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A: OVERVIEW OF ICIEF-UV+MS DATA ANALYSIS FOR THE INTABIO ZT SYSTEM

Overview of the Workflows

The Power of Precision
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@ Load Raw Data i T e (RS TR (R DI @ Intabio ZT Workflow Guidelines
Load Raw Dats v}

~Input a single data i,

S‘E‘E‘: E‘EF Dml’“’:x o “@ - Activate the Bypass icon on any 4 e S G
RTRange Restriction - Referto Guidelines for additional
Define Ranges: information.

- Input the RT range of interest.
- Input the m/z range of intsrest

mizRangs Restriction

Double Clickto Gapture Notes @ S Jon iap - Peak Edi
T Wanus Posk it WS peaks »

- Input required.

Mass Range Restriction Review Annotations:

- Input required.

(O p———
Peak Detection [Container] ~ Input desfination. Jo

Pre-processing [Container]

- Noise Removal

- TR Decanvolution:
~ Input required.

- Mass Range Restrction:
- Refine ifrequired.

- Detect MS Peaks on lon Map.

- Refer to Guidslines for settings help
and addtional information.

Spectrum View befors Noise Subtraction

View Overlay Plots ofMS Spectra - Changes apply automatically to © Peak Edit
MS lon Map- Peak Edit Spectium View after Noise Subtraction

Manual Peak Edit: NS peaks

LV Electropherogram peaks

(g Foour bafore Peak Edit Annotate UV Peaks fom S UV+HIS Quantifcation e A T S e R
Targeted ass Search

View Overlay Plots of Featurs XICs REVME Anrctal R IRV EC )

Export S Peak Edit
- Inputile name and destination

Targeted Mass Search
- Input library fle.

(g Featurs onomatoaram atsr Peak et

Export Reviewed Results o
Display and Review Results, o

Annotations Review - PDF an;

d Excel Bxport Export
R0 (&g s resussmosrot (B i Rean B
Export Annofaions.

~- Inputfils name and destination - Input de stinations.

d

[
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Manual Peak Edit UV Chromatogram
- Changss apply automatically to

UV Electropherogram peaks v

Peak Edit

Apply MS Annotations to UV Peaks. Annotate UV Peaks from MS

© ®
-

Create Figures and Tables for Report

UV+HS Quantfication

Export Reviewed Results o
- PDF and Excel
- Snapshot

s (8

~ Input file name and destination.

iclEF-UV+MS_ReviewSnapshots Be6.0
iclEF-UV+MS_Analysis_Be6.0

© 2025 DH Tech. Dev. Pte. Ltd. 4 of 36



A: GUIDELINES FOR ICIEF-UV+MS WORKFLOWS

How to Use the iclEF-UV+MS Workflows SCIEX

[

=

&
& PeakEdit

@ Annotate UV Peaks from MS
A

(] UV+MS Quantification
( )

o @

Chromatogram View
@

Spectrum View before Noise Subtraction
Spectrum View after Moise Subtraction

& Feature Chromatogram before Peak Edit

OeE

re Chromatogram after Peak Edit

Use the workflows to analyze a single sample from an iclEF-UV
separation with the Intabio ZT system.

The main path of the workflow processes the data.
The branched activity nodes on either side contain tools to:
- Visualize data before and after data processing.

- Create tables and figures for the Export Report activity nodes.
- Save intermediate data and final results as Snapshots (sbf files).

The blue activity nodes require manual input to continue.

Use the Export Excel Report for intermediate data analysis and
quick access to results for optimization.

Use the Export PDF Report for final data results.
- Excel tables are also exported by the Export PDF Report.

Use the iclEF-UV+MS_ReviewSnapshots workflow to continue
analysis of saved sbf files.



B: Guidelines for iclEF-UV+MS Workflows
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B1: ACTIVITY NODES FOR DATA ANALYSIS

iIclEF-UV+MS _Analysis Workflow

SCIEX

The Power of Precision

* This section contains information about these

activity nodes of interest:

- Select iclEF Data Index

- Spectrum Baseline Subtraction
- Chemical Noise Subtraction
- TR Deconvolution

- Peak Detection

- MS lon Map - Peak Edit

- Targeted Mass Search

- Annotations Review

- Filter Annotated Peaks

- UV Peak Edit

- Annotate UV Peaks from MS

Note: For information about activity nodes that are used
in all workflows, for example Load Raw Data, refer to the

document: Biologics Explorer Quick Guide.

© 2025 DH Tech. Dev. Pte. Ltd.

Load Raw Data
- Input a single data filz

Select (clEF Data Index
- Input Experiment index for data
with Argining Clusters calibration

Defing Ranges
- Inputihe RT range of interest
- Inputihe miz rangs of intersst.

Prepare Data for Analysis
- Noise Removal.

- TR Deconvolution:

- Input required.

- Mass Range Restriction
~ Refine if required

- Detect MS Peaks on lon Map

- Refer to Guidelines for setiings help
and additional information.

(RO O TR RORORCRCR

Manual Peak Edit WS peaks

Export MS Peak Edit
- Inputfile name and destination.

Targeted Mass Search:
- Input library file

Display and Review Results

Export Annotations:
- Inputfile name and destination

Manual Peak Edit UY Chromatoaram
- Changes apply automatically to
UV Electropheragram peaks.

