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LC-MSZR Z BE(ACN)M B Honeywell - Burdick & Jackson, LC-MSZRERERM B Thermo Fisher Scientifico H&
mAbBIZ EREHT(Genentech). HXFIFEH(JI&I). MEEFT(Abbott). FIZEEHi(Biogen Idec) 1B SERE
(Genentech)JMIEBesse Medical (www.besse.com <http://www.besse.com/>), FiEmAbTEfRFREIIIETE
7£-80°CF, AEAMIlli-QKHREZEO0.5 ug/ULABFLC-MST 1o Lbsh, AEARER T Waters™ AR B T FEHA(
NISTmAb)BRE#H N EINER CRFFHEERHS=186009125 <
https://www.waters.com/nextgen/global/shop/standards--reagents/186009125-humanized-mab-mass-
check-standard.html>) FX4FtE B TEK(NISTMAD) TEIRESR CGREFH IR S=186008927 <
https://www.waters.com/nextgen/global/shop/standards--reagents/186008927-mab-subunit-
standard.html>) . FTENISTMAbERDHT: MEES0 ugEHERIEREFIMALC0 uLMilli-Q7K, #HIAK0.5 u
g/uLBR, RERFHN (#HF2ul) o WEDH: MEH25 ug mAbILERE R IMANL25 pLk, H60.2 u
g/uLBR, RERBFHIN (#F2ul) o
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HR: 80°C

TREHAEA 0.1%FRERHK AR
ThiEB: 0.1% BN ZEAK

FTEMAbIITRRE B ISR ER

i) ‘ TR ‘

(min) (mL/min)
1 0.00 0.40 95.0 510 My
2 1.00 0.40 15.0 85.0 6
3 1.20 0.40 5.0 95.0 6
4 1.50 0.40 95.0 5.0 6
5 2.50 0.40 95.0 5.0 6

BIn1TEE: 2.593 %

TEDFEDTBIMSEFKMH

RELE

B L1

RESTE: & (400-7000 m/z)
R ESI+

PfEEE: 2 Hz
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HEFLEBE: BHEX(T0V)

EREBE: BHEX(1.50 kV)
BT SURE BHREX (550 °C)
HRERIERIR(1IDC): bas

TEDFEDITHILC-MSTHEIRE

B ACQUITY Premier BEH C,EASDE
FA4E, 300 A, 1.7 um, 2.1 mm x 50
mm  CGR4FtHER4S5=186010326)

1R 80 °C

MEPAEA: 0.1%FRERRI AR
MEHEB: 0.1% BRI ZEAR
TUVHRZEHNES UVv 280 nm
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RAEBEDTHER

1 0.00 0.40 80.0 20.0 ol
2 0.25 0.40 75.0 25.0 6
3 (1575 0.40 60.0 40.0 6
4 2.00 0.40 5.0 95.0 6
5 2.25 0.40 80.0 20.0 6
6 3.00 0.40 80.0 20.0 6

BB1TRYE]: 3.0,

TEDHFEIMSF

RERE

B 21

= =(400-7000 m/z)
M 1

RiEEER: 2 Hz

HFLEE: BEX(50V)
EMEHEE: BHEX(1.00 kV)
BiARSRE: BE X (450 °C)
EREEIEFL(IDC): F
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Acquisition

x
method editor @

waters_connect
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El2.waters_connect HUBEE 5B D FENMLIEREEXNNAREZEFER, f
Acqusition Method Editor. Sample Submission. Scientific Library. INTACT Mass

INTACT
Mass

FLC-MS Toolkit,

waters_connectE REFFEHUBEERATRES FEN M LIERENRAERF. Acquisition Method Editorfz
BREFRTEMBIBRESRY, FIMILCEEMMSIZE, INTACT Mass BIZFIniTATHRIERE. LB, EFM
IREMVEMILTIERIE. Sample SubmissionNZBIEF A LUIMIIEEN, EHEFIEEREMLIEEDE, ©
INTACT Massi 2117, Scientific Library@ B W EMHEM D FREMN KSR TEM, AHEFXLLEID
RERERTIE. REMMSINEY. LC-MS ToolkitR AR R BT EREHTERMIASHIEHRN F o E
.

