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Abstract of the Dissertation

Quantitative Approaches for Deconvolving the Multiple Contributions
of Primary Structure to Protein Fitness
by
Loretta Au
Doctor of Philosophy
in
Applied Mathematics and Statistics
Stony Brook University
2014

Proteins from the same family often share many structural and functional motifs. Variations
in primary structure, however, allow a single protein family to modulate a broad range of
biological processes. Several methods can be used to identify sequence conservation, but
complementary mutagenesis experiments are often needed to understand the multiple roles
that a given amino acid may have in maintaining overall fitness. Limitations related to
financial and temporal costs generally constrain these experiments to smaller proteins or
peptides, or to only partial sampling of sequence spaces, and we have devised a computa-
tional protocol for large-scale mutagenesis to circumvent these obstacles using a G-protein
heterotrimer as a model system.

The dead-end elimination and A* search (DEE/A*) algorithms are typically used to
find a small number of sequences that may enhance the current level of fitness or intro-
duce novel functions into a protein. These algorithms were adapted to find all low-energy
sequences and their corresponding structures, allowing us to disentangle protein fitness, de-
fined here as a combination of structural stability and binding interactions. We demonstrate
the effectiveness of DEE/A* in capturing the biophysical features of amino-acid substitu-
tions, and in quantifying the extent that individual positions are affected by mutagenesis,

based on all low-energy single mutants. A modified version of this protocol was also used

1ii



to explore double and triple mutants in the context of the § subunit in the G-protein het-
erotrimer, a representative repeat protein from the S-propeller family. Repeat proteins are
subject to the same experimental challenges as non-repeating ones, but with the addition of
having to properly define corresponding repeats in primary structure; DEE/A* is leveraged
here to identify patterns of important interaction using a structure-based approach, and

reveal a deeply connected interaction motif.
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Chapter 1

General Introduction

Protein primary structure largely dictates how a protein can stabily fold into a three-
dimensional conformation. Consequently, the resulting tertiary structure directly affects
protein interaction specificity with different ligands, ability to bind and associate with other
proteins, allosteric mechanisms involved in structural changes, and other roles essential for
modulating biological processes. Sequence—function relationships are usually complex for
this reason: all amino acids must maintain an appropriate level of molecular interaction to
collectively satisfy these requirements, so multiple roles are often adopted by every amino
acid in the protein to maintain overall fitness. Disentangling these roles can directly provide
insight on how sequence variability yields functional diversity in proteins, a fundamental
step towards understanding how proteins from the same family are able to modulate a broad
range of biological pathways, despite sharing several structural and functional motifs. Al-
though the relationship between primary structure and function is well-established, it is a
complex one, and how the multiple aspects of fitness can be deconvolved remains an open
question in biology. In this dissertation, a combination of computational and quantitative
methods will be used to address this problem, to compute the fitness landscape of a G-protein
heterotrimer and further investigate features of structural stability that enable g-propeller

stability. The methodology and analytical techniques used can be applied to any protein



system, as long as sufficient structural information is available for it.

1.1 Heterotrimeric G-proteins

Many cellular pathways in eukaryotic organisms are modulated by heterotrimeric G-proteins,
a family of proteins belonging to the GTPase superfamily that are named after their ability
to bind guanine nucleotides.[ll, ] G protein heterotrimers are involved in countless signalling
pathways: they have an important role in metabolic processes, managing transcription fac-
tors, mechanisms for cell motility, arrangement of the cytoskeleton, cell-cycle regulation,
and even in modulating eletrostatic potential, as in ion channels or transporters.[3, @] Due
to their high level of involvement in regulating biological processes, interruptions in the sig-
nalling pathway can cause the onset of diseases such as cancer, heart disease, blindness or
hormonal disorders.[H, B, [, 8] Mutations in the heterotrimer can block receptor signals or
enhance them, and these imbalances will disrupt proper cellular function.

Four main families have been identified in G protein heterotrimers, based on sequence
similarity of the a subunit: G; (stimulatory), G,, (inhibitory), G,/11 and G12/13).[9, ]
The human genome is known to express at least 23 «, six § and 11 7 subunits,[d] and
a fully formed protein complex requires one of each. Signal transduction begins when a
ligand—a neurotransmitter or hormone, for example—is bound to a heptahelical G-protein
coupled receptor (GPCR) at the plasma membrane (Fig. @T): a conformational change
is induced in the GPCR that, in turn, causes a conformation change in the « subunit, fa-
voring the binding of GTP and a magnesium ion (Mg®") over GDP.[I0, 1] In order to
properly interact with the G-protein coupled receptor, a number of post-translational mod-
ifications are required, namely palmitoylation and myristoylation on the N-terminus of the
a subunit and C-terminus of the ~ subunit, so that attachment to the plasma membrane
remains possible.[T2, 8] Structural changes in the GTP-bound « subunit favor dissociation

from the fy-heterodimer, allowing each component (the active o subunit and heterodimer)



to modulate different downstream effectors.[I3, [1] G, being closely related to the Ras pro-
tein family, can dephosphorylate GTP in the ligand-binding site; by cleaving the terminal
phosphate group of GTP, the a subunit returns to its original, inactive GDP-bound state,
and can act as a negative regulator of heterodimer activity by re-establishing itself with G3~,
and repeating the cycle when another ligand is bound.[I4] The interaction in the coiled-coil
region of the [~v-heterodimer is highly stabilizing, and the two subunits are believed to
remain associated together throughout the pathway.[T5] This classical activation pathway
is widely accepted, but some experiments have also suggested that subunit rearrangement

(rather than complete dissociation) may occur instead for some heterotrimers.[[6, 17, 1]

1.1.1 Structural features of Ga and (vy-heterodimer

Conservation in primary structure can vary from one subunit to the next, with the highest
in Gf: approximately 80% sequence homology is found across all GS subunits, except Gfs,
which shares about 50% identity with all the others. Next, G+ subunits have at least 50%
identity between all members, except Gv;.[09, T3] In Ga, there is at least 40% sequence
identity between the four major classes of o subunits; within any of these classes, however,
as much as 80% of the sequences are similar, as seen in Gay,.[20]

A number of structural motifs are shared by proteins within each subunit class despite
variation in primary structure (Fig. I2). Ga is closely related to the Ras family of small,
soluble G-proteins, and is primarily responsible for catalytic activity in the a-subunit; a
helical domain, comprised of six a-helical bundles, and the GTPase forms a binding cleft
between them for the phosphorylated nucleotide. The N-terminus extends away from the
a-subunit and can interact with a portion of the GS-binding interface.[21]

The v-heterodimer is thought to remain associated, unless it is exposed to denaturing
conditions, since many mutually stabilizing interactions exist between them, including a
coiled-coiled motif between their N-termini. G/ is a member of S-propeller proteins, a repeat

protein family: repeating regions of this protein family are comprised of approximately 40—60
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Figure 1.1: In the inactive state, heterotrimeric G-proteins are bound to the plasma mem-
brane, near the C-terminus of a G-protein coupled receptor (GPCR, orange). (1) A ligand
binding to the GPCR will induce a conformational change in Ge; (2) binding GTP becomes
more favorable, so GDP is released. In the classical activation pathway, (3) GTP-bound Ga
will dissociate from the fvy-heterodimer, and each can modulate different biological path-
ways. (4) Dephosphorylation of GTP will return Ga to its inactive state, and the cycle can
repeat.
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amino acids that form anti-parallel S-sheets, including a signature tryptophan and aspartate.
Four to eight propellers are formed and arranged in a toroidal fashion, allowing the N- and

C-terminal repeats to interact. Nearly 1% of all proteins are S-propeller proteins, often



involved in binding interactions.[27]

B subunit

f3 subunit
GDP (side view)

o subunit

Figure 1.2: A complete heterotrimer is comprised of an «v (blue), 5 (red) and «y subunit (gray).
In the inactive state, GDP is bound between the Ras-like and helical domains on Ga. The
~ subunit is stabilized by the coiled-coiled motif at the N-terminus of the heterodimer. The
[ subunit has seven repeating regions, and is geometrically disc-like in shape.

Unlike its partner, G+ is significantly smaller than either of the other two subunits: it
is a sequence of (approximately) 60 residues, forming two sequential a-helices and a promi-
nent C-terminal domain with a CAAX motif, where isoprenylation at cysteine may be pos-
sible. Post-translational modification with this hydrophobic molecule is thought to facilitate

heterodimer-binding to the plasma membrane.

1.1.2 Associated conditions and disease

Over a thousand GPCRs can be expressed in the human genome, and at least 200 ligands,
such as peptides, ions, lipids, odorants and more, are known for them.[?3] How G-protein
specificity is achieved for these receptors, however, remains unclear,[23] and subunit speci-
ficity in forming a biologically functional heterotrimer is also an open problem. Furthermore,
there are exceptions to classical activation pathway: some G-protein heterotrimers can be

biologically active without any interaction with a G-protein coupled receptor, and this be-



havior has been found in the G; family.[?4, 25] Regardless of the origins of signaling, given
the high prevalence of G-proteins in modulating biological pathways, many aspects of human
physiology can become affected when problems in signaling arise. Cardiovascular diseases
related to the autonomic control of cardiac muscles can lead to heart failure, for instance, and
changes in cardiac tissue can cause complications due to smooth muscle tone or myocardial
hypertrophy.[26, 27] Several known ligands for GPCR are hormones, and thus a number of
endocrine disorders are related to heterotrimeric G-proteins, such as carbohydrate and lipid
metabolism.

There are three common mechanisms that can affect the a subunit and cause disease:
(1) GTPase activity may be disrupted, consequently prolonging the active state of Ga; (2)
G-protein subunits may be genetically inactivated, so the protein is not expressed; and (3)
abnormal signal initation may occur.[28] Several lifestyle factors are associated with many of
the known diseases for the G-protein heterotrimers mentioned earlier, but two are directly
linked to mutations in Ga alone, due to inactivating Gga mutations.[29] Albrights’ hereditary
osteodystrophy (AHO) was the first Ga disease to be characterized.[80] Patients with AHO
have varying symptoms, depending on whether the maternal or paternal allele was affected.
Resistance to parathyroid hormone, a regulator of serum calcium and phosphate, is a major
symptom, and this is directly related to various types of pseudohypoparathyroidism[5, 31, 29]
McCune—-Albright syndrome is the other condition that is a consequence of mutations in Ga
during the early stages of development (instead of genetic inheritance), in which signaling
is prolonged due to disruption in GTPase activity in the o subunit.[31] Classical symptoms
for this disease include hyperpigmentation, if melanocytes are affected, in which patients
can have patches of darker skin tone and tumors or fibrous dysplasia, a condition in which
skeletal structure is not properly formed, replaced by tissue instead, if the bone marrow is

affected.



1.2 Exploring protein sequence—function relationships

A number of approaches for measuring the relatedness of different proteins exist, but com-
plementary experiments are often required to understand the connection between primary
structure, structural stability and protein function. Several algorithms, for example, can be
used to measure sequence conservation, but further investigation is needed to interpret rea-
sons for conservation at different positions in primary structure. The most direct approach
for deconvolving the underlying roles of primary structure is to replace wild-type amino
acids, then measure changes in structural stability, binding or any other aspect of protein
fitness; many techniques like alanine scanning, guided mutagenesis studies and directed evo-
lution experiments have focused on identifying important amino-acid substitutions that can
alter protein fitness. However, with these methods, the temporal and financial costs asso-
ciated with experimentation can become too great, or the protein system of interest is too
large, so only a limited region of protein sequence space can be explored as a compromise: an
average-sized protein may have around 350 amino acids, for example, and almost 7000 single-
mutant sequences are possible. Without fully exploring all of these mutations, there can be
constraints or unavoidable biases in interpreting the mutagenesis results. As a mechanism
to overcome these challenges, a feasible alternative was found in adapting well-established
computational protein design algorithms to efficiently search through protein sequence and
structural spaces simultaneously for large-scale in silico mutagenesis. A brief survey and
comparison of existing methods are presented here to clarify how the algorithms were chosen

for computational mutagenesis.

1.2.1 Computational sequence-based methods

Several techniques in comparative sequence analysis exist, and are helpful in addressing how
highly or poorly conserved a residue may be within a given protein family. Conservation

scores may be computed for any given set of protein sequences, and structural information



is not needed for them, providing major advantages to using these techniques, but many
challenges can arise in properly interpreting conservation scores within the context of biol-
ogy. Typically, conservation is measured based on how often a specific amino acid is found
at an aligned position, and if amino-acid variation exists for the position, well-established
substitution frequencies of one amino acid for another are used to address this disparity.
Similarity matrices are constructed by measuring the frequency of substitution for known
protein sequences either for a specific region (as in BLOSUM, BLOcks SUbstitution M atrix)
or without any restriction after alignment (as in PAM, Point Accepted Mutation, and Gonnet
matrices.)[32, 33, 4] A number of algorithms can measure the relationship between sequences
in terms of conservation scores,[35, 36, 87, BR| which generally fall on the range of 0-100%.
Having a score near zero indicates that amino acids are largely disparate—side chains have
nothing in common biochemically at that position and the position may be irrelevant for
biological function. On the other hand very high, near-perfect scores are assigned to posi-
tions that may have an essential role in fitness, and identical or functionally similar amino
acids are found at that position. The definitions at either end of conservation are easy to
interpret, but the scores in between are less obvious to understand within a meaningful bio-
logical context. In all cases, though, additional analysis is required to fully understand how
a specific side chain contributes to protein fitness.

There are additional limitations in using conservation scores to directly elucidate
sequence—function relationships, and this lies in how the protein sequences are chosen for an
alignment. Most obviously, the number of sequences used may be too few, and thus mean-
ingful conclusions might not be possible for statistical reasons. Secondly, if the sequences
are too different in sequence length, gap insertions for different regions of the protein will be
necessary, but how these place-holders should be incorporated may be unclear: their place-
ment can vary from one set of proteins to another, and having gap insertions can alter the
distribution of alignment scores when its positioning is changed. Phylogenetic relationships

between sequences will also influence interpretation:[39] high amino-acid similarity at several



positions between two completely unrelated proteins may suggest some common mechanism
in achieving protein stability or function, since low sequence identity is expected between
an evolutionarily distant pair. On the other hand, finding a few poorly conserved positions
between two, more closely related proteins (expected to have high conservation throughout
most of the sequence) may be a possible indication that the positions have a role in interac-
tion specificity. The appropriate interpretation would also depend on how much further a a
given protein sequence has already evolved or may potentially continue to do so.

Addressing amino-acid co-dependencies. Although sequence alignment algo-
rithms can measure how consistently the same amino-acid or biochemically similar ones
are found at a given position, the calculations are made without consideration of coupled
effects between pairs of amino acids. This shortcoming has been recognized, and alterna-
tives using statistical analysis to identify side-chain co-variation and dependencies have been
developed.[39] Statistical coupling analysis (SCA) has demonstrated that allosteric path-
ways can be derived from comparative sequence analysis of protein domains.[d0, A1, 49, A3]
Amino-acid sequences from the same protein family are first aligned, then subsets of these
sequences are chosen based on features that are shared between them (for instance, a highly
conserved position that is found within the subset, but not the entire family.) A second
alignment is performed on this subset, and then the amino-acid conservation at all other
positions (not the one used as a selection criteria) is compared with the distribution found
in the original alignment. Any significant changes between the two sets of aligned sequences
are an indication of co-dependency.

Alternatively, co-dependency can also be determined using quantitative approaches
based on mutual information measurements. Mutual information is an entropy-based metric
between two or more variables, and it describes their mutual dependence on each other. By
itself, mutual information can be computed over all pairs of amino acids in a sequence align-
ment to identify co-dependent pairs. Mutual information is also included in direct-coupling

analysis (DCA), which focuses on separating pairs that have evolutionary interdependence



from indirectly coupled ones, such as spatially constrained protein contacts.[d4, 45] Monte
Carlo or heuristic algorithms can be used to evaluate directed coupling for a given sequence
alignment; the approximations made by the latter can be transformed into mutual informa-
tion scores, and comparisons between each pair in the multiple sequence alignment are made
to distinguish one type of coupling from the other. Although DCA has been used to iden-
tify and even recapitulate important contacts in protein tertiary structure,[d6] significance
thresholds for mutual information can be difficult to define. Similar to conservation scores in
a sequence alignment, identifying important computed values is often statistically based, so
the connection between these numbers and biological context may be weakened as a result:
biology is rarely a function of numerical cutoffs, and how statistical significance is defined
directly affects the interpretation of DCA. Still, the application of DCA in identifying differ-
ent types of coupled contact is important,[d7] but it is also possible that performance may
vary for different protein families, if a sufficiently large multiple sequence alignment cannot
be established.

Evolution-based approaches have tried to reconstruct the genetic ancestral history of a
given protein to gain insight on how mutations can have beneficial or adverse effects on overall
fitness; this can offer an important perspective on how amino-acid variation can withstand
various selection pressures, in addition to deriving predictions on how existing genes may
continue to change.[dR, 49, 50| This approach has heavily relied on statistical analysis and
computational simulations of sequence variation in the past, but more recent developments
in protein expression techniques have made experimental validation feasible. Potentially
important protein sequences can be derived by following an evolutionary pathway, which
may yield specific sequences, or a limited set of them, for experimentation. In considering
the required adaptations that are made at the genetic level, ancestral gene reconstruction
will inevitably have sampling biases: protein sequences can only be evaluated if they have
overcome various evolutionary pressures, and thus it remains unclear whether a protein has

failed to adopt alternative mechanisms for thriving in an environment (an adaptive solution
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is never possible for the protein), or if it has not evolved long enough to find them (an
adaptive solution may be possible, but not yet found.) Genetic relationships that enable
survivorship, on the other hand, is already rather complex, but despite this, information
derived from ancestral gene reconstruction can still give insight on how fitness requirements

may be acquired.

1.2.2 Generating protein sequence libraries

Large protein sequence libraries can be generated by substituting wild-type amino acids,
and observing changes in phenotype to determine whether native interactions were essential
to a specific aspect of fitness. In high-throughput phage display, protein sequences are
expressed onto phage, eluted according to binding properties or other pre-determined features
of protein fitness, and the remaining sequences are then amplified.[61, 62, 53] Applying
directed evolution experiments to the initial generation of protein sequences help define the
functional role of specific amino-acid changes, and these allowed variations are based on
the chosen fitness criteria. In this way, very diverse amino-acid sequences can be generated
and expressed as proteins, but only a limited number of fitness aspects can be explored.
By having selection pressures filter out sequences between successive steps, the final set of
surviving sequences are expected to have biases towards the pre-selected aspects of fitness,
and it becomes less clear how other attributes may have been affected; improvements for
unbiased sampling could be made if mutagenesis were performed systematically to all wild-
type amino acids to all other possible substitutions. Recognizing the importance of this,
efforts in systematic mutagenesis have been made in a modestly sized protein: single mutants
have been constructed in barnase, a 109-position ribonuclease, to identify positions that can
tolerate side-chain substitutions and still retain catalytic function.[64] The feasibility of doing
the same in larger protein systems, however, remains unclear.