Apply MS Annotations to UV Peaks

Creats Figures and Tables for Report

Export Reviewed Results o
- PDF and Excel
- Snapshot

- Inputfile name and destination

&

[k

[

[ iclEF forIntabio T system

Load Raw Data

5

&

RT Range Restriction

mizRange Restriction

Pre-processing [Container]

.| TR Deconvolution

Mass Range Restriction

Peak Detection [Container]

M3 lon Map - Peak Ediit

) Targeted Mass Search

Annotations Review

c'°<|

ak Edit

O (g
gs

[ ) Annotate UV Peaks from MS

UV+NS Quantification

@

& [ntabio ZT Workflow Guidelines

Chromatogram View
@

Spectrum View before Noise Subtraction
Spectrum View after Noise Subtraction
Featurs Chromatogram befors Peak Edit

Featurs Chromatagram after Peak Edit

PPOP

ViewTIC or BPC

Double Clickto Capture Notes:

View Overiay Plots of MS Spectra

View Qverlay Plots of Feature XICs
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B1: ACTIVITY NODES FOR DATA ANALYSIS

Select iclEF Data Index

SCIEX:

The Power of Precision

0.

-7

5] =ieIEF-UV+MS _Analysis_.. [® Load RawData  x

fif Ton Map x

a oo

e e W otic lg owx P& YE OB | BB M tx iy

]

LS e e e e e e
1 miz 2400 2600 2800 3000 3200 3400 3600 3800 4000 4200

[ NISTBM_202409 18_13cc_20_inj1 [3]

85 Experiment Table x

SYTO|@E-0-0m % &

& 2 Name MS Scans  MS/MS Scans  Source Type
[] = NISTBM_20240918_13cc_20_jnjt [1] X 0 SCIEX WiffTwo
| = NISTBM_20240918_13cc_20_injL

24 24 SCIEX WiffTwo

I

|| [NISTBM_20240918_13cc_20_inj1 [3]

* To analyze data acquired with the Arginine Clusters
calibration, deactivate the Bypass icon on Select iclEF

Data Index.

Identify the applicable the Experiments: Indices value for the entry

in the Experiment Table that contains the sample data.

Select iclEF Data Index - Settings

Select: Experiments
By: | Indices

Juist: |3

Operation: (@) Keep (C) Remove

@

Cancel

Apply




B1: ACTIVITY NODES FOR DATA ANALYSIS

Spectrum Baseline Subtraction

The Power of Precision

* Use Spectrum Baseline Subftraction before deconvolution to remove
background noise and decrease the intensity of satellite peaks in the
deconvoluted data.

* Use Spectrum Baseline Subftraction after deconvolution to optimize peak

Pre-processing [Container]
Spectrum
Baseline Subtraction
Chromatogram
& Chemical MNoise Subtraction

@ Spectrum Baseline Subtraction - Settings X

detection.

{General: Advanced  Display

Method: | Penalized Least Squares -
Eagerness: i 30 %
Subtract less subtract more
@ fty [ o || canel || mppty |

* Penalized Least Squares subtraction has
an effect on low intensity signals only.
* Quantile subtraction has an effect on all

signals.
-  Quantile subtraction should be used with
care for the analysis of intact proteins.

© 2025 DH Tech. Dev. Pte. Ltd.
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B1: ACTIVITY NODES FOR DATA ANALYSIS
S SCIEX

Spectrum Baseline Subtraction: Penalized Least Squares 2%=%

* Penalized Least Squares decreases the valley height between large peaks, which decreases

the intensity of satellite peaks in deconvoluted specitra.
High Eagerness values (greater than 90%) require extensive Smoothing in Chromatogram Chemical

Noise Subtraction.
If features in the ion map have irregular borders after smoothing, then decrease the Eagerness value.

= Decrease the
Eagerness =% - Eagerness value.

95%

Raw data Subtraction Smoothing

Eagerness %
70%




B1: ACTIVITY NODES FOR DATA ANALYSIS

Chromatogram Chemical Noise Subftraction SCIEX

The Power of Precision

Pre-processing [Container]

e

Spectrum
Baseline Subtraction
Chromatogram
& Chemical Moise Subtraction

Chromatogram Smoothing is used to improve the RT profile of peaks.

Chromatogram Chemical Noise Subtraction .. X

i Gel E' Advanced Display

~ [v] Chromatogram Smoothing

RT Window: |5 Scans

Estimator: Binomial

~ [ Chemical Moise Subtraction
RT Window: |101 Seans
Quantile: 40 %

Method: Clipping Subtraction

Threshold: |2 [Intensity]

@ cance

- Use Chromatogram Smoothing after Penalized Least Squares (in Spectrum
Baseline Subtraction), especially if a high Eagerness value was used.

Estimator:

- Moving Average replaces the intensity of each data point with the mean average

intensity of the data points in the RT Window. High values cause peak widths to
increase, but peak volume is conserved.

- Binomial is an iterative form of Moving Average that has less effect on peak
widths if a large RT Window (large number of scans) is used.

