




FIGURE 9 | The effect of co-administration of poly(lactic-co-glycolic) acid (PLG)A [ovalbumin (OVA)] nanoparticles along with PLGA [monophosphoryl lipid A (MPLA) 
or resiquimod (R848)]/polyethylenimine core–shell complexed with cytosine–phosphorothioate–guanine oligodeoxynucleotide (CpG ODN) on IgG1 and IgG2a isotype 
responses in immunized BALB/c mice. The IgG1 and IgG2a antibody titers in the serum samples were measured by enzyme-linked immunosorbent assay. IgG1 (A) 
and IgG2a (B) isotype antibody titers 4 weeks after primary immunization (mean ± SD with three mice per treatment group). ***P < 0.001, **P < 0.01, and *P < 0.05 
(one-way analysis of variance). The asterisks located on top of error bars showed comparison of significance between the main [dual toll-like receptor (TLR) agonist] 
and control (OVA + aluminum hydroxide) group and the asterisks located on top of the lines showed comparison between the main (dual TLR agonist) groups.

FIGURE 8 | The effect of different poly(lactic-co-glycolic) acid (PLGA)/polyethylenimine (PEI) formulations harboring dual toll-like receptor (TLR) agonists as adjuvant 
in inducing cellular immune responses evaluated by measuring the number of IFN-γ and IL-4 producing splenocytes using ELISpot assay. BALB/c mice (three mice 
per group) were immunized twice (at days 0 and 21) with different dual core–shell adjuvant and PLGA [ovalbumin (OVA)] NP formulations. On day 7 post booster, 
mice from each group were sacrificed, and their splenocytes were stimulated with OVA protein for 24 h. IFN-γ and IL-4 release from splenocytes induced by different 
PLGA/PEI adjuvant formulations were determined using ELISpot assay. The data indicate the mean ± SEM (n = 3) **P ≤ 0.01, ***P ≤ 0.001 (one-way analysis of 
variance). The asterisks located on top of the lines showed comparison of significance between the main (dual TLRs agonist) and control (OVA + aluminum 
hydroxide) group.
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We also measured the level of IL-1β as a main pro-
inflammatory cytokine important in initiating the innate 
immune responses, in the serum of immunized animals by 
ELISA one week after the second immunization. As indicated 
in Figure 10. A steady state increased level of IL-1β detected in 
all adjuvant immunized animals as compared to naive animals 
(untreated mice) points to the activation of innate responses, 
which is a pre-requisite of any effective acquired immune 
responses generated by infection or vaccination.

The relative order of effectiveness of various adjuvant formula-
tions used in this study in inducing IFN-γ, IL-4, IgG1, and IgG2a 
secretion is summarized in Table 4.

DISCUSSION

Recently, we have described a novel delivery vehicle for TLR9 
ligand (CpG ODN) based on single-walled carbon nanotube 
functionalized with PEI and demonstrated its efficacy in 



FIGURE 10 | Detection of IL-1β level in the serum in BALB/c mice immunized 
with various toll-like receptor (TLR) agonists adjuvant formulations along with 
poly(lactic-co-glycolic) acid (PLGA) [ovalbumin (OVA)] NPs. Serum IL-1β level 
was determined using enzyme-linked immunosorbent assay. There was no 
significant difference in IL-1β secretion between different adjuvant 
formulations in comparison with positive control (OVA + aluminum hydroxide). 
The asterisks located on top of the lines showed comparison of significance 
between the main (dual TLRs agonist) and naive (untreated mice) as well as 
mice immunized with empty PLGA and PLGA (OVA). The data are indicated 
the mean ± SD (n = 3).
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TABLE 4 | Summary of in vivo antibody isotype as well as cytokine secretions elicited by various PLGA/PEI adjuvant formulations.

Group Delivery systems Alum (μg) OVA (μg) R848 (μg) MPLA (μg) CpG ODN (μg) IgG1 IgG2a IFN-γ IL-4

1 PEI, PLGA – 10 – – 10 +++ ++ ++ ++
2 PEI, PLGA – 10 – 3 10 ++++ +++ +++ ++++
3 PEI, PLGA – 10 4 – 10 ++ ++++ ++++ ++
4 PLGA – – – 3 – ++ + + ++
5 PLGA – – 4 – – ++ + + ++
6 PEI – – – – 10 ++ + + ++
7 – – – – – 10 + + + +
8 – – 10 – – – + + + +
9 – 100 10 ++++ + ++ +++

10 – – – – – – + + + +
11 PLGA – – – – – + + + ++
12 PLGA – 10 – – – + + + +
13 – – – – 3 – + + + +
14 – – – 4 – – + + + +

The level of IgG isotypes or cytokine levels in descending order is indicated by ++++ , +++ , ++, and +. Highest level illustrated by ++++ and lowest level +.
Alum, aluminum hydroxide; CpG ODN, cytosine–phosphorothioate–guanine oligodeoxynucleotide; MPLA, monophosphoryl lipid A; OVA, ovalbumin; PEI, polyethylenimine; PLGA, 
poly(lactic-co-glycolic) acid.

