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Comparing lpilimumab and stressed Ipilimumab to understand the impact
of oxidative stress on the antibody

Monitor the identity, purity, post-translational modification (PTM)s
o Intact Mass Distinguish between different proteoforms of an antibody

147991.0
2846.9 Z = +52 100 [ 1.7 ppm
\ 7
2 148153.5
;\ 2 ] [ 0 PPM
w —
=
o — 148316.1
- -3.1 ppm
S
2500 3000 3500 X
e ~ /) T T T T |/\|’\|/\|/\ 0
2845 2850 2855 148000 148500
e Mass
1480554 A= 64 Da
2848.2 Z = +52 100 -0.3 ppm
m Am/z =13 5 1148217.6
' 2 | -0.7 ppm
/‘ 6 -
i ‘ICI_.'J ]
c ]
:> O - 148380.0
% - -2.5 ppm
2500 3000 3500 2 - |
ez — T |AJ| \|/|\J| \AA/\/\/\ 0 |
Stressed 2845 2850 2855 148000 148500
m/z Mass

==, ' Mass shift of 64 Da indicating potential oxidation at four methionine residues. A3

- - Determine regional location of modification / sequence
e Subunit Analysis Differentiate & characterize Fc, Fab glycosylation
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= _ Modifications found on heavy chain, in Fd and scFc regions.
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- - Perform detailed comparisons between samples
e Peptlde Mappmg Confirm amino acid sequence and locate modifications

DTLMISR
pTLMISR |1 dsi"ﬁ . DTLMISR
+15.9949 Da Unmodified
0 1 } ya
; . 18.47 418.2208 100 506.2764
‘ oL & 100 — 100 — _
- 0 - 17.10 1 |-0.12 ppm 9 .
: ®© - 1555 Q - © 80— Ys
© e - O ] ©19.3606
; b © ] © — o N
T O O - y3
% c 5 7 S 607 3752354
A o E | fe (w1
] g - 20.30“ % = g 407
o & 7 421.7583 T ]
o | 15.26 F & cata — LatJ 20 — 376.2413
r .
1 \ V - L 1| bs 730.3928
0 L|Iﬁ‘A‘F“TJ_'_ 0 - [T T 0'||||'||||||||'|||||1|||||I|I||
400 500 600 700 800
* %
DT|L/V ISR
,f +15.9949 Da
16.04 426.2178 Ya
100 — 100 — z=2 100 — szl
o 1 1562 | 17V o 0.95 ppm N .
O O — 0o 80 — Y Ys
- l c c 0 3 Y4-(CH3SOH)
S - S - K - 635.3532
S — C - S 60 — Y5_(CH3S0H)
o o HCD o i
< < < N
Cé) = 20 37 GZ) . 426.7191 g 40 —
© 19.74 © o i
£ 18.62 < 427.2207
O — O — v 20 —
Stressed = t A J\L\ T - - - ‘ 636.3587 | 0-9%47
0 T T 1 LjJII|'I'|I O T TT T TTTT 1171 0 |‘||||I“|||'|| |||||||||||||||||||
16 18 20 400 500 600 700 800
Time (min) m/z

+15.9949 Da shifts for y, and y5 fragment ions and diagnostic loss
of methane sulfenic acid (CH3SOH) in oxidized peptide.

Click or visit thermofisher.com/biopharmaprotein to watch
Dr Jonathan Bones as he delves into the world of protein characterization.

' | earn more at thermofisher.com/biopharmaanalyticaltesting
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