The intentions of alanine scanning are similar to full-scale mutagenesis experiments

in exploring an unbiased protein sequence library, but the number of protein sequences is
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substantially more manageable: alanine-scanning techniques measure changes in fitness after
wild-type side chains are replaced by alanine.|[55, b6] Due to its size and non-polar properties,
alanine is an excellent candidate for determining the role and significance of some native
interactions; mutations to alanine should result in some loss of stability and probably in
function if a key interaction is lost, for example. While this type of substitution is relatively
straight-forward, interpretations may be less obvious in densely packed, hydrophobic regions,
where replacement to a smaller, aliphatic residue may be desirable. Still, alanine scanning
greatly reduces the size of protein sequence space required for meaningful analysis, and
computational methods have also been developed to imitate this procedure with greater

efficiency. [0, 58|

1.2.3 Computational structure-based methods

Computational protein design. Approaches in computational protein design (CPD)
are structure-based methods that continue to make progress in answering how amino acid
sequences are able to influence protein structure and function.[hd, 60, 61] In understanding
how amino-acid sequences are related to protein tertiary structure, it is possible to think
about CPD goals in two ways: (1) focus on modifying an existing sequence to alter some
aspect of its current level of fitness or (2) design a de novo sequence that can adopt a target
fold or function. A number of successes in CPD have been in redesigning existing proteins
to enhance features such as stability or specificity, often by finding novel sequences that can
adopt a target fold or function that would have been difficult to achieve using sequence-based
methods.[62, 63, 64|

Different types of algorithms can be used to address the sequence—function relation-
ship, and fall into two categories: stochastic methods and deterministic ones.[65] Stochastic
algorithms rely on decision making that is rarely identical from one simulation to the next.
Genetic algorithms, for instance, attempt to mimick evolutionary events: mutations may

happen to the sequence, one amino acid at a time, or a cross-over event between sequences
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may occur.[66] Alterations are usually made according to a uniform distribution, and se-
quences are evaluated according to a set of selection criteria that defines fitness. Monte-
Carlo based methods, on the other hand, typically accept or reject a sequence based on a
Boltzmann distribution (as seen in the Metropolis criterion for searching state space [67]);
this probabilistic approach biases sampling towards changes that are progressive—if the pre-
vious sequence is more favorable than the one currently found by the algorithm, the current
sequence will be discarded from the solution space. Even though Monte-Carlo methods
have preference for energetically favorable sequences, only a limited portion of low-energy
sequences are typically explored, and thus some disparity is expected between the found
sequences and the complete set of all possible low-energy protein sequences. This strategy
for global optimization is implemented in Rosetta,[68, 69] in which protein conformations are
assembled using fragments of known proteins according to sequence information that is pro-
vided. Although finding the same results repetitiously might not be possible using stochastic
models, the operations used towards converging to a solution can often help to avoid be-
coming trapped in local energy minima and to avoid sampling all possible combinations in
a given conformational space. In fact, the popularity of Monte Carlo sampling originated
in its effectiveness at finding energy minima, when multiple solutions may be possible, [[70]
and so a variety of Monte-Carlo based approaches are available, often to improve sampling
resolution or the convergence time.[[/1, /7]

In contrast, deterministic models may converge less quickly, but offer reliability in
reaching the same solution every time that the same simulation is run.[b9] Self-consistent
mean-field approaches formulate the sequence-structure problem using mean-field theory:
the allowable choices on a protein backbone are organized into a matrix, and the potential
energies from interaction in the native conformation is computed, so that favorable states
can be distinguished from less favorable ones. |73, [74] All possible conformations have a prob-
ability of occurrence based on this potential energy, and higher probabilities are assigned to

the states that are more favorable. Potential energy is then recomputed with this new prob-
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ability distribution for the same protein conformation; updated probabilities are assigned
again, and this iterative process continues until a converged solution or set of solutions has
been reached. Dead-end elimination requires a similar setup in which rotamer states need
to be defined for a given protein conformation. Similar to self-consistent mean field, a mech-
anism is required to effectively consider all possible choices, but dead-end elimination will
reach convergence by discarding improbable solutions along the way. Typically, a dead-end
elimination algorithm will make energetic comparisons between unique pairs of possible ro-
tamers; depending on how each rotamer in the pair interacts with the protein backbone
and all neighboring amino acids, the more favorable option between the two is kept, and
this procedure continues until all states that are incompatible with a low-energy structure
have been pruned from the initial set of amino acid and rotamer choices. |75, I76, /7, /R, [79]
Different combinations of the remaining rotamers are searched with a heuristic function to

identify low-energy sequences and their corresponding structures simultaneously. Additional

details of implementation and variation are discussed in Chapter .

1.3 Specific aims of research

To disentangle and quantify the multiple aspects of fitness that amino acids may have, a
computational protocol was developed here to efficiently find all low-energy sequences for
a G-protein heterotrimer, G;aq8172, and evaluate the extent that every amino acid is in-
volved in protein fitness, defined here as a combination of structural stability and binding
interactions. Existing methods for understanding protein sequence conservation and its re-
lationships with structural stability and binding interactions were first surveyed (Chapter
m). This comparison includes methods that require biological experiments, and also relevant
areas of computational biology that have been used to address how sequence and function
are related; the advantages and shortcomings of each approach are discussed. After assess-

ing the available options, the dead-end elimination and A* search (DEE/A*) algorithms

14



were chosen to systematically mutate the heterotrimeric G-protein (Chapter B); the search
for all single mutants was limited to only low-energy sequences, with the assumption that
high-energy ones are unlikely to be found in biology. For every mutant, a corresponding
protein conformation was also evaluated, and the differences between all mutations relative
to the wild type were compared. The effect of each mutation at every position was mapped
out, so that regions of mutational sensitivity and robustness could be found; these results
were compared against alternative computational methods that evaluated side-chain substi-
tutions, and the frequency of amino-acid substitutions found in DEE/A* was compared with
expectations derived from amino-acid similarity matrices. A strong correlation was found
between the biophysical interactions captured by DEE/A* and these similarity matrices, and
the resolution of mutational effects in understanding structural context is an improvement
over other existing computational methods. This was an indication that DEE/A* was an
appropriate choice for simulating and evaluating mutations to wild type for understanding
how substitutions affected specific aspects of protein fitness.

In addition to this, the primary advantage of using DEE/A* is in avoiding many
obstacles that techniques in comparative sequence analysis have, which is commonly used to
understand conservation. In particular, the correct approach for aligning sequences can be
ambiguous in some protein families, as demonstrated by proteins with tandem repeats: the
repetitive nature of repeat proteins can complicate the interpretation of multiple sequence
alignments. Primary structure can be aligned according to the entire sequence for the repeat
protein, or the sequence may be truncated so that each corresponding repeat is aligned with
each other; the latter provides greater multiplicity of conservation data than the former. In
both, the signature residues will maintain a strong signal in the alignment for being highly
conserved, and sequence variation at other positions will be harder to interpret, a problem
that is not limited to repeating proteins. However, when the number of repeats are not the
same, how repeats should be aligned against each other becomes unclear. There is also the

possibility of evaluating repeats by defining where the boundary of each repetitive region
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might be, but the size of each repeating region in primary structure can be highly variable or
it may not be directly compatible with what is seen structurally. In Chapter B, DEE/A*-
based protocol is extended to address how patterns of interaction can be determined in a
[B-propeller repeat protein, the 5 subunit of the G-protein heterotrimer, and how mutational
robustness is achieved; the symmetric nature of this protein also motivated questions in
defining coupled interactions for a given protein system.

Related to the coupling of protein interactions is the concept of epistasis, how a
mutant sequence can only be found if specific background mutations are present. The extent
that DEE/A* is able to capture some of these effects, and how they are relevant in the context
of the [ subunit was of interest (Chapter @). The efficiency of DEE/A* for mutagenesis
was pushed further, so that the analysis of single mutants in the context of double and triple
mutants became possible. In the hypothetical 350 amino-acid protein, though, there are over
61,000 and 7 x10° unique pairs and triplets, respectively; this yields about 2.4 x 10" and
5.6 x 10'% double and triplet mutants, respectively, and structural spaae will also grow. Even
with the devised protocol with DEE/A*, it was not possible to explore all low-energy double
and triplet mutants within a reasonable amount of time, with the available computational
resources. Also, most positions in these pairs and triplets would be very far from each other,
and were expected to behave as single mutants. As a compromise, pairs and triplets were
chosen based on distance cutoffs, and probabilistic approaches were derived to determine
whether amino-acid co-dependencies could be found in the context of structural stability.

Large-scale mutagenesis using DEE/A* was demonstrated in this dissertation to be
a useful tool for disentangling the behavior and interactions of individual amino acids as a
part of the entire protein. With this computational approach, intuition and perspective for
mutational robustness in a given protein system could be established: changes to wild type
may have minimal or dramatic effects, and these can be separately distinguished for struc-
tural stability and for binding interactions. Some adaptations to the computational protocol

were helpful, when multiple mutations were allowed in a sequence at a given time. Still,
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the protocol can be further devised so that protein sequence space could be explored more
fully. This method can potentially assist other protein scientists in making decisions about
appropriate protein systems to use in experimentation, and also the types of mutagenesis
studies that can be carried out for it. Although DEE/A* has its strengths and utility, it
is also understood that the computational protocol cannot perfectly capture all biophysical
relationships found in proteins. Conclusions that can be drawn from this data, its implica-
tions to protein evolutionary pathways, and areas for continued improvement are discussed

in Chapter B.
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Chapter 2

Efficient large-scale computational

mutagenesis

2.1 Introduction

Sequence—function relationships are difficult to understand in an unbiased manner, due to
constraints in many current methods which often rely on analyzing amino-acid sequences that
have already been filtered by various selection pressures: either through natural or directed
evolution, successive generations of protein sequences must satisfy a pre-defined definition
of fitness.[R0, K1] Computational protein design algorithms provide accessibility to different
areas of protein sequence space, including those that have not circumvented evolutionary
pressures or with mutations that have not become fixed into protein evolutionary history.
These algorithms have been developed over the last several decades to address how primary
structure can be strategically optimized, often as de novo sequences, but still remain stable
and functional.[62, 82, B3, B4, B, BA, 87 Wild-type sequences can be designed to improve
affinity towards a binding target, for example, or the current level of specificity with this and
other binding partners can be modified; similarly, enzymatic functions may be re-designed

so that catalysis is enabled under a broader or more narrow set of environmental conditions.
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In methods like homology modeling or protein sequence threading, the relationship between
primary structure and a possibly related target protein fold can be addressed too, but the
predictive ability can be fickle at times: protein folds are generally well-conserved, even when
sequence identity is relatively low,[88, 89] but it is also true that a number of novel folds
may be possible, even when only a few amino acids are varied within the sequence.[d0, 91,
97] By utilizing methods in computational protein design, very systematic approaches can
be developed to evaluate alterations in tertiary structure, using known protein backbone
conformations as a starting point.

The dead-end elimination and the A* search (DEE/A*) are well-established algo-
rithms in computational protein design that have been successful in designing proteins for
enhancing existing functions or creating novel ones. [62, 83, 84, 85, 86, 87| DEE is a determin-
istic approach that compares different amino acids, or their rotational isomers, by assessing
how well they fit into a given structural context, through energetic evaluation.[l/5, [/6, 7] A
starting protein conformation is required in addition to a rotamer library, which will list pos-
sible amino acids and rotational isomers that can be used to replace side chains on the initial
backbone. This yields a well-defined conformational space for the algorithm to perform an
energetic assessment of how substitutions will alter the potential energy of the molecule.

The potential energy of a given protein sequence is computed as the sum of the
backbone energy, the interactions of position ¢ with the protein backbone, and also how ¢

interacts with neighboring side chains at position j (Eq. 2):

E = Ebackbone + ElE(Z) + Elzz<]E(Zaj)7 7’<] (21)

By construction, it should be noted that pairwise decomposition is necessary in the energy
calculations, or else the algorithm will fail. The self- and pairwise interaction terms are
used to evaluate and eliminate the worser performing orientations: if rotamers r and ¢ are
both possible options at position ¢, given that rotamer s is inserted at position j, the energy

difference between r and ¢ can be compared against a target energetic cutoff, €.,. The
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performance of r and ¢ is evaluate for all rotamers that are found at neighboring positionj,

before deciding whether r or ¢ is more favorable (Eq. 222):

[B(ir) = E(ir)] + £y min [Eir, j,) = B(i, )] < ecutsi # j (2.2)

Unfavorable orientations are removed from the set of isomers that are compatible with
a low-energy structure €., from the conformation that is energetically best. By pruning the
possibilities with DEE, the A* search algorithm can then evaluate all remaining possibilities
and find all combinations of side chains that yield lowest-energy structures using a best-first
search; alternative conformations within a designated energy cutoff may also be found to
provide an ensemble of representative states for a target sequence. Unlike stochastic ap-
proaches, DEE/A* is deterministic and able to converge to a solution every time, though
this may happen very slowly if few or no rotamers can ever be discarded. Methods like self-
consistent mean field approximations are also available and used in protein design, and can
often converge more quickly to a solution that DEE/A*; exceptions do exist in which conver-
gence can be comparatively slower or even less accurate, at times, but this largely depends
on specific features of different protein regions.[79] Despite these differences in convergence
time, there is also disparity between converged solutions: unlike self-consistent mean field
approaches, DEE/A* can guarantee the global minimum energy solution every time for a
given set of structural and energetic constraints.

Backbone representations can also influence the accuracy of calculations in computa-
tional protein design methods. Efforts have been made towards including flexible backbone
design into the energetic calculations,[93, 94, G5, B6, 97, 98] in which perturbations in ¢- and
1-angles are also allowed; this will naturally increase the amount of computation required
for a given sequence. A reasonable alternative is to have multiple backbone representations
for a given protein, either derived from simulation or by using multiple crystal structures.
Regardless of the approach, these considerations provide a better idea of how the protein

ensemble should behave, rather than just a single state.
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Application to heterotrimeric G-proteins. DEE/A* can be used with any pro-
tein, as long as a backbone structure is provided, and we have selected a heterotrimeric
G-protein (PDB: 1GP2, G;a15172) as a model system.[99] Heterotrimeric G-proteins are
important in many signal transduction pathways, and this protein family is comprised of
21 a-, 5 8- and 6 - (one splice variant) subunits; in vitro studies have suggested a degree
of binding specificity between different subunits may restrict protein complex formation so
that only specific combinations can be biologically active. [I9, 1] A complete heterotrimer
is activated after a ligand binds to a G-protein coupled receptor, which induces a conforma-
tional change in the a-subunit. This allows an exchange of GDP for GTP due to naturally
higher concentrations of GTP in the cell, and results in an additional conformational change
that favors a separation between the a-subunit from the S-heterodimer. Here, DEE/A* is
used to systematically evaluate how all possible single mutants affect protein fitness in terms
of structural stability and binding interactions. Mutational profiles can be constructed to
describe how tolerant each wild-type side chain may be to amino-acid substitution, and the

significance of each in maintaining stabilizing or binding interactions can be distinguished.

2.2 Methods

Wild-type conformations of the G-protein heterotrimer were taken from a 350-ns molecular
dynamics simulation, by taking evenly spaced intervals 50-ns apart;[I00] five consecutive
snapshots were taken from each interval for a total of 40 unique backbone conformations.
Amino-acid orientations were defined using an augmented version of the original Dunbrack—
Karplus rotamer library:[I01] +10° were added to each y;- and ys-angle for finer, but still
tractable, sampling. To discard unfavorable amino acids earlier on, a flexible rotamer ap-
proach was used to evaluate the possibilities, by grouping side-chain orientations with sim-
ilar x;- and yo-angles.[[02] Mutations were introduced to each position in the wild-type

sequence, and wild-type side chains within 5 A of the mutated position could re-orient itself
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to a more favorable conformation if one were available—otherwise, all side chains and the

protein backbone remained fixed. (See Fig. 21)

Flexible rotamers based on amino-acid type and
X-angle similarities reduce computational cost.
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Figure 2.1: A wild-type conformation is selected from a molecular dynamics simulation, then
a position is chosen for mutation. Amino acids and their rotamers are defined by a rotamer
library, and evaluated as possible substitutions to the wild-type side-chain conformations.
Flexible rotamers are defined by based on how similar their y;- and y,-angles are. For a given
sequence, the best conformation is determined, then additional sequences and corresponding
structures are also found within a given energetic cutoff from the best solution. This process
can be repeated for any number of positions and wild-type conformations.
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Hierarchy of energetic models. Energy calculations can be performed using any
force field, and a variety of energetic models can be implemented in a hierarchical order,
with the most computationally intense being applied last to approximate and discard poor
solutions sooner. This strategy reduces the number of structures for later evaluation in the
final steps,[I03] in a way that utilizes computational resources more effectively. Protein con-
formations were initially evaluated using a distance-dependent dielectric (e = 4r),[61] and
low-energy sequences were defined as being within 30 kcal /mol from the global minimum en-
ergy conformation. After preliminary pruning, the remaining solutions were assessed further
using the generalized-Born with switching package (GBSW) in CHARMM.[104]

Evaluating Ga—GDP interactions. Ga wild-type side chains within 5 A of any
GDP atom in each of the 40 wild-type starting conformations were included in the analysis of
Ga—GDP interactions. Not all side chains interact consistently with the ligand throughout
the simulation due to backbone fluctuations, and the free energy data associated with these
sequences were normalized accordingly.

Computational resources. All DEE/A* mutations for an individual mutation were
performed on a single 3.4 Ghz Intel Pentium IV Xeon processor; most positions required
about 4-5 hours of computing time. There are 685 mutable positions in 1GP2, and using a
cluster with 235 processing nodes, an average of 48 hours are required to perform mutagenesis
at all positions. Mutation free energy calculations required about 30 minutes of computing
time on the same cluster.

Effective temperature for energetic calculations. A Boltzmann-weighted av-
erage was computed for each sequence to determine energetic differences over all 40 protein
conformations. Effective temperatures were tested for a few systems of hydrogen bonds as a
way to calibrate how temperature variation would influence the computed energy (Fig. 2-2).
Temperatures were tested for 300K , 1500K, 3000K, 4500K, 6000K, 9000K, and 300,000K, to
evaluate how much the Boltzmann distribution would shift, and how close it would approach

the expected energy of a typical hydrogen bond (Tables 21, 222, and 223). Most hydrogen
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bonds have about 3-7 kcal/mol of energy, depending on the pair of hydrogen bond donors
and acceptors involved; for the mutations in the three systems of hydrogen bonds that were
tested, a temperature of 4500K yields values closest to this range and was chosen as the

effective temperature for all DEE/A* calculations.
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Figure 2.2: Effective energy was defined based on well-established intermolecular interactions
and how well different temperatures could capture expected energetic changes due to amino-
acid substitution in: (a) a doubly-bonded salt bridge, GaD20-GSR52, b) a singly-bonded
salt bridge, GaE216-GSK57, and (¢) a hydrogen-bond network between GSR68-GSES3-
GpT86.
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Table 2.1: (AAGhing) in keal/mol for select mutations at GaD20-GSR52 salt bridge.

Temp. (K) | GaD20A  GaD20E  GaD20N  GaD20Q | GBR52A  GAR52K
300 | -1.5+ 02 -13.1+20 48+07 72+09|52+1.0 0.0+00

1500 | -02 £ 0.1 -1044+10 29404 -56+05|18+04 1.340.1

3000 | 21401 -67+£05 044+02 -26+03[22+£02 1.8+0.1

4500 | 334+ 0.1 -46+03 19402 -1.1+£02[24+£01 20=£0.1

6000 | 40+ 02 -35+£03 27402 -03+£02[26+£01 22+0.1

9000 | 49+ 02 24402 36+02 07402 [27+£01 25+0.1
300,000 | 7.74£03 03+03 63+£03 33£03[30£01 3201
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Table 2.2: (AAGhing) in keal/mol for select mutations at GaE216-GSK57 salt bridge.

