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ABSTRACT: Bispecific antibodies as T cell engagers designed to display
binding capabilities to both tumor-associated antigens and antigens on T cells
are considered promising agents in the fight against cancer. Even though
chemical strategies to develop such constructs have emerged, a method that
readily converts a therapeutically applied antibody into a bispecific construct by
a fully non-genetic process is not yet available. Herein, we report the application
of a biogenic, tyrosine-based click reaction utilizing chemoenzymatic
modifications of native IgGl antibodies to generate a synthetic bispecific
antibody construct that exhibits tumor-killing capability at picomolar
concentrations. Control experiments revealed that a covalent linkage of the
different components is required for the observed biological activities. In view of
the highly potent nature of the constructs and the modular approach that relies
on convenient synthetic methods utilizing therapeutically approved biomole-
cules, our method expedites the production of potent bispecific antibody
constructs with tunable cell killing efficacy with significant impact on therapeutic properties.
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carbon systems and tetrazine or ortho-quinone”" have been

successfully applied for antibody modification.”

Herein, we describe the application of biogenic tyrosine-
based click chemistry for the synthesis of bsAbs using native
conjugates (ADCs) and bispecific antibodies (bsAbs) in cancer mAbs, resulting in constructs that display T-cell activation
treatment have been developed.’™'' Whereas ADCs are activity at picomolar concentrations.
designed to deliver a toxic payload to malignant tissue,' > In this approach, Fab units of the anti-CD3 antibody OKT3
were rebridged using an appropriate pyridazinedione (PD)
construct to provide a single tetrazine handle per Fab, which
were then connected to TCO-functionalized HER2-binding
trastuzumab prepared via biogenic tyrosine-based click
chemistry on the deglycosylated native mAb. As such, the

he ability of a monoclonal antibody (mAb) to bind a
specific antigen, such as a protein or epitope, on the
surface of a cell has led to a variety of therapeutic
applications."™ In particular, derivatives like antibody-drug

bsAbs bind different epitopes such as antigens on separate
target cells."*™"” Currently, T cell or NK cell redirectors and
tumor-targeted immunomodulators form the main class of
bsAbs.'® For example, the first FDA-approved bispecific
construct, blinatumomab, binds to CD19 on (malignant) B

cells and CD3 on T cells, generating a cytolytic synapse that
leads to lysis of the targeted cell.'” This success has led to the
evaluation of many different formats of T cell engagers, like
diabody,20 CrossMab,?! BiTE,** dual affinity retargeting
antibodies (DART),” tandem diabody (TandAb),”* and
more recently synthetic bispecific mAbs (SynAbs).*’

Most bsAbs are produced via protein engineering of the
native mAb framework.”*™>® However, the evolution of bio-
orthogonal (click) chemistry has facilitated the generation of
novel synthetic antibody conjugates, such as ADCs.””*° At the
moment, strain-promoted azide alkyne cycloaddition
(SPAAC)*' and the inverse electron-demand Diels—Alder
(IEDDA) reactions between strained unsaturated carbon—
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correct abbreviation for this construct is rbFab-dgmAb-rbFab
(in which rb = rebridged and dgmAb = deglycosylated
monoclonal antibody), but we refer to these as bispecific
antibody constructs (bsAcs). Contrary to most current
methods, our approach enables the convenient conversion of
native IgG1 antibodies into a 2:2 bsAc that combines two
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Scheme 1. Conversion of Native mAbs to Bispecific Constructs”
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“(A) Synthesis of BCN-PEG;-TCO (1) and chemical structure of MeTz-

PEG;-Br,PD (2). (B) Installation of MeTz handle on OKT3 Fab by

rebridging the light-chain and heavy-chain Fab fragments obtained after digestion and reduction. Structure of MeTz-rbFabyzg, (3b) that is used to

construct the negative control is shown in the inset. (C) Chemoenzymatic

functionalization of native mAb trastuzumab with a TCO handle using

BCN-PEG;-TCO (1), resulting in deglycosylated TCO-functionalized trastuzumab (4). The bispecific antibody construct (bsAc, Sa) was obtained

after reaction with MeTz-rbFabp; (3a) by TCO-Tz IEDDA.

antigen-binding sites for each of the two different targets via a
few chemical and chemoenzymatic steps.

B RESULTS AND DISCUSSION

BsAc Synthesis. To gain synthetic access to bsAcs from
native mAbs, we first prepared appropriate BCN-PEG;-TCO
(1) and MeTzPEG;-Br,PD (2)*° linkers using convenient
established procedures (Scheme 1A and Supporting Informa-
tion). For the preparation of MeTz-functionalized Fabp; (3a,
Scheme 1B), targeted digestion of the hinge region of the anti-
CD3 OKT3 mAb by treatment with immobilized papain
resulted in two Fab units that could be isolated from the Fc
unit using protein A purification. Reduction of the C-
terminally positioned intrachain disulfide bond of the obtained
Fabp; fragments with an excess of TCEP enabled rebridging
with the dibromopyridazinedione-based tetrazine-function-
alized construct, MeTz-PEG;-Br,PD (2), to yield MeTz-
rbFabcp; (3a). Similarly, rebridged HER2-binding Fabs were
also prepared to be incorporated in our negative control
construct (i.e,, MeTz-rbFabyr, (3b), see insert Scheme 1B).
An additional digestion step using immobilized pepsin was
necessary to isolate the corresponding HER2-binding Fab
fragments this time.”’

