
 

 

Native-MS Analysis of Monoclonal Antibody Conjugates by Fourier Transform Ion 

Cyclotron Resonance Mass Spectrometry 

Iain D. G Campuzano1*, Chawita Netirojjanakul2, Michael Nshanian3, Jennifer L. Lippens1¶, 

David Kilgour4, Steve Van Orden5 and Joseph A. Loo3* 

1. Discovery Attribute Sciences, Amgen, Thousand Oaks, CA, 91320, United States 

2. Hybrid Modality Engineering, Amgen, Thousand Oaks, CA, 91320, United States 

3. Department of Chemistry and Biochemistry, and Department of Biological Chemistry, 

University of California−Los Angeles, Los Angeles, California 90095, United States 

4. Department of Chemistry and Forensics, Nottingham Trent University, Nottingham, 

NG11 8NS, United Kingdom 

5. Bruker Daltonics Inc. Billerica, Massachusetts, 01821, United States  

 

 

 

 

 

 

 

 

 

 

*Corresponding authors: Iain D. G, Campuzano, iainc@amgen.com and Joseph A. Loo, 

JLoo@chem.ucla.edu 

¶Jennifer L. Lippens is an Amgen Post-Doctoral Research Fellow 

mailto:iainc@amgen.com
mailto:JLoo@chem.ucla.edu


 

 

Abstract 

Antibody drug conjugates (ADCs) are an important class of therapeutic molecule currently being 

used to treat HER2-positive metastatic breast cancer, relapsed or refractory Hodgkin lymphoma, 

systemic anaplastic large cell lymphoma, relapsed or refractory B-cell precursor acute 

lymphoblastic leukemia and acute myeloid leukemia. An ADC typically consists of a small 

molecule or peptide-based cytotoxic moiety covalently linked, via lysine or cysteine residues, to 

amonoclonal antibody (mAb) scaffold. Mass spectrometric (MS) characterization of 

thesemolecules afford highly accurate molecular weight (MW) and drug-to-antibody ratio (DAR) 

determination, and is typically performed using orthogonal acceleration time-of-flight (oa-ToF) 

analysers and more recently Orbitrap instruments. Herein we describe for the first time the use 

of a 15 Tesla solariX Fourier transform ion cyclotron mass spectrometer to characterize an  

IgG1 mAb molecule conjugated with biotin via native lysine and cysteine residues, under native-

MS and solution conditions. The cysteine biotin conjugates remained fully intact, demonstrating 

the ability of the FT-ICR to maintain the noncovalent interactions and efficiently transmit labile 

protein complexes. Native-MS was acquired and is displayed in magnitude mode using a 

symmetric Hann apodisation function. Baseline separation is achieved on all covalent biotin 

additions, for each charge state, for both the lysine and cysteine biotin-conjugates. Average 

DAR values obtained by native-MS for the lysine conjugate are compared to those derived by 

denaturing reversed phase liquid chromatography using an oa-ToF MS system (1.56 ±0.02 

versus 2.24 ±0.02 for a 5-molar equivalent and 3.99 ±0.09 versus 4.43 ±0.01 for a 10-molar 

equivalent, respectively).  Increased DAR value accuracy can be obtained for the higher biotin 

load, when using standard ESI conditions as opposed to nanoESI native-MS conditions.   

 

 

 

 

 

 



 

 

Introduction  

In recent years, antibody-drug conjugates (ADCs) have emerged as a promising class of protein 

therapeutics based on chemical conjugation technologies 1. ADCs are designed for highly 

targeted delivery of a potent cytotoxic molecule to the tumour cell with minimal systemic 

toxicity 2.  Currently four ADCs, ado-Trastuzumab emtansine (Kadcyla; 

Genentech/Immunogen), Brentuximab vedotin (Adcetris; Seattle Genetics), Inotuzumab 

ozogamicin (Besponsa; Pfizer) and Gemtuzumab ozogamicin (Gemtuzumaba; Pfizer) have been 

approved by the US FDA. Moreover, there are more than 20 ADCs in various stages of clinical 

trials 3,4.  The current technology utilises lysine and cysteine modification of antibodies, in which 

the drug is conjugated to the antibody using a linker 5-8.  Lysine conjugation typically results in a 

distribution of drug-to-antibody ratio (DAR) ranging from 0 to 8 5,9.  Cysteine conjugation can 

take place through covalent modification of an engineered cysteine residue 10   or a reduced inter-

chain disulphide bond(s) 11 resulting in a DAR distribution incrementally increasing by two units 

(DAR= 0, 2, 4, 6 and 8) 11,12.   

