Downloaded viaRADBOUD UNIV NIIMEGEN on February 10, 2022 at 09:43:13 (UTC).
See https://pubs.acs.org/sharingguidelines for options on how to legitimately share published articles.

HeoO606

pubs.acs.org/Biomac

Bimodal Targeting of Human Leukocytes by Fc- and CpG-Decorated
Polymersomes to Tune Immune Induction

Lucille F. van Beek,*’|| Pascal L. W. Welzen,” Lisa U.

Jan van Hest,! and Marien L. de ]onge||

Cite This: Biomacromolecules 2021, 22, 4422-4433

Teufel, Irma Joosten, Dimitri A. Diavatopoulos,

I: I Read Online

ACCESS |

[l Metrics & More |

Article Recommendations |

@ Supporting Information

ABSTRACT: The use of well-defined nanovesicles composed of
amphiphilic block copolymers (polymersomes) for delivery of
adjuvants and antigens is a promising strategy for vaccine
development. However, the potency of nanoparticle vaccines
depends on efficient interaction with and activation of cells
involved in antigen presentation, which can be achieved by
targeting cellular receptors. Here, we showed that the Fc fragment
display on the polymersome surface resulted in markedly improved
interactions with granulocytes, monocytes, and NK cells, while for
“naked” polymersomes, virtually no binding to leukocytes was
observed. Moreover, CpG-decorated polymersomes were found to
also interact with T and/or B cells. Interestingly, whole blood
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stimulations with Fc fragment and CpG-decorated polymersomes induced interleukin (IL)-6, IL-8, and TNF-a production, while
naked polymersomes did not induce any cytokine production. In conclusion, specific immune induction by polymersomes can be
controlled using bimodal targeting of different immune receptors, which is an essential feature for targeted vaccine delivery.

B INTRODUCTION

Nanoparticles made of amphiphilic block copolymers, also
known as polymersomes, represent an excellent platform for
drug delivery and vaccine development, based on their
chemical versatility, biocompatibility, biodegradability, and
chemical and mechanical stability.l_12 Furthermore, this
platform lends itself for bio-conjugation techniques such as
click chemistry, due to full chemical control over the polymer
composition.'” Next to surface display, the large aqueous
polymersome core is highly suitable for the encapsulation of
cargo. Particle-based vaccine formulations offer a variety of
advantages over traditionally formulated soluble antigens with
adjuvant, including the prevention of antigen degradation,
higher antigen density, controlled and sustained cargo release,
and the co-delivery of adjuvant and antigen to the same
antigen-presenting cell (APC)."*

Efficient delivery of antigen and adjuvant to immune cells of
interest is key to the success of a vaccine formulation. Most
polymersomes, however, have a PEGylated surface which acts
as a stealthy shell, making these particles virtually inert for the
human immune system.'> Cell—particle interaction and
subsequent internalization by immune cells can be initiated
through multiple pathways, including Toll-like receptors
(TLRs), scavenger receptors, complement receptors, chemo-
kine, and interleukin receptors and Fc receptors (FcRs).' In
line with this, in vitro and in vivo studies showed that the
cellular uptake of nanoparticles can be improved by decorating
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them with receptor ligands.'”~>' Moreover, the type of ligand
used determines the direction of immune cell targeting and
activation of the immune system, resulting in an immunolog-
ically controllable system.'”

Among all identified receptors, targeting FcRs, which
recognize the Fc fragment of immunoglobulins, is a well-
studied and promisin% approach to improve the potency of
vaccine formulations.””~*> Multiple studies provided evidence
that parenteral immunization of mice with Fc-fusion protein
antigens resulted in enhanced cellular and humoral immune
responses compared to immunization with antigens lacking the
Fc domain.”*~*° In the context of nanoparticles, decoration
with Fc fragments has also been shown to improve particle
internalization by murine macrophages.””** Moreover, FcR
targeting enhances transcytosis and is, therefore, especially of
interest for mucosal applications.”” >

Besides targeting FcRs, other receptor ligands have also been
widely investigated to improve nanoparticle targeting and/or
its immune stimulatory capacity. CpG oligodeoxynucleotide
(CpG ODN) is an example of such a ligand; it activates TLR-
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9, which is primarily located intracellularly in the endosomal
membrane.””** CpG is among the most promising adjuvants
being used in humans® and both in vitro and in vivo studies
have shown that nanoparticles in combination with CpG can
successfully establish an immune response.”” ~**

The great benefit of nanoparticulate formulations is that
different bioactive entities can be co-administered and
displayed on the same particle scaffold. The added value of
this approach has, for example, already been demonstrated by
the coupling of monophosphoryl lipid A and imiquimod onto
polymersomes, which resulted in the induction of immune
responses against a co-delivered antigen.*>”*" In the present
study, we investigated the potency and mechanism of Fc
fragment- and CpG-mediated bimodal targeting in the context
of polymersomes providing evidence that the simultaneous
surface decoration of polymersomes with Fc fragments and
CpG allows for efficient cell targeting and immune induction.
This shows the potential of polymersomes as a versatile
delivery system for the development of highly defined
nanoparticle-based vaccines.

B MATERIALS AND METHODS

Materials for Polymer and Polymersome Formation. All
chemicals were used as received unless otherwise stated. Mono-
methoxy-poly(ethylene glycol) (PEG) (1 kDa), monoamine-PEG (1
kDa), and monoazide-PEG (3 kDa) were purchased from JenKem
Technology USA. Monomer trimethylene carbonate was purchased
from TCI Europe. BODIPY-FL carboxylic acid was purchased from
Lumiprobe. Immunoglobulin G, Human Fc Fragment was purchased
from Athenes Research Technology.

Dibenzocyclooctyne-amine-PEG,-N-hydroxysuccinimide (DBCO-
PEG,-NHS) was purchased from Jena Bioscience. Amicon Ultra 0.5
mL 3 and 100 kDa spin filters were purchased from Sigma-Aldrich.
CpG ODN 2006 and CpG ODN 2006-DBCO (S’ DBCO-PEG,
modification) were purchased from Biomers.net GmbH. All other
chemicals and reagents, including endotoxin-free Dulbecco’s PBS
(1x) (w/o Ca*™ and Mg"™) were supplied by Sigma-Aldrich.

