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B-propeller proteins are common in nature, where they are
observed to adopt 4- to 10-fold internal rotational pseudo-
symmetry. This size diversity can be explained by the evolu-
tionary process of gene duplication and fusion. In this study
we investigated a distorted g-propeller protein, an appar-
ent intermediate between two symmetries. From this tem-
plate, we created a perfectly symmetric 9-bladed B-propeller
named Cake, using computational design and ancestral se-
quence reconstruction. The designed repeat sequence was
found to be capable of generating both 8-fold and 9-fold
propellers which are highly stable. Cake variants with 2
to 10 identical copies of the repeat sequence were charac-
terised by X-ray crystallography and in solution. They were
found to be highly stable, and to self-assemble into 8- or 9-
fold symmetrical propellers. These findings show that the
B-propeller fold allows sufficient structural plasticity to per-
mit a given blade to assemble different forms, and provide a
potential explanation for the wide diversity of repeat num-

bers observed in natural propeller proteins.

KEYWORDS
Protein design, Protein crystallography, Protein evolution

* Equally contributing authors.




2 | Bram Mylemans et al.

1 | INTRODUCTION

In 1966 Dayhoff suggested, on the basis of internal sequence symmetry in ferredoxin, that protein domains have arisen
from smaller peptides [1]. Since then, more evidence has been collected in support of this model of protein evolution.
Many more proteins with internal symmetry have been discovered, and similar sequence motifs have been found in
distinct and unrelated protein folds, indicating descent from a common ancestor. Although the exact mechanism by
which complex protein domains may have evolved is unknown, it is clear that gene duplication and fusion are highly
likely to have played a significant role [2, 3, 4]. While DNA recombination events may connect sequences encoding
domains with unrelated folds, they are also highly likely to yield genes with tandemly repeated elements. Such repeats
occur in 14% of proteins [5]. They can roughly be divided in two categories, repeats that form an open structure and
those with a closed structure. In open structures, the repeats are arranged linearly or in a helix with a large pitch;
each repeat only interacts with its direct neighbours, so the number of repeats is not constrained. Examples of this
group include the Ankyrin and Leucine-Rich repeats. In contrast, the closed structures are arranged around a central
axis; repeats share a hydrophobic core and the repeat number is fixed. Two common examples are the g-trefoil and
TIM-barrel families [6, 7]. Several classes of repeat protein have been targeted for design, most notably the DARPin
proteins (from Ankyrin repeats), Symfoil (from B-trefoils) and a de novo TIM-barrel [8, 9, 10]

B-propeller domains share properties with both the open and closed repeat proteins. They have a closed struc-
ture, built from 4-stranded anti-parallel g-sheets, known as blades, fixed around a central symmetry axis. However
the number of blades is not fixed and they possess a central channel instead of a hydrophobic core [3, 11]. B-propeller
domains possess four to ten blades, and display a wide variety of functions, including enzymatic activity, genetic regu-
lation and mediating protein-protein interactions [12]. The relative simplicity of their architecture and large sequence
variation make them interesting evolutionary study tools and possible building blocks for protein nanotechnology.

In previous work to demonstrate the feasibility of evolution by duplication-fusion for this family of proteins, the
process was reverse-engineered to create a perfectly symmetrical 6-bladed propeller protein called Pizzaé [13]. Pro-
teins containing only two or three copies of the Pizza repeat sequence, Pizza2 and Pizza3, were observed to multimer-
ize to reconstitute the original 6-bladed architecture. Proteins with different numbers of repeats were observed to
self-assemble into larger complexes containing multiple 6-bladed propeller units. The 8-bladed propeller Tako8 was
designed by a similar procedure, and its crystal structure agreed closely with the expected model, but truncated ver-
sions in this case (such as Tako2 and Tako4) failed to assemble stably as a g-propeller [14]. Studies of Pizza and Tako
gave no suggestion that either repeat was capable of forming a structure with different symmetry from the template
used in the design. This result was also observed in other studies and in other closed repeat domains. Sometimes
the difference in the number of repeats and the symmetry of the fold is compensated by a domain swap as was
demonstrated by the group of Tawfik. The 5-bladed propeller architecture of tachylectin-2 could be reconstructed by
fragments carrying only two blades; one polypeptide was found to contribute one blade to each of two 5-bladed units,
so that five polypeptide molecules fold into a single complex [15]. Similarly Lee and Blaber reported a symmetrical
trefoil-fold protein, named Symfoil; a double repeat of the Symfoil motif was shown to trimerize into two complete
three-bladed trefoil domains [9].

