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* Deconvolution
* Intact Protein

» Intact Protein (Deprecate

Intact Protein Screening

Peptide Mapping

Peptide Mapping View

Protein Mapping
> Protein Mapping View
= Wildcard Mapping

= Released Glycans

Calibration activities

Combinina activities

© Intact Protein - SCIEXBE2Z0Dec x| =+

C (5 https//expressionist.genedata.com/display/SN20/Intact + Proteir A T

Intact Protein

Function
Input
Activity settings

Output

Intact Intact Protein
Protein Screening

€ Saveforlater @ Watch = Share

The Intact Protein activity deconvolutes intact protein data to provide mass spectra of protein species. Three methods are available for deconvolution:

¢ Maximum Entropy Deconvolution — This method uses a Genedata proprietary algerithm based on the MaxEnt algorithm!'] to find the best
deconvoluted mass spectrum using a probabilistic approachlZ]

Harmonic Suppression Deconvolution — This method uses 3 Genedata proprietary algorithm that suppresses false signals resulting from mass
values that are multiples or fractions of the correct signals.

Legacy Maximum Entropy Deconvelution — This method uses a maximum entropy method that uses the Harmonic Suppression and

Maxgnt!] algerithms.
[1) Ferrige, A. G. Seddon, M. 1, Jarvis, S., Skilling, J.. & Aplin, R. (1991). Maximum entropy deconvolution in electrospray mass spectrometry. Rapid
communications in mass spectrometry, 5(8), 374-377.
[2] Marty, M.T. Baldwin, AJ. Marklund, E.G.. Hochberg, GK. Benesch, J.L. & Robinson, C.V. (2018). Bayesian deconvolution of mass and ion mobility spectra:
from binary interactions to polydisperse ensembles. Anal Chem. Apr 21:87(8):4370-6.
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Load Intact Protein Data: Format (Auto Detect)

l 3outof 62 selected.

@  FiejFoider Name | 'Herceptin 1pmol_ul [1]" Herceptin Deglycosylated 1pmol Close

Load Intact Protein Data - Settings x
General Advanced Display
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Format: | Auto Detect (v
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.| E
+
£
Litem
@t I
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2 y X
e e ‘ @ @ | (3 pload Files | Download Fles | [Q Searcn
) Shared/Intact protein/Raw X 5008 Herceptin_Kadeyla/HerceptinKadoyla Whole and Subunit v
Name ‘SilE ‘Las{ Modified Type Description ~
[0 170109_Trastuzumab_Emantidine_1ul-ug_03.wiff.scan 14.6MB 07/06/2020 15:56 SCAN
(@ 170109_Trastuzumab_Emantidine_1ul-ug_03 wiff2 332.0KB 07/06/2020 15:56 WIFF2 AB Sciex WifflTwo
[1170109_Trastuzumab_Emantidine_1ul-ug_10.wiff scan 22 7MB 07/06/2020 15:56 SCAN
(@ 170109_Trastuzumab_Emantidine_1ul-ug_10 wiff2 584.0KB 07/06/2020 15:56 WIFF2 AB Sciex WifflTwo
[1170109_Trastuzumab_Emantidine_1ul-ug_11.wiff scan 22 6MB 07/06/2020 15:56 SCAN
(g 170109_Trastuzumab_Emantidine_1ul-ug_11 wiff2 588.0KB 07/06/2020 15:56 WIFF2 AB Sciex WiffTwo
[ 170109_Trastuzumab_Emantidine_1ul-ug_12 wiff scan 11.7MB 07/06/2020 15:56 SCAN
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®
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fasta T2 S HYZE=RILICH.
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() Protein Mapping - Settings

(1)

(@) Protein Mapping - Settings

(2)

r Connectivity

Unspecified

’— Search all combinations

Additional chains: |3

=l

-

Cysteinyl (C)

"Unpa\redCystEmE dificati

~

Cancel

Apply

Disulfide Conjugates Aooat=ton Repart Display Disulfide Conjugates Annotations Zeng) Risala
General Sequences Modifications Glycosylation General Sequences Modifications Glycosylation
Fixed:  [GIn->pyro-Glu (N-term Q) N - Type: | Glycosylated -
= Library: | CHO N-Glycans smal > |
i Allowed Sites: Only N-Linked ~
Variable: |l ys-oss (Protein C-term K) + owed Sies
Maximums 2 per Sequence Use Consensus Sequences:
Allowed: Anywhere =
Unmodified: is not Required Filter for Core Structures:
] Substituents: +
Ma. Substitutions: 1
Maximum: |3 per Sequence
- [ petect Clipping L
@) Protein Mapping - Settings (3) (@) Protein Mapping - Settings (4)
Lol Sequences Modifications Glycosylation General 2ouence Modifications Glycosylation
Disulfide Conjugates Annotations Report  Display Disulfide Conjugates Annotations Report  Display
State: || Fully Connected 3 Conjugates: Table v

Name | Gain I Loss | Delta |

+

~

Max, Conjugates: |10

@ I

Cancel

Apply

1.

Fixed % Variable PTMZ X[ ™ gfL|C},
N-term EE MESH= CHE A2 A B2, HAE HEl7t LMt
X 42 WO ZE K| AE|ZZ Glu-pyroGlu (N-term E)S 7HH HH
o=z d¥st= Aol F5L|CH

22| DA} 07 HaZ X[F L O
Type= Glycosylated EE&= Deglycosylated 2

Deglycosylated= 2= N-Z2| 243t & 220 Eot

O|=%} O|HIEES JHHSIEE Eot0|ERE JHH HAo = X|

Mo HeIt glaLch

GlycosylatedOf| AtE&
AMAHIQIHE RHE
mAbs ¥ HEAE[X| 2 MERA
X5 AMAH[QI0 CHo 7HH PTMS
HX CHEXIO| ADCQ! AR TEHH|Q
X[ gLt

AL,

2t 2tolE2{2| S MEdtL| T,

| B I = |

r

SCIEX
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Detect Clipping

rch all multi-specific combinations

[ sear

Intact Precursor Required: [ -
o coel | | sonly
Sequences Modifications Glycosylation

Disulfide Conjugate: Annotations Report  Display
State: " Fully Connected vI

Fully Reduced

Partially Reduced

Type: IgG1 ~

’7 Free Cysteines

Unpaired Cysteine

Modification —‘

N

%
{ =

\

1 \;r

Detect Clipping 7|2 HIO|E{0|AM HAEE T2 E AFE5te &I (2 42 T)
22| o|HEo] CHolf S o &L C.

U[o] A[ZA fIX|0|A ErY S2[E O[HIEo|AM 2 dSt= MS I3 E AH5H

™ Modifications £2| Detect Clippings MEigrL|Ct,

- O] = A8 O|2et 2 4El7} Fully Connected EE&= Fully
ReducedO{Of BfL|C} R& et El MEQ| EM2 X|AE[X| t&LICE

« Detect Clipping 7|52 Sequences ®2| Enzymatic Digestion 7|2 &H

A & gL

ol dM S LHOIM =g 7ts-d2l 47t M|etE[0{OF BiLICE HaIt R &

OFH CtZat £ 2 Zutop et

-\ 3= He| AlZto] ZO{X|7LE, §AZE m7tx| Mgt & gl= QT2 It QY

rr

-8 =2 FT0 7tdd AMER Qlsf| Mot H|O|E HEJ BREfLCt

SCIEX
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[
[
e

| ]
—  Feature Filter &5 LEE Al2610] 22|T O|HIEN A THME J7I5M0| W2 0|32 I1|71
-  TRD ¥2EZ9| Manual Peak EditE AI23t0| 22
- HHEHol £FO=F EMS= O E ATl HAEDE AMSHL|C}
MEdot 2to|Ha2{2|e| Z 2|7 +~2F 7HH HY o

a
& 322 FAHLICEL | S0 2|2t Z2AQ R E(95%)2
T8ots =e|2YE ZeeL )

Py ——— <1 &1: Protein Mapping ZAMOof| Lys-Loss (Pg)t;ecin C-term K) jé 2 ESE| A
General Sequences Modifications Glycosylation DeteCt Cllpplng — C termlnal |ySIne |OSSE 3; $A_-II OE E cl;' |E|-
Disulfide Conjugates Annotations Report  Display
s [ v . * Detect ClippingZt Disulfide & A& =g
Protein Mapping - Settings *® -
] T - ol 2 TR LAt HEEl B2 AX|stR Fully
General Sequences Modifications Glycosylation .. -
[PUE (e ConnectedE Unspecified E= 1gG S A2t )| MEdstL|Ct,
+ | Fully Connected d .
TSS——— Intact Precursor RequiredE MEHSIH Search all combinationsS A1E4
u‘mm | Ee - g il Additional chainsS 022 M&sf{of ghL|Ct,
E2] search al it <pecifc combinatons Intact Precursor RequiredE MEHSIX| §tO™ Search all combinations
@ 3 "Unpa\redCystE\neMod\ﬁmhon = A-IE_Il'IOEI' [[H Addltlonal ChaInSE O EEh 1§ AE'ixo-l-g‘ ¢ %ALl EI_
[ H Cysteinyl (C) v o
~ 22l Ides Eoiol M THH 2 AMsteiw 2 oimg
Map protei iest ks in the d voluted spectrum. - N
ap protein species to peaks in the deconvoluted spectrum 7H|=£I_‘||_§ }_Al-ol-E Z‘JO' _é_EL_ltl'
- ‘Detect Clipping" is only allowed for "Unspecified” and "IgG" connectivity. > SclEx
‘ (7] E Cancel Apply
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rio
o
nA

o
gl
1z
i

e
=

Protein Mapping - Settings x
Disulfide Conjugates Annotations Report Display
General Sequences Modifications Glycosylation

~
- Detect Clipping
Intact Precursor Required: I
v
ot Gl | [ romm

Protein Mapping - Settings X
General | Sequences Modifications Glycosylation
Disulfide Conjugates Annotations Report  Display

State: | Fully Connected

v

Connectivity

Unspecified

Search all combinations
’7Addt | chains: |0

Cysteinyl (C)

[Unpaired Cysteine Modification

s

Intact Precursor RequiredS ME{s
H2 ot HY S MESH= Bt X| @

of|2t 7S gfLC.
Intact Precursor RequiredS ME{SHH 2424 A|ZH0]

01=.L|Ef

ZO{X| X2 7t gol &

- O] ¥z |E2 MEE 2= HEt HEl{7 M| Z0[o BETte[X| t2 HE2} A K]
=x| g+o|§|+|_||:}_
- HEhE|X| o2 hA $20| gl MEt HEls HRELT

-

Intact Precursor Required®} Disulfide B 48 =g

- Intact Precursor Required= CHS & StLt2t A AFESH{OF BFL|CY,

QS AL Connectivity: IgG. Search all multi-specific combinationsE &
St A OIAL_|[:|.
= T M-d .

