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The linkage of zwitterionic peptides containing alternating glutamic acid (E) and lysine (K) amino acids
exhibits protective effects on protein drugs due to their high hydration capacity. Previously, short EK
peptides covering the surface of a protein drug showed significant protective effects and low
immunogenicity. However, for high-molecular-weight single-chain (HMWSC) zwitterionic peptides, the
incorporation of structure-disrupting amino acids such as proline (P), serine (S), and glycine (G) is
necessary to improve their protective ability. Herein, we first probe the immunogenicity of eight EK-
containing motif-based peptides, six of which incorporate structure-disrupting amino acids P, S, and G,
linked to keyhole limpet hemocyanin (KLH). These studies uncover two sequence motifs, EKS and EKG,
which show uniquely higher immunogenicity, while the other motifs, especially those containing P,
exhibit lower immunogenicity. Additionally, the structure and dynamics of these sequence motifs are
computationally modeled by Rosetta protein predictions and molecular dynamics (MD) simulations to
predict properties of higher and lower immunogenicity peptides. These simulations revealed peptides
with higher immunogenicity, namely EKS and EKG, exhibit regions of charge imbalance. Then, HMWSC
zwitterionic sequences were linked to a typical protein drug, interferon-alpha 2a (IFN), which showed
consistent immunogenic behaviors. Finally, epitope mapping and alanine scanning experiments using the
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zwitterionic approach has proved an invaluable approach. For
example, conjugation or encapsulation of protein drugs with
zwitterionic  poly(carboxybetaine) (PCB) ameliorated the
formation of ADAs and did not show ABC effects.”*™"*

Introduction

The immunogenicity of many therapeutics, including thera-
peutic proteins, is a key determinant of their safety and efficacy.

Immune responses triggered by protein drugs have been shown
to induce anti-drug antibodies (ADAs), which can provoke
dangerous anaphylactic reactions.'® Furthermore, ADAs can
facilitate the clearance of therapeutic proteins reducing their
circulation time in the body following repeated administration,
termed accelerated blood clearance (ABC) effects, thus
rendering them ineffective."*® Zwitterionic molecules contain-
ing alternating positive and negative charge domains have
a uniquely strong affinity for water and have been shown to
inhibit biological interactions due to the formation of
a surrounding water barrier functioning to protect the mole-
cule.”™® Even so, for zwitterionic molecules, charge balance is
a critical requirement as a charge imbalance could result in
unwanted electrostatic interactions.'»'” Notwithstanding, the
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Zwitterionic peptides offer another promising approach to
protect protein drugs as peptides are biodegradable and can be
precisely controlled for their sequences and lengths. Chemical
modification of the protein drug asparaginase (Asp) using short
zwitterionic peptides containing alternating glutamic acid (E)
and lysine residues (K) showed no ABC effects and low immu-
nogenicity.*® As Asp functions via an enzymatic mechanism, its
modification with short EK peptides can tolerate complete
coating of the Asp surface to produce its protective effects, while
still allowing the small-molecule substrate to diffuse to the
active site. On the contrary, protein drugs that rely on receptor
binding for bioactivity cannot depend upon complete surface
coverage because the active site must exhibit significantly
greater surface exposure to allow for receptor-ligand interac-
tions.”” " Therefore, for this class of protein drugs, a single high
molecular weight EK peptide is required to provide steric
protection, while still allowing access to the active site.

Previously, a high-molecular-weight single-chain (HMWSC)
EK peptide was linked to several proteins, which showed
stabilizing effects.” However, further computational and
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experimental studies uncovered this peptide exhibits alpha-
helical and beta-twist structural propensities to a certain
degree, which could limit its radius of gyration and surface
protection.*** While conjugation of short EK peptides evades
this concern using multiple conjugation sites, a HMWSC EK
peptide could improve its protection by altering its sequence to
eliminate these structural tendencies. One such approach is to
incorporate structure-disrupting amino acids, such as proline
(P), glycine (G), or serine (S), into the primary amino acid
sequence,”** expanding the possible sequence space. Even so,
P, S, and G induce unstructured conformations by unique
impacts on the peptide backbone, which could result in rotation
of the charged side chains on E and K in unpredicted directions.
This unpredictable behavior could lead to charge imbalances
and, thus, charge-driven interactions, including immune
responses.”*®* These complications warrant a systematic
investigation to uncover zwitterionic sequences with favorable
behaviors.