BIERET A

A 1fEBwaters_connect HUBFIAJAcqusition Method EditorN BBREFEX T —f75%, UWETRERERE

HLC-MS#iE, WWREFZEIFATEERSE. FmEER. HEMH. JTRKEINTUV)FIACQUITY RDa MSHE
F|AIRE, IINRNEEXT —FBIBTIER2.57 HHRELCHREL S ZURHESBENIIN, ZHEEEH
EEx (B3A) FIMSIEE (E3B) . fEARLIAF, #EEMSHEFM “scheduled lockmass” (FUE BiEREEK
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) MZER SRR, RAMUARESRHFIEN LR/ #FBRANEEDD. EINTACT MassZFEFHik
B8 &, EA257HIRELCHEEITHA8MEMTTAMLC-MSEIER

£ “scheduled lockmass” (FREBIE

EMBIELEFEL6D .
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@ Help

Feedhacl

2022012_mAb_HYS_401 Q, Find
Version: 2 Status: DRAFT  Location: . \INTACT MASS App

Gradient

Gradient table ® 5 Solvents »
Sample Man,
T } Flow rate (mlimin)  Composition A Sompesition B (%) Cunve Solvent A

1 0.00 0.40 9.0 50 Iitisl «» -
H 1.00 040 150 850 Curve® TN R i G

120 040 50 850 Guned Sotvent B

1.50 DA 850 50 Curveé o L
§ 250 040 9.0 50 Curve 0.1% FAin ACN v

Plot

¥
o Seal wash

@ trabiec

4 M B e Bawrace mifmin

seal wash frequency (min}
TOG Kirivé pibeion Dewesn w

0

Compasition (%)

Flaw rate |

00 125

Tirne (min}

B I Method Editor (D Hep [E Feedback e wiate

2022012_mAb_HYS_401 Q, Find 3 setting by name SIDOR®
Version: 2 Status: DRAFT  Locati MNTACT_MASS App
Acquisiti Advanced  Ev
Source Settings Triggers
Capillary voltage e (Y e
D
Custom capillary voltage (kv)
150
Desaivation temperature Acqulsition sattings
Defaul: is recomminded for most experimants.
intelligent data capture
g inTBlligent GAta eapmire t redics STorape reniremesTs

Custom desalvation temperature (*C]
orr
550

LoCK mass correction
glect a

3.fF M Acquisition Method Editor: R E = BEMTEMAb LC-MSRE %, MNHEER(A)FFR

INTACT Mass™ - —sU AT AW A IRE R E AN 4 E I S @R waters_connect™ N BIZRF



» BIBTTHEIN2.559, HEESAMSIRE(B)TEEFT “scheduled lockmass” (FITE $i 7 BT & %1
) o

IR

BRI ATEINTACT Massiz FBIZF eI, AILMIMB A EZER], BAILRE. AP A UTEINTACT Massiz
BREFNIEE (B4) AMEHIEELER “RAE” 5, SNHHESRRE “REHLIE NAHS,

(=) INTACT Mass

Welcome to INTACT Mass

Use LC/MS with powerful deconvolution algorithms to perform identity and purity checks on samples

Create new processing methods and analyses Open, delete or copy existing files
START NEW WORK OPEN EXISTING WORK
(X Process data =| Browse analyses
Create a new process-only analysis by Browse your existing INTACT Mass analyses

processing existing data with INTACT Mass

@ Browse methods

@ AchIre and process data Browse your existing INTACT Mass processing

Create a new analysis by acquiring new data and methods
processing with INTACT Mass

Create a new INTACT Mass processing
method

[ ® Create new method J

El4.INTACT MassNFRfZEFE T, ol UM BELUERITIES X, FAXREMGIEERF
HEMN—ESD, AT LLRIERNEUELIE,

EMETEmMAbFIERAIES AR (BI5A) , BREUREEREHMBayesSprayl S E4AIMaxEnt1 2854 i#
THIREET, BayesSpraya BFARTYHBRMEILEE, MMaxEntlHIRHTHYFRELHRS, EEATIEEETR
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REN, FRSEEMESTRIEERNRECEUREMESRSHEaMNK, IRFE, WANKERTRATIHE
KRG E. EXRMRAR, EEMaxEntlEBREEHTLRIE, APAIUMNTHSIR (B5B) HikFEnFHEE

(FAREREAR) , AFESEREITELUNTRARBTEEURERELER, EREEXTERARL
HIFIERBRFINS Fo LWINEEAEFAF TMAIARESRERTESRER, HETUNRFEASEUNA
FEEEMHO FHRERA, FINSEE BT HAFERINTACT MassM BRZFHITHNEZERESDN, TEHN
“YEAREHACQUITY PremierfdBioAccord R A B ahfbwaters_connect INTACT Massii FBIEF3T B @ SRNA
ZBHITLC-MSDHR” 4,
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(#9 INTACT Mass RCs