Connectivity: Unspecified. Search all combinationsZ 0 Additional chains
oF obH| MEfeh = ASLICH

SCIEX
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o
)%
A
ou
Hr
1z
In)
m
U
i
=2
Re
T
ne
rE
Rl
o>

-
T
-
<
Q

©

=}
>

«
ot
>
HI
g

| EA RIS MS A 93t HHE NERUS s ME Fu| H
ot ot | et T et T ey 2ol |C}.

o v [ : * Enzymatic Digestion A1%511 Consensus Sequence® M2
of Th = ofTo| B X|H S HoltLct.
35 sl ofel A 4715 OpElE ol ot RE T

$Ix|0f £o] gickm Fhggiuic Fo

. - CPPCPAPELLG/GPSFV 3 cPpPcPAPELLGG/PSFVRI &2 THY .
TE AAA Fol HiS0|Y Bdg Roay 2oy 0

@t Goce | | el

x—-|I QE |7:-|| *—lH OI-AI:I AI 9 . |'/§-:} Pre-processing [Container]
O|Z| sf2{l YABRE aXHOR MUMLICL SUAT & I
= L E ¥ 1 Save Annotations Snapshot2| 22 C}

Peak Detection [Container]

(g
<)

i =] AL A 5
" A BAE 2 AL o
® @ Protein Mapping /
T Map protein species to peaks in the decenveluted spectrum, ./ O \} Peak Detection [Container]
- Enzymatic cleavages are only allowed for "Unspecified” connectivity. ° E n Zy m at| C DI g estl O n % Al._g_ '6|_E 7O:| _(ID_ . —rild
B . R Protein Mapping
Map protein species to peaks in the deconvoluted spectrum, . . . o - @
— Disulfide ®0lA Unspecified 3Z2S MEHBILICY,

- ‘Detect Clipping" and "Enzymatic Digestion’ can not be both activated at the same

- ¢ —~ Modifications B0 Detect ClippingS MEiS}HX]| SC'EXT

ELCt.
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[0

o Wz 24 92Z20] et Lt X

= O |

Targeted Mass Search

* Targeted Mass SearchZ
I & 4]0[0{OF TrL|Ct.

Targeted Mass Search
v

(@) Targeted Mass Search - Settings X
Library: File (all entries) -
nElevacimmab_Library_TRD.brt | &
Tonization: Massless ~
Mass Tolerance: |50 ppm
I RT/RI Tolerance: (0.1 Minutes I
Limit to Best Match
Ignore Annotated Features
@ 3 Cancel Apply

B~
Fl et

e Automated Deconvolution YIEZZ9| Al
E(Mass)2 EaLIC

- A A

* Time Resolved Deconvolution &

A

- M8 & €(RT, Mass)2 ¥¢

Y™ 2fojEe2|=

Exceld| M TH

ILICE.

o TR0 o2t ES MYSHH =7t BEE HSSHALE ER =

e AZOIEIZHE HIIE T

1248l RT/RI ToleranceZS

X

il I

azz9l |-

X o S| Maw

NIST intact library

File  Home Develoj Insert Page La Formuli Data Review View Data St Inquire Power F Help

8048 25440309 Fd' Gluopyro-Glu

Adalimumab Library TRD

]

Home Develoj Insert Page La Formuli Data Review View Data St Inquire Fower F Help

E= MLt

HELICE

SCIEX
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eaks from MS

« 0| EE2 MS I3 HEE MB350 UV E0|A0AM SHE T|20| =M EfLICE
o ofiet I3 = X|HE RT Tolerance WOIA £2|=[0{0F BL|C},
Annctate UV Peaks from MS - Settings
° UV SEEEV[HICE vV 0|29 4o H|E T AlLHEL|Ct. ] ower
RT Tolerance: 0.05 Minutes
L UV E'T_O'I-E ak% glﬁ'§|'-6l'a1nl_=| EI_I‘H_II'IIEI Al?_—lﬁjl- ]élﬂ-o;ll-l-—ltl-_ Observable: Volume ~
Mormalize relative to: Annotated Peaks
° UV IO-I'H'?P:l' ﬂxr% ﬁlﬂ-g _¢_ gigﬁ g% iEO-” El:Ef_I-A—hI 7O_I_T'_7|' EA'EL—'E" Annotation Report Mode: | Manual ~
Annotations: ET:g::;qaﬁcn -
* Time Resolved Deconvolution0ll= UV E2tE AHEE = giSLICL ; :
o 0| EE = CHHE AZAZ TEH}X| 42 2 Targeted Mass SearchO| . |
Uv ErstE MEd + glaLitt

Q5 Experiment Table x | LA PeakTable X |

EYVE |sE-0-0m s S

Filter Annotated Peaks

T

@2

—

Annotate UV Peaks from MS

1row (1 selected)

Data @ | UV Quantities)| Summary

Annotate UV Peaks from MS

Start Time 13:28:14 04/11/22

Complete Time  13:28:14 04/11/22
Elapsed Time 3msec

Status ‘Suspicious
Message

The normalized UV absorbances could not be computed due to missing and/or duplicated annotations.

SCIEX:
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A WY 24 YIB20) Cfs Lut XY
al: Save Snapshots
-I-—_I q EE I-IX'”O'”A-I O:IE'I E‘I-j:”% -Cg'l-él;l' :Ié__ %lj_l- jedﬂl'% Load Intact Protein Data
X-I IOI- %I-L'l El’_ _ A g Restiton Save Individual Data Snapshot
~ Save Snapshot &% === X2|Zl H|0|E{Q] T4 £M0|
EO"EI ]Il- (Sbf)g AHAO-I -Ol;l'l__l |:_|- miz Range Restriction
[ Fre-processing [Container]

_(ID___l
It

(o]
=

=

X &=l H|o|E 2 AESIH™

(=]

L[CF.

Review Results from Same Batch
i.e. samples processed together
in a Be workflow

Load Snapshots from same batch

Review Results (same batch)

©®

[k

Intact_ReviewSnapshots

Z 29| Load Snapshots &5 = E0||A| XZHEl sbf
12 o

The Review Results activity should he
deactivated when processing:

- Sequence-free snapshots (no annotations)

- Targeted Mass Search snapshots

Save Pre-processed Snapshot

Review Results from Different Batches
i.e. samples with different peak detection

Load Snapshots from different batches [Container]

Review Results (different hatches)

©®

[

/SCIEX:
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al: Save Snapshots
Z2UE Mg EME MEASHAHLE MMt C,
- 7|2 fIXl: C:\ProgramData\Sciex\BiologicsExplorer\data\data\user
AUAE K B M
1. Save Individual Data Snapshot: ¥ A| H|O|E{E sbf dAIQ = HHBILICt SYot wiff E=
wiff2 ZIE|0|LH 2| of2| MHE 0t STt AN == o2 H0| HE AMACE MF
ElL(Ch,
2. Save Pre-processed Snapshot: CI22F M ™o H|O|E F2| 3 RT ME| I7F ZOtE
MEELICE
3. Save Sequence-free Snapshot: Peak Detection & XA E|H, CHHEE A|RIA QIO|= C|2
Fd 0|29 0|3 YHE NMFLLICL
4. Save Annotation Snapshot: ZE ZZMA 3 MEEH, O|H FTAS Test IE 7t HE
£ ZHE A =3 4E Z1tet eH MEELCE
5. Save Targeted Search Snapshot: Filter Annotated Peaks £ X&Ek|H, Targeted Mass
SearchZ AF&ol0{ 4 0|22 I|3 HEE NELICH
6. Save Review Snapshots: ZE ZZMN|A = Intact_ReviewSnapshots Y32 Z20f| XZHE

L|Ct. Save Annotation Snapshot} 20| ZE HEE X EHL|Ct,

[

NN

Save Individual Data Snapshot

Save Pre-processed Snapshot
Save Sequence-free Snapshot

Save Annotation Snapshot

Save Targeted Search Snapshot

Save Review Snapshots

SCIEX:

The Power of Precision



2% Fe 24 93T 2ol et At XA

Export PDF Report

* Export PDF Report &=

e Review Results - PDF "‘kl
- 22N AMEY ¥E7
Export _ ZAnE MAMSI= Ml Al2El A
PDF Report 2t ddot=tl A8E 2
xml It S E24H Biologics Explorer ¢

e General Bi: LHEWH H A Q] CHAIS

_n_

(@) Export PDF Report - Settings

ZolghL|Ct.