Benefiting from the 150-fold higher reactivity of BCN with
an ortho-quinone when compared to TCO,*® we were able to
functionalize the Fc domain of trastuzumab with two TCO
handles by subsequent treatment of the mAb with peptide-N-
glycosidase F (PNGase F) and mushroom tyrosinase (mTyr)
in the presence of BCN-PEG;-TCO (1) (Scheme 1C). As this
IEDDA-compatible click handle is generated from the
proteinogenic amino acid residue tyrosine, we refer to this

approach as “biogenic click chemistry”. Purification by protein
A column chromatography afforded the desired TCO-
functionalized mAb (4).

The two MeTz-functionalized Fabs, i.e., MeTz-rbFab¢p;
(3a) and MeTz-rbFabyg, (3b), were subjected to tetrazine-
trans-cyclooctene IEDDA conjugation with TCO-function-
alized trastuzumab (4) at 4 °C for 2 h in PBS of pH 74
(Scheme 1C). Non-reducing SDS-PAGE analysis revealed
formation of the desired constructs (see Supporting
Information, Figures S10 and S11), which were purified by
subsequent filtration over a protein A column and size
exclusion chromatography to yield the desired 2:2 HER2xCD3
bsAc (5a) as well as the tetravalent HER2-binding negative
control (5b). We found that isolation of the prepared bispecific
constructs was challenging (see Supporting Information, S10
and S11). In fact, analysis of the most pure fractions by native
SEC-MS, which separates molecules as a function of their
hydrodynamic volume and is particularly well adapted to
separate, identify, and relatively quantify the different species
generated during the formation of both tetrameric constructs,
Sa and Sb (Figure 1), revealed that the reaction of TCO-
deglycosylated-Trz with the different Fab subunits (either anti-
CD3 or anti-HER2) resulted in earlier elution of the main peak
in the chromatogram dimension (from 4.5 to 4.0 min). As
expected, the hydrodynamic volume increases due to
conjugation of the mAb with the Fab domains. Closer
inspection showed that the main peaks (at 3.9 min)
correspond to the formation of the tetravalent mAb constructs
(2:2 bsAc), but that a shoulder centered at 4.1 min
corresponding to the trivalent formats of the mAbs (2:1
bsAc) was also observed. Gaussian fitting of the partially

https://doi.org/10.1021/acs.bioconjchem.3c00357
Bioconjugate Chem. XXXX, XXX, XXX—XXX


https://pubs.acs.org/doi/suppl/10.1021/acs.bioconjchem.3c00357/suppl_file/bc3c00357_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.bioconjchem.3c00357/suppl_file/bc3c00357_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.bioconjchem.3c00357/suppl_file/bc3c00357_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.bioconjchem.3c00357/suppl_file/bc3c00357_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.bioconjchem.3c00357/suppl_file/bc3c00357_si_001.pdf
https://pubs.acs.org/doi/10.1021/acs.bioconjchem.3c00357?fig=sch1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.bioconjchem.3c00357?fig=sch1&ref=pdf
pubs.acs.org/bc?ref=pdf
https://doi.org/10.1021/acs.bioconjchem.3c00357?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Bioconjugate Chemistry

pubs.acs.org/bc

A) SEC-UV signal

- 100%
]
5 27+
2N
g £
>
)
[
(a]
71% 27+

TCO-dg-Trz (4)

B) Native MS spectra of 2:2 bsAc

C) Deconvolution of 2:2 bsAc

145175+ 1Da

22% olll¥
7% L . o
ik U

|
146248+ 1 Da

A “ T T |
35+ 242491+ 4 Da
P
54% 35+ [ I I 1
) e 242889+ 4 Da
& | i
| O
I< | \24% °
g 2 [
= 20% | | k
T \ o
o i N
o WL )
l T I T l T T T | | | |
2 3 4 5 6 5000 6000 7000 8000 140 180 220 260
rt (min) m/z Mass (kDa)

Figure 1. SEC-nMS analysis of trastuzumab samples obtained during assembly of the bispecific constructs via biogenic tyrosine click chemistry. (A)
SEC-UV chromatogram of deglycosylated Trz (black), trastuzumab-TCO 4 (blue), HER2xCD3 bsAc Sa (orange), and HER2xHER2 bsAc 5b
(pink). Relative quantification of each species is performed upon the integration of chromatographic peak areas. (B) Native MS spectra of the
major peak from each sample namely, monomer of deglycosylated Trz (black), monomer of trastuzumab-TCO (4) (blue), 2:2 HER2xCD3 bsAc
Sa (orange), and 2:2 HER2xHER2 bsAc Sb (pink). (C) Deconvoluted values of the relevant species are provided with a standard deviation
obtained from at least four different charge states; masses of minor species are summarized in Supporting Information (Figure S19).