This use of domain-swapping to preserve local symmetry appears to be characteristic of repeat-motif proteins
with a fixed repeat number and a hydrophobic core. As noted above however, 3-propellers have neither, and thus one
might expect that they would show greater structural plasticity, more like linear repeat proteins. This property could
allow the removal of one blade without resulting in misfolding. It can be imagined that such malleability may greatly
increase the ease of evolving a wide variety of B-propellers with either odd or even symmetry. Structural plasticity

has recently been observed in the assembly of fragments containing two to five repeats of a 7-bladed WD40 propeller
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FIGURE 1 Overview of the computational design strategy. The incomplete propeller 3HXJ (A) was used as a
template. The first, second, third and eighth repeats showed significant deviations from the desired topology, and
were therefore excluded from the design. The remaining four repeats were symmetrically assembled with 7-, 8- or
9-fold symmetry using the SymDock protocol of Rosetta [17] (B). Based on these repeats, a total of 2000 ancestral
repeat sequences were calculated using the FastML server [18]. These ancestral sequences were mapped onto the
created backbones. The resulting structures were scored with both the Ref2015 and Talaris2014 scoring functions
and additionally, the backbone deviation from the template was calculated. Plots of the rmsd against Ref2015
energy score are shown for all three symmetries. For each symmetry, one or two sequences with lowest energy or
rmsd were selected for experimental testing. The sequence Cake9 is shown as the blue dot on the plot for models
wit 9-fold symmetry. This sequence is also shown as a C, trace (C).

[16], but to date it has not been demonstrated in a single polypeptide that forms a complete propeller.

To investigate further the degree to which symmetry is determined by blade sequence or blade number, we
applied ancestor reconstruction to a naturally occurring pseudo-symmetric g-propeller with a distorted architecture
but high sequence similarity between blades. The resulting symmetric designer protein could self-assemble from
fragments and adopt two different architectures depending on repeat number, providing more evidence for structural

plasticity as an evolutionary pathway leading to propeller proteins with different symmetries.

2 | RESULTS

2.1 | Computational Design

B-propeller proteins in the PDB database were identified by using the 8-bladed propeller BamB (PDB:3P1L) [19]
as a query for structure-based alignment with DALI [20]. Among the results was PDB model 3HXJ, the structure

of an incomplete propeller domain, which was determined as part of a structural genomics project. The protein,
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from Methanococcus maripaludis, remains poorly characterised but may possibly be an oxidoreductase. The sequence
identity with the quinoprotein ethanol dehydrogenase from Pseudomonas aeruginosa (PDB entry 1FLG) [21] is only
28.5% however, so the true function of the protein remains unproven. RADAR analysis [22] revealed that the protein
sequence consists of eight conserved repeats. The structure however is not a complete globular g-propeller, but
reminiscent of a cake with a slice taken out. Although the sequence consists of eight highly similar repeats, only six
blades are found in the structural model, with the remaining repeats adopting a different conformation.

It thus seems possible that this protein represents an evolutionary intermediate, a recent duplication or deletion
having resulted in a protein whose repeat number does not match the symmetry favoured by the sequence. The
parent sequence of the blades might be more compatible with a 7- or 9-bladed propeller instead of an 8-bladed one.
This structure therefore presents an interesting template for engineering a perfectly symmetrical protein, to discover
whether the presumed ancestral sequence preferred to fold with seven, eight or nine blades.

We used a design method described previously [23], based on ancestral sequence reconstruction and symmetrical
templates. A schematic overview of the method is given in figure 1. Rosetta symmetric docking (SymDock) [17] was
used to create 7-, 8- and 9-fold circular symmetrical backbones from the models of these four blades. The lowest
energy template with correct domain folding was retained for each symmetry. All models and corresponding Energy -
RMSD plots are shown in figure 2, in the last column a structural alignment between the best model for this symmetry
and the template protein 3HXJ is shown. 2000 possible ancestral sequences were mapped onto the templates of
different symmetry, yielded energy scores and the structural deviations from the starting structure. Five amino acid
sequences were selected for experimental testing based on the energy and rmsd scores, one 7-bladed model, two
8-bladed models and two 9-bladed models. Next, these amino acid sequences were reverse-translated to nucleic acid
sequences and codon optimised for expression in E. coli (Tab. S1). These five sequences were ordered pre-cloned into

the pET28 expression vector to allow production of each protein under the control of IPTG.