General Elements Template | Excel Display I

e Template &: 21N LIS A%}
XI’g gLt

* Excel ¥: 202} &7 LHE'H F7}
HIO|SS AFSXE XI- gLt

Elements:

- [£2 Introduction
= [ Intact_TimeResolvedDeconvalution_MS+UV

[ia] Workfiow

=1 [ Pre-processing [Container]

=1 [ Peak Detection [Container]

[za] Workfiow

=~ & Chromatogram view

- 2] Results

e [2] Ms

= 38 Montage View

- [2] Results

= ¥ Review Results

(O Execution Details
- [E] Settings
@[] Inputs

SCIEX:
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2y T 2 YTl et Yt X|A

N

CC L
. T

LHELH 7|

o MME| Excel It 0| =

Automated Deconvolution: X2k

I| 3 ¢

Time Resolved Deconvolution: &

g o

M 2F

o o

HEIF ZeEo] ASLCt.

b
~
M

MHEE Maximum Intensity 2 LH & HL|CT,
2ZM MEE VolumelZ L2 HL|CT.

O Comments

w
~

\

H

Mass Min Mass Max RT Min

253235
254885
25219.5
25357.5
24968.5
24994.5
25140.5
251945
25346.5
248325
251345
251785
25245.5
25198.5
23403.5
225435
23386.5
234205
23450.5
23462.5
22628.5

253415
25500.5
252315
25375.5
249845
25009.5
25145.5
252185
253535
248435
251385
25190.5
252535
252105
23424.5
225525
233085
23430.5
23615
23466.5
226325

5157967
5.157967
519315
5.19315
5.201942
5.201942
5.201942
5.201942
5.201942
5210733
5.210733
5.210733
5.210733
5.78245
5.826425
5.8704
5.8704
5.8792
5.8792
5.888
5.896792

K 1
RT Max
5.606533
5.430417

Excel File - Sequence-free

Export

5.527375 .

Excel File - Targeted Search
5.4834

5.615333

5544967

5.940767

6.336567

6.134267

6.345358

6.301383

6.310183

6.318975

6.292583

Fle Home Insert Pagelayout Fomulss Data Review View Help
Al - X v Name|
A 13 c ] 3 F [

1 [Name [20220217_20220217_adalimumab_Ides-DTT.2 [2] ass AT Mass Widt RT Height Area
2 peak 00 3206 38 5.290895 18 0.848567  8.0742
3 Peak_00 a80. 41 5245400 12 028145 3377
4 Peak_01 320087760 [ps223.03 5343585 12 0363408 44329
5 |Peak 01 saz.7m39asff 253663 5351897 18] 049255 8.8650
6 Peak_02 7 76.16 5.344246 15 0.351825 56292
7 peak_02] 1240, 06 5344819 15 0360617 540825
8 Peak 02 207.4940935[5142.04 5304126 5 0.263857 1319333
9 peak 02 2335186328 520028 5362064 20 0.839775  8.7955
10 peak_02] 2 136 5359016 7 0325433 2278033
11 Peak_D4) 526.6027832f04838.63 5337205 11 0.325433 3579767
12 peak_04} mainel 51366 532132 4 0.272667 1000667
13 peok_0e| 1393563965 251855 5364173 12 0406 48552
14 peak_04 2314377747 fp5250.44 5357551 B 0.334233 2673867
15 peok_10} 424 35 5.85781 12 0158317 18998
16 Peak_10) er678.54688[p3412.21 6.044723 21 0510142 10.71208
17 Peak 10} 307.2645874Jp2546.65 5.997263 9 0263867 23748
18 ealc 11| 20443 47 6080320 12 0.474958 56995
19 peak_11] 05, .23 6.039181 10, 0.422183 4221833
20 Peak_11 1119 05 6.050581 11 0.430983 4740817
21 peak_11} 1192 35 6.050805 3 0430075 17239
22 peak 12 311587524 p2630.68 6056369 a 1583167

Intact Mass Analysis | 73 B - .

ProgramData\Sciex\BiologicsExplorer\data\data\user

ZriE MeotriLt MABHLICE

SCIEX
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MS O|O|E{ EE= MS/UV H|0|

EHE AtE¢t Ats CIE2=F4

SEEEBNE

eeeeeeeeeeeeeeeeeee



=: M

Load and Define Range of Raw Data
- Input useful RT range

- Input useful miz range

Data Pre-processing (Optional)
- Noise removal
- RT smoothing

Analyze and Annotate Features
- Deconvolutian: input required

- Peak Detection Container;
- Background removal (Optional)
- Peak detection

- Annotate Features (input required)
- Protein Mapping
- Targeted Mass Search

Display, Review, and Filter Results

Export Results to
- PDF

- Excel
- Snapshots

Input destinations required

Chromatogram View

@ Spectum View

PDF Report- Sequence-free

@ Excel File - Sequence-free

Save Sequence-fre Snapshot

Sequence notavailable

Intact Protein Analysis
Automated Deconvalution
MS-Only Data

Load Intact Protein Data
RT Range Restriction
miz Range Restriction

Pre-processing [Container]

Automated Deconvolution
Peak Detection [Conainer]
Frotein Mapping
Review Results

Filter Annotated Peaks

Export
PDF Report

Save Annotation Snapshot

Sequence available
Build knowledge

p PEOOPEP

@ Save Individual Data Snapshot

@ Save Pre-processed Snapshot

Targeted Mass Search

@

Filter Annotated Peaks

Export
PDF Report- Targeted Search

Export
Excal File - Targsted Search

Save Targeted Search Snapsnot

Sequence avallable
Apply knowledge

PR

Intact AutomatedDeconvqutlon

@ QudkGuide |

Load and Define Range of Raw Data
~ Input useful RT range

- Input usaful m/z range

Data Pre- mo:-mna (©ptional)
- Nolse remov:

-RT lmnolhlnn

UV Data Processing
- Edit nodes within container

Analyze and Annotate Features
- Deconvolution: Input raquired
- Peak Datection Gontainer;

- Background ramoval (Optional)
- Paak dotaction

- Annotate F-alum (input required)
- Protein Map)
- Targsted Nas earsh

Display, Review, and Filter Results

‘With M Information
Expot Results to
- FDF
- Excel
- Snapshats
Input de stinations required

Chromatogram View

@ swestmtow

(g o
@ Save Seauence-free Snapshot

& - Sequencefree

Sequence not avallable

convoluion

Ms and UV Data

Load Intact Protein Data

RT Range Restriction

miz Range Restriction

Pre-processing (Container]

UV Processing [Container)

Msnua/ Peak Edit (Optional)

Automated Deconvolution

k Detection [Container]

Protein Mapping

Review Results

Filter Annotated Peaks

PIVOPe PO POV

[® ) Annotats UV Peaks from M5

Export
PDF Report

@ Save Annotations Snapshot

Sequence avallable
Build knowledgs

@ Sava Individual Data Snapshot

o) Tarosted Mass Search

®

Filter Annotated Peaks

Annotats UV Peaks from Targeted Search

ort
POF Report- Targeted Search

Export
Excsl Fils - Targsted Search

Save Targeted Search Snapshot

pe@ © @

Apply knowlsdgs

Sequence avallable ‘

Intact_ AutomatedDeconvolution

MS 3 UV+MS §3E

40 © 2022 DH Tech. Dev. Pte. Ltd.
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XS L2288 |2 E20] et X

As L2540 HIAEE: MR

* Automated Deconvolution2 &4 Z0| A Z20IEZO| EMo = & =l = mf %A
AL|LC}.

* Biologics Explorer 2ZE|0{= o] S &n 24X 2A4)g o 38 0|32 &
= HEAIS K RSHL|C

O 1=

- M Sl MakotE ARE[H| St2{™H FALSH L|0|E E AFESIMAIR. Ol DE |y CHad sl
= HE MERY O|0|E MERF SHH 2 e},

- o= ZT7t 0 7HHACl o2 MEZ M5t 42 'Automated Deconvolution: & RT
He|' S2I0|E0M RI2EE A X|H310f| CHoE X[ &S AXSHAUAL.