Herein, we investigate the immunogenicity of eight motif-
based zwitterionic peptides, six of which contain P, S, and G.
We conducted computational simulations of zwitterionic
peptide motifs to predict properties that of higher and lower
immunogenicity motifs. Then, we focus on a few HMWSC EK
peptides with P, S, and G linked to a therapeutic protein to
assess their applicability.

Results

To examine the immunogenicity of zwitterionic peptides con-
taining the structure-disrupting amino acids, we designed
distinct peptide motifs with proline (P), serine (S), and glycine
(G). These amino acids disrupt structural tendencies by
different mechanisms such as increasing backbone stiffness
(P), disrupting hydrogen bonding patterns (S), and increasing
backbone flexibility (G).*®*** By systematically examining
different sequence motifs with variable amounts of structure-
disrupting amino acids, we expected to uncover trends in
their immunogenicity. We subsequently modeled these
peptides by Rosetta and MD simulations to extract molecular
properties correlating with their immunogenicity. Then, we
designed three HMWSC zwitterionic sequences linked to IFN,
which showed similar immunogenicity behavior as their low
molecular weight counterparts. Finally, we examined the serum
from mice injected with HMWSC zwitterionic sequences by
epitope mapping and alanine scanning to understand the
contributions of individual amino acids toward antibody
binding.

Effects of structure-disrupting amino acids on zwitterionic
peptide immunogenicity

To systematically and directly probe the immunogenicity of
zwitterionic peptide sequences with structure-disrupting amino
acids, eight peptide sequences were designed based on the
following sequence motifs: EKX (i, i + 1) and EXKX (i, { + 2) in
which X is either P, S, or G (Fig. 1a, Tables S1 and S21). As well,
sequences without structure-disrupting amino acids were

10962 | Chem. Sci., 2022, 13, 10961-10970

View Article Online

Edge Article

designed with the following motifs: EK (i, i + 1) and EEKK (i, i +
2) (Fig. 1a, Tables S1 and S27). These sequences were designed
to test the effects of structure-disrupting amino acids as well as
E and K distance in the primary sequence. The distances in
oppositely charged E and K residues in the primary amino acid
sequence are denoted by i, i + 1, in which E is N-terminally
adjacent to K with or without a structure disrupting amino
acid C terminally adjacent to K, and i, { + 2, in which E and K are
separated by a structure disrupting amino acid on both of their
adjacent N-terminal and C-terminal residues. The caveat to this
notation is that EEKK, without a structure disrupting amino
acid, also contains unavoidable adjacent E and K residues.
However, as EEKK contains adjacent E residues and adjacent K
residues, we reasoned the i, i + 2 classification to be more
appropriate. These peptides were synthesized by solid-phase
peptide synthesis to be 12 amino acids long by repeating each
motif. Subsequently, zwitterionic peptides were conjugated to
Keyhole Limpet Hemacyanogen (KLH) proteins by a free
cysteine included on the C terminus of these peptides using
maleimide conjugation chemistry. 30 pg of the resulting KLH
peptide conjugates were injected into the subcutaneous tissue
of C57BL/6 mice (5 per group). Boosters of the same dose and
administration route were injected two weeks following the first
injection. One week following the booster dose, blood was
recovered to determine antibody titers and assess peptide
immunogenicity.