2.2 | Protein purification, crystallisation and biophysical analysis

The proteins were expressed and purified using standard methods similar to those employed with Pizza and Tako [13,
14]. The 7-bladed propeller construct failed to express, and both 8-bladed constructs aggregated during purification.
The two 9-bladed constructs could be purified, and were subjected to crystallisation trials. Only one of these yielded
crystals (that diffracted to 1.43 A) and was used for further studies. This protein was named Cake9. The structure
was solved using molecular replacement with the computational model. In figure 3, the obtained crystal structure is
aligned on the computational model, the rmsd over all Ca atoms is 1.1 A.

Genes were constructed to express proteins consisting of different numbers of tandem copies (1 to 10) of the
same sequence motif, respectively referred as Cake1 to Cake10. These Cake derivative proteins could all be expressed
and purified, but Cake1 did not appear to be monodisperse and was not investigated further. CD spectroscopy shown
in figure 4A indicated that each protein was well-folded and highly stable to thermal denaturation. From the thermal
denaturation curves in figure 4B Cake7, Cake8, Cake9 and Cakel10 were found to be more stable than the smaller
proteins such as Cake2 and Cake3, which were the least stable.

With the exception of Cake7, all the proteins crystallised (Tab. S2) and the X-ray structures were solved at high
resolution without any conformational outliers. (Tab. S3). The resulting crystal structures are shown in figure 5, the
crystals and crystal packing are shown in figure 6. Cake3 trimerized to reconstitute the 9-bladed architecture. Cake10,
Cake5 and Cake2 all adopted a 9-bladed architecture with one disordered repeat motif. Cakeé6 formed a domain-
swapped trimer, with two 9-bladed propellers. Cake4 and Cake8 were found to adopt an 8-bladed architecture, with

Cake4 forming a dimer. The oligomerization state in solution was analysed by size exclusion chromatography, see
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FIGURE 2 Overview of all SymDock templates. Four repeats were used to create a symmetrical template on
which ancestral sequences could be mapped. A template was made with each symmetry. The best scoring template
is shown as cartoon each time. All other generated structures were compared to this best scoring one to generate
an RMSdD Energy plot. The templates based on repeat 4 were chosen for all symmetries because they had the
lowest energy and a clear folding funnel. On the right a cartoon of the chosen template is shown on top the natural
template protein 3HXJ as C, ribbon

FIGURE 3 Superposition of the designed structure (white) with the crystal structure of Cake9, The rmsd
between them is 1.1 A (A). Superposition of a single blade with the side chains shown (B).
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FIGURE 4 Biophysical characterisation of Cake variants. The circular dichroism spectra of all proteins are nearly
identical (A). Melting points were determined by following changes in the CD signal at 218 nm (B). All the proteins
are stable up to at least 50° C, but the shorter repeats have lower melting points. Cake8 and Cake9 have very similar
stability, despite adopting propeller forms with different symmetry. Size exclusion chromatography (SEC) (C) and
analytical ultracentrifugation (AUC) (D) data correspond well to the crystal structures. Cake4 and Cake8 form the
smallest structures. Cake2, Cake5 and Cake10 proteins are slightly larger than Cake3 and Cake9 because of their
one unstructured repeat. Cakeé forms a larger trimeric complex with a total of 18 repeats making two 9-bladed
propellers as confirmed by X-ray diffraction. The data for Cake7 suggest it forms a tetramer with a total of 28
repeats, implying it forms three linked 9-bladed propellers.

figure 4C, analytical ultracentrifugation, see figure 4D and nano-electrospray mass spectrometry (Tab. S4).