SCIEX
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A& 2254 |22 20 thet X|H

— T =

Automated Deconvolution: Deconvolution Options

Automated Deconvolution Deconvolution Options B0f|A| 4& 2 78St CIZ=SFMH AHE
E (8) Automated Deconvolution - Settings X Eé-l 0“ EH-él-_I- -T-—Il_I-IE_:| IEI %t H-I | DI A| 7I-§I- A % IO-I 9’| -0;|I-L| E'|--
Deconvolution Options anges Displa
.D RTRanges Display . - ° xl E-I: I:él-l—?—l
Mode: Automated i

B - ofz B2 2N O DA 137 SSXIX A ST HS WY e

Max, Mass: | 160 a "

Mass Step: (2 Da % AI’%%H—'E"

R — - Er QIE{E|O) £HES WEAH B2 WY WIS A ELIT

Automated Deconvolution - Settings X

- E Deconvolution Options RT Ranges Display

o e - SYStRT HL0IM o2 T4 Q47+ AX|E|
Method: E ::);Ir‘:::: i i: Ranges% Al-%-o;ll- IE'l-
Mass Step: |1 Da — - e
s . S « CIZ=F4 U= oj30M sEe +=2| H|0|H 45 Hddt=
@ 9 ’—DFllterRTRanges MaSS Step ak; AEI % L-lE_l'
agermness: ndard
——— - 0.1Da~ 0.2Da: S92 3l H|o|E
Method: Maximum Entropy Deconvolution ~
5 - 1Da: MERU(E5H50] e HlofE)
Deconvolution Quality: | Standard £e

-  2Da: ¥y CHHZE(25150| W2 H|0]H)
- 3Da: ZRSHO0|H A7 M2 E2

- S SCIEX
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A& 2254 |22 20 thet X|H

Automated Deconvolution: RT H<

@5 ) Automated Deconvolution °

[.
\'

Automated Deconvolution - Settings X

gLt

Deconvolution Options  RT Ranges  Display

’, Use Smoothing

RT Window: 3 Scans

Peak Detection: Ascent-based ~ ‘
Apply Isolation Filter -
| Automated Deconvolution - Settings »
Isolation Threshold: |5
Deconvolution Options  RT Ranges  Display —_
Center Computation: Intensity-weighted ]
Intensity Threshold: | 70 %G I uv ~
UV Wavelength: 230 nm -
Boundary Determination: || Maximum Curvature I
Use Existing UV Peaks: I
Min. Peak Intensity: 0.1%
Use Smoothing
’7RT Window: |50 Scans
@ E Cancel ] Peak Detection: Ascent-based v
Apply Tsolation Filter
lrlsolaﬁon Threshold: |3 Scans
Center Computation: | Local Maximum v |
Boundary Determination: | FWWHM w |
Min. Peak Intensity: 2%
o reel | [ oy
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Automated Deconvolution: &= RT
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Spectrum Peak Detection

. iR H 7
R EE
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? 7
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24l5t2{™ Curvature-based I|2 HAES AFESL|C spectrum
O‘” EH-él-_I' Il_k”-él-_l_ AE.I 9E|-O| EODI_O *I'_{'(')'H:IAIQ. &9 FPeak Detection

= H73(Ascent-based I|3 A=)0| 2| HLILCY, @ spectrum

Baseline Subtraction

(A)

(B)

Spectrum Peak Detection - Settings X

Peak Detection  Peak Filtering  Display

| EE— A. Curvature-based ]II 3 d4=2
| \ i
} T ’7mszindow: Al‘g |'O:| -)'-'\-E-l ]Il q E HOI‘ [[H
L I e Peak Detection: |CUI'VEhJI'E-baSEd w AH A-I EI El = E = A:' A _'I! = Eli-ll
[ ‘ N i — [[]Perform Peak Refinement
” 7::@1 :m‘f TE TR e e Refinement Threshold: B . EAI EI_I ﬁll_'l! E Eé-l O‘” A‘I % E‘l | ﬂ
~ [ Apply Consistency Filter % _E_-é-H-é-l-E |:-” Al.%El_l AE-IE (_)_l 0:”
‘ \ e Consistency Threshold:
\
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f f‘ / \ Boundary Determination: " Maximum Curvature ~ |
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Review Results: &M 42} 8l 7{H
* Review Results &% & d7|:
1. Review ZEE ZtMslstn B E 2t I 30 CHol| StLte] =M E ~2hetL|Ct,
2. CIEHE SE M2 AESILICH
3. SaveE ZEl6t0 HA LIS MEfL|Ct &F =7} CHA| AHE|0] £2F0| X}S O = CHA| AH|AHEIL| LY.

Protein Mapping

Feview Results
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-

[ roteins %] -
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«* X Range PeakId Protein Mame Disulfide Bonds Modifications Glycosyation
i, ¥ Full Range 3 840 HerlLC 55 Cysteiny
~*  Full Range 4 4171 HerHCHerHC... 16%5-5 2*Lys-oss GOF
«  Full Range 4 4188 HerHCHerHC... 16%5-5 2*Lys-oss 2*Man5
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i 1 st

Review Results&=
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Rewew Results: AHE= H|O|=

{\. SpectrumTable x

L re) (S a
* Spectrum Table0f|= ZFX|El THHEE A9 YV |...=D=l:hl=| N |
& 2 Name RT Center JRT Range Experiment Flg
2 K| = Ho Al |C a 53 §.50:4. in 1pmol_ut [35] ()
RT Center2 X[ RT &%17 LIEELICE Bopme| iofess et
. a Full Range 3 5.48 §.31:5.82 Herceptin 1pmol_ul [35] [%]
[0 = FullRange 4| 665454690  Herceptin tpmol_uL [35] [B)
< 3|
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Review Results: AHE= QT Ml H7|

|ﬁsum-'r-u=x
EYTE|#E-0-0*

QA o+ e o B i s uuﬁhﬂ.rﬂt*{}@E

& Name RT Center RTRange Experiment F
-

&
. Full Range 1 4,50 4,50:4.88 Herceptin 1pmol _ul [35] (B] 23557.27 99511.48 14B058.20
« Full Range 2 4,99 4.88:5.18 Herceptin 1pmol_ul [35] [B] HerLC HerHC-HerHC HerHC-HerHC-HerLC-HerlLC
a Full Range 3 5.48 5.31:5.82 Herceptin 1pmol _ul [35] R 2*Lys-loss 2*Lys-doss

~ Filifanged ] 665654650  Herceptin lpmol_ul [35] [B] Cysteinyl Mans 2+GOF
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{4 MassSpectrum X | i\ Mass Spectrum » Offset View X |
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Load and Define Range of Raw Data
- Input useful RT range

- Input useful miz range

Data Pre-processing (Optional)
- Naise remov;
- RT smoothing

Analyze and Annotate Features

- TR Deconvalution: input required
-lgnore RT Ranges seffings tab

- Peak Detection Container.
- Batkground remaval (Optional)
- Peak detection

- Annotate F eatures (input required)
- Protein Mapping
- Targeted Mass Search

Display, Review, and Filter Results

Export Results to
PDF

- Excel
- Snapshats

Input destinations required

Ghromatogram View

Wontage View

@ PDF Report - Sequence-free
@ Excel File - Sequence-free

Save Sequence-free Snapshot

Intact Protein Analysis
Time Resolved Deconvalution
WS-Only Data

Load Intact Protein Data

RT Range Restriction

miz Range Restriction

Pre-processing [Container]

PO

TR Deconvolution

Peak Detection [Container]

Frotein Mapping

Review Resulis

Filler Annotated Peaks

Export
PDF Report

PO ©E

Save Annotations Snapshot

@ Save Indiidual Data Snapshot

Save Pre-processed Snapshot

Targeted Mass Search

Filter Annotated Peaks

Export
PDF Report- Targeted Search

Export
Excel File- Targeted Search

Save Targeted Search Snapshot

pep @

Sequence not available

Sequence available
Build knowledge

Sequence available
Apply knowledge:

Intact_TimeResolvedDeconvolution
_Ms 9I3Z

[ @ cuick ke ||

Load and Define Range of Raw Data
- Input ussful RT range

- InpUL US eful Mz rande

Data Pre-processing (Optional)
- Noise removal
- RT smocthing

=3 a Chromatogram View

UV Data Processing
- Edit nodes within containg

Analyze and Annotats Features

- TR Daconvolution: input féquired
- lgnore RT Ranges seftings tab

- Peak Detection Gontainer,
- Backaround remaval (Optionaly
- Peak dstection

- Annotate Fsimrss (input re quire d)
- Protein Maj
SRR

Display, Review, and Filter Results

Annotats UV Paaks with MS Information

Export Resulls o
- PDF

- Excel

- Snapshots

Input destinations required

@ POF Repot- Saquence-fras
C@A Excal File - Sequence-frae
@_% Save Sequence-free Snapshot

[ Ssauence notavailable | |

Intact Protein Analysis
ime Resolved Deconvolution
MS and UV Data

(g Losa et eroten ata
(Eing) wrRanae Rosticton

miz Range Resltriction
(g preprocessing Gontamen

(g weosessin conaman

3

2

=

q

(g TR Deconvolution

(g peakoetecton (Container

Protein Mapping

(ag
@ Review Results
&)

Filter Annotated Peaks

( g{} Annotate UV Peaks from WS
Export
Blg ror repon

Saquanca available
Build knowladge

é,a Save Individual Data Snapshot

(i) 5w Pro-procassaa snaphot

‘

G remmoranapases

(@) Amorats UV Pk from Targatea Soaren

Export
B roF Report - Targeted searen
) Export
Excal Fils - Targeted Saarch
(‘i_k’a Save Targeled Search Snapshot

Sequance availabls ‘

¥

Apply knowlsdge

Intact TlmeResoIvedDeconvolutlon
_UV+MS 93
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Chemical Noise Subtraction: %|Z s}

Estimator: Binomial w

Chemical Noise Subtraction

RT Window: 101 Scans
Quantile: 40 %

® chemaogun hemel e sirecion-sainss X | e Chemical Noise Subtraction2 TRD H|O|E{0f| AF&=|0] CHS 2t

| Advanced Displa e -
oo ot 22 o= o|d 0|3 E A5t I3 A== S AIZLCH
e - e Time] Y Y ML

Method: (® Clipping () Subtraction
Threshold: |10 [Intensity]
@ tg Cancel Apply
. EE 88 Hel © 4 23t 9ok
_ RTWindow: &0 TS0M A7 49/ %138 _  RT Window?} 242 ZHAHE|= Co|E{7} MS
- Quantile: 40 ~ 50% - Quantile0| =25 Z4tE[= O0|H 7 BS
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A2 chst XA

TR Deconvolution: Cl|O|E &AM

0 O]X|

FII'

TRD= Automated Deconvolution2C} ZAEE |

SEEENY

= OJELICE
Ct/ M2 Sul
5

&

—

O o
I i ?D:'_I_

Min./Max. Mass2t Mass Step=

AAS T Y
2 HL N0l BE= ME| AlZHo| &t S

S HOIE MES| KO EETF F A mAb H[O[E H|EELCE

OoFAs
LS =2

7t L|Ct.

