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)o 6545XT AdvanceBio LC/Q-TOF T 4
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LC XSX—%
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BEIE A H,0. 0.1 % £&
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UK 2 DOYIMSRICHETIEELDICFR
El. 271> (C) DTILFIALE LU N-
2Kif pyroGlu (E/Q) # Z O EEEM. 72/
XY (N)®TILEZY (Q) DR T7IRE. X
FAFZY (M) OBt 2z BT E DD %=
PIREICL £ LT, BEFFREAIL. MST Tl
10 ppm. MS2 Ti& 20 ppm TG, RTFR
DETIE5~60 7/ (AA) ICHPBRLFL
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FORNA FUHFHRICHER T 270120 R
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THREIL Mz Z#RLTED. Nygs TORT =
REDB WS EH R TET £, 7 IR
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HoeOB & veot QF LM -EWE I 2o QY XA OC EH |
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Results pondion] [Z]]| 102 + TIC MSGall) 20180527-Agilent mAb-deamide-.. " || x102 [A(37E on N 14, GF WE
Confirmation status File Name. Saved Res LastRunMe ©  Workflow  Condition Sequence / Mass Modification 1 1 i
} confirmea mAb1-deamide-0-day-1001d _ method2 ProteinDigest reduced 19G1_mAD_HC || I061_mAb_IC  |I] [ 1l Oxication (M) ] #Oxi _ 1 1
Confirmed mAb1-deamide-0-day-1002d  method2 ProteinDigest reduced 10G1_mAb_HC | IgG1_mAb_LC [} [} Q|| HOxidation (M) ] #Oxi = 03 03
Confirmea mAD1-deamide 3.d3y-1001d  method2 ProteinDigest reduced 19G1_mAb_HC || l0G1_mab_IC ||| " Qi #0xdation (v ] Hoxd
Confirmed mAb1-deamide.3-day-1002d  method2 ProteinDigest reduced 19G1_mAb_HC || lgG1_mAb_IC ||| 1] {1l ©Oxication (M) | 10xi 93 03
Confirmea mAD1-deamide £-0ay-10010  method2 ProteinDigest reduced 19G1_mAD_HC || I061_mAb G ||| [ [ HOxidation (V) | Gxi o7 07
Confirmed mAb1-deamide.6-day-r002d  method2 Protein Digest reduced IgG1_mAb_HC | I9G1_mAb_LC n n Q| HOxidation (M) | #Ox{ | 06 06
[l ] J ]
05 05
1@ samp 1-deamide-0-d. d [ Method T
04 04,
G Biomolecule M Spectrum x  ({jBiomolecule Fragment Spectrum (zoomed) x e <
2ot QR GM1 1 L 2ot QF a1 - HELD B =S 02 02
X103 [A(376-397); Deamidation N 14: GFYPSDIA. x10% [A(376-387): Deamidation N 14; GFYPSDIAVEWESNGGRENNYK 27.915: + Product lon (it 27.889 min) (1272.058%(z=2] -> ) mAb-deamide-6-day-r002d o1 o1
1 ? = [} 0 =
& 28 5 10 15 277 278
08. z § o Counts (%) vs. Acquisition Time (min) v Counts (%) vs. Acquisition Time (min)
05 4 - 3 ki Relative Quantitation Histograms x
: 3 @ © . 4 o B 2t Q =g
2 2 2 = Q 2 - S - N389 [A] - Deamidation N
08 2 z - = R =2 [ 6 W Hres A |
1 4 2 % Py < Hrso 19 B Hrao [
o ol i [ [ Ll h L A " by s N | s 50
s0 780 1000 1250 1500 20 30 a0 s0  e0 700 8k 1000 1100 1200 1300 1400 150 160 1700
Counts vs. Mass-io-Charge (miz) Counts vs. Mass-to-Charge (miz)
4 Results Compare x
- =g
Intact Protein  Proten Digest  Released Giycans
