaries, noise subtraction must be performed before peak detection. Consequently, the Chemical Noise

T Subtraction sctivity must be performed before any quantitative comparisons of LC-MS data intensities are made.

» UV trace noise reduction activities
* Intensity Thresholding

» Peak finding activities

» Quantitation activities
> Restriction activities

J_—
~SCIEX
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Software and Workflows

3. GENERAL GUIDELINES FOR PEPTIDE MAPPING
WORKFLOWS
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

General Peptide Mapping

Workflow Gui

delines

WORKFLOW TYPES

=]

Load Data and Select Useful Range

B) Chromatogram View

: @ Save Pre-Processed Snapshot

Analyze and Annotate Features.

- Papids Mapping: input required
- Input Snagshots cestination

Paptide Mapping

[ Dispiay and Revlew Resuits
- Input Sequence

Revtew Results

Export
POF Report

(8

Gt s 8. (g e emor raen

Load Data
~ Seloct Useful Range

Propare Data for Analysis

- Data Cloanuy

« Paaks, Clusters, Groups Idensfication
+ M§2 Data Praparation

Analyss Data

-1 PapMap. input
~2 PapMap. Input requi
-3 WEM Input required

« Input Snagshots destnation

Pepmap_Simple

~Ingut Seauence

Expor Rusults 1o POF
~Input destination

’ Display and Review Results ‘

@ Load RawData
@ RT Range Resicban

(& ; Chvomatogram View
Data Praparatisn{Container)

1. PapMap @ Save Pro-Processed Snapsnol

2 Paphap
3 Wideard Mapping

) Review Results

@ Exportto Sciex 08 @ Save Atnotatons Snapshot

&

Export
POF Repart

& Quidk Guide L T

(@ oustis | Comparn Aty

Loas Data (g oaamow Data an asnegroups s metacata
~SessctUsens Range

B ) Chomatgram View
n ! Data Preparsion feontainer]

Piepars Data for Ansiysis

Data Cleanuy
- Paaks, Clisslors, Groups Manafication
- W82 Data reparation

Analyse Data —
-1 Pegiap inpul required
-2 Pegiap Inpul required
-3 WCM: Inpu required

2 PapMap
~Ingut Snagshats destnation

Desplay and Reviaw Resulls
« Ingut Sacuance

- Group fenures by annctatan and
arsplay % valuss

- New paak detacton (HPD)

~ HighyEnanging featurs detection

3,Wigt a0 Mapging

Rt Rusuns.

&
=
T
&)

B L) Offerenia napsis [Continer @g or
P
Vg tomveen () vaw cravams

opor

Export Resuts 1o POF
Ingut degtination

Pepmap_ Extended

oy Review Resuls fom Same Batch

(B ton ot v e

Load Snapshts

Review Resuls fom Diferent Baehes

12

Display and Revien Resuts
- oput sequence.

Export ave Review Snapshot
CE IR~ e——

v

Load Snapshots fiom Preprocessed

@ Featr dentcaton Contine]
@ Featrs Anotaton Container
@ Review Resuls o Diferen Baiches
(g o sayss comansn (g s Rovew oapsn
it Changing
@ e
POF Report

Load Snapshots

Anaizs Data:
iy and group featurss

Inputrequirad

Display and Roview Rosuls
InputSequence.

Difer is
Gfoup eaturss by annotaton and
1splay % values
- AbsentPrasenteaturos analysis
Highlychanging eaturss detecion

ExportResuls 1o POF
“input desnaton

Pepmap_Comparative

Pepmap_ReviewSnapshots
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

General Peptide Mapping Workflow Guidelines

COMMON ACTIVITY NODES IN THE PEPTIDE MAPPING WORKFLOWS
Load Raw Data

RT Range Restriction

. Chromatogram View

00w

Data Preparation [Container]

i. Chromatogram Chemical Noise Subtraction Vi. Charge and Adduct Grouping
i. Chromatogram RT Alignment vii. MS/MS Consolidation

iii. Chromatogram Peak Detection viii. MS/MS Peak Detection

iv. Chromatogram Isotope Clustering ix. MS/MS Deisotoping

v. Singleton Filter

M

. Peptide Mapping

N

Review Results

G. Reporting and Exporting SC|E)(
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Load Raw Data: Add Analysis Name and Data Files

Gen eral tab_ Load Raw Data - Settings X
) ) ) ) | General| Advanced  Display
* Type into the Name field to define the analysis. e [
. Format: Sciex WiffTwo (= wiff2) v
® Upload raW data flles j: [+] Use File Name as Sample Mame
Enable Mumbering of Samples
— Select only wiff or wiff2 container files. 7] Enable Ran Data Parsing
When analyzing data from the ZenoTOF 7600 system, T i s e v s |
use only W|ff2 f||es and not Wlff f||es 20210203 Adalimumab tryptic 2ug ECD_G.wiff2 —
— Do not select the auxiliary files with the same name.
3items
Name \
(] 20210203 Adalimumab tryptic 2ug ECD_1 timeseries.data X o
| [) 20210203 Adalimumab tryptic 2ug ECD_1.wiff.scan X o conce Aorly
[©:]0210203 Adalimumab tryptic 2ug ECD_1.wiff2/

— To view files within a wiff1 or wiff2 container, double-click the wiff or wiff2 container to
open it.

Choose the files to upload from the list of embedded files. SC|EX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Load Raw Data: Format

* If individual sample files within a wiff or wiff2 container have the same name, then do not
use the Auto Detect option.

* To make sure that unique sample names are present in the Experiment Table, and that
Review Results displays the correct quantitative information for each sample:
1. From the Format dropdown list select either Sciex Wiff or Sciex WiffTwo.
Only use wiff2 for data acquired using the ZenoTOF 7600 system.
2. Select the Use File Name as Sample Name check box.

&5 Experiment Table x
EYVE|#E-0- 0

£ = Name MS S

| [20210203 Adalimumab ECD
[] = 20210203 Adalimumab ECD
] = 20210203 Adalimumab ECD

(@) Load Raw Data - Settings

General Advanced Display

Name: Peptide Mapping Extended
Format:
Fies/Folders: 20210203 Adalimuma b tryptic 2ug ECD_4.wiff2

20210203 Adalimuma b tryptic 2ug ECD_5.wiff2
20210203 Adalimumal b tryptic 2ug ECD_6.wiff2

B [ [W | <

3items

x

1203 alimumab 2ug ECI
a 20210203 Adalimumab tryptic Zug ECD_5

4 20210203 Adalimumab tryptic 2ug ECDs/

(@) Load Raw Data - Settings

General Advanced Display

[7] Enable Numbering of Samples

Enable Raw Data Parsing

Files/Folders: (20210203 Adalimumab tryptic 2ug ECD_4.wiff2
20210203 Adalimuma b tryptic 2ug ECO_5.wiff2
20210203 Adalimumal b trybtic 2ug ECO_B.wiff2

3items

] [X¢] |G

SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Restrict the RT Range

RT Range Restriction - Settings X
* Run the Load Raw Data activity node and then
open (double-click) it when data loading is - e

complete.
@ By Cancel Apply

* |dentify the retention time (RT) range where
there is meaningful data present.

— Exclude stray signals caused by valve switching
or column wash.

— Focus on the separation range.

Note: If the fields are blank, then the full RT range is
used.

miz 4 800 1200 1400 1600 1800

SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Data Preparation: Chemical Noise Subtraction - Quantile

@ MS8/MS Consol
MS8/MS Peak Detection

MS/MS Deisotoping

Process M52 Information

Data Preparation [Container]

@ Chromatogram
% Peak Detection

idation Chtamat )gram

pe Clustering

* Change this setting only if the default noise removal is

too harsh, which can be identified by:

Loss of low intensity isotope peaks from singly (+1) or doubly
(+2) charged clusters, or from low intensity clusters of interest.

Excessive cutoff of the tails of very wide (extended RT) peaks.

Chromatogram
Chemical Moise Subtraction

Charge And

@
@ [@
@ s (1

() Chrematogram Chemical Noise Subtraction - Settings
General! advanced Display
Chromatogram Smoothing
RT Window: |5 Scans
Estimator: Moving Average ~
Chemical Noise Subtraction

RT Window: 201 Scans

Quantle: |60 %

Method: (®) Clipping () Subtraction
Threshold: |14 [Intensity]

o G [ ooy

X

Chromatogram
RT Alignment

* |If clusters of interest are affected, or if the unwanted peak

modifications that are described above appear too
frequently, then set the Quantile to a lower value, such

as 50%.

SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Data Preparation: Chemical Noise Subtraction - RT Window

Data Preparation [Container]

@ Chromatogram
% Peak Detection

Chromatogram
Isatope Clustering

MS/MS Peak Detection @ Singleton Filter

Charge And &

M8/MS Consolidation

MS/MS Deisotoping

@08

Process M52 Information

m Chromatogram
Chemical Moise Subtraction

o M Chromatogram
g \_¥@ RT Alignment

moval

Chromatogram Smoothing
RT Window: |5 Scans

Estimator: Moving Average

Chemical Noise Subtraction
RT Window: | 201 Scans
Quantile: |60 %
Method: (® Clipping (7 Subtraction
Threshold: |14 [Intensity]

() Chromatogram Chemical Moise Subtraction - Settings X

Apply

* If the largest peak in the dataset contains less than 50 scans,
then decrease the RT Window (to 101 or 151 scans, for

example).

— As arule of thumb, the RT Window should be at least double the number
of scans across the largest peak in the dataset.

1 N .
| Take a vertical slice

Mz §435 644 G445 645 6455 646 6465 647

3000

2500

2000

i
g
1500

1000

To determine the number of scans:

1. Locate a feature that extends over a
longer RT than other features in the
ion map.

2. Take a vertical slice to generate an
Extracted lon Chromatogram.

3. Right-click in the Extracted lon

Chromatogram window and select

Profiles.

Use the Advanced Filter Tool T
to select the RT range for the peak.

SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Data Preparation: Chemical Noise Subtraction - Threshold

® e

MS/MS Peak Detection @ Singleton Filter
Charge And@duct Grouping (&4 Chromatogram
- @ RT Alignment

MS/MS Deisotoping

Data Preparation [Container]

@ Chromatogram
% Peak Detection

MSMS Consolidation Chromatogram
Isatope Clustering

Chromatogram

& Chemical Noise Subtraction

Process M52 Information moval
() Chromatogram Chemical Moise Subtraction - Settings X
& F
General! advanced Display
- Chromatogram Smoothing
RT Window: |5 Scans
Estimator: Moving Average v

- Chemical Moise Subtraction

RT Window: |201 Scans
Quantile:  |60%

Method: (®) Clipping () Subtraction

Threshold: |14 [Intensity]

* If the noise level is significantly different from the

Threshold value pre-set in the Chromatogram Chemical
Noise Subtraction activity, then change this setting.

Threshold intensity value:

* To measure the noise level and determine an appropriate

1. Expand the mass spectrum intensity axis by dragging it until the
noise level is readable, or change the axis from linear to the log

scale using the icon in the tool bar.
2. Use the crosshair tool

Q"‘lw v HoH0 g Jos | weogl o~ % A BB
;;;;;;; [1%0.3507]

2107

Intensity

Noise level
1576.248%

r T T T T T T T T T T T T T T T
300 400 500 600 700 80O 900 1000 1100 1200 1300 1400 1500 1600 1700

to measure the intensity of the noise level.

SCIEX:
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Data Preparation: Chromatogram Peak Detection

* The peak splitting of closely eluting components in the RT
direction can be modified as required.

Data Preparation [Container]

- To decrease splitting: Increase the Gap/Peak Ratio.

@ Chromatogram
& Peak Detection

MSMS Consolidation Qo matogram
Isotope Clustering

— To increase split sensitivity: Decrease or remove Smoothing.

- Chromatagram B Ve s e
MS8/MS Peak Detection 4 Singleton Filter . - 1
@ . Chemical Moise Subtraction 1 Use PeakRT Spliting —————————————————

re Intensity Profiling: (@& Maximum () Sum
MSIMS Delsotopin (&= Charge And Adduct Grouping g?r’glr‘l;anh:“ger:? P e % GapfPezk Ratio: 50 %

(O )

— Smoothing Algorithm: || Moving Average ~
RT Window: 5 Scans
Process MS2 Information =moval |||' (Bl e
@) Chromatogram Peak Detection - Settings X WE s 0 i 12 w3 )| IntensityProfiling: @) Maximum () Sum Ws ws M 131 M2 13 W4 15 1§ W7 s us 1
s B F Gap/Peak Ratio: @
General: peak Detection  Display
Smoothing: loving Aver:
menen J— RTWIndnw@ Scans f—
Summation Window: |6 Scans + T
[ Peak Detection [AusePeakRT Spliting ——————————————————————
Minimum Peak Size: 5 Saans v
Intensity Profiing: (@ Maximum () Sum
Maximum Merge Distance: |4 Points
G k Ratio: 15%
Merge Strategy: () Boundaries (@) Centers THIEIEE
~ [ Use Peak RT spliting —————————————————— B =

Intensity Profiling: (@ Maximum () Sum
I

G k Ratio: 15% 85 17 71 w2z 173 W4 175 w8 1771 18
ap/Peak Rato: o 88 17 11 172 173 174 115 178 17 178
Smoothing Algorithm: | Moving Average -

RT Window: |3 Scans

_SCIEX

The Power of Precision

@t EE




GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Data Preparation: MS/MS Consolidation

Data Preparation [Container]

@ Chromatogram

% Peak Detection

@ MSMS Consolidation Chromatogram
il Isatope Clustering

MS/MS Peak Detection @ Singleton Filter

@8

MS/MS Deisotoping
]
Process MS2 Ini
(@) MS/MS Consolidation - Settings 4

7 iGengrdl} advanced Display

Remove: MS/MS not in Features (Autodetect) -~
Observable: Max. Intensity ~
Consolidation: ||Merge ~
Level: One per Cluster vI
Across Chromatograms
m/z Tolerance: (0.1 Da
Min, Similarity: |0

[ Filter MS/MS Peaks

Max. Number of Peaks: |100

Min, Peak Intensity: 5

Apply

Cancel

@t

Chromatogram

& Chemical Noise Subtraction
Charge And Adduct Grouping @ Chromatogram
& RT Alignment

Removal

* This activity node merges MS/MS data across equivalent
peaks and clusters.

Do not use this option when assessing individual sample
sequence coverage.

Consolidation can improve MS/MS spectra, resulting in more
identifications.

Consolidation can reduce false positives if MS/MS spectra are
too ambiguous.

~__° There is an option to merge MS/MS Across Chromatograms.
This improves confidence in identifications across technical replicates.

SCIEX:
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Peptide Mapping: Configure Settings (1)

Pepid Mapping General tab: B
. ‘e @] e | @ +-a @
* Instrument: Select according to specific L] o o —
0 | Default iInstrument SYSTEM
© 1. Pephi- v x experimental set-up. o T —
Peptide Chromatograms Report Display . . - - A RanoRes Sake Poptides
Cerers s Madtessons Gyt ool Corpais - To review or modify: Navigate to File > Tools > Qsewses Fogmer s 38,8% 011" 8
Mass Tolerance: |8 ppm H @ ess Caladator Glycans
Instrument Editor. e T
[ MS/MS Identification —p [@rsrmentedtor | ::;:mc:::::;:;z» iy
mfzTolerance:  [0.95 Da v @ Enzyme Editor ms yes
Min. Score: 30 15! Package Manager Giycan Fragments:  yes
i . | °© mizTolerance:
B onoe Amotaed Festres — The default value (0.95 Da) is not a reflection of MS mass accuracy. It increases
[] Expart Coverage Data (deprecated) . . . . . . . .
the possible options for identification as a compromise for the potential impact of
MS/MS pre-processing on the m/z.
Reduce the m/z Tolerance to 20 ppm when data generated using the ZenoTOF 7600 system
@ty Cenca enly is being analysed. The m/z Tolerance can also be reduced to 20 ppm for analysis of data

generated using other MS systems.

Reducing the m/z Tolerance limits the number of false positives or ambiguous annotations
that are generated.

- The default value can be increased if required, for example, if the i \
data has wide error distributions. SC'EX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Peptide Mapping: Configure Settings (2)

& _| Peptide Mappi
eptide Mapping

Sequence tab:

* Sequence(s): Paste as text or upload as a FASTA file.

Enzyme specificity, maximum number of missed cleavages, and minimum peptide
length can be adjusted as required.

Allow Glycosylstion: true

Deamidated (NQ)
Masximum: 2 per Sequence
Allowed: Anyvihere
Unmodified: & not Required
Allow Glycasylation: true

Gln->pyro-Glu (N-term Q)

* Enzymes: To view the list of system-configured and user-defined enzymes,
open the Select Entries dialog using the + on the left.

Modifications tab:

* View the list of possible Fixed or Variable modifications
by opening the Select Entries dialog using the + on the
left.

