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Affinity maturation is a key technique in protein engineering which is used to improve
affinity and binding interactions in vitro, a process often required to fulfil the therapeutic
potential of antibodies. There are many available display technologies and maturation
methods developed over the years, which have been instrumental in the production of
therapeutic antibodies. However, due to the inherent limitations in display capacity of
these technologies, accommodation of expansive and complex library builds is still a
challenge. In this article, we discuss our recent efforts in the affinity maturation of a diffi-
cult antibody lineage using an unbiased approach, which sought to explore a larger
sequence space through the application of DNA recombination and shuffling techniques
across the entire antibody region and selections using ribosome display. We also high-
light the key features of several display technologies and diversification methods, and
discuss the strategies devised by different groups in response to different challenges.
Particular attention is drawn to examples which are aimed at the expansion of sequence,
structural or experimental diversity through different means and approaches. Here, we
provide our perspectives on these methodologies and the considerations involved in the
design of effective strategies for the directed evolution of antibodies.

Antibodies are an increasingly important class of therapeutic molecules. Over the past decades we
have seen a tremendous increase in the number of antibody drugs that were approved for clinical use
in almost all disease areas, as we learnt to harness their unique properties to address different thera-
peutic needs [1,2]. There are many ways to generate antibodies in vivo and in vitro, the most common
being immunisation and phage display; but the antibodies isolated from these methods often require
extra steps to improve their affinities and/or drug-like properties, to fulfil the potency required in a
therapeutic setting. In vitro affinity maturation usually involves a diversification of the antibody base
sequence, followed by stringent selections to isolate higher-affinity binders, a directed evolution
process much like the somatic hypermutation that naturally occurs in mammalian B cells [3]. With a
wide choice of available technologies, there is a myriad of possible paths when it comes to affinity
maturation, but how does one decide which approach to take?

In a recent report, we described the use of an unbiased approach to affinity maturation for the opti-
misation of an inhibitory antibody specific to Arginase 2 (ARG2) [4]. The premise of the project was
to generate a therapeutic which neutralises the extracellular ARG2 secreted by cancer cells, thought to
mediate an immunosuppressive response through the depletion of arginine [5]. In this context, high-
affinity binding and a potent inhibitory effect are essential properties for the therapeutic, which is
ideal for an antibody approach. An antibody candidate was first isolated from AstraZeneca’s naive
phage display libraries [6], which showed specific binding to human ARG2 and inhibitory activity in
an enzymatic assay in vitro [7]. This antibody was then taken through a comprehensive affinity
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maturation process, in which each of the six complementarity-determining regions (CDRs) were targeted for
diversification and taken through selections in parallel. Surprisingly, little improvement in antibody affinity or
potency were obtained. Moreover, a random error-prone mutagenesis approach was also unsuccessful, suggest-
ing that this was a difficult antibody to affinity mature.

Given their ineffectiveness, we thought that perhaps the approaches taken, which only focused on small
regions of the antibody at a time, were insufficient to produce appreciable improvements to this antibody
lineage. Taking inspiration from the somatic recombination process in vivo, in which modular segments of
immunoglobulin domains are rearranged to generate a diverse repertoire, we used antibody chain shuffling [8-
10] and a staggered-extension process (StEP) [11,12] to recombine mutations sampled from all six CDRs
(Figure 1). This recombination created fresh combinatorial diversity and produced antibody variants with
mutations that span the length of the antibody construct in an unbiased way. Ribosome display was used for
the selection of these libraries because it is capable of displaying such diverse library builds. Candidates with
the most improved characteristics were identified and subsequently fine-tuned via a pool maturation technique
to obtain further affinity gains. This resulted in a panel of high affinities antibodies, with over 50-fold improve-
ments in affinity and potency estimated in the final leads.

