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ABSTRACT: Cancer immunotherapy can be augmented with toll-like receptor
agonist (TLRa) adjuvants, which interact with immune cells to elicit potent
immune activation. Despite their potential, use of many TLRa compounds has
been limited clinically due to their extreme potency and lack of pharmacokinetic
control, causing systemic toxicity from unregulated systemic cytokine release.
Herein, we overcome these shortcomings by generating poly(ethylene glycol)−
poly(lactic acid) (PEG−PLA) nanoparticles (NPs) presenting potent TLR7/8a
moieties on their surface. The NP platform allows precise control of TLR7/8a
valency and resulting surface presentation through self-assembly using nano-
precipitation. We hypothesize that the pharmacokinetic profile of the NPs minimizes systemic toxicity, localizing TLR7/8a
presentation to the tumor bed and tumor-draining lymph nodes. In conjunction with antiprogrammed death-ligand 1 (anti-PD-L1)
checkpoint blockade, peritumoral injection of TLR7/8a NPs slows tumor growth, extends survival, and decreases systemic toxicity in
comparison to the free TLR7/8a in a murine colon adenocarcinoma model. These NPs constitute a modular platform for controlling
pharmacokinetics of immunostimulatory molecules, resulting in increased potency and decreased toxicity.

■ INTRODUCTION

Cancer immunotherapies based on immune checkpoint
antibodies continue to gain interest for clinical development
on account of their tremendous therapeutic potential. The
most widely used cancer immunotherapies are antibodies that
prevent the suppressive checkpoint interactions of CTLA4
with CD80/CD86 and PD1 with PD-L1. Though anti-CTLA4
and anti-PD1 or anti-PD-L1 therapies have shown great
efficacy in some cancers, the overall response rates are highly
variable on account of multifarious tumor cell evasion
mechanisms.1 Supplementing PD-L1 checkpoint blocking
antibodies with toll-like receptor agonist (TLRa) adjuvants,
as well as other innate activators, such as stimulator of
interferon gene (STING) agonists, has shown great promise
toward overcoming resistance mechanisms responsible for low
response rates.2−5 In particular, TLR7/8a, which are typically
structural mimics of single-stranded RNA (ssRNA), can elicit
extremely potent immune responses, and have been shown to
synergize with immune checkpoint therapies.6 Unfortunately,
the applicability of TLR7/8a compounds in cancer immuno-
therapy is currently limited to skin cancers, including
metastatic cancers presenting on the skin, as systemic
distribution of these compounds results in severe toxicity.7−9

Control over the pharmacokinetics, pharmacodynamics, and
biodistribution of these compounds is crucial for their
translation into the clinic, emphasizing the need for optimized
drug delivery approaches.

TLR7/8a primarily activate pathways in innate immune
cells, including dendritic cells (DCs) and macrophages, by
mimicking ssRNA that are natural ligands for pathogen-
associated molecular patterns (PAMPs). Activation of TLR7/8
boosts antigen presentation by DCs and macrophages through
downstream signaling and cytokine production as part of the
multifaceted adaptive immune response. Synergy with PD-L1
blockade results from co-administration of TLR7/8a com-
pounds, whereby TLR7/8 activation aids DCs residing in the
tumor and tumor-draining lymph nodes in priming naiv̈e T-
cells toward tumor antigens, resulting in tumoricidal behavior
that can then be enhanced and prolonged by the addition of
PD-L1 blockade.10,11 Immunosuppressive tumors experience
low levels of T-cell priming, which typically renders PD-L1
checkpoint blockade ineffective. In contrast, the addition of
stimulatory molecules like TLR7/8a can initiate innate
immune cell activation and kick-start downstream T-cell
responses.
As the TLR7/8 ligand binding site can be found on the

endosomal lumen of DCs and macrophages, TLR7/8a
compounds that are covalently bound to macromolecular
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constructs can activate TLR7/8 receptors without needing to
be released.12 Moreover, the pharmacokinetic properties for
such a construct would be strictly dictated by the nanoparticle
(NP) properties. Numerous analogs of Resiquimod (R848), a
popular TLR7/8a with high specificity and potency, have been
developed that have functional handles (e.g., primary amines)
that make them amenable to conjugation to macromolecular
constructs. Multiple approaches to polymer conjugation of
these TLR7/8a compounds have been effective in modulating
the pharmacokinetics and pharmacodynamics of these
analogues, which has proven to generate more potent
adjuvants for therapeutic and prophylactic vaccines. For
example, Lynn et al. found that the morphology of NPs
formed from TLR7/8a-conjugated polymers had a significant
impact on both induction of cytotoxic T cells and antibody
production against a co-presented antigen.13,14 Nuhn et al.
have likewise shown that pH-responsive polymeric micelles
with conjugated TLR7/8a ligands are effective in eliciting a
local immune response with low toxicity that synergizes with
PD-L1 antibody antagonists.15,16

