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mANE 1. LCMS-9030 (Q-TOF) 24 21
THIUSZ oH(mAD)E FHelet X|2 U ZITH 88 2otof M 71 Column - Shim-pack™ GISS-HP, 3 um, 150 x 3.0 mm
WE SFot= HolA2H FtH|L2|E He2a Qlo ) 1 (A)0.1% FA + 0.01% TFA in water
mADbS| 1A} AxE= Tsdt tEMolM 23t g SiCt oS Mobile phase £ (B) 0.1% FA + 0.01% TFA in acetonitrile
=0{, ojzzt 2Ol 2 1 2[X|= mAbe| ey FF §4 Flow rate :0.5 mL/min
(CQA)OIL}. ZZE Ol 2Y HYoz sl YEarH 40| : B.Conc. 0% (0-2 min) — 15% (10 min) > 35%
AAEHL =2 EE [N 20| QEFEl o~ QIJ| I{20|C} Gradient program (_2)?652i?z)+0—>1f+25°An($r?)min) - 75% (35-40 min)
0| FAEOIME Hlgty A0 2t 2AH9| HlW 24 & Sl '
mAb H0|2A|aio| Olget ZES s S4sists LoMs  oUTeTe A0t
B S MOISICH 0] B2 ProteaseMAX™ H|HiZHAHZ Injection volume 20 yL N
Atﬂom chiyzs F‘jg‘*l?ﬁ_’ E2As A |'-9?5f04 stel gl orzi3t Interface : Heated ESI (positive mode)
Qof U2} Bl WEIOICS PUf B2lhT MS AW Y o e
Interface voltage 1 4.5KkV
MS/M 248 I8 Shimadzu LCMS™-9030 Q-TOF Z&t TOF mass range =100 - 2000 (m/2)
ZH7IE MBI Heat block temp. 1400°C
DL temp. 1250°C
Interface temp. 1300C
Nebulizing gas : Ny, 3 L/min
Ay Drying gas Nz, 10 L/min
A Btel =A Heating gas : Zero air, 10 L/min

mAb 2%: 50 mmol/L Tris-HCl (pH 8.0) 2&EgMHo=2
bevacizumab HIO|A|ZZE 5 mg/mL sE2 & H,6_H:t,
MZ goll: MZo maAb 8% 20 uLe sty 50 mM
Bttt QfHE (ABC) 822 5 HY 3 4510] ZH|BHC.
t1’d: ProteaseMAX™ (0.5%, w/w) 10 uLE Hotstd 60C
|k| BHFSHOY mADE i A|2ICt,
89 ol 2ys}: 0|3} 2 ab,o BHIA|7|7| 28l CIE|QEZ0|E
M) 30 pL° Hotstof %*?E'szr— AlZICE,
54: 4ES 50 mM ABC 8HC= 2T RI| 478 pL=z
SIESE =