2t | o|E{ MIEOi| Chel %= s}

£|O{OF BfL|Ct.

~ EX M0 MEO M 7tsst 2 EaF Heut o &1 Mak A=
o 242 QS KHE| AIZHS BY 4 YALICH

TRDE MESIH RT Ranges B2 AH0| 2 A[EL|CE.

- HMH RTHSE MO E CIESEMO| HMst CI2=28M
0|2 M2 AMMatL|Ct,

Method:

Time-resolved Deconvolution

Min, Mass: |20 kDa
Max, Mass: |30 kDa
Mass Step: |1 Da

Maximum Entropy Deconvolution

Iterations: 25

Deconvolution Quality: | Standard

Ionization:

(® Protonation () Deprotonation

Cancel

Apply
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Manual Peak Edit(AMEH AtEh

F-III

Peak Detection [Container]

bg * Manual Peak EditE At235tH CI225M
© o2 AEFE I|3AE O3 20| A=t &= %1% IEL
Protein Mapping
- A9 A HE
IonMap X

. ol 2SS J|EHOR MaFEL|Ct

- AX=1n=z 2
5 da| X b & %] — I3 AMH|
QI 0 <+ & @I oo 4o M tic lg wmax P _ AH ]Ilﬂ 1E’|7|

* Manual Peak EditE A5 BX|l= 248 A9 ZE
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eak Detection: X|X s}

TRD Peak Detection - Settings *
Smoothing
mjfz Window: |3 BAints ~~
I RT Window: |15 Scans W

Perform Peak Refinement

I Threshold: |50 % F

Apply Consistency Filter

IThreshoId: 4 'v\
-Q_‘)) g Cancel Apply
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TRD Peak Detection: %|X s}

- ST CIZ=F 4 0|2 Bo|M o] 7Hef 22 I
X7t HX &= 3L
— Consistency Filter ThresholdE 2 £&= 392 =
o 248 ¥& = JUSLICH

Mass 1.48-10% 1.485-10% 1.49-10%

_| TRD Feak Detection
3

* Valid Feature Filter % Highest Feature Filter 25

Valid Feature Filter E% Af%?ﬂ'ﬁ A._-IE—I|-I-6|-_|' ]Il X‘I 9—' —Jr—% %OEI —)|\—E ﬂﬁl—-l I:l'

_J) Highest Feature Filter
&
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V H|O|E| 2 AIE Sl

{4 uvpata x

YA uv chromatogram x

f§ Mspata x

f§ronmap x

Qo | e ae MO e | wowk o ) W0 BB Q e 4o HEofc g om Pood B B & o7
e .
780
G1F GIF+ G2F 2061F
2iysioss
1858 200
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100
3004
50
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2
2
2 150 1o
5
100
727
ss
504 HC[-105] 2
a2
ol MLy Mass 20000 40000 100000
S w e S s s R A A RS AR MRS RSN RASES RASS B R A AL A SRS A RaRa Rans A e
RT 66 67 68 69 7T 71 72 73 74 75 76 77 78 78 8 &1 82 83 84 85 86 87 88 83 9 ‘ZDIQDE15jEvamz\mah,lﬂugj‘\c,lﬂﬂmMJmAE,ﬂ‘Zilﬁm\n,uvj'l
[20190615_Bevacuzimab_10ug_OC_100mM_AmAc_0.2_15min_UV_69 VA peakTable x
YA UvTable x | Peak Table x Y 7| i, Annotations 1 1rows
1L il Annotations 3 4rows Name  Anmot.. Intensity Mass RT Row RT  Mass Protein Disulfide Bonds Modifications Glycosylation
Name Amnotations  Intensity RT Row RT  Mass Protein Disulfide Bonds Modifications Glycosylation Mg Peak 04 1 30870.33 1167373 7.29 199197.071HCHeACAC 1655
ek _1 15.13 673 147913,88|HCHCACAC [6%5  |27ysdoss "EEE—ZB S R o0 [T
lPeak_2 1 6825.42 7.27 7.84 149683.49 HCHCACAC 1655 2%ysoss GIF +G2F Pgskf“ 1652428 148685.55  7.84
7.80] 7.85 148521.35 HCHCACAC 16755 21ysdoss 261F ZEE[;“: 1 31;2;“;? iﬁ;i;;: ;'35
42952 862 7.84 14775173 HCHCACAC 1855 2Lysdoss Gor = : <
I T A
( o | peak 19397 1BLI 786 | |Row Peak_48
Peak_s7 11215798 147753.94 784
o peak 3 | peak_ss 1oo7e051 14011 789 | | N 7486
Mass #9197.07
RT 778
Protein HCHCACAC
Mass 147913.88
orotem eHeacie Disuifide Bonds 1675
Sefde Boncs s Modifications Pysdoss
Modifications 2ysdoss Glvcosytaten Heor
Mass Delta 2z
Gycosylation GIF v
4rows (1selectsd) 3 rows (L selected)

Data UV Quantities | Summary

- Layout Ol0|22 2
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& Quick Guide | Intact Protein Screening

Load and Pre-process Raw Data

- Input required inside container Input Raw Files [Container]

&

Analyze and Annotate Features .
Deconvaolution

- Deconvolution: input required

Input required: -
Mass Range Restriction
- Restrict deconvoluted range (Optional)
- Upload tdfile of target masses

- Acceptance criteria

- Peak detection settings Intact Protein Screening

COverview of spectra from screened
masses

E- Montage View

Export Results to PDF Export

POF Report

@oeee

'J.
4

Intact_MassScreening /SCIE
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2 AZ HiX|o| T4 CHEF AT 2L S Q|5 HH 2

h
I_
[|2Eams YL

- XIHE T2 A2 3 (ppm E= Da) Lol SE 0| =X 0%
£ foist 4 ABLICE

= 7} ME2 Che1 Zo| AlEgLct

oM =
- Vahd(-f) A AHEl Z12F0] Validity Threshold ZF O] 2tIL|C},
=

()
Zl2F0| Attention Threshold Zf2 X 1}stL|C}.

Intact Protein Screening - Settings

Validity Threshold:

10

Attention Threshold: |20

ppm

ppm

kv

|DTargetMasses.b€t | =]

Assignment: From File
Group Cutput: ]
@ t5

Cancel Apply

Zoomed Range 3

Name Expected Mass Detected Mass Delta [Da] Delta [ppm] Valid
Remicade_ldeS_reduced 25647 .51 25647.35 017 -6.0 v
Rituxan_|ldeS_reduced 25328.19 25327.79 -0.41 -16.0 X
Herceptin_ldeS_TCEP 25383.31 25383.14 -0.16 -6.0 v
Humira_IdeS_TCEP 25458.33 25457.95 -0.37 -15.0
NIST_500ngOC_ldeS_Red_01 25688.91 25688.72 -0.19 -7.0 v
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o 1% fy A32)

JOfl AFEE|= A4 HE2E|S 0|5 H:

- Input Raw Files ZIH|O|L = = T2 M|A S AMESHO] HHX| 2|
2 MES IHEH O ZE FA 2[RI,

- Trash@ 37t 2P 24 &35 0O MEE =
E ZiH|0|HA|A 7| 2XMo 2 EMTtE| /SL|Ct

SE(sb) L2 MZESHH &
2 Y 2 24 /2 E =0

SA| APH [ =

- MAE|E ZH MZ o] XK 2|
2ot B FIF ZAE 2N

AMEE  UASLIL

ZatE A
C

* Montage View &
- 200707t = MES

|
= 2|'d st
A= A olAL|C}H

=
A = 22 Montage View &5 =E£

Input Raw Files [Container]

= Z|C 200702 HES EAE = UAGLICE
3

Load Intact Protein Data

RT Range Restriction

miz Range Restriction

JCRORG

Spectrum
Baseline Subtraction

®

Chromatogram
& Chemical Noise Subtraction

@ Save Pre-processed Snapshot
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e LI &A= 2I5H In
- IO o|E0| &2 HIE M
—  CFA wiff EE= wiff2 A

(e

Input Raw Files [Container]

Reset
. Process >
Dect
L= Control >

Show Progress

Show Console

Save Graphic >
@ Help...
Moni T Settings...