Analysis of proteins and macromolecular complexes under native-MS and solution conditions 

has predominantly focused on gas-phase structural biology 13-15 where native stoichiometry can 

be readily determined.  However more recently, the combination of ion mobility and MS can 

provide additional shape information, in the form of an ion-neutral collision cross section value 

16, where large levels of gas-phase collapse have been characterized for mAbs 17,18.  Advances in 

instrument design have further showcased MS analysis of mAbs 19,20, both native and denatured, 

using the Orbitrap analyser.  Native-MS analysis of ADCs has been increasing over the past 

decade for a number of reasons, chief of which are that MS can provide highly accurate DAR 

values specifically determined under native-MS and solution conditions, critical for cysteine 

conjugates 11,21,22.  The FT-based Orbitrap instrument, typically the extended mass range 

Orbitrap 19,23 have been readily adopted in both industry and academia for the analysis of mAbs 

19,24 and ADCs 24,25 under native-MS and solution conditions due to the Orbitraps exemplary data 

quality over that typically achieved on oa-ToF instruments 18,19,25 and now high mass 

transmission capabilities 19,23,24,26.  Over the past 5 years a number of groups have used Fourier 

transform ion cyclotron resonance (FT-ICR) instrumentation to analyse mAbs under native 27 



 

 

and denaturing 28,29 conditions.  However, to our knowledge, ADCs have not yet been analysed 

using an FT-ICR, let alone under native-MS and solution conditions. 

The purpose of this short communication is not to be an exhaustive ADC native-MS comparison 

between multiple instrument platforms (FT-ICR versus oa-ToF versus Orbitrap). But instead a 

demonstration of the capabilities of the 15 Tesla solariX FT-ICR to analyse a human IgG1 mAb 

conjugated with biotin, via native lysine and cysteine residues, as representative ADCs, analysed 

under native-MS and solution conditions. Native-MS derived DAR values are calculated and 

compared to those determined by the industry standard analytical method, denaturing LC-MS  30.  

Finally we demonstrate reliable deconvolution of both denatured and native-MS spectra using a 

parsimonious model-based deconvolution algorithm 31.   

  

Materials and Methods 

Biotinylation of mAbs on lysine and cysteine residues 

Briefly, for lysine conjugation (Scheme 1a) a human IgG1mAb standard was alkylated with 5 or 

10-equivalents of EZ-Link sulfo-NHS-LC-biotin (Peirce). For cysteine conjugation (Scheme 1b) 

the mAb was partially reduced with 5 or 10-equivalents of tris(2-carboxyethyl)phosphine 

(TCEP) for 90 min at RT and then alkylated with 10-equivalents of EZ-Link iodoacetyl-LC-

biotin (Pierce).  This bespoke mAb conjugate was chosen over a commercial ADC, since the 

lysine and cysteine conjugation described herein, was easily performed on the same IgG 

construct to varying levels not observed in a commercial molecule.  A more detailed explanation 

of the alkylation reaction can be found in the Supporting Information. 

   

Native Mass Spectrometry 

All native-MS experiments were performed using the 15 T solariX FT-ICR-MS instrument 

(Bruker Daltonics) in positive ionization mode.  Mild collisional activation was performed in the 

source (skimmer 1, 50 V) and the hexapole collision cell (pressurized with SF6) set to a voltage 

of 20 to 30 V.  The MS was externally calibrated with cesium iodide over the m/z range 100 to 



 

 

20,000.  100 scans were averaged for each spectrum and recorded at 512k (transient length 0.17 

s).  Prior to native-MS analysis, ADC samples were buffer exchanged into 200 mM ammonium 

acetate using a P6 spin column (BioRad, 732-6221). Typical native-MS working solutions were 

10 µM and were introduced in to the MS using nESI gold coated glass needles (long thin wall, 

M956232AD1-S; Waters Corporation).  All LC-MS data was acquired on an Agilent 6230 oa-

TOF LC/MS system with a 1290 Infinity LC system.  A more detailed explanation of all MS 

instrumentation and acquisition parameter can be found in the Supporting Information.  The FT-

ICR measured instrument resolution (FWHM) was 13,900 at m/z 5589 (based on the CsI cluster 

Cs22I21).  The 6230 oa-ToF measured instrument resolution (FWHM) was 14,900 at m/z 2721 

(based on the Agilent Tune Mix G1969-85000.  ToF resolution is consistent across the m/z 

range, over which the denatured biotinylated IgG conjugate mAb is detected). 

