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Online native HIC-MS analysis of cys-linked ADCs* W200519C

[HIC-MS (BPC:base peak chromatogram))

DAR=2 with degraded payload
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*ADCs : Antibody-Drug Conjugates

[Deconvoluted mass spectra]

16244 =
N M3
§ e o A

3

02642 =iy »

09043 p

P

HesY P2

P3

€€ <<
-

P4

=4
y
e
k4
:

<
¥

Pl

—

8»'5-‘ ) ) ) ) g ps‘

v
[}
S
>
[}
a
7
@
T
g
3
@
o
£
3
b
['4
<
[a]

§ 8.0E+5 Y g P5 .
3 606w ° ¥ e . e :
2 4045 g 8 ‘,: T 3
Z; 20E45 ?:':_ - - —_— J ‘ PB‘
e 9 1" 1'3 15 17 19 ;1 E::- A L
Time (min) 1 #om i) wo ¥ e e Mass, Dz
Courtesy of S. Wang, Regeneron Pharmaceuticals Inc.
Column : BioPro HIC BF (4 um)
100 X 4.6 mml.D.
Eluent :A) 3 M CH,COONH,
B) 2-propanol/water (30/70)
10%B (0-2 min), 10-97%B (2-18 min), 97%B (18-22 min)
Flow rate :0.3 mUmin
(To enable online simultaneous UV and MS detection, a post-column makeup and splitting flow
platform was applied. )
Temperature  : ambient
Detection - nanospray ionization-mass spectrometry (NSI-MS)
Load :10 ug
Sample : Cysteine-conjugated ADC mimic deglycosylated by PNGase F
System : LC) Ultimate™ 3000 UHPLC system (Thermo Fisher Scientific)
MS) Q Exactive™ UHMR mass spectrometer (Thermo Fisher Scientific)
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