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ABSTRACT: Monoclonal antibodies (mAbs) have established themselves as the leading biopharmaceutical
therapeutic modality. Once the developability of a mAb drug candidate has been assessed, an important step is
to check its in vivo stability through pharmacokinetics (PK) studies. The gold standard is ligand-binding assay
(LBA) and LC-MS (Liquid Chromatography- Mass Spectrometry) performed at the peptide level (bottom-up
approach). However, these analytical techniques do not allow to address the different mAb proteoforms that
can arise from biotransformation. In recent years, top-down and middle-down mass spectrometry approaches
have gained popularity to characterize proteins at the proteoform level but are not yet widely used for PK
studies. We propose here a workflow based on an automated immunocapture followed by top-down and middle-
down LC-MS/MS approaches to characterize mAb proteoforms spiked in mouse plasma. We demonstrate the
applicability of our workflow on a large concentration range using pembrolizumab as a model. We also compare
the performance of two state-of-the-art Orbitrap platforms (Tribrid Eclipse and Exploris 480) for these studies.
The added value of our workflow for an accurate and sensitive characterization of mAb proteoforms in mouse

plasma is highlighted.
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1. Introduction

In the last 25 years, monoclonal antibodies (mAbs) have become the major modalities in the biopharmaceutical
industry and are now largely approved against previously “undruggable” targets in several therapeutic areas|[1—
3]. In most recent years, biotherapeutics in research pipelines have evolved towards a variety of scaffolds
including antibody-drug conjugates (ADCs), fusion proteins, antibody fragments such as NANOBODY®
VHHs (Nbs), antigen-binding fragments (Fabs) or single-chain variable fragments (scFv)[4-6]. With a growing
interest in multispecifics, even more complex and diverse formats are now being designed such as CODV-Ig
(Cross-over dual variable-Ig like), mAb-scFv or tandem-Nbs. Since the complexity of these new biotherapeutic
constructs potentially makes them more prone to in vivo biotransformation[7-9], there is nowadays a crucial
need to precisely characterize and quantify biotransformation products. Biotransformation of a therapeutic
protein includes proteolytic cleavages and post-translational modifications (PTMs) such as deamidation,
oxidation or glycation among others. Biotransformation can therefore greatly impact
pharmacokinetics/pharmacodynamics (PK/PD) profiles, efficacy and in some extreme cases immunogenicity
and safety[10,11].

Ligand-binding assay (LBA) and LC-MS (Liquid Chromatography-Mass Spectrometry) are the most used
techniques for the in vivo analysis of mAb-based drugs in PK/PD studies. Traditionally, quantitation of large
biotherapeutics in biological matrices is performed by LBA, due to its high sensitivity and high throughput[12].
However, LBA can be subject to potential cross-reactivity and does not allow to achieve structural information
including biotransformation. In last years, improvements in instrumentation and methods have made LC-MS
approaches essential in PK studies of biotherapeutics. Conventionally, protein-based drugs are digested by
trypsin and resulting peptides are analyzed by LC-MS/MS. This approach allows to get both sequence
information including localization of PTMs[13—16] and quantitation at the peptide level. The monitoring of a
set of reporter peptide ions (distributed in the different functional domains of the biotherapeutic drug) by
targeted MS-based approach, such as multiple-reaction monitoring (MRM), proved to be a highly sensitive
strategy with detection up to several weeks after administration[17—19]. The overlay of all selected peptides
can be used to evaluate the in vivo stability of the administrated product. However, this approach does not allow
to address the different proteoforms present in a sample that can arise from biotransformation. The structure of
the biotransformation products that circulate in the body is lost after trypsin digestion. Alternative strategies
have recently emerged to overcome this limitation. They are either based on the analysis of proteins at the intact
level (intact mass analysis and top-down MS/MS approaches) or at the subunit level (middle-down analysis).

These subunits can easily be obtained using structure-specific enzymes and/or by reduction of the disulfide



bonds[20-24]. Both top-down and middle-down approaches have gained popularity in academic and industry
laboratories and are developed on a variety of high-resolution instruments including mainly Q-TOF and
Orbitrap mass spectrometers.