2810%4
26105
24105
22:10%4
2105

18107
1.6-10%4
14105
12107
1000004
80000
60000
40000
20000

0- T T T T T T T
RT 224 226 228 23 232 234 235

Red: Moving Average (5 scans)

Intensity

Dark Blue: Binomial (5 scans)
Light Blue: Binomial (15 scans)




B1: ACTIVITY NODES FOR DATA ANALYSIS

TR Deconvolution RCIEN
TR Decomvolution * TR Deconvolution: Time-Resolved Deconvolution occurs over the
Wass Range Restision full RT range to create a deconvoluted ion map.
R Deconvalution - Setings <1 ¢ Maximum Entropy Deconvolution:
; - Iterations: Increase to 50 to increase peak definition.
Method: | Maximum Entropy Deconvolution v - Deconvolution Quality: The number of data points used for deconvolution.
Deconvoktion Qualty: [Sded 5 Select High for isotopically-resolved data.
~Qutput Mass Spectrum Select Standard for lower-resolution data.
Min. Mass: | 140 kDa
Mex. Mass: [160 ko2 * Min. Mass and Max. Mass:
Mass Step: | 1.0 Da

- Use a wide mass range to reduce the number and intensity of harmonic peaks.

Ionization: (@) Protonation () Deprotonation |

* Optimize the Mass Step:

Mass Range Restriction - Settings X - Set a value that keeps the peak resolution of the data.
il 0.1 Da to 0.2 Da for isotopically-resolved data.

m/fz Minimum: | 145000 Da .

rof2 Maximum: | 150000 Da 1 to 2 Da for lower-resolution data.

@t «= || = | * Mass Range Restriction: Enter the mass range that will be shown in
the ion map.




B1: ACTIVITY NODES FOR DATA ANALYSIS

Peak Detection: Intensity Thresholding o
(B * To optimize peak detection after deconvolution, use Spectrum Baseline
_| Peak Detection [Container] .

| | Subtraction.

@ Beseline Sublracton - Chromatogram Smoothing is required after Penalized Least Squares

S subtraction.
g::aonq;setl??ﬂl;n;e Subtraction . B .
* To control the level of background noise, use Intensity Thresholding.

Make sure that sufficient noise is removed but the lowest-intensity proteoform of
TRD Peak Detection . .
interested is detected.

— Use the intensity slider on the ion map to find the correct value.

@ e — Optimize the Threshold value for each dataset.

&)

Intensity Thresholding - Settings X
T 5 tom tiap
| Q # P B e i Y Q 0 b 0| e s ot g e P4 | BB & < 17
H I Display s . e
Method: (® Clipping () Subtraction
2102 210
IThreshoId: 50 [Intensity] B I e 100
Apply to 500
K Profie Data |:>
[~] Centroid Data . . .
Visualize noise
o removal in the
© = = [ ion map with the

intensity slider.



B1: ACTIVITY NODES FOR DATA ANALYSIS

TRD Peak Detection: RT

Peak Detection [Container]
TRD Peak Detection
L v

SCIEX

The Power of Precision

* To control peak splitting in the RT direction, optimize the Gap/
Peak Ratio.

The percentage value specifies the minimum height difference between

TRD Peak Detection - Settings

Peak Detection Display

Summation

Summation Window: |10 Scans
Peak Detection

Minimum Peak Size: 10 Scans v
Maximum Merge Distance: |150 Points ~

Merge Strategy: (®) Boundaries () Centers

UUse Peak RT Splitting

Intensity Profiling: (®) Maximum () Sum

I Gap/Peak Ratio: 1% I

Smoothing Algorithm: | None ~

(7] E Cancel Apply

two closely eluting peaks that is required for them to be detected as

separate peaks.

AR

@ ]

i

1.49210%  1.49310% 1.494-10° 1.489510° 1.49610°

Gap/Peak Ratio: 10%

Mass

BE=

1492-10°  1.483-10° 1.494-10% 1.49510° 1.496-10°

Gap/Peak Ratio: 1%



B1: ACTIVITY NODES FOR DATA ANALYSIS

TRD Peak Detection: m/z SCIEX

The Power of Precision

Peak Detection [Container] * To control peak splitting in the m/z direction, optimize Use Smoothing
e and Maximum Merge Distance.

(g roraomsan * The following settings can improve m/z splitting for some samples:

© TRO Pk Deteton - Sctings X — Decrease the Maximum Merge Distance on the General tab (see B below).
{General Peak Detection Display . -
e | — Do not select Use Smoothing on the Peak Detection tab (see C below).
Summation Window: |10 Scans
Peak Detection
Minimurn Peak Size: 10 Scans v
IMaximum Merge Distance: |150 Points ~ I
Merge Strategy: (® Boundaries () Centers

Use Peak RT Splitting

TRD Peak Detection - Settings x
g

General ;Peal

isplay
mjz Window: |3 Points
(2]
Peak Detection: Ascent-based ~
Apply Isclation Filter P I —
Mass  152510° 1526-10° 152710° 1528-10° 1529-10° Mass 152510 1526-10% 1.527-10% 1.528-10° 1529-10° Mass  152510° 1526105 1527105 1523-10° 1529-10°
Isolation Threshold: 101 Points
Center Computation; | Intensity-weighted z Maximum Merge Distance: 150 Points = Maximum Merge Distance: 100 Points Maximum Merge Distance: 150 Points
Intensity Threshold: | 70 % . R .
Use Smoothing: Selected Use Smoothing: Selected Use Smoothing: Not selected
Boundary Determination: | Inflection Points ~ ; . ; .
m/z Window: 3 Points m/z Window: 3 Points

@ ot [ ooy




B1: ACTIVITY NODES FOR DATA ANALYSIS

MS lon Map - Peak Edit SCIEX

The Power of Precision

| * To manually change the peaks in the ion map that were
e fontia ear e detected in TRD Peak Detection after deconvolution, use

o < MS lon Map - Peak Edit.
] _
S @f % bl — Select the Edit Mode icon & to:
o= B (:I W oae B ofic g om P& @ H| 8B »

Move the peak boundaries.