induction of Th1/Th2 immune responses in mice (27). Given 
the pivotal role of PRRs and specially TLRs in initiating and 
tuning of immune responses in the context of vaccine-adjuvant 
development, the present study was conducted to synthesize and 
evaluate a PLGA NP-based adjuvant delivery platform using 
multiple TLRs (TLR4, TLR7/8, and TLR9) agonists. MPLA as 

TLR4 agonist and R848 as TLR7/8 agonist were encapsulated 
in PLGA NPs. Subsequently, CpG ODN as TLR9 agonist was 
physically linked to the core–shell of PLGA (MPLA) or PLGA 
(R848) using PEI to form a hybrid PLGA NPs containing dual 
TLR agonists (MPLA + CpG ODN or R848 + CpG ODN). In vivo 
immunization of these dual adjuvant formulations along with 
OVA-encapsulated PLGA NPs as antigen in mice elicited efficient 
Th1-skewed cytokine (IFN-γ) and antibody (IgG2a)-mediated 
responses compared to single TLR agonist (encapsulated in 
PLGA) and OVA encapsulated PLGA, or OVA with or without 
alum. Targeting antigens along with TLR agonists encapsulated 
in PLGA NPs to APCs is a promising approach for generating 
potent Th1 polarizing immune responses that can be potentially 
useful in immunotherapy of cancer and intracellular pathogens 
(28). In this respect, activation of TLR4 by LPS and TLR9 by 
CpG ODN induces strong Th1 immune responses through the 
secretion of IL-12p70 (29). Furthermore, it has been reported 
that, stimulation of IFN-α secretion by TLR3, TLR4, TLR7, 
and TLR9 is an important driving force of TLR-mediated Th1 
immune responses (30). Also, it was shown that multiple TLR 
activation (TLR3, TLR4, TLR7, TLR8, and TLR9) improved and 
sustained Th1 immune responses, through the enhancement of 
IL-12 and IL-23 production in both human and mouse DCs (11). 
Additionally, we observed a significant Th2 skewing cytokine 
(IL-4) and antibody (IgG1) responses when the combination of 
TLR4 and TLR9 agonists along with OVA was delivered by PLGA 
NPs, suggesting the effects of these TLR agonists on activation of 
both Th1 and Th2 mediated immune responses. The observed 
Th2 responses seen in our study were significantly higher than 
OVA with or without encapsulation in PLGA and comparable 
to immunization with combination of OVA plus alum, both of 
them considered to be potent Th2 inducers (1). PEI used in the 
construction of hybrid PLGA NPs in our study forms a polyplex 
with CpG ODN (as a shell) on the core of PLGA NPs resulting 
in enhanced immunogenicity of the polyplexes due to increased 
antigen uptake by APCs, improved trafficking of DCs to draining 
lymph nodes, and induction of Th1/Th2 cytokine profiles (31). 
Potential weakness of PEI is that high molecular PEI is toxic to 
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The application of nanotechnology in the health care setting has many potential benefits; 
however, our understanding of the interactions between nanoparticles and our immune 
system remains incomplete. Although many of the biological effects of nanoparticles 
are negatively correlated with particle size, some are clearly size specific and the 
mechanisms underlying these size-specific biological effects remain unknown. Here, we 
examined the pro-inflammatory effects of silica particles in THP-1 cells with respect to 
particle size; a large overall size range with narrow intervals between particle diameters 
(particle diameter: 10, 30, 50, 70, 100, 300, and 1,000 nm) was used. Secretion of the 
pro-inflammatory cytokines interleukin (IL)-1β and tumor necrosis factor (TNF)-α induced 
by exposure to the silica particles had a bell-shaped distribution, where the maximal 
secretion was induced by silica nanoparticles with a diameter of 50 nm and particles 
with smaller or larger diameters had progressively less effect. We found that blockade 
of IL-1β secretion markedly inhibited TNF-α secretion, suggesting that IL-1β is upstream 
of TNF-α in the inflammatory cascade induced by exposure to silica particles, and that 
the induction of IL-1β secretion was dependent on both the NLRP3 inflammasome and 
on uptake of the silica particles into the cells via endocytosis. However, a quantitative 
analysis of silica particle uptake showed that IL-1β secretion was not correlated with 
the amount of silica particles taken up by the cells. Further investigation revealed that 
the induction of IL-1β secretion and uptake of silica nanoparticles with diameters of 50 
or 100 nm, but not of 10 or 1,000 nm, was dependent on scavenger receptor (SR) A1. 
In addition, of the silica particles examined, only those with a diameter of 50 nm induced 