Polymer and Polymersome Characterization. Nuclear Mag-
netic Resonance (NMR). '"H NMR spectra were recorded on a Bruker
Avance 400 MHz spectrometer with CDCl; as a solvent and TMS as
an internal standard.

Gel Permeation Chromatography (GPC). GPC was conducted
using a Shimadzu Prominence GPC system with a PL gel 5 ym mixed
D column (Polymer Laboratories) with a differential refractive index
detector, and THF was used as an eluent with a flow rate of 1 mL/
min.

Fc Fragment Concentration Measurements. Fc fragment
concentrations were determined by the Pierce BCA Protein Assay
according to manufacturer’s instructions on a Tecan Safire II UV—Vis
fluorescence and absorbance plate reader in a Greiner Flat
Transparent 96-well plate (absorbance at 562 nm).

CpG ODN Concentration Measurements. CpG ODN concen-
trations were determined on a Thermo Scientific NanoDrop 1000
(absorbance at 280 nm).

Dynamic Light Scattering (DLS) and {-Potential Measurements.
DLS and {-potential measurements were executed on a Malvern
Zetasizer Nano ZSP, and the supplied software Zetasizer Software
v7.13 was used for processing and analyzing the data.

Cryogenic Transmission Electron Microscopy (cryo-TEM). Experi-
ments were performed using the CryoTitan (Thermo Fisher
Scientific) equipped with a field emission gun and an autoloader
and operated at a 300 kV acceleration voltage in the low-dose bright-
field TEM mode. Samples for cryo-TEM were prepared by glow-
discharging the grids (Lacey carbon coated, R2/2, Cu, 200 mesh, EM
Sciences) in a Cressington 208 carbon coater for 40 s. Then, 4 uL of
the polymersome solution was pipetted on the grid and blotted in a
Vitrobot MARK III at room temperature and 100% humidity. The
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grid was blotted for 3 s (offset —3) and directly plunged and frozen in
liquid ethane. Cryo-TEM images were acquired with the zero-loss
energy filtering mode (Gatan GIF 2002, 20 eV energy slit) on a CCD
camera (Gatan model 794).

Preparation of Poly(Ethylene Glycol),,-Block-Poly[(¢-Capro-
lactone);g-Gradient-(Trimethylene Carbonate);;] (PEG-p(CL-
TMCQ)). The block copolymer was synthesized according to a
previously reported literature procedure aiming for a composition of
PEG,,-p(CL35-g¢- TMC;5).>** A 250 mL single-neck round-bottom
flask, equipped with a magnetic stir bar and an argon inlet, was
charged with macroinitiator monomethoxy-PEG (M, ~1000 g/mol;
705.2 mg; 0.70S mmol), e-caprolactone (e-CL) (2735 uL; 35 equiv;
24.7 mmol), and trimethylene carbonate (TMC) (2520 mg; 35 equiv;
24.7 mmol). Traces of water were removed by dissolving the solids in
anhydrous toluene (ca. 50 mL) followed by concentration in vacuo;
this was done twice. Under argon, the dried reagents were redissolved
in dry dichloromethane (DCM) (150 mL) while stirring and methane
sulfonic acid (MSA) was added (160 uL; 0.1 equiv with respect to &-
CL). The reaction was kept at room temperature for ~24 h until there
was no evidence of residual monomer from the "H NMR spectra.
After completion of the reaction, confirmed by '"H NMR, the reaction
mixture was diluted using DCM. The organic phase was washed with
saturated NaHCO; (aq.) followed by a water wash and finally a brine
wash. The remaining water from the organic phase was removed using
Na,SO; (5—10 min), and the mixture was then filtered and
concentrated in vacuo. An oily colorless product was collected. The
remaining oil was lyophilized from 1,4-dioxane for 2 days to yield a
waxy oil (92% yield, D 1.22). Both purity and copolymer
composition were confirmed using 'H NMR (Figure Sla).
Composition was calculated using the protons of 1 kDa PEG
(3.62—3.68 ppm), terminal methyl unit (s, 3.38 ppm), TMC CH, (m
1.89—2.11 ppm), eCL CH, (m, 1.33—1.48 ppm), éCL 2X CH, (m,
1.54—1.76 ppm), eCL 2X CH, (m, 2.25—2.40 ppm), and 2X CH,
TMC + CH, £CL (4.01—4.36 ppm).

Preparation of Azide-Poly(Ethylene Glycol)¢s-Block-Polyl(e-
Caprolactone);q-Gradient-(Trimethylene Carbonate),,] (Azide-
PEG-p(CL-TMC)). The same protocol as described for PEG-p(CL-
TMC) was used. In short, macroinitiator monoazide-PEG (M, ~3000
g/mol), e-CL (35 equiv), TMC (3S equiv), and MSA (0.1 equiv with
respect to &-CL) were used to synthesize block copolymer azide-
PEGg-p(CL3s-TMCy,) (78% vyield, D = 1.20). Both purity and
copolymer composition were confirmed using "H NMR (Figure S1b).
Composition was calculated using the protons of 3 kDa PEG (3.62—
3.68 ppm), TMC CH, (m 1.89—2.11 ppm), eCL CH, (m, 1.33—1.48
ppm), eCL 2X CH, (m, 1.54—1.76 ppm), eCL 2X CH, (m, 2.25—
240 ppm), and 2X CH, TMC + CH, eCL (4.01—4.36 ppm).

Preparation of Amine-Poly(Ethylene Glycol),,-Block-Poly-
[(e-Caprolactone);g-Gradient-(Trimethylene Carbonate);4]
(Amine-PEG-p(CL-TMC)). The same protocol as described for
PEG-p(CL-TMC) was used. In short, macroinitiator monoamine-
PEG (M, ~1000 g/mol), &-CL (3S equiv), TMC (35 equiv), and
MSA (0.3 equiv with respect to e-CL) were used to synthesize block
copolymer amine-PEG,,-p(CL;-TMCsy4) (83% vyield, D = 1.38).
Both purity and copolymer composition were confirmed using 'H
NMR (Figure S1c). Composition was calculated using the protons of
1 kDa PEG (3.62—3.68 ppm), TMC CH, (m 1.89—2.11 ppm), eCL
CH, (m, 1.33—1.48 ppm), eCL 2x CH, (m, 1.54—1.76 ppm), CL
2x CH, (m, 2.25—2.40 ppm), and 2X CH, TMC + CH, ¢CL (4.01—
4.36 ppm).