coeluting species yielded relative intensities of bsAc Sa and Sb
of 54% in both cases. For the trivalent species that are also
formed, i.e., the 2:1 HER2xCD3 as a side-product of Sa and
the 2:1 HER2xHER2 as a side-product of Sb, relative
intensities of 32 and 24% were calculated, respectively.
Therefore, even though full purification of these constructs
was not possible, the obtained fractions mostly contained the
targeted constructs and similar amounts of 2:1 byproduct.
Biological Evaluation. The binding capability of the
synthesized constructs, ie., the isolated fractions of the 2:2
HER2xCD3 bsAc (Sa) and the tetravalent HER2-binding
negative control (5b), of which the analysis profile is shown in
Figure 1, to HCC1954 (HER2'CD3”) and Jurkat
(HER27CD3*) cells was first evaluated by flow cytometry
(Figure 2A). Briefly, HCC1954 cells were incubated with the
synthesized constructs, and Fc-units of the bound constructs
were stained using an FITC-labeled anti-IgG Fc antibody.
Those samples stained with the isotype control and FITC-
labeled anti-IgG Fc alone did not exhibit an increase in mean
fluorescence intensity, while cells preincubated with samples
containing the HER2xCD3 bsAc (Sa) and the HER2xHER2
control (Sb) displayed an increase in FITC mean fluorescence

intensity as expected. This indicated that the synthetic
constructs containing the HER2-binding element of trastuzu-
mab, including the Fc unit, retained their binding to HER2"
cell lines. The lower staining levels detected for negative
control Sb can be attributed to the tetravalent nature of the
construct, which saturates more binding sites than the other
constructs while not offering additional binding options for the
FITC-labeled anti-IgG Fc antibody. Following this, binding to
CD3 receptors was assessed using a CD3"-immortalized
human T cell lines (Jurkat). As expected only the cells
incubated with bsAc Sa, which contained the OKT3-derived
fragments, showed an increase in mean fluorescence intensity,
while cells preincubated with control construct Sb did not
reveal binding to these cells. Therefore, our synthetic
constructs retained their expected binding capacity to their
targeted cells after the rebridging and biogenic IEDDA click
conjugation.

Next, we determined whether binding was also accompanied
by T cell activation (Figure 2B). For this we determined
interferon-y levels as a qualitative indicator of T cell activation
using an ELISA performed on the supernatants after 48 h
following treatment with the fractions containing the different
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Figure 2. Biological activity studies of the bispecific antibody construct and controls. (A) (i) Flow cytometry analysis of binding of the various
constructs to HCC1954 (HER2*CD3") and Jurkat (HER2"CD3") cells; (ii) binding of the constructs to HCC1954 (HER2*CD3") cells shown as
mean fluorescence intensity (MFI); and (iii) binding of the constructs to Jurkat (HER2™CD3") cells shown as MFI (1 = 3). (B) Induction of IFN-
y production and excretion by the various constructs and controls (S nM) in T cells or HCC1954 (HER2"CD3") cells alone or HCC1954/T-cell
cocultures (ratio 1:10). Culture supernatant IFN-y was quantified by ELISA at 48 h following treatment. (C) Cellular metabolism assay as a
measure of HCC1954 cell viability affected by the synthetic constructs in the presence of HCC1954 (HER2*CD3") cells alone or HCC1954/T-
cell cocultures (E/T ratio 10:1, S nM construct). HCC1954 viability was assessed by Cell Titer-Glo at 48 h following treatment. (D) Cytotoxicity
dose—response curve of the bsAc Sa on HCC1954/T-cell cocultures (ratio 1:10) were incubated with varying concentrations (serial dilutions
ranging from 0.0128 pM to S nM; donors are indicated with D#1, D#9, and D#10). HCC1954 cell viability was assessed by Cell Titer-Glo at 48 h
following treatment, where the ICs, value was extrapolated. Statistical analysis was performed in GraphPad Prism (v9.5.1), where the data is
presented as mean + SEM. Statistical significance was established by Two-way ANOVA and Sidak’s multiple comparisons test (ns denotes “no

significance” and **¥* p < 0.0001).

constructs (T cells were obtained from three healthy blood
donors). Specifically, T cell/HCC1954 cocultures (effector:-
target ratio 10:1), HCC1954 monocultures, or T cell
monocultures were incubated with 5 nM of bsAc Sa, or any
of the controls (i.e., untreated, tetravalent HER2 binder (5b),
trimmed trastuzumab, MeTz-rbFabcp; (3a), a 1:1 mixture of
trimmed trastuzumab and MeTz-rbFabcp; (3a)). As can be
seen, the presence of bsAc Sa in the T cell/HCC1954
coculture was required for significant interferon-y expression.
In fact, the absence of IFN-y levels in the coculture that was
treated with the 1:1 mixture of trimmed trastuzumab and Tz-
OKT?3 shows that both are required to be present in the same
molecular construct in order to elicit T cell activation.
Therefore, we conclude that T cell activation is restricted to
the tumor microenvironment and not by simultaneous
engagement of the antigen-binding site on the surface of the
different cells.