Abbreviations: nSP10, nSP30, nSP50, nSP70, nSP100, mSP300, and mSP1000, amorphous silica particles with diameters of 10, 
30, 50, 70, 100, 300, and 1,000 nm, respectively; silica particles, amorphous silica particles; crystalline silica, crystalline silica 
particles; PMA, phorbol 12-myristate 13-acetate; poly I, polyinosinic acid potassium salt; ATP, adenosine 5′-triphosphate diso-
dium salt hydrate; ICP-AES, inductively coupled plasma atomic emission spectrometry; FLICA, fluorescent-coupled YVAD 
inhibitor to the activated form of caspase-1; SR, scavenger receptor; MARCO, macrophage receptor with collagenous structure.
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INTRODUCTION

The application of nanotechnology is a promising means of 
developing novel diagnostic and imaging technologies, photo-
thermal therapies, vaccines, and drug delivery systems (1–3). 
However, various immune toxicities associated with exposure to 
nanoparticles have been reported, including inflammation (4), 
immune suppression (5), IgE-biased immune responses (6), and 
the induction of metal allergies (7). Therefore, improving our 
understanding of the interactions between nanoparticles and our 
immune system is essential to ensure the safe use of nanotechnol-
ogy in the health care setting.

There are two main factors that make nanoparticles not only 
more effective but also more hazardous than the bulk material. 
The first is their ability to cross biological barriers [e.g., blood–
brain barrier (8), placental barrier (9), blood–milk barrier (10), 
and nuclear barrier (11)]. The second is their large surface area 
per unit mass due to their small particle size. Since biological 
interactions occur on the surface of nanoparticles, the biological 
activity of nanoparticles per unit mass increases as particle size 
decreases (12). Indeed, many studies, both in vitro and in vivo, 
have demonstrated that smaller nanoparticles have biological 
activities of greater strength compared with larger particles 
(13–16). However, several in vitro studies have also shown that 
nanoparticles with a diameter of 50 nm are more readily taken up 
by cells and/or have greater cytotoxicity than larger and smaller 
particles of the same material (17–20). Indeed, we recently identi-
fied a size-specific effect in mice, where silica nanoparticles with 
a diameter of 50 nm induced the most severe hypothermia in the 
10–1,000 nm size range (21). In addition, it has been reported 
that in a comparison of nanoparticle-based antitumor vaccines 
that differed only with respect to particle diameter (20, 40, 
100, 200, 500, 1,000, or 2,000  nm), the vaccine with a particle 
diameter of 40 nm was the most effective (22). Together, these 
studies demonstrate not only that size-specific biological effects 
of nanoparticles exist but also that particles with diameters of 
around 50  nm induce the strongest biological effects. Further 
studies are needed to elucidate the mechanisms underlying these 
size-specific effects.

The pro-inflammatory effects of nanoparticles are well 
described in the literature and are a major issue for the devel-
opment of safe nanomedicines (23). In particular, the NLRP3 
inflammasome-mediated pro-inflammatory effects of nanoparti-
cles have been reported (4, 24–26). However, the effect of particle 
size on the pro-inflammatory effects of nanoparticles is poorly 
understood, most likely because previous studies did not examine 
a particle size range that included fine enough intervals between 
particle sizes.

In the present study, we examined the effects of particle size 
on the pro-inflammatory response of THP-1 cells to exposure to 
silica particles within a large overall size range (10–1,000  nm) 
that included narrow intervals between the particle diameters. 
We also explored the mechanisms underlying this size-specific 
inflammatory response in our model, although it should be noted 
that the experimental conditions were not chosen to represent 
human exposure scenarios.

MATERIALS AND METHODS

Silica Particles
Amorphous silica particles (silica particles) with diameters of 10, 
30, 50, 70, 100, 300, or 1,000 nm (nSP10, nSP30, nSP50, nSP70, 
nSP100, mSP300, and mSP1000, respectively) were purchased 
from Micromod Partikeltechnologie (Rostock/Warnemünde, 
Germany). Crystalline silica particles (Min-U-Sil-5; crystalline 
silica in diameter of not bigger than 5 µm) were purchased from 
Pennsylvania Sand Glass Corporation (Pittsburgh, PA, USA). 
The endotoxin level of each size of silica particle (50 µg/mL in 
cell culture media) was 0.25, 0.15, 0.11, 14.88, 1.23, 0.01, and 
<0.01 endotoxin units/mL for nSP10, nSP30, nSP50, nSP70, 
nSP100, mSP300, and mSP1000, respectively, as determined 
by a Pyros Kinetix turbidity assay instrument with a limit of 
detection of 0.001 endotoxin units/mL. Endotoxin testing was 
performed on our behalf by nanoComposix (San Diego, CA, 
USA). Immediately prior to use, the dispersions of the particles 
were sonicated at 400 W for 5 min at 25°C and then vortexed 
for 1 min.

Reagents
Phorbol 12-myristate 13-acetate (PMA), polyinosinic acid potas-
sium salt (poly I), cytochalasin D, bafilomycin A1, BMS345541, 
and adenosine 5′-triphosphate disodium salt hydrate (ATP) were 
purchased from Sigma Aldrich (St. Louis, MO, USA). zYVAD-
fmk and UNC569 were purchased from Merck (Darmstadt, 
Germany).