3 | DISCUSSION

Here we have attempted to reform a 8-fold protein repeat sequence that adopts a distorted propeller structure. This
protein could represent an evolutionary intermediate, whose underlying repeat sequence is more compatible with
a 7- or 9-bladed propeller. Perfectly symmetrical proteins were computationally designed from this template, in an
attempt to retrace its evolutionary pathway and discover the preferred form of the putative ancestor. A 9-bladed
protein, Cake9, was successfully produced, whose high-resolution crystal structure closely matched the design model.
Although many B-propeller structures have been reported, there is only one 9-bladed propeller known so far, elF3
(PDB:4NOX) [24]. elF3 is classified as a WD40 family protein, with a characteristic tryptophan-aspartate interaction
in each blade, but Cake9 lacks this feature and there is no significant sequence or structural similarity between the two
proteins. While the design of a 9-bladed propeller was successful, all 8-bladed designs aggregated and the 7-bladed
design failed to express. This could indicate that the 9-bladed architecture is preferred, even though the natural
protein only possesses eight repeats. A sequence and structural alignment of the successful cake sequence and failed
8-bladed designs is shown in figure 7A. The sequence difference between the successful and aggregating sequences
is only minor. An additional charge in the Cake protein might explain why it remained in solution instead of forming
aggregates. Only one of the two 9 bladed designs could be crystallised. From the Size exclusion chromatogram shown
in figure 7B, we speculate that the unsuccessful 9bestE protein might adopt an 8-fold propeller architecture and is
thus more difficult to crystallise.

Removing one blade from Cake9 gave a perfectly symmetrical monomeric 8-bladed propeller (Cake8) with similar
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FIGURE 5 A structural overview of all other repeat mutants. Cake2, Cake3 and Cake10 all adopted the single
9-bladed propeller structures, leaving one blade unstructured in Cake2 and Cake10. Cake6 formed two 9-bladed
propellers linked by a domain swap. Cake4 and Cake8 folded as eight-bladed propellers (A). The electron density
around the connectors of Cakeé is shown as a 2Fo-Fc map at sigma level 1 (B).

stability. This is to our knowledge the first instance of a monomeric protein that adopts a different stable and folded
structure if the sequence is extended or reduced. While oligomeric proteins are generally found to have rigid, fixed
subunit stoichiometry, it has been observed that the 11-meric TRAP protein is able to form 12-mer rings in the
presence of its partner anti-TRAP protein [25]. A similar shift in symmetry is brought about by making tandem copies
of the protein [26]. Similar structural plasticity in fragment assembly has also been shown in -propellers in a study last
year by the group of Lupas, which addressed the question of structural diversity in propellers with different numbers
of identical blades [16]. Stable proteins were created by expressing tandem copies of a blade, based on the natural
7-bladed propeller PkwA, as a single polypeptide. 3-, 4-, and 5-fold repeats each gave dimeric proteins, whereas the 2-
fold repeat protein gave a tetramer with 8-blades in total. Unfortunately none of these proteins could be crystallised.
Different results were obtained with the protein WRAP, which contains 14 nearly identical blades that form two 7-
bladed propellers. In this case, 2-, 3-, 4-, and 5-bladed fragments did crystallise. The 2- and 4-bladed polypeptides
both formed an 8-bladed complex, whereas the 3-bladed polypeptide produced a trimeric 9-bladed protein. This blade
sequence is therefore also capable of adapting to different symmetry, and yields different structures depending on the
number of tandem copies in the polypeptide. The 5-bladed fragment produced an unexpected result, with one subunit
forming five identical, normal folded blades, and its partner making only four, which were inverted with respect to the
first subunit. In this case the plasticity extended beyond a simple expansion of the propeller, and accommodated an
excessive number of subdomains by a dramatic rearrangement of the dimer. The multimeric WRAP assemblies were
not symmetrically arranged around a central axis and it seems that the interface between fragments also provides
some structural flexibility. Although fragments could assemble into 8- and 9-bladed propellers, it is unclear whether

monomeric constructs would adopt the same conformations [16].

Previous experiments on the artificial symmetrical propeller proteins Pizzaé and Tako8 showed a notable reluc-
tance to adapt their architectural symmetry if their sequences are cut or extended by one repeat; Tako7 failed to
express and Tako9 gave an 8-fold propeller [14]. Since these proteins were designed from pseudo-symmetrical 3-

propeller templates, the resulting sequence motifs may inherently favour the original symmetry very strongly.
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FIGURE 6 Pictures of all the diffracted crystals and the corresponding crystal packing viewed form the three
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FIGURE 7 Comparison of Cake with the unsuccessful designs. A sequence and structural alignment of Cake to
the 8-bladed proteins. Cake is coloured gray, 8bestE orange and 8bestRMSD blue. The amino acids were the
proteins differ are shown as sidechains the other parts of the protein as ribbon. The differences between the
proteins are minor, most notably is the lack of glutamate on position 15 an the presence of phenylalanine on
position 28. The additional charge could make Cake more stable while the larger phenylalanine could hinder core
packing (A). Size exculsion chromatogram of 9bestE, Cake8 and Cake9. 9bestE corresponds more with Cake8 than
with Cake9 indicating it might favour the 8-bladed propeller (B).