One primary benefit afforded by TLR7/8a conjugation to
macromolecular constructs is the opportunity to drive more
favorable tissue distribution and pharmacokinetics that give
rise to enhanced therapeutic efficacy and lower toxicity.
Altering the biodistribution and pharmacokinetics of TLR7/8a
impacts which immune cells are exposed and become activated
and, consequently, can lead to dramatically different
pharmacodynamic properties. We hypothesized that conjuga-
tion of TLRa moieties to the exterior of poly(ethylene
glycol)−poly(lactic acid) (PEG−PLA) NPs would provide
an opportunity to not only control potency through TLRa
valency on the NP, but also to control biodistribution,
pharmacokinetics, and pharmacodynamics (Scheme 1). Core-

shell NPs comprising PEG−PLA block copolymers are a
modular platform that have been widely employed for drug
delivery applications, and have been evaluated in numerous
human clinical trials, and are considered highly biocompat-
ible.17−21 Typically, drug cargo are encapsulated into the core
of the NPs, while conjugation of targeting ligands to the
exterior of the NPs has been employed for recognition and
localization of the NPs for selective delivery to certain
cells.22−25 Here, we show that TLRa moieties can be
conjugated to the terminus of the PEG corona to directly
present potent innate activators on the surface of the NPs.
Physical mixing of functionalized PEG−PLA polymers and
plain, unmodified PEG−PLA polymers at various ratios prior
to nanoprecipitation provides a facile approach to controlling
the density of conjugated TLRa moieties on the NP surface.
Nanoprecipitation of the PEG−PLA block copolymers results
in stable kinetically frozen micelle particles, as shown by their
lack of a critical micelle concentration (CMC).26 In this work,
we evaluate these TLR7/8a-PEG−PLA NPs in a murine model
of colon adenocarcinoma (MC38) and demonstrate that they
slow tumor growth, extend survival, and decrease systemic
toxicity in comparison to the free TLR7/8a when used in
combination with anti-PD-L1 checkpoint blockade. As such,
we demonstrate that the PEG−PLA NPs constitute a
promising and highly modular NP construct for improving
the efficacy and safety of the potent TLRa ligands in
augmenting cancer immunotherapy.

■ MATERIALS AND METHODS
Reagents. All chemicals were purchased through Sigma-Millipore,

unless stated otherwise. Synthesis of alkynated mannose, alkynated
TLR7/8a, and PEG−PLA block copolymers is described in the
Supporting Information.

Materials Characterization. NMR was obtained using an Inova
300 MHz NMR spectrometer with a Varian Inova console using
VNMRJ 4.2 A software. Number-average (Mn) and weight-average
(Mw) molar mass and dispersity (Đ = Mw/Mn) of the polymers were
obtained from gel permeation chromatography (GPC) carried out
using a Dionex Ultimate 3000 instrument (including pump,
autosampler, and column compartment) outfitted with an ERC
Refractomax 520 refractometer. The columns were Jordi Resolve
DVB 1000 Å, 5 μm, 30 cm × 7.8 mm, and a Mixed Bed Low, 5 μm,
30 cm × 7.8 mm, with a Jordi Resolve DVB Guard Column, 1000 Å,
5μ, 30 cm × 7.8 mm, 5 cm × 7.8 mm. Dimethylformamide (DMF)
with 10 mM LiBr was used as the eluent at 1 mL/min at room
temperature. Poly(ethylene glycol) was used to calibrate the GPC
system. Analyte samples at 2 mg/mL were filtered through a nylon
membrane with 0.2 μm pore size before injection (20 μL). Data was
analyzed using Chromeleon GPC/SEC Software.

Nanoparticle Synthesis and Characterization. NPs were
prepared as previously reported.27 A 1 mL solution of a combination
of PEG−PLA, TLR7/8a-PEG−PLA, and Mannose-PEG−PLA
(depending on the experiment, as shown in Table S2) in acetonitrile
(50 mg/mL) was added dropwise to 10 mL of water under a high stir
rate (600 rpm). NPs were purified by ultracentrifugation over a filter
(molecular weight cutoff of 10 kDa; Millipore Amicon Ultra-15)
followed by resuspension in phosphate buffered saline to a final
concentration of 200 mg/mL. NPs were characterized by dynamic
light scattering (DLS) to determine the NP diameters and ζ-potential
for the NPs (Tables S3 and S4).