Fluorescent Labeling of PEG-p(CL-TMC) with BODIPY-FL
Carboxylic Acid (PEG-p(CL-TMC)-BODIPY). A 10 mL single-neck
round-bottom flask was charged with polymer PEG-p(CL-TMC),
BODIPY-FL-carboxylic acid (1.5 equiv with respect to the polymer),
4-dimethylaminopyridine (0.5 equiv with respect to fluorescent dye),
and 1-ethyl-3-(3-dimethylaminopropyl)carbodiimide (10 equiv with
respect to acid). This mixture was dissolved in 4 mL of precooled
DMF/DCM (4:1) while stirring (using an ice bath with saturated
NaCl, ~—20 °C). The reaction mixture was shielded from light.

https://doi.org/10.1021/acs.biomac.1c00985
Biomacromolecules 2021, 22, 4422—4433


https://pubs.acs.org/doi/suppl/10.1021/acs.biomac.1c00985/suppl_file/bm1c00985_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.biomac.1c00985/suppl_file/bm1c00985_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.biomac.1c00985/suppl_file/bm1c00985_si_001.pdf
pubs.acs.org/Biomac?ref=pdf
https://doi.org/10.1021/acs.biomac.1c00985?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Biomacromolecules

pubs.acs.org/Biomac

Table 1. Characteristics of Polymersomes Used in This Study”

polymersome mean [Fc] conjugation efficiency mean [CpG]
variant (ug/mL) (%) (ug/mL)

Ps

Ps-Fc 373 35

Ps-CpG 169

Ps*

Ps*+CpG 500
Ps-Fc-CpG 340 33 227

conjugation efficiency size mean {-potential + SD
0,

o (nm) PDI (mV)
129 0.098 —12.30 + 0.07
111 0.222 —7.15 + 0.61
44 89 0.148 —36.70 + 0.21
103 0.145 +22.60 + 0.42
202 0.562° —31.10 + 5.39°
60 88 0.158 —42.50 + 1.84

“Ps: nonfunctionalized polymersomes; Ps-Fc: polymersomes displaying Fc conjugated to surface; Ps-CpG: polymersomes displaying CpG
conjugated to surface; Ps*: nonfunctionalized positively charged polymersomes; Ps*+CpG: positively charged polymersomes with CpG adsorbed to
surface; Ps-Fc-CpG: polymersomes displaying both CpG and Fc fragments conjugated to surface. Fc and CpG concentrations correspond to
polymersomes at a polymer concentration of 10 mg/mL, yielding 1.3 X 10" particles/mL. For visualization purposes, all polymersome variants
contained block copolymers, which were fluorescently labeled prior to particle formation. Dynamic light scattering (DLS) measurements were
performed at 10X dilution in PBS to determine size and polydispersity index (PDI). For {-potential measurements, the samples were diluted 10X in
MQ (n =3). bPS++CpG at 10 mg/mL aggregated during DLS measurements in MQ_due to interactions between positively and negatively charged
particles. Size and PDI were determined using 100X dilutions in PBS; {-potential was determined using 100X dilutions in MQ.

Triethylamine (10 equiv with respect to acid) was added to the
cold mixture. After 2 h, the ice bath was removed, and the reaction
mixture was allowed to warm up to room temperature overnight.

The reaction mixture was dialyzed for 24 h (3.5 kDa membrane)
against DMSO (Vpyso = 250-Vieaction mixwure)s 20d the dialysis medium
was replenished four times. After the fourth time, a complete colorless
dialysis medium was obtained, while the product in the dialysis
membrane remained fluorescent, indicating successful dialysis.
Hereafter, the dialysis medium was switched to 1,4-dioxane and left
overnight. The purified compound was collected and freeze-dried
immediately for 1 day. A dark-red waxy polymer was obtained. Yield
+ 84%.

Coupling of DBCO-PEG,-NHS to Fc Fragment (Fc-DBCO).
Prior to conjugation, the buffer of the Fc fragment was exchanged to
PBS (1X) by means of spin filtration (3 kDa membrane) at 4 °C.
DBCO-PEG,-NHS dissolved in dimethyl sulfoxide (3 equiv) was
added to the Fc fragment stock (Vppcoswoa/ Veestock = 1:40) and
incubated at 4 °C while shaking on a thermoshaker overnight (700
rpm). Hereafter, excess DBCO-PEG,-NHS was removed by spin
filtration (3 kDa membrane, washed three times) and the sample was
refilled to the original volume using PBS (1X). Sample concentration
and degree of labeling (DOL) were determined by absorption
spectroscopy as described below.

[DBCO]

Degree of labeling(DOL) =
[Ec]

A280c Fc (conjugate’s corrected absorbance at 280 nm)
= A280 — (A309 x CF DBCO); CF DBCO

= 1.089
*
1280 e = 13:50%Muw Fe
10
A280c F
[Bc] = A280cEe 180 Fe = 67500
€280 Fc
A309 DB
DBCO] = A39DBCO - 109 DBCO = 12000

€309 DBCO’

Typical Polymersome Formation Procedure. (Azide/amine-
)PEG-p(CL-TMC)(-BODIPY) block copolymer was dissolved in
poly(ethylene glycol) (molecular weight ~350 g/mol, PEG350) at 10
wt %. Hereafter, the polymer solutions were mixed according to
specific conditions needed for the experiment. This mixture (20 L)
was added to a 5 mL flat-bottom glass vial, equipped with a magnetic
stir bar (length of the stir bar ~ inner diameter of the vial), directly
next to the stir bar in the middle of the vial. Endotoxin-free PBS (1X,
80 uL) at room temperature was added rapidly to the mixture while
stirring at 250 rpm. Directly, a hazy mixture was formed. After 5 min
of stirring, PBS (1x) was slowly added to dilute the sample to the
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concentration needed. Hereafter, the polymersomes were function-
alized with Fc and/or CpG (described below). To remove residual
PEG350 from nonfunctionalized polymersomes, typically, a 500 uL
spin filter (100 kDa membrane) was filled with 100 uL of
polymersomes and cooled to 4 °C. The sample was filtered at
3500g at 4 °C for 30 min. This was done four times, adding ~400 uL
endotoxin-free PBS (1X) each time. Finally, the samples were diluted
to the desired concentration and filtered using a 0.2 gm endotoxin-
free filter.