After this, the capacity of each construct to activate T cells
for the killing of the HER2" tumor cells was assessed by using
HCC1954 cells (Figure 2C). For this, T cells and HCC1954 as
monocultures and T cell/HCC1954 cocultures (effector:target
ratio 10:1) were incubated with S nM of each synthetic
construct, and HCC1954 cell viability was measured following
48 h post treatment. To our delight, 90% cell death was
observed in cocultures treated with the 2:2 HER2xCD3 bsAc
(5a), where no significant cell death was observed for

treatment with any of the other constructs. Furthermore, the
isolated components separately, or a mixture of the non-linked
isolated components, did not trigger T cell-mediated cell
killing. This indicated that simultaneous binding of T cells and
tumor cells by the same molecular construct was required for
proper T cell engagement to the tumor cell. Lastly, ICs, values
of the isolated fractions containing our synthetic 2:2
HER2xCD3 bsAc Sa were determined using HCC1954 cells
and T cells from three independent donors (effector:target
ratio 10:1) (Figure 2D). Exposure of the mixture of cells to
increasing concentrations of our bsAc S5a revealed low ICs,
values of 1.3—26.7 pM. Despite the variations between the
performance of the T cells obtained from the different donors,
the ICy, values in the low picomolar range reveal the potency
of the constructs generated from approved mAbs by our
biogenic tyrosine-based click chemistry approach. Realizing
that the fractions contain 54% of the targeted 2:2 constructs
and also significant amounts of 2:1 constructs, i.e.,, 32% for
HER2xCD3 and 24% for HER2xHER?2, the actual potency of
the conjugates is likely higher than was observed in these
studies.

B CONCLUSIONS

We developed a convenient and modular approach using both
biogenic and artificial IEDDA click reactions to convert native
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antibodies into potent bispecific T cell-engaging bioconjugates.
As such, our method provides convenient access to antibody
constructs that display two different paratopes by using
therapeutically approved monoclonal antibodies. While
purification of the 2:2 construct from the 2:1 constructs,
which are also formed, requires optimization, the synthesized
2:2 HER2xCD3 constructs displayed enhanced binding to cells
that expressed either the HER2 or CD3 receptor. In fact, we
found that T cell activation was restricted to a bioconjugate
that contained both antigen-binding sites in one molecular
construct. Clearly, our synthetic method that uses native
antibodies does not hamper the biological activity of the parent
mAbs, and the generated bispecific constructs retain the
activity of both the mAbs, activating the T lymphocytes against
HER2" cells, inducing tumor cell death even in the very low
pM range. Current studies are focused on dissecting the
potency of the 2:2 constructs in relation to the 2:1 constructs
and improving our synthetic method toward the preparation of
different and more diverse bsAcs.

B ASSOCIATED CONTENT

@ Supporting Information

The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acs.bioconjchem.3c00357.

Synthetic chemistry experimental details, conjugation
experiments and in vitro assays, 'H and "*C spectra, and
full LC-MS spectra including TIC trace and deconvo-
luted spectra (PDF)

B AUTHOR INFORMATION

Corresponding Authors

Vijay Chudasama — Department of Chemistry, University
College London, London WCI1H 0A], UK,; © orcid.org/
0000-0002-8876-3285; Email: v.chudasama@ucl.ac.uk

Bauke Albada — Laboratory of Organic Chemistry,
Wageningen University & Research, Wageningen 6807 WE,
The Netherlands; © orcid.org/0000-0003-3659-2434;
Email: bauke.albada@wur.nl

Authors

Irene Shajan — Laboratory of Organic Chemistry, Wageningen
University & Research, Wageningen 6807 WE, The
Netherlands

Léa N. C. Rochet — Department of Chemistry, University
College London, London WCI1H 0A], UK,; © orcid.org/
0009-0003-5594-6290

Shannon R. Tracey — Patrick G Johnston Centre for Cancer
Research, School of Medicine, Dentistry and Biomedical
Sciences, Queen’s University Belfast, Belfast BT9 7BL, U.K.

Bianka Jackowska — Patrick G Johnston Centre for Cancer
Research, School of Medicine, Dentistry and Biomedical
Sciences, Queen’s University Belfast, Belfast BT9 7BL, U.K.