In Vitro RAW-Blue Reporter Assay. The RAW-Blue reporter
cell line (InvivoGen, raw-sp) was used in this study. The cells were
cultured at 37 °C with 5% CO2 in Dulbecco’s modified Eagle’s
medium (DMEM; Thermo Fisher Scientific) supplemented with L-
glutamine (2 mM), D-glucose (4.5 g/L), 10% heat inactivated fetal
bovine serum (Atlanta Biologicals), and penicillin (100 U/mL)/

Scheme 1. TLR7/8a Delivery in a Subcutaneous Murine
Tumor Modela

a(A) Peritumoral TLR7/8a NP delivery results in lower levels of
circulating cytokines (brown circles), enhanced drainage to lymph
nodes, and potent activation of the TLR7/8 receptors in antigen
presenting cells (APCs) (purple cells) like DCs and macrophages.
The altered cytokine profile and enhanced drainage of TLR7/8a to
lymph nodes significantly slows tumor growth, extends survival, and
results in less systemic toxicity. (B) Peritumoral free TLR7/8a
delivery results in increased levels of many circulating cytokines,
nonspecific diffusion throughout the body, and likely less APC
activation in lymph nodes. This delivery route leads to greater
systemic toxicity and weaker antitumor effects.
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streptomycin (100 μg) and zeocin (100 μg/mL; Invivogen). Serial
dilutions of free TLR7/8a or one of the TLR7/8a NP formulations
(20 μL) were added to a 96-well tissue culture-treated plate to final
concentrations ranging from 0.08 to 10 μg/mL. About 10 000 cells
were added to each well in 180 μL of media. The cells were cultured
for 24 h at 37 °C in a CO2 incubator before following manufacturer
instructions for SEAP quantification (absorbance at 655 nm). Fits
were generated using the “log(agonist) vs response − Find EC50” in
GraphPad Prism with the lower bound constrained to a constant
value (0.22) for all fits.
Animal Studies. Eight−ten weeks old female C57BL/6 mice were

obtained from Charles River and were cared for according to the
Institutional Animal Care and Use guidelines. Animal studies were
performed in accordance with the guidelines for the care and use of
laboratory animals; all protocols were approved by the Stanford
Institutional Animal Care and Use Committee.
In Vivo Serum IFNα Quantification. Mice were injected with

buffer (200 μL) containing free TLR7/8a or one of the TLR7/8a NP
formulations (25 μg of TLR7/8a dose). Mice were injected
intraperitoneal (IP) since this administration route resulted in
quantifiable cytokine levels across treatment groups. The serum was
collected at the indicated times by tail vein blood collection and
stored at −80 °C. The serum IFNα concentrations were determined
by enzyme-linked immunosorbent assay (ELISA) according to the
manufacturer’s instructions (PBL Assay Science). Absorbance was
measured at 450 nm in a Synergy H1 microplate reader (BioTek).
Cytokine concentrations were calculated from the standard curves
and represented as ng/mL.
MC38 Tumor Inoculation and Treatments. The MC38 colon

carcinoma cell line was purchased from Kerafast and cultured using
DMEM (Thermo Fisher Scientific) supplemented with L-glutamine
(2 mM), 0.1 mM nonessential amino acids, 10% heat inactivated fetal
bovine serum (Atlanta Biologicals), penicillin (100 U/mL)/
streptomycin (100 μg), and 10 mM Hepes (Sigma-Aldrich). 5 ×
105 MC38 cells suspended in 100 μL of phosphate-buffered saline
(PBS) were injected subcutaneously (SC) on the right side of the
back of C57BL/6 mice. Mice received IP injections on days 8, 10, 12,
and 15 post inoculation with either PBS or 100 μg of rat monoclonal
antimouse aPD-L1 antibody (clone 10F.9G2; Bio-X Cell). At the
same time as the IP injections, mice were injected subcutaneously
(SC) with 50 μL of free TLR7/8a or high-valency TLR7/8a NPs. The
free TLR7/8a treatment also included PEG−PLA NPs without any
conjugated TLR7/8a to account for any effects of the polymer NPs
themselves. Tumor growth was monitored by measuring the tumors
with digital calipers (Mitutoyo Digimatic Caliper) 3 days a week.
Tumor area was calculated from a length and width measurement
(area = length x width). Mice were euthanized when tumor area
exceeded 150 mm2. On day 50, the tumor-free survivor was
rechallenged by SC injection on the right flank with 5 × 105 MC38
cells and tumor area monitoring was continued.
Liver Toxicity Assessment. The mice were treated SC with 50