10%
I .
o Merge or split selected peaks.
Fd4.2
Delete peaks.
10% B ,l 1I ' . F46
500 | ' ! ! ::’8 DraW new peakS
F52
200 - "
o - Changes can be saved and the Peak List loaded again.
T T T T | The saved Peak List keeps all characteristics
=§ Experment Table x | 5 Cluster Table  x 1A Peak Table x| of the Orlglnal peaks —
ETYTE| IO Ien Map X
Mame  Intensity Max. Intensity Volume Integrated Max. Int.  Mass RT  MassWidth RT Height Ars§ H
A T T Peak boundaries and peak centers (mass and |ETEg] 9 o |
e i T s i e ——— RT coordinates) are not automatically updated. | Tl . peak Lit from Fite
i s e e e : i
B g o If peak boundaries are changed, then the peak '

centers will be calculated again.
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Targeted Mass Search SCIEX

The Power of Precision

Targeted Mass Search * The input library for Targeted Mass Search must be a tab-separated txt file.
Annotations Reviw — The tab-separated txt file can be edited in Excel.

* To supply additional information, add columns to the library as required.

— To control the columns that are shown in the final report, use the MS Quantification
activity node, in the UV+MS Quantification container.

Targeted Mass Search - Settings X MS Quantification - Settings *
Ny =3 i iy
LUV+MS Quantification i
VS 3 atlo o
utput Displa
Library: File (all entries) +| Column Rename as
|Trastuzumab_Library.bct = |+ Peak ~ ||MS Peak
Tonization: Massless v =/ |+ | Protein i
- o x
Mass Tolerance: |50 ppm =| [+ Modifications bl
Glycosylation N
. M5 — i
RT/RI Tolerance: (0.1 Minutes G +!| Glycosylation il
GOF
GLF — il
[] Limit to Best Match o +|| Mass [1] ~ ||Library Mass (Da)
HEAHE.
0/Go =| |+|/Mass ~ ||Measured Mass (Da
Ignore Annotated Feature e (02)
Tra: b GOF/GOF
Trastuzunab GIE/GLF = |+|| Mass Delta [ppm] ~
Ti381 28 Trastuzunsb GLE/GIF
148543 42 GLF/G2F
148705 .56 G2F /¢ -
148867 66 GIF/GIF+Hex +/|RT i
149025 8¢ G2F/G2F+2Hex
148356 5 2F G2 Hicute -
= 143189 G2F/GoF+Heuto+Hex =| |+ RT Min =
@ty Conce i S
147883 8 Trsstuzunsb GOF/GOF—Glctac
14801 Tra: ab GOE/GIF-GLcNac =| |+| RT Max w
148178 .08 GLE/GIFGlcliac
148340 22 GLE/G2F—Glckac
Tiss02 3¢ G2F/G2F—Gletac =
149070 .86 G2F/G2F+Hex-GlcNac + v:,lume s
14923306 G2F/G2F+2Hex-Gloliac
146511 52 Lys =
14659362 e w@ +|| Volume [%] i
146733 72 fys  GoF
146301 92 fIys  GLF
147063 .02 +Lys G2,
147728 50 fys oSS
147890 .68 Trastuzunab +Ly= M5 /M6
Ti7852 72 Trastuzunsb fys  Go/Gh = _
148038 62 Iys  GI/GOF [ = Appl
148185 .12 i&s GOE/GOF Q’I — oK Cancel ¥
148347 32 fIys  GUE/GIF
148509 .4 +Lys G1F/G1F
148671 54 fys  GlE/GF
REEERT] ys GG
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Annotations Review

SCIEX

The Power of Precision

Targeted Mass Search

Annotations Review

* To Accept or Reject annotations, activate the Review mode.

To add a comment, either type in the applicable row in the Comment column, or
use the ¢ icon to add the same comment to multiple rows.

* To apply the changes, click the Save icon, and then select Save and Reload.

