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RFEREIHANMNL, EENEAR. KMERRHEE. ERNTERN S FENE, BioAccordR4%R
—PMEZEESMRELC-MST S, &/ TACQUITY RDaRiENEE 5SACQUITY UPLC I-Class PLUSZ&R%E, EHUNIFI
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BioAccord & 4;

& 1.BioAccord R4 FHACQUITY UPLC I-Class PLUSERY, Z R A& SACQUITY RDaiE NI 28 8R BRRY S 48 T
22(TUV/FLR).
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KARER T AEmAbREHNEINER (RIFHEHS=186009125 <
https://www.waters.com/nextgen/us/en/shop/standards--reagents/186009125-humanized-mab-mass-
check-standard.html>) FMmAbTEATER CKRIFHEHS=186008927 <
https://www.waters.com/nextgen/us/en/shop/standards--reagents/186008927-mab-subunit-
standard.html>) . TEEDFES: AEE80 ugREMAbMIERIAIMAN400 pLk, HIK0.2 pg/uLai

» RE#HFEQ2 uL)o WED: MEB25 ug mAbILEF@ARFIMA250 pLik, HIp0.1 pg/uLidik, AF#EHEF
(2 pb)o

BioAccord& %

ACQUITY UPLC I-Class PLUS
ACQUITY RDaBri i 182
TUVHZE K28

UNIFIRIZE R R£41.9.4hR

RN FEN - LC-MSHZEIRE

Bk ACQUITY UPLC-BEH300 C4,2.1 x50 mm (k4%
2R 5=186004495)

R 80°C
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MMEhAEA: 0.1%FRERRIKAR (810.1% TFA, HIERESE)

TRBHAEB: 0.1%FBMZIEAR (30.1% TFA, ¥IBIES)
HFR UV 280 nm
STEMAbDITHILCEEE R

A&l (min) IR (mL/min) 2H53A (%) £H5B (%) Hh%
0.00 0.400 95.0 5.0 L]
1.00 0.400 95.0 5.0 6
3.50 0.400 15.0 85.0 6
3.70 0.400 15.0 85.0 6
4.00 0.400 5.0 95.0 6
4.50 0.400 15.0 85.0 6
5.00 0.400 95.0 5.0 6
5.50 0.400 95.0 5.0 6
7.00 0.400 95.0 5.0 6

SIsfThE]: 7.0 mine
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HFLEBE: BHENX(T0V) (20150V, FEHEHE0.1% TFA
By R EhAERY)

EMEBE: BENX(1.50 V)

B AaFISRE: B7E X (550 °C)

B ReHIERIA(IDC): %

TEDFEDHBILC-MSHEIRE

B BioResolve RP&iE&#E, 450 A, 2.7 um, 2.1
mm X 50 mm CGXiFtHIES
=186008944)

R 80 °C

TRTHAEA: 0.1%FREA KB R

TnohiEB: 0.1% BN BB R

HFRI UV 280 nm
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FTEMAbDHALCHESR

A& (min) AR (mL/min)
0.00 0.300
10.00 0.300
10.30 0.300
11.30 0.300
11.60 0.300
15.00 0.300

SIz{TEIE . 15.0 mino
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Hig®RE:

HWILEBE:

LA5A (%) 4A43B (%) BAZ%
80.0 20.0 6
60.0 40.0 6
20.0 80.0 6
20.0 80.0 6
80.0 20.0 6
80.0 20.0 6
21

#=(400-7000 m/z)

M

2 Hz

BENX(30V)
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EAEBE: BHEX(1.00V)

BARSRE: B X (450 °C)
RAERIBHHRE(1DC): %
HR5IIE

BioAccordRAHTE N FEN M TIERIZENIRE

FEUNIFIZR T 2B9IEH T, BioAccord®4n@d Btk MinENBRA DM ITIERE (B2) , BT MRERZE
. HIELEIRXRENTED FESTIE. FHIRAFMACQUITY RDa{(EFEIENERE, KEMKIRE
8 1 PR O AT A AR o
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(1) EBFEARD FESF (BUIERERSM/z=2000, EBTREDH) ;
Q2).EBFERASHFENH (&REm/z=7000, ERFRES FENITELH) ;
3).ABFRARD FEST (&ESm/z=2000) ;
(4).BFREASD FESF (&Em/z=5000) o
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EiEFH, HBERTERIERZBIURAESREZEN—HK%. E3FRAACQUITY RDaNsSEHEONFRE
B, HPERTIRESHROITERE,

Instrument Setup

Instrument Health | Ready

Setup Control

p Start M Sic Reset I To recalibrate in full, click 'Reset’ then 'Start'

I Check the fluidics reservoirs contain a sufficient volume before starting instrument setup.

Calibration

m Positive Low mass (50 - 2000 Da) Success Dec 12 2018, 21:31:57 GMT

m Positive High mass (400 - 7000 Da) Success Dec 12 2018, 21:34.04 GMT

m Negative Low mass (50 - 2000 Da) Success Dec 12 2018, 21:27:52 GMT

m Negative High mass (400 - 5000 Da) Success Dec 12 2018, 21°:29:58 GMT
3B.