To detect peptide immunogenicity, bovine serum albumin
(BSA) peptide conjugates were coated onto high binding ELISA
plates. Diluted blood serum was incubated with the BSA peptide
coated plates to detect antibodies specific to the peptide and not
KLH. Titer was determined by the serum dilution required to
reduce the antibody binding signal below a defined threshold
(ODy50 = 0.08) (Fig. S1t). Thus, higher antibody titers reflect
increased peptide immunogenicity. Significantly, the EKX (i, i +
1) motif induced X-dependent differences in antibody titers,
such that EK and EKP demonstrated lower antibody responses
while EKS elicited higher IgG and EKG higher IgM and IgG
levels (Fig. 1b, ¢, S1 and S2+). These results are consistent with
those from previous studies in which EK conjugated to aspar-
aginase exhibited low anti-EK antibody titers.'® The EXKX (i, i +
2) motif did not elicit strong antibody responses compared to
EKG and EKS, suggesting that these effects were not dependent
on direct interactions with the structure-disrupting amino acid
(Fig. 1b, ¢, S1 and S27).

Structural modeling of zwitterionic peptides with structure-
disrupting amino acids

To predict the structural dynamics driving these effects, we
investigated the conformational variations of the eight zwitter-
ionic peptide motifs in an explicit solvent using Rosetta protein
predictions and molecular dynamics (MD) simulations.
Initially, we hypothesized that the immunogenicity of zwitter-
ionic peptides could be related to stable secondary structure
formation based on reports of stable structures correlating with
higher immune responses.*® However, analysis of the peptide
simulations did not show clear a relation connecting prevalence

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig.1 Immunogenicity of i, i + 1and, i + 2 EK peptide motifs containing P, S, and G. (a) Peptide motif-based design of 8 zwitterionic peptides of

12 amino acids in length. (b) Heat-map of EK-normalized anti-zwitterionic peptide IgM antibody titers. (c) Heat-map of EK-normalized anti-
zwitterionic peptide IgG antibody titers. Antibody titer ELISA data are presented in Fig. S1 and S2.}

of their secondary structure and their immunogenicity. For
instance, the EK and EKS peptides presented a similar
percentage of a-helix structure but show different antibody
responses (Table S31). Our second hypothesis was that the
immunogenicity of zwitterionic peptides could be related to
their hydration. This hypothesis was driven by extensive
research that hydrophobicity is correlated with immunoge-
nicity.** However, the simulations did not show significant
differences in peptide-water interactions among the eight
peptides (Table S31).

Despite the net charge neutrality of these peptide sequences,
we reasoned that the positioning of charged domains from E
and K side chains could result in regions of local charge in the
peptide structure. These charged regions could induce
unwanted electrostatic interactions leading to the observed
peptide immunogenicity. To test against this hypothesis, we
first analyzed the radial distribution functions (RDFs) between
C of the carboxylic group on the E sidechains and N of the
amine group on the K sidechains. The E-K RDFs did not show
significant differences in the peak location, which was unex-
pected given E and K in the primary amino acid sequence is
variable for 7, i + 1 and i, i + 2 sequence motifs (Fig. S3at).
However, the RDF plots for E-E and K-K present distinct vari-
ations between sequences. Closer examination of higher
immunogenicity EKG and EKS peptides revealed negatively
charged E-E RDFs peaked at a shorter distance than positively
charged K-K RDFs, while this effect was not observed in other
sequences. The increased probability of finding E-E more
proximal than K-K suggests EKG and EKS exhibit regions of
charge imbalance despite the charge neutrality of the whole
peptide (Fig. 2a and S4t). Thus, an ideal, low immunogenicity
peptide would exhibit a significant E-K peak with a distance
<0.5 nm to maintain the zwitterionic effect and would not
exhibit a significant RDF peak within 1.0 nm for either E-E or
K-K to avoid charge imbalances.

To further confirm these effects, clustering analysis of the
charged atoms was conducted, which cumulatively accounts for
the E-E, K-K, and E-K charge distances. Two charged groups
were considered in the same cluster if their distance was less
than 0.75 nm. This distance criterion was determined based on

© 2022 The Author(s). Published by the Royal Society of Chemistry

the RDFs. The percentage of charged clusters as a function of
the number of charged groups and net charge for the cluster
was plotted for each peptide motif (Fig. S3b¥). EKS and EKG
exhibited clustering of charged moieties resulting in charge
imbalanced regions while lower immunogenicity peptides,
namely EK and EKP, were generally charge neutral, which
supports the tendencies observed with the RDF analysis
(Fig. S3bt).