2

i3 mspata x

[T

i wvaecrsmerosom %

@y ExperimentT. x‘& Mass Spec.. x‘ﬂsmmedru. x

J 1k Chromatogram Plot x \

J 1/ Electropherogram Plot X |

+ 0 IB|8M e v = M ‘ i ‘
10%
148217598 4543 5014
3 RT 12000 Peak s Peal_s
510 03] 03]
P 700007 025 025
2 1 .25
210 Faa
3000
102 Fa5 2 s 02 s 02
48 2 H H
E ] 2 2
500 g o HE HEEE
ks 2 2
2 2
[s52 40007 014 0.1
200
Foa
20004 0.059 0.054
aam0 087
" a8 108807601 147598338 148704 210 Peak_7 Peak_7
r T T T 1 T T T d 0- T T ! T T T T T 0- T T T T T T T
50 Mass 147-10° 1.48-10% 143-40°% Mass. 147-10°  145-10°  149-10° RT 42 44 46 48 5 52 54 pl 86 87 &8 38 9 91 92
[20221215_247_10438 Trastuzumeb_oo2 RT  |[+652 Hl [20221216_447_10438_Trastuzumab_ooz [20221216_447_1043 Trastuzumab_oo2
{§ Annotations x i, PeakTable x 4, Chromatogram Table  x | A, Peak Table x A, Blectropherogram Table x| {/\, Peak Table x
T T e mnawawwxu\n—u\§|g! Y 7al
: .
«X Pekld Flogs Comment Modifications Glycosylation Mass Mass Delta [opm] § RT  RTMax Max. Intensit ¢ RT  RTMax AUC  AUC[%] Name  pIMin  pIMax  pI  AUC  AUC[%]
7 G0/60F-Gichac 147707300 20.254 A 4,555] ~ Peak_1 8677 8755 8730 0000 2233
v 8 Main GO/GOF 1479].0.500 16,309 5.021 5.063 5.108 [ Peak_s 4451 4533 4575 0.001 2672 Peak_2 8.755 8.828 8.810 0.000 3.763
5 GO/GOF 1479].0.500 -2‘261 5.038 5.085 5.126 Peak_S 4575 4643 483 0.018 58.590 Peak_3 8.828 8.881 8.880 0.000 4,386
10 GO/GOF 1479].DIEUﬂ 0B Peak 01 4.580 4.642 4705 Peak_4 4836 4510 5.068  0.009 28.405 Peak_4 8.881 8.953 8.931 0.002 22.430
11 GO/GoOF 1479]1].500 4‘251 4889 4.948 4994 Peak_3 5.063 5.126 5204 0.001 4.336 Peak_5 8,953 9.047 9.014 0.007 61179
y 459 4643 4722 Peak_2 S04 52 5345 0001 2625 9047 9.087 9.067 00 3628
12 GOF JGOF 148040.000 13.801 -
o B2 AgH he% pedl 535 53 5w 000 155
' 13 Main GOFJGOF 148057.000 5,582 :::g ::;: :‘;::
14 GOFJGOF 148057.000 5925 v — —— ~
< > >
43 rows (1 selected) [ 40 rows {1 selected) [ 7rows (1 selected) 7 rows (1 selected)

Data {1 [Summary

— Click on the Annotations
column header to order by
entry value.
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Filter Annotated Peaks K
Targeted Mass Search * Use Filter Annotated Peaks to remove peaks that are not annotated from the

final results that are reported by TRD Plot with Peaks.
— To use Filter Annotated Peaks, deactivate the Bypass icon.

Annotations Review

e~

9

J

With Filter Annotated Peaks: Without Filter Annotated Peaks:

TRD Plot with Peaks TRD Plot with Peaks

BRI |

g'8-8

a

] Q
m
(11}

[}

B § BwEng

SO L
3 5 SemEr &

=
-

*  Solid green boundary +|peak number in green shading|= Peak was accepted.
D ot il Peaks * Solid boundary + peak number in gray shading = Peak was rejected.
- *  Solid red boundary +|peak number in red shading|= Peak is annotated but unreviewed.
* Dashed boundary + peak number in gray shading = Peak is and
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UV Peak Edit SCIEX

g:a-.‘c Edit
* To manually change the UV peaks that were
|fﬁw|'“ “|m —— defined in the ibo file supplied by the Intabio
ZT system, use UV Peak Edit.

e Select the Edit Mode icon ¢ to:
e - Move the peak boundaries.

- Merge selected peaks into a single peak

Al
=)
L
-
=

0.05 453 513 524 539 - Delete peaks-
Peal_6: Peak 3 Peak 2 Peak 1

RT ilt 4?1 4?2 4‘3 4?4 4‘5 4‘5 4?7 4?8 4?9 é 5‘1 5‘2 5?3 5?4 5‘5 EEE 5?7 ‘ — DraW neW pea kS

[RT: 4.64, Max Absarbance: 0,31, ART: 0.26

1A UTrsces x [1A PeakTable x| Y DeletedPesks X
S * Changes made to the UV Chromatogram are

MName Total Absorbance  Max. Absorbance  AUC RT  RTWidth RTMin  RT Max
Peak_7 0.11 0.01 0.00 4.47 0.21 428 4.49

also applied to the UV Electropherogram
Peak_5 2.69 0.31 0.02 4.64 0.26 4.57 4.84 -
Peak_4 1.01 0.09 0.01 4.81 0.23 4.84 5.07

Peak_3 0.21 0.01 0.00 5.13 0.14 5.07 5.20

e mmmow o om * Changes can be saved and applied to other
data.
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Annotate UV Peaks from MS SCIEX

The Power of Precision

" * This activity node uses MS peak information from Annotations Review
&p Peak Edit

to annotate the related peaks in the UV Chromatogram and UV
@ Annotate LY Puqhsﬂmrﬂ": ) EIeCtropherog ram.