Sequence and structural comparison of the parental and affinity-matured antibodies revealed that the anti-
body has gone through some very extensive changes during the affinity maturation process [4]. Substantial
mutations across several regions of the antibody were translated into a large epitope shift that facilitated
increases in the interface area and shape complementarity to the antigen, whilst preserving the key contacts of
a hydrophobic cleft that is essential for its inhibitory mechanism [7]. Essentially, these changes have enabled
the antibody to re-orient itself into a position allowing for superior binding without changing the observed
mechanism of action, and in doing so seemed to have overcome some initial limitations of the parent. Indeed,
there is evidence to suggest significant negative cooperativity in the binding mode of the parent antibody to tri-
meric ARG2, which was aptly resolved after affinity maturation. Such issues were unlikely to be overcome by
small or focused changes, which might have been why the standard methods were ineffective. In contrast, the
multiple changes applied simultaneously across the antibody provided sufficient scope to explore a larger
region of combinatorial space, to escape the restrictions of the parental antibody and provide an improved
binding solution.

It is extraordinary how such a solution would have presented itself through selections; nor could we have
predicted or designed this. Based on the structural data, we might have attempted to improve the binding inter-
actions at or around the key contacts of the hydrophobic cleft, which would have been unproductive or coun-
terproductive. Indeed, our results suggested that mutations to CDRH3 of the antibody, which formed a large
part of the hydrophobic cleft, were not tolerated and were rapidly eliminated during selections of the unbiased
recombination libraries. There is existing evidence to suggest that feasible regions for affinity maturation are
often not involved in key contacts, but lie in positions that provide indirect effects or establish fresh new inter-
actions with its antigen [13-15]. Moreover, improved affinities can arise from multiple diverse mechanisms
which are often unpredictable [15-17]. In vitro selections provide a way to probe the vast number of binding
possibilities, with the potential to find the best available binding solution without requiring prior assumptions
or dictation.

Given its utility, it is important that efforts are made to find the most suitable affinity maturation strategy for
any given application. A diagram highlighting several features and considerations in the use of different tech-
nologies is shown in Figure 2. Generally, a key objective of affinity maturation is to maximise the sequence
diversity of the initial library repertoire, as this would be translated to a higher structural diversity from which
superior binders may be selected. However, we are often limited by the display capacity of the technology used.
Methods with a cellular requirement, such as phage and yeast display, have a lower display size (typically 10%-
10%) due to limitations in transformation efficiency [18-23]. It is not possible to sample every mutation at
every position at the same time, which would require a theoretical capacity of ~10”® for ~60 positional variants
across six CDRs. Besides the common compromise of limiting mutations to certain CDRs, there have been
reports of alternative strategies to overcome this obstacle. Tiller et. al. recognised that combinations of muta-
tions from different CDRs is important at an early stage [13]. To accommodate early re-combinatorial changes,
they used alanine scanning to narrow down the permissive sites for mutagenesis, before generating libraries
with restricted amino acid variants based on natural CDR diversity. Similarly, the ‘look-through mutagenesis’
method restricts the number of amino acid variants to nine representative residues based on side-chain chemis-
try, which allowed for the simultaneous mutation of positions in up to three CDRs [24]. Based on amino acid
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Figure 1. Overview of the affinity maturation process in the optimisation of an ARG2-inhibitory antibody.
The antibody construct, in the single-chain variable fragment (scFv) format, was diversified and recombined in a
comprehensive affinity maturation process. Mutations sampled from all six CDRs were recombined and shuffled in an unbiased
way via chain-shuffling and StEP recombination, and selected using ribosome display. The most improved leads were then
pooled and diversified by error-prone PCR, which introduced random mutations through the length of the construct. The
resulting antibodies from these selections have a high number of mutations, which are scattered throughout the length of the
constructs and across different CDRs.

usage analyses, Gonzalez-Munoz et al. [25] selected a subset of seven amino acid variants that were typically
over-presented from large datasets of affinity-matured antibodies. This tailored diversification approach allowed
them to cover more positional ground with fewer library builds, with comparable effectiveness to full amino
acid randomisation.
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Figure 2. Comparison of (A) different display technologies and (B) in vitro diversification and maturation methods.
A variety of technologies and methods with different strengths and limitations; features which may guide the design of an
effective affinity maturation strategy.

