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Chromatogram Chemical Moise Subtraction - Settings >

Advanced Display

Chromatogram Smoathing

RT Window: l:l Scans

Estimator: | Moving Average v

Chemical Noise Subtraction |

s BExXEBENENTRNE
BRE?

REE,JL: DN
MREEEXREEBITIHE,

[0 | © Chemical Noise Subtraction-SC X | ==
RT Window: Scans

SNEH B+

Quantie: S
Method: @ Clipping O Subtra > Import activities

ities

Threshold: |14 [Inten <

reduction activities

activities
* Chemical Noise Subtraction
* mz Structure Removal

* RT Structure R

* Blank Subtraction

> UV trace noise reduction acti

* Intensity Thresholding
> Peak finding activities
» Quantitation activities

[ ox .

activities

‘expressionist.genedata.com/display/SN20,

Function

Input

Activity settings

Output

€ Save for later ® Watch o Share

Chemical Noise Subtraction

The Chemical Noise Subtraction activity is used to remove artefacts that are caused by chemical contamination in samples from
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
include contamination from the air, which appears as vertical lines in the lon Map.

The Chemical Noise Subtraction activity combines ¢ chemical noise and the RT
Structure Removal and m/z Structure Removal noise redumon activities into a single activity. All steps are optional and can be
activated or deactivated using the activity settings.

@ To obtain meaningful peak boundaries, noise subtraction must be performed before peak detection. Consequently, the Chemical Noise
Subtraction activity must be performed before any quantitative comparisons of LC-MS data intensities are made.
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Chromatogram View
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iii. Chromatogram Peak Detection
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v. Singleton Filter

. Peptide Mapping
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Load Raw Data:. NS MrR&FMFEIESCH

General iﬁlﬁ—ﬁo Load Raw Data - Settings x
=) General, Advanced  Display
° iE % N a m e ? Eﬁ LXE)Z%*EO Mame: I Peptide Mapping Extended I
s Y Format: Sciex WiffTwo (= wiff2) v
° J:T% }? yé %& ?E X{q: : Use File Name as Sample Mame
Enable Numbering of Samples
- 'fyiij:i Wlff ﬁ Wlff2 %Q’%gj{q:o Enable Raw Data Parsing
R E ZenoTOF 7600 RARVEHREET, X(EMA wiff2 e gggggg% ggimg Eﬁﬁigﬂ EEEE% f
Xt, TR wiff o sz o o ez | K
- FEEESZFER BB
N_arne 3items
() 20210203 Adalimumab tryptic 2ug ECD_1 timeseries.data X . — — ot
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uf,lzuzmzna Adalimumab tryptic 2ug ECD_1.wiff2/

—- EEF wiffl 3 wiff2 s, 1BXNTE wiff 3¢ wiff2 SasFEITH,
MERA X HBIFRPIEEE FERISXS, '
SCIEX
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* SNR wiff 3¢ wiff2 SBPRBEMESRXHFEBEHERE R, WAZEER Auto Detect £,

o EIMffR Experiment Table FHHIMIFEARZRZEME—R, FH Review Results BB MFEZ
HNIEMEEER, BFHRITUTRE:
1. M Format THi%lIERHi%EEFE Sciex Wiff 3 Sciex WiffTwo,
Yt FE ZenoTOF 7600 RZEREMEGE, NEA wiff2,
2. %™ Use File Name as Sample Name £i%4E,
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X
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Data Preparation:. XFIEFERFR - 73 (IEX
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Isatope Clustering
, : Chromatogram
MSIMS Peak Detection @ Singleton Filter @ e cublaction

dAduC Groupng. [ 417 Chromatogram
Charge And Adduct Grouping ”7"3 AT Alignment

MS/MS Deisotoping

Process MS2 Information

() Chromatogram Chemical Moise Subtraction - Settings X

eneral| fretineelifrly
[ chromatogram th
TWindow: 5 | Scans
Estimator: Moving A 0t
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Threshold: |14 [Intensity]

@ % Cancel Apply Sc I Ex
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Data Preparation. {¢FIEERER - RT

o NRBIBENRAKBE S RELTF 50 &k, N
RT Window #AY{E (190, X EOH/DE 10138 151) -
~  —BTE, RT Window B/ MWiGE RSB EFS R AIERTH R
oD I E.

Chromatogram

M8/MS Consolidation
Isatope Clustering

, : Chromatogram
5 MS/MS Peak Detection @ Singleton Filter @ Chemical Naise Subiraction

EREFTRRE, BRITUUTRE:

1. EEFEAHE RT Lk EMFFHEE K
B4

2. FNNEEYRUAERRENEF&
EE,

. ARBETRERNEFEeIEEEOHEE
Profiles,

. {#H Advanced Filter Tool T
AN IR RT SEE,

MS/MS Deisotoping

@08

dAdAlet Crouning [ @) Chromatogram
Charge A Eg RT Alignment

Process MS2 Information moval

() Chromatogram Chemical Moise Subtraction - Settings X

General! advances d  Display

Chromatogram Smoothing

RT Window: |5 Scans . 0 “l
| RNEEYA

Estimator: Moving Average ~
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RT Window: | 201 Scans e

Quantle: |60 %

Method: @) Clipping () Subtraction

Threshold: |14 [Intensity]
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Data Preparation. 4R I2EREF - BE
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2. ERTFELATIA - KNEREKFHEE,

M8/MS Consolidation
()
MS/MS Peak Detection

MS/MS Deisotoping

@0@e

Process MS2 Information moval

() Chromatogram Chemical Moise Subtraction - Settings X

General! advanced Display

~ [ chromatogram Smoothing ———————————————— @ . | s
(1248 4491]
RT Window: |5 Scans
Estimator: Moving Average ~
r Chemical Moise Subtraction
RT Window: |201 Scans z
Quantile: 60 % g
Method: (@ Cliping () Subtraction =
I
Threshold: | 14 [Intensity) IE 7K
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Data Preparation: Chromatogram Peak Detection

* RT AE_ LEHEBREZRERSHIEDHNOTBRIEZEHITEN
- ER/D9H: 100 Gap/Peak Ratio,
- EHEMSHIBE: B ZMER Smoothing,