Rania Benazza — Laboratoire de Spectrométrie de Masse
BioOrganique, Université de Strasbourg, CNRS, IPHC UMR
7178, Strasbourg 67000, France; Infrastructure Nationale de
Protéomique ProFI — FR2048, Strasbourg 67087, France

Oscar Hernandez-Alba — Laboratoire de Spectrométrie de
Masse BioOrganique, Université de Strasbourg, CNRS, IPHC
UMR 7178, Strasbourg 67000, France; Infrastructure
Nationale de Protéomique ProFI — FR2048, Strasbourg
67087, France

Sarah Cianférani — Laboratoire de Spectrométrie de Masse
BioOrganique, Université de Strasbourg, CNRS, IPHC UMR
7178, Strasbourg 67000, France; Infrastructure Nationale de
Protéomique ProFI — FR2048, Strasbourg 67087, France;

orcid.org/0000-0003-4013-4129

Christopher J. Scott — Patrick G Johnston Centre for Cancer
Research, School of Medicine, Dentistry and Biomedical
Sciences, Queen’s University Belfast, Belfast BT9 7BL, U.K.

Floris L. van Delft — Laboratory of Organic Chemistry,
Wageningen University & Research, Wageningen 6807 WE,
The Netherlands; Synaffix BV — A Lonza Company, Oss
5349 AB, The Netherlands; ©® orcid.org/0000-0003-4455-
7727

Complete contact information is available at:
https://pubs.acs.org/10.1021/acs.bioconjchem.3c00357

Author Contributions

LS. synthesized the bifunctional linker and the antibody
conjugates. L.N.C.R. synthesized the MeTz-Br,PD linker and
rebridged Fab fragments. LS. generated and purified the
bispecific antibody constructs and performed the biology
experiments. S.R.T. performed ELISA for IL-2. CJ.S. designed
the biology experiments. R.B. performed native SEC-nMS. S.C.
and O.H.A. developed the SEC-nMS method. B.A,, ELV.D,,
and V.C. shaped the project. 1.S. and B.A. cowrote the
manuscript.

Notes
The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

This work is funded by the European Union’s Horizon 2020
Research and Innovation Programme under Grant Agreement
No. 859458. This study was further supported by the CNRS,
the University of Strasbourg, the Agence Nationale de la
Recherche, and the French Proteomic Infrastructure (ProFI;
ANR-10-INBS-08-03).

B REFERENCES

(1) Bacac, M.; Fauti, T.; Sam, J.; Colombetti, S.; Weinzierl, T.;
Ouaret, D.; Bodmer, W.; Lehmann, S.; Hofer, T.; Hosse, R. J. Novel
Carcinoembryonic Antigen T-Cell Bispecific Antibody (CEA TCB)
for the Treatment of Solid Tumors. Clin. Cancer Res. 2016, 22, 3286—
3297.

(2) Du, F. H; Mills, E. A,; Mao-Draayer, Y. Next-Generation Anti-
CD20 Monoclonal Antibodies in Autoimmune Disease Treatment.
Autoimmun. Highlights 2017, 8, 12.

(3) Ly, R. M;; Hwang, Y. C,; Liy, L. J; Lee, C. C,; Tsai, H. Z.; Li, H.
J; Wu, H. C. Development of Therapeutic Antibodies for the
Treatment of Diseases. J. Biomed. Sci. 2020, 27, 1.

(4) Jin, S.; Sun, Y.; Liang, X.; Gu, X; Ning, J.; Xu, Y.; Chen, S.; Pan,
L. Emerging New Therapeutic Antibody Derivatives for Cancer
Treatment. Signal Transduct. Targeted Ther. 2022, 7, 39.

(5) Ackerman, S. E.; Pearson, C. L; Gregorio, J. D.; Gonzalez, J. C,;
Kenkel, J. A;; Hartmann, F. J.; Luo, A.; Ho, P. Y.; LeBlanc, H.; Blum,
L. K; et al. Immune-Stimulating Antibody Conjugates Elicit Robust
Myeloid Activation and Durable Antitumor Immunity. Nat. Cancer
2021, 2, 18—33.

(6) He, L.; Wang, L.; Wang, Z.; Li, T.; Chen, H.; Zhang, Y.; Hu, Z;
Dimitrov, D. S.; Du, J.; Liao, X. Immune Modulating Antibody-Drug
Conjugate (IM-ADC) for Cancer Immunotherapy. J. Med. Chem.
2021, 64, 15716—15726.

(7) Fu, Z; Li, S; Han, S; Shi, C; Zhang, Y. Antibody Drug
Conjugate: The “Biological Missile” for Targeted Cancer Therapy.
Signal Transduct. Targeted Ther. 2022, 7, 93.