Fc and CpG Conjugation to the Polymersome Surface. Prior
to Fc conjugation, Fc fragments were coupled to DBCO (as described
above). Fc-DBCO/CpG-DBCO (1.1 equiv, with respect to the
amount of azide-PEG-p(CL-TMC) on the outside of the polymer-
somes, which was estimated to be ~50% of the total amount of azide
polymer within the particle) was incubated with the polymersome
solution while mixing on a thermoshaker overnight (4 °C, 700 rpm).
Hereafter, the sample was purified. Typically, a S00 xL spin filter (100
kDa membrane) was filled with 100 yL of functionalized polymer-
somes mixture and cooled to 4 °C. The sample was filtered at 3500g
at 4 °C for 30 min. This was done four times, adding ~400 uL of
endotoxin-free PBS (1X) each time. After the last run, the sample
volume was diluted to the original volume to measure the Fc/CpG
concentration and conjugation efficiency. Finally, the samples were
diluted to the desired concentration and filtered using a 0.2 pm
endotoxin-free filter.

Purification effectiveness was assessed by mixing Fc-DBCO/CpG-
DBCO with polymersomes containing no clickable handle, i.e., no
azide functionality, and exposing the particles to the same reaction
conditions and spin filter method. Hereafter, the Fc/CpG
concentration was measured resulting in no signal, indicating efficient
purification.

CpG Adsorption to the Polymersomes Surface. CpG ODN
2006 was dissolved in endotoxin-free PBS (1X) and slowly added to a
suspension of charged polymersomes while stirring at 600 rpm.
Finally, the samples were diluted to the desired concentration and
filtered using a 0.2 um endotoxin-free filter.

Determination of the Concentration of Fc Fragment on the
Polymersome Surface. Fc fragment concentration and conjugation
efficiency were determined by the Pierce BCA Protein Assay on a
plate reader. Polymersomes without any modification on the surface
were used as blank, and their absorbance values were subtracted from
the Fc conjugated polymersomes. The calibration curve of the Fc
fragment was correlated to the BSA calibration curve, provided within
the kit. Measurements were carried out in duplicate, and mean
concentration and conjugation efficiency are given in Table 1.

Conjugation efficiency was calculated as follows

https://doi.org/10.1021/acs.biomac.1c00985
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Intensity (%)

1 Z-average: 130 nm
PDI: 0.098
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Size (nm)

10° 10*

Figure 1. Characterization of typical PEG-p(CL-TMC) polymersomes. (a) Typical cryogenic transmission electron microscopy pictures of PEG-
p(CL-TMC) polymersomes, overview and higher-resolution image (inset). Scale bars represent 100 nm. (b) Hydrodynamic size analysis of
polymersomes shown in an intensity plot generated by dynamic light scattering (DLS). Z-average: intensity-weighted mean hydrodynamic size;

PDI: polydispersity index.

Conjugation efficiency(%)
_ [Conjugated Fc]*100

" [Theoretical maximum Fc on surface polymersome*]

*Theoretical maximum was based on the available azide handles
exposed on the surface of the polymersome, which was estimated to
be ~50% of the total amount of azide polymer within the particle.

Determination of the Concentration of CpG on the
Polymersome Surface. CpG concentration was determined by
dissolving the polymersome samples in DMSO (3:1; DMSO/sample)
and measuring the absorption at 280 nm on a NanoDrop.
Polymersomes without any CpG were used as blank, and their
absorbance values were subtracted from the CpG-containing
polymersomes. The CpG concentration as well as the conjugation
efficiencies are given in Table 1.

Conjugation efficiency was calculated as follows

Conjugation efficiency(%)
_ [Conjugated CpG ]*100

" [Theoretical maximum CpG on surface polymersome*]

*Theoretical maximum was based on the available azide handles
exposed on the surface of the polymersome, which was estimated to
be ~50% of the total amount of azide polymer within the particle.

Human Leukocyte Isolation. Blood of healthy adult volunteers
was collected in vacutainers (BD Vacutainer, Germany) containing
Hirudin to prevent coagulation, after providing written informed
consent. Leukocytes were obtained by lysing erythrocytes using a
freshly prepared ammonium chloride shock buffer (15§ mM NH,C;
0.1 mM Na,EDTA; 10 mM KHCO;) (Merck, Darmstadt, Germany).
Briefly, whole blood was incubated for 15 min in ice-cold shock buffer
at a 1:9 ratio. Leukocytes were subsequently pelleted by centrifugation
(250g, 10 min, 4 °C) and washed twice with shock buffer and once
with PBS. The cells were finally resuspended in RPMI 1640 Glutamax
(Invitrogen) supplemented with 1 mM penicillin/streptomycin
(Biowest) and kept on ice.

Leukocyte—Polymersome Interaction Assay. Isolated leuko-
cytes (5 X 10% 100 yL) were plated per well of a sterile 96-well
round-bottom plate (Falcon, Corning) and mixed with S uL of
BODIPY-labeled polymersomes in a cell:particle ratio of 1:5 or 1:50.
A polymer amount of 0.385 mg was estimated to correspond to 5 X
10’ polymersomes. To block particle uptake, leukocytes were
incubated with Cytochalasin D (Sigma) at a final concentration of
10 mM for 15 min at 37 °C, prior to adding polymersomes. The cells
were incubated with polymersomes for 30 or 60 min at 37 °C, 250
rpm. Subsequently, the cells were stained with LIVE/DEAD Fixable
Dead Cell Stain Kit-Far Red (Invitrogen) according to manufacturer’s
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recommendations and followed by fluorescent labeling of cell
markers: CD45-BVS510 (clone HI30, BD Biosciences), CD14-PE-
Cy7 (clone HCD14, Biolegend), CD66b-BV421 (clone G10FS, BD
Biosciences), CDS6-PE (clone CS.9, Cytognos, Spain), and CD3-
APC-Cy7 (clone SK7, BD Biosciences). Flow cytometry data were
collected on a BD LSR II (BD Biosciences) and analyzed using
FlowJo 10.2 Software (Figure S1). Dead cells and CD4S negative
events were excluded from the data analysis.