Show Results

—

(1) Input Raw Files [Container]
ENRA QEZ HESE 2E/5HY
SettingsOf| 2 AlA

Input Raw Files [Container] - Settings

General Parameterization

MName:

Description:

Partitioning: | One Input per Fraction

g

Input Raw Files [Container]

If running multiple samples from a single wiffjwiff2 container,
or if analysing replicates with the same name:
- Change Partitioning to by Structure’
- Set Fraction Count to match the number of samples
being analysed

One Input per Fraction
by File
by Metadata
o ] || ey

X

(2) Partitioning2 by Structure

2 HE

Mame:

Desdription:

Input Raw Files [Container] - Settings

General Parameterization

Input Raw Files [Container]

If running multiple samples from a single wiffjwiff2 container,
or if analysing replicates with the same name:

- Change Partitioning to by Structure'

- Set Fraction Count to match the number of samples

being analysed

Partitioning:

by Structure ~
Fraction Prefix: |Fraction
Fraction Count: |96

Fraction Major:

Discard fraction information

Cancel

Apply

(3) 2EE

o]
AH I

ME 22 Fraction Count
o2 XX

SCIEX:
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d 2 EM 232d HAIE=0f ohigt XE

econvolution: S&¢t H|0|E| ME| SHA| X[ X<}

rie
HI

- B Remicade_IdeS_reduced | || Rituxan_IdeS_reduced |
(B oeonon BB AIB2E 012 5T 23214 ojZ2AA0LIE
LIEHELICE,
- MZ CIE mAbS| M| 7tX| CHA M @A (mAb BHE) 7L Q1
L|C}.

olx
2 8l

e

SZ0tEHT| I JQSLICE
2 2L NE RASIL 2 &A=
x

(@) Deconvolution - Settings X AEI'! %O‘” [[I‘EI‘ E}.E‘I- I:} L-l EI‘
o | - HOEHE wiff TFU It wiff2 THIOIN 25 HSELCH
::x N:::s zn : @I) Deconvolution - Settings X
Mass Sten: |2 L —
_|  Deconvolution Options ;RT Ranges | Display
B -
G [ — . 0] SB0| H|0|E| MEO|A LIEFL 2 9
RT Window: 9 Scans
iiter RT Ranges 1 "
Eagean::T:e\:ed | | PeakDetecton: Cugmrwasad - = — TICE Al-.g_ oI-O:I 7ﬂ|‘ AH == Ol = I‘I RT Ol % Xl’%g
= Perform Peak Refinement
method: ’:‘:‘;\;:jntmﬂy Damnv:Dluhnn ] Ceteenent et [ _ Min. Peak Inten S|ty a}t ; 20% Ol Ato =z AE-i
S S 1 em— +5 CH& cHHap 2t El He| = H[etghL Ct
@ty —— P Center Computation: Local Maximum - _ I:IIII%—O—l = xl. (@Xer| Ol %(Dal-é'l_tl_ 7|_I—| SH [[H 7}2 HHX'()"A_I A q E-I |—-|E| EE AH
Boundary Determination: | FWHM w -
e = Z0f CHelf He7t SLE HOZE o &E22 Only Zoomed RangesE AME
gL,
v =T SCIEX
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oy Zak HM ATz|L QAZ 20 Cist X &

Deconvolution: A=/ RT HEY

Deconvolution ﬁﬂall‘c}l %3%%% M%3f0=| —E—&!sl'f M% AI'EI-:”—Ql %"?—
T Deconvolution-Settings x - $_ EHg ?‘g ﬂi: I|_x-|| mAb(-(g-*ol- 01|*OI-E|:|‘I)
- YT B HR HEE NESURIIL S 4 US)

iznual i

RT Ranges: RT min. [min] RT max. [min]
- 435 4.50 L]
+ TICE ALR3}0] RT 9IS Al™atel MEC RT 9|0 47t ZatEu|ct

O|2 s} A32|d YAZZEE ALY = YSLIC

“ Deconvolution Options RTRanges Display

T8 AVIQE sk JUE
e Manual2 AI8%1 2t 2 @AC
(22| TZUo| MM xH™2 o= II-O |)

Visible RangesE Only Full Rangesi A,
Ci20ll sfist= 2 H2AEE7t b= ELICL

—-  MZ HiX| FAO|M Z20LE D)7 YBHEL|CH
‘ - T4 22 Aolof 22|7 et
A-ll:IOL.|/aEI ’

HH mADb

A A
L]

SCIEX
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M A3z|d IFIEZ0] et X[ F

Mass Range Restriction

Mass Range Restriction o O] 2= J|EX O 2 MeF=IL|CT
* Mass Range Restriction2 AtE3st0] C|I22FM
EX SH EHOE Mot o+ QEL|CE

-I_g_EI |__| |:|-

JP>

Only Full Ranges& At&3%h= 2% Of H|2to] A
—- 0| &% E£ Only Zoomed Ranges CHAl A3 4= QU&LLCE

Dy Intact Proten Screewg a x =1 4=
1L Mass Spectrum
1+ e B2 | oWl A+ o B2 o wowod O A B
=« Mass Range ««{ Mass Range
S . o \
AbS of 3t 4 Restriction AH2 ‘
§ Restriction AFHE ¢t 2 « Restriction A& I
H I\
ol Bian awesoo L, wivoo 4T84 smemco_sasv e Leew ) swum 84300 MOS0 WASII00_ WISE400 9311800 5673000 @ - i e 2 / 5 "
T e e T e i e W T e
1o 110 [1ng 110)
1L Spectrum Table x L Spectrum Table x (L, P
RYTO (D@l ¢ S BYTO (D0 ¢ S
O % e Ecemet Fem RmtCant TIC Bawe Pesk RTCovder  RTRage MassRarge  Method e Method Date Source Tyoe % (& 2 e Eoement Fas PertCant TIC BuePesk PeskCoust RTCenie ATRage MassRwge ExpeciedMass DeseciedMass Dets Defta fom] Method e Method Oate 4
- Fnange: 02ng(q W 0001 4917 wsm38e S00450:5.20 20.0:100.0 M5 _IntactEST_bin 80 Thu Dec 20 18:40:36 CET 2018 Sciex WiifTwo. S | = ranange t 0.2ng (4 01 2087 85225088 1 50048050 20.0:1000 Pt e 00 L.46 M5 _Intact NEST b 80 Thu Dec 20 18:40:6 CET 2018 o
R e P e A e e e T I W e
* RNiRenge! 02rgl W 0001 S.9187 2218108.75 5.004.80:5.20 20.0:100.0 MS_irtact NEST_bin 80 Thu Dec 20 19:11:31 CET 2018 Scex WiffTwe & MiiRange 1 0.20g [8] 01 3.8E7 2218100.75 1 500480520 2001000 w2 m M52 04 2 14M5_Irtact NEST b 80 Thu Dec 20 19:11:31 CEY 2018
- FlRege 1 04rg( @ 0001 L2ET W9197.38 500480:5.20 20.0:100.0 M5 _irtact NIST b 80 Fri Dec 21 30:20:01 CET 2038 Scwex WifTwo - ~ Fllfenge 1 0.4rg [ 501 4798200... M9197.38 1 500480520 20.0:000 64423 64224 D14 2. 16 M5 _jrtact NST b 80 #1i Dec 21 30:20:01 CET 2018 -]
- FARange 1 04rg(s) W) €01 A.29E7 1558086.25 S00480:5.20 0.0:100.0  MS_Iviact NEST b 80 Fri Dec 21 30:35:35 CET 2018 Scmx WiffTwe & FulRange 1 0.4ng 8] 01 26367 1558086.25 1 5.00480:5.20 20.0:1000 L “em 0m 6.25M5_Jotact NEST_bin 80 Fri Dec 21 30:25:35 CET 2018
- Fulflange 1 04rg (s} W 0001 AGEET 1652935.50 S004.80:5.20 20.0:100.0 M5 _Inact NEST bin 80 FriDec 21 10:5107 CET 2048 Soex WifTwe. - Fulange 1 0.4ng (5} 01 281E7 6SNIS.S0 1 500480520 20.0:1000 P HM2E 0% 6.89M5_Jntact NEST b 80 i Dec 21 30:51:07 CET 018
- FliRange t tng[n] W) 40001 4347 167664588 5.004.80:5.20  20.0:100.0  MS_jntact AIST_bin 80 Fri Dec 21 11:06:40 CET 2018 _ Scex WiffTwe. & FulRange 1 1ng (3] 1 7. 13 M5 _Jntact NEST_bin 80 Fri Dec 21 11:06:40 CET 2018
- PiRengel ing[1d B 0001 5,157 1825403, 75 S00480:5.20 2.0:100.0  MS_imact NEST_bin 80 P Dec 21 11:37:45 CET 2008 Soex WiffTwo. ~ MlRange 1 1ng (12 3127 #5075 5.00 480:5.20 801 M5 _Jract NST_bin 80 #ri Dec 21 11:37:45 CET 2018
- FulRange | 2ng [13] ® o1 5,17 #39019.62 S500480:5.20 20.0:100.0 M5 _iact NEST b 80 Fri Dec 21 11:53:35 CET 2088 Soex WifTwo. L‘ ~ FulRange | 20g (13 01 3. 1E7 8IS0 1 500480520 20.0:100.0 e He2s) oW 7,255 _Jract NSST b 00 i Dec 21 11:S335CET 018
I e L 29014 @ omi 527 W, 5 30 X000  M5_ietact ST b 80 FrDec 24 120905 CET 018 S WiffTwe v " 3
I 3 35 rows (1 etected)
0TI Jienk [ ey uta [ urmay

~SCIEX
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A% I 2M AT2)d Y2B20) i3 XA
i i (= elke) N = Ol
Intact Protein Screening= ¢I¢t S H &2 Ho
Intact Protein Screening ® ﬁﬂal I% -?—l-él-_l' J_.l_l'g QEC‘,I: II’é‘,‘
Intact Protein Screening - Settings
General Peak Detection Display - EE LH II:O'”A-I %oel-él-_l- xEIE<5I:O| mlél-El I|: Z)d_?_ ASS|gnmentE leedE -6|-ﬂ
i - Masses AlMH0f| 2t = eL|Ct
Assignment: Lo I ‘
ETpnEE Intact Protein Screening - Settings =
e s - M 7h0| CHE F2k0| OfatE|s 29
vty T [ o AssignmentS From FileZ HZ51 2t S
— o RE Mo TeHE txt IHYUS PR EBILICL
&
Group Output: [l
@ E Cancel Apply
* 7|2 Peak Detection &S HAY LT} glELICE SCIEX
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[0

Excel2] CONCATENATE &4
2l EZ otLtel €= AgtetL|Ct.