Sof: Y ST EYA 20 Pl HI6H0] 37°C o of=
SO T SofE Al2ICt

BX|: E2Y BHS FXIEP| Sl E2AIZ2RROMIE (TFA)
2 L HoHICt,

£4: LCMS-9030 (Q-TOF)o| CHt 24 ZHS F 12} 2T,

12! 1. Bevacizumab@| O|2tst A% 91E 11X
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H 3. Bevacizumab H}O| 2 A|22{9| H|2H] O|2t3t Aot HEIO|EQ| HE
Peak No. | RT (min) Peptide [AA numbers] Peptide m/z Adduct lon
S-S-1 24.7 Light chain, [19-23-42] VTITCSASQDISNYLNWYQQKPGK 1469.6837 [M+5H]5+
|
FSGSGSGTDFTLTISSLQPEDFATYYCQQYSTVPWTFGQGTK [62-88-103], Light chain
S-S-2 20.4 SGTASVVCLLNNFYPR [127-134-142], Light chain 889.9428 [M+4H]4+
|
VYACEVTHQGLSSPVTK [191-194-207], Light chain
S-S-3 19.6 LSCAASGYTFTNYGMNWVR [20-22-38], Heavy chain 1124.4967 [M+3H]3+
|
AEDTAVYYCAK [88-96-98], Heavy chain
S-S-4 243 Heavy chain, [140-150-153] STSGGTAALGCLVK 1584.3884 [M+5H]5+
|
DYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNV
NHKPSNTK [154-206-216], Heavy chain
S-S-5 15.2 TPEVTCVVVDVSHEDPEVK [262-267-280], Heavy chain 777.0393 [M+3H]3+
|
CK [327-328], Heavy chain
S-S-6 17.8 NQVSLTCLVK [367-373-376], Heavy chain 962.2111 [M+4H]4+
|
WQQGNVFSCSVMHEALHNHYTQK [423-431-445], Heavy chain
S-S-7 2.5 GEC [212-214], Light chain 379.1272 [M+2H]2+
|
SCDK [225-226-228], Heavy chain
5-5-8 23.7 THTCPPCPAPELLGGPSVFLFPPKPK [229-232-235-254], Heavy chain 1364.7007 [M+4H]4+
| |
THTCPPCPAPELLGGPSVFLFPPKPK [229-232-235-254], Heavy chain




H 4. Bevacizumab HFO|2A| Y2{o| 2RIl o|&st A%t (Cys &) HEI|E HE

Peak No. RT (min) Peptide [AA numbers] Peptide m/z | Adductlon
S1 20.9 R.VTITCSASQDISNYLNWYQQKPGK.A [19, 42] Light chain 934.4560 [M+3H]3+
S2 253 R.FSGSGSGTDFTLTISSLQPEDFATYYCQQYSTVPWTFGQGTK.V [62, 103] Light chain 1554.0400 [M+3H]3+
S3 233 K.SGTASVVCLLNNFYPR.E [127, 142] Light chain 899.4510 [M+2H]2+
S4 13.6 K.VYACEVTHQGLSSPVTK.S [191, 207] Light chain 938.4664 [M+2H]2+
S5 2.5 R.GEC.- [212, 214] Light chain 365.1119 [M+H]+
S6 20.7 R.LSCAASGYTFTNYGMNWVR.Q [20, 38] Heavy chain 1099.4914 [M+2H]2+
S7 12.5 R.AEDTAVYYCAK.Y [88, 98] Heavy chain 645.7863 [M+2H]2+
S8 15.7 K.STSGGTAALGCLVK.D [140, 153] Heavy chain 661.3433 [M+2H]2+
59 25.0 EEQ(ESE?\K/TVV[%@J szﬁAGHT:e%\chCEmVLQSSGLYSLSSVVTVPSSSLGTQTW CNV 1679.0810 | [M+4H]4+
S10 2.1 K.SCDK.T [225, 228] Heavy chain 509.2016 [M+H]+
S11 22.0 K. THTCPPCPAPELLGGPSVFLFPPKPK.D [229, 254] Heavy chain 948.8226 [M+3H3]+
S12 17.3 R.TPEVTCVVVDVSHEDPEVK.F [262, 280] Heavy chain 713.6804 [M+3H]3+
S13 2.0 K.CK.V [327, 328] Heavy chain 307.1429 [M+H]+
S14 16.8 K.NQVSLTCLVK.G [367, 376] Heavy chain 581.3172 [M+2H]2+
S15 17.2 R.WQQGNVFSCSVMHEALHNHYTQK.S [423, 445] Heavy chain 934.4253 [M+3H]3+
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Agr oA
Bevacizumab®| Yt LxE= O 10| LIEHHRICE Ol
2