Whole Blood Stimulation Assay. Human whole blood was
collected as described above, immediately diluted 1:4 in RPMI
medium, and mixed with different polymersome variants or soluble
CpG. CpG was used at a final concentration of 4 yg/mL. The number
of polymersomes between different stimulation conditions deviated
based on the CpG concentration in the sample. For polymersome
variants lacking CpG, the number of particles in the stimulation was
equal to the number of polymersomes used for the polymersome
variant with the lowest CpG concentration (Ps-CpG). The cells were
stimulated for 24 h at 37 °C, 5% CO,, after which the culture
supernatant was collected and stored at —20 °C for cytokine analysis.

Cytokine Measurements by ELISA. Whole blood stimulation
supernatants were analyzed for the level of IL-6 using ELISA kits
(Sanquin), performed according to manufacturer’s recommendations.

Intracellular Cytokine Analysis by Flow Cytometry. Whole
blood stimulations were performed as described above, except that
cells were stimulated for 2 h 37 °C, 5% CO,, followed by 4 h
stimulation in the presence of Brefeldin A (BD Bioscience) and
Monensin (BD Bioscience) according to manufacturer’s recommen-
dations to block cytokine secretion. Subsequently, red blood cell lysis
is performed as described above and cells are stained with LIVE/
DEAD Fixable Dead Cell Stain Kit-Far Red (Invitrogen) according to
manufacturer’s recommendations. To allow intracellular cytokine
staining, the cells are treated with Cytofix/Cytoperm kit (BD
Bioscience) according to manufacturer’s recommendations. The
following markers were used to identify cell subsets: CD45-BV510
(BD Bioscience), CD3-APC-Cy7 (BD Bioscience), CD14-PeCy7
(Biolegend), and CD66b-BV421 (BD Bioscience). Each sample
divided was separately analyzed for the presence of IL-6 (IL-6-
PECF594, Clone: MQ2-13AS, BD Bioscience), IL-8 (IL-8-PECF594,
clone: G265—8, BD Bioscience), or TNF-a (TNF-a-PECF594, clone:
MABI1, BD Bioscience). Flow cytometry data were collected on a
BD LSR II and analyzed using FlowJo 10.2 Software (Figure S2).
Dead cells and CD4S negative events were excluded from the data
analysis.

B RESULTS AND DISCUSSION

Polymersome Characterization and Decoration with
Fc Fragments. Polymersomes can be assembled from various
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Figure 2. Fc fragment display on the polymersome surface improves particle adhesion to and uptake by immune cells. (a) Purified Fc fragments
were labeled with a DBCO group using DBCO-PEG,-NHS, which is reactive with any primary amine of the Fc fragment. (b) PEG-p(CL-TMC)
block copolymers with and without azide group were used to induce polymersome formation. Upon the addition of Fc fragments with DBCO-
linker, Fc fragments were conjugated to the polymersome surface using the SPAAC reaction. (c) A covalent bond was formed between the azide
group on the Ps surface and the DBCO group bound to the Fc fragment. (d) Human leukocytes derived from shocked blood were incubated with
polymersomes decorated with or without Fc in a 1:50 ratio for 60 min in the presence or absence of Cytochalasin D (CytoD), an actin
polymerization inhibitor, blocking cellular uptake. After incubation, the cells were stained with an antibody panel and analyzed by flow cytometry to
distinguish the different cell types. Data are presented as percentage of viable cells positive for polymersomes. Error bars represent the standard
error of the mean of five independent experiments with cells from different donors. Statistical analysis was performed using a repeated-measures
one-way ANOVA with 95% confidence intervals and Bonferroni correction, comparing polymersomes with and without Fc, and conditions with
and without CytoD. Analysis is done for each cell type separately. ***p < 0.001.

amphiphilic block copolymers. Here, poly(ethylene glycol)- The Fc fragment was modified with a DBCO handle to
block-poly[ (e-caprolactone)-gradient-(trimethylene carbo- enable conjugation to the azide-functionalized polymersomes
nate)] (PEG-p(CL-TMC)) (Figure S3a) was chosen as the (Figure 2a—c). This handle was introduced by incubating Fc
building block for the bilayered vesicle. It has been shown by fragments with DBCO-PEG,-NHS, reactive with any primary
others that PEG-p(CL-TMC) reproducibly self-assembles into amine of the Fc fragment (Figure 2a). A degree of labeling of

robust particles of ~100 nm in diameter;>*® however, at ~]1, i.e., approximately one linker per Fc molecule, was chosen
present, its suitability as a vaccine scaffold and its interaction to prevent cross-linking and, consequently, polymersome
with human immune cells have not yet been evaluated. The aggregation. Hereafter, the Fc-DBCO fragment was incubated
base polymer for the formation of biodegradable polymer- with 5 wt % azide-functionalized polymersomes, resulting in
somes, block copolymer PEG,,-p(CL;-TMC;;), was synthe- conjugation of the Fc fragments to the polymersome surface,
sized via cationic ring-opening polymerization, resulting in a with a conjugation efficiency of 35% (Ps-Fc; Figure 2b,c and
polymer with a dispersity of D = 1.22. Upon self-assembly by Table 1). Following Fc fragment conjugation, a small change in
direct hydration, well-defined polymersomes with a typical {-potential was observed, —7.15 mV, compared to —12.3 mV,
hydrodynamic diameter of 100—130 nm and a low for nonfunctionalized polymersomes due to the introduction of
polydispersity index (PDI = 0.098) were formed (Ps; Figure the Fc fragments’ charge to the surface of the polymersome
la,b and Table 1). (Table 1).