THP-1 Cells
THP-1 cells (human acute monocytic leukemia cell line) were 
obtained from the American Type Culture Collection (Manassas, 
VA, USA) and cultured at 37°C (95% room air, 5% CO2) in 
RPMI1640 (Wako Pure Chemical Industries, Osaka, Japan) sup-
plemented with 10% fetal bovine serum, 1% antibiotic cocktail 
(10,000 U/mL penicillin, 10,000 µg/mL streptomycin, and 25 µg/
mL amphotericin B; Gibco, BRL, Bethesda, MD, USA), and 
2-mercaptoethanol (50 µM; Gibco).

strong IL-1β secretion via activation of Mer receptor tyrosine kinase, a signal mediator 
of SR A1. Together, our results suggest that the SR A1-mediated pro-inflammatory 
response is dependent on ligand size and that both SR A1-mediated endocytosis and 
receptor-mediated signaling are required to produce the maximal pro-inflammatory 
response to exposure to silica particles.

Keywords: inflammasome, Mer receptor tyrosine kinase, nanoparticles, nanotoxicity, scavenger receptor, size
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Evaluation of the Pro-inflammatory 
Activity of the Silica Particles
THP-1 cells (3.0  ×  104 cells/well) were seeded in flat-bottom 
96-well plates (Nunc, Rochester, NY, USA) and then differentiated 
into macrophages by incubation with 0.5 µM PMA at 37°C for 
24 h. After incubation, the cells were washed with the cell culture 
media and treated with the silica particles, crystalline silica, or ATP. 
After incubation for 6, 12, or 24 h, the supernatants were collected. 
To determine cell viability after exposure to the test materials, the 
concentration of lactate dehydrogenase in the supernatants was 
measured by using a Cytotoxicity LDH Assay Kit (Wako, Osaka, 
Japan) in accordance with the manufacturer’s instructions. To 
evaluate the pro-inflammatory response to exposure to the test 
materials, the concentrations of the pro-inflammatory cytokines 
interleukin (IL)-1β and tumor necrosis factor (TNF)-α, and of 
the receptor antagonist (RA) IL-1RA, in the supernatants were 
assessed by ELISA kits (IL-1β, BD Pharmingen, San Diego, CA, 
USA; TNF-α, eBioscience, San Diego, CA, USA; IL-1RA, R&D 
Systems, Minneapolis, MN, USA) in accordance with the manu-
facturers’ instructions. In inhibitory and neutralizing antibody 
assays, cytochalasin D, zYVAD-fmk, BMS345541, bafilomycin 
A1, anti-human scavenger receptor (SR) A1 monoclonal anti-
body (351620) (R&D Systems) or its mouse IgG1 isotype control 
(BioLegend, San Diego, CA, USA), anti-human macrophage 
receptor with collagenous structure (MARCO) antibody (PLK1) 
(Hycult Biotech, Uden, The Netherlands) (27) or its mouse IgG3 
isotype control (BioLegend), recombinant human IL-1RA (R&D 
systems), or anti-human IL-1β/IL-1F2 (2805) (R&D systems) 
were added to the wells containing the PMA-differentiated THP-1 
cells 30 min before stimulation with the test materials.

Western Blotting Analysis
THP-1 cells (9.0  ×  105 cells/well) were seeded in 6-well plates 
(Nunc) and then differentiated into macrophages by incubation 
with 0.5 µM PMA at 37°C for 24 h. After incubation, the cells 
were washed with the cell culture media and treated with the 
silica particles (50 µg/mL), crystalline silica (500 µg/mL), or ATP 
(3 mM). After incubation for 6, 12, or 24 h, the cells were washed 
twice with phosphate-buffered saline and lysed with Mammalian 
Protein Extraction Reagent (M-PER; Thermo Fisher Scientific, 
Rockford, IL, USA). Protein samples (1  µg) were loaded on a 
20% sodium dodecyl sulfate–polyacrylamide gel. After electro-
phoresis, proteins were transferred to polyvinylidene difluoride 
membranes (GE Healthcare, Buckinghamshire, UK). The blots 
were blocked with 1% BSA in phosphate-buffered saline with 
0.02% Tween 20 for 2  h at room temperature. The blots were 
incubated with monoclonal antibody to human IL-1β/IL-1F2 
(8516) (R&D systems) at 1 h. HRP-conjugated goat anti-mouse 
antibody (SouthernBiotech, Birmingham, AL, USA) was added 
to the membranes, which were then incubated for 1 h at room 
temperature. The protein bands on the membrane were visualized 
with SuperSignal West Femto Maximum Sensitivity Substrate 
(Thermo Fisher Scientific), and the images were captured by 
LAS4000 mini (GE Healthcare). The densities of the bands in 
the captured image were analyzed by using the ImageJ software 
(version 1.46r, National Institutes of Health).