Temp. (K) | Ga E216A Ga E216D Ga E216N  Ga E216Q | GG Kb7TA  Gf K57R
300 20£03 -26+04 87414 -76+£11|-80+£13 -102%1.6

1500 1.24+03 -07£01 -45+£07 -70£05|-80+£13 -102+1.6

3000 | 1.1 +£0.2 1.3+01 -15+£03 -50+£02 |-79+13 -10.0+£1.6

4500 | 1.9 £ 0.1 23+01 -024+02 42402 |-64+11 -78+13

6000 | 2.4 £ 0.1 2.8 £ 0.1 0.5+02 -38+01|-314+£08 -44+09

9000 | 2.9 £0.1 3.3 0.1 12+01 -33£01]23+£04 -03+04
300,000 | 3.9 £ 0.1 44+ 0.1 24+01 -254+01 1] 80=+x0.1 4.6 £0.2

Table 2.3: (AAGhing) in keal/mol for select mutations in the hydrogen-bond network

Temp. (K) Gp R68A Gpg R68K
300 93+ 1.3 -29+04
1500 3.7+£04 -1.4 £ 0.3
3000 3.1 +0.2 -0.1 £ 0.2
4500 3.2+0.2 0.6 £ 0.1
6000 3.3 +0.2 1.0 £ 0.1
9000 3.4 £0.2 1.4+ 0.1
300,000 3.8 £ 0.1 23 £ 0.1
Gj D83A Gp D83E G D83N G D83Q
300 -5.3 £0.9 -1.5 £ 0.2 -4.3 £ 0.7 -5.3 £ 0.8
1500 -4.3 £ 0.6 2.8 £ 0.3 -3.2+04 -3.1 £0.6
3000 -1.8 £ 0.3 4.2+ 0.2 -1.4 £0.3 -1.0 £ 0.3
4500 -0.1 £ 0.2 4.8 +£0.2 0.0 +0.2 0.3 +0.2
6000 0.8 £0.2 5.1 +0.2 0.9 £0.1 1.0 £ 0.2
9000 1.8 £0.1 5.7 £0.2 19 £0.1 1.9 £0.2
300,000 3.0 £ 0.2 71+£0.2 4.0 £ 0.2 3.8 £ 0.2
G T86A Gp T865 Gp T86C
300 -3.1 £ 0.5 -2.1 £0.3 -3.0 £ 0.3
1500 -1.1 £ 0.2 -0.5 £ 0.1 -2.2 £ 0.2
3000 0.3 £ 0.1 0.1 £0.1 -0.9 £ 0.1
4500 0.9 +£0.1 0.3 £0.1 -0.3 £ 0.1
6000 1.2 £0.1 0.5 £ 0.1 0.0 £ 0.1
9000 1.5+ 0.1 0.8 £0.1 0.4 £0.1
300,000 2.5 +£0.1 19 £0.1 1.4+ 0.1
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Energy cutoff for defining fitness. Mutations for any protein sequence can be clas-
sified as being more favorable, worse or essentially similar to the wild-type sequence. Neutral
mutations are expected to represent a significant proportion of all possible sequences, |05,
[06] and the energy relative to wild-type should only have modest differences; by taking
neutral sequences into consideration, a boundary between favorable and unfavorable states
needs to be drawn. An appropriate definition for this cutoff was determined by evaluating
the proportion of sequences remaining when sequences that simultaneously satisfy stability
and binding interactions are removed at different cutoffs (Figs. 223 & 24). A cutoff at 2
kcal/mol would suggest that about 20% of the DEE/A* sequences should behave like wild-
type, but this may be an overestimation; a more conservative cutoff of 1.5 kcal/mol was

chosen instead.
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Figure 2.3: Sequences within 1.5 kcal/mol are left out of the energy landscape to illustrate
how different energy cutoffs were tested in finding a suitable energy cutoff for fitness.
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Effect of Applying Different Energy Cutoffs
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Figure 2.4: Energetic cutoffs were tested at 0.5-kcal/mol intervals, up to 5 kcal/mol. The
proportion of remaining sequences after removing values within the designated energy cutoff
is shown. Red lines are shown as a visual guide for 0.8 and 0.9 of proportion of unremoved
data.

2.3 Results

2.3.1 Completeness of conformational sampling

Sufficiency of sample size. Including additional backbone conformations for performing
DEE/A* is expected to improve the accuracy of our sampling, and these data can show how
mutations behave consistently over an ensemble of structures. To determine whether or not
a sufficient number of representations are used in our analysis, we considered the average
energy difference between sequential subsets of intervals. Only the energy data for stability
were considered in this analysis, since variance in binding energy is naturally low due to
a small number of positions actually involved in binding. From our data, we defined the
following subsets of conformations (Table 2.4):

Variance in energy measuring structural stability tends to have more variation rela-
tive to binding interactions, because most, if not all, positions must make some contribution
towards it; very few positions are often found at binding interfaces, while a properly folded
and stable protein is a pre-requisite for correct protein function. Consequently, this analysis

on how energetic averages changed with an increasing number of protein conformations in
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Table 2.4: Indexed protein structures are listed in intervals according to nanosecond in
simulation.

A: [1,5]

B: [1,5] U [48,52]

C: [1,5] U [48,52] U [98,102]

D: [1,5] U [48,52] U [98,102] U [148,152]

E: [1,5] U [48,52] U [98,102] U [148,152] U [198, 202]

F: [1,5] U [48,52] U [98,102] U [148,152] U [198, 202] U [248, 252]

G: [1,5] U [48,52] U [98,102] U [148,152] U [198, 202] U [248, 252] U [298, 302]

H: [1,5] U [48,52] U [98,102] U [148,152] U [198, 202] U [248, 252] U [298, 302] U [346, 350]

sampling focused only on stability, AAG ¢,q. The average energy of each mutant sequence
was computed for each subset, and we measured how this average energy will change from
one subset to another, in sequential order, by taking the absolute difference between cor-
responding sequences: |(A) — (B)|, [(B) — (C)|, |{C) — (D)|, and so forth. The difference
in energy variation as the number of structural ensembles increased was partitioned into 1-
kcal/mol bins, and the distribution of variance across them was measured to summarize how
sampling improves the consistency of our energetic data (Fig. ZR). By including additional
snapshots, the number of outliers in our protein sequence space could be reduced dramati-
cally. In practice, eliminating outliers entirely might not be possible, if flexible regions exist
in the protein being studied; it is expected that highly flexible proteins will require more
structural conformations for analysis. Furthermore, it appears that the proportion of se-
quences with an average difference greater than 2 kcal/mol becomes less apparent when 20
or more conformations are used in our calculations, and thus having a total of 40 unique
protein conformations provides adequate sampling for this protein.

Selection of rotamer library. We were interested in seeing how well the augmented
Dunbrack—Karplus library (£10° to each x;- and xs-angle) performed by taking DEE/A*
results from a single backbone conformation, and applying a Newton-Rhapson energy min-
imization algorithm to it (Fig. B.H). This analysis only focuses on changes in AAG 4,
because very few positions have any variation in binding interactions overall. Approximately

14% of the sequences were found to be unfavorable in one approach and favorable in the
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other. Unfavorable states remained unfavorable in about 60% of the sequences, while fa-
vorable sequences remained favorable in about 20% of the data; about 7% of over 6000
single-mutant sequences could be improved in a meaningful way using energy minimization.
Discrepancies in energy calculations tend to arise with the aromatic amino acids, or the
charged ones (Fig. 28). Most of the energetic improvements that arise from off-rotamer
sampling are very modest: the majority of energy differences between the two methods are
within 5 kcal/mol of each other, prior to any adjustment with effective temperature (Fig.
27). Furthermore, minimization of the wild-type structure also contributes to these ener-
getic discrepancies between the two methods of calculation, by lowering the energy of the

reference state.

Performance of Energy Minimization on DEE/A* Results
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Figure 2.5: All DEE/A* solutions from one snapshot were minimized using a Newton—
Rhapson algorithm, and the results were compared to the original DEE/A* energies. The
proportion of data found in each quadrant is labeled. Red line indicate the 1-1 correlation
(solid) and then -10, -5, 5 and 10 kcal/mol from this best-fit line as a visual reference.
Histograms on top and to the side show the density of how these structures are distributed,
according to the two approaches for computing energy.
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Figure 2.6: Sequences in the colored regions of Figure 28 are shown here, organized ac-
cording to position and mutation. Colors continue to correspond with the regions labeled
in Figure ZZ8. In (b), a structural example on Gf is shown for the hot spot of sequences
found to be very different after minimization.

2.3.2 Mutational robustness from computational mutagenesis

Mutagenesis profiles from implementing DEE/A*. Many mutations have a neutral
effect on the protein, but there is a tendency for mutations to be less favorable than wild
type. Approximately two-thirds of the sequences explored by DEE/A* are destabilizing to
the wild-type structure, and greater energetic variance is seen in these sequences than those
measured for changes in binding interactions (Fig. 2). This is due both to having a

smaller number of amino acids overall involved in binding, and to having a broad range
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Figure 2.7: The differences found from computing energy using the two methods were calcu-
lated, and shown here as a cumulative distribution function. Regions correspond to Figure
223 quadrants, and colored accordingly.

of microenvironments—from hydrophobic to highly solvent exposed—available in the folded
protein. A complete sequence profile for every position was established for our model system,
identifying specific regions of unfavorable amino-acid substitution and highlighting those that
are less sensitive to mutation (when both stability and binding are considered, Fig. 210
& I, how changes are made to stability only, Fig. & and also how binding
interactions are affected, Fig. 2214 & 2.TH). Positions with several allowable and favorable
substitutions are usually a direct consequence of having fewer geometric or electrostatic
constraints; when very diverse functional groups cannot be accommodated at a position, it
suggests that unique side-chain interactions exist in the region and are required to maintain

protein fitness.
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Figure 2.8: For each position, (AAG,4) is computed for different subsets of conformations
used in the data set (see Table ZZ4.) The proportion of data at [0,1)-, [1,2)-, [2,3)-, [3,4)-,
[4,5)-kcal/mol or > 5 kcal/mol as the number of conformations included in overall sampling
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as the ensemble of states used to represent a sequence increases.
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(a) Distribution of Mutant Sequences
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Figure 2.9: All mutant sequences resulting from DEE/A* are shown, and are referenced
to the wild-type sequence. (a) The distribution of each sequence is mapped change in
stability (AAG/,q4) and change in binding (AAGhping). The density of the distribution is
shown in panels (b) and (c) for each, AAGyq and AAGy,g, respectively. Mutations are
distributed asymmetrically for AAG ¢,q; though also asymmetric, sequences are generally
centered around 0 kcal/mol for AAGy;,q, due to a high proportion of sequences uninvolved
in binding.
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Figure Z7T0: Stability and binding are both important requirements, and thus max((AAG f44),
(AAGhping)), the maximum energy of either stability or binding, is evaluated here for all mu-
tations at every position. Unfavorable substitutions are shown in red, while neutral changes
or favorable ones are shown in white and blue, respectively.

Figure PZ10: If stability or binding interaction requirements are not met, then the mutation
will result in a loss of function. To evaluate this criteria, max((AAG o) , (AAGping)), the
maximum of either fitness aspect is considered for every position and all substitutions that
are made to it. Red indicates an unfavorable change, while white and blue reflect neutral
and favorable substitutions, respectively.
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Figure ZT2: The average energy difference in stability of each mutant sequence, relative
to the wild type, (AAG ,4), is mapped out for every position in the protein. Unfavorable
substitutions are shown in red, while white and blue correspond to neutral and favorable
mutations, respectively. Secondary structure for the a subunit is also shown, and the major
domains are differentiated in color.

Figure 2T3: Changes in average energy with respect to the wild-type sequence is shown
here for all mutations in the f+y-heterodimer, (AAGf,4). Mutations that worsen wild-type
fitness are shown in red; neutral mutations and favorable ones are shown in white and blue,
respectively. Protein secondary structure is included: different colors are used for each (-
propeller blade, and the + subunit is shown separately at the end of the profile.
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Figure 214: Energetic changes in binding interactions, (AAGy;,q), with the Sy-heterodimer
is shown for all single mutants in the a subunit. Improvements relative to wild type is shown
in blue, while mutations that worsen binding interactions are shown in red; neutral changes
are in white. Protein secondary structure is indicated in this profile, and colored according
to domain. Very few positions are at the Ga—£~v binding interface, and so the majority of
mutational effects will be neutral.

Figure ZT3: Mutational effects on binding interactions of the Sv-heterodimer with respect
to the o subunit, (AAGy;nq), is shown for all positions. Favorable, neutral and unfavorable
changes are are colored blue, white and red, respectively. The domains in each part of the
B7y-heterodimer is shown. Most mutations will have limited effects on overall fitness, since
very few residues are at the binding interface.
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Disentangling functional roles using energy profiles. Energetic profiles were
created separately for stability and binding interactions using the free energy of all mutant
sequences. (See Materials and Methods.) By measuring these two aspects of fitness in-
dependently, functional trade-offs in the protein can be identified, as demonstrated by the
GDP-binding pocket of Ga. (Fig. EI8) If either requirement for stability or binding is
not satisfied, the overall fitness of the protein is worse than wild type—the maximum en-
ergy of either stability or binding, max(AAG 4, AAGhing), can make this distinction for
a given mutant. Aspl50, for example, can be easily replaced by most amino acids and re-
main functional, because the native orientation points the carboxyl group away from GDP,
despite being near a guanine nitrogen (Fig. ZI8a). Nearly all substitutions can improve
protein stabilization at Ala41, Lys46, Lys270 and Lys180 in Ga, but the same mutations
are poor candidates for binding GDP (Fig. ZI8b). Similarly, side-chain substitutions in
the same subunit can improve binding interactions relative to wild type at positions Ile49,
Asp200 and Asnl49, but doing so will generally destabilize the a-subunit (Fig. E2I8c).
Bulkier, aromatic amino acids do not fit well in this region, and charged side chains are
also poor candidates because of their electrostatic requirements. These general trends are
exhibited throughout the heterotrimer, and functional trade-offs are only a concern for the
small number of positions present at the protein-binding interface or involved in protein—
ligand interactions (Fig. ZI4 & ELTH). Most positions are sensitive to substitution, and
this is expected for a highly evolved protein family. Ga positions at the amino terminus or in
switch II (residues 202-209) have the greatest energetic variation after mutation than other
positions in the subunit, and these regions are known to interact with the g-subunit when
inactive. 07, 00X, 2, 1] GS, an example of a WD40 S-propeller protein, has positions at
the binding interface, that also show similar trend, and where stability is lost after mutation

is consistent with what we expect from the WD40 protein family (Fig. 217).[110, 109
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Figure 2.16: The number of positions in the Ga—GDP-binding pocket is relatively few, and
are organized here according to whether they belong in the Ras-like GTPase or helical do-
main. Mutational effects are organized in different panels: (a) max((AAG fo14), (AAGping)),
the maximum of either the worst mutation for stability or for binding, (b) (AAG fo4), the
average change in stability after mutation and (¢) (AAGyna), the average change in binding
interactions after mutation. Generally, most positions cannot be replaced, and thus panel
(a) is mostly red (unfavorable energy, relative to wild type.) Functional trade-offs can be
see any many positions: what is good for one aspect of fitness (blue), can be detrimental
to the other (red); in panel (d), an example mutation K64N is shown to illustrate how a
substitution can be unfavorable to binding, but a significant improvement in stability due
to increased hydrogen bond interactions.
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Figure ZI8: The average for each sequence, (AAGy4), is computed using a 35- and 40-
snapshot data set, then the difference between these two values is taken and shown here.
Purple indicates that this difference is > 5 kcal/mol, and colors between white, gray and
light purple are on the interval of [0, 5] kcal/mol. Most positions have converged (thus,
mostly white), but a few outliers are found in regions that are more difficult to sample.

Figure ZT9: The average energy of each sequence, (AAGyyq), is computed over 35- and
40-snapshots. The difference between corresponding sequences from each data set is taken,
and mapped out here according to position and mutation. Most positions have converged
(shown in white), though some outliers can be found a more flexible regions.
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2.3.3 Computational alternatives to DEE/A*

Additional benefits in computational modeling of mutant structures. Alternative
methods for studying wild-type contributions to protein stability, some of which require
significantly fewer computational resources than DEE/A*, exist. Amino acids may be de-
composed according to functional groups, for instance, so that the energy required to convert
a side chain into its hydrophobic isostere can be measured, and this mutational free energy
elucidates any underlying electrostatic interactions. [I10, [0, T12, 713, [14] Such calculations
can be completed in about 30 minutes for a single heterotrimer, while DEE/A* would require
about 48 hours for the same system using the same computing cluster. The expense of using
DEE/A* is well-compensated for, however—structures are simultaneously determined when
finding low-energy sequences, providing explanations for how neighboring side chains can
accommodate both wild-type and mutant residues by offering both visual examples of less
intuitive substitutions and energetic data that can be used to organize the significance of
each mutation. Energetic comparisons made with hydrophobic isosteres has its advantages
in efficiency, but relies on an artificial construction that is not found in biology; DEE/A*
offers practical models in its representations of actual amino acids. Furthermore, the mu-
tant sequence space that is found by DEE/A* is very complete: nearly 99% of all possible
sequences and their structures can be found for the complete heterotrimer, and from under-
standing how every mutant sequence behaves relative to wild type, mutational robustness
can be described very thoroughly.

To illustrate the compatibility between these two kinds of calculations, and their dif-
ferences, the mutational free energy of all positions involved in Ga—GDP interactions were
compared to the sequences from DEE/A*. Each aspect of fitness was treated independently
for assessment; the number of stable states found (defined by energetic cutoff) and distri-
bution of mutant sequence energies were compared to mutational free energies computed
using hydrophobic isosteres; positions can be separated easily according to mutational ro-

bustness in this way (Fig. B2-20). Lys46 has negative mutational free energy, indicating
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that important interactions are made by this side chain to bind GDP, but from DEE/A*,
we can understand that only wild type could ever make these contributions—no other sub-
stitutions are allowed here. Conversely, we find that electrostatic contributions of Glu43 are
also important in the wild type, but have all mutations are also allowed and tend to be more
favorable than wild type. Lys180 can be substituted by anything to improve stability, and
also makes important native interactions, however substitutions adversely affect binding in-
teractions with GDP—all mutations are disallowed, even though wild type has little impact
on binding, again demonstrating that geometry or interactions with neighboring residues

play an important secondary role.
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Figure 2.20: Electrostatic calculations were performed for Ga amino acids that interact with
GDP. Box-and-whiskers plots represent the energetic distribution of all mutant sequences
from DEE/A* at a specified position, and are overlaid onto mutational free energy data.
Arbitrary units (a. u.) are (a) 6 kcal/mol for stability mutation free energy, (b) 1.6 kcal/mol
for binding mutation free energy and (c) 16 kcal/mol for DEE/A* results in both contexts;
the respective energetic ranges are thus (a) [-30,30] kcal/mol, (b) [-8, 8] kcal/mol and (c)
[-80, 80] kcal/mol. Number of sequences found at each position from DEE/A* are at most
1.5 kcal/mol above the wild-type energy.
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2.3.4 Amino-acid biophysical features captured by DEE/A*

Determining frequency of substitution, ¢;;. Similarity matrices, such as PAM or BLO-
SUM, reflect the rate of substituting one amino acid for another based on protein sequences
that have survived evolutionary pressures. With this in mind, it is possible to consider
the protein sequence space evaluated by DEE/A* in the same way: energy is the primary
selection pressure, for structural stability and binding interactions, and all sequences that
“survive” this criterion (<1.5 kcal/mol for AAG joq and AAGy;,q) These sequences are then
evaluated according to how often wild-type is substituted by a different amino acid.
Typically, PAM and BLOSUM matrices are filled with entries, S;;, that indicate a

score on a half-bit scale, for substituting amino acid ¢ with 7 such that (Eq. 223)

(2.3)

where p; and p; are the probability of naturally finding amino acid ¢ and amino acid j,
respectively, within all wild-type sequences, and e;; is the observed frequency of amino
acid 7 replacing j. In PAM and BLOSUM, symmetry between amino-acid pairings is always

assumed, but pairs (7, j) and (7, 4) can be distinguished in DEE/A*| so each will be considered

eij

unique. The ratio is used to evaluate how closely the the observed probability, e;;, is
Pipj

to the expected (theoretical) probability of finding ¢ replacing j, p;p;. By rearrangement of

Eq. 23, cach score can be transformed into a representative e;; value:

€ii
lOQQ = QSU
pip;j
€ij = pz'pj225” (2-4)

Wild type G;ay 8172 can be used to define the probability of finding each type of amino

acid naturally (the p; and p; terms, Fig.ZZ2M). These values can then be used to convert
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PAM and BLOSUM scores into the appropriate e;; terms can be computed using Eq. 24.
Meanwhile, e;; is computed from DEE/A* data by counting the number of sequences in
which amino acid ¢ is substituted by 7, after applying the energetic cutoff for evaluating

fitness. These two variations of e;; can then be used for comparison.