- Commonly used modifications can be added as favorites

@) 1. PepMap - Settings X
Conjugates Peptide Chromatograms Report  Display
General  Seq Modifications Glycosylation  Disulfide
Sequence(s): L rom Tex l
eqUENCes: [ ry
VQLVESGGELYQPGRSLRLSCA
[5LC
IQMTQSPSSLSASVGDRVTITC
FTRY
QVRLGEHNIDVLEGNEQFINAA
[>riysC
HKRTYLNACLVLALAAGASQAI
v
< >
Enzymes: Trypsi I + I
(@) 1. PepMap - Settings X
Ma., Missed Cleavages: |4 Conjugate: Peotide Chromatoarams Report  Display
General | Sequence Modifications Glycosylation Disulfide
Vin, Peptide Length: |5
Fixed: Carbamidomethyl (C) i + I
@t i
Variable: Ammonia-oss (M) A
Maximum: 1 per Sequence
Allowed: Anyvihere
Unmodified: is not Regquired

Seguence Variants: | No Variants

I Maximum: 3 per Peptldel

[0 2-dimethylsucciny ()
[0 2-hydroxyisobutyrylation (K)

[ 2-monomethylsuccyl ()

Ni [ 2itrobenzyl ¢1)

o

: by selecting the star icon.
* | — To analyze over- or under-alkylation, set the alkylating
x reagent to Variable for cysteine and other target amino
: acids. SCIEX
= v The Power of Precision




GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Peptide Mapping: Configure Settings (3)

Peptide Mapping

(8) 1. PepMap - Settings X

Conjugates Peptide Chromatograms Report Display
General  Sequence  Modifications Glycosylaton  Disuifide

Type: | Glycosylated -

Substituents: +

Max. Substitutions: 1

Note: Disabling Glycan Fragments for

glycopeptides in the Edit Instrument
settings reduces the time required for
complex glycan searches.

. [ Lbrary Browser &2 File System . b
Glycosylation tab: B | o e@ @
* Library: Select a system-configured or a user-defined library. — Sl

- To review or modify a glycan library: Navigate to File > Tools > Emm:’v
Library Browser > Resources. < =

* Max. Number of Glycans per Peptide: There is a threshold number of Estimated
Glycopeptide Candidates allowed for the search to proceed (refer to next page for details).

- Allowed Sites: Only N-linked: There is typically fewer potential consensus sequences per
peptide, so searches for N-glycosylation are generally more tolerant of search criteria:
Up to 4 N-glycans per peptide is the maximum allowed value.
The number of missed cleavages and variable modifications impacts the search time.

- Allowed Sites: Only O-linked: Every serine and threonine (S and T) residue is a potential

site for O-glycosylation.
Long peptides containing many potential glycosylation sites dramatically impact the number of
Estimated Glycopeptide Candidates, and the subsequent processing time.

It is recommended | & editinstrument

to have Glycan General pepides Glycans [ 37D
Fragments enabled| ‘===
for data acquired in
CID mode.

Glycan Fragments:  []

— Using enzymes that result in shorter peptides, for example using Trypsin/P in the settings so that
cleavage is not restricted at RP/KP, can help to reduce the search time and

. _ limit the total number of candidates. SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Peptide Mapping: Configure Settings (4)

Example of permitted search combinations for
O-glycans in Etanercept digested with trypsin:

Enzyme: Trypsin
Missed cleavages: 1

Enzyme: Trypsin/P
Missed cleavages: 0

Size of glycan library

el | T4 s | 6|7
3 A A A R
4 Vv v I v |x
5 v vV | % | x | x
6 x | x | x | x |x
7 x | x | x | x |x

Size of glycan library
Sepide | 3 4 5 6 7
3 VIV |V v |V
4 VIV | v v |V
5 VIIVIiVv v |x
6 VIV v % |[x
7 VIV v|x | x

Glycosylation tab:
* A combination of factors is used to calculate the number of Estimated
Glycopeptide Candidates to determine if the search will proceed:

- The number of glycans in the glycan library (including Substituents).
+ Use the smallest library size that contains the relevant glycans of interest,
+  Selecting Filter for Core Structures can help to limit the candidates.

- The maximum allowed number of glycans per peptide.

+ Do not exceed what is expected for the molecule. Lower values allow larger
libraries to be used, and vice versa.

- The theoretical sites of glycosylation on a peptide.
- The number of missed cleavages and the enzyme specificity contribute to this.

* Other search parameters contribute to the overall search time.
— To reduce the time to completion:
- Disable Glycan fragments in the Edit Instrument settings.
* Minimize the variable modifications and their number per peptide.
+  Maximize the minimum peptide length.

* Reduce the number of glycans per peptide. S«I \J
* Reduce the size of the glycan library. a CIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Peptide Mapping: Configure Settings (5)

& _| Peptide Mappi
eptide Mapping

Peptide Mapping - Settings X

Conjugates Peptide Chromatograms Report  Disolk
General  Seguence  Modifications Glycosylation | [ i

Connectivity: ]| Fixed

HC:22-HC:97 ~
HC:147-HC:203
HC:223-1C:213
HC:220-HC:220
HC:232-HC:232
HC:264-HC:324 w

Max. Peptides: |4

Bonds:

Peptide Mapping - Settings

Conjugates | Peptide Chromatograms

General  Seouence  Modifications  Glvcosylation  Disulfide

Chromatogram of : ‘ All Peaks

RT Range: Extended Peak Boundaries

0.1 Minutes

Intensity Profiing: () Maximum (8) Sum

Cancel

X
Gt | [ sl
Report  Display
v
~
Peptide Mapping - Settings s
General Sequence  Modifications  Glycosviation  Disulfide
Conjugates Peptide Chromatograms REDD"t Display
D Show Coverage per Experiment
’VPTESEHEEThrEShDMJ 1.0 [8% Intensity]
Quantification
Observable: Volume: v
Condensing Method: | Sum ~
Chromatogram Thumbnail Size: | Medium ~
@t Gt |k

Disulfide tab:

* For non-reduced samples: Set Connectivity to Fixed. Specify
the expected disulfide bridges using the correct syntax, for
example; HC:22-HC:97.

- The chain names must match those specified in the Sequence
tab.

* For reduced samples: Set Connectivity to None.

Peptide Chromatograms tab:

* These settings control the layout of peptide chromatograms
when viewing the results of this activity, and do not need to be
changed.

Report tab:
* We recommend setting Volume as the Observable for data
acquired using a QTOF system. S '
CIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Review Results: Configure Settings

Review Results
g

Sequence tab:
* Sequence(s): Paste as text or upload as a FASTA file.

sequencels): [FromTent - - Use the same FASTA protein sequences in the Peptide
S TIRESGPALVKPTQTLTLTCTFSGFSLSTAGMSVGWIR QPPGRALEWLADT Mapping activity node and the Review Results activity node.

=LC

DIQMTQSPSTLSASVGDRVTITCSASSRVGYMHWY QOKPGKAPKLLIYDTSKL
FTRY
IQVRLGEHNIDYLEGMEQFINAAKIITTHPMNFNGNTLDNDIMLIKLSSPATLMNSRY

Review Results - Settings x
9

Modifications Disulfide Conjugates Peptide Chromatograms Report Display

o8 el | | ooty

_SCIEX/
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Review Results: Review Peptide Mapping Results

Review Results
g

preceding Peptide Mapping activity nodes.

&) "WF3-WFStesting

7 *Review Results X

7 Peptide Map X {A Peptide Chromatogram X
A« S I Wss 7 =¥
| =

DVAHH.VRQAPGKGL(WVSAIT.NSGH!DV

ADSVEGRFTISRDNAKNSLYLQMEISLRAED
HavyliaxvsyistassiLllviMce@TLVTVS
SASTKGPSVFPLAPSEBIKSTSGGTAALGCLYV

7 Peptide Table X =7 Modifications Table X | Y/, Peptide Chromatogram Table X

%1’7*?« X @ ~|d

=ryve|si-D-E0:| > 4
X Range  Peptide Modifications Mod. Locations Glycans ~Calc. Mass Fle & 4 Growld Exvem\em Scan Inde:
[ IHClr-16] FVGUVESGOOLVGPGR ST TS N <

v 2HC[1-16] EVQLVESGGGLVQPGR 1623.86

v 3HC[1-16] EVQLVESGGGLVQPGR (+356.21558) [Q3] 1980.07 (W) \

v 4HC[1-19] EVQ.VESGGG.V@GL‘-IR Glu->pyro-Glu [N-term E] 1962.06

4 S HC[1-19] EVOLVESGGGLVO 1980.08

v 6 HC[1-38] EVQ.VESGGG.V@GIS.RLSCAWVMMVR arbamidom... [C22] 4195.04

X 7FK:[1 38] EVQLVESGGG.V@CRSLRLSCAASG’TFWVAM-!WVR arbamido [c22] (M34] 4211.03

2 d SCAASGH Q... Carbamidom... [C22] 4%7%3 V| |
< > < >
387 rows (1 selected)
Peptides £ | Data | Quantities | Coverage | Summary |

v

Y
& Fragment Spectra Viewer X & Fragment Spectra Peak Table X
Peptide EVQLVESGEGLVQPER =
2 1500
2 1000
[}
2
500
2141 T2 2141 e
od Tl ‘l. P g
miz 500 1000 1500 2000 2500 3000
20210203 Adalimumab tryptic 2ug ECD_4: Match_169

O Fragment Spectra Table X

Showing 1 of 581 rows (1 selected)

28

3.