Inductively Coupled Plasma Atomic 
Emission Spectrometry (ICP-AES) Analysis
THP-1 cells (1.4 × 107 cells/dish) were seeded in 150-mm dishes 
and differentiated into macrophages by incubation with 0.5 µM 
PMA at 37°C for 24 h. After incubation, the cells were washed 
with phosphate-buffered saline and incubated with 50  µg/mL 
of each test material for 6, 12, or 24 h. In a neutralization assay, 
PMA-differentiated THP-1 cells were pre-incubated for 30 min 
with anti-human SR-A1 or its isotype control at a concentra-
tion of 0.4 µg/mL. After incubation with the test materials, the 
supernatant was removed and the cells were washed twice with 
phosphate-buffered saline. The cells were then detached from the 
dish surface using trypsin, washed with the cell culture media, 
and collected. After the cells were collected, samples from three 
dishes were pooled for analysis. The pooled cells were counted, 
suspended in 1  mL of MilliQ water, and sent to Japan Food 
Research Laboratories (Osaka, Japan), where the samples were 
prepared for ICP-AES analysis as follows: the cells were heated to 
500°C and ash melted with sodium carbonate. Water was added 
to the residue and the mixture was heated for 30 min before being 
passed through filter paper. The filtrates were then brought to a 
volume of 50 mL with ultrapure water. The mass of silicon in each 
sample was then measured with a Vista-MPX ICP-AES instru-
ment (Varian, Palo Alto, CA, USA) on our behalf by Kiyokawa 
Plating Industry Co., Ltd. (Fukui, Japan). Silicon uptake by the 
cells was calculated as the amount of silicon in silica particle-
treated cells minus the silicon level in non-silica-treated cells.

Statistical Analyses
Statistical analyses were performed by using the Ekuseru-Toukei 
2012 software (Social Survey Research Information Co., Ltd., 
Tokyo, Japan). Data are presented as mean  ±  SD. Significant 
differences between the control group and experimental group 
were assessed by using Student’s t-test. P < 0.05 was considered 
statistically significant.

Methods used in the Supplementary Figures are in the sup-
plementary figures file.

RESULTS

Effect of Particle Size on the Pro-
inflammatory Effect of Silica Particles in 
THP-1 Cells
The hydrodynamic diameters of the silica particles dispersed 
in the cell culture medium (5  mg/mL), as measured by means 
of dynamic light scattering, were 10.0, 24.3, 48.3, 64.7, 86.0, 
285.7, and 1,164.3 nm for nSP10, nSP30, nSP50, nSP70, nSP100, 
mSP300, and mSP1000, respectively (Table S1 in Supplementary 
Material). These hydrodynamic diameters suggest that the 
silica particles were well dispersed in the cell culture medium. 
Transmission electron microscopy images of the silica particles 
used in the present study are provided in our previous reports 
(6, 21, 28).

We first evaluated the cytotoxicity of the silica particles in 
THP-1 cells by means of a lactate dehydrogenase cytotoxicity 
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FIGURE 1 | Effects of silica particles on THP-1 cell viability and pro-inflammatory cytokine secretion. Phorbol 12-myristate 13-acetate-differentiated 
THP-1 cells were incubated with silica particles of various concentrations for 6, 12, or 24 h. After incubation, culture supernatants were collected. (A) Cell viability 
was determined by means of a lactate dehydrogenase assay. (B) Interleukin (IL)-1β and tumor necrosis factor (TNF)-α concentration in the culture supernatant was 
measured by ELISA. Data are presented as mean ± SD (n = 4 independent cultures/group). N.D., not detected.
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assay (Figure  1A). PMA-differentiated THP-1 cells were incu-
bated with the different silica particles (nSP10, nSP30, nSP50, 
nSP70, nSP100, mSP300, or mSP1000) for 6, 12, or 24  h. We 
hardly detected cytotoxicity in our dose range at 6 and 12 h. On 
the other hand, dose-dependent cytotoxicity was observed at a 
dose greater than 100 µg/mL in all of the silica particle-treated 
groups at 24 h and the data suggested that larger particles tended 

to induce stronger cytotoxicity. In the following assays, 50 µg/mL 
was the maximum dose of silica particles used to avoid inducing 
cytotoxicity.