μL of either free TLR7/8a or high-valency TLR7/8a NPs (n = 3 for
each group) 4 times. Injections occurred on days 0, 2, 4, and 7. On
day 8, mice were sacrificed and blood was collected by cardiac
puncture. Whole blood samples were submitted to the Animal
Diagnostic Laboratory in the Stanford Department of Comparative
Medicine Veterinary Service Center for the quantification of alanine
aminotransferase (ALT) and asparate aminotransferase (AST).
Statistical Analysis. Statistical analysis in Figures 2−4 and 5 was

done using GraphPad prism software. Data in Figure 2A,B were fit
using a log(agonist) vs response fit constrained to 0.22 (average of the
unconstrained minimum values) for the minimum response value.
The EC50 and maximum response values were extrapolated from the
fits and reported in Figure 2C. Mean values in Figure 2D,E were
compared by ordinary one-way analysis of variance (ANOVA) with
multiple comparisons to the control group (free TLR7/8a). In Figure
4C−E, mean fluorescence intensity (MFI) values were analyzed by t
test. Statistical analysis of the MFI values shown on the heatmap in
Figure 4B is shown in Table S4. A t test was run to compare NP
treatment to free TLR7/8a treatment for each individual cytokine.

Additional corrections were done to take into account error from
multiple comparisons in the Luminex assay including a false-discovery
rate (FDR) two-stage step-up method of Benjamini, Krieger, and
Yekutieli correction and multiple comparisons with the Bonferroni
method. In Figure 4F, mean % change in mass values on day 7 (final
day of treatment) was analyzed by t test with multiple comparisons to
the control group. *p < 0.05, **p < 0.01, ***p < 0.001, n.s. = not
significant.

MC38 Tumor Growth and Survival Statistical Analysis. The
mice were assigned randomly to 4 treatment groups (i) no treatment,
(ii) aPD-L1, (iii) aPD-L1 + free TLR7/8a, and (iv) aPD-L1 + TLR7/
8a NPs. For statistical analysis, the tumor area required additional
transformation using the natural logarithm to meet the assumptions of
homoscedasticity. Analysis was performed in JMP Pro 14. To test if
tumor growth differed between treatments, we used a restricted
maximum likelihood (REML) mixed model. The mouse was included
as a random effect subject. The interaction between treatment and
time tested whether treatment altered tumor growth over time. Post-
hoc pair-wise comparisons were done between treatment groups and a
Bonferroni correction was used to adjust for multiple comparisons (α
= 0.008). p-values for pair-wise comparisons (α = 0.008): aPD-L1 vs
control, p = 0.0001; TLR7/8a vs control, p = 0.0001; NP TLR7/8a vs
control, p < 0.0001; aPD-L1 vs free TLR7/8a, p = 0.7263; NP TLR7/
8a vs aPD-L1, p < 0.0001; NP TLR7/8a vs free TLR7/8a, p < 0.0001.
Survival statistical analysis was performed in SAS Version 9.4. To test
if survival differed between treatments, we used a maximum likelihood
parametric regression with censored data. Least-squared means were
used to compare survival time between individual treatments and
Tukey−Kramer post-hoc tests were used to correct for multiple
comparison.

Body Mass Measurements. Mouse body mass was monitored
every other day for the first 10 days following the start of treatment
using a digital kitchen scale with 0.1 g resolution.

Luminex. Two hours after the first treatment, blood samples were
collected by tail vein bleeds. Blood was collected in serum centrifuge
tubes (Sarstedt), incubated at RT for 30−60 min, and was spun at
10 000 RCF for 5 min. The serum was collected and kept frozen at
−80 °C until use for Luminex analysis. The Luminex assay was
performed by the Human Immune Monitoring Center at Stanford
University. Mouse 38-plex Procarta kits were purchased from
eBiosciences/Affymetrix/Thermo Fisher, Santa Clara, California,
and used according to the manufacturer’s recommendations with
modifications as described. Briefly, the beads were added to a 96-well
plate and washed in a Biotek ELx405 washer. The samples were added
to the plate containing the mixed antibody-linked beads and
incubated at room temperature for 1 h followed by overnight
incubation at 4 °C with shaking. Cold (4 °C) and room-temperature
incubation steps were performed on an orbital shaker at 500−600
rpm. Following the overnight incubation, the plates were washed in a
Biotek ELx405 washer and then biotinylated detection antibody was
added for 75 min at room temperature with shaking. The plate was
washed as above, and streptavidin-PE was added. After incubation for
30 min at room temperature, a wash was performed as above and
reading buffer was added to the wells. Each sample was measured in
duplicate. The plates were read using a Luminex 200 with a lower
bound of 50 beads per sample per cytokine. Custom Assay Chex
control beads were purchased from Radix Biosolutions, Georgetown,
Texas, and are added to all wells.