" Ao RelSHUAIR.

2. HO|SO0|M A5 HMAHFLIC.
- SZE @& FAotn g 2097 E dEf gL Ct
- Hefl €2 AFSH 228 H|o|ES H-d LIt
- ADYEAEES txt OHUZ HEELICH
3. txtotds 0 LR It 2XE MALCH
- SSHBRE=RYAMNEL BN A= HEE S Mg
L|C}.
- "7t A ERHRY| B E AEOI0 "E SO = HHE LI,

(1)

< X & fr | =CONCAT(B1,"," CL," "D1","E1)

0 Not set Unclassified Public Confidential Restricted

| A | B | C | D | E | F C L Il Il K Il
1 |Remicade_IdeS_reduced | 25204| 23438.7| 25647.5| | =CONCAT(B1,",",C1,",",DL", " E1)
2 |Rituxan_ldeS_reduced 25204 25366 230394 25328.2 CONCAT(text1, [text2], [text3], [textd], [text5), [text6], [text7], ..)
3 |Herceptin_ldeS_TCEP 25236 234429 253833
4 |Humira_IdeS_TCEP 25204 234119 254583
5 |NIST_500ng0C_ldeS_Red_01 25236 25398.2 231275 256889
6
7

(2)

c1 &

Home Insert Page Layout Formulas Data Review

fe

A B

1
2
3
4
=
A

Remicade_ldeS_reduced

25203.954, 23438.697,25647.514,
25203.954, 25365.986, 23435.423,25328.194
Herceptin_ldeS_TCEP 25236.018, 23442.855, 25383.306,
Humira_ldeS_TCEP 25203.954, 23411.892, 25458.325,
NIST_500ngOC_IldeS_Red_01 25236.018, 25398.159, 25127.548, 25688.906

Rituxan_ldeS_reduced

ﬂ TargetMasses-formatting - Notepad

View H

Paste Values

|
[a & &

®3)

File | Edit Format View Help ﬂ|7161|0F %P
Rem  Find.. Ctrl+F 83.954, 23438.697, 25647.514
Ritl  Find Next F3 B3.954, 25365.083, 23039.421amd5328.194"
HerfIE oo shiftFg 36018, 22442.855, 25383.30f, "
Hum Replace... Ctri+H 83.924, 23411.892, 25458.32%, .
NIS 25236.018, 25398.159, /J317/.548, 25688.906
Go To.. Cirl+G
Select Al Replace X
Time/Date "
Findwhat: " || [mncies
Replace with ‘ | Replace
Replace All

SCIEX
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Review Results from Same Batch
i.e. samples processed together
in a Be workflow

Load Snapshots from same hatch

Review Results (same batch)

Save Review Snapshots

2 ) & @

71

Review Results from Different Batches
i.e. samples with different peak detection

The Review Results activity should he
deactivated when processing:

- Sequence-free snapshots (no annotations)

- Targeted Mass Search snapshots

Load Snapshots from different batches [Container]

Feview Results (different batches)

Save Review Snapshots

2 ) &) @

- f
Intact_ReviewSnapshots /SCIEX)
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|>
1

s HE Y3IE20f it XA
N 27l 7 O_| I==.
0|2{3t /3 E 2 = Biologics Explorer 2L E 012 21d RaF 2M I EZ0|A MEE 2E
AAK(sbS & 4 ABLITH
- SYotHiX| it= CHE HiX|Of| A 2 A El HIO[H E AFESHH O] ' Proteins x
H 2Ao| Zatg FLict =Y T A CED x @l ~(@):
¥  Range Peak Id Protein Name Disﬁ!e B... Modifications
- _jIC_jl- %‘!E% %E'é‘l-:l_ %R'ﬂ- %4_?_ _*_7' |7:‘l|§ Eikllﬁ()-”kl = Full Range 1 334LC 2%58
+  FullRange 1 947 LCAC
2t CC = He| A= AHAsth i Ful Range 1 | 2908[HCHCLC 355 Cysteinyl + 2*Gin
- e 7-I_I_I_I EJ—l-E ﬁ OOI=I Ll I:l-(AnnOtatlonS SnapShOtS uane ZQS?CCC 13*5-5 2n->o-GI-|
|2F SHE).

* Sequence-free, Targeted Mass Search, Individual Data 5! Pre-processed Snapshot=S A2
e 22 Review Results 28 = =8 AL ELILCL,
—-  0|2{ot AHAFO|| = Review ResultsOfl 2R A|[ZA MBI} ISHE|0] JAX| ASL|CE.

X7t 4E T £F &l Annotations SnapshotsE Review SnapshotsZ X &st7{Lt, Z1HS PDF
HIAZ LHEHL|CE,

SCIEX
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Time-Resolved Deconvolution EE= Automated Deconvolution ~1EH

* Automated: C|I2=5&M HR|7t X502 ZH™ElL|LCY.
—- AZOIEOZ D EMoZ & C

* Time-resolved: RTS| Zt AZHO||A| C|2=FMO| &t 2 EILICE
_ xb ':'5HE|I| ol H3F P""é‘k%m '<'5I-EI_| E|O|E-|O1| IPEuIL_||:|-
ol

I — /| Hd ==+
EI“%—?—’SEI Hlo[E{2] 2D HI|1E 4dstq EX|AHLE 2= K| g2 I|ZE O & HA|

—

fuk

= AL
BAIALL Eoli=|X]| g2 T30 FEetE ErestefL L.

SCIEX
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Time-Resolved Deconvolution 2 Automated Deconvolution AFHE A|

Time-Resolved Deconvolution
o FQ ALE AR:
S I Z0fEOz| I

M 111 : \W i

(AT

m‘:‘w""
“N L

Wil

AA LY Ot

22 U HEEH
A mAb

HtH

Il

st AXl= TIC

Automated Deconvolution
o 9 A A2
Cte I Z0EZH I

SCIEX
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FH aE= Intact_AutomatedDeconvolution
Deconvolution range t 140kDa ~ 160kDa

9 Visible Ranges: Only Full Ranges(A|Z{3t 8l 211 8) l ‘ m ' I l |
Mass step(Da)? 2 m“‘”'m ”‘ ' ’ ' 2

RT Window: 5 ~ 9(SH: TH RT 9| AlH)

1
RT Ranges Isolation Threshold: 5 ~ 15(A7H FIp0] w2} CHE)

Mass Tolerance(ppm)2 20 ~ 50(AM2 & 28l S0 a2t CHE)

Glycosylation 2 Deglycosylated SE= Glycosylated (2t0|E22{2| M &)
Disulfide 2 State: Fully Connected

Connectivity: IgG(liEdt= B2, 1 20l= CHEA X|H)

M 2cteHE ofml SCIEX
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Intact_ AutomatedDeconvolution
Intact_TimeResolvedDeconvolution(012{ RT &

Deconvolution range !

10kDa ~ 160kDa
Visible Ranges: Only Zoomed Ranges(A |22t & E1&

Mass step(Da) !

RT Ranges!
(TRD2| 22 2Al)

RT Window: 3 ~5

Isolation Threshold: 3 ~7

Min. Peak Intensity: <1%

A2 9ls 2

rin

Mass Tolerance(ppm)?

20 ~ 50(AtEE 23S0 met CHE)

Glycosylation 2

Deglycosylated == Glycosylated(2t0| 2 2{2| A EH)

State: Fully Connected
Connectivity: Unspecified + 3 Additional chains
Cysteinyl (40| gl=

Al2H|21e] BR)

Disulfide 2
IC2=2M, 20 o

SCIEX
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Intact_ AutomatedDeconvolution

Deconvolution range 1

140kDa ~ 160kDa
Visible Ranges: Only Full Ranges(A| 22t 8! E11&)

Mass step(Da)?

2

RT Ranges !

RT Window: 5 ~ 9(SH: T RT #H¢| AlH)
Isolation Threshold: 5 ~ 15(A7H FOH40f 2} CHE)

Mass Tolerance(ppm) 2

20 ~ 50(At8 E 2dlis0f wat CHE)

Glycosylation 2

Deglycosylated E£= Glycosylated (2t0| 2 2{2| A EH)

State: Fully Connected

Disulfide ? L ey
Connectivity: IgG(llEdot= 22, 1 2l0l= ChEA X[H)
IC| 2SN, 20 A oj g

BB I8 ey

SCIEX
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ﬁ L L
>=. @)

AE oY B g

= =] o

A BME 9l

MIS AR

| 1 . | | 1‘
L2584 9l
10 ~ 80kDa
o A2zl

(AA L X SEHH)S

SCIEX
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M CHHHXI. E3SF AH=
HE: HAE = ZERT HA
MEZ 2of{AtE Zeh(HEBEX| A2 MERY, 2
X7 48 (FH)
MZ Qv HIEHA CHINE o) SAZ EYAS

Deconvolution range !

10kDa ~ 160kDa
Visible Ranges: Only Zoomed Ranges(A|Z{%t 8! E11&)

Mass step(Da) !