Immunogenicity of HMWSC zwitterionic peptides linked to
IFN

In the initial studies, zwitterionic peptide length was restricted
to 12 amino acids for simplicity. However, for the intended
applications, these peptides need to be considerably longer.
Thus, to validate the previous results, we wondered if the
behavior of zwitterionic peptide motifs in initial studies could
be extended to HMWSC peptide sequences linked to a protein
drug. To do so, we designed zwitterionic peptide sequences
containing mixtures of the EKX (i, i + 1) motif with molecular
weights near 30 kDa. These sequences contained a mixture of
EKP and EKS motifs (termed EKPEKS) and a mixture of EKP and
EKG motifs (termed EKPEKG) along with the EKP motif alone
(termed EKPEKP) (Fig. 3a). Only half of the EKP motifs were
substituted with EKS or EKG to maintain comparable pharma-
cokinetic properties for a fair comparison of immunogenicity.
EKP was selected as the low immunogenic reference as opposed
to EPKP to restrain the examination to i, i + 1 motif, which
showed the most significant variation in immunogenicity from
initial studies.

These sequences were genetically appended to the N-
terminus of interferon-alpha 2a (IFN), which is an FDA-
approved protein drug for the treatment of hepatitis C and
hairy cell leukemia. Subsequently, expression constructs were
transfected into HEK293F mammalian cells for secreted protein
production and purification from the expression media. SDS-
PAGE gel analysis of the purified proteins showed a uniform
molecular weight purified protein, which was sufficient for in
vivo studies (Fig. S57).

To examine the immunogenicity and ABC effects of EKPEKP-
IFN, EKPEKS-IFN, and EKPEKG-IFN, 10 pg of each fusion

Chem. Sci., 2022, 13, 10961-10970 | 10963
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Fig.2 Charge distribution behavior of i, i + 1and /, i + 2 EK peptide motifs containing P, S, and G. (a) Radial distribution functions (RDF) of modeled
peptides examining the radial distances between charged atoms on the side chains of glutamic acid and glutamic acid residues (E-E) as well as
lysine and lysine residues (K—K). For E residues, the position of C in the COO™ group is used to represent the sidechain. For K residues, the
position of N in the NHz* group is used to represent the sidechain. (b) Depiction of example configuration showing evenly distributed charges
throughout with minimal charge clustering. (c) Depiction of example configuration showing charge clustering events leading to charge

accumulation.

protein was injected intravenously by the retro-orbital method
and its blood clearance post-injection was measured. This
process was repeated for two more injections separated by 10
days, and blood was collected 10 days following the third
injection to be examined for antibodies reactive against the
fusion protein (Fig. 3a). Circulation profiles following intrave-
nous injection of EKPEKP, EKPEKS, and EKPEKG peptide
variants revealed significant ABC effects with EKPEKS-IFN and
EKPEKG-IFN fusion proteins, while EKPEKP-IFN did not exhibit
this effect (Fig. 3b-d and Table S47t). Additionally, EKPEKP-IFN
exhibited a longer circulation time following the first injection
compared to EKPEKS-IFN and EKPEKG-IFN suggesting these
charge effects could also lead to shorter circulation times for the
first injection. Notably, EKPEKP-IFN exhibited near 6-fold
improvements in circulation half-life, the area under the curve
(AUC), and mean residence time (MRT) pharmacokinetic
parameters compared to unmodified IFN (Table S4 and
Fig. S61). Subsequent blood collection and antibody analysis
correlated well with the observed ABC effects, with EKPEKS-IFN
and EKPEKG-IFN both showing higher anti-drug I1gG and IgM
levels (Fig. 3e and f). These results indicate that the EKG and

10964 | Chem. Sci, 2022, 13, 10961-10970

EKS motifs induce immunogenicity when the peptide length is
increased, thereby validating the previous results.