Define peak deconvolution parameters

Mass information Deconvolution settings A
Specify parameters for obtaining mass information and the number Choose the type of biomalecule ta be deconvolved.
of peaks te decervolve, s
Pratein
Auto g
Oligonucleotide

Phosphorothioate

Glycan

Custom

B Advanced

T —

BayesSpray v Average

Monoisatopic

MaxEnt1 -

& e @ hep

Select modifiers

Select modifier: NTAL dentify masses that ma
Available modifiers Q g Selected modifiers Q B
s Average mass Maximum numzer of medifiers: &
106 Glycosylation GOF N 1445333080
stodifier name Maximum Graup v
107 Glycosylation GOF-GlcNAe N 1,242.140560 i
1 Glycosylation GOFN 2 A |
Glycosylation G1 N 1,461.332480
g - . 2 Clycosylation GIEN A O
W08 Glycosylation GIF N 1,607.473680 X
3 Glycosylation G2FN 2 4 g 1
10 Glycosylation G1FGlchAz N 1,404, 281160
i Pyroglutamic Acid ¢ N 2 T A |
1t Glycosylation G1F+5a N 1,898.728260
< fo ianitat 1z Glycosylation GZN 1,623.473080 Preview of possible 10 @ s ¥
modifications: =
13 Glycosylation G2F N 1,769.614280
Modification nanme Average mass
14 Glycosylation G2F+25A N 2352.123440
Glyrasylation GOF N Pyragliramic Acid Q N-TERM(2) 1,411,272040
15 Glycosylation G2ZFSA N 2,060 668860
3 Glycasylation G1F N,Pyroglutamic Acid Q N-TERM(2} 1,573.412640
116 Glyeasylation Mans N 1,217.088040
Glyosylation GZF N Pyroglutamic Acid Q N-TERMI2) 53240
17 Glycosylation Mang N 1,379.228540 i . i X
5 Glyrosylation GOF N(2),Pyroglutamic Acid Q N-TER, 2,856.605120
18 Glyrosylation O-GleNAz ST 203.192520 .
[ Glycasylation GOF N Glycosylation G1F N, Pyrogluta... 3,018.745720
230 Pyroglutamic Acid € N-TEAM -18.015280

E5ERNIBSE, ZNABIEFE X FBayesSprayHE S IMaxEnt13BEEHTNE % . BayesSprayd i FIFE
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BB —RURRELR, MMaxEnt HRETFHRER. ERARIANBLIREFTUESIELEIERERMER
MURBNEESREENRECEURAEMESERIRE (E5A) - i, ATEFEESMiFmER, MUKTRER
RELRGERNBETESER (BE58)

HWATOM
#EEEACquire and Process (REEFAME) MMEREES A, KHAHA—MERIIR (H6) , MPAIUEHL
PEENAES, AMBFRER. HANSTFRE. EAKSTLE (FIMIdeSHR) .

@ reip D reeanack €Y warers conneat A

= Intact Mass EhoBRa
| Time ©

20220105_mAb_HYS_105 erRON: S AL Deitt @ 1 ]
sample 20° i Unknawn  + 200 A 250 HYS ; Imact mah methad 0.7-0.8€ mine Clane 148036.5 Fromesn » | Nory
sampezz N unenawn = 20wz 0 fenarswwsson -] 2moww i
sample203 N Unknown -+ 20 A3 N -t EE I 180365 prezen | van
campleans M Unknoram = 200 a4 250 it o Fres
Sample 205 ® Unknown  ~ 200 TAS 1 250 M 148056.5 Proein + | Non
samplea0é M Unkrawn - 280 it Freses
Cample20T N Unknun - 200 AT 250 wrs | inteermab mathed 07O ME mina clane v 1480355 Fremein v | ban
Sample 208 N Unknown  + 200 TAB 250 HYS Intact Ak methad 0.7-0 B Clone v 148036.5 Fresen ~ f Non
Sample 208 T Unknown = 200 B4 1 250 HYS Intact b method 0.7-0.85 mins Clone: - 148056.5 Frewsn + f Non
Fample 210 ¥ Unknawn  ~ ELE T 250 HYS Intact mab methed 9,7-0.85 mins Clone b4 145056.5 Frooein ~ I Non
Sample2n T Unknaran = 200 183 1 fpaznars e s om 250 Wrs | intact b methad 07088 mirs Clome 14B0SES Froen v | tan
Sample 212 i Unknown < 00 B4 14B056.5 Fros L
Sample2td T Unknawn = B0S6.5
Sample214 T Unknawn 290 16 1480565 Froe h
sample1is T Unkrawn = e 148058 Free

.