To examine the effect of particle size on the pro-inflammatory 
effects of the silica particles in THP-1 cells, we measured the 
concentration of the pro-inflammatory cytokines IL-1β and 
TNF-α in the culture supernatant after incubation of the cells 
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with the silica particles for 6, 12, or 24 h (Figure 1B). Although 
incubation with the silica particles for 6 or 12 h had little effect 
on the secretion of IL-1β and TNF-α, incubation for 24 h resulted 
in a marked increase in the concentrations of IL-1β and TNF-α 
in the supernatant in several of the silica particle-treated groups. 
Furthermore, a bell-shaped size-specific effect was observed, 
where the silica particles with a diameter of 50 nm induced the 
greatest secretion of IL-1β and TNF-α and silica particles with 
smaller or larger diameters had progressively less effect (overall 
size range, 10–1,000  nm). In addition, the transcript levels of 
IL-1β and TNF-α were increased 24 h after incubation with nSP50 
compared with the control group (Figure S1 in Supplementary 
Material), which was consistent with the results regarding the 
secreted proteins. As a positive control, we also exposed the cells 
to crystalline silica and ATP, which has known pro-inflammatory 
effects, and found that with this exposure the secretion of IL-1β 
was increased at the 6, 12, and 24-h time points (Figure S2 in 
Supplementary Material), which is consistent with a previous 
report (29). Thus, the size-specific pro-inflammatory effects of 
silica particles had a relatively slow onset compared with that of 
crystalline silica as a control particle.

It has been reported that the induction of TNF-α production 
by crystalline silica is mediated by IL-1β (29), which implies that 
the observed increase in TNF-α secretion by exposure to the 
silica particles may also be meditated by IL-1β. We, therefore, 
examined the effect of inhibiting IL-1 signaling on the silica 
particle-induced secretion of TNF-α. Co-incubation of the cells 
with the silica particles (nSP10, nSP50, nSP100, and mSP1000 
as representatives of the size effect) and the RA IL-1RA resulted 
in a marked reduction in the amount of TNF-α secreted by cells 
incubated with nSP50 (Figure  2A, left). Similar results were 
obtained after co-incubation of the cells with the silica particles 
and anti-IL-1β (Figure 2B). Together, these results suggest that 
the induction of TNF-α by the silica particles was completely 
dependent on the production of IL-1β. Furthermore, co-incuba-
tion with IL-1RA was found to suppress the secretion of IL-1β in 
nSP50- or mSP1000-treated cells, but not in nSP10- or nSP100-
treated cells, suggesting that a positive feedback loop is created 
for IL-1β in nSP50- or mSP1000-treated cells (Figure 2A, right). 
We speculated that perhaps nSP50 inhibited endogenous IL-1RA 
production, which would enhance the effect of IL-1β. However, 
the concentration of IL-1RA in the culture supernatants of the 
cells exposed to the silica particles was comparable with that in 
the supernatants of unstimulated cells (Figure 2C).

Two processes are involved in the secretion of mature IL-1β: 
NF-κB-dependent pro-IL-1β synthesis and NLRP3 inflam-
masome (caspase-1)-dependent cleavage of pro-IL-1β (30). 
Therefore, next we evaluated the effect of exposure to the silica 
particles on these two processes. Blocking the maturation of 
IL-1β with zYVAD-fmk, a caspase-1 inhibitor, considerably 
reduced the concentration of IL-1β in the culture supernatants 
of the silica particle-treated cells and in the crystalline silica- or 
ATP-treated cells, which were positive controls for activation of 
the NLRP3 inflammasome (30) (Figure 3A). These results sug-
gest that induction of IL-1β by silica particles is dependent on the 
NLRP3 inflammasome. In addition, flow cytometric evaluation 
of the binding of a fluorescence-coupled YVAD inhibitor of 

caspase-1 activation showed that caspase-1 tended to be activated 
in cells treated with nSP10, nSP50, nSP100, or mSP1000 (Figure 
S3A in Supplementary Material).

Particulate matter such as crystalline silica and alum is known 
to activate the NLRP3 inflammasome via lysosomal destabiliza-
tion, and neutralization of lysosomal pH inhibits this activation 
pathway (30). In the present study, inhibiting lysosomal acidifica-
tion by co-incubation with bafilomycin A1, an inhibitor of vacuo-
lar-type H+-ATPase, reduced the induction of IL-1β by all of the 
silica particles or crystalline silica, but not that induced by ATP 
(Figure 3B), which is independent of lysosomal destabilization 
(31). Furthermore, we found that loss of the red acidity-dependent 
acridine orange signal, which is an index of lysosomal integrity, 
was significantly increased in nSP50- or crystalline silica-treated 
cells, but not in ATP-treated cells (Figure S2B in Supplementary 
Material). The loss of the red acidity-dependent acridine orange 
signal appeared to be enhanced in nSP10- or nSP100-treated cells 
(Figure S3B in Supplementary Material). These findings suggest 
that, like crystalline silica, silica particles activate the NLRP3 
inflammasome via lysosomal destabilization (32). Thus, the 
present results show that the silica particles induced the secretion 
of IL-1β via activation of the NLRP3 inflammasome. The results 
imply that nSP50 activated the NLRP3 inflammasome more than 
did the other sizes of silica particles via stronger induction of 
lysosomal destabilization (Figure S3 in Supplementary Material).