* Open the Review Results activity node to review the combined results of any

Activate the Review mode and
accept one annotation for all
relevant peaks.

Reject all other redundant
annotations.

Click Save to apply the changes.

The activity node runs again to

automatically recalculate peptide
guantities.

/S&ETEX}’
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Review Results: Isomer Differentiation

Review Results
¥

w3 'Y
ISR
2500 330.177
3000 ¢ A-29 Da )
2500
2 2000
2
£ 1500 za+1

1000 w3b

ISR
500 344.194
. 333215 i 351.239 |

miz 330 335 340 345 350 355 360

[N289]

NAK
317.159

E 400 23+1-57 y3
NAK [

260.162 FN NAK

279.146 333.178

‘ 200.6 305.161

miz 250 260 270 280 230 300 310 320 330 340
7

* During MS/MS analysis using EAD, diagnostic internal
fragment ions are produced that enable differentiation
between isomeric amino acid residues.

HYNPSLKDR
w4
LKDR T
472.253

100 P A-43 Da

[
<« »

24+1
LKDR
515.306

49574 503.256

miz 470 475 480 485 430 495 500 505 510 515 520 _—

vvvvvvvvvvvvvv

Asp -> ISOAsp 2941 A
[D283] DGVEVHNAI T

952459
40

20

29+1-57
20 DGVEVHNAK
895.465

10
968.494
981.017

920.442 936.558
0
mz 880 830 900 910 920 930 940 950 960 970 980 990

Note: Use an m/z Tolerance of <20 ppm in the
Peptide Mapping activity node for optimal results.

To confirm the presence of leucine (Leu) or isoleucine (lle):
lons are annotated in the MS/MS spectra as w, or w,,,,.

- Leucine: Aw,, ion at a 43 Da mass shift from the corresponding z+1 ion.

- Isoleucine: A w, ion at a 29 Da mass shift from the corresponding z+1 ion.

To confirm the presence of aspartic acid (Asp) or isoaspartic
acid (IsoAsp):
lons are annotated in the MS/MS spectra as c¢,+57 or z,,+1-57.

- c,*+57 or z,-+157 ions annotated in the MSMS spectra signify the
presence of isoaspartic acid.

- Aspartic acid does not generate these diagnostic internal fragment ions
because there is no methylene group in the peptide backbone.

SCIEX:
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Review Results: Isomer Differentiation (Cyclization and Deamidations)

revew Resdls * To simplify data review, it is
possible to filter for relevant

J = Peptide Table x | = Modifications Table x | A\, Peptide Chromatogram Table x mOd |f| Catl ons. For exam ple
_ & (B L :
EY TG M Review X ﬂ| |E : _ ASp—>|SOASp
W Range Peptide Disulfide Bonds Modifications ! Mod. Locat... )
39TRY[45-54]  LSSPATINSR — Deamidated
40 TRY[S5-62]  VATVSLPR .
10HC[278-291]  FNWYVDGVEVHNAK Asp->IsoAsp [D283] — Deamidated (l SOAS p)
29 HC[413-419]  LTVDKSR Asp->IsoAsp [D416] ) o
EE R S LSRG [D4g] * Thed Iag nostic internal frag ment
8 HC[253-277... TPEVTCVVVDVSHEDPEVK=VVSVLTVLHQDWLNGKEYKCK HC:264-HC:324  Deamidated [N315]
12HC[278-291]  FNWYVDGVEVHNAK Deamidated [Nz89] . .
11HC[278-291] FNWYVDGVEVHNAK Deamidated (IsoAsp)  [N279] 1oNns p resent in the MS/MS
13HC[278-291]  FNWYVDGVEVHNAK Deamidated (IsoAsp)  [N289]
17HC[305-320]  VWSVLTVLHQDWLNGK Deamidated (IsoAsp)  [N318] S pectra can then be used to
18 HC[305-320]  WWSVLTVLHQDWLNGK Deamidated (IsoAsp)  [N318]
20 HC[305-323]  VWSVLTVLHQDWLNGKEYK Deamidated {IsoAsp)  [N318] : : e :
21 HC[305-323]  VWSVLTVLHODWLNGKEYK Deamidated (IsoAsp)  [N318] validate |dent|flcat|0ns, and
22HC[305-323]  VVSVLTVLHQDWLNGKEYK Deamidated {IsoAsp)  [N318] .
14HC[292-304]  TKPREEQYNSTYR GOF [n300] results Acce pted or Rejected as
15HC[292-304] TKPREEQYNSTYR GIF [N300]
7HC[252-258] DTLMISR Oxidation [M255] ;
< required.

SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Review Results: Create Custom Layouts

Click to save or load saved Layouts. .
[
e B [ P Each pane can be disconnected and

V7 Peptde Map X A Peptide Ovomatogram X 77 Modifications Table X W x Wrag. x|UAmess. x Ao, x AmMsm. x .
I T o docked at a new location.

1 e oo B tic g s + % a0 B » ¢

"

it - _ |
od 5 - * The location where the disconnected pane
" - i will be docked is highlighted by a blue box.
10 : E 40000 b2
o | Wt * To move the lon Map into the Peptides
. L]
2 o ta G | F——— tab:
4 K NamomComemimert 8 0 YYD s @ . .
: ORI MM ey ety e rerey e 1. Select the Data tab and click the icon to
v £ o e ey | /S } ,
——— e T R AR e : disconnect the Data tab window.

GE Cluster Table x 2y Experiment Table x

7 Peptide Table X | A Peptide Cvomstogram Table X | [ Group Table X .
LI - vvaEn . 2. The ion map, or any pane from the Data tab

s Conotion ) G R SR : g_ .
. —] G e G e e window, can then be undocked and dragged to
< o - : a new location on the Peptides tab.

e — * Favorite layouts can be saved and

-2 _m@-:r. . .
. . accessed with the Layout icon.
Click to disconnect the Data tab window.

SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Reporting: Define Destination for Snapshots and Reports

* Select the folders in which results will be stored.

Sawve Pre-Processed Snapshot - Settings
* Two types of results are stored: . S
Snapshots:

Define Destination

. . . rt Folder: |CPepmapSimple Pre-processe
—  Snapshots are intermediate results saved permanently as sbf files. LWH (@ epmapormpte repocessen | (B

[] Expart as Folder

Snapshots saved from pre-processed data store the intermediate

results generated after Chromatogram Chemical Noise Subtraction @ Cancel Apply

and Chromatogram RT Alignment.

Snapshots saved after Review Results store all of the intermediate Save Annotations Snapshot - Settings
information, including annotations of features. Generdl

Define Destination

PDF RepOFtS, Wthh embed ’7ExportFolder: |E|Pepmap8imple.Annotated | =
- A PDF document. [ Export as Folder
- An Excel file with spectral information from deconvolution. @ G i

- An Executed workflow (xml file), that includes the settings used to
generate results.

To open the xml file, drag and drop it into the Biologics Explorer

workflow home page. SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Reporting: Save Intermediate Results

Data Preparation [Container]

Save Pre-Processed Snapshot
’ Peptide Mappirtg

’ Review Results

;@9

Export @ . )
@ PDF Report ‘ Exportto Sciex 0S Save Annotations Snapshot

Review Results from Same Batch

Load Snapshots

Display and Review Results

- Input sequence Review Results

Export Results to:
- PDF report
- Snapshots
Input destinations

Export
PDF Report

@ o

Load Snapshots with Annotations

[

Store intermediate results after different activity nodes
through-out the workflows.

- Save Snapshot activity nodes create a file (sbf) that contains the
required properties of the processed data.

To review stored data, open sbf files in the Load Snapshots
activity nodes in the Pepmap_ReviewSnapshots workflows.

- Load snapshots from Save Annotations Snapshot to review
results from the same dataset.

- Load snhapshots from Save Pre-processed Snapshot to analyze
results from different batches.

Saved sbf files can also be loaded into the Load Raw Data
activity node in any workflow.

- Load snapshots from Save Annotations Snapshot and bypass all
activity nodes except for those required for peptide mapping to
add more searches to an analysis.

_SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Reporting: Export PDF Report

Review Results
v

Export
PDF Report

Elements:

General Elements TE

Export PDF Report - Settings

@ Exportto Sciex 0S

& [ Pepmap_Extended

— = Elements X
=5 Review Results
Q, Enter filter text =] Q, Enter filter text =]
- [5% Introduction + D Pepmap_Extended
4 [£7 Disulfide Bonds +- D Pepmap_Extended 7 Review Results
4 ] Peptides +-[B Load Raw Data
: Feature Quantities +- Jw RT Range Restriction
[£7 Glycopeptides +- |8 Chromatogram View
Modifications +- D Data Preparation [Contsiner] £ 7 Disulfide Bonds
=i~ B Table - &, Save Pre-Processed Snapshot = + Peptides
[ Protein - B 1. PepMap - [*] Feature Quantities
g !L:oj::uon - (1) Execution Details + [7 Glycopeptides
! Experment Settings = Modifications
- Hf! Relative Intensity +@ Inputs t LB E Table
=I- [27 Peptide Chromatograms - [=] Results i ! protein
.. Images - & 2. PepMap i Location
+-ZF 3. Wildcard Mapping - ! Modification
+)- 57 Review Results T Experiment
— Apply + Export to Sciex 05 L HF Relative Intensity
+ ng.., Save Annotations Snapshot = [27 Peptide Chromatograms
+|- ] Export PDF Report
3
3

-[E% Summary
. E:' Activity Setting Changes

OK

Cancel

General tab: Define the destination
of the exported report.

Template tab: Customize the
contents of the report.

Excel tab: Customize the tables that
will be exported with the report.

_SCIEX
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GENERAL GUIDELINES FOR PEPTIDE MAPPING WORKFLOWS

Reporting: Export to SCIEX OS

>

Export to SCIEX O - Settings %

’, Define Destination

Export File: |DReviewed Results from Extended | =

Clusters per Group To Export: |3

Mass Mode: (®) Monoisotopic (C) Most Abundant Isotope

Consider Adducts: O

Observable: Volume o
ob o] [on

Review Results

E)S)Fo;eport @ Exportto Sciex 0S

* General tab:
— Define the destination of the reviewed results.

— Define the requirements of the export, for example, the required
number of clusters for each group.

* The Export to SCIEX OS activity node should not be used in
combination with the Wildcard Mapping activity node.

— The Wildcard Mapping activity node can be bypassed in relevant
workflows.

Note: The modification position exported with the Export to SCIEX OS activity node is . :
relative to the peptide, not the protein. For example, DTL[M]ISR would be M4 not M255. , SC|EX
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Part B

Workflows and Applications

GUIDELINES FOR SPECIFIC PEPTIDE MAPPING
WORKFLOWS

/Sﬁx)
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Simple Peptide Mapping

WORKFLOW SPECIFIC GUIDELINES
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GENERAL GUIDELINES FOR SIMPLE PEPTIDE MAPPING WORKFLOWS

Simple Peptide Mapping Workflow: Design

Load Data and Select Useful Range

Analyze and Annotate Features

- Peptide Mapping: input required
- Input Snapshots destination

Display and Review Results
- Input Sequence

Export Results to PDF
- Input destination

Peptide Mapping
Simple

Load Raw Data

RT Range Restriction

Q Chromatogram View

Data Preparation [Container]

SRORY

&% | Save Pre-Processed Snapshot
Peptide Mapping

(2

Feview Results

Export
FOF Report

@ @.

Exportto Sciex 05 Save Annotations Snapshot

Pepmap_Simple

© 2022 DH Tech. Dev. Pte. Ltd.
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GENERAL GUIDELINES FOR SIMPLE PEPTIDE MAPPING WORKFLOWS

Simple Peptide Mapping Workflow: Overview

Peptide Mapping - Settings X
Conjugates Pepiide Chromatoorams Emd | EEiE
General  Sequence | Modifications ©  Glycosylaton  Disulfide
Fixed: Carbamidomethyl {C) +
Varizble: Deamidated (NQ) all+
Masimum: 2 per Sequence
Allowed: Anywehere =
Unmedified: & not Required
Allow Ghycosylation: true -
GIn->pyro-Glu (N-term Q) &
Masximum: 1 per Sequence My
Allowed: Amywhere
Unmodified: 5 not Required Peptide Mapping - Settings X
Allow Glycosylation: true
Lys-oss (Protein C-term K) Conjugates Peptide Chromatograms  Report  Display
= General  Sequence  Modifications ;| Glycosylaton :  pisulfide
Sequence Variants: | Mo Variants :l
Maximum: 4 per Peptide Type: || Glycosylated e
Library: || CHO N-Glycans small i |
© 1 | ok |
@ =5 2% Ca”a Allowed Sites: Only Ndinked ~
Use Consensus Sequences:
Filter for Core Structures:
Max. Number of Glycans per Peptide: |1
Substituents: +
Max. Substitutions: 1
@t Grce | | ol

* Use this workflow when completing routine
analyses with non-complex biotherapeutic
molecules.

* The combination of search parameters in the
Peptide Mapping activity node identifies
commonly expected peptides and
modifications, including glycosylation.

SCIEX
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Extended Peptide Mapping

WORKFLOW SPECIFIC GUIDELINES
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GENERAL GUIDELINES FOR EXTENDED PEPTIDE MAPPING WORKFLOWS

Extended Peptide Mapping Workflow: Design

a1

Feptide Mapping
Extended Characterization

Load Data
- Select Useful Range

FPrepare Data far Analysis

- Data Cleanup

- Peaks, Clusters, Groups Identification
- M52 Data Preparation

Analyse Data:

- 1. PepMap: input required
- 2. PepMap: input required
- 3. WCM: input required

- Input Snapshots destination

Display and Review Results
- Input Sequence

Export Results to PDF
- Input destination

Load Raw Data

RT Range Restriction

Q Chromatogram View

Data Preparation [Container]

1. PepMap @ Save Pre-Processed Snapshot

2. PepMap

) ® @

3. Wildcard Mapping

Review Results

ORORCORE

Export . . )
@ PDF Report Exportto Sciex OS5 @ Save Annotations Snapshot

Pepmap_Extended

© 2022 DH Tech. Dev. Pte. Ltd.
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GENERAL GUIDELINES FOR EXTENDED PEPTIDE MAPPING WORKFLOWS

Extended Peptide Mapping

=) 1. Peshiap * For a more comprehensive peptide mapping analysis, results from up to

; J - - - -

three consecutive activity nodes can be combined to extend the search
2 Pephiap space while minimizing false positives:

3. Wildcard Mapping l PepMap

— Identifies the most expected peptides and modifications.

2, PepMap - Settings b4 2' Pep Map
______ Contontes  peptde Chomatograms  Report Dy — Digs deeper into the sample.
i General | Sequence  Modifications  Glycosylation  Disulfide
Mesa Tlrence: [0 == — Ignore Annotated Features: Makes sure that only unannotated
FAmEIS dentfzten features from the previous search are considered.
Instrument: EAD £
m/z Tolerance: 0.95 Da -~ H H
i 3. Wildcard Mapping
e — - - Searches for unexpected modifications, which can be subsequently

Crs] added to 1.PepMap or 2.PepMap activity nodes.

[[] Export Coverage Data (deprecated)

Note: For biotherapeutics with expected N- and O-glycosylation, false positives
@t Cancel Aprly are reduced when 1.PepMap is used to identify expected N-glycans, and ; ‘
2.PepMap focuses on the typically less well characterised O-glycans. SCIEX
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GENERAL GUIDELINES FOR EXTENDED PEPTIDE MAPPING WORKFLOWS

Step-Wise Peptide Mapping: Application Examples

1+ Pephian * Three consecutive peptide mapping steps can be combined, depending on
the type of analysis required.

B ) 2. PepMap

Example 1: Disulfide bond (DSB) analysis for non-reduced samples.
5 Wildeard Mapping Key settings specific to this type of analysis:
1. PepMap
P—— » * Sequence tab: Enzyme - Fully specific.
_—_—_—_—_—_—_—.—m_ « Disulfide tab: Fixed Connectivity.
e e - Define the expected disulfide bridges using the correct
Connectivity: [ Fxed ] @ 2. PepMap - Settings X syntax (HC:22-HC:96).
e HC:22-HC:9
Coican | S ot st e | 2. PepMap )
HC233-HC233 corvectuy: [ rmmtied ] 5 + Sequence tab: Enzyme - Fully specific.
Max. Peptides: |4 Bonds: A » Disulfide tab: Scrambled Connectivity.
L 3. Wildcard Mapping
v o | v * On All Peptide Candidates for more annotations

relating to unknown modifications.