We also studied different repeat fragments from two repeats (Cake2) to ten repeats (Cake10) for their ability to
assemble. While Cake4 adopted the 8-bladed propeller form, most fragments favoured the 9-bladed propeller, as
can be seen in figure 5. This fold was even preferred if one blade remained unstructured, as was the case for Cake2,
Cake5 and Cake10. Cakeé formed a trimer by domain swapping to create a double 9-bladed propeller (fig. S5), in a
similar manner to the two interconnected 5-bladed tachylectin-2 complex observed by the Tawfik group previously
[27]. From the biophysical data indicating that Cake7 adopted a tetramer, we assume the complex formed a total of
three 9-bladed propellers, but this could not be verified by X-ray crystallography. The crystal structures all exhibit a
perfectly symmetrical architecture. All proteins had a high thermostability, interestingly the Cake10 variant has the
highest resistance. We theorise this could be due to the unstructured blade allowing for the adaptation of a different

conformation.

Interestingly the inner ring of either Cake toroid carries uncompensated negative charges, while positive charges
are situated around the outer rim. In the case of Tako8 protein, similar separation of charge led to instability at low salt
concentration, and inability to assemble from fragments carrying two or four blades, but this was not observed in the
Cake protein. One explanation may be the more hydrophobic core of the Cake proteins, compared to the hydrophilic
core of Tako8, with conserved hydrogen-bond networks between Trp-Ser-Asp-His residues of the adjacent blades
which are more stable in a solute-exposed environment. The differences between the Cake8 and Tako8 protein are

shown in figure 8.

The different folds of the natural template, PDB:3HXJ and the closest sequence and structural relative found
by BLASTP and DALI, BamB (PDB:4XGA) [20] are compared in figure 9, which shows an alignment of the whole
protein and alignments of all the individual blades. We also calculated the distance to the central axis and between
neighbouring blades, the tilt angle between the blade and the central axis and the dihedral twist angle between the
central axis and each blade. The rotational angle was calculated by CE-SYMM, which can identify internal symmetry
in proteins [29]. The individual blades of Cake8 and Cake9 are very similar having only 0.2 A rmsd. They show no
significant changes in the parameters except the inter-blade distance and the tilt and twist angles. The small changes
in twist and roll angle appear to be caused by the slight deviations observed in the connecting loop region, which
allows the Cake motif to compensate for the loss or addition of a single blade. Interestingly the distance parameters,
and more notably the rotational angles, of blades 4, 5, 6 and 7 in PDB model 3HXJ lie in-between those of the Cake8
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FIGURE 8 Comparison of electrostatics of Cake8 and Tako8 (PDB: 6G6M) calculated with Adaptive
Poisso-Boltzmann Solver in PyMOL. In both proteins, the inner channel is strongly negatively charged while the
outside contains multiple positive charges. In case of Cake8, the negative charge is most prevalent on one side of
the channel (A). In Tako8 a strongly conserved network consisting of Trp-Ser-His-Asp is present, this motive is
absent in Cake8 which has a more hydrophobic core (B). In between the adjacent blades of the Cake protein, the
hydrogen bonds are formed near the polar exterior. A similar but larger network can be found in Tako8 (C).

TABLE 1 Structural comparison of blade geometry between designed and natural proteins

Cake8 Cake9 3HXJ BamB
a 6.6 £ 0.1 8.4+0.1 74+04 7.0+09
b 10.9+£0.1 13.0£0.1 11.3+£03 109+0.7
[« 5.1+0.1 5.7+0.1 54+05 56+0.6

d 8.3+0.1 8.8+0.2 8.4+0.9 8.4+1.1
e 13.1+0.1 129+0.1 133+09 13.7+1.6
f 14.6+0.1 14.5+0.1 144+02 149+06
o 45.0° 40.0° 42.6° 45.0°

B 11.0°+03 14.0°+04 10°+3 4°+4
y 283°x05 321°+04 26°+3 24° £ 6
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3HXI BamB (4XGA)