Data Preparation [Container]

@ Chromatogram

Peak Detection

@ MSMS Consolidation Jomatogram
Isotope Clustering

.
zm01s
-~

. Chromatogram nsw
MS/MS Peak Detection F Singleton Filter
? . Chemical Noise Subtraction 1 Use Peak RT Splitting
’S Intensity Profiling: Maximum () Sum
(= -~ R - . Chromatogram e srrss
MS/MS Deisotopin | | Charge And Adduct Groupin @ e [ k Ratio:
@ " r"'EE v RT Alignment _ = -
T — Smoothing Algorithm: | Moving Average
i RT Window: 5
Process MS2 Information 2moval [T el e i
(®) Chremategram Peak Detection - Settings X 0: s e 112 s 1| IntensityProfiling: @ Maximum (O Sum WE s 11 11 1z 13 1a ms s n7
Gap/Pesk Ratio: @
Peak Detection  Display
Smoothing: loving Aver:
menen RT Wlndnwb Scans J—
Summation Window: |6 Scans T
[ Peak Detection Use Peak RT Splitting
Minimum Peak Size: 5 Saans v
Maximum Merge Distance: |4 Points e O @
Merge Strategy: () Boundaries (@) Centers Bl i i 1%
Smoothing Algorithm: ]
[ Use Peak RT Spiitting
Intensity Profiling: (@ Maximum (7) Sum . —
i K B - 189 7 171 172 173 174 175 1718 177
G EeAEa 15% %9 17 m 172 173 174 s 176 mr 7s
Smoothing Algorithm: _Moving Average v ) \
RT Window: |3 Scans S
Cancel Apply
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Data Preparation. MS/MS Consolidation

Data Preparation [Container] . .
) e h

@ Chromatogram
% Peak Detection

ﬁ M8/MS Consolidation
R

o EDIT Rul & HFRIEF FFRR MS/MS 253,
BEOLUNE MS/MS IEE], MMMIRBEEZELERE,
- MR MS/MS EBED TR, ESN e LURMRFE 4,

Singleton Filter

85| MSIMS PedkBetection
I P . Chromatogram

S/MS Deisotoping ) Cha —_—
@ MS/MS Deisotoping { 'I—.,_E': | Charge And Adduct Grouping RT Alignment

Process MS2 Inf Removal
MS/MS Consolidation - Settings ped
g

{General} Advanced Display

R
v T~ * AP REILLOEFE S F MS/MS Across Chromatograms.,
- XEWTREERAUEENEEEREE,

[] Filter MS/MS Peaks

== - REETE S AR S R R LA, =
SCIEX:

Min, Peak Intensity: 5
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Peptide Mapping. ECEIZE (1)

Peptide Mapping General i;I_EIﬁ_E . -
| * Instrument: RIFEELIIGEHITIER, @) > a

| Instrument Source
LJ - | Detaut instument SYSTEM
e IQ . = = SYSTEM
1 Pephlp- ctings x - BEEERTEN:. SinZE File>Tools> oo T —
/88 Resource Status Peptides
. :
Peptide Chromatograms Report Display I t t Ed t
General Sequence Modifications  Glycosylation Disulfide  Conjugates nstrumen ITOor, Qsearches ;:3::0:‘;’; ekt S
i Mass Calaulator
Mass Tolerance: |8 ppm 3 Glyaans
|§ UbraryBrowser Fragment lons:
- [Z] MS/MS Identification —_§ Intemal Fragments: y
6 Instrument Editor Max. Ceavage Count: 3
Instrument: EAD T T Mod ficaton Edtor Max. Crossrng Cleavages: 1
. Glycopeptides
m/z Tolerance: 0.95 Da ~ @ Enzyme Editor vt rigmasic: s
Min. Score: 380 gpww Glycan Fragments:  yes
- |+ m/zTolerance:
.
Mass-only Matches: | Discard al ~

N — - FRIAE (0.95 Da) HRAERER MS REIEHE, REREMEEHTHEN
S {BRIRSIES MS/MS TR X m/z BB 1E =200,

EPDHER ZenoTOF 7600 RAXEREIEUIERS, & m/z Tolerance PE{EKZE 20 ppm,
SHERAHEM MS REERLBIEIBHITHOME, WAILLE m/z Tolerance B&{EE 20 ppms,

- —— FE&{Ek m/z Tolerance ] LARRSIZEAKEYRFATE S0 S MR ERIE &,
- REFERTEAILIEINEIINE, FIINSEIEIRED H LR 2,

SCIEX
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Peptide Mapping. ECEIZE (2)

Peptide Mapping

Sequence &Ik :

1. PepMap - Settings

*

Report  Display
Glycosylation  Disuilfide

=LC

=M ~
VQLVESGGGLYQPGRSLRLSCA
DIQMTQSPSSLSASYGDRVTITC
=TRY
IQVRLGEHNIDVLEGNEQFINAA

HKRTYLMACLVLALAAGASQAI
v

* Sequence(s):

Enzymes:
Select Entries JiEIE,

Max. Missed Cleavages: |4
Min. Peptide Length: |5

@ By o111

(@) 1. PepMap - Settings

Conjugates
Modifications

Peptide Chromatoarams

Report
Glycosylation

X

Display
Disulfice

Gin->pyro-Glu (N-term

n: true

P ‘Glycasylaton: true

Q)

>

FEME AN AT AE S FASTA X4 E1%,
- BT RROROERBENH/NRKEB A LIRES

BEEERREENAR EXRIEEYIR,

HITIRE
BERAAMR + ?'H:F

Modifications EIN £
o {FEAMMN +$TH Select Entries MIEIE,
& Fixed g Variable {&IfRIEETIR,
- REFEEEFEN, BIelEE B~&IMm AR BRI,

- WMEIWMETEFIXGEEN, BRFEMIEBRNEMEIREE
FR AV E /9 Variable,

Sequence Variants:  No Variants

per Peptidel]

LoD | R % %
< >

SCIEX

ccccc
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Peptide Mapping. ECEIZE (3)

. AN ° I Uibrery Browser 2 File System >
PEDtidE Mapping Glycosylatlon l?_EIJﬁ\—E . d e e‘@ @ |E7Up\oadFiles
» Library: EEFERFAREI B EXBEE, — o
(@) 1. PepMap - Settings x ) cho_n-glycan_large.gwd
ot | et |t | - EEEIUERBREEE: FME File>Tools > PR e
e [ . Library Browser > Resources, . =

* Max. Number of Glycans per Peptide: ##Z& “TiiteIsERIRIEY)” B, FTEFRIATFDN
HEHE FBEERLT—R) .