@t Cancel Apply ) SCIEX
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GENERAL GUIDELINES FOR EXTENDED PEPTIDE MAPPING WORKFLOWS

Step-Wise Peptide Mapping: Application Examples

=y 1. PepMa
e

* Three consecutive peptide mapping steps can be combined, depending on

the type of analysis required:

ES Y 2. PepM
priap

Example 2: Post translational modification (PTM) analysis.

Key settings specific to this type of analysis:

2. PepMap - Settings

2. PepMap - Settings

Report Dizplay

Conjugsia Bagtide Chromatograms i
% General Modifications Glycosylaton  Disulfide

Sequence(s): From Text o &
Conjugates Pegiid oS Re?ort PISDIEY Sequences: [ ~
General  Sequence MDdIﬁGhOHS Glycosylation  Disulfide QLVESGGGLVQF
Fixed: o Select Entries > islsas
- Q, Enter Filter Text JoLE
~ LCLVLA
Variable: [Jvsoe
Qve€
SemiTrypsin E]
[] semiarg-C v -
v
L=
0 =
Sequence Variants: Mo Variants 3 el
........
= # Properties =
@ f§ "
Gln-=ovro-Glu Glu-=pyro-Glu Oxidation Trp-=Kynurenin
Carbamid i Deamid Dioxidation

1. PepMap

« Sequence tab: Enzyme - Fully specific.

Modifications tab: Abundant and expected modifications.
2. PepMap

Sequence tab: Enzyme - Semi-Specific.
Modifications tab: Shorter list of expected modifications.

Or:
« Sequence tab: Enzyme - Fully specific.
* Modifications tab: Alternative set of less common
modifications that might be expected at low abundance.
3. Wildcard Mapping

* On All Peptide Candidates for annotations
relating to unknown modifications.

°SCIEX
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GENERAL GUIDELINES FOR EXTENDED PEPTIDE MAPPING WORKFLOWS

Step-Wise Peptide Mapping: Application Examples

£) 1. pestian * Three consecutive peptide mapping steps can be combined, depending on
the type of analysis required:
2- Pephiap Example 3: Sequence Variant Analysis (SVA).
+ Key settings specific to this type of analysis:
3. Wildcard Mapping
@ 1. PepMap
® 1. PepMap - ettings x + Sequence tab: Enzyme - Fully specific. No missed cleavages.
® 2. Peplap - Settings SR [Ty [ « Modifications tab: Fixed alkylation (cys) with variable modifications limited
g prrrre—— | W Cabemidometi (© + to the predominant form (for example, pyro-glutamation). Sequence
R o e : Variants - All Substituents (Restrict Matches cleared).
Mass Tolerance: |5 ppm S TR :
M5 /M5 Tdentfication ——————————| Mairurs: 1 ;::hi:ue"% = 2 . Pe p M ap
i m\% o - » General tab: Low Mass Tolerance. Clear Ignore Annotated Features.
T "fvw"::ﬁ;;: « Sequence tab: Enzyme - Semi-Specific. 1-2 missed cleavages.
s : « Modifications tab: Variable alkylation on commonly modified amino acids to
— T e detect overalkylation, with all other expected variable modifications.
@t | —— 1} 3. Wildcard Mapping
[ Restrict Matches - B o
@t = [ st « On Only Annotated Peptides. P
= * Use Review Results to compare additional annotations on the same , SCIEX
. features to rule out false positives. © 2022 DH Tech. Dev. Pte. Ltd. The Power of Precision



»
:
— X
_ r
Comparative Peptide Mapping

WORKFLOW SPECIFIC GUIDELINES
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Comparative Peptide Mapping Workflow: Design

5 ; FPeptide Mapping
& Quick Guide Comparative Analysis

Load Data )
- Select Useful Range @ Load Raw Data and define groups in the metadata

4

FPrepare Data for Analysis .
- Data Cleanup 7 RT Range Restriction
- Peaks, Clusters, Groups Identification b

- M52 Data Preparation @ Chromatogram View

' Data Preparation [Container]
T -
@ Save Pre-Processed Snapshot

Analyse Data:

1.PepMap
- 1. PepMap: input required
- 2. PepMap: input required
- 3. WCM: input required
2. PepMap
- Input Snapshots destination
3. Wildcard Mapping
&
Display and Review Results X
~Input Sequence e Review Results
L
Differential Analysis: . . . Export . .
- Group features by annotation and e Differential Analysis [Container] PDF Report Exportto Sciex 0S5 Save Annotations Snapshot
display % values o~

- Mew peak detaction (NPD)

- Higly changing feature detection . .
AbsentFresent Highly Changing

Export Results to PDF
- Input destination

Pepmap_Comparative /SG—EX)
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Comparative Peptide Mapping

* The activity nodes connected with green lines contain

Differential Analysis [Container] Statlstlcal tOO|S_
@) AR 51 chanoing * These statistics activity nodes can be used to compare

two datasets, and report peptides that are either:
— Absent in one sample set but present in the other.

T - Have a specified fold-change difference between sample
sets.

Data Setup - set observable and groups

* Example use cases:
Pt Enlarmiy - 3/a0E oy sy Sl - To compare reduced and non-reduced samples.

RO )

— - To compare stressed and unstressed samples.
) :

Normalization - get % abundance

- To compare a reference sample with samples from a

These statistical activity nodes identify the features new batch.
that differ significantly between the two sample 7
groups being compared in the workflow. SClEx
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Load Raw Data and Define Groups

MName:

Format:
Files /Folders:

Load Raw Data and define groups in the metadata - Settings

| Advanced Display

PepMap Comparative Analysis
Auto Detect v
Name |Group |Co|or ~ IS
20210223 Adalimumab nonreduced Gug EAD_2.wiff2 MonRed  #deGd50
20210203 Adalimumab tryptic 2ug ECD_2.wiff2 Red #286dde v
:
¥
<
2items

Apply

Metadata Editor *
2|9 0| @B R R ©
Name Group Description | Caolor |
20210223 Adalimumab nonreduced Gug EAD_2 wiff2 § NonRed ﬂ -
20210203 Adalimumab tryptic 2ug ECD__2 wiff2 Red .
v
Concel

* On the General tab, click the table icon to open the Metadata Editor.

« Specify the Group names for the files to be compared.

* Optionally, add a Color column and define colors for each group.
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Step-Wise Peptide Mapping: Application Examples

=y 1. PepMa
i

) 2.Pepl
Bl 2 PepMap

3. Wildcard Mappin

* Three consecutive peptide mapping steps can be combined, depending on

the type of analysis required:

Example 1: DSB analysis for comparing reduced and non-reduced samples.

1. PepMap - Settings

General Sequence

Conjugates Peptide Chromatograms

Report
Modifications Glycosylation  :

Connectivity: | Fixed

Bonds:

Max. Peptides: |4

HC:22-HC:96

HC:148-HC:204
HC:224-1C:214
HC:230-HC:230
HC:233-HC:233
HC:265-HC:325

Gnce

2. PepMap - Settings

Conjugates

General

Sequence  Modifications

Peptide Chromatograms Report
Glycosylation

Connectivity: || Scrambled I

Bonds:

Cancel

Apply

Key settings specific to this type of analysis:

1. PepMap
* Sequence tab: Fully specific.
* Disulfide tab: Fixed Connectivity.

— Define the expected disulfide bridges using the correct
syntax (HC:22-HC:96).

* Modifications tab: Variable alkylation (cys).
2. PepMap

* Sequence tab: Fully specific.

» Disulfide tab: Scrambled Connectivity.