FIGURE 9 Comparison between Cake8, Cake?, the design template and the closest natural relative. Alignments
of Cake8 (Orange) and Cake9 (teal), as the full protein, two subsequent repeats and a single repeat with side chains
shown (A). This shows that the overall structure is different but the individual blades are almost identical.
Alignments of all blades of Cake8, Cake9, 3HXJ used for the design and the closets relative BamB (4XGA) [28] show
that the conformations of side-chains pointing into the proteins core are conserved (B). Side-chains facing the
solvent are flexible in both proteins . To compare, the propeller structures average parameters were calculated in
both designed and natural structures see table 1 (C). (a), (b) the distance between reference atom in inner strand and
central axis. (c), (d), (e), (f) distance between two subsequent inner or outer strands respectively. (a) rotational angle
as was calculated with CE-Sym [29]. () dihedral angle between inner strand and central axis. (y) tilt of the blade
against the central axis.
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FIGURE 10 Propellers with strange sequence inserts. The structure of the Skp-1-Fbw7 complex (PDB:20VP) is
an eight-bladed propeller. This protein belongs to the WD40 family, but the last repeat does not possess this
sequence. A multiple sequence alignment shows that this blade is distinctly different from the other 7 repeats,
indicating this blade possibly has a different evolutionary origin (A). The structure of yeast Sec13/31 (PDB: 2PMé)
consists of two chains, one comprising a -propeller with 6 blades while the other chain inserts one blade, creating a
full seven-bladed propeller. A sequence alignment and phylogenetic tree shows that the sequence of this inserted
blade is not related to the sequences of the others (B)

and Cake9 crystal structures, indicating that the Cake motif has recapitulated the preference of these template blades
for a rotation angle between 45° and 40°, and therefore a symmetry between 8- and 9-fold (Tab. 1). BamB appears

more similar to Cake8 than Cake9, but the variations between blades are too large to give a conclusive result.

7-bladed B-propellers are the most commonly observed and are theorised to be the most stable [30, 31]. Yet
there seems to be no easy route to add or remove a single blade from an ancestral protein, as previously reaffirmed
by the Pizza and Tako studies. Additionally, within the g-propeller proteins, there are a number of sequence families
that include proteins with different blade number. For example, keap1 and galactose oxidase are respectively 6- and
7-bladed kelch-repeat proteins [32, 33]. One observed way to change rotational symmetry is the insertion of a blade
with an unrelated sequence. In the Fbw7-Skp1-Cyclin E Complex (PDB:20VP), a propeller with seven WD40 repeat
motifs is completed by an unrelated sequence that may have evolved to fit into an existing protein, shown in figure
10A. Natural propeller proteins are also known in which a partner protein supplies one blade; this can be observed
for example in yeast Sec13/31 (PDB:2PMé), shown in figure 10B. [34].

These examples hint at a widespread role for structural plasticity in the evolution of repeat proteins, but such flex-
ibility is notably absent from known present examples of propeller proteins, whether natural or artificial. Duplication
or deletion processes that generate forms with a change in symmetry from the immediate precursor are likely to give
proteins that are unstable, and subsequent evolution may well reinforce the new symmetry simply by selecting more

stable variants. Protein structures such as PDB:3HXJ may well represent alternative means of stabilising a propeller
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with the “wrong” number of repeats, and it is therefore instructive to test experimentally how many the “right” number
might have been. At the same time, it might be expected that the derived sequence shows a little more structural flex-
ibility since the template never underwent a prolonged period of evolutionary fixation as a complete propeller. The
designed Cake sequence provide more evidence for structural flexibility in B-propellers. Nonetheless, this is a very
idealised case in which a single sequence is repeated. In nature the evolutionary pathway would be more complex,
with sequences undergoing mutation and selection in between duplication events. A recent study of bacterial outer
membrane B-barrels suggested that the number of structural repeats may diversify from that of a parent sequence
through more complicated mechanisms than simple duplication [35]. It is unclear whether this would also be the case
for B-propellers as a previous bioinformatics study could not identify sequence repeats longer or shorter then a single
blade [3].

The self-assembling behaviour of the Cake sequence suggests it may prove to be a useful building block for bio-
nanotechnology, where it can be fused to other units to create large assemblies. Variants of Pizzaé have demonstrated
potential as an enzyme and a template for mineralisation [36, 37]. Cake8 and Cake9 have a larger central cavity than
Pizza, which may prove suitable as a binding site for ligands or a catalytic site. Engineering such properties into this

region of these proteins would still allow them to crystallise readily, creating a stable matrix with chosen symmetry.