Contribution of individual amino acids to antibody binding in
higher immunogenicity HMWSC zwitterionic peptides

To validate the charge imbalance hypothesis, we sought to
determine the contribution of individual amino acid residues
towards antibody binding for higher immunogenicity HMWSC
zwitterionic peptides. To do so, epitope mapping and alanine
scanning experiments of IgG binding to EKPEKS and EKPEKG
sequences were conducted. For this study, IgG was selected as
its binding patterns tend to be more specific than IgM.?>3¢ This
experiment consisted of immobilizing two categories of
peptides to a membrane to measure their binding patterns to
IgG from EKPEKS-IFN and EKPEKG-IFN treated mice. The first
category of immobilized peptides was designed to reflect
unique 9 mer peptides covering the span of the EKPEKS and
EKPEKG variants (6 total peptides for each variant), termed
epitope mapping. The second category of peptides was designed
to reflect single amino acid alanine (A) substitutions from the
peptides derived in the first category, termed alanine scanning.

© 2022 The Author(s). Published by the Royal Society of Chemistry
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zwitterionic EKPEKP-IFN, EKPEKS-IFN, and EKPEKG-IFN peptides of 30 kDa molecular weight. Constructs were expressed in HEK293F and
purified by the HA tag on the N-terminus. Animal experimental design is depicted. Normalized concentrations of protein in the serum following
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Differences in IgG binding signal intensity between the epitope
mapping and alanine scanning peptides were used to deter-
mine the contribution of specific amino acids (i.e. E, K, P, S, or
G) towards IgG binding. This analysis showed that peptides
with K to A substitutions in the reduced IgG binding, while E to
A changes either did not change or resulted in a slight increase
in IgG binding (Fig. 4). Moreover, P to A, S to A, and G to A
substitutions resulted in marginal effects on antibody binding.
Together, these results indicate the notable contribution of
charged residues in antibody binding and validate the role of
charge imbalance leading to immunogenicity of EKPEKS and
EKPEKG.

Discussion

The complex mechanisms driving interactions make a priori
predictions of immunogenicity exceedingly challenging given
the highly variable environments in biological systems leading

© 2022 The Author(s). Published by the Royal Society of Chemistry

to this response. Additionally, technologies with low immuno-
genicity are increasingly in demand. Zwitterionic peptides are
a promising and emerging category of biomolecules containing
low immunogenic motifs. As with any emerging technology, its
design constraints and dynamics are critical for its develop-
ment. In this work, we examined motif-based zwitterionic
peptides to delineate their design constraints for their appli-
cation as HMWSC sequences linked to therapeutic proteins. We
discovered sequence motifs, namely EKS and EKG, which did
not perform well due to their apparent immune response in
both short peptide and long genetically engineered formats.
Notably, simulations of these two peptide motifs exhibited
a conserved charge imbalance property that was not present in
the peptides with low immunogenicity (Fig. 2).

The critical interplay of charge distance and electrostatic
forces are thematic to zwitterionic molecules. For example,
studies with other zwitterionic molecules have demonstrated

Chem. Sci., 2022, 13, 10961-10970 | 10965
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Fig. 4 Epitope mapping and alanine replacement scanning of
EKPEKS-IFN and EKPEKG-IFN. (a) Schematic depicting peptides
designed to test binding propensities of antibodies generated against
EKPEKG. The same strategy was used for EKPEKS. (B and C) Alanine
substitution for each amino acid from 1-3 (i.e., E-Al indicates alanine
substituted in the first position of glutamic acid) starting at the N-
terminus is labeled. Blue indicates increased antibody binding
following alanine substitution. Red indicates decreased binding
following alanine substitution. (b) Shows changes in IgG binding for
alanine substitutions from the serum of animals injected 3x with
EKPEKS-IFN. (c) Shows changes in IgG binding for alanine substitutions
from the serum of animals injected 3x with EKPEKG-IFN.

the importance of carbon spacer length between charged
domains in preserving stable non-fouling behavior in carboxy
betaine.®*'>*” Similar patterns have been also observed with
sulfobetaine moieties.*® Although the charge distances of EK
containing zwitterionic peptides could differ from carboxy
betaine and sulfobetaine due to the location of positive and
negative charge moieties being on the same side chain, parallels
in these effects may be of scientific significance.