Cell-free systems such as ribosome and mRNA display have a much higher display capacity in the range of
10"2-10"* [26-29], and are favoured methods for the exploration of larger sequence space. Direct comparisons
of phage and ribosome display methods have suggested higher diversity and affinity gains in the outputs of the
latter [30,31], which lends itself to a broader range of applications. A recent study described the use of insertion
and deletion (InDel) mutagenesis to create large diversified libraries in the affinity maturation of an anti-IL-13
antibody [32]. Random in-frame InDels were introduced using a transposon-based system and selected using
ribosome display, which uncovered positions of tolerance and allowed for the exploration of loop length
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variation on maturation outcomes. This is a particularly interesting application as increasing evidence have
shown the importance of InDels in antibody maturation, both in vivo and in vitro [33-35]. Lengths of CDRs,
particularly that of CDR3, vary considerably in nature [36-39], yet much of our focus during antibody engin-
eering have tended to remain on point substitutions. There is evidence that unconventional loop lengths may
confer advantages for antibodies against challenging antigens, such as G-protein-coupled receptors (GPCRs)
[40,41] and rapidly evolving pathogens (influenza and HIV-1) [35,42]. The likely expansion of structural or
conformational diversity that may be attained through length diversification makes it an attractive strategy for
affinity maturation.

Ribosome display is also ideal for the selection of libraries diversified through DNA shuffling. In one
example, this was achieved through the random digestion by DNAse I followed by enzymatic ligation to recom-
bine point mutations accumulated from error-prone selections [43], with interesting parallels to our approach.
Such recombination and shuffling methods have the potential to eliminate deleterious mutations, as a result of
backcrossing with original template DNA segments in the sequence pool. Moreover, spontaneous mutations
which occur through the numerous amplification steps through the selection and recovery cycles further adds
to the diversity, promoting the simultaneous evolution of non-targeted regions, with favourable implications
for directed evolution.

Progressive or continuous diversification at the same time as selections is a clear advantage for in vitro mat-
uration, as it allows for the gradual emergence of epistatic and synergistic mutations, lessening the demand on
the diversity of the initial library repertoire. This is exemplified in the case of mammalian cell display, which,
despite having a small display size, can be induced to diversify in vitro through the addition of
activation-induced cytidine deaminase (AID) [44-47]. Full-length IgG or Fabs are typically expressed on the
mammalian cell surface, and between rounds of selections and sorting, AID can be introduced to induce
somatic hypermutation in situ, without further requirements for reformatting or library builds. This can be
viewed as an evolving library; with diversification concurrent with selections. Advancements in the use of gene
editing techniques have also allowed for a more directed approach. A recent report describes the use of TALE
nucleases and CRISPR-Cas9 to promote site-specific integration of antibody gene populations; allowing for the
creation of large diversified libraries which were successfully used to affinity mature a PD1-blocking antibody
using mammalian cell display [48].

The increased capacity for diversification is particularly advantageous for optimisation strategies seeking to
cover a broader ground. While it is widely established that CDRs are major determinants of antigen recogni-
tion, there is evidence to suggest that framework (FR) regions may also play an important role. In particular, a
loop identified in the FR-3 region has been known to exhibit CDR-like characteristics, in terms of sequence
and structural diversity as well as antigen binding, and is sometimes referred to as the ‘CDR4’ [49-52]. Other
FR regions in the VH and VL domains may also contribute to antigen binding, through direct antigen contact
or distal effects [53-55]. Pairings of different VH and VL frameworks has been shown to affect antigen and Fc
receptor (FcR) engagement [56], and conversely isotype selection for the constant region can also influence
antigen binding [57-59]. Such observations remind us to think of an antibody as a whole protein during engin-
eering, with interconnected domains that can exert influence on each other [60].

The numerous display and maturation strategies, each with their own unique features, provide us with an
extensive toolkit to fulfil our antibody engineering needs. Exploration of a larger experimental and sequence space
has the clear ability to provide a wider range of conceivable binding solutions, with the potential to deliver greater
improvements. On the other hand it can also lead to increased functional divergence or thermostability trade-offs,
which may require additional screening steps or compensatory mechanisms [61]. As exemplified by the many dif-
ferent approaches devised in response to different challenges, it is about choosing the right strategy for the anti-
body lineage under examination. Assessment of antigenic properties, choice of an optimal diversification strategy
paired with appropriate display and screening methods, adaptation of selection strategy as the protein evolves;
these are all important considerations which are key to the success of affinity maturation.
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