4 | CONCLUSION

Starting from an incomplete 3-propeller protein, we have designed a novel, symmetrical protein named Cake to study
the role of structural plasticity in the evolution of B-propeller proteins. The Cake protein is stable as both an 8- and
9-bladed propeller, showing structural plasticity in monomers for the first time. Proteins consisting of two to ten
identical repeats of the Cake motif were found experimentally to form either the 8- or 9-bladed propeller fold. This
sequence shows that structural plasticity is possible and might have played a role in the evolution of B-propellers

proteins. This structural flexibility might make the Cake protein an interesting building block for bionanotechnology.

5 | MATERIALS AND METHODS

| Computational Protein Design

The selected protein with PDB code 3HXJ has only six complete blades. The intact repeats were isolated and aligned.
Repeats with a distorted conformation, or that did not align well, were removed to leave repeats 4, 5, 6 and 7. Rosetta
symmetric docking (SymDock) [17] was used to create 7-, 8- and 9-fold circular symmetrical backbones from the mod-
els of these four blades. The lowest energy template with correct domain folding was retained for each symmetry, and
joined into a single backbone structure with Molecular Operating Environment (MOE) (Chemical Computing Group)
(Fig. S1). The sequence alignment of these 4 repeats and the corresponding phylogentic tree was further used to
generate a set of 2000 putative ancestral consensus sequences using FastML [18]. These ancestral sequences were
then mapped with suitable symmetry onto the backbones using a pyRosetta script [23], followed by a short energy
relaxation with the Fast Relax protocol. For each sequence two energy scoring functions, Talaris2014 and Ref2015,
and rmsd deviation to the symmetrical template were calculated. Sequences resulting in a low energy score in both
scoring functions and those with a low rmsd deviation from the ideal symmetric backbone were retained. For the
7-bladed models the low-energy conformation had a very high rmsd deviation; only the sequence with the lowest

rmsd difference was evaluated further. Two repeat sequences were chosen for each of the 8 and 9-fold symmetrical
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designs (Tab. S1). These selected sequences showed sequence similarities with the template protein between 64%
and 68%. A schematic overview of the design is given in figure 1.

| Protein Expression and Purification

DNA sequences were assembled by reverse-translating the protein sequence and optimising codon usage for E. coli.
Using Ndel and Xhol restriction sites, synthetic genes were introduced into pET-28b(+) vector, encoding an N-terminal
thrombin-cleavable His-tag fused to the desired protein. BL21 (DE3) E. coli cells were transformed with the vector,
and 1 L expression cultures were grown until an optical density (OD) of 0.6 at 600 nm was reached. IPTG (0.5 mM) was
added to induce expression and cells were pelleted. Cells were lysed by suspending and incubating it in 30 mL buffer
50 mM NaH,POy, pH 8, 300 mM NaCl, 10 mM imidazole, 50 ng lysozyme and PMSF (final concentration of 1 mM) on
ice, followed by sonication (Branson Sonifier 450, VWR international) and centrifugation. The supernatant containing
the soluble protein was filtered (Whatman filter, GE Healthcare) and loaded on nickel nitrilotriacetic acid (Ni-NTA) resin
(Qiagen GmbH) equilibrated with 30 mL buffer 50 mM NaH,PQy, pH 8, 300 mM NaCl, 10 mM imidazole. The flow-
through was collected and the column was rinsed with the same buffer followed by 50 mM NaH, POy, pH 8, 300 mM
NaCl, 25 mM imidazole. The protein was eluted with 50 mM NaH,PO4, 300 mM NaCl, 300 mM imidazole. The
fractions were analysed by SDS-PAGE and those containing the His-tagged protein were collected. The protein was
subjected to thrombin while being dialysed overnight against 50 mM NaH, POy, pH 8, 300 mM NaCl using SnakeSkin
Dialysis Tubing (Thermo-Fisher Scientific). The protein was reloaded on the Ni-NTA column and the flow-through
containing the protein (verified by SDS-PAGE analysis) was collected. The protein solution was concentrated to a final
volume of ca. 1.5 mL using Vivaspin 15R (Sartorius AG) and loaded on a HiLoad 16/600 Superdex™ 200 prep grade
column (GE Health care) equilibrated with 20 mM HEPES, pH 8, 300 mM NaCl. The fractions corresponding to the
main peaks were collected. 1 mg/ml samples of each protein were loaded onto a Superdex™ 200 increase 10/300
(GE Health care) equilibrated with 20 mM HEPES, pH 8, 300 mM NaCl to get analytical data.