* Arelated peak must be detected in the specified RT Tolerance.

Annotate UV Peaks from MS - Settings X
* Normalize relative to: 7 sy
* All Peaks: Relative UV absorbance is calculated across all detected N o
peaks_ [ Normaiize refative to: | Al Peaks |l
* Annotated Peaks: Relative UV absorbance is calculated across all S e st A
annotated peaks . -
* Annotation Report Mode: Manual:
* Select the information about the annotated features that is included in | @ & Cance P
the result table.

Note: If normalized UV abundances cannot be calculated, then the activity node shows a

Status Suspicious
Message

The normalized UV absorbances could not be computed due to missing and/or duplicated annotations.
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Annotate UV Peaks from MS SCIEX

* To add labels to UV peaks, right-click the Electropherogram Plot, and then click Settings.

* To see all MS identifications for each electropherogram peak, select Orientation: Vertical and
increase the Max. Visible Count.

fiSMspats x |4 wva x [P uv x
{/ Electropherogram Plot X
X Settings *
QA 4+ i B oWl owogl o J oa
Grid
8 Color: - F
5. s o8
weZ5 T 8 2 Profiles: pl =
25O s B
S3ESLBuoLd 2
FEXBBREiEA N Centroids: pl ~“ [+ [=
03 o
w2 Name |+ =
I 2w
0.25] H H 25 -
H H EH Glycosylation “ [+ =
02 E ES T ]
® ] = z P ==
g 2 3 _z:E K] Modifications [+ (=
8 - , Wl 22 ES
S 015 3 ] SEEEE ] ) ) )
] 2 z - wICTEE ~ Crientation: Vertical ~
2 ¥ = SLotusa +
= z - £5ez iR z
014 £ 5 < Magnification: 125% ~
E E
2 ] 5
- E ) )
0,05 g &5 E A Label Stacking: Horizontal -
5 & < F]
~aFk ~ (]
- . .
0d Value Stacking: Horizontal -
pl 87 872 874 876 873 88 882 884 885 638 80 802 894 805 898 0 002 004 006 908 01 042 914 916 918 92 )
Max. Text Width: | 200
| 20221216_447_10438_Trastuzumab_002
YA Blectropherogram Table X | P\ Peak Table x I Max. Visible Count: |10 I
A 5 Annotations 43 8 rows
Name Annotations Total Absorbance ~Max. Absorbance AUC  pI Row RT pl MS Feature Modifications Glycosylation Mass Protein Name
Peak_1 1 0.100 0.005 0.000 8.730 Peak_5 4.643 9.014 Peak_06 27LysHoss 2"Man5 147599.583 Trastuzumab Main -~
Peak_2 8 0.171 0.010 0.000 8.810 Peak_5 4.643 9.014 Peak_09 2*Lysdoss GO-GlcNAC + GOF 740 Trastuzumab Main
Peak_3 1 0.201 0.013 0.000 8.560 | [N IS X ) 2*Lysdoss
Peak_% 7 1.003 0.095 0.002 8.931 Peak_5 4643 9,014 Peak_14 2"LysHoss 2*GOF 148056.074 Trastuzumab Main
[ 28]  0.315)0.007] 9.014] eI 4643 9,014 Peak_20 27Lysoss GOF +G1F 148218.215 Trastuzumab Main
Peak_6 4 0.185 0.014 0.000 5.067 Peak_S 4.643 9.014 Peak_26 2#ysdoss 2*GIF 148380.356 Trastuzumab Main v
Peak_7 0.106 0.010 0.000 S.097 ’( T T - - o T cT T N o >
= Cancel Apply
< >| |Row Peak_5

7 rows (1 selected)

Data (& | UV Quantities | Summary
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B2: ACTIVITY NODES FOR DATA VISUALIZATION
SCIEX

UV Electropherogram and UV Chromatogram Plots

* The results of most of the activity nodes in the workflow contain the UV Electropherogram

Plot and UV Chromatogram Plot.
- Use the Save Layouts icon to save a preferred location for each window.

Note: For more information, refer to the document: Biologics Explorer Quick Guide.
Y. Bectropherogram Table |, Peak Table x

| Y\ Electropherogram Piot x |
=sYvea|

a +

UV Electropherogram Plot
Shows the iclEF image after separation,
before mobilization.
Data is in the pl scale.

[S21316 7 10438 Trostimmas 002

L uv ch ram x
x

o | wowomool v S| oA B8

4643
Peak_5

UV Chromatogram Plot
Shows the iclEF image after manual
alignment in the Intabio software.

Data is in the RT scale.
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B2: ACTIVITY NODES FOR DATA VISUALIZATION

Chromatogram View
* Chromatogram View shows the total ion chromatogram (TIC), or base peak
chromatogram (BPC), of the data before pre-processing.

@ Chromatogram Yiew
(g
@) Experiment List
srve m[elml: s
& & N Scar
710 umab_002

| Lrow (1 selected)

@) UV Traces (Chromatogram View)
-

Qo+ e s
i ; A

uv

oo | woeowmogl e o oA B

To change between the TIC and BPC, use the
icon in the Tool bar.
To open the Experiment List and UV
Chromatogram, right-click the plot.
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B2: ACTIVITY NODES FOR DATA VISUALIZATION

Spectrum View

SCIEX

The Power of Precision

@ Spectrum View before Moise Subtraction
@ Spectrum View after Moise Subtraction

* To see a deconvoluted mass spectrum for each MS scan before
and after noise subtraction, use the Spectrum View activity nodes.