■ RESULTS AND DISCUSSION

As the basis of a modular PEG−PLA NP platform, we first
synthesized azide-terminated PEG−PLA from N3-PEG-OH.
The block copolymers were subsequently functionalized with
alkyne derivatives of TLR7/8a or mannose (Figures 1A, S1,
and S2). A series of NPs with varying surface densities of the
TLR7/8a ligand and mannose were formed from physical
mixtures of modified and unmodified PEG−PLA by nano-
precipitation according to the standard protocols (Figure
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1B).17−21 This approach allows for NPs to be prepared with
consistent sizes and surface charge by ζ-potential, regardless of
the identity or density of the molecule(s) attached to the NP

surface (Tables S2 and S3). Further, as the PLA polymers
comprising the core are biodegradable and the 5 kDa PEG
polymers of the corona are sufficiently small to allow for renal
clearance, the constituents of these constructs can be readily
eliminated from the body to prevent bioaccumulation after
treatment.
In vitro studies were conducted to evaluate the impact of

TLR7/8a and mannose valency on the NPs and their potency
in innate immune cell activation. We hypothesized that an
optimal density of TLR7/8a ligand would arise, exhibiting the
greatest potency. NPs of 30 nm have been shown to clear by
lymphatic drainage, and we target NPs of this size for this
study.28−32 Moreover, recent studies of TLR7/8a-functional
macromolecular constructs indicate that mannose functional-
ization can increase recognition and internalization by
mannose-binding C-type lectins.14,33 We therefore hypothe-
sized that introduction of mannose to the NP surface alongside
TLR7/8a may improve NP uptake and therefore receptor
activation.14,33 We used RAW-Blue transgenic mouse macro-
phage reporter cells (Invivogen) to evaluate the potency of
interferon regulatory factor (IRF) activation by TLR7/8a-
tethered NPs. In these assays, the cells were incubated with
TLR7/8a at a range of concentrations (0.08−10 μg/mL)
either in free form or tethered to PEG−PLA NPs (TLR7/8a
NPs) at different densities to generate concentration-depend-
ent activation curves. The density of TLR7/8a on NPs
influenced the observed EC50 values and maximum values of
the activation curves (Figure 2A,C), which are indicators of
TLRa potency. A lower EC50 is optimal because it indicates
that a lower TLR7/8a concentration is needed to reach the
half-maximum activation. TLR7/8a presented at a medium or
low density on the surface of the NPs (medium/low valency)
resulted in EC50 values that were between 3 and 4-fold greater
than EC50 for the free TLR7/8a curve (Figure 2A,C). Unlike
the NPs with low TLR7/8a valency, which had a very low
maximum activation, the NPs with medium and high TLR7/8a

Figure 1. Preparation of TLR7/8a NPs. (a) N3-PEG−PLA block
copolymers can be modified by alkyne-azide “click” chemistry with
either a mannose analog or a potent TLR7/8a. (b) Physical mixing of
modified PEG−PLA with different termini at various ratios with
unmodified PEG−PLA enables simple manufacturing of the nano-
particles by nanoprecipitation with control of surface presentation of
the conjugated moieties.

Figure 2. In vitro and in vivo activity of TLR7/8a NPs. (a, b) Activity graphs across a range of TLR7/8a concentrations (0.08−10 μg/mL)
delivered on NPs at different densities, on NPs with or without mannose, or as free TLR7/8a to the RAW-Blue murine macrophage reporter cell
line (Invivogen). The absorbance at 655 nm is an output for TLR activation in this cell line. (c) EC50 values (using a log(agonist) vs response) and
maximum absorbance values for each activation curve. (d) ELISA analysis of IFNα in serum of C57BL/6 mice 3−18 h after intraperitoneal
administration of NP or free TLR7/8a treatments (n = 3). (e) Area-under-the-curve (AUC) of IFNα in serum from 3 to 18 h (n = 3). (d, e) Data
depict mean ± standard error of the mean (SEM); values were analyzed by ordinary one-way ANOVA with multiple comparisons to the control
group (*p < 0.05, **p < 0.01).
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valency had similar maximum activation values to that of free
TLR7/8a (Figure 2A,C).
In these assays, we also evaluated medium-valency TLR7/