| Crystallisation

Protein samples were concentrated to ca. 10 mg/mL and dialysed overnight against 20 mM HEPES, pH 8 to remove
sodium chloride. Cake3 spontaneously assembled into crystals during this process, however diffraction quality was
low. Crystal screening was performed with a Gryphon robot (Art Robbinson instruments, Sunnyvale, USA) using sitting-
drop 96-well plates (Swissci UVXPO MRC Crystallisation Plate™, Hampton Research) and Screening Suites (Qiagen).
Optimisation experiments were set up in 24-well hanging drop crystallisation plates (24-well XRL Plate, Molecular
Dimensions) with 250 L reservoir solution and hanging drops consisting of 1 uL 10 mg/mL protein and 1 uL reservoir

solution.

| Crystallographic Analysis

Crystals were cryoprotected using the crystallisation liquor with added glycerol (25%, v/v) and flash frozen in liquid
nitrogen. X-ray diffraction data were obtained at beamline 1-04 of Diamond Light Source (Oxfordshire, United King-
dom) and Proxima 1 at Soleil Synchrotron (Saint-Aubin, France). Diffraction images were processed with XDS [38]
and scaling was achieved using AIMLESS [39], part of the CCP4 suite [40]. Molecular replacement using the designed
structures as search models was performed with Phaser [41]. Refinement was carried out with phenix.refine [42] and
by manual model building with Coot [43]. Cake2, Cake5 and Cake10 were refined with phenix rosetta refine before
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getting optimised with the standard phenix protocol [44]. Figures were made with PyMOL [45]. MolProbity was used
for validation of the completed structures [46]. All protein structures were deposited in the PDB and assigned the
following codes: 6TJB (Cake2), 6TJC (Cake3), 6TJD (Cake4), 6TJE (Cake5), 6TJF (Cakeb), 6TJG (Cake8), 6TJH (Cake9),
6TJI (Cake10).

| Circular Dichroism

Circular dichroism (CD) spectroscopy was performed on a JASCO J-1500 spectrometer (JASCO). Protein samples
(0.05 mg/mL, in 20 mM phosphate, pH 7.6) were analysed using a 2 mm path quartz cuvette at 20° C. The molar
ellipticity was measured from 200 nm to 260 nm.

Thermal unfolding experiments were carried out whereby CD spectra of the samples were measured at increasing
temperature from O to 95° C. First, preliminary measurements were performed in steps of 5° C at wavelengths 200
- 260 nm. This allowed the creation of a heat map which enabled us to choose a wavelength sensitive for secondary
structure loss. Subsequently, the unfolding experiment was repeated with the chosen wavelength (218 nm) in steps
of 0.2° C. Fitting to calculate melting temperatures was done using equations 1 (for two-state unfolding) and 2 (for
three-state unfolding) with AG = AHp, [1 - %] [471.

exp ZAG
. _ P =T
Signal = an + (ap + BpT) — 5 (1)
1+exp %7
-AG;
. n exp
Signal = an + (ap + BpT) ! R_TAG
M +n2 1+ exp %7 @
-AG
ny exp “z7*
-AGy

M +M2 1 +exp %7

| Analytical Ultracentrifugation

The sample concentration was estimated as 1.0 mg ml~" from absorbance at 280 nm. Sedimentation velocity exper-
iments were carried out using an Optima XL-I analytical ultracentrifuge (Beckman-Coulter) using an An-50 Ti rotor.
Cells with a standard Epon two-channel center-piece and sapphire windows were used. 400 pL of the sample and
420 L of the reference solution (50 mM potassium phosphate pH 7.4 and 0.1 M NaCl) were loaded into the cell. The
rotor was kept stationary at 293 K in the vacuum chamber for 1 h prior to each run for temperature equilibration.
Absorbance at 280 nm scans were collected at 10 min. intervals during sedimentation at 50,000 rpm. The resulting
scans were analysed using the continuous distribution ¢(s) analysis module in the program SEDFIT [48]. Frictional ratio
(f/fo) was allowed to float during fitting. Partial specific volume of the protein, solvent density, and solvent viscosity
were calculated from standard tables using the program SEDNTERP [49].
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