https://doi.org/10.1021/acs.bioconjchem.3c00357
Bioconjugate Chem. XXXX, XXX, XXX—XXX


https://pubs.acs.org/doi/10.1021/acs.bioconjchem.3c00357?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/acs.bioconjchem.3c00357/suppl_file/bc3c00357_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Vijay+Chudasama"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-8876-3285
https://orcid.org/0000-0002-8876-3285
mailto:v.chudasama@ucl.ac.uk
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Bauke+Albada"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-3659-2434
mailto:bauke.albada@wur.nl
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Irene+Shajan"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Le%CC%81a+N.+C.+Rochet"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0009-0003-5594-6290
https://orcid.org/0009-0003-5594-6290
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Shannon+R.+Tracey"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Bianka+Jackowska"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Rania+Benazza"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Oscar+Hernandez-Alba"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Sarah+Cianfe%CC%81rani"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-4013-4129
https://orcid.org/0000-0003-4013-4129
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Christopher+J.+Scott"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Floris+L.+van+Delft"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-4455-7727
https://orcid.org/0000-0003-4455-7727
https://pubs.acs.org/doi/10.1021/acs.bioconjchem.3c00357?ref=pdf
https://doi.org/10.1158/1078-0432.CCR-15-1696
https://doi.org/10.1158/1078-0432.CCR-15-1696
https://doi.org/10.1158/1078-0432.CCR-15-1696
https://doi.org/10.1007/s13317-017-0100-y
https://doi.org/10.1007/s13317-017-0100-y
https://doi.org/10.1186/s12929-019-0592-z
https://doi.org/10.1186/s12929-019-0592-z
https://doi.org/10.1038/s41392-021-00868-x
https://doi.org/10.1038/s41392-021-00868-x
https://doi.org/10.1038/s43018-020-00136-x
https://doi.org/10.1038/s43018-020-00136-x
https://doi.org/10.1021/acs.jmedchem.1c00961?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.1c00961?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1038/s41392-022-00947-7
https://doi.org/10.1038/s41392-022-00947-7
pubs.acs.org/bc?ref=pdf
https://doi.org/10.1021/acs.bioconjchem.3c00357?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Bioconjugate Chemistry

pubs.acs.org/bc

(8) Brinkmann, U.,; Kontermann, R. E. The Making of Bispecific
Antibodies. MAbs 2017, 9, 182—212.

(9) Tissot, A. C.; Brinkmann, U. Bispecific Antibodies. In Next-
generation therapies and technologies for immune-mediated inflammatory
diseases, 1st edition; Mina-Osorio, P., Ed,; Springer International
Publishing: New York, 2017; p 75—97.

(10) Brinkmann, U.,; Kontermann, R. E. Bispecific Antibodies.
Science 1979, 2021 (372), 916—917.

(11) Wang, Q; Chen, Y,; Park, J; Liu, X; Hu, Y; Wang, T,
McFarland, K.; Betenbaugh, M. J. Design and Production of Bispecific
Antibodies. Antibodies 2019, 8, 43.

(12) Marei, H. E.; Cenciarelli, C.; Hasan, A. Potential of Antibody—
Drug Conjugates (ADCs) for Cancer Therapy. Cancer Cell Int. 2022,
22, 255.

(13) Dumontet, C.; Reichert, J. M.; Senter, P. D.; Lambert, J. M.;
Beck, A. Antibody-Drug Conjugates Come of Age in Oncology. Nat.
Rev. Drug Discovery 2023, 22, 641—661.

(14) Beishenaliev, A.; Loke, Y. L,; Goh, S. J.; Geo, H. N.; Mugila,
M.,; Misran, M.; Chung, L. Y,; Kiew, L. V,; Roffler, S.; Teo, Y. Y.
Bispecific Antibodies for Targeted Delivery of Anti-Cancer Ther-
apeutic Agents: A Review. J. Controlled Release 2023, 359, 268—286.

(15) Shin, H. G.; Yang, H. R;; Yoon, A; Lee, S. Bispecific Antibody-
Based Immune-Cell Engagers and Their Emerging Therapeutic
Targets in Cancer Immunotherapy. Int. J. Mol. Sci. 2022, 23, 5686.

(16) Chen, R. P.; Shinoda, K;; Rampuria, P.; Jin, F.; Bartholomew,
T.; Zhao, C.; Yang, F.; Chaparro-Riggers, J. Bispecific Antibodies for
Immune Cell Retargeting against Cancer. Expert Opin. Biol. Ther.
2022, 22, 965—982.

(17) Ordéiez-Reyes, C.; Garcia-Robledo, J. E.; Chamorro, D. F.;
Mosquera, A.; Sussmann, L.; Ruiz-Patino, A.; Arrieta, O.; Zatarain-
Barrén, L.; Rojas, L.; Russo, A.; et al. Bispecific Antibodies in Cancer
Immunotherapy: A Novel Response to an Old Question.
Pharmaceutics 2022, 14, 1243.

(18) Dahlén, E.; Veitonmiki, N.; Norlén, P. Bispecific Antibodies in
Cancer Immunotherapy. Ther. Adv. Vaccines Immunother. 2018, 6, 3—
17.

(19) Huo, Y; Sheng, Z.; Lu, D. R; Ellwanger, D. C.; Li, C. M,;
Homann, O.; Wang, S.; Yin, H.; Ren, R. Blinatumomab-Induced T
Cell Activation at Single Cell Transcriptome Resolution. BMC Genom.
2021, 22, 145.