At the intact level, top-down LC-MS approaches allow to achieve the analysis of mAbs proteoforms in both
denaturing and native conditions[25-32]. However, the large molecular weight of intact mAb-based drugs still
represents a major challenge for MS/MS sequencing [33-37]. This can be substantially improved when
fragmenting subunits[32,38—43]. For instance, the complete sequencing of Complementarity Determining
Regions (CDRs) has been described on above-hinge subunits with multiple activation techniques[32,44—47]. A
recent interlaboratory study highlights the benefit and pitfalls of both approaches for the characterization of
intact antibodies[48]. Nonetheless, it should be noted that almost all the work published so far is based on the
use of a large amount of starting material (a few micrograms), which is not sustainable for the analysis of in
vivo biotransformation products. Improvements in stationary phases[49-55], low-flow chromatography and
alternative front-end separations[56—58] have recently opened the way to higher sensitivity studies. For
instance, both the qualitative and quantitative top-down and middle-down analysis of biotherapeutics extracted
from plasma has been described in the last years[59-63]. However, the lower sensitivity of these protein-centric
approaches, compared to the peptide-centric ones, still represents a challenge to their routine use in
preclinical/clinical studies. This is particularly the case for in vivo studies dealing with multiple biological
matrices (plasma, tissues, tumor samples), very limited volumes (microsampling) and very low concentrations
of circulating biotherapeutics.

To address the challenge of sensitivity, an attractive possibility is to use an immunoaffinity enrichment step
before the MS analysis[64—68]. Multiple immunocapture platforms are commercially available (plate-, bead-,
tip- or cartridge-based) and can be used in an automated fashion to simplify sample preparation and establish
robust workflows. Initially used for the analysis of mAbs, these workflows have recently been adapted to the
challenging structural diversity of next-generation biotherapeutics, which can also go with an unexpected PK
behavior.

We introduce here a new workflow based on the combination of an automated immunocapture with top-down
and middle-down analysis of pembrolizumab spiked in mouse plasma. The most recent Orbitrap platforms
(Orbitrap Exploris 480 and Tribrid Eclipse) were used and compared. Pembrolizumab was chosen because it
belongs to the growing class of immune checkpoint inhibitors of high interest for cancer immunotherapy. We

also took advantage of the presence of multiple proteoforms in our pembrolizumab stock solution to mimic



potential biotransformation products. These proteoforms arise from partial glycation and C-terminal glycine
clipping. We illustrate the complementarity of top-down and middle-down approaches to characterize
pembrolizumab proteoforms across a concentration range compatible with in vivo PK studies. The method
was developed starting from only 10 pL of plasma.

2. Materials and methods
2.1.Pembrolizumab stock solution

Pembrolizumab was supplied as a stock solution in DPBS buffer pH 7.4 (Dulbecco’s phosphate buffer saline)
at 10.1 mg/mL. The purity of the mAb stock solution was assessed in a preliminary LC-MS experiment after
deglycosylation with PNGase F (New England Biolabs). This deglycosylation step is mandatory to evaluate
the extent of glycation since this modification adds 162 Da, which also corresponds to the Amass between the
major GOF and GI1F glycans. Figure S1 gathers the total ion chromatogram (TIC) and deconvolved mass
spectrum of pembrolizumab stock solution analyzed on the Orbitrap Exploris 480 (250 ng on column).

2.2.Sample preparation: immunocapture and enzymatic digestion

Pembrolizumab was either analyzed intact, after digestion with IdeS or after digestion with IdeS and reduction.
All sample preparation steps were performed on an AssayMAP Bravo robotic platform (Agilent Technologies,
CA). Streptavidin cartridges (SA-W, Agilent Technologies, CA) were first primed with 100 pL of 1% formic
acid (FA) in water and then equilibrated with 100 pL. of DPBS buffer pH 7.4. 1.48 ug of human secreted
programmed cell death (PD-1)-Fc fusion protein (BPS Bioscience), 5.4 ug of anti-human IgG Fc (Jackson
Immunoresearch) or 5.4 pg of anti-human IgG F(ab’), (Jackson Immunoresearch) were used as capture reagent
and immobilized onto the cartridges at a flow rate of 5 uL/min. Capture reagent-to-mAb ratio was common to
all experiments and fixed to 5:1 (molar ratio). For middle-down approaches only (PD-1)-Fc fusion protein and
anti-human IgG F(ab”), were used as capture reagents. Cartridges were then washed twice with 50 uL of DPBS
buffer. Affinity purification was performed by loading 200 uL of the diluted plasma samples (10 pL of plasma
diluted 20 times in DPBS buffer) at 5 uL/min. Plasma samples were prepared by spiking blank mouse plasma
with pembrolizumab across a wide concentration range (0.5 — 100 pg/mL). The cartridges were then washed
twice with 50 pL of DPBS buffer. Deglycosylation was performed by aspiring 500 units of PNGase F through
the cartridges over 2 hours at 45°C. Cartridges were washed with 50 pL of DPBS buffer and 50 uL of 10%
acetonitrile (ACN) in water. For middle-down approaches, cartridges were re-equilibrated with 50 uL. of DPBS
and 10 units of IdeS enzyme (Promega) were aspirated through the cartridge over 1 hour at 45°C. Reaction was
stopped by loading 15 uL of water as chase buffer. The chase buffer was collected in the elution plate. Cartridges