= - Allowed Sites: Only N-linked: NS MHRIBEEEFIIBEERLD, FIUIEE N-AEEK

: NEEEERERTRANEERRMN:
RAAFERETHREZ 4 1 N-BAE
o —— TR D MM TEIRHI I E = 72 Mg R E,
s 72 Edit Instrument 2 mmatyy - Allowed Sites: Only O-link: S MN4EREBEMAREE (SFT) RELR OFEREMIGEBEN S,
Gl)ﬂlga_jn Fragments B]5/ 228 2B AR BETLZBEREENMASNKRESX “TUitesgikEay)” HENRESAIEREFEEAF M,
%;% Y E‘ [ao

NRERRBEFI LR KER, WEBTRMERNEHRENHENEER, FINEREDERER
EH#s/P, £2RAR RP/KP BIRH,

Ei}‘(jﬂ C|D *ﬁfﬁ?;{é &) Edit Instrument %
ERBUEEF Glycan | cees sepses oy i
Fl’agmentso Peptide Fragments:

Glycan Fragments: [

SCIEX
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Peptide Mapping: ECEISE (4)

ELRENHECHKRIEEES, RFH O-BiE#

TR RAATH:
B EELE Ciycans! Size of glycan library
Bseazy: 1 peptide | 3 4 5 6 7
3 v IV |V |V |V
4 v IV v v |
5 v vV % | x | x
6 x | x | x |x |x
7 x | x | x |x |x
ig: BRERQE/P Size of glycan library
BREFH: 0 Seide | 3 4 5 6 7
3 VI v IV Vv |V
4 VIV IV v |V
5 VIV v v |x
6 vV vV x| x
7 VIV v | % | x

Glycosylation &I :

c ERETFAHAGIHE “FUtpuREREREY)” BE, MURERE

- BREEEPNEREHE (8RR .
FRTE X BEIRERNERIMEER.
%&3% Filter for Core Structures BB F IR&I{Z3%4,
- BTMHRATHNRAREES.

T EFEIEER:

FESTEIFHNTHE. B8R, AFEREBEERR, RZTFA.

- BEENMER TR ERELE,
I E SRR DROBENBELT —EE X,

o HthiERSHWRRIHERE 8,
- BYa5E5cRRTiE], PIHITRATIRME:

- 2 Edit Instrument €&+ #Y Glycan fragments,
RERVE MR Z I REKE,
REENME&NAK.

OB MRNRIERE,
D BB R RN

& N\
/SCIEX)
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Peptide Mapping:

FEEIKE (5)

Peptide Mapping

Peptide Mapping - Settings

P

Conjugates Peptide Chromatograms Report  Disolav
General  Sequence  Modifications Glycosylation D\sulﬁde
Connectivity: | Fixed ~
Bon HC:22-HC:97 ~
HC:147-HC:203
HC:223-1C:213
HC:229-HC:229
HC:232-HC:232
HC:264-HC:324 v
Max. Peptides: |4
Peptide Mapping - Settings hs
el | [ s
General | Sequenee. | Modficafions | Glupoiation | Divilfide
Conjugates i Peptide Chromatograms Report  Display
Chromatogram of : | All Peaks ~ |
RT Range: Extended Peak Boundaries ~
0.1 Minutes
Intensity Profiing: () Maximum (@ Sum
Peptide Mapping - Settings X
General | Sequence  Modifications  Glycosvlation  Disulfide
Conjugates Peptide Chromatograms ~ ; Report | Display
@t Carc

|:| Show Coverage per Experiment
’VPrEsanca Threshald: |1.0 [%% Intensity]

Quantification
Observable: Volume ~
Condensing Method: | Sum -

Chromatogram Thumbnail Size: | Medium

Apply

Disulfide &I

o WFIEXREEA: & Connectivity iEE 5 Fixed, {FRBIEHRR
&% (5130 HC:22-HC:97) 15EFnEARY —iiH,
- HERWMIAE Sequence LIRS ER B FRITAD,

o WFEEHZA: % Connectivity &5 None,

Peptide Chromatograms &I :

o BEEILESINEREN, XEREFFIRBIEENTR, X
T=EN

Report &I+ :

o FAEEINEER QTOF
Observable,

RIEKEFRSEIERY Volume I E

SCIEX
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Review Results: BcEI1RE

Review Results
3

Sequence(s):

Review Results - Settings

i Modifications Disulfide Conjugates Peptide Chromatograms  Report  Display

From Text

Seguences:

£

=HC

=LC

=TRY

QVTLRESGPALVKPTQTLTLTCTFSGFSLSTAGMSYGWIRQPPGKALEWLADT
DIQMTQSPSTLSASVGDRVTITCSASSRVGYMHWY QOKPGKAPKLLIYDTSKL,

IQVRLGEHNIDVLEGNEQFINAAKITTHPNFNGNTLDNDIMLIKLSSPATLMSRY,

canc

Apply

Sequence &I
* Sequence(s): MMLAXAEDIEID FASTA X _E1%,

£ Peptide Mapping ;&&hT = F1 Review Results SE&hT = A
FERMERER FASTAZBEFE.

