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Introduction Conclusions
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ppm to far below 0.1 ppm. There is a strong
demand for sensitive and robust methods for

LC-MS analysis
500 ng of digested mAb sample was injected
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No. of unique peptides vs. MW

4.50E+04

Average Area vs. MW

%CV values. More than 400 host cell proteins

were identified in Waters mAb Mass Check

HCPs identification and quantitation by LC- ©On Waters | CSH Peptide C18 ) . T | monoclonal antibody standard, a material
MS applicable for protein therapeutic Cchromatographic column (0.3 x 150 mm). 0 Ol o — Number of unique mouse HCP proteins identified good reflecting real-word bioprocess samples.
development. Separation was performed with Sciex M5 ‘ .o in Waters mAb Mass Check standard Our analytical method allows for sensitive and

Methods

In the presented work we have used micro-
flow LC (SCIEX M5 MicrolLC) in combination
with the mixed fragmentation mode EAD/CID
of SCIEX ZenolTOF7600 mass spectrometer
In both data dependent (DDA) as well as data
iIndependent (DIA) acquisition strategies to
test the depth of HCPs identification in
monoclonal antibody samples. The short, 20
minutes gradients were used on Waters CSH
Peptide chromatographic column. In
addition, the different data analysis modes
were tested: DIA library-free analysis vs DDA
library search. The accuracy of the HCP
gquantitation was tested using the spiked-in
protein standard mix (UPS-1, Sigma-Aldrich).

microflow system connected to the Sciex
Zeno TOF 7600 mass spectrometer.
Chromatographic gradient was 20 min from 3
to 35% B (0.1% FA in ACN) and whole
method with cleaning and equilibration was
30 min long. MS data were acquired in DDA
CID, DDA EAD and DDA EAD+CID hybrid
mode (EAciD), as well as DIA SWATH (CID,
65VW, 400-900 m/z) for quantitation [2].

Data analysis

MS data were processed in PEAKS Studio 12
(Bioinformatics Solutions Inc.), Skyline (Skyline-
daily 24.1.1.398) and DIA-NN (v. 1.8.1)

Results

The Waters mAb Mass Check standard is a
Protein A purified mouse monoclonal antibody,
that is a good material for development and
optimization of analytical method for HCPs
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Figure 1 Benefits of EAD/CID mixed fragmentation on peptides MS/MS spectra. Comparing to CID only the EAciD spectra
are much more informative in some cases.
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reproducible HCPs analysis using novel
EAD/CID mixed fragmentation on ZenolOF
7600 platform.
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Figure 2 EAD/CID mixed fragmentation scheme. Adapted from Potriquet J. et al. Sciex Tech Note
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