Acquisition settings

Mode: ' Full scan v

Mass range: | High (400 - 7000 m/z) ~]

Polarity: | Positive v

Scanrate: | 2Hz v]

Cone voltage: | Custom “ [ 70lv
Capillary voltage: | Custom v [ 150/ kv
Desolvation temperature: | Custom v|[ s
Intelligent data capture: off v

[E3.(A) ACQUITY RDa MSE FRIZEHIBHMN B FERITHNAEIRE,; (
B)REBDFENTHIACQUITY RDa MSEIEFRESE (FASB0.1%FE
RUARENAE)
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{FFBioAccord R A HITEEMAb T

/2.1 x 50 mm ACQUITY BEH& &£ 5317400 ngik 5ttt AJRmAb B8 i B4R/ (P/N=186009125 <
https://www.waters.com/nextgen/us/en/shop/standards--reagents/186009125-humanized-mab-mass-
check-standard.html> )B5ZEBMSIEE ILE3, m/z400-70005CEMRRIEEREMERI KNS FEHRNHERBHE S
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| Componant name
TEAM (@ Nal
3 T QN-TERM (21 GIENG®)
© MIST s TERM (31 LIUN

© MIST sl Pyroglutamic Acks Q N-TERM (2], Glycoryistion G2F N (2]

ESAEEREMNBIE—BMRTED FES AN XERR. HEER
TNIST mAbZ bR EmB EBREEBNEELR, EI13REFT, FKil6E
BBIRG— AR B D Ebe RSDWBIRTF2.5% R UL BREER. 58.8
it BEINIST mALTRE D FEDITKRNEREREUNIFI'EER” BT,
BPHFNBIREEHAR T RFNRERE.

A ARMADREMKERERNTE S FESH (ES5B) BEEIMSINAFIS N EREEMMI R, NE
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T 13RS E BRI RESIRE.

ZRIER(TFA)BE BFEBRMAARMELC (RP-LC) D BRUAEAARMF. TFAR—MEFIIAF, BIRATEER
VDEAREREREASHERLCHN LEREAREZ BINEEFRARSMEEARNBIEER. RATFAZTIL. BEMS
55, BESWOLNMSREE, ETFANUVINEEBERNIFER. Eit, EIEERAFDRNAENKEES
» TFABT ZRERT, XAJgERRKLC-MSTTARE A,

#

5&80.1%RRIAEIEMELL, £AE0.1% TFARVREIER, TEXFEARMADREHIEIRERILC-MSIE
Em/zeB R IEF%E D HEEE (m/z 2000~6500), BEEmF@EFRE (~5F) RRTBEESIEFEBRREIN
TFABFIPHIRAN, RIS ERRRDITEENEE. Eap#ELEE (150 v560 v) IERARTEA R AT
ERITFAINEY), MBioAccordREFAESREREELHE (B6B) , 50.1%FA%IEHEZ (ESB) -
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fEABioAccord RN TMAbIL Eir S (scFe. LCHIFd)

TESH (B7A-B) REmMAbTEM AR (KIFHEEHS=-186008927 <
https://www.waters.com/nextgen/us/en/shop/standards--reagents/186008927-mab-subunit-
standard.html>) #17, TICEIEE (B7A) B88=1"7B8EI§E (scFc. LCFFd) , IREWNRBITES A
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4.06. 5.39#17.93 min, EITBAGHFRIGIEE, WHFXFHNREMADRESKNEINER (FEL#FE200
ng) L& scFclEMNE, LCAIFdERENs/n, TENZSMEAEEERSBHREREERER (B0 .
HARLCERERTEIRFIMLC, scFcMFdITRERZBERNMSIAN., AERRER. TENREHIRE. RBMEMN
TENERED. “BF BRERETRTAHPEFREEREscFch BRI MRICH T EREE,
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§ Ltk
- Protein name  Modifiers Response  Observed mass (Da) Expected mass (Da)  Mass error (mDa) Mass error (ppm)  Observed RT (min)  %Protein Mod-MS (%)
3 NISTmAbLC 376980524 231276 231275 68.1 30 5.40 96.2
4 NISTmAbLC Glycation (1) 14692600 232894 232006 -2133 .2 5.40 38
5 NISTmAbFc Glycosylation GOF N (1) 93163631 25236.1 252360 90.6 36 407 oz
&  NISTmAbFc Glycosylation GTF N (1) 104565628 25398.2 25398.1 93.5 37 207 463
7 NISTmAbFe Glycesylation G2F N (1) 25785994 255604 255603 1073 42 ao01 1ns
8 NISTmAbFd Pyreglutamic Acid Q N.TERM (1) 424848313 25689.0 256889 1829 71 7.93 %6
9 NISTmAbFd Pyroglutamic Acid Q N-TERM (1), Glycation (1) 14900912 25850.7 25851.0 2840 e 7.93 34

B 7.NISTmAb (£ E##HE100 ng) |deSESRETLEscFe. LCHIFANTIC. &HFHRAIEEM EIE

XA H, BioAccordR4iET 7 mERNERMNEIE. MERRRITRENBNNFEE. TIEREBL
UREHHRGERERTT. ZRREMRBIUNIFIEEFFAmAbMmAbILE i 24 EiE(R#H T 85 ABM1EEAE
MNEENE, XZHRMHFEWIENERRFFmRE. EREFRIMIFEFIFRTR, ZRARHIMEEDEATLUE
HIRERFEFR, AREUXERGZREHFRMREARNTREE, XEANEIREFTEERBMEERERN
AHRRBIBE R
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EYHI 254 E ABIBioAccord LC-MS& 4 <https://www.waters.com/waters/en_US/BioAccord-LC-
MS-System-for-Biopharmaceuticals/nav.htm?cid=135005818&locale=en_US>

720006472ZH, 20205 1081&1T

BERE (SFIN [k P iy 3401 ] 2y Cookie Cookie KE

P ICP #&060035465-2 R2AM%Z & 310115020074765
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