8a-functional NPs bearing either low or high mannose valency
in the same RAW-Blue macrophage reporter cell line assay to
quantify TLR activation. We found that the presence of
mannose increased activation, decreasing EC50 values by
approximately 2-fold, regardless of the mannose density. Yet,
both mannose densities led to modest decreases in maximum
activation compared to the free TLR7/8a and the medium-
valency TLR7/8a NPs without mannose (Figure 2B,C).
These results demonstrate that tethering TLR7/8a to the

surface of the PEG−PLA NPs slightly decreases the potency of
the molecule in vitro and co-presentation of mannose on the
NP surface does not significantly alter the potency of the
construct. This may be due to the mannose only being present
as a monosaccharide, and more complex presentation is
necessary to promote lectin-mediated opsonization.34 In the
case of TLR7/8a-functional PEG−PLA NPs, the difference in
potency and maximum activation across various TLR7/8a
densities may be due to the pattern of TLR7/8a presentation,
which can lead to receptor clustering that is necessary for the
downstream responses observed.35 Previously reported TLR7/
8a delivery systems exhibit similar results whereby tethering of
a TLR7/8a to a macromolecular construct lead to decreased
potency in cell-based assays when compared to the free TLR7/
8a, even when these constructs exhibited greater potency in
vivo.15 It is important to consider that in vitro cell assays do

not take into account biodistribution and pharmacokinetics,
and TLRa molecules may act upon a broad array of immune
cells in different tissues within an organism. For this reason, we
determined the potency of TLR7/8a NPs over time in vivo to
evaluate the impact of TLR7/8a density on the time frame of
innate immune cell activation.
In these assays, serum IFNα concentration was quantified at

several time points following intraperitoneal (IP) adminis-
tration of TLR7/8a NPs or free TLR7/8a in C57BL/6 mice.
IFNα is a critical cytokine produced in response to TLR7/8
activation that is known to contribute to productive antitumor
responses.36 Free TLR7/8a treatment led to an early spike (3
h) in serum IFNα levels followed by a rapid decrease (Figure
2D). In contrast, all NP-based treatments led to peak serum
IFNα levels at 6 h, and these levels remained elevated through
9 h (Figure 2D). The high-valency TLR7/8a NP treatment
generated significantly higher IFNα levels at 6 and 9 h post
administration compared to the free TLR7/8a treatment.
Indeed, the high-valency TLR7/8a NPs exhibited a signifi-
cantly higher area-under-the-curve (AUC) of serum IFNα
levels over the 18 h period than all other NP treatments
evaluated (Figure 2D,E). These in vivo experiments showed
that TLR7/8a NP treatment prolonged IFNα serum
concentrations following a single administration compared to
free TLR7/8a treatment. We expect the higher potency in vivo
of the high-valency NPs is the result of differences in immune
cell composition and the in vivo processing of the NPs. Based
on these results, the high-valency TLR7/8a NP was identified

Figure 3. Treatment of murine colon adenocarcinoma (MC38). (a) Timeline for MC38 inoculation and treatment. The mice (C57BL/6) were
inoculated with half a million MC38 cells SC on the right flank. Measurement and treatments began 8 days later when the tumors were palpable.
Treatments were given 4 times over 8 days. Mice were euthanized when tumors reached 150 mm2. (b−e) Tumor growth curves over time for
individual mice that received PBS injections as a control (b), IP aPD-L1 treatment (c), IP aPD-L1 and peritumoral (PT) free TLR7/8a treatment
(d), and IP aPD-L1 and PT NP TLR7/8a treatment (e) (n = 8). (f) Average tumor growth for each treatment group for the first 10 days following
the start of treatment (n = 8). (g) Survival curves showing percent survival over the duration of the study of all treatment groups. (h) Mean survival
for each treatment group. (f) Data depict mean ± standard error of the mean (SEM); the values were analyzed by ordinary one-way ANOVA at day
10 with multiple comparisons to the control group (*p < 0.05, **p < 0.01). (h) Survival means are shown as inverse link transformed least squares
mean ± SE. Tukey−Kramer post-hoc tests were used to correct for multiple comparisons.
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as the most promising adjuvant candidate to augment
checkpoint blockade therapy in the MC38 model using an
antibody against PD-L1 (aPD-L1). The effectiveness of cancer
immunotherapy depends on activation of tumor-specific
cytotoxic T lymphocytes (CTLs).37 The immune checkpoint
blockade antibody aPD-L1 blocks an interaction between
tumor cells and CTLs that inhibits CTL activation, therefore
improving tumor killing.38 Unfortunately, response rates of
only ∼20% have been reported for this antibody treatment
clinically, likely due to an insufficient number of activated
CTLs reaching the tumor.38 Potent yet nontoxic TLR7/8
activation in the tumor and tumor-draining lymph node has
the potential to promote CTL recruitment and activation to
the tumor, potentially synergizing with aPD-L1 therapy and
ultimately resulting in more effective and safe immunotherapy
than either component alone.
In these studies, the MC38 cells were injected subcuta-