Even though the causal mechanism inducing local charge in
EKG or EKS is not fully understood, these effects may be due to
different rotational effects of P, S, and G on the peptide back-
bone. G and S have either no side chain or a very small side
chain respectively, while P forms a pyrrolidine loop thus con-
torting the peptide backbone.?”?***3' Therefore, P may be
twisting the peptide backbone preventing local charge, while S
and G may be forcing or allowing the peptide to twist in
a fashion that induces a local charge. Additionally, these
twisting effects may be negated for the i, 7 + 2 motifs as neither
ESKS nor EGKG exhibited significant immunogenicity nor
regions of charge imbalance.

Furthermore, it is noteworthy that the experimental assign-
ment a specific charge (positive or negative) could be precluded
by complex interactions with components in the serum as well
as immunological processes such as affinity maturation and

10966 | Chem. Sci,, 2022, 13, 10961-10970
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somatic hypermutation of antibodies. While alanine scanning
experiments could suggest positively charged K residues are
directly interacting with antibodies, its additional impact on
surrounding ions and water molecules in complex electrostatic
and hydrogen bonding networks cannot be ruled out. None-
theless, the collective experimental and computational evidence
points to charge imbalance as a likely rationale for the observed
immunogenicity of EKS and EKG as well as to charge balance
zwitterionic character for the low immunogenicity of EKP.

Conclusions

In this work, we examined the structure, immunogenicity, and
functional behaviour of zwitterionic EK peptide motifs con-
taining P, S, and G, which are structure-disrupting amino acids.
When we probed the immunogenicity of eight short peptide
motifs in vivo chemically linked to KLH, we uncovered that EKP
exhibits lower immunogenicity while EKS and EKG exhibit
higher immunogenicity. Results from MD simulations of the
eight peptide motifs showed charge imbalance in EKS and EKG,
thereby, suggesting a possible causal role. Finally, we synthe-
sized HMWSC zwitterionic peptides and fused them to IFN
containing these motifs. The fusion proteins demonstrated
similar immunological behaviour to zwitterionic peptides,
indicating that these effects are not restricted to small peptides.

Methods

Peptide synthesis and KLH conjugation

Peptides EK, EEKK, EKX, or EXKX, in which X is either P, S, or G,
were designed to be 12 amino acids in length by repeating the
predefined sequence motif. These peptides were conjugated to
Keyhole Limpet Hemocyanin (KLH) with a beta-alanine linker
and a cysteine-containing a free thiol. Solid-phase peptide
synthesis and conjugation to KLH was done courtesy of Kinexus
Bioinformatics Inc. In parallel, these peptides were conjugated
to bovine serum albumin (BSA) for use in ELISA experiments to
detect anti-peptide antibodies following animal injections.

Injection schedule of KLH-peptide conjugates

30 pg of KLH-peptide conjugate were administered subcuta-
neously (SC) near the right dorsal leg of 4 week old C57BL/6
male mice. Two weeks later another thirty-microgram booster
dose was administered by the same injection method. One week
following the booster dose, 150 pL of blood were harvested by
chin bleed. Blood was centrifuged at 13 000g to obtain the
serum to be frozen at —20 °C for immunogenicity analysis.

Anti-peptide antibody detection by ELISA

150 ng per well of BSA-peptide conjugate were coated on 96 well
plates in 50 mM sodium bicarbonate pH 9.6 at a concentration
of 3 ug mL™". Plate coating was performed overnight at 4 °C.
Plates were washed twice with 250 puL phosphate buffer saline
and 0.03% Tween-20 (PBS-Tween). Then wells were blocked
with 200 uL of 3% BSA in PBS-Tween for 2 hours at 37 °C.
Following blocking, wells were washed twice with 250 puL PBS-

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Tween. Then dilutions of serum in 100 pL blocking buffer from
mice injected twice with KLH-peptide were added to wells and
incubated at 37 °C for 90 minutes. Subsequently, wells were
washed three times with 250 pL. PBS-Tween, and 100 pL of
secondary antibody, either goat anti-mouse IgM HRP conjugate
or goat anti-mouse IgG HRP conjugate, diluted 10 000 fold in
blocking buffer, were added to wells, which were then incubated
at 37 °C for 90 minutes. Again, wells were washed three times
with 250 pL of PBS-Tween, and 50 pL of One-Step ELISA TMB
Ultra substrate was added to each well and developed at room
temperature for 15 minutes. Development was terminated by
the addition of 50 uL of sulfuric acid, and absorbance
measurements at 450 nm in each well were immediately taken
using a Biotek Cytation 5 plate reader.

