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* ADCC: Antibody-Dependent Cell-mediated Cytotoxicity
* CDC: Complement-Dependent Cytotoxicity
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Analytical Method:

AdvanceBio Glycan Mapping column, 2.1 x 150 mm, 1.8 um

UHPLC-HILIC, 60 minute method, 1 pl injection (equivalent to glycans from 0.4 ug protein), FLD: 260/430 nm
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Reversed-phase UHPLC conditions

MS parameters

Instrument Agilent 1290 Infinity Il LC System Source Dual AJS ESI
Column Agilent InfinityLab Poroshell 120 EC-C18, Gas Temperature 350°C
2.1 x 75 mm, 2.7 ym (p/n 697775-902). Drying Gas Flow 11 L/min
Nebulizer 15 psi
Column 30°C Sheath Gas 5
Temp Temperature LRI
Mobile A) Methanol:acetonitrile:water (4:8:88) Sheath Gas Flow 12 L/min
Phase B) Acetonitrile Vecap 1400 V.
Nozzle Voltage 1800 V
gradient " o ; Fragmentor 120V
rogram ime 5 low rate 3
g (min) %A %B (mLimin) Skimmer 65V
YT g 28 Isocratic elution Oct 1VF Vpp 800V
SO0EORO 0 Mass Range (MS)  m/z 400-1000
625 20 80 04 o PSRRI | 8
730 20 80 04 = Mass Range m/z 100-550
780 1000 04 oo equiibration S — : =
1000 100 O 0.4 Acqiisition Mode High resolution (4
GHz)
Injection 10 pL (Equivalent to 0.25 pmol of Enbrel, 10
Volume pmol of Rituxan )
Detection Agilent 1260 Infinity Il FLD

Aex 373 nm, Agm, 448 nm
Pressure > 400 bar

Extracted ion chromatogram of DMB labeled sialic acid
species, [M+H]'*
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Simultaneous

Plumbing diagrams show the valve changing
positions to release the fraction into the second
dimension of chromatography.

a)  Simulated chromatograms

c)
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Figure 2. Schematic representation of the online 3D-LC workflow for automated middle-up analysis of mAbs using an online IdeS digestion with
enzyme-immobilized column ('D), followed by on-column reduction by RP-HPLC (*D) and HILIC (*D)/MS analysis of the proteolytic fragments
Ed’, LC, and Fc/2. (a) IdeS digestion of mAb-A (offline, detection UV at 280 nm), (b) RPLC (*D), and (c¢) HILIC (*D) chromatograms showing
the three subunits (Fd', LC, and Fc/2). See Table S2 for retention times and mass assignments.
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