neously (SC) on the right flank of the C57BL/6 mice. A series
of four doses of each treatment began once tumors were
measurableon day 8 following tumor cell inoculation
(Figure 3A). We chose to start treatment once all tumors
were measurable and treated with a relatively low dose of aPD-
L1 since treating a visible tumor and administering therapies
with low toxicity are important for translation. Mouse mass
and tumor area were monitored until the tumors reached
euthanasia criteria at 150 mm2 (Figure 3A). We evaluated four
treatment groups: (i) intraperitoneal (IP) phosphate-buffered

saline (PBS) injections with peritumoral (PT) unmodified
PEG−PLA NP (no TLR7/8a), (ii) IP aPD-L1 with PT
unmodified PEG−PLA NP (no TLR7/8a), (iii) IP aPD-L1
with PT free TLR7/8a, and (iv) IP aPD-L1 with PT high-
valency TLR7/8a NP. Control mouse tumors treated with only
saline and unmodified PEG−PLA NPs grew consistently and
quickly (Figure 3B). Mice that received aPD-L1 treatment
alone (i.e., alongside unmodified PEG−PLA NPs) exhibited
slightly more varied patterns of tumor growth (Figure 3C).
Mice in the cohort that received aPD-L1 treatment and free
TLR7/8a experienced relatively slowed tumor growth, but
ultimately all mice succumbed to the tumors (Figure 3D).
In contrast, the mice that received aPD-L1 treatment and

TLR7/8a NPs exhibited tumor growth curves that varied quite
substantially, with some tumors shrinking before growing out,
others growing out at a similar rate to those treated with free
TLR7/8a, and some completely controlling the tumors (Figure
3E,G). This was the only treatment group where some mouse
tumors receded completely during the study (n = 2) and one
of these mice was ultimately cured (Figure 3E). The cured
mouse was rechallenged with the MC38 cells 50 days after the
start of the initial treatments and did not regrow a tumor,
suggesting that immune memory was generated against the
cancer during the initial round of treatment. The primary
limitation of TLR7/8a therapy is extreme systemic toxicities.40

In this work, we sought to both enhance the efficacy and
decrease the toxicity of TLR7/8a treatments by tethering the

Figure 4. Evaluation of the toxicity of combination immunotherapies. (a) Timeline for murine colon adenocarcinoma (MC38) inoculation and
serum collection. Blood for Luminex analysis was collected 2 h after the first treatment. (b) Heatmap depiction of mean MFI cytokine levels in
mouse serum as determined by Luminex (n = 3). Cytokines are listed in descending order based on average fold change (Δ = Average Free TLR7/
8a MFI/Average TLR7/8 NP MFI). p-values are presented in Table S4. (c) Levels of select cytokines that are critical for the anticancer response (n
= 3). (d) Levels of select proinflammatory cytokines in serum (n = 3). (e) Levels of select chemokines in serum (n = 3). (c−e) Data depict mean ±
SEM; p-values were analyzed by t test. (f) Change in mouse body mass over the course of treatment (n = 8). Young, healthy mice show a weight
gain of about 5% of their body mouse each week.39 Data depict mean ± SEM; p-values were analyzed by ordinary one-way ANOVA at day 7 with
multiple comparisons to the control group. For all data, *p < 0.5, **p < 0.01, ***p < 0.001.
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TLR7/8a molecules to PEG−PLA NPs. As agonism of TLR7/
8 causes high levels of many cytokines, particularly
proinflammatory cytokines resulting in systemic immune
activation and flu-like symptoms,12 we hypothesized that
presentation of TLR7/8a on the surface of PEG−PLA NPs
would restrict immune activity to the local tumor environment
and the tumor-draining lymph nodes, limiting systemic
exposure. Since the TLR7/8a molecule on its own is small,
it can rapidly enter systemic circulation, whereas the TLR7/8a
NPs are in a size regime, approximately 30 nm, that has been
shown to drain passively to lymph nodes.28−32,41 In these
assays, we assessed toxicity by conducting Luminex analysis of
cytokines in mouse serum 2 h after the initial treatment and by
measuring mouse body mass over the course of treatment
(Figure 4A).
Cytokines are key players in the anticancer immune

response that act by triggering cell differentiation, inhibiting
growth, and attracting specific leukocytes to an area of
inflammation, among other functions. Type I IFNs, for
example, are responsible for priming of tumor-specific CD8
T cells and attracting natural killer (NK) cells and other
leukocytes to the tumor site by promoting production of
CXCL9 and CXCL1.42 Unfortunately, high levels of systemic
cytokines, including those that are useful and necessary in the
proper abundance at the appropriate location, can cause
harmful and dysregulated immune responses in distal parts of
the body.
With Luminex analysis, we quantified a large panel of