Interferon alpha-2-a zwitterionic peptide fusion protein
expression and purification

DNA sequences for recombinant expression of zwitterionic
peptides (EKPEKP, EKPEKS, and EKPEKG) fused to interferon-
alpha 2a (IFN) were synthesized by Genscript. Zwitterionic
sequences were designed to express an approximately 30 kDa
peptide fused to the N-terminus of IFN. As well, a nine amino
acid hemagglutinin (HA) tag was fused to the N-terminus of the
zwitterionic peptide domain for affinity purification. In addi-
tion, a transplasminogen activator (TPA) secretion signal was
included to induce the secretion of the protein into the
expression media. Synthesized DNA constructs were ligated into
the plasmid pcDNA3.1(+). Plasmids were amplified in DH5a E.
coli and purified by PureLink HiPure Plasmid MaxiPrep (Ther-
moFisher) kits. Protein expression was carried out in Expi293F
cells using F17 expression media (ThermoFisher). Cells were
maintained for expansion and expression at 37 °C, 8% CO,, and
85% humidity. For transient transfection, plasmids were sterile
filtered and 60 pg plasmid was incubated with 180 pg PEI max
in 3 mL expression media. The resulting complex was added to
60 mL of Expi293F cells grown to approximately 2 x 10° cells
per mL. Expression was allowed to proceed for 4 days at which
point the media containing the fusion protein was isolated by
centrifugation at 13 000g. The media was concentrated 60-fold
in Amicon 30 kDa cut off or 10 kDa cut off (for IFN alone)
centrifugal filter units. The resulting concentrate was incubated
with 300 pL Pierce anti-HA agarose with rotation at room
temperature for 2 h. The concentrate was separated from the
protein-bound agarose by centrifugal filters, and it was washed
3x with tris buffered saline with 0.05% Tween-20 (TBS-T).
Bound protein was eluted with 0.1 M glycine pH 2.6 and
immediately the eluate was neutralized with a 1 : 20 ratio of 1 M
tris pH 9. The resulting protein was buffer exchanged into
phosphate-buffered saline (PBS) for subsequent animal studies.

IFN zwitterionic peptide fusion protein pharmacokinetics and
immunogenicity studies

Purified proteins were injected by the retro-orbital method into
4-6 week old C57BL/6 mice. To determine the blood circulation
properties of purified proteins, blood was taken by chin bleed
(25 pL per bleed) 5 minutes, 1 h, 2 h, 4 h, and 8 h post-injection.
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Serum was isolated from each blood sample by centrifugation at
13 000g. This process was repeated two more times on the same
mice for ten days separating injections to detect changes in
circulation properties following repeated injection. Interferon
alpha-2-a ELISA kits (Invivogen) were used to determine the
protein concentration in the serum post-injection. For phar-
macokinetic analysis, concentrations were normalized to the
protein concentration 5 minutes post-injection to account for
slight differences in injection amount. Pharmacokinetic
parameters were determined using PKSolver software using
one-compartment pharmacokinetic modeling parameters.*
Ten days following the final injection blood was collected by
chin bleed and serum was isolated by centrifugation at 13 000g
to detect the presence of anti-EKX-IFN antibodies. Anti-EKX-IFN
antibody levels were determined similarly to anti-peptide anti-
body levels with minor changes. Briefly, 50 ng of protein were
coated on high binding ELISA plates in 50 mM sodium bicar-
bonate pH 9.6 at 4 °C overnight. Blocking was done in 3% BSA
PBS Tween for 2 h at 37 °C. 2 fold serial dilutions of serum
starting at 1 : 200 dilution were incubated with blocking buffer
for 90 minutes. 1:10 000 dilution of HRP conjugated anti-
mouse IgG and anti-mouse IgM (ThermoFisher) were incu-
bated in blocking buffer for 90 minutes. Plates were subse-
quently developed with TMB Ultra ELISA substrate for 15
minutes and quenched with an equal volume of 2 M sulfuric
acid. Absorbance was measured using a Cytation5 plate reader
at 450 nm to detect antibody presence. Reduced absorbance
values at 450 nm, as well as absorbance at background levels at
a lower serum concentration, indicated lower anti-EKX-IFN
antibody levels in the serum.