3. Wildcard Mapping
* On All Peptide Candidates for more

annotations relating to unknown , :
modifications. SCIEX
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Step-Wise Peptide Mapping: Application Examples

1+ Pephian * Three consecutive peptide mapping steps can be combined, depending on
the type of analysis required:

B | 2 PepMa ] . . . y-
g T Example 2: Comparative analysis for stress testing and lot-to-lot variability.
3 Wildeard Mapping Key settings specific to this to this type of analysis:

2. PepMap - Settings X 1. Pep Map
Y vm— S | o Lo ] et Gesvien | e » Sequence tab: Fully specific.
R — N sequence(s): oot ¥ * Modifications tab: Abundant and expected modifications.
General  Sequence Glycosylation  Disulfide S QLVESGGGLVQFA
Fixed: .~ Select Entries X Bsisac 2 Pep Map
: Q Enter Fiter Text - « Sequence tab: Unspecific enzyme.
7. . ~ i - - . - - -
i g“m « Modifications tab: Shorter list of expected modifications.
va-E |
SemiTrypsin E] OI’
L] semiarg v : * Sequence tab: Fully specific.
cancel . « Modifications tab: Alternative set of less common
. @t — = modifications that might be expected at low abundance.
- 8 3. Wildcard Mapping —
lu-=pyro-Glu xidation rp-=Kynurenin il \
Catanidmetl  Deaniaied | Dotdsion * On All Peptide Candidates for more . .
| SCIEX
annotations.
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Step-Wise Peptide Mapping: Application Examples

1+ Pephian * Three consecutive peptide mapping steps can be combined, depending on
the type of analysis required:
s Example 3: SVA for comparing wild type (WT) and mutant samples.
3 Wildeard Mapping + Key settings specific to this type of analysis:
Y 1. PepMap
® 1. Pepap - Serings x » Sequence tab: Enzyme - Fully specific. No missed cleavages.
© 2 pephiap-sttins o sonrte | it chasiumn Do -« Modifications tab: Fixed alkylation (cys) with variable modifications limited
Zequen:pm;;:,ﬁ:mmzm.;q; e ot © : to the predominant form (for example, pyro-glutamation). Sequence
vaeaee |- — - . . Variants - All Substituents (Restrict Matches cleared).
S — oz 5| 2.PepMap
s [ wm% GIZWWTE;EL . « General tab: Low Mass Tolerance. Clear Ignore Annotated Features.
T e « Sequence tab: Enzyme - Semi-Specific. 1-2 missed cleavages.
m——— : . — = « Modifications tab: Variable alkylation on commonly modified amino acids to
: per pepti detect overalkylation, with all other expected variable modifications.
@ —— “I1] 3. Wildcard Mapping
@t Cancel Aoply [ * On Only Annotated Peptides. = )
— « Use Review Results to compare additional annotations on the - SCIEX
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Differential Analysis Activity Node Settings

* Valid Feature Filter: Removes any features below a set threshold,
Differential Analysis [Container] and those present in less than a set % or number of experiments.

- This filtering removes insignificant differences or any signal due to noise or
artifacts. If expected peptides are not present, optimize this setting.

Valid Feature Filter

* Data Setup: Prepares data in a matrix form that can be used as
Data Setup - set observable and groups input for filtering and statistics tasks.
- If Groups were not set in Load Raw Data, they can be defined here.

Feature Condensing - group peptides by sequence

IR OAORS)

Normalization - get % abundance eoupchange | ' Feature Condensing: Groups features based on their annotations.
— Computes a single intensity value for each of the created groups.

* Group Change: Calculates relative and | * Normalization: Provides a comparable basis for further statistical

fold-change differences between analysis.
experiment groups. - Percent Abundance: Values are summed across all members of each group
— If multiple experiment groups are present, for each experiment. Each value is divided by the sum from the
then the reported change is the maximum corresponding group and multiplied by 100.

difference between any two groups.

Note: Settings are linked to previous activity nodes: Run Data Setup before editing Feature Condensing. SCIEX
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Differential Analysis: Data Preparation

@) Data Setup - set observable and groups - Settings *

iGeneral! Display

* Define Groups in the Load Raw Data activity node Lot-to-lot comparability

opat [Aobetea S by editing the Metadata table (preferred option).  ~_ Group1  Group 2 Gmip 3 Group4
I ki = * If required, define Groups in the Data Setup activity —mry—mr Py
v r——— node, using Group: Manually and assigning each
renshomator: % sam p|e to a group. ;
@ :;] Cancel Apply ) |
* Feature Condensing: Combines features based
(© Festre Condersng - group pepides by sequence Seeings X on existing annotations and calculates a single
‘bs”“ _ intensity value (sum, average, median, or max) for
‘ Peptde each group. For example, the same peptide, from
Coreening Mt [ ~—__ the same protein, with the same modification will DSB analysis
kees Lnaroupec be summed using these settings.
[ Keep Duplicated Feature Annotations o o \ |Name |20210222 Adalimumab non... [20210203 Adalimuma... ||
- Run the Data Setup activity node before editing e oo

HC | DTLMISR | (-18.01052015889502) [T2] 8.62 10.19
493

133

HC | DTLMISR | (-45.00280214761824) [M4] 10.89

70.35

053

151 13.20

.

100%

.

100%

Normalize by: Peptide

® 5 concl ] [ toct the Feature Condensing settings. HEIDTLUISR | Canaridamstn )
® Normalztion - get % abundance - Setings x| ¢ Normalization: This will report Percent Abundance pmteTm Ieptide MTodiﬁcation
Genes] sy of condensed features relative to the selected type ) Y
Nomalzan: | ercent Aunconce - of annotation. For example, if Group by is set to Grouped by
S e Peptide, then the % abundance is calculated per /
peptide. If Group by is left blank, then the %
@ g Cancel Apply

abundance is calculated across the whole sample. , SC'EX

The Power of Precision



GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

New and Highly Changing Feature Detection

Differential Analysis [Container]
7 Absent/Present

Highly Changing Features

(@e) Pepmap_Comparative: Absent/Present X
20210222 Adalimumab nonreduced EAD 20210203 Adalimumab ECD
I NonRed
001
Absent Irelevant Present
2 81072
El Present | inatleast 100 | %of the experiments
ERGRU
E 4102 M Red
]
2-10°%
Absent Irelevant Present
0d |« >
pbsent | inatleast 100 | % of the experments
Name 20210222 Adalim... [20210203 Adali... | ~
HC | LSCAAS GFTFDDYAMHWVR=NSLYLQMNSLRAEDTAV... 0.0558429 00 = = "
HC | NQVSLTCLVK=SRWQQGNVFSCSVMHEALHNHYTCK |... 0.0212445 0.0 ow |[Ealve ¥ count
HC | SLRLSCAASGFTFDDYAMHWVRQAP GKGLEWVSAITW.., 0.125658 0.0
(@) Pepmap_Companative (Pepmap_Comparativexmi) [Run] - o X
b
 peovcera x| Bienmas x B x| x B x| W Ewac. x| 1A MMS. x| 1A Masss.

20210222 Adalimuma nonrecuced EAD |

e g s # W % | B J| 0y | Medum

I 20210222 Adalmumab nonreduced...| B 20210203 Adalmumab ECD

20210203 Adalimumad ECO

7815 782 7825 783 7815 782 7825
maz

‘Showng 2 1on Mags.

W T Show Fiter Tool €1, | @ Revew

Range Peptde

Oiuifide Sonds  Modécatons

783

7 Peptide Table x| 7F Modficatons Table X | A Peptide Crvomatogrom Table X | 4 Custer Table X | | Group Table X

S y
394 HC[265-3%6]
Pesteassien:

1668 rows (1 selected)

Peptides ([ Data [ Quartiies | Coverage | Diulfides | Summary

Mod. Locatens Gycans o Mass Ol §

[H435)
Carbamdomettl  (C371)

1500

1000

Witensity

500

I g 4 s 1l 1y 3t
o h Ihx.\'lul! vi bl bl

mz 500 1000 1500 2000 2500 3000 3500 4000
20210222 Adalemab norveduced EAD: Match 0174

Showing 20f 1,062 rows (1 seected)

40000

'

20000

Name
Group_029%5
(Group_01847
Group_02240
(Group_00020
(Group_00202
Group_00198

(Group_00006
Group_00120

Group_01912
(Group_00804
Group_00046
(Group_00116
Group_00150
Group_01803
(Group_09742
(Group_00035
Group_00225

The Absent/Present activity node can facilitate New Peak
Detection (NPD).

The sliders are applied in the input window that opens when the
activity node is run.

Moving the sliders filters the results. For example, for DSB
analysis, the desired features are expected to be Absent in the
reduced sample and Present in the non-reduced sample.

For Highly Changing Features, the desired minimum fold
change must be set in the activity node settings.