We next examined the effects of silica particle size on the induc-
tion of pro-IL-1β. Since we detected pro-IL-1β in untreated cells, 
PMA-differentiation has induced a certain amount of pro-IL-1β, 
which is consistent with a previous report (Figures 3C,D) (32). 
The expression of pro-IL-1β was increased in cells incubated with 
ATP for 12 or 24 h (Figures 3C,D). In addition, nSP50 induced 
more pro-IL-1β compared with the other silica particles after 
incubation for 24 h (Figures 3C,D). This induction of pro-IL-1β 
further confirms that a positive feedback loop for IL-1β is created 
in nSP50-treated cells (Figure 2A, 24 h).

Relationship between Cellular Uptake and 
the Size-Specific Pro-inflammatory Effect 
of Silica Particles
It is well known that endocytosis of particulate matter triggers the 
pro-inflammatory responses. We, therefore, evaluated whether 
the size-specific pro-inflammatory effect of silica particles was 
endocytosis dependent. Blocking actin-dependent endocytosis 
with cytochalasin D, a potent inhibitor of actin polymerization, 
completely suppressed the induction of IL-1β in the silica particle- 
or crystalline silica-treated cells (Figure 4A). This result suggests 
that the induction of IL-1β by the silica particles or crystalline 
silica was dependent on actin-dependent endocytosis. Therefore, 
we hypothesized that the size-specific pro-inflammatory effects 
of the silica particles were a result of greater uptake of nSP50 than 
of the other sizes of silica particles. We, therefore, quantitatively 
measured by means of ICP-AES the amount of silicon inside 
cells exposed to the silica particles. A time-dependent increase 
in the uptake of silica particles was observed in all of the silica 
particle-treated cells (Figure 4B). The greatest concentration of 
silicon was found in the cells treated with mSP1000, whereas 
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FIGURE 2 | Role of interleukin (IL)-1β in the pro-inflammatory effects of silica particles. Phorbol 12-myristate 13-acetate-differentiated THP-1 cells were 
incubated with IL-1 receptor antagonist (IL-1RA) (A) or anti-IL-1β (B) 30 min before the addition of silica particles (50 µg/mL). After incubation for 24 h, the 
concentration of IL-1β (A,B) and tumor necrosis factor (TNF)-α (A) in the culture supernatant was measured by ELISA. (C) Phorbol 12-myristate 13-acetate-
differentiated THP-1 cells were incubated with silica particles (50 µg/mL) for 6, 12, or 24 h. After incubation, IL-1RA concentration in the culture supernatants was 
determined by ELISA. Data are presented as mean ± SD (n = 4 independent cultures/group). N.D., not detected.
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the least was found in the cells treated with nSP50 (Figure 4B, 
left panel). By using the concentration of silicon in the cells to 
calculate the surface area and number of silica particles taken 
up, we found that nSP10-treated cells contained the greatest total 
particle surface area and number of silica particles (Figure 4B, 
center and right panels). Therefore, the induction of IL-1β by the 
silica particles was not correlated with the total mass of silicon, 
the total particle surface area, or the number of silica particles 
taken up by the cells, even though IL-1β secretion appeared to 
be completely dependent on the uptake of the silica particles via 
actin-dependent endocytosis. We, therefore, hypothesized that a 
specific mode of endocytosis that is only used for the uptake of 
silica particles in a specific size range was responsible for their 
observed size-specific pro-inflammatory effect.

Class A scavenging receptors (SR-A) are a group of receptors 
reported to be involved in the uptake into cells of environmental 
particles, including artificial nanoparticles such as amorphous 
silica nanoparticles (33, 34). Therefore, we examined the effect 
of poly I, a scavenging receptor antagonist, on the induction of 
IL-1β. Poly I treatment enhanced the induction of IL-1β secretion 
in nSP10-, mSP1000-, or crystalline silica-treated cells, but mark-
edly suppressed it in nSP50- or nSP100-treated cells (Figure 5A). 
Since poly I is reported to have inflammatory potential as a ligand 
of toll-like receptor 3 (35), one explanation for this observation 

in poly I-treated cells is that the uptake of nSP50 and nSP100 was 
blocked by poly I, the uptake of nSP10, mSP1000, and crystalline 
silica was completely independent of SR-A, and the inflamma-
tory potential of poly I enhanced IL-1β by nSP10, mSP1000, and 
crystalline silica. To confirm this hypothesis, we examined the 
effect of neutralizing SR-As, namely SR-A1 or MARCO, which is 
reported to be endocytic receptors for particulate matter, on the 
size-specific pro-inflammatory effects of the silica particles (33, 
34). Neutralization of SR-A1 suppressed the induction of IL-1β in 
nSP50- or nSP100-, but not in nSP10-, mSP1000-, or crystalline 
silica-treated cells (Figure  5B). Neutralization of MARCO did 
not affect the induction of IL-1β by the silica particles or crystal-
line silica (Figure 5C). Neutralization of SR-A1 also significantly 
reduced the uptake of nSP50 (P < 0.05) and nSP100 (P < 0.01), 
but not of nSP10, mSP1000, or crystalline silica (Figure  5D). 
Thus, it is likely that the size-specific pro-inflammatory effect of 
the silica particles was a result of SR-A1-mediated endocytosis of 
particles in a specific size range.