P Spectrum View X
4% Spectrum Data X Y\ UV Chromatogram X Y\ UV Electropherogram X
{4, Mass Spectrum X 1%, Chromatogram Plot X { Electropherogram Plot X
1ag1en
pazen s01388
550
0.3 03
500
450 025 025
400
350 0.2 02
3 3
g g
£ 0] g g
5 2 2
5 015 5 0154
E 250 2 2
= =
200
JyL. 01 150878 01 esz0ma
1504 148002|
1009 1a7ze7 aaTEz
147729 ;ﬂBW nagps2 1asaas 70 0.05 005
504 oo o2
i 453255 508869
{ ¥ Al 5
0 T T | 0- T T T T T y 0~ T T T T T
Mass 1.48-10% 1.49-10% RT 44 45 46 a7 48 49 pl 895 9 905 9.1 215
[ 10 selected [20221216_447_10438 Trastuzumab_002 [20221215_447_10438 Trastuzumab_002
{A. Spectrum Table X Y\, Chromatogram Table X Y\ Peak Table X Y, Electropherogram Table X {4 Peak Table X
= ¥ [ hdeFiterTool . [ZH+ D> W7 2 & =EYTE|
. 5 lor > Total Absorbance  Ma | Name  pI plwidth  pIMn  pIMax  Total Absorbance Ma
RT || between - 249 tart color 0.109774 Peak_i 872857 00779905 B8.67674 8.75473 0.100456
ar 0.155026 Peak_z 8.81008 00729589 B8.75473 G5.82769 0.170888
D End color * v - 268741 Peak 3 83604 00528316 B.82769 G.88052 0200918
o Ind{ [Peak 4 4190974 0232401 483617  5.06857 101074 Peak 4 5.03084 00729589 8.88052 = 10031
Peak 3 512642  0.13534 506857 520391 0.209178 P22k _5 il i AR5 el 343 26962
Peak 2 523801 0141271 S20W1 534518 0.168467
Peak 1 53939 0151013 534518 549619 0.0994977 7 T — T 0.106053

| showing 10 of 205 rows {10 selected)

7 rows (1 selected)

7 rows (1 selected)

Data & [Summary |

* Use the Filter Tool in the Spectrum

Table to select the time range of interest
for each UV peak.
The applicable scans are shown in the
Spectrum Table.
Use the Peak Table of the UV
Electropherogram tab to view the pl
information of each peak.



B2: ACTIVITY NODES FOR DATA VISUALIZATION

SCIEX

Feature Chromatogram

reaurs cnmaogam s skt @ TO see the deconvoluted extracted mass spectrum for each feature before

Feature Chromatogram after Peak Edit

Feature Chromatogram before Peak Edit - Settings

General  Display

Feature Type: Auto Detect ~
Chromatogram of : || All Peaks ~
RT Range: All Peaks

1.0 Minutes

Intensity Profiing: () Maximum (#) Sum

@ Gl | somy

X

© 2025 DH Tech. Dev. Pte. Ltd.

and after MS lon Map - Peak Edit, use the Feature Chromatogram activity
nodes.

To show the BPC, select Base Peaks in the Chromatogram of field in the
settings.

Visually align the results of this activity node with the UV Electropherogram to
select the correct peak boundaries in the MS lon Map - Peak Edit activity node.

|
1. Auxiliary Table x
Tre|s-E-Om s J

1.8-10%
Peskld ! RT  Mass

002 o[ 0.000)
I I

1.6-10%
1410°

12100

Intensity
2

810°

610°

4-10%

210°

RT 43 44 45 46 47 48 49 5 51 52 53 54 55 56 57
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B3: ACTIVITY NODES TO REPORT AND EXPORT RESULTS

Extract Report Elements: UV+MS Quantification K

(LB ) vvwsauanincaton * Use the activity nodes in UV+MS Quantification to
specify what is included in the exported PDF Report
1 | 1 ! or Excel Tables.

* TRD Plot with Peaks
- Select the size of the image in the PDF Report.
Note: For more information, refer to the page: Filter Annotated Peaks.

Extract Electropherogram Layer

Extract
TRD Plot with Peak: . Extract Electroph Dat:
@ o peas @ WS Peaks & Annotations @ actEleetiopheroram bata
Extract
@ UV Peak Tabls

UV Electropherogram Plot

Extract
Peak Table

MS Quantification UV Quantification i UV Electropherogram Peak Table ¢ UV Ele Ctropherogram PlOt

—  Select the size of the image in the PDF Report.

o ofe]e

TRD Plot with Peaks - Settings b4 UV Electropherogram Plot - Settings o
e S8 1 Display {Image Size | Labels Display

Width: || % of page width ~ Width; | % of page width v
P w0o% | JECNEC
20 100 20 100
Height: | % of page height ~ Height: | % of page height -
[ | 50 % | 2%
0 100 20 100

@ Cancel Apply @ fg T Apply
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Extract Report Elements: UV+MS Quantification