were then washed with 50 pL of water and 50 puL of 10% ACN in water. For all approaches, the intact mAb and



the still-bound subunits were eluted from the cartridges with 15 puL of 1% formic acid in water at 5 uL/min.
From these 15 uL (intact) and 30 uL (middle-down), only respectively 2.5 pL or 5 pL (1/6™) were used for each
LC-MS injection. For middle-down MS/MS approach only, F(ab’), and Fc/2 subunits were reduced into Lc, Fd
and Fc/2 subunits with 50 mM of TCEP at 45°C for 30 min under vigorous agitation.

2.3.LC-MS & LC-MS/MS analysis

Immuno-enriched samples were analyzed by LC-MS using a Vanquish Horizon UHPLC system (Thermo
Scientific, San Jose, CA) coupled to an Orbitrap Tribrid Eclipse (Thermo Scientific, San Jose, CA) or an
Orbitrap Exploris 480 mass spectrometer (Thermo Scientific, Bremen, Germany) both fitted with a H-ESI
source. Proteins were separated on MAbPac™ RP columns (2.1 mm i.d. x 50 or 100 mm, 4 pm particle size,
1500 A pore size, Thermo Scientific, San Jose, CA) heated at 85°C with a gradient of 0.1% FA in ACN at 250
puL/min: from 10 to 60% in 2 min for intact mAb, from 20 to 60% in 3.27 min for F(ab’), and Fc/2 and from 25
to 35% in 5 min for Lc, Fd and Fc/2 subunits. For all experiments spray voltage was set to 3.8 kV, sheath gas
settings was 25, auxiliary gas settings was 5, vaporizer temperature was 150°C and ion transfer tube temperature
was 325°C. MS spectra were acquired at 7,500 resolving power (at m/z 200) with a scan range set to m/z 500-
5,000, 5 microscans (uscans) per MS scan, an automatic gain control (AGC) target value of 4x10° (Orbitrap
Tribrid Eclipse) or 3x10° (Orbitrap Exploris 480) and a maximum injection time mode set to Dynamic with at
least 10 points across the peak (expected peak width 6 s). RF values were set to 150% for intact mAb and 60%
for all other subunits. Source fragmentation energy on the Orbitrap Tribrid Eclipse was 60V for intact mAb and
F(ab’), and 10V for Fc/2, Lc and Fd subunits. Source fragmentation energy on the Orbitrap Exploris 480 was
80V for intact mAb and F(ab’), and 10V for Fc¢/2, Lc and Fd subunits. Fragmentation data in the middle-down
approach were recorded using targeted LC-MS/MS experiments at 120,000 resolving power (at m/z 200) with
EThcD and HCD activations on the Orbitrap Tribrid Eclipse and HCD on the Orbitrap Exploris 480. Four
precursor charge states were multiplexed for each targeted subunit. More details about the MS/MS parameters
can be found in Table S1. All experiments were conducted using the Intact Protein mode with a pressure in the
ion-routing multipole (IRM) set to standard (8 mTorr for Orbitrap Tribrid Eclipse; 8.25 mTorr for Orbitrap
Exploris 480) or low (1 mTorr for Orbitrap Tribrid Eclipse; 2.47 mTorr for Orbitrap Exploris 480).