Distribution of Amino Acids in Heterotrimer
(q\]
—

M oa-subunit
B PBy-heterodimer

Percentage of Positions

SIS>oQouLz>xuwux—-—unkFA-L
Wildtype Amino Acid

Figure 2.21: Distribution of all amino acids in the wild-type sequence is shown. The pro-
portion found in Ga and the f~v-heterodimer is shown in red and blue respectively.

Correlation between DEE/A* with PAM and BLOSUM. A strong correla-
tion exists between the expected values from DEE/A* and those derived from either PAM
or BLOSUM. Protein fitness may be considered as any combination of stability and bind-
ing interactions, and the proper balance of both fitness aspects in nature is unknown.
By taking different proportions of each for comparison with PAM120 and BLOSUMG62,
aAAG g + BAAGYng (Where 0 > o« > 1,0 > 8 > 1, and aa + = 1,) we best combi-

nation of stability and binding interactions can be determined (Fig. & 224). Many
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versions of PAM and BLOSUM matrices exist, and the number indicates how divergent the
sequences should be for proper evaluation: high numbers in PAM indicate more divergent
sequences (increase in “PAM distances” ), while the number in BLOSUM reflects the approx-
imate percentage of sequence identity between all sequences being compared. PAM120 and
BLOSUMG62 are common default matrices for sequence alignments when the evolutionary re-
lationship between sequence is not obvious: PAM120 (the analogous matrix for BLOSUMS0)
and BLOSUMG62 are appropriate when the evolutionary distance between sequence is not
too disparate, at about 80 and 62% respectively.

When either PAM120 or BLOSUMG62 is used, correlation with DEE/A* data increases
as the proportion of AAGq, increases, until it surpasses a maximum threshold for o.
Overemphasizing the importance of stability (a very large o value) will begin to decrease the
correlation with PAM and BLOSUM: p? = 0.8 decreases to p* ~ 0.7 for BLOSUM62, while
p* =~ 0.7 decreases to p* ~ 0.65 for PAM120. This suggests that structural stability is a
major contribution to overall fitness that enables other functions required in protein fitness,
but overemphasizing its importance (increasing a and decreasing ) will also deviate from
the balance found in existing protein sequences. An even distribution between both aspects
of fitness (a = 0.5 and 8 = 50, Fig. 2222) was used for analysis, because p* values are

difficult to distinguish in any qualitative way when « € [0.5,0.8].

Comparison of DEE/A* with Scoring Matrices
(a) o —PAM120 (bc)>_ BLOSUM62

Z

T
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5 " 0= 0.69 /" p’= 038

ww: m=1.54 ©: m= 14
—6 DEE/A* 0 —6 DEE/A* 0

| B |

0 5 15 20 25 30 35
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Figure 2.22: Expected frequencies of substitution for any (i, j)-amino acid pair were com-
puted based on the number of mutant sequences satisfying the 1.5 kcal/mol cutoff. Amino
acid probabilities from wild type provide a basis for deriving substitution rates for compar-
ison to PAM120 and BLOSUMG62.
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Significance of DEE/A* correlation with PAM and BLOSUM. Although
these correlation coefficients seem promising, the relevance of these values can be significant
if this relationship is better than what can be found from randomized data. Random samples
were considered by permuting the entries in PAM120, permuting the entries in BLOSUMG62 or
generating a substitution matrix using a uniform distribution bounded by the maximum and
minimum value of both PAM120 and BLOSUM62. Robustness of the correlation between
DEE/A* and randomized data was evaluated by taking 250, 500 and 1000 random samples.
The worst correlation is between DEE/A* and completely random values in a fictitious
substitution matrix (p* ~ 0.2), and better correlation is seen between DEE/A* and the
permuted version of either PAM120 or BLOSUMG62 (p* ~ 0.4 and p® ~ 0.6), indicating that
having some discrimination between frequently made amino-acid substitutions is found in
using the DEE/A* protocol (Fig. 2228, Table 28 & 28). Not all amino acids should be
substituted at the same frequency, because biophysical features can vary between them, and
finding this higher correlation between permuted matrices than completely arbitrary ones
indicates that DEE/A* discriminates against different amino-acid substitutions. Correlation
is best when the original PAM120 and BLOSUM62 matrices are compared to DEE/A* where
p*> ~ 0.7 and p? ~ 0.8, respectively. A higher correlation cannot be expected between the
sequences found using DEE/A* and these two standard similarity matrices: protein fitness is
very complex, involving interactions beyond those found in structural stability and binding
interactions, and have not been included in the computational approach, thus leading to
discrepancies between the mutant sequences that are found and the substitution rates that

are based on databases of existing proteins.
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PAM120 vs. DEE/A* with various weights to fitness
a=0,B=1 a=0.1,3=0.9 0=0.2,3=0.8

logio(ej) (PAM120)

No. of States

0 8 -6 -4 -2 0
log1o(€jj) DEE/A* (AAAGeq +BAAGing)

Figure 2.23: Different proportions of stability and binding were used to define the energetic
criteria for survival. Correlation between the expected rate of substitution of amino acid 7
with j, e;; , is compared between PAM120 and DEE/A* data. Pearsons correlation coefficient
and slope of the least-squares fit is included. The best-fit line is shown in black.
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BLOSUMG62 vs. DEE/A* with various weights to fitness
a=0,=1 a=0.1,3=0.9 0=0.2,3=0.8

logio(ej) (BLOSUMG62)

No. of States

p-=0.72
m =1.24
I

|
8 -6 -4 -2 0 8 -6 -4 -2 0
log1o(€j) DEE/A* (AAGeq +BAAGing)

Figure 2.24: Starting with BLOSUMG62 scores, the expected frequency of finding amino acid
i replacing j, e;; , was calculated with DEE/A* data, for different combinations of energy
contribution from stability and binding interactions. Analogous values were computed from
BLOSUMG62, so that the two sets of substitution rates can be compared. Pearsons correlation
coefficient as well as the slope of the least-squares fit is shown for each; the best fit line is
also drawn.
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Comparing different scoring metrics with DEE/A* results
(@  only Stability (b)  only Binding (€)  Evenly Weighted

-2

logio(e;) (Specified Matrix)

No. of States
|
-4

IOglo(eij) DEE/A* (O.S*AAGfokj +O-5*AAGbind)

Figure 2.25: Assuming a uniform contribution from stability and binding, expected frequen-
cies of substitution, e;; , were compared to (from left to right) scores: (a) account- ing only
for stability; (b) accounting only for binding; (¢) in which stability and binding are evenly
weighted (50-50); (d) generated from a uniform distribution, bounded by max(BLOSUM
62, PAM 120) (e) permuted BLOSUMG62 matrix; (f) permuted PAM120 matrix; (g) original
BLOSUMS62 matrix; and (h) original PAM120 matrix.
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Evaluation of Correlation Coefficients
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[0 Randomized BLOSUM62
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Figure 2.26: The Pearson’s correlation coefficient between DEE/A* data (with 50-50 dis-
tribution between stability and binding interactions) and permuted matrix from either a
random distribution (white), PAM120 (gray) or BLOSUMG62 (light gray) was computed for
samples of n = 250,500 and 100. Distributions are generally consistent within each family of
distributions. Dotted lines indicate the correlation measured between the original PAM120
(gray) or BLOSUMG62 (light gray) with DEE/A* based on a 50-50 contribution from each
aspect of fitness, as seen in Fig. and Fig. 2Z23. Solid, indigo lines indicate the
correlation between either PAM120 or BLOSUMG62 with the permuted version of itself.—

Table 2.5: Average Pearson’s correlation coefficient between DEE/A* and randomly gener-
ated data for various sample sizes. Number of samples given by n.

Randomized matrix n = 250 n = 500 n = 1000

Uniform distribution 0.18 £0.03 0.18 £0.04 0.18 £0.04
PAM120 values 0.40 £0.03 0.40 £0.03 0.40 £0.03
BLOSUMG62 values 0.57 £ 0.02 0.56 + 0.02 0.57 +0.02

Table 2.6: Average Pearson’s correlation coefficient between original similarity matrix and
the permuted version. Number of samples given by n.

Similarity matrix n = 250 n = 500 n = 1000
PAM120 0.27 +0.03 0.28 £0.03 0.28 £0.03
BLOSUMG62 0.46 £ 0.03 0.47 £0.03 0.47 £0.03
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2.4 Conclusions & Discussion

The dead-end elimination and A* search algorithms are often used to optimize a small
number of sequences, but have been adapted here to explore all low-energy single-mutant
sequences and their corresponding structures. In doing so, the mutational robustness of dif-
ferent protein domains can be quantified and compared. For the heterotrimeric G-protein,
Gia1 172, the regions found to be highly sensitive to mutation in the context of stability
or binding interactions are in accordance with what is well-known about this protein fam-
ily through structural analysis. Unsurprisingly, mutational robustness was more prevalent
in tightly packed regions, such as the core of the a or § subunits, and a greater number
of allowed substitutions are found at loops and solvent-exposed areas; the allowed substi-
tutions that retained or progressively altered protein fitness were also consistent with the
behavior captured in all protein sequences found, for instance in PAM and BLOSUM, sug-
gesting that the energetic models and algorithms used can account for important biophysical
characteristics.

Additional areas for improvement include adjusting model parameters that were used
for structural analysis. A longer molecular dynamics simulation would enable better sam-
pling of protein conformations, and essentially provide better resolution of the mutagenesis
data. By starting the calculations with a distance-dependent dielectric, many unnecessary
calculations (i.e. due to poor steric effects or clashing) were completely avoided, and resources
could be devoted to a smaller set of sequences. However, alternatives to the generalized-Born
model for solvation calculations do exist. By implementing a Poisson—Boltzmann approxi-
mation instead, or perhaps an explicit solvent model, the electrostatic effects involved would
be more accurate; a greater demand of computational time, however, would be the trade-off,
and the efficiency of this DEE/A* protocol may be reduced. As a compromise, it would be
reasonable to limit the more costly computations to smaller populations of the data set, such
as favorable sequences or specific ones that can make interesting biophysical interactions in

the protein.
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Discrepancies do exist between what was found by DEE/A* and the frequencies
of amino-acid substitution, so the correlations with PAM and BLOSUM are strong, but
not perfect. Although the ability to stabily fold has a major role, overall protein fitness
relies on a greater number of features beyond this and the ability to bind with known
targets. Mechanisms for adaptive behavior as a response to environmental changes, for
example, can also have an important role in overall fitness: allosteric changes can alter protein
conformation in ways that will influence its interactions with different substrates or, relatedly,
its effectiveness to modulate various effectors. A number of amino acids may be a part of
this allosteric pathway, and these interactions are biologically important, but these attributes
would be hard to describe as energetic functions and thus cannot be captured by DEE/A*;
the environment for all single mutants in this DEE/A* protocol is well controlled, unlike
naturally-occurring protein sequences that have been able to adapt against several other
factors. As a part of these adaptations are also epistatic effects, the ability for alternative
evolutionary pathways to arise, only in the presence of specific background mutations; if
amino-acid co-variation, as pairs, triplets or larger subsets, are taken into consideration,
computational modeling of mutant sequences will still fall short of perfection, but it should
be possible to devise a more realistic model of amino-acid interactions and substitutions.

The influence of amino-acid co-dependencies will be discussed in the following chapters.

60



Chapter 3

Mutational robustness of

WD40-repeat proteins

3.1 Introduction

Repeating protein domains offer several advantages to protein fitness, by providing multiple
regions that are highly similar in tertiary structure, despite sharing only a few signature
residues in their amino-acid sequences. Gene duplication and recombination events offer an
excellent mechanism for evolution, since copies of pre-existing genes can often provide a good
molecular foundation for further innovation. Consequently, nearly 14% of all known proteins
contain tandem repeats to some extent, and are found in organisms within all kingdoms of
biology, with eukaryotes being the most common.[[T5, 16, [17, [18] Sequence variability
between different repeating domains allow unique interactions to be made, but maintaining
important, complementary ones between domains is also necessary for maintaining structural
stability. Although repeating domains can be identified using approaches in comparative
sequence analysis, the impact that different side chains have on structural stability and
binding interactions are generally unknown, due to limitations in understanding how protein

sequence conservation scores and function are related.
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An important and distinctive family of repeat proteins are the S-propellers, proteins
that share a special structural motif: anti-parallel S-sheets are organized in each repetition
into a conformation that is similar to the propeller blade of a fan. Repeating regions are
arranged in a closed, toroidal fashion, allowing the N- and C-terminal repeats to interact.
Typically, S-propellers occupy a volume of space comparable to a disc or the frustum of a
cone, and this geometry yields a large surface area on either side, and at the circumference,
that is suitable for interacting with different kinds of binding targets.[IT9, 1I20] The inner-
most 3 strands typically form a tunnel through the protein, allowing solvent or small ligands
to enter as an alternative mechanism for important binding events. [I21, 122] Unsurprisingly,
most amino acids in this channel tend to be excellent hydrogen-bond donors or acceptors.

The S subunit of the G-protein heterotrimer G;a1 517 is a representative S-propeller
from the sub-family of WD40-repeat proteins, and the first solved structure of any (-
propeller.[99] WD40-repeat proteins alone comprise nearly 1% of all known proteins across
different species,[?2] and engage in a variety of biological functions, including RNA process-
ing, cytoskeleton assembly, cell-cycle regulation, vesicular trafficking, modulating metabolic
activity and signal transduction across the plasma membrane.[T20, [23] Overall, S-propellers
are promiscuous proteins that have evolved to adopt several important roles in biology; these
proteins are found in organisms that may be rather distant phylogenetically, and the pri-
mary structure of all known [S-propeller have rather poor sequence identity.[T24] Despite
this, however, the actual fold of individual blades is often superimposable.[127]

Each propeller blade may have 4-8 anti-parallel (-sheets, and a total of 4-7 repe-
titions may be found, with seven arguably providing the greatest stability.[T25] A blade is
usually ~40-60 residues in size, containing the signature Trp (W) and Asp (D) within it; a
characteristic GH motif (glycine and histidine) is also known to frame the primary structure,
so that a relatively consistent core length (about 23-41 residues, depending on which WD40
protein) is found between the signature GH and WD motifs of a repeat. In contrast, the

sequence outside of this region remains highly variable, spanning between as few as 6 or as
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many as 91 amino acids.[T23] A total of four strands are found in S-propellers with seven-fold
symmetry (Fig. B). By convention, S-sheets are often named alphabetically (sometimes
numerically), with strand a being closest to the center of the torus and strand d furthest
out, at the edge with the most solvent exposure; loops connecting these (-sheets are called
variable regions or are named according to the [-sheet that it follows it. Unlike modular
proteins, in which each part of the protein may be folded from completely separate pro-
tein sequences, then assembled, S-propellers are formed from a single continuous sequence:
every propeller blade has three unique [-sheets that largely defines it, but one, strand d,
originates from the previous neighboring blade. Even though the four strands are within
the same blade, strand d precedes all other strands in primary structure, and is connected
by a hairpin to strand a, and this association between shared [-sheets between propellers

contributes to the stable, circular shape of the protein.[T21, 23]
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(@) B-propeller protein : (b) B-propeller blade :

top view side view

strand ¢

loop A loop B loop C loop D

Figure 3.1: The B-subunit of a G-protein heterotrimer is a member of the WD40-repeat
family, a subfamily of g-propeller proteins. In total, there are 7 repeating units, shown
in (a), and each repeating region has 4 anti-parallel S-sheets, colored here according to
proximity to the center of the protein. (b) These [-sheets twist relative to the tunnel of
[-sheets in the middle (green) with an increasing angle to form propeller-like blades, and
are arranged in a radially-symmetric fashion; this all-g fold is ideal for binding targets, such
as Gay; by GpB;. For reference, the side for Ga interactions is shown as a cartoon. (c)
By convention, (§-sheets and their preceding loops are labeled alphabetically according to
the location of each strand, beginning with the inner-most [-sheet, strand a, then moving
outwards to strand d.
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3.1.1 Known stability in S-propellers

Overall structural rigidity. The radial symmetry of [-propeller proteins provides a
promising basis for studying repetitious elements that contribute to overall protein fitness,
but the continuous nature of a toroidal shape cautions that small breaks in a given pattern
may be necessary to maintain it. A number of stabilizing regions on [S-propellers are well-
known, [I26] offering a few points of reference for any computational mutagenesis study. The
structural dynamics in RACK1, a seven-bladed [-propeller, have been established recently
through hydrogen—deuterium exchange, revealing that strands b and ¢ are the most stable;
hairpins between [-sheets may potentially be stable, but this varies across different proteins
in the RACK1 family.[I27] The general integrity of this protein, and its many roles in biology
within many different species have suggested fold conservation, motivating several advances
towards protein-structure prediction using homology modeling and related methods.[T28]
The DHSW motif. A well-known mechanism for stabilizing individual propeller
blades come from a near-linear arrangement of amino acids that span the pitch of some
WDA40-repeat proteins through a series of hydrogen-bond interactions: the Asp-His-Ser/Thr-
Trp (DHSW) tetrad (Fig. B2). A given WD40-repeat protein usually has at least one
DHSW tetrad, but may have up to 6 or 7.[129] Statistical analyses of WD40-repeat proteins,
both from known structures and sequence alignments of potential WD40-repeats, have sug-
gested that this motif is important to the structural integrity of S-propeller blades and have
little or no involvement in binding events.[I:30] Mutagenesis studies in WDR5 (a 5-bladed
WD40-repeat protein) have suggested that the folding energy of a tetrad may be as much
as —12 kcal/mol; furthermore, there are 5 such tetrads in WDRS5, one in each blade, lead-
ing to speculation that the unusually stable, cooperative and conserved interactions may

potentially lead to protein unfolding in their absence.[T29, 131
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Closer to Ga interface

Motif | Motif Il Motif Il Motif IV Motif V

Figure 3.2: In 3, there are 5 DHSW motifs in total: His™54-Ser74-Asp76-Trp82 (motif I,
found in blade 1), Hisd142-Thr159-Asp163-Trp169 (motif II, found in blade 3), Hisd183—
Ser201-Asp205-Trp211 (motif 111, found in blade 4), Hisd225-Thr243—-Asp247-Phe253 (mo-
tif IV, found in blade 5) Hisd311-Thr329-Asp333-Trp339 (motif V, found in blade 7). DHSW
motifs typically span across the different §-sheets in a given propeller, as shown here, form-
ing a hydrogen-bond that is important to structural stability. The amino acids near the top
of this page are closest to the binding interface with Gayy, rendered in blue for reference.

3.1.2 Challenges in studying repeat proteins

Sequences from repeat protein families are known to have repetitive regions in tertiary struc-
ture, even though amino acid sequences may vary greatly within primary structure; the
problems that are already present in using comparative sequence analysis techniques are
shared by both non-repeat and repeat protein families. In the case of the latter, however,
appropriate definitions for a suitable alignment become less clear when the number of repe-
titions are not uniform between all proteins (Fig. BZ3). Similarly, it is also expected that
a number of amino acids will be highly conserved, contributing to the motifs shared by all
proteins within a given repeat family, and thus how signature, conserved residues should be
paired together in an alignment is also unclear.