cytokines in serum collected 2 h after the first treatment
injection (Figure 4A,B). We chose this timepoint because we
were interested in differences in the acute response to TLR7/
8a when delivered in the free form versus the NP form. We
chose to assess toxicity in tumor-bearing mice since the
presence of tumors can impact TLR7/8a drainage, but we also
wanted to test for toxicity before tumor burden between
groups diverged too much so that the background was
consistent.
Luminex analysis showed lower overall systemic cytokine

responses in the mice that received the TLR7/8a NP treatment
as compared to the free TLR7/8a treatment (Figure 4B).
Select cytokines known to be implicated in potent anticancer
responses but which are also extremely toxic at high
concentrations were selected prior to running the analysis
and were plotted separately as bar graphs (Figure 4C−E).
High serum concentrations of the activating cytokines IFNα
and IL-12 have been observed in a number of preclinical and
clinical trials to be associated with autoimmune effects and flu-
like symptoms.43 In these assays, treatment with TLR7/8a NPs
resulted in lower levels of serum IFNα and IL-12 than
treatment with the free TLR7/8a (Figure 4C). Likewise, high
levels of proinflammatory cytokines such as TNFα and IL17A
in the serum, a common side effect of TLR7/8a treatment,44

are linked with general inflammation as well as sepsis and
lupus.45,46 The mice receiving the TLR7/8a NP treatment had
significantly lower systemic levels of both of these cytokines
than those receiving the free TLR7/8 treatment (Figure 4D).
Moreover, while chemokines are critical for antitumor
responses since they can attract various leukocytes to the site
of the tumor,42 chemokines such as IP10 or CCL2 at high
concentrations in serum unfortunately lead to systemic
sclerosis.47 Again, we observed that serum concentrations of
both IP10 and CCL2 were significantly lower in mice receiving
TLR7/8a NP treatment as compared to the free TLR7/8a

treatment (Figure 4E). Although cytokines in Figure 4B are
based on the fold change between group averages, it is
important to note that there are not clear functional cutoffs for
serum cytokine levels. A slight change in one cytokine may
contribute more to overall toxicity or efficacy than a very large
change in another that appears much more significant. Overall,
TLR7/8a NPs exhibited significantly reduced systemic levels of
many cytokines that are known to contribute to toxic effects of
TLR7/8a, likely on account of the altered biodistribution and
pharmacokinetics afforded by conjugation of the TLR7/8a
compound to the PEG−PLA NP construct.
On the final day of treatment, the mice receiving the TLR7/

8a NP treatment had a significantly higher average body mass
than all other groups (Figure 4F). Severe toxicity and/or illness
typically lead to a decrease in body mass in mice. The mice
used in these experiments were 8-weeks-old at the start of
treatment and as such would be expected to gain about 5%
body mass each week.39 The sham-treated control mice did
not gain as much mass as expected, suggesting that the cancer
alone is quite unhealthy for the mice (Figure 4F). Moreover,
aPD-L1 treatment alone and augmented with free TLR7/8a
treatment led to the similar poor thriving of the mice. In
contrast, the low toxicity of the TLR7/8a NP treatment
observed through assessment of systemic cytokines was
corroborated by this aggregate measure, whereby this treat-
ment enabled mice to gain the expected percentage of their
body mass throughout the treatment period (Figure 4F). As an
additional assessment of systemic toxicity, serum levels of the
liver enzymes alanine aminotransferase (ALT) and asparate
aminotransferase (AST) were determined. Enzyme levels in
mice that received 4 SC doses of either free TLR7/8a or
TLR7/8a NPs were compared to the levels of the untreated
control mice. Treatment with TLR7/8a NPs led to similarly
low levels of both AST and ALT as was seen in the control
mice, while treatment with free TLR7/8a led to higher and
more varied levels of AST and ALT (Figure S4).

■ CONCLUSIONS

Potent TLR7/8 agonists presented on the surface of the PEG−
PLA NPs were shown to retain their agonism in vitro, with
mannose-functionalized particles showing a negligible increase
in potency. In vivo, the NPs presenting TLR7/8 agonists led to
prolonged and elevated levels of type I IFN compared to the
free TLR7/8a. In a murine cancer model, these TLR7/8a NPs
were shown to potently synergize with PD-L1 checkpoint
blockade to slow tumor growth and extend survival while
reducing systemic cytokine release and decreasing toxicity.
Overall, this study reports a simple, modular approach to
preparation of the PEG−PLA nanoparticles bearing potent
TLR7/8 agonists that can overcome the current toxicity
limitations of the TLR7/8a compounds and generate a viable
complement to PD-L1 checkpoint therapy with enhanced
safety and efficacy.
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