2.4.Data analysis

MS spectra were deconvolved with Genedata Expressionist® software using a time-resolved deconvolution and
the Maximum Entropy (MaxEnt) algorithm. Minimum and maximum masses were respectively set to 10 and
150 kDa and a 0.2 Da mass step was used. MS/MS spectra were averaged across the appropriate subunit elution

windows and then deconvolved using the embedded Xtract algorithm in FreeStyle™ (v.1.6.75.20) with a signal-



to-noise ratio threshold of 3, a fit factor of 80%, a remainder threshold of 25% and maximum charge set to the
precursor charge state. Lists of decharged and deisotoped monoisotopic masses were imported into ProSight
Lite (v. 1.4) and used for fragment assignments with a 5 ppm mass tolerance. Only b- and y-ions were
considered for HCD while b-, c-, y- and z-ions were searched for EThcD.

3. Results and discussion

Our work focused on the development of multi-level LC-MS strategies coupled to immuno-affinity purification
(Figure 1) which satisfy as many desirable criteria as possible: automated sample preparation, robustness and
case of implementation, speed of analysis, repeatability, and data quality. First, a combination of top-down MS
with immunocapture was evaluated with multiple capture reagents on two state-of-the-art Orbitrap mass
spectrometers. Second, a middle-down approach based on digestion with IdeS was implemented in an
automated fashion and compared to the intact approach. Finally, targeted MS/MS acquisitions (middle-down
MS/MS approach) were conducted to benchmark the sequence coverage of mAb subunits that can be expected
on both systems after extraction from mouse plasma.

3.1. Top-down MS coupled to immunocapture

Intact mass analysis remains the most straightforward strategy to analyze biotherapeutics at high throughput.
In our work pembrolizumab was spiked in mouse plasma across a wide concentration range (0.5 — 100 pg/mL)
often observed in PK studies and only 10 uL of plasma were used as starting material to develop a workflow
that could fit requirements of both serial (microsampling) and non-serial (destructive) studies. A very short
gradient was set up on a Vanquish Horizon UHPLC system to ensure a robust and high-throughput analysis of
immunocaptured mAbs from plasma samples. Our workflow leverages therefore the use of a robotic
immunocapture and a fast LC-MS analysis (less than 7.5 min including extensive column washing and
equilibration) to analyze more than 120 plasma samples per night. Figure 2 gathers the total ion chromatograms
(TIC) and the deconvolved spectra of the plasma samples immuno-enriched by the PD-1 antigen and analyzed
on both mass spectrometers. A sharp chromatographic peak was obtained for the immunocaptured intact mAb
with a full width half maximum (FWHM) of around 3 seconds. The combination of a sharp elution profile and
a very fast MS acquisition (Orbitrap resolution set at 7.5k) leads to a sensitive detection of the intact mAb even
at the lowest concentration. Indeed, signal-to-noise ratios (S/N) of the most abundant charge state are ranging
between respectively 27 and 441 (Exploris 480) or 17 and 383 (Tribrid Eclipse) for the 0.5 ug/mL and 100
pg/mL samples (Figures S2-S3). High-quality zero-charge deconvolved spectra were generated with the
Genedata Expressionist software suite (Figure 2, insets B-C). Three proteoforms with decreased intensities

could be identified: unmodified pembrolizumab, pembrolizumab with one glycation (+ 162 Da) and with two



glycations (+ 324 Da). The doubly modified proteoform, which was of very low abundance, could only be
detected with an acceptable mass error (< 20 ppm) down to 1 ug/mL. This simple mass profiling shows that
qualitative data of high interest can be achieved in a short time frame, which can be useful when studying
biotransformation products. A semi-quantitative evaluation was also carried out for the three tested antigens on
both LC-MS systems. The sum of the deconvolved intensities of the three proteoforms was plotted against the
spiked mAb concentration for all tested antigens (Figure 3). Excellent fits were obtained with 1> between 0.993
and 0.999. The higher signal response observed with the human PD-1 is in line with the higher specificity of
this capture reagent compared to more generic anti-F(ab’), and anti-Fc antigens. Nevertheless, these generic
antigens can be useful to develop a generic immunocapture for any humanized mAb-based drug. Beside the
evaluation of a possible linearity of the response, method precision (coefficient of variance) and accuracy (bias)
were calculated for three quality control (QC) samples at concentrations 2, 15 and 75 pg/mL spiked into plasma
in three replicates. The limits of detection (LOD) and quantitation (LOQ) were considered respectively as the
lowest concentration for which the unmodified proteoform was still detected and the lowest QC concentration
with acceptable accuracy and precision (within £+ 25% according to established guidelines[69]). All results are
gathered in Table S2 for both Orbitrap mass spectrometers and each antigen. LODs were found identical, i.e.
0.5 pg/mL, for every tested antigen on both mass spectrometers and in accordance with the hybrid assays
described in the literature for a similar sample input[64—66,68]. LOQs of 2 ug/mL were achieved except for the
anti-Fc (on the Orbitrap Exploris), probably due to an issue during the affinity purification step. Note that the
calculated LOD/LOQ are global but that our data also allow individual values to be calculated for each specific
proteoform. Although valuable data can be obtained from intact mAb analysis, the low Orbitrap resolution that
is used to maximize sensitivity can complicate the analysis if proteoforms of very similar masses (less than 100
Da difference) are generated. This is illustrated on Figure S4 where the experimental deconvolved mass
spectrum of the intact pembrolizumab was compared to a simulated one. An enlargement on the left side of the
peak is observed on the experimental trace (Figure S4, inset A), which could be due to the presence of a clipped
proteoform at the C-terminal glycine of one heavy chain (- 57.03 Da). The presence of this lighter proteoform
is confirmed by the data obtained at 15k Orbitrap resolution (Figure S4, inset B). To solve this issue, one can
either increase resolution, but in that case drastically lose sensitivity or resort to middle-down experiments to
decrease the size of proteoforms. This strategy can be of particular interest when analyzing next-generation
biotherapeutics (CODV-Ig, mAb-Nb hybrids, ...), which can have molecular masses much higher than mAbs.