SCIEX:
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Review Results: BB

23

VARTIESE S

Review Results
g

7 * $TH Review Results J&ThT =, EEEMILEIR Peptide Mapping i&shTi mEY

HEER,

Fe | & wrawrstestng AR T L T = 8=
7 Peptide Map X &Peobded’romatogun x &annentSpech'l\ﬁanr X | EX Fragment Spectra Peak Table X
fEcllls =S IWss F =7 i —  VRIVESEEGLIGPER =
E ] N 22 1500
DYAMHWVRQAPGKGLEWVSAITWNSGHIDY
- - 2 1000
A [}
ADSVEGRFTISRDNAKNSLYLQMEISLRAED ]
E
- s - 500 w452
Havy@iaxkvsyistassiLllvMGce@TiLVvTVS a1 12 e
. . 0 ik J wilhibhos l‘l. it
130 140 15 — T T T T
SASTKIGPSVFPLARSEBIKSTSGGTAALGCLYV wz 500 1000 1500 2000 2500 3000
v | 20210203 Adalimumab tryptic 2ug ECD_4: Match_169
7 Peptide Table X " Modifications Table X | Y\ Peptide Chromatogram Table X T Fragment Spectra Table X
YT X @ ~[id SYve|imoo-mm s 8
X Range  Peptide Modifications  Mod. Locations Glycans Calc.Mass Fla 3| | % Groupld Experiment Scan Inde:
T ICl116) EVOLVESGRGLVGPGR lGu->pyroG [Ivteme | | 160555 DU | 20210203 Adslmumab tryptic 20 ECD_3
Vv  2HC[1-16] EVQLVESGGGLVQPGR 1623.86 }'
v 3HC[1-16] EVQLVESGGGLVQPGR (+356.21558) [Q3] 1980.0708 | |
¥ 4HC[1-19] EVQLVESGGGLVQPGRSIR Guu->pyro-Glu [N-term E] 1962.06
< - 1980.08
«  6HC[1-38] EVQLVESGGGLVQPGRSLRLSCAASGFTFDDYAMHWVR  [Carbamidom... [C22] 4195.04
X mc[x 35) EVQUVESGGGLVQPGRSLALSCAASGETFDDYAMEWVR._[Carbamidon.. [€22] M3+ 4211.03
3 SCAASGF TFDDYAMHWVRQ. .. Carbamidom... [C22] 4676.3 o
< > < >
387 rows (1 selected) Showing 1 of 581 rows (1 selected)
Peptides [Data [Qunthes | Coverage [Sunmxy [

& Review N HER B HEX

I BYIREMRE,

BEFREEMZ REIRE,

B Save U FE X,
ZoRTIT RS BXE1T, BEMEMIT
BERHEE,

_SCIEX)
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AR
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Review Results:

Review Results
3

LML
W3
ISR
330177
P A-29 Da > -
< Ll HYNPSTRDBR
w4
LKDR
g 20 472.253 T
E 1500 23+1
ISR 100 P A-43 Da »
1000 W3b 359.22 < >
ISR
344.194
333215 | 351239 |
345 350 355 24+1
ai+1 LKDR
HYNP 515.306
485.237
49574 503.256
iz 47‘0 47‘5 Aéﬂ 4é5 4&0 4‘95 5&0 5‘05 51‘0 51‘5 EéD
FRNIT VDG VEV HNAR
EBEERI (1S0ASp) o =
[N289] NAK
317.159
PRI VDT VEY NAK
Asp -> IsoAsp 2941 T ?
600 DGVEVHNAK
3 [D283] 952.459
2w 23+1-57 vs 0
NAK c2
260,162 FN NAK
279.146 333.178
‘| 2006 305161 2941-57
T T T T T r T 0 DGVEVHNAK
80 290 300 3 895.465
968.494
920442 936.558 981017

*: ATIRERELER, 1E Peptide Mapping i&thT
= H{ERR m/z Tolerance K7 <20 ppm,

* {£F EAD #17 MS/MS 34 HAiE), = EREBX RS
BETAERNIZEIE SR BT

FIARRR (Leu) IR=RER (Ile) IEFEEIHE

BEF7E MS/MS IBER#EIREN W, 3 W0

=2 w, BFFEAESHENN z+1 EFF 43 Da IR ERE,

D ow, BFFIEME SHENW z+1 BFE 29 Da R ERE,

EIAKZL IR (Asp) HEKRKZLRER (IsoAsp) WFEIBR
BEF1E MS/MS IEE PR #InE ¢, +57 3 z,,+1-57,
- 1£ MSMS iEEFFRET ¢ +57 5 z,-+157 BFNRBEERSRKLRE,
- ljjﬂi(m””qﬂ/xﬁ]IEﬁﬁéﬂ, XL QR E XL ZE RS ER

SCIEX:
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Review Results: SWEX S (FmBELRLK)

-« RTEEIEER, SAEXE
Imt Tk, Fldn:
J % Peptide Table x | =" Modifications Table X | & Peptide Chromatogram Table x - ASp —> |SOASp

Y 76O |@Rrevien v x @[~ ~|H i - DOREERRY

K Range Peptide Disulfide Bonds Modifications ! Mod. Locat...

Jom e ~ TRSERIL (IsoAsp)

39 TRY[45-54]  LSSPATLNSR

40 TRY[55-62]  VATVSLPR SMYE S A kva

10HC[278-291]  FMWYVDGVEVHNAK Asp->IsoAsp [D233] ® M S / M S 1%: I:Fl T? T:E E’\J 1/9/\ Iitﬁ' 'l‘i |j<_| E"B

29 HC[413-419] LTVDKSR Asp->IsoAsp [D418]

e o BAEFMEETRTFRAXS
8 HC[259-277... TPEVTCVVWDVSHEDPEVK=\VSVLTYLHQDWLNGKEYKCK HC:264->HC:324  Deamidated M318]

12 HC[278-291]  FMWYVDGVEVHNAK Deamidated M28g] == 3 == v > é@

11HC[278-291]  FNWYVDGVEVHNAK Deamidated (IsoAsp)  [N279] ’| B/JL, J:F * ETE ™ g*ﬁ g EZ*E =

13HC[278-291]  FMWYVDGVEVHNAK Deamidated (IsoAsp)  [M289] +

17HC[305-320]  VWSVLTVLHQDWLNGK Deamidated (IsoAsp)  [N318] él:l % o

18 HC[305-320]  VWSWLTVLHODWLNGK Deamidated (IsoAsp)  [N318]

20 HC[305-323]  WWSYLTVLHQDWLNGKEYK Deamidated (IsoAsp)  [N318]

21HC[305-323]  VWSWLTVLHQDWLNGKEYK Deamidated (IsoAsp)  [N318]

22HC[305-323]  VWSYLTVLHQDWLNGKEYK Deamidated (IsoAsp)  [N318]

14HC[292-304] TKPREEQYNSTYR GOF [M300]

15HC[232-304]  TKPREEQYNSTYR GIF [M300]
FHC[252-258] DTLMISR Oxidation [M255]

£

SCIEX
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Review Results: SIEZEHENXHH

BHEUREFHMHEREFRHR.