Structural repetitions, on the other hand, have several advantages in addressing the

protein-folding problem. Proteins that are rather heterogeneous or globular in structure often
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Figure 3.3: Suppose two proteins from the same repeat family need to be aligned. Ap-
propriate definitions for comparing repeating regions becomes unclear when the number of
repetitions are not the same. In comparing hypothetical proteins, one with 5 repeats (top)
and the other with 3 (bottom), several possibilities exist in an alignment: (A, B, C) may
align with regions (1, 2, 3), (2, 3, 4) or (3, 4, 5). By allowing gaps in the alignment, additional
options would also be introduced, further complicating the problem.
rely on interactions between sequence-distant residues to stabily fold, which can often com-
plicate analysis of protein folding kinetics and energetic variations found in experiment.[37]
Cooperativity, though also found in globular proteins, is fundamental to the folding of repeat
proteins. Formation of local secondary structure occurs in repetition, so regular patterns of
contact formation can be more readily identified, relative to the irregular architecture of
many non-repeat proteins. Still, leveraging repeat proteins for understanding the protein-
folding landscape has mainly focused on the behavior of linear proteins, such as ankyrin or
tetratricopeptide repeats (all-av folds),[d2, 133] which are reasonably small (~20-40 residues)
and straightforward to handle.[I'34, I35, 136]

Many examples of functional analysis in [S-propellers have been introduced in the
last few decades, either from extensive structural studies or by comparing relevant protein

sequences, |22, [37, [38] but very few have systematically evaluated the evolvability of /-

propeller structures and the attributes maintaining its overall stability. Specific amino-acid
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contributions towards cooperative effects have remained unaddressed, with the exception of
the aforementioned structural motifs; the interactions underlying stability in this radially
symmetric protein remains unclear, and this problem is addressed rationally here, using a
modified version of the DEE/A* protocol introduced in Chapter 2. The primary focus
of this research was in determining how coupled interactions give rise to a stabily folded
structure, and the repetitious nature of these interactions was emphasized to illustrate the
advantages of structural symmetry. Though closely related, a more detailed discussion of
amino-acid co-dependency and epistasis can be found in Chapter @.

The specific goals of this research include identifying important coupled interactions
based on the additivity (or lack thereof) in energetic data between corresponding mutations
and how they affect structural stability. Significant interactions, defined by an energetic
cutoff, are then mapped onto the structure, and important patterns of interaction can be
found by leveraging the symmetric nature of the § subunit. All propeller blades share a
common interaction motif that can be attributed to its overall stability, and this analysis
overcomes some of the existing challenges in studying repeat proteins by accounting for
structural context. Comparisons are made to the well-established DHSW structural motif,

to determine how mutational robustness may vary in the S-propeller protein.

3.2 Methods

The analysis of Gf focused primarily on structural stability, AAG 4, in order to assess
how coupled interactions in local secondary structure and the special arrangement of (-
sheets are involved in stabilizing S-propeller proteins. Results from all single mutants in the
context of binding interactions between Ga and G~ (from Chapter 2) were first taken into
consideration for validation and augmenting the DEE/A* protocol to address this problem.

Selecting wild-type pairs for co-variation. Wild-type pairs were chosen based

on a distance cutoff: at least one unique pair of atoms between the two positions must be
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within 5 A of each other, excluding the backbone atoms. Instead of using the complete
40-snapshot data set that spans 350 ns, preliminary analysis in sampling indicated that
a set of five conformations, each spaced 50 ns apart would be sufficient (see Chapter @
for details.) Approximately 1300 unique pairs were identified in each of the five wild-type
conformations, and calculations for pair-wise mutagenesis followed the same procedure as
the DEE/A* protocol described for single mutants: for a given pair, solutions within 30
kcal/mol of the most energetically favorable conformation were kept for analysis.

To help validate important patterns in the double mutants, triple mutants were also
explored based on the interaction motifs that were found between pairs (Fig. B4). A
triplet, (A;, A;, Ay), was chosen for mutation if at least two unique pairs of positions within
it (i.e. (A;,4;), (4;, Ax) and (A;, A;)) have an interaction found within the interaction mo-
tif (see Results). The theoretical sequence space increases exponentially from 400 sequences
to 8000, however, and thus the related conformational space that DEE/A* searches rapidly
increased as well. Due to greater computational costs, a lower energetic cutoff of 15 kcal /mol
was used—approximately 2-3 days are required to complete 50 unique pairs, while as many
as 2-3 weeks may be necessary to complete DEE/A* calculations on the same number of
unique triplets using the same resources. Often, the search space became very dense with
several sequences within tenths or hundredths of a kilocalorie from each other, causing prob-
lems in memory allocation for the A* search algorithm. The lower 15-kcal/mol energetic
cutoff helped maintain a tractable problem size, and most triplets completed within 3-10
days of computational time. Additionally, the search space was limited to a single wild-type
backbone conformation instead of using all five. This is far from ideal for a fixed-backbone
approach, but having a reduction in sampling allowed a broader sequence space to be estab-
lished; while this trade-off in breadth for depth is not optimal, it provides a foundation for
finding general features of amino-acid co-variation in Gf.

Defining a reference [-propeller blade. A representative propeller blade was

established according to the maximum sequence length of all individual S-sheets and loops
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Motifs for triple mutants

(a) Blade (n+1) Bladen Blade (n-1) (b) Blade (n+1) Bladen Blade (n-1)
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Figure 3.4: Pairs from strand a often have interactions that repeat on all seven blades and
were thus chosen for mutations as triples. Triplets involving the first four residues on strand a
were used, and follow the schematic representations shown here. Dashed lines in red represent
inter-repeat interactions, while dashed black lines indicate intra-repeat interactions that were
found in double mutants. (a) High-frequency interactions may be found between all three
unique pairs within a triplet, but often only two unique interactions were pre-established, as
in (b), (¢) and (d).

in this particular g subunit; the greatest structural variations were at the loops and ends
of B-strands, so some consistency between repeats and corresponding secondary structure is
offered by aligning the sequences in this way. Secondary structure was assigned in accordance
to the PDB entry for 1GP2.[99] At most 8 residues were found in these secondary structures,
and this was used to build a reference motif that spans 64 positions, 8 for every strand or
loop (Fig. B3H). In doing so, this facilitated the comparison of corresponding residues and

positions. Lengths may vary in some strands or loops, and thus sampling towards the end

of a given strand or loop may be variable between all seven blades. With this approach,
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some caution should be exercised: as demonstrated in Fig. B8, known sequence motifs are

sometimes offset by one position from one repeat to another.

Reference blade alignment

x:1....... 19....... 117...... 125...... 133...... |41...... 149...... I157......
1:R-pLAK-—|IYAMeW--|-TDSR———|LLVSAS——|QD—————— |KLIIWD——| SYTTN-———|KVeAI-——
2:-LRSSW--|VMTCAY--|A-S-N-——|YVAC--—— | ——LDN--— | ICSIYN-- | LKTRE-NV | RVSRELA—
3:-dT-Y-—-|LSCCRFLD |DN-==——— |QIVTSS—-|-DTT—---|CALWD-—— | IET————— [QQTTTEF——
4:T-dT-D--|VMSLSS~-|A-DTR--- | LFVS-A~— | CDAS———— | AKLWD—~~— | VRE-M~—— | CRQTF ———
5:T-dESD—-| INAICF—- | F-N-N-—— | AFAT-S—— | DDAT—--— | CRLFD——— | LRAD———— | QELMTY——
6:5eDNIIC-|ITSVSF--|SKS-R--—|LLLA-Y-—|DDF-—-—— | NCNVWD—-- | ALKAD—-- | RA-VLA-—
7 :~dDNR--- | VSCL-V—-~ | TDD-MA~~ | VAT-S——— |WDSF~——— | LKIW-————| . . . . . ... | TRRTL———

m strand b strand ¢ m

loop A loop B loop C loop D

Figure 3.5: Comparison of primary structure for every propeller blade in G was aligned
relative to the N-terminus of each section of a repeat. Column x identifies which repeat
the sequence comes from, and the numbering across the top is for reference-purposes only:
sub-dividing each region by loop and strand, up to 8 positions allowed in each, yields a
64-residue sequence. Dashes indicate no mutable position was found (i.e. Pro, Gly or simply
no sequence before the next loop or strand begins.) The DHSW motif is highlighted in bold
red, and the signature WD motif for this family is shown in blue. The WD motif shares the
same Trp as DHSW.

Identifying coupled interactions within a given pair. Every unique pair of
positions, (A4;, A;), was evaluated for additivity between corresponding energy terms. In

accounting for epistasis,
AAG%M = AAGY 4 + AAG’fcold + Eepi t Eflea (3.1)

Here, ., accounts for coupling (epistasis) between the amino acids at position ¢ and
J, while € ;¢ is used to describe energetic change due to an increased region of allowed flexible
side chains. Wild type is a possible choice at either position of the pair, and if chosen at one
position and not another, the sequence is equivalent to a previously found single mutant;
energetic differences are possible, however, because more side chains may re-orient themselves
around the two chosen positions. The €, term is essentially the average difference in energy
for the same single-mutant sequence, (AAG fyq( A7, Aj) — AAG fo14(A])) within the pair and

single amino-acid replacement contexts. It is important to note an overestimation in € e,

71



may be possible, and details of these calculations are found in Chapter @.

If two positions were coupled, it is expected that €., be non-zero. Energetic cutoffs
may be applied to distinguish stronger signals from weaker ones, but have not been used in
this analysis to take all possibilities of coupling, such as a beneficial or disfavorable paired
interaction, into consideration. To account for possible numerical errors, though, a generous
cutoff of 0.5 kcal/mol was used—if the absolute value ., was at this threshold or greater,
the interaction was considered significant and the pair coupled. An interaction matrix was
made for each of the five snapshots to determine the magnitude of e, then an unweighted
average over the five matrices was computed to determine coupled interactions that were
consistently found in all five conformations for each unique pair. Submatrices were then
derived from this for each of the seven blades, and organized according to reference-blade

position; inter-repeat interactions were then separated from intra-repeat interactions.

3.3 Results

Determining energetic cutoff for coupled interactions. A standard definition for
epistasis is when a pair of interactions have a non-additive effect. However, a number of
transformations have been used to assess how single and double mutants compare: (1) nu-
merical or truncation errors could lie in computing €., (2) how the different single- and
double-mutant energies were computed by the software, and (3) any truncation errors in
subtracting these terms to compute &,;. Tolerance is usually around 107° for defining ma-
chine precision in computation, but this value is not entirely appropriate here. The energetic
models used in this computational protocol are not perfect, for instance, and between taking
averages and differences to evaluate epistasis between two positions, there were opportunities
for noise to amplify from these operations. As an alternative, the threshold values were con-
sidered in energetic terms, and based on how the set of double mutants may proportionally

change when different cutoff values are chosen.
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Figure 3.6: As a guideline for how different numerical cutoffs for e.,; can affect the collected
data, a comparison is shown here for the DEE/A* sequences (in black, about 500,000 se-
quences in each distribution for a given snapshot), and a randomized version of the data
(500,000 sequences chosen from any of the conformations, and energy data for single and
pairs were then randomized) to show the lower bound of how e, could behave (red). The
data are shown in full as cumulative distribution functions (a), and a closer look at the
cutoffs is found in (b).

The influence of different cutoffs was evaluated first for each snapshot: the population
of ¢y terms are illustrated in Fig. B8 as a cumulative distribution function to gauge
how much variation €., may undergo due to backbone conformational changes. Also, a
comparison was made to how e, would change if sequences and energies were randomly
drawn from the data (shown in red.) Within each conformation, about 500,000 unique
sequences are used to represent pairwise mutations. For a random sample, 500,000 sequences
were drawn from all five conformations, then the e, distribution was computed as usual,
after having shuffled all single-energy data, and (separately) all the pairwise energy data;
this should provide a lower bound for how ., behaves when no actual coupling is found in
the sequence (Fig. B8a, in red). A thousand replicates were drawn, and the distribution
for e.,; were essentially identical.

The difference between the distributions based on the original DEE/A* data and the
randomized version of it is significant, indicating that e.,; is non-trivial and has a specific

type of relationship between single and double mutations. About 1% of the data would
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be removed, if the e, threshold were at 0.1 kcal/mol, and about 4.5-7% of the sequences
would be ignored if the cutoff were 0.5 kcal/mol instead; in four of the five snapshots, more
than 10% of the data would be removed if the cutoff value is at 1 kcal/mol, and this seemed
too substantial. Both cutoffs, 0.1 and 0.5, were tested in constructing the reference-blade
interaction matrices (Fig. B3), and there was no difference in the resulting motifs. The less
conservative of the two, 0.5, was used for the ¢, cutoff, to help account for overestimation
N € freq; if 52’]; > 0.5, then positions ¢ and j were co-dependent on each other. Although not

guaranteed, having this 0.5-kcal/mol cutoff could also reduce the possibility that detected

coupled interactions were due to numerical errors from computation.

3.3.1 Mutational robustness within individual blades

The earlier analysis that was performed on G in Chapter 2 had indicated that conservation
of wild-type residues was favored at most positions. The [-sheets of each blade can be
separated from the rest of the data, and arranged in sequential order to compare how one
strand may be different from a corresponding one of a different blade: substitutions to polar
or charged amino acids tend to be unfavorable, and this is expected because hydrophobic
interactions are more common in packing together [-sheets, and few positions are highly
exposed to solvent. Wild-type substitutions were generally made more easily at strand a,
though energetic improvements remained modest.

Trends in mutational robustness for a standard reference blade (as defined in Meth-
ods) were established in analyzing sequences belonging to the same specific strand or loop.
The structural stability and binding interactions were averaged over all sequences for each
reference-blade position, (AAG oq) and (AAGying) respectively, and the maximum of each
was taken into consideration (Fig. B7). All mutations had either a neutral or unfavorable
effect, relative to the starting wild-type amino acid: WD40 repeats are a highly evolved
protein family, and so low tolerance to substitution is expected at most, if not all, side-chain

substitutions. Each strand revealed some disallowance of single mutants, but this was most
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prominent in strand b, and other strands that form the core of the protein (strand a and
¢); mutational robustness was expected to be greater, because the dynamics in this region
is generally invariant, compared to strand d.[I23, T27] The contributions that mutations
generally have on either aspect of protein fitness can be assessed with the distribution of
single mutants in each region (Fig. BR). Most single mutants had an adverse effect on
overall stability, with a greater proportion of unfavorable substitutions found in [-sheets
than at the loops; hairpins are naturally more structurally variable and solvent-exposed, and
thus had more options for allowable substitutions. Unfavorable sequences had very similar
frequencies in the [ strands, but tend to be highest in the three core ones (a, b, and c).
Binding interactions were less likely to be affected by substitutions, since fewer positions
are involved overall; compared to other regions in the blade, loop A and C' had the greatest
proportion of unfavorable substitutions. They are also the two hairpins that can come in
closest contact with Ga (see Fig. BI), and sensitivity to amino-acid variation here was a

reflection of key interaction patterns at the binding interface must be maintained.

3.3.2 Interaction framework for S-propeller stabilization

An overview of how pairs of side chains interact was used to identify important patterns of
coupled effects that contribute towards stabilizing S-propeller blades. Each unique pair was
evaluated for co-dependency based on whether or not the energies of corresponding sequences
were additive; in the case of coupled interactions, e.,; is expected to have a non-zero value.
The energy for any given sequence may be positive or negative, and this sign may change
when a difference is taken between related sequences to compute epistasis. No differentiation
was made between antagonistic or synergistic combinations of interactions, because identify-
ing dependency for either reason would be sufficient in revealing the framework of necessary
interactions. Instead, the frequency of finding a coupled interaction between pairs of posi-
tions on a reference blade was emphasized: if an interaction is important in maintaining the

circular structure of this protein, it should be common to most, if not all of the blades.
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Figure 3.7: Correlation between protein stability and function is fundamental to overall
fitness. The maximum of either structural stability (AAG f44) or binding interactions with
Ga (AAGhing) is shown here for all positions in Gf; energy for a position is first Boltzmann-
weighted using the 40-snapshot data set, then an unweighted average is computed over all
seven blades. Each box can represent up to seven data points, one for each blade; some
boxes may be less populated if a corresponding S-strand or loop is shorter from one repeat
to another. Gray boxes have no data and function here as place-holders to maintain a
uniform size for all strands and loops. The energetic scale is in kcal/mol, indicated by the
red—-blue bar.

Intra-repeat interactions, those found between strands and loops of the same blade,
were mapped in a matrix according to positions on the reference blade to determine the
most frequently found coupled interactions (Fig. B3, top). Signals in this interaction
matrix revealed branching off the diagonal of the matrix, due to the intercalation of amino
acids on anti-parallel S-sheets, and this is a feature of any contact map that involves this
secondary structure. The proximity of side chains between any pair of S-sheets was primarily
responsible for the greater number of interactions between any two strands, relative to how a
loop may interact with a strand or another loop. A comparison was made between how these
interactions varied when all five conformations were considered as an ensemble (Fig. B9a

& b), relative to how one conformation behaved (Fig. B8c & d), as a guideline for how
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Figure 3.8: Trends in mutant sequences for each strand and loop is assessed by counting all
sequences found within a given energetic cutoff. Colors represent the proportion of states
that are favorable (blue), neutral (yellow) or unfavorable (red) relative to wild type, based
on (AAGyyq). Structural stability is evaluated in the left panel, and binding interactions
with Ga are shown on the right. As an indication of sample size, the proportion of single
mutants for each strand and loop is shown on the top axis as a percentage.

backbone fluctuations affected co-dependencies. Most interactions were conserved between
both sets of data, and a few high-frequency intra-repeat interactions were lost (Fig. B9a
& c, upper triangles of each matrix); from this, structural variation was indicated to be
less frequent at strand a, and more fluctuation between pairs could be found at the other
strands. Most paired interactions occurred in only three or four blades, but a small number
of interactions were found in six or seven of the repeats within strands a and b. These high-
frequency interactions follow a well-established pattern of (-sheet side-chain interactions:
positions at ¢ and ¢ + 2 are more likely to interact with each other than with positions
that immediate follow in sequence, because side-chains generally alternate direction in (-
sheets.[T25]

Fewer coupled interactions were found between any two propeller blades (Fig. B9).
Natural twisting of [(-sheets in a propeller means greater solvent exposure and a larger
distance between corresponding [-sheets of adjacent repeats, in contrast to the proximity
of neighboring [(-sheets in the strands at the central tunnel. Thus, a greater number of

coupled interactions were found at strand a than at any other strand or loop, due to spatial
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orientation of secondary structure. As with intra-repeat interactions, the majority of coupled
interactions were found in fewer than half of the repeats; the strongest patterns of interaction
were at strand a and b, often following the ¢ and ¢ + 2 patterns as well.

High-frequency interactions, occurring in five or more blades, were evaluated more
closely to understand the biophysical interactions within the § subunit (Fig. B10). From
this graphical representation, it becomes obvious that the most highly connected positions
(nodes with the most edges attached) tended to be at strand a for inter-repeat interactions.
Again, this is influenced by the proximity of side chains within the central tunnel, and also
implies that pair-wise coupling is significant to stabilizing the [g-propeller. A number of
intra-repeat interactions were also found, mostly between strand a and b, helping to anchor
the gradually more solvent-exposed [-sheets to a stable framework of interactions at the
center. Inter-repeat interactions were seen in either strand ¢ or d—/f-sheets at the edges
of a propeller are expected to be more distant and interact less, due to a larger angle of
twisting. Structural examples indicated that a series of rings can be formed from side-chain
interactions: in the cases where interactions were repeated seven times, the side chains
tended to point in the same direction, extending towards strand a in the next S-propeller
blade; when interactions were found in six of the repeats, a second set of interactions could
help compensate for any deficiencies by having side chains oriented in the opposite direction
to that of the first ring of interactions.