3.2.Middle-down MS coupled to immunocapture



We chose a middle-down approach based on a digestion with IdeS that we incorporated into our automated
immunocapture workflow. IdeS leads to F(ab’), and Fc/2 subunits of respectively 100 and 25 kDa or only 25
kDa when combined with a S-S bond reduction. The LC gradient was adapted to maintain a high throughput
for the analysis (almost 100 samples per night) with a baseline chromatographic separation of F(ab’), and Fc/2
subunits. For the MS method, we used time-dependent in-source energy settings to achieve the best possible
sensitivity for both subunits (10V for Fc/2 and 60-80V for the F(ab’),). The data obtained for pembrolizumab
spiked in mouse plasma and immuno-enriched by PD-1 are depicted in Figure 4. After deconvolution, two
glycated proteoforms could be detected for F(ab’),, as obtained for the intact mAb. For Fc/2, the spectrum is
much more complex with the presence of at least six different proteoforms among which four could be assigned
to: Ceer glycine clipped Fc/2 (proteoform 1), unmodified expected Fc/2 (proteoform 2), Fc/2 with an unprocessed
Cier lysine (proteoform 5) as well as a glycated Fc/2 (proteoform 6). The table S3 gathers the theoretical and
experimental molecular masses of all proteoforms. The overall sensitivity of the analysis was not affected by
the additional on-cartridge digestion step since the two most intense proteoforms for each subunit can still be
detected down to 0.5 ug/mL of spiked mAb. As for the intact approach, LODs and LOQs were respectively
calculated at 0.5 and 2 pg/mL. Method precision and accuracy also meet the recommended guidelines (Figure
S5, Table S4). The obtained data also allow us to evaluate the abundance of the clipped mAb, which cannot be
obtained from the top-down MS results. To do so, we took the fractional abundance of the clipped Fc/2
proteoforms, that we divided by two to account for the equal probability of both heavy chains to be clipped
(symmetric mAb). This leads to a relative intensity of around 8.3% for the clipped mAb. This value is confirmed
by the simulation performed at 15k resolution where a very good fitting of the left part of the peak is observed
between experimental and theoretical distributions (Figure S6). For the right part of the peak, the discrepancy
may be explained by the presence of unknown heavier proteoforms (containing the Fc/2 proteoforms #3-5).
These results show that the middle-down approach clearly brings additional information compared to the top-
down MS one, with no cost on sensitivity. We also demonstrate that this approach can be performed in a fully
automated fashion, which can be of high interest for PK studies.