& % L\ i FF Data i

TR & O EE,

N o y— —1
* AFREILIETAS N ERNEREHERFSE
[~ [ 8 oo [T =173k
7 Peotde Map X ||A Peptde Cromatogran X 7 Modiications Table X Brm  x Hreo. x| WM. x| hews. x WM. x e
20+ ] e e Hote g o + % s BB O s J = Ii%ﬁ{l\ %0
Pr.. loaton Modfatn ML :am2
5 W mm (esseazn  ess ox A . o .
10 17 2 2
- i s MIAMNEREBEEENUESHEBIER
e o D T 3E Z=/Tm
o ow ost
10° " N- o 0.02 20008,
i [ on =
e 1 2 09 0.00 60000
B 4 e tHﬂ.lL/ \o
104 WC 204 Cabamdometni  35.4 0.04 £ 0000
!
HC 204 (479.95656) 0.28 0.00 - °
FC K08 Cabwmdometn 1908 L7 oo g . °
W nn (+35.7304) 0.0 0.00 2 HTOB e MISR Luisk | Iﬁ
s v G e S g#—;ﬁ?l%’mﬂ | Peptides it ,
P (455.008137) 0.10 0.00 04 211 | it
oomn (+130.03844) 0.00 0.00 mz 100 200 300 400 500 500 700 800 0900 —
WooPm (+1460177) o2 0 ‘ \ = .
i o LI Rl e 15 o
Weoee (201629 s oo 5 .
" 0283 (-137.11087) 9.4 o Kon T
HC  N-termD253 Carbamidomethyl  19.45 045 rY 00l
10 b T (moens mm sk 5'6 5'6 _F ': ;«' L It
Mo M2se Cabamidometyt  0.28 0.01 Scanlndex Score  lonCount oM Charge Pep § ]. *:F Data IJﬁ\ ) 7w %ﬁl/( T
b rom O 0y o IQ-IA_
R mz 418 4182 4184 4186 4188 419 4192 4194 4195 4198 — s | [ R %Iﬁ_':/
s 92 4194 4196 419 <
210203 Adskemiamab ECD 230 rows Showng 20f 1135 rows (1 selected) Data WEAITR @ D EI\Jl_T%o
7 Peptide Table x| |\, Peptide Owomatogram Table X | | Group Table X GE Cluster Table x 03 Experiment Table x \ \ N —
s : TS| 2 S5 T ES Data Y- @ QR
- — . BEFTLBME FE Data T+ :
Range Peptos Disulfie Bonds  Modficatons Mod.Locat.. Cac.Mass Fags Gowid RT  Detafopm] Consolde & Gayp | M. nkensly | Gurge 1y
2apcpsI2m) oMM (48.003117) pezse 6.2 ™ 758 P -2 L = QH¢F—jJKIJ od \%IF_-I _I:E’J¥
) 2 18.008715) [2s4 .92 Y 20210222 Adskuama nrvedced EAD —F
5] (-18.008715) [1254] uw Syenge “ 55, 2 E_I @ s TJ'/\ ‘mﬁ x Peptl eS :L - J\ ~ N "Fr
o = lCuster_t6. 852 31%6.25
Oxdation 256] L 3| ot s 6s: 15788
T | s — nE
> i > < > o
642 rows (1 selected) | Showng 10 0f 25779 rows (1 selected) 2 rows (1 selected)
Peptides (3 | Data | Quantiies | Coverage | Dwsufides | Summary

1P SIS
iRl

A B ERRFA
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RS EXRIENRSEHBEINMUIE

o EEREFEERINFH,

z N o Save Pre-Processed Snapshot - Settings
. EFFARAI LS RA LT —
Snapshots: {
- REBRAKAREN sbf XHEHHELR, == COTIETeT
B TR SIR R FRYIRER A = E5E AL Chromatogram Chemical e
Noise Subtraction #1 Chromatogram RT Alignment J5 4 B B9 &) @ s i
R,
SEAk Review Results [GRFRVIRIBRIFMEFTEREIE RS, BEIEFFIERN Save Annotations Snapshot - Setings
FriEo [Geherd | Dispay
Define Destination
E;ELX-FW";&E"J PDF Reports: ’7E:q:ortFolder: |E|F‘epmap5impleAnnotated | =
_ —/I\ PDF Y{L.FO [] Export as Folder
- —IMEBEXRBEBREEEEM Excel X, @t | [

- —IPEHITHIERRE mlxH) , 8EETFERERNEE,
BT xml X, BB EMERET Biologics Explorer TIERIZAIET,