(20) Kipriyanov, S. M.; Moldenhauer, G.; Strauss, G.; Little, M.
Bispecific CD3 X CDI19 Diabody for T Cell-Mediated Lysis of
Malignant Human B Cells. Int. J. Cancer 1998, 77, 763—772.

(21) Klein, C.; Schaefer, W.; Regula, J. T.; Dumontet, C.;
Brinkmann, U,; Bacac, M,; Umafia, P. Engineering Therapeutic
Bispecific Antibodies Using CrossMab Technology. Methods 2019,
154, 21-31.

(22) Ellerman, D. Bispecific T-Cell Engagers: Towards Under-
standing Variables Influencing the in Vitro Potency and Tumor
Selectivity and Their Modulation to Enhance Their Efficacy and
Safety. Methods 2019, 154, 102—117.

(23) Moore, P. A; Zhang, W.; Rainey, G. J.; Burke, S; Li, H;
Huang, L.; Gorlatov, S.; Veri, M. C.; Aggarwal, S.; Yang, Y.; Shah, K;
et al. Application of Dual Affinity Retargeting Molecules to Achieve
Optimal Redirected T-Cell Killing of B-Cell Lymphoma. Blood 2011,
117, 4542—45S1.

(24) Reusch, U,; Harrington, K. H; Gudgeon, C. J; Fucek, I;
Ellwanger, K,; Weichel, M.; Knackmuss, S. H. J.; Zhukovsky, E. A,;
Fox, J. A; Kunkel, L. A; et al. Characterization of CD33/CD3
Tetravalent Bispecific Tandem Diabodies (TandAbs) for the
Treatment of Acute Myeloid Leukemia. Clin. Cancer Res. 2016, 22,
5829—-5838.

(25) Thoreau, F.; Szijj, P. A; Greene, M. K; Rochet, L. N. C,;
Thanasi, I. A,; Blayney, J. K; Maruani, A.; Baker, J. R; Scott, C. J;
Chudasama, V. Modular Chemical Construction of IgG-like Mono-
and Bispecific Synthetic Antibodies (SynAbs). ACS Cent. Sci. 2023, 9,
476—487.

(26) Schaefer, W.; Regula, J. T.; Bihner, M.; Schanzer, J.; Croasdale,
R,; Diirr, H.; Gassner, C.; Georges, G.; Kettenberger, H.; Imhof-Jung,

S.; et al. Immunoglobulin Domain Crossover as a Generic Approach
for the Production of Bispecific IgG Antibodies. Proc. Natl. Acad. Sci.
U. S. A 2011, 108, 11187—11192.

(27) Madsen, A. V.; Kristensen, P.; Buell A. K; Goletz, S.
Generation of Robust Bispecific Antibodies through Fusion of Single-
Domain Antibodies on IgG Scaffolds: A Comprehensive Comparison
of Formats. MAbs 2023, 15, 1.

(28) Kiihl, L.; Aschmoneit, N.; Kontermann, R. E.; Seifert, O. The
Elg Technology to Generate Ig-like Bispecific Antibodies. MAbs
2022, 14, 1.

(29) de Bever, L.; Popal, S.; van Schaik, J.; Rubahamya, B.; van Delft,
F. L; Thurber, G. M.; van Berkel, S. S. Generation of DARI
Antibody-Drug Conjugates for Ultrapotent Payloads Using Tailored
GlycoConnect Technology. Bioconjugate Chem. 2023, 34, 538—548.

(30) Van Berkel, S. S.; van Delft, F. L. Enzymatic Strategies for
(near) Clinical Development of Antibody-Drug Conjugates. Drug
Discovery Today: Technol. 2018, 30, 3—10.

(31) Van Geel, R; Wijdeven, M. A,; Heesbeen, R.; Verkade, J. M.
M.; Wasiel, A. A.; Van Berkel, S. S.; Van Delft, F. L. Chemoenzymatic
Conjugation of Toxic Payloads to the Globally Conserved N-Glycan
of Native MAbs Provides Homogeneous and Highly Efficacious
Antibody-Drug Conjugates. Bioconjugate Chem. 2015, 26, 2233—
2242.

(32) Evans, H. L; Nguyen, Q. D; Carroll, L. S.; Kaliszczak, M.;
Twyman, F. J.; Spivey, A. C.; Aboagye, E. O. A Bioorthogonal 68Ga-
Labelling Strategy for Rapid in Vivo Imaging. Chem. Commun. 2014,
50, 9557—9560.

(33) Taylor, R. J.; Geeson, M. B; Journeaux, T.; Bernardes, G. J. L.
Chemical and Enzymatic Methods for Post-Translational Protein-
Protein Conjugation. J. Am. Chem. Soc. 2022, 144, 14404—14419.

(34) Bruins, J. J.; Damen, J. A. M.; Wijdeven, M. A.; Lelieveldt, L. P.
W. M,; Van Delft, F. L; Albada, B. Non-Genetic Generation of
Antibody Conjugates Based on Chemoenzymatic Tyrosine Click
Chemistry. Bioconjugate Chem. 2021, 32, 2167—2172.