 

Results and Discussion 

Figures 1a, b, c & d display the mAb-biotin conjugate (via native lysine and cysteine residues)  

as shown in Scheme 1a & b in deglycosylated form (PNGaseF treated) analysed under native-

MS and solution (200 mM ammonium acetate) conditions and presented in magnitude mode 

(magnitude component of the output of the Fourier transformation versus m/z 32,33), using a 

symmetric Hann apodisation function (F=0.5).  In all cases a narrow charge state distribution is 

observed (z = 30+ to 24+) representative of molecular weights (MWs) ranging from 145.1 kDa 

to 148.2 kDa (Table 1). The observed MWs correspond to the expected mass additions of 339.5 

Da (lysine conjugation) and 383.5 Da (cysteine conjugation). Importantly, well separated ADC 

species for each charge state are also observed and achieved using very mild activation voltages 

(source skimmer 50 V; collision cell 20 V).  The glycosylated 5 and 10-molar biotin equivalents 

of the lysine conjugated molecules are displayed in the Supporting Information (Figure S1) 

where peak separation is achieved between the covalent biotin adduct (lysine) and the different 

glycoforms (G0F, G1F, G2F).  In all aforementioned cases the observed charge state 

distributions are consistent with those previously observed for native-MS analyses of mAbs 19,27 

and ADCs 11,25 and importantly are consistent with the expected charge state distribution 

described by de la Mora 34 based on the power relationship z = 0.0778 Mw 0.5. 



 

 

Figure 1a, Inset I, displays baseline separated charges states (z = 30+ to 26+) and differing DAR  

values (0 to 5) for the deglyycosylated lysine modified mAb with 5-equivalents of biotin.  The 

overall DAR value, accounting for all observable charge states is 1.56 ±0.02 (Table 1) and was 

calculated from a zero-charge deconvoluted spectrum (Figure 1a, Inset II).  Also detected (Figure 

1a, Inset I) is low level (5%) glycation 35.  The presence of this species in this specific case is not 

biologically significant, however its presence highlights the ability of the 15 T solariX ICR to 

separate (at baseline) and identify low level species, under native solution conditions, differing in 

MW by only 162 Da (6 Th at m/z 5200).  Figure 1a Insets II & III, display the deconvoluted 

zero-charge native (Inset II) and denatured LC-MS spectral data (Inset III; Figure S2, Supporting 

Information) for the biotinylated (5-molar equivalent) sample.  The calculated DAR values are 

1.56 ±0.02 and 2.24 ±0.02 (Table 1) respectively.  As expected, the low level glycated species 

(+162 Da) are also well resolved in both of the zero-charged deconvoluted spectra (Figure 1a, 

Insets II & III).  Figure 1b, represents the 10-molar biotin equivalent sample.  Well resolved 

biotin covalent additions (DAR = 1 to 9) are easily identified on each charge state (z = 28+; Inset 

I) under native-MS and solution conditions, with an overall DAR value calculated to be 3.99 

±0.09  (Table 1) based on the zero-charged deconvoluted spectrum (Figure 1b, Inset II).  The low 

level glycation, which is evident in the 5-molar equivalent sample (Figure 1a) is less evident, but 

still detected in both the native and denatured LC-MS data (Figure 1b, Insets I, II & III, Figure 

S3, Supporting Information).  In the higher drug-load sample (10-molar equivalent; Figure 1b, 

Inset I), there are also apparent higher levels of adducting.  The partially resolved trailing 

shoulder(s) corresponds to a range of MW increases 26 to 40 Da, based on the deconvoluted 

MW difference.  Increased levels of adducting for higher drug load species has been previously 

observed by Valliere-Douglass 11. 

Figures 1c and d display a deglycosylated cysteine modified mAb with 10-molar equivalents of 

iodoacetyl-LC-biotin under different reducing conditions (5 and 10-molar equivalents of TCEP).  