Primary structure for the highly-repetitive coupled interactions was also taken into
consideration (Fig. BI2). For a given pair, many amino acids at one position were very
similar, for instance, strand a at position one is either Ile, Val or Leu, and in strand b at
position 4, amino acids are Ser, Cys, Thr or Ala. It was uncommon to find symmetric
substitutions within a given pair: between strand a at position 6 and strand b at position 2
(A6-B2), (Leu, Phe), (Phe, Leu) and (Trp, Leu) could be found at this motif, suggesting that
analogous structural environments were sometimes found between n and (n—1). Interactions

at the central tunnel were of particular interest (Fig. BI2a) since the highest repetition
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of coupling tended to be found here. In strand a, the first four positions were involved in
five unique interactions, and the orientation of the side chains followed a staggered, off-set
packing principle to allow this (Fig. BI): instead of a pattern between i and i + 2, the

coupled relationship was between either i and ¢ + 3 or i and ¢ + 1.[T25]
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Figure 3.9: Interactions in which e.,; > 0.5 kcal/mol are shown here for the reference blade.
Interaction matrices are organized according to secondary structure of blades n and (n — 1)
for intra-repeat interactions ((a) & (c)) and for inter-repeat interactions ((b) & (d)). The
colors correspond to how often a coupled interaction was found out of all seven propeller
blades. Interactions from the complete five-structure ensemble is represented in (a) & (b),
while a single conformation was used in the maps (c¢) and (d). A noticeable number of
pairwise interactions are missing between the two, but a number of highly-repetitive motif
interactions were still conserved. (See also Fig. BI1.)
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High-frequency interactions in 8 subunit

intra-repeat interaction

inter-repeat interaction

consistent in different
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Figure 3.10: A graphical representation using nodes and edges to represent different positions
in a reference blade is shown here from the perspectives of blades n and n — 1, as an
alternative to Fig. BH. An edge was drawn between a pair of nodes if a coupled interaction
was found in five or more of the seven blades; inter- and intra-repeat interactions were
distinguished. Interactions found in the complete ensemble (five distinct conformations) was
differentiated from those found in one conformation to demonstrate how consistent some of
these interactions were.
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four residues of each strand a S-sheet, and were expected to wrap around (shown faded and
blurred) to maintain radially symmetry.
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Figure 3.12: Some interactions were found in nearly all propeller blades in GS. The pairs of
residues for each type of motif is shown here, and sequences are labeled according to S-strand
and residue position counting from the N-terminus.
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Motif interactions of high repetition tend to be robust. Signals in the ref-
erence motif were strongly correlated with the contact map of the protein, and this was
expected since most positions (~90%) have e.,; values that exceeded the chosen threshold.
Of course, this covers a broad distribution of coupling, from moderately weak ones to those
that are very strong. As a way to differentiate how the highly-repetitive motifs (occurring in
6 or 7 repeats) behaved relative to all other unique pairs, the subset of protein sequence space
for each pair was compared (Fig. BI4). For each unique pair, the proportion of favorable,
neutral and unfavorable sequences found was computed, and an unweighted average over all
pairs was computed: approximately 80% of all double mutant sequences were unfavorable,
while about 18% of them were neutral and the rest were favorable.

A comparison was made with these values for the unique pairs found in highly-
repetitive motifs: 21 pairs were found in 3 motifs (found once in each blade), and 18 pairs
were found in 6 motifs (each found once in all blades, except blade 7.) Nearly all of these
pairs behaved differently from the average proportions found in the data set. Most of these
positions had 90% of the double mutants, if not more, in an unfavorable energetic state
relative to the wild type; almost none of these sequences were found to be more favorable
than wild type. While most double mutants tended to be unfavorable, at least one sequence
could be found to be energetically preferred over wild type in about 80% of all unique pairs
within the entire data set (Fig. BI3). Within the group of highly-repetitive motif interac-
tions, the probability of finding at least one favorable state in a pair was substantially lower,

suggesting that very specific native interactions need to be maintained at these positions.
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Figure 3.13: Many double mutants were unfavorable relative to wild type, but many of
the unique pairs may have a few sequences that were favorable. To assess how common
this may be, the minimum energy sequence of all double mutants found at a given pair
was determined. The distribution of these lowest-energy sequences (relative to wild type) is
shown here. Nearly 80% of all unique pairs had at least one state that was more favorable
than wild type.
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Mutational robustness of high—frequency motifs
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Figure 3.14: The proportion of favorable, neutral and unfavorable sequences found at each

unique pair can be used for comparative analysis.

The average proportion of sequences

in each of these three states is shown in solid lines. In panel (a), the frequency of finding
sequences in each state is shown for unique pairs found in highly-repetitive motif interactions
(within 6 or 7 blades.) The population sizes for each are found in panels (b), (c¢) and (d).
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3.4 Conclusions & Discussion

The S-propeller blade provides an excellent platform for a number of different binding targets
due to its geometry. The analysis carried out here demonstrates how DEE/A* can be adapted
to search over double-mutant sequence space to understand amino-acid co-dependencies in
Gp. Similar to the results found in Chapter 2, many substitutions to wild type were less
favorable, which continued to suggest that the g-propeller protein is immutable, given its
evolutionary history; while many binding partners exist for S-propeller proteins, sequence
variation accounting for these types of interaction were not considered here—structural sta-
bility was the primary focus, and how promiscuity in this protein family is achieved remains
unaddressed. By decomposing the S subunit into each of its propeller blades for compar-
ison, several repetitive interactions could be found within a given blade and also between
them. Only a small handful were consistently found in six or seven of the repeats, and they
were generally on the strands expected to be more stabilizing. From assessing the double
mutants at these highly-repetitive motif interactions, the proportion of sequences found to
be unfavorable tended to be much larger than the majority of pairwise interactions studied.
The repetitious nature of these interactions, and the apparent intolerance to amino-acid
substitutions indicated that they share an important role in S-propeller stabilization.
Although mutational robustness was prevalent in several pairs of interactions, the
basic framework for structural stability in G5 may be more extensive. A more thorough
analysis on protein sequence space could be used to assess this, because few limitations were
set in biasing against different types of epistatic effects. Mutations as single substitutions
could be antagonistic as a pair, for example, dampening mutational effects, or they may
be synergistic, amplifying the change in fitness relative to wild type. This distinction was
overlooked, because the proportion of unfavorable sequences was already high (more than
60% in single mutants, and about 80% in pairwise mutations.) Numerically, it would still
be possible to distinguish between antagonistic interactions from synergistic ones, but the

qualitative effect would often be the same: one may be worse than the other, but essen-
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tially they were both worse than wild type. In addressing overall structural stability, this
characterization of pairwise interactions is not entirely helpful.

A second consideration to help clarify coupled interactions would be to assess the
number of coupled interactions at a given pair more carefully. The analysis presented com-
putes () for a given pair, but a better description of this average could also be used. For
example, suppose pair A has positions that only a few coupled sequences with a very high
average epistasis term, while another, pair B, has nearly all double mutants found, and a
similar average epistasis value. In pair A, coupling could be perceived as being weaker, be-
cause fewer pairs are found to be co-dependent than in pair B, and this can be an important
distinction to have in some situations. However, given the high proportion of unfavorable
sequences for Gf, this type of assessment would often involve coupling between unfavorable
substitutions; it is then possible that fewer coupled pairs were found at pair A for a few
reasons, including the fact that some unfavorable sequences exceeded the energetic cutoff
used in DEE/A* and they may also be coupled. For this reason, mutational robustness was
evaluated here as an average over pairs that were found, and special weight was not given

towards pairs with a larger coupled sequence space.
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Chapter 4

Influence of coupled interactions on

structural stability

4.1 Introduction

Maintaining overall protein fitness requires having concerted interactions between differ-
ent amino-acid side chains within a given protein, and thus determining amino-acid co-
dependencies is essential to understanding how mutational robustness can be achieved. In-
troducing an amino-acid substitution into a sequence to alter the current level of fitness may
seem deceptively easy, but because of highly coupled interactions between different positions,
a small molecular change may be highly destabilizing to the native interactions.[90, B2, 91|
Protein co-variation may be considered at the molecular-interaction level, in which amino
acids and their specific interactions are examined, or at the full protein-sequence level, where
more attention is paid to the phylogeny of protein families and how one progressed and
evolved into the next. In combination, these two aspects of evolution provide different mech-
anisms for understanding how sequence conservation may be related to fitness:[44] by keeping
track of progressive changes in amino-acid variation, resistance to changing wild type at a

given position in coordination with (or as a consequence of) some modification elsewhere can
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be determined, and this provides insight on how sequences may become adaptive in damp-
ening unfavorable changes to fitness. On the other hand, following the ancestral history of
a given protein, to see how one sequence was able to evolve into another or (equivalently)
which ancestors may be shared, can be potentially advantageous in distinguishing key in-
teractions in structural stability or correct function for the family at large from interactions
that are required for specificity within a protein sub-family.

Within a protein sequence space, amino-acid substitutions will yield one of three ef-
fects: either the sequence will have enhanced fitness (advantageous mutation), reduced or
loss of fitness (deleterious mutation) or no observable effect is found in the phenotype (neu-
tral mutation.) Mutations at the genetic level could alter the balance found in overall fitness,
yielding destabilizing effects, but if compensatory interactions were introduced, also by mu-
tation, it may be possible to dampen deleterious effects, restore the previous level of fitness
or even beneficially enhance fitness beyond native wild-type attributes. By implementing
the same techniques as those used to predict co-varying pairs, the interactions underlying
these epistatic effects, whether positive (advantageous) or negative (deleterious), can also be
detected.

A number of quantitative methods currently exist in disentangling the relationships
between different amino acids within the same protein structure. All of them, however,
depend heavily on multiple sequence alignments. The argument for developing these tech-
niques is that sequencing happens at a much faster rate than protein structure prediction,
and having algorithms to detect coupling between pairs of positions will elucidate how pro-
tein contacts need to be made, potentially helping in structure prediction. Multiple sequence
alignments for assigning conservation scores is different from the alignments needed to under-
stand protein co-evolution. Namely, phylogeny has a very important role in how sequences
may be closely related, and needs to be taken into consideration in analysis to understand
possible biases in sampling. When a coupled interaction is found between positions and

paired in a structurally or functionally useful way, it is not always clear if the relationship
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was inherited from a common ancestor, and the answer becomes less obvious when the se-
quences used in an alignment are highly similar. Cutoffs in sequence similarity—usually
about 80-90% for an upper bound, and about 20-30% for a lower bound—becomes impor-
tant for the alignment, but these values can be varied, depending on how gaps insertions
may have been used. At the same time, though, these cutoffs can be seen as being almost
arbitrary to biology, based mostly on statistical reasoning.

After a multiple sequence alignment is performed and an algorithm is applied to it,
there are still questions of how to distinguish high-scoring pairs from lower-scoring ones. Of-
ten, numerical cutoffs are used, evaluating the top m pairs or those that satisfy a statistically-
based cutoff, such as p-value, and ignoring the rest. In many ways, this is analogous to the
problem of understanding conservation scores: what do the scores in between 0 and 100%
actually mean? For this reason, DEE/A* provides a major advantage in being able to isolate
specific aspects of fitness for assessment, by utilizing structural and energetic data, readily

available from the algorithm, to evaluate how different pairs interact.

4.1.1 Statistical methods for assessing co-evolution

Three general categories can be used to organize the computational methods used to study
amino acid co-variation: (1) mutual information (MI), (2) statistical coupling analysis (SCA)
and (3) directed-coupling analysis (DCA).

Mutual information. Conceptually, mutual information is grounded in probability
theory and information theory. In the context of positions X and Y, MI between them,
I(X;Y), is a quantified expression for how much uncertainty there is at X, based on what is
known about Y, or vice-versa. Mathematically, MI can be calculated for either continuous or
discrete random variables, depending on the question being asked, and the latter is naturally
appropriate when accounting for the set of amino acids, N, in which each amino acid is
considered to be different. At position X, we may find amino acid ¢+ with a probability of

p(i), and amino acid j at position Y with a probability of p(j); the product of these two
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marginal probabilities describes how frequently we may find ¢ and j at these positions, if no
dependency is found between them. Within X and Y, we may find the occurrence of both,
amino acids ¢ and j, simultaneously, and express this frequency as the joint probability,
p(i, 7). Summing the ratio of the independent probabilities with this joint probability, across

all possibilities of (i, j) pairs, describes the dependency between X and Y (Eq. @1I).

I(X;Y) = Z ZPXY(i>j)ZOQM (4.1)

JEN ieN px(@)py ()

A small value for I(X;Y) results when p(i,j) and p(i)p(j) are equivalent or very
similar, and thus indicates that X and Y are unrelated; on the other hand, large values
for I1(X;Y) suggest greater disparity between the frequency of occurrences for i and j as
a pair from the expected value of p(i)p(j), so a stronger dependency is found between X
and Y. Large I(X;Y") values may occur because one particular (i, j)-pair dominates all oth-

ers, or when several amino acid pairings have different joint probabilities from the expected
p(i, j)
p(i)p(7)

term: positive values indicate that p(i, j) > p(i)p(j) (finding the ¢, j pair more often than ex-

distribution. Positive and negative values may also be adopted for every p(i, j)log

pected), while negative terms, where p(7, j) < p(i)p(j), suggest that substitutions with ¢ and
7 simultaneously is a rare event. MI essentially measures how amino acids are distributed
at different positions, relative to a given one, and can be helpful in finding positions that
are more constrained as a pair. However, these quantifications depend greatly on proper
sampling for statistical reasons: a few hundred protein sequences should be evaluated, be-
cause 20 amino acids comprise the sample space of a given position.[[:39] On the other hand,
MI is well-established in information theory, and can be formally extended to address larger
networks of positions easily. By treating each amino acid as unique, however, biochemical
features of different substitutions are generally ignored or overemphasized: large MI values
arising from similar side chain substitutions may suggest a bias towards specific categories of
amino acids, while large MI values due to highly disparate side-chain pairings could indicate

mutational insensitivity, even as a coupled pair.

91



MI-based values are compared in direct-coupling analysis (DCA) to determine co-
dependency between any two amino acids. For a given protein family, a multiple sequence
alignment is performed and an MI score can be computed for each unique pair. The goal of
DCA is to distinguish between coupling that arises from evolutionary relationships (direct
coupling) from coupled interactions that can happen for other reasons, such as spatial ori-
entation alone (indirect coupling.)[d5, @4] Rather than focus on a local sequence alignment,
having a global alignment of the protein family provides a better distribution of how different
positions are related. MI scores for each pair is compared to all other pairs in the alignment,
and statistically significant ones are believed to have evolved interdependency. The success
of DCA has been used to identify important protein fold contacts for different families to pre-
dict tertiary structure from amino-acid sequences.[46] The sample size for DCA is required
to be very large, in order to get statistically meaningful results, and this can be difficult to
curate for some protein families. The length in primary structure can be highly variable, for
instance, or not enough sequences are available to construct a reliable alignment.

Another approach that relies on multiple sequence alignments is statistical coupling
analysis (SCA).[d0, @1 Pairwise interactions are evaluated based on amino acid distributions
between two positions: a subset of sequences are chosen so that full amino-acid conservation
is found at one position, i, and the amino-acid distribution found at the other position, j,
is compared to the conservation found in the original full alignment. Substantial differences
between the two amino acid distributions for j are an indication that ¢ and j are coupled;
otherwise a similar level of conservation is expected, because no interdependency is constrain-
ing position j. Comparisons with an entropy-based metric is not needed here, but statistical
coupling analysis can have the same issues as DCA in developing an appropriate sequence
alignment. Still, SCA has been successful in highlighting amino-acid interdependency in the

context of interaction specificity and allosteric mechanisms. [4%, 43]
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4.1.2 Applications of co-evolution methods in protein design

Predicting co-evolving pairs in any given protein system can enhance existing methods in
protein structure prediction by defining important residue contacts that cannot be predicted
otherwise, such as in using homology modeling. Pairs of amino acids with high interde-
pendency are also helpful in studying protein interaction surfaces to address questions in
binding specificity with ligands and with proteins. Primarily, we focus on understanding
how amino-acid co-variation enables a protein to stabily fold: nearly all amino acids are
assumed to contribute to structural stability in some way, and this aspect of fitness alone is
fundamental to having any protein function at all.

Amino-acid co-variation is addressed in this chapter by using multiple protein se-
quence spaces—single, double and triple mutants—and taking into consideration how addi-
tional mutations may continue to alter fitness. Protein structural space becomes larger with
an increasing number of simultaneously mutated positions, and the DEE/A* protocol is first
augmented to search the protein sequence space of positions related in tertiary structure by
distance cutoffs in Euclidean space. Co-dependency between positions is expected to extend
beyond pairs of positions, as in the case of allosteric interactions, and the purpose of explor-
ing an increasing number of mutable positions is to verify whether co-dependent networks
of interaction will continue to grow, and the implications of overall mutational robustness in
the protein as a result. Here, the modified protocol and effects of coupled interactions are

demonstrated on the g subunit in G;aq817s.

4.2 Methods

The deterministic nature of DEE/A* can generate large libraries of low-energy sequences
and corresponding structures, establishing an important gateway for studying amino-acid
co-variation: structural context is readily available in understanding mutational effects,

avoiding reliance on solely statistical analysis or defining significant thresholds to deter-
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mine whether select positions are co-dependent. A straightforward extension of the pre-
established DEE/A* protocol was used to study coupled mutational effects. Pairs, triplets
or larger subsets of positions can be chosen to change simultaneously, adopting any amino-
acid, including the wild-type residue as needed. Unsurprisingly, this will increase the search
space for DEE/A*: for m simultaneously mutated positions, there are now 20™ possible
sequences to evaluate, and in a protein with n positions, (Z) unique m-tuples can be taken
into consideration; the structural space related to this search will grow astronomically faster,
due to the increasingly large number of rotamers that must be evaluated. A protein with
350 positions will have about 2.4 x 107 and 5.7 x 10'° sequences, if all unique pairs or triplets
of positions simultaneously vary, respectively. For brevity, notation for simultaneous muta-
tions will borrow standard abbreviations used in probability theory: (A;, A;, Ax) changing
simultaneously can be written as (A;A;Ax) or (4; N A; N Ag). Asterisks are used over the

position that is mutated, when the distinction needs to be made.

4.2.1 Adapting protocol to address problem size

Restricting Euclidean space. Evaluating all possible pairs or triplets in the heterotrimer
would not be feasible within a reasonable amount of time; there are approximately 6.1 x 10°
unique pairs and 7.1 x 10° unique triplets for a protein with 350 positions—these sizes
more than double for the complete heterotrimer. A reasonable assumption, however, is
that positions must be close enough to interact for any co-dependency to occur, and by
applying a distance cutoff in Euclidean space to address this, the number of pair and triplet
interactions for evaluation is reduced considerably. A pair in this data set, (A4;A4;), was
chosen for mutation if at least one atom of A; is within 5 A of another atom of Aj; again,
this 5 A cutoff was used, because most Van der Waals interactions are expected to occur
within this distance.

Triplets, (A;A;Ay), were chosen in a similar fashion, where at least two unique pairs

from the triplet satisfy the 5 A cutoff. For example, (A4;4;) and (A;A;) each satisfy this
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distance constraint, but (A;Ax) might be outside of it. When this happened, (A;Ay) was
simply mutated as a pair, then included into the set of double mutants for analysis. Ad-
ditional constraints were applied to triplets in this approach, both to keep the magnitude
of structural space manageable, and to directly address specific questions about structural
stability: triplets were taken from the S-subunit only, so the interactions found are limited to
understanding fitness in fS-propeller proteins, and (relatedly) the requirements of [-sheets.
By constraining triplets to G positions, and not to the fvy-heterodimer or complete het-
erotrimer, a more detailed analysis on WD40 repeat proteins (a class of S-propellers) was

also performed, and details are found in Chapter 3.