3.3.Middle-down MS/MS coupled to immunocapture

A last but important step in our workflow is the confirmation of proteoform structures by MS/MS. Although
the clipping of C-terminal glycine is a well reported modification, unexpected ones have to be validated. In
addition, MS/MS could also provide information on glycated proteoforms. A reduction of the disulfide bonds
with TCEP was therefore added as a final step to generate only 25 kDa subunits (Lc, Fd and Fc¢/2). These

subunits can, in theory, be easily separated by LC and fragmented with high efficiency to achieve excellent



sequence coverages. Figure S7 and table S3 report the MS data obtained and highlight the presence of seven
assignable proteoforms. We selected the four most abundant ones for fragmentation, for each spiked
concentration: unmodified Lc, unmodified Fd, deglycosylated Fc/2 as well as the Cir glycine-clipped Fc/2.
EThcD and HCD fragmentations were used on the Tribrid Eclipse and HCD only on the Exploris 480 using
multiplex precursor selection for all. Since Exploris platforms are spreading faster than Tribrid, in particular in
biopharma laboratories, it was of interest to evaluate how this instrument, which is largely used for bottom-up
experiments, could be used on intact proteins. All results are depicted in Figure 5 (two fragmentation
experiments for each subunit are merged: one EThcD spectrum and one HCD spectrum for the Eclipse; two
HCD spectra for the Exploris 480). As expected, the sequence coverage decreases with the concentration in
plasma. The Eclipse starts with a much higher sequence coverage than the Exploris (62% vs 28%), thanks to
the EThcD contribution, but leads to exploitable results only down to 5 mg/mL. HCD on the Exploris seems
less affected by the concentration. We can also note that different sequence coverage are obtained for the various
subunits, in line with their concentration in the sample. Fragmentation maps achieved at various spiked
concentrations are reported in Tables S5-S6 for each subunit. For the clipped Fc/2, the Eclipse fragmentation
map confirms the removal of the glycine (and subsequent amidation) at the C-terminus even in plasma samples
with only 15 pg/mL of spiked pembrolizumab. For the Exploris, enough diagnostic C-terminal fragments are
still detected at 5 ug/mL. These concentrations are of interest for PK studies where circulating concentrations
between 1 and 100 pg/mL are often observed. Considering that only 10 mL of plasma were used for each
analysis, 5 ug/mL corresponds to only 50 ng of protein, among which only 8.3 ng were used for each injection.
For comparison, a very recent in vivo study combining immunoaffinity and middle-down MS/MSJ[70], indicates
a sequence coverage of around 30% for the fragmentation of the Lc of a therapeutic mAb by ECD for 1 mg
injected on column. In our case, this sequence coverage is obtained for only 42 ng on column, showing that our
workflow is much more sensitive.

4. Concluding remarks

In this work we set up a fully automated workflow for the top-down and middle-down LC-MS/MS analysis of
a mAb spiked in mouse plasma. This workflow is based on an immunoaffinity purification and the use of state-
of-the-art instrumentation (Orbitrap Tribrid Eclipse and Exploris 480). Our results show that both approaches
yield complementary information. The intact mass analysis provides a first glimpse on some specific
proteoforms present in the sample (here glycated ones) but does not allow to capture the full picture. The
middle-down approach, based on an IdeS digestion offers a more complete analysis by analyzing smaller

subunits. For pembrolizumab, additional low-abundance proteoforms corresponding to C-terminal clipping



could be revealed and confirmed by MS/MS experiments. The combination of an automated sample preparation
and customized MS methods ensures a sensitive detection of both the intact mAb and its subunits in plasma
down to 0.5 ug/mL. Moreover, the precision and accuracy of our approaches meet the guidelines published for
such studies. Our work is a first step toward a more general use of top-down and middle-down Orbitrap mass

spectrometry approaches for the characterization and monitoring of mAbs in PK studies.
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Figure 1: Overview of the developed automated workflow on the AssayMAP Bravo system combining
immunocapture, top-down and middle-down LC-MS.
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Figure 2: Total ion chromatogram (A) and deconvolved spectra (B — C) of intact pembrolizumab
immunocaptured by PD-1 from mouse plasma (0.5 — 100 pg/mL) and deglycosylated. QC: quality control.
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Figure 3: Calibration curves on the Orbitrap Exploris 480 (A) and Tribrid Eclipse (B) for the total intact mAb
semi-quantitation after immunocapture by PD-1 (dark blue), anti-F(ab’), (blue) and anti-Fc (light blue)

antigens.
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Figure 4: Total ion chromatogram (A) and deconvolved spectra (B — E) of pembrolizumab immunocaptured
by PD-1 from mouse plasma (0.5 — 100 pg/mL), deglycosylated and digested with IdeS. QC: quality control.
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Figure 5: Sequence coverage in middle-down LC-MS/MS experiments for the four targeted mAb subunits on
the Orbitrap Tribrid Eclipse (A) and Exploris 480 (B).