In both cases accurate DAR values can be identified (1 to 8 and 1 to 7 respectively; Figure 1c, 

Inset I & 1d, Inset I, Table S1, Supporting Information).  The 10-molar TCEP equivalent clearly 

displays a higher level of covalent conjugation (average DAR 5.00 ±0.11, Table 1) compared to 

that of the 5-molar equivalent (average DAR 3.78 ±0.05, Table 1) due to a higher number of 

reduced cysteine residues available for alkylation.  Liu 36 has previously demonstrated  that 

interchain disulphides are more susceptible to reduction than intrachain disulphide bonds.  From 



 

 

an instrument perspective, these cysteine-conjugates clearly demonstrate the ability of the 15 T 

solariX instrument to preserve the noncovalent interactions which retain the light and heavy 

chain interactions, and thus transmit these ADCs, as an intact complex, through the instrument 

ion optics, for subsequent detection in the ICR cell.  In  comparison these cysteine conjugated 

ADCs were also analysed under denaturing LC-MS conditions (Figures S4 & S5, Table S2, 

Supporting Information) where only a mixture of biotin-modified light chain, modified heavy 

chain and intermediate versions thereof are detected; notably the fully intact ADC was not 

detected under denaturing LC-MS conditions, emphasizing the importance of native-MS for 

DAR determination of cysteine conjugated molecules 11.  When analysed under native-MS and 

buffer conditions (Figure 1c & d; Table S1) these synthetically generated cysteine conjugated 

ADCs display low levels of light chain ejection and MWs ranging from 122.1 kDa to 123.7 kDa 

(1LC-2HC and 1-5 Drug; Table S1, Supporting Information) detected over the m/z range 7,000-

10,500 (Figures 1c, Inset IV & 1d, Inset IV; Table S1, Supporting Information).   The intensity 

of these 122.1-123.7 kDa species are greater in the 5 molar-equivalent sample, suggesting the 

10-molar TCEP equivalent may be less susceptible to light chain ejection.  Light chain was not 

detected under these native-MS and solution conditions.  Both the 5 and 10-molar TCEP 

equivalent samples display low levels of a 73 kDa species (1LC-1HC; m/z 3500-4500; Figure 1c, 

Inset II; Figure 1d, Inset II; Table S2, Supporting Information).  Low levels of light chain 

ejection has been previously observed by Debaene 25.  However, light chain ejection was not 

observed by Valliere-Douglass 11.  In both of the aforementioned cases, MS data was not 

displayed above m/z 8,000, so it is unclear if the 123 kDa species (vide supra) was observed. 

Table 1 displays the calculated DAR values for all the lysine and cysteine conjugates analysed 

under native-MS and solution conditions on the ICR instrument and denaturing LC-MS 

conditions (Figures 1a & b, Insets II & III) and MW values for the native-MS only.  The average 

DAR values for both the native-MS ICR and denatured LC-MS of mAb-biotin conjugates were 

derived from the deconvoluted zero-charge spectra.  It has previously been demonstrated that ion 

intensities observed in the unprocessed m/z spectra are faithfully retained in the processed 

deconvoluted spectra 37,38.  Therefore calculating the DAR values from a deconvoluted spectrum 

is fully warranted.  Table S3 (Supporting information) also demonstrates the consistency of the 

individual charge state DAR values and the DAR values determined from spectral 

deconvolution; 1.58 verses 1.56, and 3.84 verses 3.99 for the 5 and 10-molar equivalent 



 

 

respectively.  Peak widths for both the unprocessed data and deconvoluted data for both native 

and denatured 5 and 10-molar equivalent are highly consistent (Figures 1a & b).  A reasonable 

level of average DAR value consistency is observed over both MS-platforms (FT-ICR verses oa-

ToF) and sample introduction methods (native-MS verses denaturing LC-MS) for the 10-molar 

equivalent samples: 3.99 (±0.09) versus 4.43 (±0.01) respectively, and lower for the 5-molar 

equivalent sample 1.56 (±0.02) versus 2.24 (±0.02) respectively.  All native-MS conditions 

display a lower number of dominant charge states (z = 24+ to 30+; Figures 1a & 1b).  Only 1 to 5 

biotin modifications on lysine were observed from native-MS of the 5-molar equivalent sample. 

This is a lower DAR value than that obtained from the denatured LC-MS 5-molar equivalent 

data, where up to 6 covalent biotin modifications (Figure 1a, Insets II & III) can be easily 

identified.  The number of covalent modifications is highly comparable for the 10-molar 

equivalent mAb conjugate molecule analysed in both native and denaturing LC-MS conditions.    

It would therefore appear that higher DAR value species (DAR = 5 and 6; Figure 1a, Inset III) 

for the 5-molar equivalent sample, are only observed under denaturing LC-MS conditions (0.1% 

formic acid and acetonitrile) suggesting their ionization efficiencies under reversed phase and 

denaturing LC-MS conditions are higher than those under native-MS and solution conditions.  