(5 T |
3222 Agalimumab nonveduced EAD | 20210203 Adalimumab ECD Narma Color [Group _ Method Nams i~
= = S | |l5021025 JonRed 20210120 IDA mos iiense 90me (@) Highly Changing - Settings X
20210203 Adalimumab ECO W Red 20210120 1DA most itsnse 90me.
.
b . Max. Rank:

< ¥ Color by: Nere selected- Max. P-Value:
20210222 Adalimumab nonreduced EAD | 20210203 Adahmumad .. | A Narme [Disuitde Bonds (Group Changs Group Change [ABSOMIS) | qfmmtmmmmbdin. Chnge] e
09 (Group_02085  LC#B-LC2) 900 -
2579 000 Group_01847  LC230C88 000
718 000 Group_02240  LC23#LCOO 000 -
124817 022 Group 00020 LC23AC88 000 563340
16726 003 Group 00292 LC234C:89 000 -
207168 182 Group_00198  LC2344C08 000 @ B
101 61 b Grow_00008  LO234C88 000 © = e Aoply
39796 043 Group_00120  LC23LC:88 000
126723 288 Group_00049  LC231C88 000
1201014 3126 Group_00045  LC23LC#8 000
21701 085 Group 00022 LC231C:08 000
1423 008 Group 02945  LC2304C08 000
2480 0.1 Group_01912  LC23LCH 001
17231 140 Group 00804 LC2341C88 001
108963 821 Gioup_00048  LC2344C08 001
6905 182 Group_00118  LC231C89 002
3089 087 Group 00160 LC231C:89 003
9148 000 Group 01803 LC124LC 194 000
370 000 Group_00742 LG 134LC 104 000 .
5049173 1328 Group_00038  LC1MLC 104 000 uress
17168 030 Giouo 00228 __LC 124LC 104 000 50140
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GENERAL GUIDELINES FOR COMPARATIVE PEPTIDE MAPPING WORKFLOWS

Synchronized Selections for Simplified Data Review

x WV righoungng x &
: W‘mma enreduced EAD
-

20210203 Adakimumab ECD

0028
0026
0024
0022

002
0018
0016

0014

0012

Name

LC | LLIVAASTLOSGVPSRFSGS
[HC | WOOGNVFSCSVMHEALHI
[HC | VSYLSTASSLDYWGQGTLY
[HC | VSYLSTASSLDYWGQGTLY
HC | STSGGTAALGCLVK | (+79.98
[HC | SRWOQGNVFSCSVMHE

Valume

&l "4 PeptideMappin

7 Absent/Present

57 Revien Resuits

20210222 Adalimumab nonreduced EAD

20210203 Adalimu;

Name

20210222 Adalimumab nonreduced EAD |20210203 Adalimumab ECD

Group_00385
Group_00334
Group_00395
Group_00400
Group_00402
Group_00403
Group_00406
Group_00408
Group_00411
Group_00412

106.303

0439827

87736

0.0

63.1436

68.7384
5173

0.000308514

419336

139.112

0.00092844

33.8969

0179129

Open all three windows and activate Synchronize selection in Review Results for dynamic linking.
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8] ™4 PeptideMapping.

7 Peptide Map 3 |, Peptide Chre

V Absentpresent x| 7 Highiy Changing xI < Review Results !

[5) g sCiExTemplates @ =

omatogras 5 tontan x i

ions Table X

WFra x| Exba. x| PMess. x| A MSM. x| ECFra.

He g om P o % oW B B o

Synchronize selection

Y vea|

Protein Location  Modification 20210222 Ac &
521 (+124.32L.. ~
[Carbamicom...l |
(+83.99402)

(+88.99525)

(479.95817)
[Carbamido...|_______|
Oxidation

Carbamidom,

. Carbamidom. .

Gin->pyro-Gu

(+162.05634)

. Carbamidom. .

(+3.9892855)

Ammonia-foss

(+15.997831)
(-17.998903)
(-17.598758)
(-15.00867)

. Carbamidom. .
(-18.01068)
(+162.04704)

1 miz 401

0 600 800 1000 1200 1400 1600 1800

Peptide

20000

15000

Intensity

10000 Peptide

5000
Peptide

ci3 Peptide

cn
od wilubua i

r T 7 7

mz 0 1000 2000 3000

21|

T T
4000 5000

[ 10 selected

& & Groupld Experiment Scanindex  Score
] E e e

N 210203 Adalmumab ECD

<

[20210222 Adalimumeb nonreduced EAD

7 peptide Table x . Peptide

Chromatogram Table | @ Experiment Table X

[235 rows (s selected)

Shoming 10 of 1,062 rows (10 selected)

R Group Table  x | 4FE Cluster Table X | {4 Peak Table x

=7 T | ® Review

Range  Peptide

HC[20-34)

<

Disulfide Bonds  Modifications  Mod. Locations ~ Glycans

rbamidom

2*Carbanid,

rbamidom... 1654.66]

Calc. Mass  Flags

Comment GroupId RT  Adduct States

Intensity Max, Intensity Volume Integrated Max 3

Cluster

Group

<

Showing 6 of 668 rows (6 selected)

Showing 87 of 90,234 rows (87 selected)

Peptides £ [ Data [ Quantiies | Coverage [ Disufides [ Summary

© 2022 DH Tech. Dev. Pte. Ltd.
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Review Stored Results

WORKFLOW SPECIFIC GUIDELINES

/SfI—EX)
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GENERAL GUIDELINES FOR REVIEW SNAPSHOTS WORKFLOWS

Review Peptide Mapping Snapshots Workflow: Design

Load Snapshots

Display and Review Results
- Input sequence

Export Results to:
- PDF report
- Snapshots
Input destinations

| Review Results from Same Batch | Review Results from Different Batches

Load Snapshots with Annotations Load Snapshots from Pre-processed

Review Results

@ E)I;)p;;epon @ Save Review Snapshot

Feature ldentification [Container]

o ®

Feature Annotation [Container]

Review Results from Different Batches

C

¢ d
A

A

Differential Analysis [Container] @ Save Review Snapshot

e @ Highly Changing
Export
FDF Report

Load Snapshots

Analyze Data:

- [dentify and group features
- Annotate features
- Input required

Display and Review Results
- Input Sequence

Differential Analysis:

- Group features by annotation and
display % values

- AbsentiPresent features analysis

- Highly changing features detection

Export Results to FDF
- Input destination

58

Pepmap_ReviewSnapshots

© 2022 DH Tech. Dev. Pte. Ltd.

/SfI—EX)

The Power of Precision




GENERAL GUIDELINES FOR REVIEW SNAPSHOTS WORKFLOWS

Review Results from Same Batch

Load Snapshots from Pre-processed - Settings X
(S5 At oy * When multiple samples are analyzed in
-] other Peptide Mapping workflows, each
FilesFolders: |name | Group [Color [~] [ . .
D e | sample generates its own sbf file.
20210203 Adalimumab tryptic 2ug ECD_6G.sbf  lot3 #40c000 v i)
J * When loading saved Snapshots into the
@& | [ ooy Pepmap_ReviewSnapshots workflow,
pr— x select all individual sbf files within the
. ile System
| arent folder.
e ° ’ @ lI ‘@Uploadﬁles goownload Fllesl Q Search p
£ Home (Personal) Pepmap_Extendedsnapshots % — Data will not load if parent folder is selected.
Name ]Size ILast Modified ]Type ]
[4) 20210203 Adalimumab tryptic 2ug ECD_4.sbf 1.4GB 06/22/2022 14:24 SBF
[4) 20210203 Adalimumab tryptic 2ug ECD_5.sbf 1.4GB 06/22/2022 14:24 SBF
[4) 20210203 Adalimumab tryptic 2ug ECD_6.sbf 1.4GB 06/22/2022 14:24 SBF
@  File/Folder Name Open Close

© 2022 DH Tech. Dev. Pte. Ltd. The Power of Precision
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GENERAL GUIDELINES FOR REVIEW SNAPSHOTS WORKFLOWS

Review Results from Same Batch

60

Load Snapshots with Annotations

Review Results peptlde annotations.

Export ;
e
@ EOF Report @ Save Review Snapshot

The Review Results activity node
opens a copy of the previous analysis,
including any previously accepted and
rejected peptides that have the relevant
entry in the Flags column.

A further review is then possible, and
the reviewed snapshots can be saved,
if required.

* Use this workflow to review previous results from samples
that have been analyzed together previously and have

e L R e m——

Vb e o W owm | u W

© 2022 DH Tech. Dev. Pte. Ltd.
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GENERAL GUIDELINES FOR REVIEW SNAPSHOTS WORKFLOWS

Review Results from Different Batches

e Data from different analyses can be pre-processed
independently and then the Snapshots combined.

Load Snapshots from Pre-processed

* Data requires feature detection including RT Alignment and
common Peak Detection, followed by the Peptide Mapping
activity nodes for feature annotation.

— If Pre-processed Snapshots are used to process data from the
Review Results from Different Batches same batch, then bypass the RT Alignment activity node.

Feature Identification [Container]

Feature Annotation [Container]

Differential Analysis [Container] . Save Review Snapshot

* Comparisons between different groups of samples are also
possible.
Export — Groups defined in the original workflow are maintained.

PDF Report
— If not previously defined, groups can be defined within the Load
Snapshots or the Data Setup activity nodes. i \
SCIEX:
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For more information, visit the
SCIEX website at sciex.com, or
contact us in one of the following
ways:

sciex.com/contact-us
sciex.com/request-support




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 https://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
sciex.com/trademarks).
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