The conjugation of Fc fragments to the surface of the Display of Fc Fragments on the Polymersome
polymersome was achieved using a DBCO-azide SPAAC Surface Mainly Improves Particle Uptake by Human
reaction (copper-free strain-promoted alkyne-azide click Granulocytes. To evaluate whether polymersomes displaying
chemistry). To this end, azide-PEG-p(CL-TMC) was synthe- human Fc fragments could be used to improve the delivery of
sized with a dispersity of B = 1.20. A longer PEG chain polymersomes to immune cells, the interaction between these
compared to the base polymer, 3.0 kDa versus 1.0 kDa, was particles and human leukocytes was assessed using flow
used to facilitate conjugation between the Fc fragment and the cytometry (Figures 2d and S4).
vesicle. Azide-PEG-p(CL-TMC) was blended in at S wt % with Following lysis of red blood cells, human leukocytes were
the base polymer and successfully assembled into polymer- incubated with Ps-Fc to determine the optimal incubation
somes, demonstrating that the larger azide-containing PEG length and cell:polymersome ratio. After a 30 min incubation
chain did not interfere with polymersome formation (Figure at a cell:polymersome ratio of ~1:50, a significant proportion
S3b,c). of granulocytes and monocytes had bound Ps-Fc (Figure S4a).
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Figure 3. CpG conjugation to the polymersome surface strongly enhances the interaction with human immune cells. (2, c) Schematic
representation of polymersomes and (b, d) human leukocytes derived from shocked blood were incubated with polymersomes decorated with or
without CpG in a 1:50 ratio for 60 min in the presence or absence of Cytochalasin D (CytoD), an actin polymerization inhibitor, blocking cellular
uptake. After incubation, the cells were stained with an antibody panel and analyzed by flow cytometry to distinguish the different cell types. Data
are presented as a percentage of viable cells positive for polymersomes. (a) PEG-p(CL-TMC) block copolymers with and without azide groups
were used for polymersome formation. Upon the addition of CpG with a DBCO handle, CpG was covalently linked to the polymersome surface
using the SPAAC reaction (Ps-CpG). (b) Impact of CpG conjugation to the polymersome surface on the interactions with leukocytes. (c) PEG-
p(CL-TMC) block copolymers with and without amines were used for polymersome formation. CpG was subsequently adsorbed to the
polymersome surface by electrostatic interactions (Ps*+CpG). (d) Impact of CpG adsorption to positively charged polymersome on the
interactions with leukocytes. Error bars represent the standard error of the mean of five independent experiments with cells from different donors.
Statistical analysis was performed using a repeated-measures one-way ANOVA with 95% confidence intervals and Bonferroni correction, comparing

polymersomes with and without CpG, and conditions with and without CytoD. Analysis is done for each cell type separately. *p < 0.05; **p <
0.01; ***p < 0.001.

Most granulocytes (80%) became positive for Ps-Fc after 30 interaction of Ps-Fc with monocytes increased between 30 min
min, which did not further increase after 60 min. The (35%) and 60 min (60%). Similarly, Natural Killer (NK) cells
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showed increased Ps-Fc positivity over time, ranging from 10%
at 30 min to 20% at 60 min. No significant interaction of Ps-Fc
with T and/or B cells was observed. Of note, the addition of
Cytochalasin D (CytoD), which inhibits actin polymerization
and thereby blocks cellular uptake, significantly reduced the
interactions of Ps-Fc with monocytes and NK cells, but only
after 60 min of incubation. Although CytoD had no effect on
the percentage of Ps-Fc-positive granulocytes (Figure S4a), a
lower mean fluorescence intensity (MFI) was observed (Figure
S4b). When using a cell:polymersome ratio of 1:5 (Figure
S4c,d), a lower percentage of Ps-Fc-positive leukocytes and a
lower MFI were observed compared to the 1:50 ratio.

Based on these results, a cell:polymersome ratio of 1:50 was
incubated for 60 min to compare the interaction of Fc-positive
and Fc-negative polymersomes with human immune cells
(Figure 2d). Especially granulocytes, well known for their
capacity to phagocytose pathogens,” and also monocytes and
NK cells became positive for polymersomes following
incubation with Ps-Fc, with 70, 20, and 5% of the cells being
Ps-Fc-positive, respectively. In contrast, nonfunctionalized
polymersomes did not show significant interaction with
human immune cells. In addition, no interaction of polymer-
somes with or without Fc was detected with T and B cells. In
the presence of CytoD, lower percentages of cells positive for
Ps-Fc were obtained for monocytes, granulocytes, and NK cells
(Figure 2d). Together, these results indicate that polymersome
decoration with Fc fragments substantially improves the
adhesion and uptake of these particles by immune cells, as
was previously shown for other Fc-decorated nanopar-
ticles.”*>*?3° It should be noted, however, that the Fc
fragments used here were purified from human serum, thus
representing the natural distribution of Fc fragments in the
circulation. These Fc fragments can interact with a wide variety
of FcRs with different affinities. These different interactions
have distinct intracellular consequences, influenced by the
presence of an immunoreceptor tyrosine-based activation or
inhibition motif, ITAM, and ITIM, respectively.50 As
granulocytes, monocytes, and NK cells each express a variety
of different FcRes, it is conceivable that the Fc fragment display
on the polymersome surface mediates particle uptake via
multiple FcR subtypes.”® Targeting a specific type of FcR could
repgzeszgnt an elegant strategy to increase targeting specific-
ity.?%

Polymersome Surface Functionalization via Conju-
gation or Adsorption of CpG. To explore the impact of
CpG-mediated targeting, polymersomes with surface displayed
CpG were produced. CpG was conjugated to the polymersome
surface in a manner similar to the Fc fragments, using the
SPAAC reaction (Ps-CpG; Figure 3a). The conjugation of
CpG-DBCO to the polymersome surface, containing 15 wt %
azide polymer, was analyzed by absorption spectroscopy,
resulting in a coupling efficiency of 44% (Table 1). Due to the
high negative charge of CpG, the (-potential of the
polymersome shifted significantly compared to Ps, from
—12.3 to —36.7 mV (Table 1), confirming surface function-
alization of the polymersome with CpG.

Alternatively, we adsorbed the negatively charged CpG to
the surface of positively charged polymersomes (Ps*+CpG;
Figure 3c). To introduce a positive charge, amine-PEG-p(CL-
TMC) was synthesized by cationic ring-opening polymer-
ization (P = 1.38). The content of the amine-containing
polymer was kept at S0 wt % for all experiments, resulting,
upon direct hydration, in vesicles with a size of ~100 nm (Ps*;
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Figure SSa,b) with a significantly higher {-potential, +22.6 mV,
compared to the Ps with a {-potential of —12.3 mV (Table 1).
Because of the strong interaction between particles and CpG
and, consequently, concentration-dependent coagulation of the
particles, DLS analysis of Ps*+CpG was performed using a
100-fold dilution in PBS and revealed a particle size of ~202
nm. A large shift in {-potential was detected after the addition
of CpG to positively charged polymersomes, +22.6 to —15 mV,
indicating coating of the surface with the adjuvant (Table 1
and Figure S5c).