Under the aforementioned denaturing LC-MS conditions, protein gas-phase 39-41 and solution 42 

conformations are more extended and unfolded, the effect of which is most dramatic for the 

lowest DAR value species (vide infra).  This increased level of unfolding results in improved 

detection efficiencies most likely due to the improved signal-to-noise ratio that is typically 

observed higher for denaturing spectra.  One must also consider the increased levels of ADC 

adducting when the ADC is in a folded state.  Under native-MS and solution conditions, protein 

adducting from sodium for example, can reduce overall molecular ion abundances 43,44, the 

results of which are particularly acute for the low level species (DARs 5 & 6).  Chen 45 has also 

postulated increased hydrophobicity levels for higher drug load molecules, resulting in reduced 

ionization efficiencies.  Also observed by multiple groups are significant differences in 

calculated DAR values obtained using different analytical techniques, such as hydrophobic 

interaction chromatography versus native-MS 45 and native-IM-MS 25. 

The DAR values calculated for the denatured mAb will also be inherently more accurate and 

consistent, since a higher number of charge states are being selected for deconvolution (Figure 

S2 & S3, Supporting Information).  Additionally, the ESI process is significantly aided by the 



 

 

pneumatic nebulization and desolvation which is heated and operated at a significantly higher 

flow rate, reducing ion current fluctuations.  These variations are potentially exacerbated when 

analysing under nESI conditions.  As a result, more accurate DAR values can be obtained with 

lower SD values (Table 1) when using standard ESI conditions as opposed to nESI native-MS 

conditions.  

 

Conclusion 

The data presented herein demonstrates the ability of the solariX 15 Tesla FT-ICR to transmit 

and detect mAb-biotin-conjugates from both lysine and cysteine modification, under native-MS 

and solution conditions.  Importantly, baseline separation of every charge state and each 

incremental covalent biotin conjugation, including separation between glycoforms and covalent 

biotin adducts was achieved.  Average DAR values for the lysine conjugates show variation  

across ICR and oa-ToF instrument platforms (particularly for the lower biotin-load; 5-molar 

equivalents; 3.99 ±0.09 versus 4.43 ±0.01) where one data set was analysed under native-MS and 

solution conditions and the other by denaturing LC-MS; calculated DAR values (n=3) are 

consistently lower under native-MS and buffer conditions, with a higher SD values.  These 

observation, and those by others (vide supra) are consistent, in that the calculated DAR value can 

vary, depending on which analysitcal technique is used to make the measurement.  Chen 45 

described a DAR value variation of 0.5 between native-MS and a HIC method for a reduced 

cysteine interchain ADC molecules.  Accurate DAR values for the cysteine conjugate were also 

achieved (3.78 ±0.05 and 5.00 ±0.11), where the heavy and light chains are held together by a 

mixture of noncovalent interactions and disulphide bonds.  This further highlights the apparent 

“gentleness” of the ICRs ion optics and pressure gradients for transmitting native-like protein 

ions from the nanoESI source region through to the instrument to the ICR cell.  The native 

cysteine biotin conjugate (145.5 to 148.0 kDa) cannot remain as a fully intact molecule under 

denaturing LC-MS conditions, further highlighting the advantages of native-MS analysis on the 

ICR platform.  We have also demonstrated the use of a single algorithm which is able to 

deconvolute both denatured and native-MS spectra, without the need for parameter adjustment.  

This is important, since charge states are generally more adducted under native-MS conditions 



 

 

and previous Maximum Entropy based algorithms 37 have struggled to deconvolute native MS-

spectra with these increased levels of added complexity 46 

A limited number of high mass applications have been demonstrated by FT-ICR analysis47,48.  

However, over the past 5 years more native gas-phase protein and high mass applications have 

been described by FT-ICR where the applications have ranged from mAbs 27, to membrane 

proteins 49,50, nanodiscs 49,51,52 and native protein top-down analyses 53,54.  The native-MS data 

presented herein further demonstrates the enabling capabilities of an unmodified FT-ICR 

platform for native high mass (and high m/z) analysis, producing mAb conjugate data equivalent 

in quality to that previously only thought to be achievable using oa-ToF analysers 55-59 and more 

recently the Orbitrap 19,23,26,60.  The user has the ability to acquire data at ultrahigh resolution.  

One can also perform ECD 53 and IRMPD 49,61 activation experiments on protein analysed under 

native-MS and solution conditions, if desired.  The described 15 T solariX FT-ICR MS 

instrument is clearly a bona fide instrument for enabling high mass, native gas-phase protein 

analyses. 