4.2.2 Quantifying epistasis

The DEE/A* protocol for large-scale mutagenesis provides a major advantage in evaluating
protein fitness and epistatic effects. By allowing two or more amino acids to be substituted
at the same time, mutable positions can be imagined as either the most recent evolutionary
change to a sequence or thought of as background mutations. To understand how these
background mutations may contribute to epistatic effects, the additivity between positions
corresponding to a given (A;A;)-pair or (A;A;Ay)-triplet (¢;; and &, respectively) was
compared: it is expected that the sum of two mutually exclusive mutations will have a

nearly additive energetic effect, compared to any coupled position. (Eq. B2 & Eq. A3.)

ey = AAG(ATA) — [AAG(AT) + AAG(A)] (4.2)
ek = [AAG(AD) + AAG(AY) + AAG(A])]
— [AAG(AIAY) + AAG(ATAY) + AAG(A; A3)]

+ AAG(AL AT AY) (4.3)
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Correcting for side-chain flexibility. Wild-type side chains may re-position into
a more favorable configuration, as the number of simultaneously mutable positions increase.
Naturally, this can yield lower energies that are not due to amino-acid substitution, and to
account for this, a flexibility term, €y,, was introduced as an approximation (Eq. B4 &

a.)

20
exr 1 *
u=1
20
+ 3 IAAG(A43,) — G(AL)]) (4.4)
v=1
1 20
i = 5 (Q_IAAG(A], AjA)) — AAG(A],)]
u=1
20
+ ) [AAG(AA] AL) — AAG(A],)]
v=1
20
+ Y [AAG(AAA;L,) — AAG(AL))) (4.5)
w=1
1
Sk = 3(e0 " T+ 2L (4.6)
exr 1 ex €T
€{jlk = §(€{lzjk + 55,11‘]'1@) (4.7)

Essentially, the difference between corresponding single-mutant sequences is computed under
different mutational contexts (singles to understand doubles, doubles and also singles to
understand triples.) A hypothetical example with positions (A; A2 A3) is shown to illustrate

the flexible regions that are being subtracted and averaged over in Figure @1l
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(a) Double mutant terms for computing flex

Legend:

wild-type positions

O mutant position

flexible regions (pairs)

flexible region (triplets)

Figure 4.1: Mutable positions will sometimes prefer the wild-type amino acid, and the
number of flexible side chains can be different between single, pair and double mutations
(Eq. B4 & @), If a wild-type amino acid is found at two positions in a situation where
three wild-type positions were allowed to change, the primary structure is the same as a
single mutant sequence, for instance. The average energetic variation due to a greater extent
of side-chain flexibility in the protein can be computed. The example shown here is for the
mutation of (A;AsAs). The sequences needed in double and triple mutant sequence space
are shown in panels (a) and (b), respectively. A similar logic is also used to identify relevant
single mutant sequences that correspond to a double mutant with only one substitution
made.
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4.3 Results

4.3.1 Modifications for searching larger conformational space

Directed mutations are necessary for sampling sufficiency. Unlike mutations in which
only a single amino acid is ever replaced, sampling over coupled mutations (as pairs, triplets
or larger subsets) presents additional challenges. Backbone conformations may be perturbed
so that a pair of side chains may not be consistently close enough to interact within the
context of different conformations, but the size of protein structural space for the DEE/A*
search becomes larger as the number of allowed substitutions increases. Sampling a specific
mutation over an appropriate ensemble of states will have trade-offs with computational
expense: mutations that involve changing several positions at a time often requires more
computational time for DEE/A* to successfully prune and find low-energy conformations.
Using 100 nodes on the computing cluster (see Chapter 2), a complete set of interacting
pairs on the [v-heterodimer from one wild-type conformation may require 3-4 weeks of
computational time, even after applying distance constraints in choosing wild-type pairs for
mutation; in contrast, all single-site mutations may be completed in about 1-2 days for
the same heterodimer. Amendments were made to the present computational protocol as a
compromise to fully account for structural plasticity.

A global approach in which multiple snapshots are used is desirable, but will be
highly varied in the unique pairs that are explored: about 40% of the data does not reappear
between two different snapshots, for example, so a more directed approach in computational
mutagenesis was necessary to improve consistency of sampling across different snapshots.
Pairs were determined using the 5-A cutoff from the same 40 wild-type conformations used for
single-mutant analysis (Chapter 2) and initially compared to show variability in sampling.
A total of 1795 unique pairs were identified between all 40 backbone conformations, but only
about 60% of the pairs found in any individual snapshot would ever overlap with this superset

(Fig. B2); naturally, pairs that overlapped with the superset were also not identical in every
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snapshot. A reasonable compromise may be to include pairs that remain common among
several snapshots, but shared by fewer than 40 snapshots. However, very few wild-type pairs
would meet this requirement: fewer than 100 additional pairs would be incorporated into
the data set, a modest change in the total sample size (Fig. B3).

In contrast to using conformations from a 350-ns simulation, it was expected that
a greater number of wild-type pairs will be shared between conformations spaced closer
together. The same analysis was applied to each 5-ns interval (Fig. B4), and while a
greater number of pairs are sampled at the maximum frequency (nearly 80% of all unique
pairs for a given interval, Table A1 & Fig. BH), this is not necessarily the best approach
to reconcile the sampling problem at hand. Structural conformations are not expected to
vary much from one nanosecond to the next, and thus variations in backbone conformations
may not adequately capture enough general biophysical features—structural dynamics are
expected to happen over a longer time scale than this. Additionally, sampling backbone
conformations that are timed close together is expected to yield greater conservation of
usable, highly-sampled data: a larger number of pairs will be consistently evaluated in all
five conformations when only a small subset of the 40 conformations are used. This same
reasoning explains how a larger proportion of highly sampled pairs was found in each 5-ns
interval. By defining a smaller, new superset over each 5-ns interval, only about 1300 unique
pairs are found, nearly a 30% reduction from the almost 1800 possible pairs over the 350-ns
interval.

Selecting a small number of conformations that span a broad range of simulation time
seemed to be the most practical for balancing backbone structural variation with the larger
structural space that needed to be searched: a total of five wild-type conformations, spaced
50-ns apart was used for mutagenesis. About 700 pairs (theoretically, up to 280,000 possible
sequences) were mutated consistently in all five conformations, representing about 70% of
all possible unique pairs (Fig. @8.)

Arguably, despite having more possibilities to choose from (20" possible sequences
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Pairs shared by all snapshots (40 snapshots, n = 1795)
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Figure 4.2: Between all 40 snapshots, a total of 1795 unique pairs are found. the proportion
of pairs shared between individual snapshots to is compared and shown here; the time-point
of each wild-type conformation is labeled on each bar.

Table 4.1: Conformations are listed according to time-point in the molecular dynamics
simulation. The number of unique pairs found in each is also indicated.

Interval \ Unique pairs
A: [1,5] 1331
B: [48,52] 1298
C: [98,102] 1334
D: [148,152] 1294
E: [198,202] 1310
F: [248,252] 1278
G: [298,302] 1288
H: [346,350] 1301

for n simultaneously mutated positions) a significant proportion of sequence space is not
expected to have any corresponding structures that can satisfy the energetic criteria for
structural stability defined earlier. From the single mutant sequences, it was already found
that nearly two-thirds of the sequences are less favorable than wild type. Deliberately sam-
pling specific pairs or triplets of mutation, based on previously known interactions, would

significantly reduce the problem size.
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Robustness of sampling pairs
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Figure 4.3: For each unique pair, the frequency of occurrence over 40 different conformations
was enumerated and is shown here. Most pairs were found in all 40 wild-type conformations.
Nearly 100 pairs were found only once, and another 100 are found at high frequency (in 30
snapshots or more).

4.3.2 Role of coupled interactions in mutational robustness

Coupled interactions in double mutants. The energetic differences between all single-
mutant sequences within the [ subunit have previously indicated that the wild-type (-
propeller is very robust, and will not tolerate most side-chain substitutions (Chapter B).
Paired positions, based on a 5-A distance cutoff also showed important energetic variations:
mutations were generally non-additive, suggesting that coupled interactions may have an
important role. At first glance, this is unsurprising, because all side-chains within the vicin-
ity of each other are expected to have co-dependent interactions that contribute towards
maintaining protein fitness. In the case of the S-propeller protein, however, the interactions

define an important pattern within and between each propeller blade, with some occurring
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Robustness of sampling unique pairs within each interval
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Figure 4.4: Structural invariance should yield a greater proportion of overlapping pairs. To
evaluate this, the frequency of unique pairs within a given interval was counted, and are
shown here. About 80% of the pairs found in any given interval can be sampled in all 5
conformations.The number of possible unique pairs is shown for each interval in Table @TI.

more often than others. Here, pairwise coupled effects were explored further to see how
structural integrity is maintained in Gf.

When two positions, ¢« and j are allowed to simultaneously vary, the mutant amino-
acid at ¢ will depend on j, and this relationship should be symmetric: substitutions at
J will also depend on what is chosen at i. It may be possible that mutations occur at
different frequencies when two substitutions are allowed instead of one, so the observed
frequencies of finding each type of amino acid in double- and single-mutant sequence spaces
were first evaluated (Fig. B7. Mutant sequences that were taken into consideration come
from the [B-propeller protein, and were mutated at positions ¢ and j; for this enumeration,

these sequences should have an energetically neutral or favorable result relative to wild type
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Shared pairs between snapshots from the same interval
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Figure 4.5: Local properties can be captured by taking sequential snapshots that are close
together, but complete representative all pair-wise interactions is still not possible. About
80% of the pairs in a given interval are consistently found in all other conformations of the

same interval.

after mutation, but only in terms of structural stability, AAG s,q (binding interactions were
generally negligible.) Double mutants were counted twice, once for the change at ¢ and
again at j. A total of 29,490 unique double mutants could meet this criteria, while 2652
unique single mutants were found. First, the probability of finding each wild-type-mutant
amino-acid pairing was determined, and the distribution from each energetically constrained
protein sequence space was compared. In total, there were 324 points for each distribution
(18 x 18, since Pro and Gly are excluded), and the frequencies of substitution were similar.
Although the Pearson’s correlation coefficient, p?, is almost 0 based on a linear fit (red line),
some amino-acid pairings were never found as double mutants due to additional biophysical
constraints; this yields a string of 0 probabilities which weakens overall correlation by this

metric. However, most of the data lie on or near the best-fit line, y = = (gray), which
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Pairs shared between snapshots Robustness of sampling
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Figure 4.6: The proportion of found pairs from each snapshot is shown on the left panel.
About 70% of the unique pairs in each overlapped with the overall superset from all five
conformations. The frequency of sampling each unique pair in the superset is illustrated on
the right. A few hundred pairs were found in two, three or four of the chosen snapshots, and
most pairs were found in all of them.

suggested that some correlation between the two data sets. Still, this relationship was a
reflection that the choice of amino-acid in replacing wild type would need to vary when
substitutions were allowed to simultaneously change.

The types of substitutions that are found can also be assessed, by counting how often
a specific mutant amino acid appears in neutral and favorable regions of protein sequence
spaces (Fig. HA3R). The probability of finding a specific amino acid in single-mutant se-
quence space was proportional to what was found in the double-mutant sequence space.
This demonstrates that while specific amino-acid replacements might be avoided in double
mutants, the general biophysical features that lead to specific amino acids being preferred

over others could still be found.

104



Freqguencies of substitution

Double mutants

Single mutants

Figure 4.7: The frequency of amino-acid substitution from a given wild-type amino acid to
an alternative amino acid was enumerated for all sequences < 1.5 kcal/mol in structural
stability, relative to the wild-type sequence. These substitution rates were based on the
5 conformations used to evaluate pair-wise interactions in the [-propeller; single mutants
from the same 5 conformations were used for comparison. There are 29,500 double mutants
considered here, Boltzmann-weighted over the 5 different conformations. Substitutions in
single-mutant sequences follow a relatively uniform distribution, and variance in these val-
ues were typically low. In considering interactions between two mutant amino acids, the
distribution was more highly varied, suggesting strong biophysical constraints were imposed
when two modifications need to be made to the wild-type sequence. The best-fit line to this
data is shown in red, with the slope and intercept are indicated within the correlation plot;
for visual reference, y = z is also shown (in gray.)
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Mutant substitutions in single mutants
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Figure 4.8: Sequences that were energetically favorable or neutral relative to wild type were
enumerated. All sequences considered here are fully mutated (must have one mutation in
(a) and two mutations in (b). The frequency of finding substitutions to each amino acid is
shown here as a probability based on all mutant substitutions. A shift in the distribution is
a consequence of having more stringent requirements when two positions are simultaneously
changed instead of one only.
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Energetic contributions of nearby wild-type residues. The effect of having a
greater number of wild-type side-chains adopt alternative configurations in the protein, € ey
was taken into consideration, for double and triple mutants. Depending on the proximity of
the positions that were allowed to mutate, the number of re-orienting wild-type amino acids
could be modest if the mutable positions were rather close. There were 266 unique triplets
evaluated, and the distribution of e, for a fully mutated triplet was typically less than
10 kcal/mol (Fig. B9). The sampling size was small, considering the range of ¢, values
could almost be 60 kcal/mol, so the kernel density estimate was provided and suggested
that large (>20 kcal/mol) energetic changes from wild-type re-orientation had a very low
probability of occurrence. At the same time, the probability was also unlikely when & e,
was approximately 0 kcal/mol by this estimate. In most cases, the energetic change due to
surrounding wild-type amino acids was significant, and thus should be accounted for when

evaluating double and triple mutants.
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Figure 4.9: Attempting to mutate 2 or 3 positions simultaneously can sometimes yield
sequences in which one or more of the positions remain as the wild-type residue. The number
of neighboring side-chains may also increase, as the region of mutable positions becomes
larger. To account for this, € ¢, energetic change in a sequence due to configurational changes
in the wild-type side-chains, can be computed from appropriate corresponding sequences that
make up mutated positions.
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Observed epistasis between double and triple mutants. From the set of triple
mutants, corresponding double and single mutants were used for comparison to understand
how .5, the magnitude of epistasis between relevant triple, pair and single mutations,
could vary (Fig. BI0). Most pairwise interactions yield a non-zero epistasis value, even
after correcting for wild-type flexibility (Fig. BEI0a). Values that were essentially zero
may be due to numerical errors. Regardless, very few double mutants exhibit this, and a
greater tendency to have most ., values on the range of 10 and 30 kcal/mol was found.
Over 33,000 unique sequences were used in this assessment, so the distribution of real data
(black) and estimated distribution (red) overlap almost perfectly. Energetic data for single
and double mutants were shuffled to determine the extent that epistasis was truly sequence
dependent, rather than arbitrarily restricted; the new distribution of ., was computed after
randomization, and 1000 replicates were performed (Fig.AT0, shown in gray). Obviously,
the two distributions had very different behavior: when sequences were completely shuffled,
the fabricated epistasis effect was very large, falling onto a distribution that was more broadly
distributed than what was found in the actual double-mutant sequences and this verified that
Eepi 18 nOt artifactual.

More than 44,000 triple mutants were also used in the same type of analysis (Fig.
AT0b), and a broader distribution in the actual data resulted, relative to what was found
among the double mutants. Larger epistatic effects overall are not completely surprising:
more coordination and co-dependency should be expected between three different positions
that need to interact with each other than between two of them. At the same time, though,
the amount of sampling required to sufficiently represent overall epistasis in triple mutations
may be larger than the number of sequences that were used in the analysis. For example, from
the 266 unique triplets of position, there are more than 2.1x 107 possible triple mutants—only
2% of these sequences were considered low-energy, found by DEE/A*.

With this in mind, that the magnitude of epistasis may be highly variable in some

cases, but generally a significant value among double and also triple mutants, the average
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behavior of an increasing number of simultaneously changing amino-acids was assessed (Fig.
ATT). All sequences were first corrected for the contribution of e, to provide a better
estimate of how the mutation itself has an effect, instead of the wild-type side chains that
were not allowed to change amino acids. Triplets were defined according to the frequency
of occurrence in the pairwise motifs (low, if found in 4 or fewer blades, and high if found in
5 or more), regardless of whether inter-repeat or intra-repeat interactions were made, and
also by approximate location on the propeller blade (see Chapter B). Additionally, triplets
and pairs were assessed for the DHSW motif as a frame of reference to determine how
coupled interactions behave in a well-known structural motif that has been demonstrated to
be mutationally robust.[I29] Five general categories were used to separate all triple mutants
for analysis (Fig. A1), based on structural conservation: (i) DHSW motif, (ii) coupled
interactions within the S-subunit tunnel (based on strand a positions), (iii) triplets that
involve only positions from either strand b or ¢ (high frequency as pairs), (iv) additional
triplets that involve only strands b and ¢ (low frequency as pairs), and finally (v) inter-
repeat triplets between adjacent [5-sheets (strands a with b, strands b with ¢, and ¢ with d).
The expectation was that structural conservation and greater mutational robustness should
be found in (i), (ii) and (iii), while relatively fewer structural requirements were expected in
groups (iv) and (v).

For each mutant triplet (A7, A}, A}), the average effect of a single mutation (i.e.
1
3 1
computed (i.e. 3 [AAG aa(AS, A%) + AAG qa( A5, AL) + AAG ra1a( A7, Ap)]), using the ap-

[AAG fald(A7) + Graa(A;) + G fold(AZ)}) and the average effect of a double mutation were

propriate sequences. The energetic distribution of these terms for all triple mutants were
used as an assessment for how the accumulation of new mutations could change the struc-
tural stability of a given triple mutant. The effect of mutations from single to double to triple
mutant could also be considered by taking the energetic difference between corresponding
sequences (i.e. AAGq4(A7, A7) — AAG jqa( A7) and AAG faa(A7, AG) — AAG j1a(A7)). In-

terpreting the sign between these differences can become complicated, however; the approach
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Figure 4.10: Here, the magnitude of epistasis from having (a) two mutations or (b) three
mutations are shown here in black. The population of double mutants were the corresponding
unique pairs that were also used to define triple-mutant positions. The kernel for this
distribution is shown in red. For comparison, energetic data was also randomized, prior
to calculating e.,; in each (a) and (b), 1000 such random samples were created, and the
kernel density estimate of each is shown in gray.

used here instead focuses more on the resulting fitness from each kind of mutation, and it
becomes obvious that most sequences are less favorable than wild type. Moreover, the en-
ergy distribution shifted towards being more unfavorable when additional positions can be
changed simultaneously, and this ultimately supported that the S-propeller considered here
is a highly evolved protein with important coupled interactions in the wild-type structure:
attempting to find a new combination of amino acids to fit within the pre-existing biophys-
ical framework should be challenging, because the number of co-dependent interactions is

greater and potentially stronger.
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Transition of energy with progression of mutagenesis
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Figure 4.11: Average energy distribution of all triple mutants, and corre-

sponding double and single mutants are shown here (i.e. (AAG(A], AG, AL)),
(AAG(A], AY), AAG(AF, Ay), AAG (A}, A7), and (AAG(A7), AAG(AT), AAG(A})).) The
intensity of purple is loosely related to mutational robustness expected for the motif, based
on structure: (i) DHSW motifs and (ii) the S-propeller tunnel (comprised of strand a po-
sitions) are expected to be very sensitive to change, while (iii) the two [-sheets within a
repeat (strands ¢ & d) is moderately sensitive to changes. Groups (ii) & (iii) are also highly
connected in the interactions mentioned in Chapter B. Groups (iv) and (v) are triplets
from pairs that are not frequently found to make coupled interactions.

4.4 Conclusions & Discussion

Accounting for coupled interactions is an important aspect of assessing sequence—function
relationships. Whether using analytical methods that are statistically based or, as demon-
strated here, in simultaneously exploring protein sequence and structural spaces, a major
obstacle to fully understanding the interactions underlying protein fitness requires knowing
how subsets of a larger mutation need to interact: triple mutations need to be assessed us-
ing double and also single mutants, for instance, to address this. Having enough sequences

within each of these subsets, though, can provide a major advantage in constructing hypo-
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thetical mutational pathways that may potentially illustrate how fitness changes with the
accumulation of mutations in a given protein sequence. By extending the DEE/A* protocol
to find these sequences, a number of important observations were made about S-propeller
proteins.