2

RT Ranges!
(TRD2| B2 FAl)

RT Window: 3~5
Isolation Threshold: 5 ~ 15(74 @4 7+ 22|0f w2t CHE)
Min. Peak Intensity: <1%

H
rin

HS 2502 U

i

Mass Tolerance(ppm) 2

e E2 gt a8y TS fl
tE)

20 ~ 50(AHE E 23S0l et O

Glycosylation?

Deglycosylated = Glycosylated (2f0|E2{2| MEH)

Disulfide2

State: Fully Connected
Connectivity: Unspecified + 3 Additional chains
Cysteinyl (40| = AAHRIS| Z2)

oA =3t 4T

SCIEX
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AE: Y BN chum
e 2= g3
£7) MF(EH):

140kDa ~ 160kDa

Visible Ranges: Only Full Ranges(AlZf2t 3 21N &

FH 3 E=E Intact_AutomatedDeconvolution
Deconvolution range? .

l

H

MaSS Step(Da) 1 2 ‘ “‘ i ‘“’I I 1“"{\ | NN' ‘lm AL 4” ‘
RT Ranges DE ADC AlS7} THE BH RT HOIS 2502 2 ;
T "”"mm’ ‘W”"“ \
Mass Tolerance(ppm)2 20 ~ 50(M2E 2dis0f w2t CHE) T
Glycosylation 2 Deglycosylated &= Glycosylated (2t0|E2{2| M EH) Deglycosylated

CECER

State: Fully Connected

o
Disulfide Connectivity: IgG(IEdHe Z2, 1 Qo= ch2| X|F)
Conjugates 2 ZotHel ol Sxt A XM

J|E} AT AFSH Review Results: DARZ SHIEH| AME = JACE F= F4E HA
. gfLict
= .

M 2cheiE ofm SCIEX
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X=- ADC 22
7| M (EH)

(=) .
ME /Y ADC: HH Sl 2t

»

Glycosylated
(2=l3 43}

Intact_AutomatedDeconvolution

Deconvolution range ?

10kDa ~ 60kDa
Visible Ranges: Only Full Ranges(A| 22t Sl E11&)

i wrassss | |,

25000 30000 35000 40000 45000 50000 55000

20000

Mass step(Da)?

1~2

RT Ranges?

HE ADC 27t otz B RT RIS 522 §F I

Mass Tolerance(ppm)?

u\wmwu |

10 ~ 20(AHE &l 23l S0fl mfet CHE) Ve

Deglycosylated

Glycosylation?

& EECERED

Deglycosylated 5= Glycosylated (20| £ 2{2| MEH)

Disulfide? State: Fully Reduced
Conjugates? oMol o] Sat B XM |

7|EF B0 Abg

Review Results: DARS SHIZH| A|Atgt
ghect,

A =
£ 9UZ2 52 54

2 HA

[

25000 30000 35000 40000 45000 50000 | }

The Power of Precision



© 2022 DH Tech. Dev. Pte. Ltd.

> )
~SCIEX:
The Power of Precision



M
Al

&S HC(ZAE)2 LC(EAS)

b4
N
nx
0%
I
2

0=
MK

30
o

Rl
|l

H9azz

HC Sl LC= 2halE EhlH

Intact_ AutomatedDeconvolution
Intact_TimeResolvedDeconvolution(S&X #H&0| H2=l CHHO| H )

Deconvolution range !

20kDa ~ 60kDa === 20kDa ~ 110kDa(%E
Visible Ranges: All Ranges(£3] AER%

Mass step(Da)?

1~-2

RT Ranges?
(TRD2| B2 FAl)

RT Window: 3 ~9
Isolation Threshold: 3 ~ 10(7*4 24 7t £2[0 2t CHE)
= R QIFS oy m|=0f tisli 2 &

Mass Tolerance(ppm)?

10 ~ 20(2 ™ Metof et CHE)

Glycosylation 2

Deglycosylated E£= Glycosylated (2t0| 22{ 2| MEH)

ol E| El 2R - State: Fully Reduced

Disulfide 2 BHo=Z °1745| MESRUY - state: Partially Reduced, Connectivity: IgG
*._"E—.” A SHRIE AFS L AR HM
I Z2EFM, 200 of 2

/SCIEX:

The Power of Precision



& & MName RT Center EBase Peak
% Name Parent Range RT Center | : E::: Ez:gz; :61; 3;;;;?5'32
“ Full Range 1 564 B = Full Range 3 580 146724362
B ~ ZoomedRange 1 Full Range 1 5.64 ] = Full Range 4 643  7939946.00
. & Toomed Range 2 Full Range 1 5.64 ] ~ FullRange 5 667  4143547.50
19119.62 /I =~ Full Range s 7.22 431483.38
2343846 Her_HC 2343825
e e Her_LC 49149 16
e 1,2,3 Her_HC
’
72588.75 ssisner 72590.00 O 3829895 O
Her_HC-Her_LC Her_HC-Her_HC
16383.44 L Bs.ze‘es.m ; 16383.27 1 Her_HC-Her_LC i
r T T T T T T T T T
20000 30000 20000 50000 50000 70000 80000 20000 ' 20000 30000 40000 50000 60000 70000 80000 90000 100000
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F-III

off A (0 2Hd 6 R 24| 8iS)

Intact_AutomatedDeconvolution
Intact_TimeResolvedDeconvolution(S & H3O0| &l CHHO| H Q)

20kDa ~ 110kDa &= 20kDa ~ 30kDa(2+%E_I otH T3

Deconvolution range ! Visible Ranges: Only Zoomed Ranges E£= All Ranges(THHO| SA| 22| %|C2ts A E A2 E
I8 AHE)

Mass step(Da)? 1~2

RT Ranges? RT Window: 3~9

(TRD2| 22 2A|) Isolation Threshold: 3 ~ 10

Mass Tolerance(ppm)2 10 ~ 20(u ™ Meteof et CHE)

Glycosylation 2 Deglycosylated f£= Glycosylated (20| 22{ 2| MEH)
State: Fully Connected. Connectivity: Unspecified + 3 Additional chains

Disulfide 2 Free Cysteines(*”OI e AlAHRISl H2).
State: Fully Reduced (&l &l HEQI a2)

Sequence 2} CHH A|# A (Fe/2, LC, Fd)E JHEAH O Z Lisljof 3t

IC|ZERM, 20T oy SCIEX:

91 © 2022 DH Tech. Dev. Pte. Ltd. The Power of Precision
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Intact_ AutomatedDeconvolution

Deconvolution
range !

140kDa ~ 160kDa
Visible Ranges: Only Full Ranges(Al 22t 2

i
Kl
0

Mass step(Da) !

2

RT Ranges!

£ BX CHE Moot ZotEl thd RT HeIE 3522 ¢

Mass Tolerance
(ppm)2

20 ~ 50(AHEE 23l S0 wtet CHE)

Glycosylation 2

Deglycosylated = Glycosylated (2t0| E2{2| A EH)

Disulfide 2

State: Fully Connected
Connectivity: IgG(llEot= 22, 1 2l0l= ChEA X[H)

S InPAL

o

UptE O[3 FM 5l MY E 2 HE ZTo A 2tolER2|E
MM3H0] Targeted Mass SearchOfl AR BfL|CH,

7|1& mAb
HIO| QA2 1
= Hto|A|LE 2
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_*_7' S| I‘l (1x—|x_-l) [l 20200608 Trastusmab 0D | [H20200608 Trastusmab 1D j [ 20200608 Trastusmab 2D S—
: g+Efotn| =3t
7egorn| =3
Intact_AutomatedDeconvolution
Deconvolution 140kDa ~ 160kDa 6*efotal =2t
range 1 Visible Ranges: Only Full Ranges(A|Z{3t & E1&) J—
o*etoto| =3t
Mass step(Da)! 2
| " 10*Ehot0| =%}
1 DEMENM SIS II HAE L 20| Az M HHIE I8 ZE grgotn| =3}
RT Ranges RT 9IS #8502 i3
7+Ehotn| =%t
ass Tolerance -~
Mass T 20 ~ 50(AMHE &l Hols0f uf2t Ct2)
(ppm) =
Glycosylation2  Deglycosylated === Glycosylated(2H0| 22{2| MEH) arotojs 2}
o*Efotn| =3}
Disulfide 2 State: Fully Connected
Connectivity: IgG(SiEdt= 22, O 20= CHEA X[H) -
=
o ™ |
AT AR UE O3 =M I HYSE 2l AE Ao A 2to[E22|E . ;zalﬁ
. © MM3H0] Targeted Mass Search01| AE LI salxt
oy = 7YX}
, - ot
L2284, 2 d oy SCIEx
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XHM[SH L2 SCIEX #l AIO|E
(sciex.com)E &=ol7L}, Ct5 &
H S SILIZ AFEol FALZ 226}
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sciex.com/contact-us
sciex.com/request-support




A H /20| MA

SCIEX & Tt TEZEZ[2= N[2| TITHERILICEH oA Mol o[sHATE A 7ts LTt
LR ITMOM = MEE AR = 9ISLICHL AL 7ts R = X I HEXtoA 22
St7LL https://sciex.com/diagnostics H[O|X| & HXSIMA|Q. CHE BEE MS2 9+ =
MO =0t ALZElL|CE RITh "X AFESHK] O A2,

oA EIE Z6t of7|0f| AgE AE SV/E=E S5 A4HE= 0|7 /== 7B EH 77
0] AB Sciex Pte. Ltd. EE= ST AR XS] XHAFRILICH(sciex.com/trademarks & ).
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