SCIEX
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RS REFFREER

Data Preparation [Container]
L

Save Pre-Processed Snapshot
Peptide Mappirty
-4
Review Results
v

Export @ : 9 : ’
@ PDF Report Exportto Sciex 0S Save Annotations Snapshot

I 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

@@

@ Load Snapshots with Annotations

J
=

EENTERENARED T A ZEEEREER

- Save Snapshot j&ThT RPIGIEE S B EBHIENHKERE MR
X4 (sbf)o

BEEEFENSUE, BITHUT

Pepmap_ReviewSnapshots TYERIZHFR Load

Snapshots J&ETHTI =AY sbf X4,

- 1N# Save Annotations Snapshot REYIRIE, LIEZAERESUESE
L5 R,

- 1N# Save Pre-processed Snapshot FEYIRIR, U HRARHR
LR,

ERER sbf )X e] LUNEEHERI TIERIZEFY

Load Raw Data 3&&hT5 s Ho

- fN#; Save Annotations Snapshot FEYIRFE, HBGIFREELN

TR HITHREDITPIRRGEN T RERIN) , MEARDD R
MEZEE,

/SCIEX)
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. Export PDF Report

e Review Results
v

Export
PDF Report

@ Exportto Sciex 0S

Export PDF Report - Settings X
General Elements Excel Display
Elements: [ Pepmap_Extended = Flements
Review Results N ﬁ =0 = ﬂ:
e General I £ : N SHIREH
ésiutals Q, Enter filter text =] Q Enter filter text = e n e ra l_IJ\ ~ . E =
+ Coverage - [ Introduction + D Pepmap_Extended el
¥ Disulfide Bonds +- D Pepmap_Extended - Review Results E *I]‘ {lL % lo)
+- [ Peptides + E’ Load Raw Data
+- [%] Feature Quantities #- Jfw RT Range Restriction
+- 27 Glycopeptides - & Chromatogram View [ Coverage T l t Iﬁ F g X?E H= E’J
Madifications +- [ Data Preparation [Container] [ Disuifide Bonds e m p a e E
Table + ng.., Save Pre-Processed Snapshot -+ Peptides
% Protein =- % 1 PepMap Feature Quantities Ij El ﬁ/ N o
Location - (©) Execution Details - [7 Glycopeptides
HF Modificati
lodincation
[ Experiment Settings Modifications
P = | Excel TF: BEXFSHRE—
= [ Peptide Chromatograms Results n H! Protein L. )\ [~ . E T.r_ |
.. FH Images + E 2. PepMap ﬂf Location
= 3, Wildcard Mapping ! Modification E _%‘_ II:H E’\J %%
+- 57 Review Results T Experiment o
Cancel 4 ' Export to Sdex 05 H - fF Relative Intensity
+ ng.., Save Annotations Snapshot = E: Peptide Chromatograms
+] @ Export PDF Repart E Images
- [*7 Summary
- [~7 Activity Setting Changes
= - Sc I Ex
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IRE: Exportto SCIEX OS

Review Results
v

@ IE)E)DFogepon @ Exportto Sciex OS

Export to SCIEX 05 - Settings

<1 * General EZIm&:

’, Define Destination

Export File: |DReviewed Results from Extended

Clusters per Group To Export: |3

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

Consider Adducts: O ﬁ %

Observable: Volume - AN —I:' - (@]
© t5 Aoply

7. {88 Export to SCIEX OS J&ThT
= M4, mA=ZE M255,

%0, DTL[M ]ISR

- EXBHEZERNBIRMIE,

I= - EXSFHHEXR, flns M EFRERNREREE,

. Export to SCIEX OS &I T AN 5 Wildcard Mapping s&oh¥s

TRSHNEBIRUESKEX, SEBRLX.

- TEHEXIERIEFR, HJLUBGE Wildcard Mapping i&THT Ro

SCIEX:
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& 2B E D TIERIER —RRtEr

EIEENY

DI LIERTE

git

Load Data and Select Useful Range

Analyze and Annotate Features

- Peptide Mapping: input required
- Input Snapshots destination

Display and Review Results
- Input Seguence

Export Results to POF
- Input destination

Peptide Mapping
Simple

Load Raw Data

RT Range Restriction

@ Chromatogram View

Data Preparation [Container]

ﬁ@ﬂi

.| Save Pre-Processed Snapshot
Feptide Mapping

(g

Review Results

Expart
PDF Report

E@ﬂﬁ

Exportto Sciex 05 Save Annotations Snapshot

Pepmap_Simple

© 2022 DH Tech.Dev.Pte.Ltd.
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EEENE

A O 1 = 7

Peptide Mapping - Settings x
Conjugates Peptide Chi Report Display
General Sequence Glycosylation Disulfide
Fixed: Carbamidomethyl {C) +
Variable: Deamidated (NQ) al [+
Masimum: 2 per Sequence
Allowed: Anywhere =
Unmedified: & not Required
Allows Ghycosylation: trus -
Gln-=pyro-Glu (N-term Q) =
Masximum: 1 per Sequence
Allowied: Anywihers : : :
Unmodified: i not Required Peptide Mapping - Settings
Allow Glycosylation: trus
Lysoss (Protein C-term K} Conjugates Peptide Chromatograms Report Display
= * - General Sequence Modifications Disulfide
Sequence Variants: | Mo Variants
Maximum: 4 per Peptide Type: || Glycosylated >
Library: || CHO N-Glycans small e |
L 3 cy Allowed Sites: Only N-linked
Use Consensus Sequences:
Filter for Core Structures:
Max. Number of Glycans per Peptide: |1
Substituents: +
Max. Substitutions: 1
® t ot e

X

* MERARERNEYETT D FRMERIT,
Bl A Lt TYERTE,

* Peptide Mapping ;EThT mHPAIERESEAES
A[iR5E EFHAN A& IS, BIEEE.

SCIEX
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BB 2 th TIERRE: k1t

Extended Characterization

Load Data

- Select Useful Range Load Raw Data

FPrepare Data far Analysis

- Data Cleanup

- Peaks, Clusters, Groups Identification
- M52 Data Preparation

RT Range Restriction

Chromatogram View
Data Preparahon [Container]

@@
Q

Analyse Data:

1. PepMap @’ Save Pre-Processed Snapshot
- 1. PepMap: input required
- 2. PepMap: input required
- 3. WCM: input required

2. PepMap

- Input Snapshots destination

3. Wildcard Mapping

Display and Review Results
- Input Sequence

Export Results to PDF Export : 9 '
T — @ PDF Report > Exportto Sciex 05 = Save Annotations Snapshot

Review Results

ORURORY

w‘

Pepmap_Extended \oqux,;

41 © 2022 DH Tech.Dev.Pte.Ltd. The Power of Precision
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i BTURRE 2

[y 1. PepMa
p p
&8s | 2 PepMa
p p

~

NBHTEZENRKE DN, IUSHZE=TELIDITRNER,
DY RIER=TIE], HANRAMREMRERIAME:

1. PepMap
3. Wildcard Mapping s[ O = , h
- IRFRERFRIRAFNES
2, PepMap - Settings = 2. PepMap
______ C _o_g_i_g_gfbes Peptide Chromatograms Report  Display - RTJ- $$ ZK i;j:- ?j- E 75? )\ E,\J Ea:l: 5“?—' [e]
General | Sequence  Modifications  Glycosylation  Disulfide