= H 3 9 40| L}Y¥E D= o|&st A HENO|EQ| de novo
16712] O|&tst ZA3te matstH, O F 1270 intra-chain A%t AP BME 23S0} o7 M= HI%% S-S-22F 2hl S-39|
(BAoll 47H, ZHoll 87H)Q! Bt LIHX| 47He| o3t Azt ZAtE CHEXQ! o2 LEHRICE 38 32 =2} 0|2 F4{0|
inter-chain ZE0|C} (£ 7Ho| Bt =244 &, IX| Qoi9| ISHEl MS/MS AHEHS Edl| Bevacizumab HHO|2A| 22
o1l ZA 91). 2 A2 DTTE AR ZM mADb (ZHE Aafjo| H|Et 0|&ts} At BEIO|E(S S-2)2Q de novo AlEA
Olgst ZeHZEE 157429 CysE Zstst EZA B 2 E0ELL LIE TSt O[2(2+, 3+, 4+)2| HEIO|E A|HALL
HEIO|=2F MMEl 4 QIACt DTTO ofst 2t ¢lo|, 87He] et m/z 240l AT OEo| EAECH 4+ 0|2 (m/z
243t o|gtet ZRo| HAE HEO|EI WHEE » UpCE 889.9445)2| HEIO|= A|HAE J|HOE UKot THHO|| CHgt
(Hlztg! o|st AE). Md(y o|2)at A MS/MS ABEZI0| STh miol| FA|EICH
B. o|gzt Zg HElO|=2| HE bigtel o|=tet ZAE HEMOIE 2oz BHE o|=It AR
$hEl A|ROIME Bevacizumab HIO|QA|YR 9| S-S Zef0| HEFOI=0f Tt De novo AIRYE S8SH0ICL IR 4i S-5-
HEIE wEl, BUER Qe AROIME 2 s-s ggE 25 BU%hs BER BEOIS(EIS MS/MS SHEHS
BIEFO| =0} HORICE O[2f3t 0|23t 2 HEtO|=S EOIE| LIEHHACH
QleH BT B} HISIE MES DE FH[SID SUS 4
Z 20| A LCMS-9030(Q-TOF)2 2 £M3t3iCt mZ=
T3 2& Hlggl A2t 2l AR 259| 5 0|2 I20IETH mMAD HIO|A|L2{o| Feiot 0|t Zet HElO|E & M8
(TIO)2 BHELL HE 222 5 ME Al0|9] M2 C2 F Q|st 2HTHSE LCMS J|gke| 2 "2 | CMS-9030 (Q-TOF)2
O3 E Yoy LIEPHCE SHYE ME D H|wstodf, ek olg8sto] =SHUCE THHDF OOJE{7F EFE MS/MS
MEOM= 82| Al2to] O 21 of2] JHe| & HEMO|E 22Xt AHEH2 AEY 2Moj| oot M2l s ZIE MSotct
ZHE|QACL Skyline s/wE ArESH0] EZL K2|El O|&tst At Bevacizumab HIO|QA|2{Q| H|=tel Ol $HRIE| 0|Ss} ZHEHo|
HEtO|EQl O|EX HIES HlmP ZIf, Bevacizumab HE Y de novo A|EY 2HOZE mAD HIO|QA|RE{e| LEX
Hto|@A|2{o| 8712 2H$t S-S A= HEIO|= (S-5-1/8)2t E4 2Mof o3t 43 St d e LBt
157429] Cys& ZE&st BEO|= (S1/15)= LCMS-9030 (Q-
TOF)2 0|83t 3ppm 0|7t A 2= s
ZHE|ACE HEIO|E AHALQ} Faior HF2 H 31t 40
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For Research Use Only. Not for use in diagnostic procedures.
This publication may contain references to products that are not available in your country. Please contact us to check the availability of these
products in your country.

The content of this publication shall not be reproduced, altered or sold for any commercial purpose without the written approval of Shimadzu.
See http://www.shimadzu.com/about/trademarks/index.ntml for details.
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The information contained herein is provided to you "as is" without warranty of any kind including without limitation warranties as to its
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