Sequence/Mass  Tm 3
a 1gG1_ mAb_HC H
map map map map g
Logtion /¥ Modification ¥ 3
%Quint(Area) ¥ %Quant(ires) ¥ %Quant (Area) ¥ %Quank(Aea) ¥ %Quant(rea) ¥ %Quant (Area) ¥ %Quant(Ares) ¥ %Quant (Ares) ¥
281 (4] DeamidationN 092 o071 04 008 014 102 055 155
291 [ DeamidationN 112 068 255 114 278 146 081 084
NE20[4  DeamidationN 133 o7 182 B 2382 272 o2 144
N385 A1 DeamidationN 2025 1766 282 2282 269 2586 2848
» NE89[4]  DeamidationN 182 1768 212 2736 312 311 3072 022
N334 [ DeamidationN 031 o2 076 057 269 308
NE95[A Deamidation (35 o 002 o8 025 007
Na39[A] DeamidationN 763 043 8739 1219 338 S04
NS5 [4]  DeamidationN 1428 1221 2144 2108 2085 2 2288 2w
NE1[A]  DeamidationN 003 009 Unmodificd Deamidation N
N74[A] DeamidationN 291 1288 1065 1453 1547 4151 218 1638
NT7[A DeamidationN o067 023 o7s 056 031 037 3 Medification
@ Biomotecules: 12391 found, 62 shown filtered onSequence |[Z5 14,GFYPS| o 55, Resutts Compare. [ER cequencec: P1aG1_ mAb_HC ProteinDi ikt Retativec
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<X 1
2.5 . 7E64y3655t; . WT
L 201 oo Co Vo RT = 25.55 min
N N N O
D 1.5 ' ' ' ' 19 ' '
B . o b, 10889895
1.01 : : : i by 9504629 HE . Yis
’ Y, H Ys H H 1851.3869 H H 1465.6337 1594.6830
051 2050026 310.1750 #4216 5833110 : : l l : I: l
ol v 1 Lt.u.L e ade hwnawoagild l].; N RTFTINT] AT I‘].l Ll .-‘l.Jl.J.. o la s -
%102 _ ' ' ' ' HE
7] b,i Lo o Nygo Ny,
61 368.16145 ' ,, ' ' B 77 R1E,
5 9 oo ” 765.3367 . RT = 30.97 min
D 4 H ' Y10 H H HE
Rl : : 577.2442 : : 1001.4073 o
21 | 47259632 | 3 b78de7
11| 217.0856 ‘ | | H \ “ " ] 947.3501 ” " | ] 1372.9865 1679.4908
0_.|l. | || | IHl,. Y ll.||n.|||ui |I' Wid 1k |Ill Iu |. o d [0 1.1 |
200 i[""500 600 700" |800 900 1,000 1100 'I'ﬂzoo 1,300 1,400 1,500 1,600 1,700
HRBEHEL (m/2)
x10? WT x10° WT x1 0% WT i
5 A 3.0 y 4.0
J 424.2166 | s 5
4 2.5 764.3550 g SA Y10
3 201 01 1150.5068
425.2191 2.51 1151.5133
24 1.51 2.04
1.0 1.51
T 1.0
| 0.51 051 1152.6029
0- 0l Lol oA |
x10? x10° 2
_I 2‘ NSBQ'N394 64 N389'N394 X10< N389'N394
) IR FIR 0] BiFIR
Lol BTSER 5| BTSHE 201 B7SHE Yo 1153.4877
. 1152.4614
0.8 y 44 Y, 1.5
| s ] 765.3362 1
0.6 4242221 8 1.0
0.4 21 1
762.3547 0.5
0.21 770.2842 J
O N — 04 i | '|||| 1 0-- , , ,
423 424 425 426 427 760 765 770 1,151 1,152 1,153
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MassHunter BioConfirm ¥V 7 b2 =7 T
I3 BEERZROITRTOERED PTM OES
WaE, —EDOY VTIICh>TEETTE
To BEEL L R ERE OIS T BB T
FRO % C—VEE (Fcld4Toavel
T% E—vm) WetEINFET, F/o. bR
EROMEBEZRFEATERRATEET (K 5).
Z @ Results Compare 7—7)Lh 6. £
STNICE T ZEMZEEIRTO PTM &2
EROBENDOHD F9, BioConfirm Tl
Results Compare 7—7/LDOFRRICMZ. &
AT S LICL B EERROBRELDARERT
o EEREAREDEINI S LERTT BIC
I%. Results Compare 7—7IILH DB D
BREZESUTEV)ITEIETTY,