 

 

 

 

 

 

 

 

 

 

 



 

 

 

 

Scheme 1.  The synthetic scheme of lysine and cysteine conjugation used to covalently modify 

the IgG 1 mAb described herein.  Sulfo-NHS-LC-biotin and lysine conjugation are shown in (a).   

Iodoacetyl-LC-biotin and cysteine conjugation are shown in (b).  Observed MW additions to the 

IgG1 mAb, for a single conjugation are annotated (in Da, average MW). 

 

 

 

 

 



 

 

Native FT-ICR MS Spectra of the mAb Conjugate Molecule, Analysed over the m/z Range 

3,500 to 10,500 

 

 

Figure 1. a) 5-molar equivalent lysine-biotin conjugate; b) 10-molar equivalent lysine-biotin 

conjugate; c) 5-molar equivalent TCEP, 10-molar equivalent cysteine-biotin conjugate; d) 10-

molar equivalent TCEP, 10-molar equivalent cysteine-biotin conjugate;  DAR values are 

annotated on selected charge states and all deconvoluted spectra.  *Represents a +162 Da 

glycation mass increase.  Data is displayed as magnitude mode using a symmetric Hann 

apodisation function.  Deconvolution was performed using the PMI deconvolution algorithm.  

The annotated DAR values in Insets c and d, III and IV are consistent with the number of 

covalently attached biotin moieties to the specific species and not the full intact initial mAb 



 

 

conjugate molecule. Peak widths at half height of for z=28+ are annotated.  Peak widths at half 

height for the equivalent deconvoluted data range from 39.2 – 41.1 Th. 

 

 Native-MS DAR 

(ave) 

SD LC-MS DAR 

(ave) 

SD Native MW 

(Da) 

mAb lysine 

conjugate molecule 

(5-eq biotin)  

 

1.56 0.02 2.24 0.02 145,100.00 ± 0.01 (DAR=0) 

145,439.33 ± 1.15 (DAR=1) 

145,780.00 ± 2.00 (DAR=2) 

146,118.67 ± 1.14 (DAR=3) 

146,456.00 ± 2.00 (DAR=4)* 

146,796.00 ± 2.00 (DAR=5)* 

mAb lysine 

conjugate molecule 

(10-eq biotin)  

 

3.99 0.09 4.43 0.01 145,109.04 ± 7.91 (DAR=0)* 

145,443.99 ± 5.28 (DAR=1)* 

145,780.66 ± 1.16 (DAR=2) 

146,120.00 ± 2.00 (DAR=3) 

146,460.00 ± 0.01 (DAR=4) 

146,798.66 ± 1.15 (DAR=5) 

147,139.33 ± 1.15 (DAR=6) 

147,477.33 ± 1.15 (DAR=7) 

147,818.67 ± 5.04 (DAR=8)* 

148,161.34 ± 4.14 (DAR=9)* 

mAb cysteine 

conjugate molecule 

(5-eq biotin; 5-eq 

TCEP)  

 

3.78 0.05 - - 145,478.00 ± 2.82 (DAR=1)* 

145,861.99 ± 0.00 (DAR=2) 

146,243.99 ± 0.00 (DAR=3) 

146,630.00 ± 0.00 (DAR=4) 

147,394.00 ± 0.00 (DAR=6) 

148,079.01 ± 4.24 (DAR=8)* 

mAb cysteine 

conjugate molecule 

(5-eq biotin; 10-eq 

TCEP)  

 

5.00 0.11 - - 145,861.01 ± 0.01 (DAR=2)* 

146,245.99 ± 2.83 (DAR=3)* 

146,626.99 ± 1.39 (DAR=4) 

147,010.00 ± 0.01 (DAR=5) 

147,395.00 ± 1.41 (DAR=6) 

147,779.99 ± 8.47 (DAR=7)* 

 

Table 1.  Drug-to-antibody ratios (DARs) and deconvoluted MWs reported for the intact IgG1 

mAb lysine and cysteine conjugate molecule analysed under native-MS (FT-ICR; magnitude 

mode, asymmetric apodisation) and denaturing LC-MS conditions.  DAR values calculated from 

deconvoluted MW peak intensities.  DAR and MW standard deviation values are derived from n 

= 3.  DAR values were not acquired under LC-MS conditions for the cysteine conjugate since an 



 

 

intact MW cannot be obtained under denaturing LC-MS conditions.  *Indicates low native-MS 

signal in both unprocessed and deconvoluted data. 
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