Epitope mapping and alanine scanning EKPEKS and EKPEKG

Peptides were synthesized using TOTD membranes containing
a PEG linker via the SPOT synthesis method courtesy of Kinexus
Bioinformatics Inc. Membranes were blocked with 3% BSA in
PBS/0.03% Tween-20 for two hours at room temperature. Then,
membranes were incubated with 1 : 200 dilution of serum in
block buffer for 90 minutes at room temperature. Serum was
obtained from mice injected 3 x with EKPEKS-IFN and EKPEKG-
IFN. Serum from animals in each group was mixed to get
a representative sample of all animals from each group on one
membrane. Anti-mouse IgG-HRP was diluted at 1:2000 in
block buffer and incubated for 90 minutes at room temperature.
Membranes were developed using 1-step TMB blotting solution
(ThermoFisher). Development was stopped using water and
imaged immediately. Signal intensity was determined using
Image] analysis.

Initial modeling configuration of EKX peptides

All molecules and ions are described using the all-atom model.
The initial configurations of all peptides are obtained from the
online Rosetta Server using the Rosetta ab initio folding algo-
rithm. The simulation systems are created by placing the
peptide in a cubic water box. The initial sizes of the simulation
boxes are determined based on the size of the peptide to ensure
that the peptide will not interact with their mirrors and the
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simulation boxes contain enough bulk-phase water molecules.
Numbers of Na" and ClI~ are added to make the solution 0.15 M
NaCl, equivalent to the physiological condition in the human
body.

This work utilizes the Amber14 (ref. 40) force field to
describe bonded and nonbonded interactions in the systems.
The water molecules are described using the TIP3P model**
because the Amber force field is developed based on it. Indeed,
various force fields have been developed for molecular simula-
tions. The Amber force field has been widely used for simulating
biomolecules. The non-boned interactions are a sum of short-
range Lennard-Jones 12-6 potential and long-range coulombic
potential, as shown in eqn (1). The bonded interactions are
a sum of the bond, angle, and dihedral potentials, as described
in the force field.

o\ 12 o\ 6
E;(ry) = 4&,(("’) - (f”) ) +
y y

where Ej; is the potential energy due to the nonbonded inter-
actions between atoms i and j, r;; is the distance between atoms i
and j, ¢; is the energetic parameter, o; is the geometric
parameter and e; is the partial charge of atom 7.

€i€j

(1)

47?607’,'/'

Molecular dynamics simulation of EKX peptides

The simulation procedure includes three steps. First, the energy
minimization was conducted to remove any too-close contacts
between atoms. Second, a 100 ns isobaric-isothermal (NPT, T =
310 K, P = 1 atm) ensemble MD simulation with a 2 fs integral
step was conducted to let the system reach thermodynamic
equilibrium. The Berendsen method** is used to control the
temperature and pressure of the system because it allows the
system to reach the desired pressure and temperature at a fast
pace. The simulation box should reach a proper size so the
water molecules present the bulk density when they are away
from the protein or the protein-peptide conjugate. Third, a 200
ns isobaric-isothermal (NPT, T = 310 K, P = 1 atm) ensemble
MD simulation with a 2 fs integral step was conducted to collect
the trajectory at a frequency of 100 ps. The Parrinello-Rahman
method® is used to control the pressure and the velocity-
rescaling method* is used to control the temperature. The
short-range van der Waals interactions use a 1.0 nm cut-off and
the long-range electrostatic interactions were calculated using
the particle mesh Ewald sum.** All bonds involving H atoms
were constrained during the simulations. The energy minimi-
zation and MD simulations for all the systems were conducted
using Gromacs-2020.%
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