£/l Results Compare

B =

Intact Protein  Protein Digest | Released Glycans

sequence/Mass W
4 19G1_mAb_HC

Location 8 ¢

Madification ¥

mAb1-deamide-0-day-r001.d mAbl-deamide-3-day-r001.d mAbl-deamide-6-day-r001.d mAbl-deamide-13-day-r001.d

sQuant (Area) ke 36Quant (Area) v s6Quant (Area) v sQuant (Area) v
N104[A]  Deamidation N 977 53.22 1819 2341
N206[A]  Deamidation N 725 284 028
N208[4]  DeamidationN 725 15 649 736
N213[A]  Deamidation N 037
N281[A]  Deamidation N 093 19.38 295 1437
N291[4]  DeamidationN 1.13 257 281 082
N320[A]  Deamidation N 066 09 246 3889
N3G6[A]  Deamidation N 2025 2782 22.82 2586
» N385 [A]  Deamidation N 1827 2877 3122 3873}
N394[A]  Deamidation N 032 077 269
N395[A]  Deamidation N 0z 002 02
N426[4]  Deamidation N 7859 7932 509 9117
N439[A]  Deamidation N 8932 873 8736 788
NSS[A]  Deamidation N 1431 2151 2065 2288
NT4[4]  Deamidation N 391 1065 1517 218
NTT[8]  Deamidation N 067 075 056
N84 [A]  Deamidation N 174 319 269 369
Sequence/Mass ¥R
a 1gG1_mAb_LC
mAb1-deamide-0-day-r001.d mAb1-deamide-3-day-r001d mAb1-deamide-6-day-r001d mAbl-deamide-13-day-ro01d
locstion /¥ Modification ¥
%Quant (Area) hd 3Quant {Area) v 3%Quant (Area) v %Quant (Area) v
N142[B]  DeamidationN 207 219 389 235
N143[B]  Deamidation N 019 169 046
MIS7[B]  Deamidation N 053
N163[B]  DeamidationN 021 044 016
N215[B]  Deamidation N 028
NS8[B]  Deamidation N 012 o7 029 058

5. PTM £ Results Compare 7—7 )L, FEEEDBEIZHT=D.
S pH E£HFICEE LT mAbT ESHS L UFHTO Asn B 7 I RMEDOEERIEZRL TV ET,



6 |%. BioConfirm IC&%. & pH &4 FT
EEOABOBRE L mAbT EHOD 3 &
F2D Asn B2 7S R (Nagos Naoa, Nags) DEE
DERNITLHERLET. HERIZ. 2 20
TOZANLTUT—bEFRITLELTo Nag
iAW 3 BEOHREDOHRTR7IRMELA
ILHERARTE, DT IL—FICEVWTHINE
FEROERIESNTH . Asn @ C-RiED
Gly TIEtDFERELD BB T7IMMEEAT WV
EDMDHDET, oo CRIBOBERRES
RS HBBEKEZREIT RIS, ShoHTE
HOE 7 RMECABBERITENET ™ % Nag,
F721E Nags DT 2 MU B A REBREGIZE
Np 31, T—2ETTID 2 HFITORR
TIMLOERZHAEDER L EERT S
RENBHDET,
RIFRIYES T T—0T70-TlE. BER
BNV BRBRINTBELTRTIFRIZIX
VhEERLETH. CNICKDFRELAIE
WHELZEBBENDDFT, B FILEIFE
Ml PTIMEETHERINZ X TFRE
HIRETBZNEHNBHDET, BioConfirm V7
™ 7IE. Peptide Relative Quantitation
Results Y WS X1 MLOREIERLT. ¢
NTOEMEELRIGT 2R TFREET —
BIFAIHEURMNRRLET (K 7), &7
2. 8 DDFT—XT77AILICH S mAb EiH
D Nago DT IREOEEERLET, 77—
277 AILARTRIESNZFIGRTFRIAN
THRFRRTDICE. BRIT—27717)ILOY
I77—7NLZREALET, PTM EEICAWVS
NBEXRTFREZBEFNITRET B/
BioConfirm (&2 > /X0 & E{b e PTM 2
ICESE T3 —EDIL— L EBERBLET, 1.
Use for %Quant F v Ry IRz )wvy
TRILICEST. RIFRBIREFRTEE
¥, FHE I %Quant. Results Compare
T—7I. EXRNITLIF. BFIINICEER
REBEEICEEALET,