Conjugation of CpG to the Polymersome Surface
Strongly Enhances the Interaction with a Wide Variety
of Human Leukocytes. To study the impact of CpG
decoration on the interaction of polymersomes with human
leukocytes, we repeated the flow cytometry assay as described
above for Ps-Fc. Immune cells were incubated with different
polymersome variants at a ratio of 1:50 for 60 min, in the
presence or absence of CytoD, followed by flow cytometry
analysis (Figure 3b,d).

Conjugation of CpG to the polymersome surface resulted in
a marked and significant increase in the percentage of
polymersome-positive cells compared to nonfunctionalized
polymersomes (Figure 3b). Of each of the assessed cell
populations, 50—90% of the cells were positive for Ps-CpG,
whereas hardly any polymersome-positive cells were measured
when nonfunctionalized polymersomes were used. Adding
CytoD resulted in only a minor decrease in the percentage of
polymersome-positive cells, with ~50% of the cells per
leukocyte subset still demonstrating polymersome binding
after incubation with Ps-CpG. This may indicate that the
majority of the cells became polymersome-positive due to
particle adhesion or actin-independent uptake. The internal-
ization of CpG displaying particles could potentially be
mediated by interaction with TLR-9, as besides its intracellular
localization, it is also been found at the cell surface.®' In
addition, DEC205, a cell surface C-type lectin receptor family
member, and scavenging receptors have been shown to bind
CpG and are expressed by a wide range of cell types.'®>*~>*
Targeting DEC20S on dendritic cells has shown to induce the
enhancement of antigen presentation by these cells and might
therefore be an interesting target for vaccine develop-
ment.”> " As engagement of DEC20S results in internal-
ization via clathrin-coated pits,'™>” this may explain the limited
impact of CytoD, inhibiting actin polymerization, on the
percentage of polymersome-positive cells in the presence of Ps-
CpG.

In contrast to conjugated CpG (Ps-CpG), incubation of
polymersomes with adsorbed CpG (Ps*+CpG) with human
leukocytes resulted in only up to 4% of polymersome-positive
cells (Figure 3d), which could be explained by the loss of CpG
from the particle during the experiment. Thus, decorating
polymersomes with CpG can be used to improve their
interaction with human immune cells, as was previously shown
using other nanoparticles,”’~**** but requires CpG to be
covalently bound to the polymersome surface.

Bimodal Targeting of Polymersomes to Human
Immune Cells Is Mostly Dependent on CpG Conjuga-
tion. As we found that both Fc fragment and CpG conjugation
to the polymersome surface can significantly strengthen the
interaction of polymersomes with human immune cells, we
subsequently explored whether their combined use could
further improve the targeting of polymersomes to human
leukocytes (Figure 4a). To this end, polymersomes displaying
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Figure 4. Interaction of Ps-Fc-CpG with human leukocytes is mainly determined by CpG conjugation. (a) Schematic representation of
polymersomes decorated with Fc and CpG using the SPAAC reaction (Ps-Fc-CpG). (b) Impact of Fc and CpG conjugation to the polymersome
surface on the interaction with leukocytes (n = S). Human leukocytes derived from shocked blood were incubated with polymersomes decorated
with or without Fc and CpG in a 1:50 ratio for 60 min in the presence or absence of Cytochalasin D (CytoD), an actin polymerization inhibitor,
blocking cellular uptake. After incubation, cells were stained with an antibody panel and analyzed by flow cytometry to distinguish the different cell
types. Data are presented as a percentage of viable cells positive for polymersomes. Statistical analysis was performed using a repeated-measures
one-way ANOVA with 95% confidence intervals and Bonferroni correction, comparing Ps-Fc-CpG to Ps-Fc and Ps-CpG. Analysis is done for each
cell type and the with and without CytoD condition separately. *p < 0.05; **p < 0.01; ***p < 0.001.

both Fc-DBCO and CpG-DBCO were made using 20 wt %
azide polymer, and sequential conjugation of Fc fragments and
CpG was performed, i.e., first, Fe-DBCO conjugation, followed
by CpG-DBCO conjugation, with efficiencies of 33 and 60%,
respectively (Ps-Fc-CpG; Table 1). Cryogenic transmission
electron microscopy (Cryo-TEM) analysis demonstrated that
the bilayered nature of the polymersomes remained intact after
the conjugation of both compounds (Figure S6a), and DLS
measurements confirmed the formation of reproducibly sized
particles (Figure S6b). Interestingly, none of the chemical
modifications included in the present study did significantly
affect the size or morphology of the polymersomes, under-
scoring their robustness and versality and making them a
highly suitable nanocarrier,**%%77¢!

Analysis of the interaction of Ps-Fc-CpG with human
leukocytes in comparison to Ps-Fc and Ps-CpG revealed that
Ps-CpG and Ps-Fc-CpG gave highly similar results (Figure 4b),
whereas Ps-Fc induced significantly lower percentages of
polymersome-positive cells. These data strongly suggest that
CpG conjugation contributed significantly more to cell—
polymersome interactions than Fc fragment conjugation. Of
note, in the presence of CytoD, the percentage of polymer-
some-positive cells was almost always higher for Ps-Fc-CpG
than Ps-CpG (Figure 4b).

Decoration with Both CpG and Fc Fragments
Enhances the Immune Stimulatory Capacity of Poly-
mersomes. Having identified that CpG conjugation and, to a
lesser extent, Fc conjugation enhance the cellular targeting of
polymersomes, we then investigated their capacity to induce a
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proinflammatory cytokine response when incubated with
whole blood (Figure ).

Following a 24 h stimulation, the interleukin (IL)-6 level in
the culture supernatant was determined (Figure Sa). In line
with the absence of detectable phagocytosis of nonfunction-
alized PEG-p(CL-TMC) polymersomes, these particles did not
induce detectable IL-6 levels, confirming the Previously
described inert properties of PEGylated particles.'”** Con-
versely, Ps-Fc and Ps-CpG triggered a slightly elevated IL-6
response compared to stimulation with mock or Ps. Moreover,
Ps-Fc-CpG induced significantly higher IL-6 levels than Ps-Fc
and Ps-CpG (Ps-Fc versus Ps-Fc-CpG: p = 0.0013, fold-
increase: 9.5; Ps-CpG versus Ps-Fc-CpG: p = 0.0265, fold-
increase: 5.4) (Figure Sa).