Mass Tolerance: |8 ppm

- Ignore Annotated Features: F{RIXE FEIaifE R AN EBIHIE,

MS/MS Identification

Instrument: EAD

mjz Tolerance: 0.95 Da
Min. Score: 80
Keep: Top Ranked

Mass-only Matches: | Discard all

3. Wildcard Mapping
- BREIMEIM, FEeIRFEANMEl 1.PepMap 8( 2.PepMap j&THTI Mo

I Ignore Annotated Features I

[[] Export Coverage Data (deprecated)

o Conce

& WFEBTHEA N- M OEEMREYST Y, RER 1.PepMap RATFIR%!
pely FUHARY N-BR¥E, HAE 2.PepMap LA FAKRIFRIAHME O-RKE, RFAER

A SCIEX
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2T RRE DT NARSG

(B 1 Peotir * ARFAEILR="TESNREBDTT BRESER, BEFEEURTRFENDHEE,

o5 1: dEFERE#RERI RS (DSB) £1h.
R S E R BIGE

£ | 2 PepMa
E pMap

3. Wildcard Mapping

1. PepMap
+ Sequence JEUIF: Enzyme - T2IEE,
1. PepMap - Settings X . o N . o .
e o  Disulfide i< : Fixed Connectivity,
General Sequence Modifications Glycosylation | de | - @Fﬁ IEE% E’\J %52,:\ (HC:22—HC:96) ES{%E,H\H E’\J :Eﬁ%ﬁo

Connectivity: | Fixed I J 2. PepMap - Settings X

Bonds: HC:22-HC:96 2‘ P ep Map
HC:148-HC:204 ; . i N
HC:224-LC:214 Giszjm;equen;eth:‘:dr:;::j:grams e Dma?""; ° Seq uence EI: Enzyme - 2B E,
HC:230-HC:230
HOZBHC2E | comectuiy: [ Saambed | - + Disulfide %EI1~: Scrambled Connectivity,
ax. Peptides: onds: ~ . .
Max P i 3. Wildcard Mapping
| . | i i PaS |§” \
o o | ijﬁﬂi\All Peptide Candidates SREUX FRANZIHHYE
G ZiniE.

o =R /SCIEX:
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2T RRE DT NARSG

=y 1.PepMa
s

* AFAIUR=1EENRES NS RES

CK, BREURTFRERIDITRE,

Tl 2: ¥FERET (PTM) 31

£ | 2 PepMa
E pMap

3. Wildcard Mapping

2. PepMap - Settings

RS ITRISERFEIRE :

2. PepMap - Settings

Bagtide Chromatograms Report Display

From Text N~
Sequences: [ ~
QLVESGGGLVQF
Select Entries X beigac
Q, Enter Filter Text DVLE!
~ Ol
[JvsoE
QvsE€
SemiTrypsin |E]
[] semiarg-C v -
Concel
v

0K

Glycosylation  Disulfide

Glu-=pyro-Glu Oxidation
Carbamidomethyl Deami

*

Trp-=Kynurenin

Di

1. PepMap

+ Sequence iEUIF: Enzyme - T2IEE,

+ Modifications &I : FEMFHAE .
2. PepMap

+ Sequence iEUIF: Enzyme - Z218%E,
Modifications &1k : FHAEIMAVIRAEY R,

CI
+ Sequence EI: Enzyme - T£I8E,
« Modifications &I+ : E{FE FolgeiIMA—
AARKE BB,
3. Wildcard Mapping

« FJF All Peptide Candidates FREXx Tk

AUE BT L. SCIEX:
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© Peolian  AFAURB=1MEENREIS TP BRESIENR, BEBURTENSTEE,
il 3: FESIZEF SR (SVA).
g > e o ESITHIFEXRISE
3. Wildcard Mapping 1. PepMap
T « Sequence EIE: Enzyme - R8T, LREDZL,
R o “| + Modifications W +: EEREN (cys), NREEHANTLEM
© 2 eptiop - Seing m PR (WNEAER) . Sequence Variants - All Substituents
o el R S - (Restrict Matches EEUHEAIE) -
e o 3 I T ; 2. PepMap
e ] Eﬂﬁfm: - . General JEIi£: KA Mass Tolerance, BUE A% Ignore
T [ pom | oo U Ocem) T Annotated Features,
. e . Sequence EIi-E: Enzyme - SR, 1-2 MHREHH,
e | — T - Modifications &I &: X% L EMRNSERH#ITIZIREN,
I pr e UL E IR BRI Fr e TRy =] &1,
LT e "Ll 3. Wildcard Mapping e
@ 9 concel | | ot e - FJA Only Annotated Peptides, ol )
- - {# Review Results LI E—HHE_ EBMIINARE, LUHERRMRAA M, SCIEX
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HREBKE ST TIERIZ: @it

Load Data
- Select Useful Range

Frepare Data for 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

Differential Analysis:

- Group features by annotation and
display % values

- Mew peak detaction (MPD)

- Higly changing feature detection

Export Results to PDF
- Input destination

FPeptide Mapping
Comparative Analysis
Load Raw Data and define groups in the metadata

RT Range Restriction

Chromatogram View

@

Data Freparation [Container]

) @ ®

i

hia Save Pre-Processed Snapshot
1. PepMap

2 PeplMap

@@

3. Wildcard Mapping

@

5

@ Review Results
)

@ AbsenVFresent@ Highly Changing

Imerential Analysis [Lon ainer] KPOMTo Sciex _ ave Annotations snapsho
Differential Analysis [Container] E’g’;gepm o) Eworttosciexos () Save Annotations Snapshot

Pepmap_Comparative

© 2022 DH Tech.Dev.Pte.Ltd.
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3N NES b iy

Differential Analysis [Container]
@ »‘Jbsen;go,resem‘@ Highly Changing

@ Valid Feature Filter

Data Setup - set observable and groups

&)

@ Feature Condensing - group peptides by sequence
@ Normalization - get % abundance Group Change