E6. Acquire and Process (REFHIE) HMYIRK, AIEMMIERNEIBASK. REFHE. QIEBHZE, LI, AT
RIEFEMIFERBEES, ULWE MRS EREMLIE,

BoSIERENLEREDFRREF B, HELERSHENHEREHITRE, AN —IHS MRS
BENEEER, AFEUENEEXELER, LREREHERSE, SHERSTE2EMA ESH,

EEMIREE

FEEMAbTHIARIRERMNERME (B7) S48 7 —R4SKHAENER, HPHEES/ MK, NLBFEFR
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HITHIRE, BERESMREIN\NEEALPHITON. ERIERZER, HEIANBERTHIRERIEREM
ik,

HRiR EETHEEIAERRT OMERITRS, HRRTEEEHINETREYR, UKEEHER~RBIH
EfMg, XLELWLSEMEALETE,

m o on

i
|
0000000 ODOO

000000
000000
000000
000000
000000
000000

00000¢&-
000000
o

E7 2 EIRERAE, SREE—DTBEmAbMIESLLE, 48REFARNTIEN/ UREEHF, HFmik LR
BERBRRT 2FRNERRS. EERIIRARTIRATEE M HRINER,

HHWLEERREXNRERENHEIRE URFRNTHAREHTIEN, FBRTHERERE. BBERTXR
HES, RPREMIRESTHE, SFRAERTIH. SeXTHNETREHNENFREREXAH AT
e, #M/HAERTHE,

RISE TSR BFFNFTHAREHNENREBHIRE, XEHAFARAMIE (NISTmAb, BhZZRBEHT. HXF
R, NEBEmn, NZERRMNRSKEN) NSREEMHE, SREAM, MEHFNRERELNNI0 ppm, &
MITAES HFRIRERENTS ppmo IERABEIEREBINTACT Massh A2 FAJ U IRIE T E 8 #mik I B
RE—HEEANSER.
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‘90000000 Etn EiZ2(pp m o

‘00000000 b2 %

‘00000000 i

1 2 3 4 5 6 7 8

‘00000000 2k PP PP

‘900006060

20000000 NISTmAb 148036.5 8.8 9.8 " 7.3 2 10.7 92 13.2 10.15 1.79
BT IR 148056.5 9.7 | 121 14.5 1.9 14.8 15.7 16.3 5.0 12.5 3.75
REFIEREH 148513.5 6.7 0.5 6.5 -3 3.2 4.3 10.7 77 4.58 4.33
kg 149197.5 7.8 8.8 7.6 8.2 9.4 10.8 7.8 9.1 8.69 1.08
MZERM 147075.5 9.2 7.6 77 8.8 8.8 6.1 6.1 6.3 7.58 1.29
ROzREHT 149171.5 1.6 | -0.6 | -3.8 -2.5 -1.8 1.5 -0.3 -1.9 -1.36 1.59

RLABRAFNRERELS, ARAMAE, SMRFESHIFSNR.

LNISTmAb# g (BEssha9tEm5) A, HEMTLUFRCENREMERESREBTIERNIRE (B8) -

INTACT Mass™ - —sR B FEW AT YRR B2 I A F I 41 E T4 AV B F waters_connect™ N A2
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Dashboard > Sample 105

< Sample 105 Sampla report

() INTACT Mass

Version; 1900

Analyst name:

Analysis name

administrator

20220208-Intact-HYS- 102
Sample st name: 20220105 mAk_HYS_105.1 -vE

Item description: N

Sample position: TAS

Sample ype: Unknown

injection volume: 2

Replicates: 1

Acquisiion memhod:  20211217_HTP_HYS_001

Processing methed:

intact mAb method 0.7-0.85 mins Clone - v5

Molecule

Expected masses: 1480365
Submitter: Hys
Wolacule type: Brosein
Reduction state: Mone