90
80
70
60

i 50

|

w 40

W AL 7S R B30, [l mAbT-BE 7S K. B0, 2
B mAbT-BE 7S R, B#6,r [l mAbT-dii 7 I K. B#6,12
W mALIEEF S R, B3, [l mAbT-BE TS K. B3, 2
B mAbT-BE 7S B, B#013,r1 [l mAbT-BR 73 K. B#13,r2

81.73% 82.36%

W 68.78% 68.84%
60.27% 59.76% 0H 3H 6 H 13 H
30.73% 40.24%

. 31.16%
28.27% 28.06% B1.22%

18.27% 17.64%

RIEH Bt7 = R{EN

99.68% 99.58% 99.23% 99.43% 97.31% 96.91%

N,,, Bi7 = Rt

0H 3H 6 H 13H

A

3.09%
0.32% 0.42% 0.77% 0.57% 2:89%

Bi7 X R{EN

KIEH

99.80% 99.89% 99.98% 99.82% 99.80% 99.93%

138

—

0.20% 0.11% 0.02% 0.18% 0.20% 0.07%
Bt7 = R{EN

RIEH

6. MassHunter BioConfirm V7o 7AW e, €D BHOB. & pH £HFICEE L mAbT EHETO
3D Asn B 7 = RIE (Nagox Nags Nags) DEEEDEANT T L BEBIIC. 2 DDFTIZAILL T U — %
EITLELI



it Peptide Relative Quantitation Results

fel & =
Seq Name VR Location VW4
b 19G1_ mAb_HC N339 [4]
b 1gG1_ mAb_HC N339 [A]
b 19G1_ mAb_HC N389 [4]
b 19G1_ mAb_HC N389 [A]
b 19G1_ mAb_HC N389 [A]
b 1gG1_ mAb_HC N389 [A]
b 19G1_ mAb_HC N389 [A]
4 1gG1_mAb_HC N389 [A]
Sequence YT Segloc T
GFYPSDIAVEWESHNGOQPENMYK A[376-397)
GFYPSDIAVEWESHNGOPEMMNYK A[376-397)
GFYPSDIAVEWESMNGQPEMNMYK A[376-397)
GFYPSDIAVEWESNGQPEMMNYK A[376-397)
GFYPSDIAVEWESMNGQPEMMNYK A[376-397)
GFYPSDIAVEWESNGQPENMNYK A[376-397)
GFYPSDIAVEWESMNGQPEMNMYK A[376-397)

x

Pred Mods =] File W8 %Quant (Area) Vo
Deamidation N mAb1-deamide-0-day-r001.d 1827
Dreamidation M mAb1-deamide-0-day-r002.d 17.64
Deamidation N mAb1-deamide-3-day-r001.d 28.27
Deamidation M mAb1-deamide-3-day-r002.d 28.06
Deamidation M mAb1-deamide-6-day-r001.d 31.22
Deamidation M mAb1-deamide-6-day-r002.d 3116
Deamidation M mAb1-deamide-13-day-r001d 3973
Deamidation M mAb1-deamide-13-day-r002d 4024

Pred Mods ] RT S WA UseforeQuant VR Area ¥ VR Description i)

25.546 vl 2009991 Complete digest

Deamidation M 14 26916 [wl 467513 Complete digest, Predicted modifications
Deamidation M 14 27914 vl 780187 Complete digest, Predicted modifications
Deamidation M 14, Deamidation N 19 28467 vl 21433 Complete digest, Predicted modifications
Deamidation M 14, Deamidation N 20 29483 vl 2197 Complete digest, Predicted modifications
Deamidation M 14, Deamidation N 19 29.753 [wl 73117 Complete digest, Predicted modifications
Deamidation M 14, Deamidation N 19 30973 vl 9252 Complete digest, Predicted modifications

7. MassHunter BioConfirm T® Peptide Relative Quantitation Results 7—7ILO—&EBD T —> 3wk

ELDOEE

2 > ® mAbs (mAb1 ¥ NISTmAb) = @
Met BIEOESWVH. IIRSINIBILEET
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