Initially, single-mutant sequences were generally less favorable than wild type (Chap-
ter @), and coupled effects were also found to be less structurally stable than wild type
(Chapter B). Here, the progressive changes were identified from one set of mutations to the
next, and as the number of simultaneously mutated positions increased, the corresponding
energy also shifted and became more unfavorable relative to wild type. In addition to this
change, the network of mutationally robust interactions was extended, and more tightly knit
than what was previously found. Many of the unique pairs could have a shared position
and continue to be very strongly coupled. Some biases for this result do exist: many triple
mutations were based on positions within strands ¢ and d, so it was less obvious if highly
coupled interactions could be found on a larger scale, if mutations limited to positions on
the outer-most 3 strands were evaluated instead. A mixture of pairs were used to construct
these triplets, based on different frequencies of coupled interactions found on the seven pro-
peller blades; if triplets were based on pairs that have no previous observed signal (defined
as €¢pi > 0.5 keal/mol in Chapter B), the possibility of finding sequences better than wild
type may be slightly better.

On the other hand, it’s important to remember that the g-propeller protein is not
an ideal candidate for finding substitutions that are better than wild type. Being a highly
evolved and extensive protein family, it is expected that evolution has found most of the key
interactions that are necessary for keeping the repeating regions together, and the protein
very stable and functional. For a computational algorithm to potentially map out these
interactions, though, is also interesting: this protein has seven-fold symmetry, which (pre-
sumably) can be exploited rather easily. Each repeat is relatively small in size for both

primary and tertiary structures. Then, it may be possible to limit the extensive search of
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sequence and conformational spaces to only two or three of the propeller blades, and still find
a more complete representation of all major coupled interactions in the protein. However,
the sampling used in the current analysis would need to be improved first: pairs and triplets
chosen for mutations should be picked based on a fewer criteria, and the approximations
used to gauge the effect of wild-type side-chain re-orientation should be computed more ex-
plicitly. With these additional amendments, a well-defined framework of interactions could
be determined and used for different purposes, from understanding interaction specificity
within each subtype of [ subunits (since the contributors to stability and binding can be
determined) to decomposing the interaction network to identify the most basic set of coupled
residues required for stability (providing a possible canvas for designing functionally different

proteins.)
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Chapter 5

General Conclusions

5.1 Introduction

Embedded in protein primary structure are the set of instructions that lay out important
molecular interactions required for a given protein to remain biologically functional: from
stabily folding into the correct three-dimensional structure, to associating with the appro-
priate binding partners, dynamically changing to accomodate allosteric mechanisms, and
more. For a given amino acid, accomodations can only be made towards satisfying all these
attributes of protein fitness, and several more, if amino acids can adopt multiple roles in
maintaining overall fitness. Understanding how amino acids take part in each aspect of
fitness, exclusively, requires careful analysis of how substitutions to wild type influence the
initial level of fitness.

Depending on how wild type is affected, mutagenesis studies can be used to eval-
uate the functional roles of amino-acid substitutions: replacing residues that are essential
to the aspect of fitness being studied should result in decreased fitness overall, while less
important ones will have little or no effect. Currently, several methods exist for mutagen-
esis, but are often limited to small proteins or peptides, or only focus on a specific region

of protein sequence space—for example, either mutagenesis is restricted to specific positions
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or domains, or the protein sequences may be predisposed to selection pressures, from natu-
ral evolutionary processes or pre-determined crtieria in directed evolution. Simultaneously
searching over protein sequence and structural spaces with the dead-end elimination and A*
search algorithms enabled the construction of an unbiased protein sequence space: as long
as the corresponding structure of a sequence was low in energy, it was included in analysis.
With far fewer constraints and biases than evolution- or sequence-based methods, a more
complete assessment on protein mutability or sequence invariance could be developed: ex-
haustively mutating all positions to all possible amino acids (except Pro and Gly) provides
a major advantage in understanding how molecular interactions are made in all situations,
whether fitness is improved, unchanged or worsened.

Computational protein design algorithms can explore protein sequence
spaces extensively. The heterotrimeric G-protein used throughout this study, G;aq 517,
was mutated at 685 positions to understand how single mutations can influence protein
fitness, defined here as a combination of structural stability and binding interactions. The-
oretically, the full protein sequence space has 13,700 sequences (His can adopt 3 possible
protonation states, so a different 20 amino-acid alphabet is used.) Among these, DEE/A*
was able to systematically find 13,586 of them (about 99% of the possible sequence space)
using about 8 weeks of computation time to evaluate all 40 protein conformations. These se-
quences were used to demonstrate that only one in three mutations may yield a sequence that
can stabily fold with similar stability as the wild type or better, and in total about 15% of
all sequences may be structurally stable and still bind with either Ga or the Sy-heterodimer.

All mutations were mapped out according to position in primary structure, and a
strong correlation between mutational robustness and structural context was found: mu-
tations adversely affected positions that are at the binding interface of Ga and the (-
heterodimer most, and compact, buried regions with well-defined secondary structures were
more difficult to improve than at loops or more solvent-exposed locations. These observa-

tions were consistent with what is well-known about protein secondary structure features.
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To validate that DEE/A* can make biophysically rational choices, the types of mutation
that maintained or improved both stability and binding interactions were compared to ex-
pected substitution rates derived from sequence alignments of known proteins. Although
the correlation was strong, it also verified that implementing DEE/A* to understand all
aspects fitness perfectly would not be possible here—several factors beyond structural sta-
bility and binding between cognate parters are involved to achieve fitness in biological sys-
tems, and these were not measured by the protocol. However, from using DEE/A*, a very
complete protein sequence space and their related structures becomes accessible, and the
computational resources used are considerably economical, especially when compared to the
hypothetical expenses of analogous biological experiments with the same level of unbiased
sampling through mutagenesis.

Stabilizing interactions follow radially symmetric patterns in 5 subunit. A
common problem in many approaches used to determined sequence—function relationships
is the limited description, if any, of amino-acid co-dependency between pairs of interacting
side chains. Amendments were made to the DEE/A* protocol to address how amino-acid co-
variation plays a role in maintaining structural stability. The structural space that DEE/A*
must search becomes significantly larger when an increasing number of positions are allowed
to simultaneously vary—a greater number of rotamers would need to be evaluated by the
algorithm—so pairs of positions were limited to the § subunit, and required to be within
a distance cutoff from each other. A smaller number of protein backbone conformations
were also used in the sequence-structure search for the same reason. From using only five
backbone conformations, about 700 unique pairs were consistently evaluated in total.

Coupled interactions were found throughout the 3 subunit, at varying magnitudes.
The structural integrity of the § subunit is well-recognized:[T25, 126, [38] the seven-fold
symmetry and orientation of anti-parallel sheets have been suggested to be very stabilizing
features for the S-propeller family. How mutational robustness affects the entire protein,

however, is less well-known. Regions of stability have been identified, and also proprosed
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in theoretical analysis based on [-propeller geometry, but mutagenesis studies are rarely
performed. To understand how the radial symmetry contributes to structural stability, a
reference blade was constructed to map out the repetition of coupled interactions. Positions
that were most frequently coupled were found at the central tunnel of the S-propeller protein,
and additional important interactions were found between them and adjacent -sheets, both
within the same strand a, but in a neighboring repeat, or at strand b within the same
repeat. Many of these interactions were found in all seven propeller blades, and most pairwise
mutations at these pairs of positions were generally less favorable than wildtype. Although
a meaningful network of interactions were formed from these coupled pairs, the symmetric
nature of the protein also suggested that co-dependency may be more extensive—a single
pair of positions might not be sufficient for holding two neighboring blades together, for
instance, and this motivated a search for significant coupling between a greater number of
positions.

Mutational robustness is more prominent with higher-order mutagenesis.
Relationships between different unique pairs were explored by constructing triplets from
coupled pairs of positions. Coupled interactions varied in the number of repetitions on the
reference blade, and the magnitude of epistasis. Each triplet was made from two pairs that
had a common position together, and over 250 triplets were evaluated. Only one protein
conformation was used as a compromise to being able to explore a broader set of triple
mutants.

While low-energy sequences could still be found, most remained less stable than wild
type; those that were initially observed as being favorable relative to the wild-type sequence
were never triple mutants—at least one position remained as the original wild-type residue,
indicating that favorable energetic changes were due to side-chain re-orientation instead of
a mutational effect. A gradual loss of fitness as mutations continued to accumulate could
also be observed, due to the availability of single- and double-mutant sequence spaces. On

average, the interactions by single mutants were sometimes stabilizing or were a modest
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improvement to wild type, but the fitness became worse when more mutations were added.
This change was not necessarily dramatic, and since all mutant sequences were relative to
wild type, it is possible that some mutant sequences improved in fitness, relative to a previous
state with fewer mutations in the context of a different reference state. More interestingly,
while this behavior was expected at highly conserved structural motifs, like DHSW or the
channel formed from strand a, similar patterns were found in all groups of triplets that
were evaluated. One possible interpretation is that the combined coupled effect is simply
stronger when a greater number of interactions are considered. On the other hand, it may
also be possible that important coupled interactions naturally happen on a larger scale for
this protein, but further validation is required to confirm this. Overall, these results are
important in demonstrating that evolution has a lot figured out—_-propellers are a common
protein fold, because the family has become highly evolved and provides a foundation for
modulating many different biological processes, and it is expected improvements on the
native sequence are difficult to make for this type of protein family.

Insight on amino-acid contributions to specific aspects of fitness. Although
sequences were found by DEE/A* based on a combination of structural stability and binding
interactions, the energy for each specific feature could be isolated for analysis. Decomposition
of the energy function is a primary reason why this computational approach could successfully
identify whether a mutation would have an impact on either aspect of fitness. The efficient
search over sequence and structural spaces is significant, because the relationship between
amino-acid sequences and three-dimensional structure can be understood. Most amino acids
in primary structure are expected to contribute towards protein folding interactions, because
correct protein function relies on tertiary structure; it was unsurprising to see that very
few positions could be mutated to a more favorable sequence than wild type. Very few
positions are found overall at the binding interface, and the DEE/A* results were able
to reveal where important interactions need to be made; all other positions had little or

no observable effect. Also, some trends were found in sequences that were similar to or
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better than wild type: amino acids that are either charged, polar or bulky have a lesser
probability of being found, compared to aliphatic residues and smaller ones. This tendency is
consistent with and expected for a typical protein. Charged and polar residues favor solvent-
exposed environments, for example, and most of the mutated positions are buried, so many
substitutions to these amino acids should be less favorable than wild type; discriminating
between amino acids in a way provides a more convincing argument that this computational

approach takes biophysical interactions into account.

5.2 Areas for improving the DEE/A* protocol

Implementing DEE/A* to address protein fitness requirements via mutagenesis can be a
helpful step in experimental design. The accuracy of DEE/A* has not been fine-tuned here
for imitating biology, but it can still provide a very thorough analysis on where changes could
ever be made in a given protein. For experiments on protein systems in which an appropriate
starting point may not be clear or obvious, applying this computational approach can be
especially helpful in gauging how substitutions may affect the protein of interest. In the
context of designing proteins, for example, the DEE/A* protocol could help identify regions
to avoid, areas to target, and general features of allowable substitutions, potentially reducing
a problem to a more manageable size. For a more accurate set of computational results, there
are a few aspects of this protocol that can be further improved.

Validation with biological experiments. A single change in amino acid can
completely alter protein tertiary structure, and the extent that proteins become unfolded or
disordered is difficult to predict. The reliability of the DEE/A* algorithm was tested using
alternative computational approaches, and the strongest correlation made to biology was
based on expected substitution rates from similarity matrices as well as structural studies
performed by others. Together, these approaches showed that the scope and details of protein

sequence space are reasonable and there is reason to be confident in the results. However, the
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ideal comparison is a more direct comparison with additional in vitro or in vivo experiments.
A problem with using G;a18172 as a model system is that heterotrimeric G-proteins are
very difficult to isolate and express; it would not be possible to exhaustively mutate this
protein outside of using computational algorithms, and while a number of studies exist
in describing heterotrimeric G-protein pathology and experiments have been performed to
evaluate binding interaction specificity for this family, the results are not always comparable
for this particular protein. A compromise for this may be to test specific mutations that
seemed interesting from the computational data. Alternatively, finding a protein system that
has been thoroughly explored with mutagenesis studies, like those from high-throughput
sequencing, would also be helpful. Protein sequences from these experiments have already
been screened for mutations that affect a specific type of binding interaction, for example,
and because protein size tends to be smaller for these experiments, a molecular dynamics
simulation may converge sooner, and a greater number of conformations from it could be
explored when implementing DEE/A*.

Accuracy of energetic calculations. As mentioned in Chapter B, a number of
energetic models could be used in concert with DEE/A*, and having a hierarchy of them can
be useful: good approximations can be made using coarser-grained energy models to filter
and separate more interesting sequences for evaluation with more intensive and accurate
calculations. Even without changing the energetic models that have been used in the current
setup, it is possible to take advantage of the structures that are generated from the DEE/A*
results. The comparison between using a rotamer library and energy minimization has
already been made here, and revealed that most conformations found by DEE/A* using
a modified Dunbrack-Karplus library are already in a low-energy state, and the Newton—
Rhapson algorithm could not improve further. It is reasonable to use an even finer rotamer
library with DEE/A* to understand mutational effects with even greater confidence, but
a more rigorous approach would be to take the mutant structures of interest and perform

molecular dynamics simulations on them, fully exploring related backbone and side-chain
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orientations.

Depending on how distant different mutations are on the protein, it may be possible
to simulate multiple mutations on a given protein all at once. If the positions are very apart,
only one trajectory that involves all of them may be needed; the results on each mutant
region can be analyzed separately and interpreting them should be more straightforward
than with proximal positions. Exploring very close mutations with a molecular dynamics
simulation, however, can also be very beneficial. While it may be harder to disentangle
the contribution of each side chain towards fitness, the trade-off is in providing additional
perspective on how coupled interactions are required for the protein system. The practicality
of doing any molecular dynamics simulation will partly depend on the protein size: longer
simulations may be required for accurate sampling of larger protein systems, for instance, but
the usage of computational resources for this may still be more affordable than attempting
biological experiments without a more careful assessment first.

Improving computational efficiency of algorithms. Searching over all amino-
acid rotamers at multiple positions that are allowed to change simultaneously has been
a bottleneck for completing triple-site mutations, and sometimes for pairwise mutations.
Accommodations were made by lowering the energetic cutoff for the A* search, and all of
the low-energy sequences found performed worse than wild type, providing reassurance that
favorable solutions were not missed despite reduced sampling. At the same time, these
solutions required several days of computing time to be found, so the results could seem
unsatisfying after such a long waiting time. There were also situations when a computing
node would run out of memory and could not evaluate all of the low-energy solutions. To
circumvent this problem, the DEE-pruned conformational space could be divided into more
manageable pieces, and the A* search algorithm may be futher adapted to evaluate them
using a parallel computing approach. Each sub-division could be assigned to a different node
for the A* search algorithm, but amendments would need to be made on how the heuristic

function is used. The entire set of DEE-pruned rotamers will not be on the same computing
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node, so evaluating the optimal path and the ones that follow it would need to be done more
carefully, and communication between processing nodes that are involved in the same search
problem would need to be considered. A possible solution to this is for each node to evaluate
the sub-division first, then merge the solutions from all processors that were given a part of

this task, and do a second evaluation based on the estimated values from the first.

5.3 Suggestions for future directions

Throughout this thesis, the protein sequences and corresponding structures found by the
DEE/A* algorithms have been used to address how protein fitness can be deconvolved, so
that the contributions of each amino acid in a heterotrimeric G-protein can be understood.
The efficiency of DEE/A* and scale of mutagenesis that can be performed by it is rather
exceptional, and a natural continuation would be to tackle related problems that would also
benefit from having a good approximation of a protein fitness landscape. In particular, a
few areas in protein evolution may be interesting to investigate.

Neutral mutations and network connectivity. Neutral mutations have been
known to provide some leeway for proteins to have otherwise deleterious mutations become
fixed into their protein sequences. In many ways, neutral changes open up inaccessible areas
of protein sequence space, and within this restricted area, there may be protein sequences
that can have improved stability and function as a consequence of naturally random mu-
tations. In neutral evolution theory, a widely accepted assumption is that most mutations
will have a neutral effect, and how the accumulation of neutral changes contribute to muta-
tional robustness for a given protein is not well understood. A common approach is based
on graph theoretical methods to illustrate the relationship between neutral mutations and
more progressive ones: unique sequences are represented by nodes, and edges are formed
between any pair of them if there is a pathway to change one into the next. With this rep-

resentation, highly connected nodes are thought to have more options for neutral evolution,
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and remain mutationally robust, while nodes with less connectivity have the ability to evolve
relatively sooner in a way that would improve or worsen fitness. Network modeling provides
many benefits to visualization, and can also follow many mathematical principles, which can
facilitate analysis and interpretation of sequence space.

Many theoretical analyses, however, have used very simple two-dimensional models,
such as hydrophobic—polar lattice models to demonstrate the results of neutral-mutation ac-
cumulation. An amino-acid sequence is often short (about 20 amino acids) and is represented
by beads that are either hydrophobic (H) or polar (P).[140, T41] The HP-sequence is simu-
lated, for instance with a Monte Carlo algorithm, so that positions can be moved on a lattice
to adopt a new final conformation, and then contact energy is assigned to all pairs of inter-
actions, depending on the type of interaction found (i.e. HP, PP or HH.)[I42, 143, 144, [45]
Mutations can also be made to the beads, switching hydrophobic ones into polar or vice-
versa. These lattice models have been helpful in illustrating how common neutral changes,
defined by energetic thresholds, are distributed within the given model, but these represen-
tations are an obvious over simplification of how proteins behave in biology. Amino acids
follow more complicated rules, and there are more computing resources available now than
when the first lattice models were used to understand proteins.

A more direct comparison between neutral evolution models and biology would need
to evaluate tertiary structure, and use realistic amino-acid models while doing so. The
DEE/A* protocol would be an ideal solution for this problem: mutations could be evaluated
according to how fitness changes as mutations accumulate, as seen in previous chapters.
However, rather than compare all mutant sequences to wild type, a different frame of refer-
ence could be used instead. Mutations should be compared to the set of neutral sequences
that were found, for example, or it may also be reasonable to choose the worst-performing
sequence (highest energy, according to the A* search) as a reference point to demonstrate
how fitness can be improved from it, continue to a plateau (become neutral) and possibly

improve further. A concern here may be in simulating enough sequences to have adequate
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sampling for reaction coordinates on the mutagenesis landscape, but even if a single back-
bone conformation (rather an ensemble of them) is used with DEE/A*, a better resolution
for how amino acids behave and interact can be produced.

Adaptive pathways in directed evolution. A similar exploitation of large-scale
computational mutagenesis would be in understanding how adaptive evolutionary pathways
can be found. In directed evolution experiments, background mutations have an important
supporting role in helping target mutations that are expected to improve fitness become fixed
into a sequence. These types of experiments may find a few or several combinations of mu-
tations that can achieve a desired level of fitness; DEE/A* can be applied here based on the
pathways already found to see if there can be any more. Known mutation pathways should
be used as a starting point to calibrate the algorithms as a way to ensure that improve-
ments in fitness can be detected, since biological experiments are available for comparison.
Alternative mutations could be limited to positions that are identical to the ones found on
these directed-evolution pathways, ones that are in the vicinity and also ones that may be
more distant and allosterically linked. Limiting the number of positions would reduce the
size of conformational space that needs to be searched. This analysis could potentially pro-
vide insight on how much the protein has already evolved. Furthermore, depending on how
extensively protein sequence space is explored, situations in which having background mu-
tations as a necessary intermediate step for fixing a desired mutation into a sequence could
become more apparent, and DEE/A* could be used then to develop a predictive framework

for designing directed evolution experiments.
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