SCIEX

The Power of Precision

D o UV+MS Quantification
£

* MS Quantification and UV Quantification

1
@ TROFlotwith Peaks

/) Edract 1
A, WS Peaks & Annotations |

Extract Electropherogram Data

1 Extract
1 @l v PoakTable |

MS Quantification

UV Quantification

Extract Electropherogram Layer

UV Electropherogram Plot

Extract
& FPeakTable

9ee

UV Electropherogram Peak Table

Results
MS Quantification

MS  Protein
Peak

Trastuzumab
Trastuzumab
Trastuzumab
Trastuzumab
Trastuzumab
Trastuzumab
Trastuzumab

N R P P SN

Modifications

Glycosylation Library Mass ~ Measured Mass  RT  RTMin RT  Volume Volume [Review  Comment
(Da) Mass (Da) ~ Delta Max %] Status
[ppm]
146607.601 4642 4590 4705 766.960 0216
146614.485 4948 4889 4994 201738 0,082
146774.883 4643 4590 4722 701485 0197
e 1478000 47508778 44108 a2 4sm2 4 coa 4 0.283
Extract MS Peaks 8 Annotations - Settings X 0.102
0419
0115
Output  Display 6 1980 faccepted Main
4 0488
Extracted Data: | Peaks and Annotations v 0.157
e e === == =
Include Peaks without Annotations: ] 1
Table Name: Peaks
ot =] [

Use the +/- icons to select the columns to include in the PDF Report.

MS Quantification - Settings

Selection  Qutput Display
+| Column

Peak.

Protein

Modifications

Glycosylation

Mass [1]

Mass

Mass Delta [ppm]

RT

RT Min

RT Max

1
| ] ] ]

Volume

l

Rename as
MS Peak

Library Mass (Da)
Measured Mass (Da)

RSN AR RN RN RN RN NIES

1
+

<

Protein

Disulfide Bond
Modifications
Glycosylaton
Mass Delta

Mass Delta [ppm]

b B
B Comment

>

¥ lcafcel Apply

UV Quantification - Settings

Siection | output Display
+ Column

Peak

MS Feature

pl

pI Min

pI Max

Mass

Mass Delta [ppm]

Modifications

Glycosylation

Total Absarbance

Total Absorbance [%]

1
O

RN RN RN RS RN RIS RIS

Rename as
UV Peak.
MS Peak

Total Absorbance (ibo AUC)
Total Absorbance %

Cancel Apply

Note: If Review Status is selected, but
there are no accepted identifications, then
the activity node shows a

Review Status and Comment do not apply to rejected peaks.

To remove unannotated and rejected peaks from the reported tables,
do not select Include Peaks without Annotations in the Extract
Peaks activity nodes.
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B4: HOW TO USE THE ICIEF-UV+MS REVIEW SNAPSHOTS WORKFLOW

iIclEF-UV+MS _ReviewSnapshots Workflow

SCIEX

The Power of Precision

Load Saved Snapshots
- Activate the Bypass icon on any
applicable activity nodes.

-- Refer to Guidelines for additional
information.

Manual Peak Edit: MS peaks

Export MS Peak Edit:
- Input destination.

Library Search to Annotate Features:
- Input required.

Review Annotations:
- Input required

Export Annotations:
- Input destination.

Manual Peak Edit: UV Chromatogram
- Changes apply automatically to
UV Electropherogram peaks.

Apply MS Annotations to UV Peaks

Export Reviewed Results fo:
- PDF and Excel
- Snapshat.

- Input destinations

[

[

[

& Biologics Explorer Quick Guide

iclEF for Intabio ZT system
Review TRD Peak Detection

| & [ntabio 7T Workflow Guidelines TI

Load Snapshot to View Previous Results

M5 lonMap - Peak Edit

Feature Chromatogram after Peak Edit

Targeted Mass Search .@
@ Annotations Review

uv
Peak Edit

& s @

®

ab o Annotate UV Peaks from MS
1

=

Double Click to Capture Motes

View Overlay Plots of Feature XICs

Create Figures and Tables for Report

025 DH Tech. Dev. Pte. Ltd.
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B4: HOW TO USE THE ICIEF-UV+MS REVIEW SNAPSHOTS WORKFLOW

How to Use the Review Snapshots Workflow SCIEX

The Power of Precision

* Use the Review Snapshots workflow to:
- Open a saved Snapshot (sbf) file created using an iclEF-UV+MS_ Analysis Workflow.
- If required, then continue to edit the peak detection on the ion map.

T * To use intermediate results in a saved sbf file:

Review TRD Peak Detection

1. Use the iclEF-UV+MS_ReviewSnapshots workflow.

2. Select the sbf file in Load Snapshots to View Previous Results.

2 3. Activate the Bypass icon on the activity nodes that are before
> the sbf file was saved.
(;3 For example: To load an sbf file from Save Annotations Snapshot,
I activate the Bypass icon for the activity nodes between Load
. 7 Snapshot to View Previous Results and Annotations Review.
@) o sserifis (B v * The activity nodes in this workflow are used exactly as

(B smerommsonns (@) . (@) = described for the iclEF-UV+MS _Analysis workflow.



/SCIE)()

The Power of Precision

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 /SCIEX/

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).

Intabio is being used under license.
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