ENymatic reatment:  None

Acquisiion staws: Complete

s Peak 1- 5pecra @
i Deconvolved
i: l|
"
L, d 1 s - s e ;
Tuv 80 Mans o
R
1 T
! i P
- s -
: sement
Resuits
Mertity Pass Purity: Pass
. e Gomponnt hsonwdimasion  Gpecdmasba Maen S (K1 Py o

1 Summary

z Product h4800%

3 Produt 148008

5 Prodect 148006

& Product 14800

Tic

. Pask

1 Peak

TUV 280

» Fea
Peak 1

M3

1 Preduct  14S0IEE

T Predun B3RS

3 Predum MBOBRS

5 Preduc TONLE

Fooeroduc ey

§ 1480365 Al Farms

5 1480365

5 1483305 Ghycosylation

5 1480365 Ghyrosylatwr(Z]

5 1480365 Ghrosplation(d]

5 1480365 Giycosylationid)

Spectrum
L] 081
Seectum 1 (i
. 078
PR
1410365
- L e
TS
e i
14265 L 08t
1asses i
Prosa iR W
. o
L nE
144365
patioe W o

1480378

148,200.3

1483623

1485245

148,685,8

Sartjmim)

Prap—

on

- Pam 100 Pasm
Pans 100.00 140
1480808 9 Pass 100,00 saat
RETAETTY LIERC 100,00 0
1483608 WA Pass 100,00 (8]
1RSI W07 P 100.00 .l
148,685, 45 Pam 100,00 1298
rep— . e gt = g
as 1017457 10000 24148927 10000
Enajmnst ™ e e w g
0@ B6530 10000 90643 00
S B

LT

s B30

s 533

R

EEE VL

M 1355

P e

19850 04
1S 8
e 10
T
[P
AR GTITER

8.48FL I iR PIE S (NISTmAb)HIIRE ., EFRAESLNBREE. TICHTUVEE

, FHIERRTRRIE.

BEEAHD R

INTACT Mass™ - —sX AT AT A RERREHBIANAE I G ERwaters_connect™ N HiZRF
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HisEEMm, UNREBENAEEENITELER, BEEFRANREERFRERHTAUNREMNEERILELS
1o

A8FLIRFF AR MRS (NISTmAb#EEE) BISKIRERIESFIR. XM 2 FHIRMTENRERIRESUTER
D HERDENTICHITUVEIEE. BEEAS REEENEH. REBENAEEENITEER, UNRGBMNE
HRIEEF, FmTEUMaxEntliRE, HMTUETE—TFaRNREQREL EZRDHZMHFR. T
NISTmAb#E 5, FISHEEREAENNEREEEL N0 ppm. FEMZHREN. RXFERH. NEKEHR. FZ
ERNMRD AT RPUEIEMOBEERERE BEXRET) -

EIHETEEEASHBENESLE FEXNTFEE) , AMEEXFRNER - BERET) . EFUEMERA
FORIREPUREERNEERETIC. TUVAIMSEHIBMNEMEEE S,

BT REmAbSBE D ITSEINS, BATE ARt 8 5 EHUA(NISTmAD) I B4R 1F iR AF S5 7 1deS
EEmAbIEDITRY, SERTRNAEFESDNYERER THEHEIBIELNIEEERINEE,
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Dashbaard = Sub_205

Sub_205 Wiew samgle method View repart
Sample list
TiC 3
Sub_202 ¥ 2] 2
” s
Replicates: an
B 3 Peak 34 9\
Sample position:  1:A.2 =4 =
2 I\
A,
@ T - T - T yc T e = T T — e ——
Sub 203 Pass, ¥ H 02 a4 s 1z 14 P 1% H 22 20 28 i
Reetentzan Tirme (ming
Replicates: n Ratar TIC (€ units)
Sample position;  TAZ
i TUV 280 ¥
o) Q
Sub 264 = ¥ 2
¥ 3 “
Replicates: n A o =
Sample position,  1:A2 g ’ Pek1@] | Rk 2l Fesk3d
0 w2 L2 e 4 1 1z " " ] 2 2z 21 20 z8 3
[ ran Time fmin
Replicates: "
Sample position:  1:A,2 Resulis 2 s
oty @D iy
Sub_206 [ rass 3
—— L - Molecule 10 [ — Observed mass el Eepected mass () Mass s (opm) b r: w R
Sample positian;  1:A.2
Summary Pass i Fass
sub_207 [ P ¥ Product NISTmAD NISTmAb All farms Pass 28 1000
Replicates: n
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