(35) Oliveira, B. L.; Guo, Z.; Bernardes, G. J. L. Inverse Electron
Demand Diels-Alder Reactions in Chemical Biology. Chem. Soc. Rev.
2017, 46, 4895—4950.

(36) Maruani, A.; Szijj, P. A.; Bahou, C.; Nogueira, J. C. F.; Caddick,
S.; Baker, J. R,; Chudasama, V. A Plug-and-Play Approach for the de
Novo Generation of Dually Functionalized Bispecifics. Bioconjugate
Chem. 2020, 31, 520—529.

(37) Maruani, A,; Smith, M. E. B; Miranda, E.; Chester, K. A;
Chudasama, V.; Caddick, S. A Plug-and-Play Approach to Antibody-
Based Therapeutics via a Chemoselective Dual Click Strategy. Nat.
Commun. 2015, 6, 2—10.

(38) Damen, J. A. M,; Escorihuela, J.; Zuilhof, H.; van Delft, F.;
Albada, B. High Rates of Quinone-Alkyne Cycloaddition Reactions
Are Dictated by Entropic Factors. Chem.—Eur. ]. 2023, 29,
No. €202300231.

https://doi.org/10.1021/acs.bioconjchem.3c00357
Bioconjugate Chem. XXXX, XXX, XXX—XXX


https://doi.org/10.1080/19420862.2016.1268307
https://doi.org/10.1080/19420862.2016.1268307
https://doi.org/10.1126/science.abg1209
https://doi.org/10.3390/antib8030043
https://doi.org/10.3390/antib8030043
https://doi.org/10.1186/s12935-022-02679-8
https://doi.org/10.1186/s12935-022-02679-8
https://doi.org/10.1038/s41573-023-00709-2
https://doi.org/10.1016/j.jconrel.2023.05.032
https://doi.org/10.1016/j.jconrel.2023.05.032
https://doi.org/10.3390/ijms23105686
https://doi.org/10.3390/ijms23105686
https://doi.org/10.3390/ijms23105686
https://doi.org/10.1080/14712598.2022.2072209
https://doi.org/10.1080/14712598.2022.2072209
https://doi.org/10.3390/pharmaceutics14061243
https://doi.org/10.3390/pharmaceutics14061243
https://doi.org/10.1177/2515135518763280
https://doi.org/10.1177/2515135518763280
https://doi.org/10.1186/s12864-021-07435-2
https://doi.org/10.1186/s12864-021-07435-2
https://doi.org/10.1002/(SICI)1097-0215(19980831)77:5<763::AID-IJC16>3.0.CO;2-2
https://doi.org/10.1002/(SICI)1097-0215(19980831)77:5<763::AID-IJC16>3.0.CO;2-2
https://doi.org/10.1016/j.ymeth.2018.11.008
https://doi.org/10.1016/j.ymeth.2018.11.008
https://doi.org/10.1016/j.ymeth.2018.10.026
https://doi.org/10.1016/j.ymeth.2018.10.026
https://doi.org/10.1016/j.ymeth.2018.10.026
https://doi.org/10.1016/j.ymeth.2018.10.026
https://doi.org/10.1182/blood-2010-09-306449
https://doi.org/10.1182/blood-2010-09-306449
https://doi.org/10.1158/1078-0432.CCR-16-0350
https://doi.org/10.1158/1078-0432.CCR-16-0350
https://doi.org/10.1158/1078-0432.CCR-16-0350
https://doi.org/10.1021/acscentsci.2c01437?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acscentsci.2c01437?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1073/pnas.1019002108
https://doi.org/10.1073/pnas.1019002108
https://doi.org/10.1080/19420862.2023.2189432
https://doi.org/10.1080/19420862.2023.2189432
https://doi.org/10.1080/19420862.2023.2189432
https://doi.org/10.1080/19420862.2022.2063043
https://doi.org/10.1080/19420862.2022.2063043
https://doi.org/10.1021/acs.bioconjchem.2c00611?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.2c00611?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.2c00611?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.ddtec.2018.09.005
https://doi.org/10.1016/j.ddtec.2018.09.005
https://doi.org/10.1021/acs.bioconjchem.5b00224?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.5b00224?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.5b00224?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.5b00224?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1039/C4CC03903C
https://doi.org/10.1039/C4CC03903C
https://doi.org/10.1021/jacs.2c00129?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.2c00129?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.1c00351?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.1c00351?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.1c00351?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1039/C7CS00184C
https://doi.org/10.1039/C7CS00184C
https://doi.org/10.1021/acs.bioconjchem.0c00002?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.0c00002?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1038/ncomms7645
https://doi.org/10.1038/ncomms7645
https://doi.org/10.1002/chem.202300231
https://doi.org/10.1002/chem.202300231
pubs.acs.org/bc?ref=pdf
https://doi.org/10.1021/acs.bioconjchem.3c00357?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