XSGR T R ANRRE TOERE PR L RBYR
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&= o .
E) EIEEIEE L I AL @
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MO | ccony: [[soemed ] v * Sequence JETIF: RIS,
Max. Peptides: |4 Bonds: A  Disulfide i£I1<: Scrambled Connectivity,
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Valid Featurs Fiter NRAFFETREABVER, WA RALMIRE,
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- WIRKRTE Load Raw Data FiIgEH, NRAIIATELEALTE Xo
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Normalization - get % abundance Group Change
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« PWERTA]{EMA Group: Manually & X Data Setup
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Group by: Protein

(B) Data Setup - set observable and groups - Settings X
{General! Display
Export: Auto Detect ~
Observable: | Volume ~
I Group: Use Existing ~
[] Keep Duplicated Feature Annotations
Transformation: | None (Keep zero values) w
® 8 coce |
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HitE8MEANE REE (B, FHE. Pl

B14E
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Differential Analysis [Container]
v is Absent/Present @ Highly Changing Features

(@) Pepmap_Comparative: Absent/Present X
20210222 Adalimumab nonreduced EAD 20210203 Adalimumab ECD
[ HonRed
0.01
Absent Irelevant Present
2 81072
El Present | inatleast 100 | % of the experiments
S 810
E 4102 Mired
]
2-10°2
Absent Irelevant Present
0d |« >
Absent | inatleast 100 | % of the experiments
Name 20210222 Adalim... [20210203 Adali... |~
HC | LSCAASGFTFDDYAMHWVR=NSLYLQMNSLRAEDTAV... 0.0558420 00 - = o
HC | NQVSLTCLVK=SRWQQGNVFSCSVMHEAL HNHYTQK |... 0.0212445 0.0 ow [reaive v count
HC | SLRLSCAASGFTFDDYAVHWVRQAPGKGLEWVSATW.., 0125658 0.0

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

@) Pepmap_Compurative Pepmap. Compartvesin) [Run]

bt

T reosde s x| Binma x B8 x x

20210222 Acaimumad nonrecuced EAD | 20210203 Agalmuman ECO

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

S y
394 HC[265-3%6]

<
1668 rows (1 selected)
Peptides (0[Ot | Quarkiies | Coverage | Ouulides | Summary

)
W\RVQWVPSD(A\E\‘&SWBN'K N l( 371
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npa.'\llun Tl (AL
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g 1000
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= 500
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s mz 200
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16
™15 782 7e25 ™83 s 72 1825 83
mz 2
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7 Peptide Table x| 7F Modficatons Table X | A Peptide Crvomatogrom Table X | 4 Custer Table X | | Group Table X
¥ 7 ShowFiterTod €1, | @ Revew
Range Peptde OmifdeBonds  Modfatons  Mod. Locatons Giycans Cak. Mass el
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- EESTRIEBTRITANBMAE OB ER T BIR.
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«—  1ERE#EATDITR Absent, TEIEREREZAS R Present.,
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/MBI,

REFSE

4 beobieazarg, Com
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=X
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— —

40000

]

20000
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Group_01847 2579
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Group_00198 267165

Group_00006  1616.91
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Group_00049  1267.23
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20210203 Adalimumat

>

20
20210203 Adalimumas ECO —

Color b Here selected-

Name Disuttds Bonds
Grovp_0208%  LCHBLC2Y
Group_01847  LC234LC88
Group_02240  LC23#LC08
Grovp 00020 LC234C88
Group 00202 LC23-+LC89
Group_00198
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0
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503340
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56140
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+——#in. Change:
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D53 (-17.998903)
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10203 Adalimumab

&
]|
]l
]|
]

[20210222 adslimumab nonreduced EAD [235 roms (6 selected)

57 Peptide Table x| 4, Peptide Chromatogram Table x | @5 Experiment Table x

Showing 10 of 1,062 rows (10 selected)

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

=7 T .| ® Review

GroupId RT  Adduct States

Modifications  Med. Locations  Glycans  Calc. Mass  Flags  Comment

Disulfide Bonds
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- I - II

FIFFRE=1NEM0, HEUE Review Results 119 Synchronize selection

g 7 x
20210203 Adalimumab ECO
0024
0022
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0018
0016
0014
@ 0012 22 = | E '
001 W Absentyresent  x [ 7 Highly Changing 7 Review Resuits
8107 20210222 Adalimumab nonreduced EAD | 20210203 Adalimumal
610
3
410 -
210%
50
o
Name i 45
LC | LLIVAASTLOSGVPERFSGSG
LC | LLIVAASTLOSGVPSRFSGSGY 40
[HC | WOOGNVFSCSVMHEALHNK
HC | VSYLSTASSLOYWGQGTLVEY S
HC | VSYLSTASSLDYWGOGTLVR| 2
HC|STSGOTAMLGCLVK | (-7908l| 5 5
HC | SRWQQGNVFSCSWHEALH S
HC | SLRLSCAASGFTFDDYAMHY 2
HC | SLRAEDTAVYYCAK | Carbas
HC | SCOKTHTCPPCPAPELLGG
HC | LTVDKSRWOOGNVFSCSVM 20
HC | LSCAASGFTFDDYAM | Carth
HC | EVOLVESGGGLVOPGRSLRY 15
0
5
0
Name 20210222 nonreduced EAD 20210203 Adalimumab EGD
Group_00385 106,393 000092844
Group_00294 0.439827 33.8089
Group_00395 87.736 0.0
Group_00400 00 454659
Group_00402 631436 00
Group_00403 68.7364 50341
Group_00406 6173 0597354
Group_00408 0000308514 17.3085
Group_00411 419336 376954
Group_00412 139112 0179129

2*Carbamid,

II

l. = -+) : M

Heroa4 (Carbamidom. .
<

Custer Group Intensity  Max, Intensity Volume  Integrated Max §

I S I N N

[ Showing & of 668 rows (6 selected)

Showing 87 of 90,234 rows (87 selected)

Peptides (& | Data [ Quantties [ Coverage | Disuifides [ Summary

TR
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Export

PDF Report Feature Annotation [Container]
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@ Save Review Snapshot

v

Review Results from Different Batches

_| Differential Analysis [Container] Save Review Snapshot
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