To determine whether the bimodal targeting has a
synergistic rather than a cumulative effect, the IL-6 level
after stimulation with Ps-Fc-CpG was divided by the sum of
IL-6 levels after stimulation with Ps-Fc and Ps-CpG (Figure
Sb). This ratio was >1 for all donors (p-value = 0.0313),
suggesting a mild synergistic effect of polymersomes displaying
both Fc fragments and CpG on the IL-6 response. Thus, while
the bimodal targeting approach did not further improve the
quantity of cell—particle interactions compared to polymer-
somes decorated with only CpG (Figure 4b), the functional
cytokine response was increased. The large variation in
cytokine response between donors could possibly be explained
by differences in expression levels of various Fc and CpG
receptors, which have different intracellular consequences.

To gain insight into the cells responsible for cytokine
production, we performed whole blood stimulations for 6 h
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Figure 5. Fc and CpG conjugation to the polymersome surface enhances the proinflammatory cytokine response in a human whole blood
stimulation assay. Human whole blood was stimulated with different polymersome variants or soluble CpG at a final concentration of 4 ug CpG/
mL. In case polymersomes did not contain CpG, the same amount of polymersomes was used as required for the polymersome variant with the
lowest CpG concentration. (a) IL-6 levels (n = 6) in supernatant after a 24 h stimulation with different polymersome variants measured using
ELISA. Detection limit is 2.0 pg/mL. (b) The synergy between Fc fragment and CpG display on the polymersome surface was calculated by
dividing the IL-6 response to Ps-Fc-CpG shown in (a) by the sum of the responses to Ps-Fc and Ps-CpG. The dotted line indicates a ratio of 1. (c—
e) Whole blood was stimulated with mock (black), Ps (red), or Ps-Fc-CpG (green) (n = 4) for a total of 6 h, of which 4 h in the presence of
cytokine secretion blocking reagents. Leukocytes from shocked stimulated whole blood were stained with an antibody panel to distinguish the
different cell types and to detect IL-6, IL-8, or TNF-a by flow cytometry. Data are presented as a percentage of viable cells positive for IL-6 (c), IL-
8 (d), or TNF-a (e). Each symbol represents a donor. Statistical analysis was performed using a repeated-measures one-way ANOVA on log 10
transformed data with Bonferroni correction and 95% confidence intervals. The significance of the synergy was calculated by comparing the IL-6
ratios to 1 using a Wilcoxon signed-rank test. *p < 0.05; **p < 0.01; ***p < 0.001.

while blocking cytokine secretion and analyzed the presence of
IL-6, IL-8, and TNF-a intracellularly by flow cytometry
(Figure Sc—e).”® In line with the near-absence of IL-6 in the
supernatant, we could not detect IL-6, IL-8, or TNF-a
intracellularly upon stimulation with Ps. Following stimulation
with Ps-Fc-CpG, only monocytes produced a detectable level
of IL-6, albeit only 2—12% of monocytes were IL-6-positive
(Figure Sc). Similar to IL-6, mainly monocytes were positive
for IL-8 and TNF-a upon stimulation with Ps-Fc-CpG (Figure
5d,e). Of note, while not all monocytes did produce a
detectable level of cytokines, all monocytes were positive for
Ps-Fc-CpG after 6 h (data not shown), suggesting that
monocyte subpopulations, which might differ in relative
abundance between individuals, respond differently to
decorated polymersomes. While T and B cells did not produce
any of the measured cytokines upon Ps or Ps-Fc-CpG
stimulation, a small percentage of granulocytes produced IL-
8 upon stimulation with Ps-Fc-CpG (Figure 5d). This small
percentage of granulocytes may contribute to the overall IL-8
response due to the large total number of granulocytes in the
circulation. In addition, granulocytes may contribute to
adaptive immune responses by transporting and presenting
antigens and regulating antigen-specific responses.”*~°® There-
fore, the improved targeting of granulocytes by Fc- and/or
CpG-decorated polymersomes, as well as monocytes,”” could
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potentially improve antigen presentation and subsequent T cell
stimulation. Future studies should therefore focus on
generating a deeper understanding on the crosstalk between
polymersomes and immune cells, e.g., monocyte subsets, and
their consequences on a functional level.

Analysis of the presence of IL-6, IL-8, and TNF-a
intracellularly upon stimulation with Ps-Fc and Ps-CpG in
comparison to Ps-Fc-CpG suggests a beneficial effect of
combining both ligands on the proinflammatory response of
leukocytes in general, although the percentage of cytokine-
positive cells and the type of cytokines induced differ between
leukocyte subsets (Figure S7a—c). Although speculative,
particle internalization via an FcR may potentially strengthen
the response to CpG. Previously, beneficial effects of
multitargeting approaches on the immune response have
been found when combining CpG with mannose, targeting
mannose receptors, on the surface of liposomes,”® when co-
delivering CpG and R848, a TLR-7/8 agonist, using nano-
particles,”” and when adding mannose to polymersomes
containing monophosphoryl lipid A (MPLA), activating
TLR-4, and imiquimod, activating TLR-7/ 8.4 Notably,
despite restricting differences in ligand density between
different particles to a minimum, the possibility remains that
the elevated cytokine response to Ps-Fc-CpG is also partially
due to a more optimal surface density of ligands compared to
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Ps-Fc and Ps-CpG.”” Further optimization of the Fc fragment
and CpG density may enlarge the immune stimulatory capacity
of the polymersome.

B CONCLUSIONS

The use of nanoparticles as vehicles for drug delivery or
vaccine development has emerged over the past decade.'””!
The effectiveness of delivery depends on the specificity of
targeting, determined by the interaction with and activation of
cells encountered by the nanoparticle.'* The PEGylated
surface of polymersomes renders these vesicles inert and,
consequently, safe. However, this may also affect the success of
delivery and thereby limit their use in vaccines. Targeting
nanoparticles to APCs using ligands of cell surface receptors is
an attractive strategy to improve vaccine responses and
protection.”'”* To this end, we decorated polymersomes
with CpG and/or Fc fragments and showed that this
significantly enhances the interaction of polymersomes with
human immune cells. Moreover, CpG and Fc decoration
enhance the immune stimulatory capacity of the virtually inert
polymersomes. Combined display of both ligands resulted in
the highest cytokine responses, underscoring the potential of
bimodal-receptor targeting polymersomes. These observations,
together with the high versality and biocompatibility of the
polymersome platform, highlight its potential as a vaccine
delivery vehicle.
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