A remaining question is why exposure to nSP50 had a greater 
effect on the induction of IL-1β than exposure to nSP100 even 
though both appeared to be taken up via the same receptor. It 
is known that SR-A1 lacks enzymatic activity and intracellular 
signaling motifs, and that it induces Mer receptor tyrosine kinase 
(MerTK) signaling (36). Therefore, we evaluated the contribution 
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FIGURE 3 | Effect of silica particles on caspase-1 activation and pro-IL-1β synthesis. Phorbol 12-myristate 13-acetate-differentiated THP-1 cells were 
incubated with zYVAD-fmk (A) or bafilomycin A1 (B) 30 min before the addition of silica particles (50 µg/mL), crystalline silica (500 µg/mL), or adenosine 
5′-triphosphate disodium salt hydrate (ATP, 3 mM). Twenty-four hours after incubation, culture supernatants were collected and interleukin (IL)-1β secretion was 
determined by ELISA. Data are presented as mean ± SD (n = 4 independent cultures/group). N.D., not detected. (C) Phorbol 12-myristate 13-acetate-differentiated 
THP-1 cells were incubated with silica particles (50 µg/mL), crystalline silica (500 µg/mL), or ATP (3 mM) for 6, 12, or 24 h, and pro-IL-1β in the cells was analyzed 
by means of western blotting. (D) The densities of the bands of pro-IL-1β in (C) were quantified by using the ImageJ software (version 1.46r, National Institutes of 
Health). The values of pro-IL-1β were normalized to that of β-actin. Fold induction is relative to the cells only group.
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of MerTK to the induction of IL-1β by nSP50 or nSP100 by 
using UNC569, an inhibitor of the phosphorylation of MerTK 
(37). Inhibition of MerTK signaling markedly suppressed the 
induction of IL-1β by nSP50, but not by nSP100 (Figure  5E). 
Consistent with the effect of neutralizing SR-A1, the induction of 
IL-1β by nSP10-, mSP1000-, or crystalline silica was not blocked 
by UNC569. Together, these results suggest that although the 
uptake of both nSP50 and nSP100 was dependent on SR-A1, 
only nSP50 appeared to induce MerTK signaling, which in turn 
produced a greater induction of IL-1β.

DISCUSSION

The present results suggest that SR-A1-mediated endocytosis 
underlies silica particle-induced IL-1β secretion, and that the size-
specific pro-inflammatory effects of silica particles are a result of 
the ligand size specificity of this SR-A1-mediated endocytosis. The 

present results also suggest that silica particles with a diameter of 
50 nm induced the strongest pro-inflammatory response. SR-A1 
is known to mediate both pro- and anti-inflammatory responses 
due to its broad ligand specificity (38). However, it remains 
unknown how different ligands produce opposite responses 
via the same receptor. One report has demonstrated that SR-A-
mediated ligand endocytosis is mediated via clathrin-dependent 
and caveolae-dependent pathways, and that each endocytic mode 
has distinct functional consequences via different signaling 
cascades (39). Interestingly, clathrin-mediated and caveolae-
mediated endocytosis are known to be limited to ligands with 
sizes of about 120 and 60 nm, respectively (40). Given these size 
limitations, in the present study, only nSP100 or smaller particles 
could be taken up via clathrin-mediated endocytosis, and only 
nSP50 (or possibly nSP70) or smaller silica particles could be 
taken up by caveolae-mediated endocytosis. Therefore, it is pos-
sible that the ligand size limit of each endocytic mode contributed 
to the particle size-specific effects. Further studies are required to 
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FIGURE 4 | Relationship between uptake of silica particles and interleukin (IL)-1β secretion. (A) Phorbol 12-myristate 13-acetate-differentiated THP-1 cells 
were incubated with cytochalasin D 30 min before the addition of silica particles (50 µg/mL) or crystalline silica (500 µg/mL). Twenty-four hours after incubation, 
culture supernatants were collected and IL-1β secretion was determined by ELISA. (B) Phorbol 12-myristate 13-acetate-differentiated THP-1 cells were incubated 
with silica particles (50 µg/mL) for 6, 12, or 24 h. The amount of silicon in the cells was then determined by inductively coupled plasma atomic emission 
spectrometry. Silicon uptake by the cells was calculated as the amount of silicon in silica particle-treated cells minus the amount of silicon in non-treated cells. The 
total particle surface area and number of particles taken up by cells was calculated from information provided in the manufacturer’s data sheet for each type of silica 
particle. Data are presented as mean ± SD (n = 4 independent cultures/group). N.D., not detected.
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elucidate the relationship between each endocytic mode of SR-A 
and the activation of MerTK, which in turn produced the greater 
pro-inflammatory effects.

The results of the present study also suggest that the uptake 
of nSP10 is independent of SR-A1-mediated endocytosis 
(Figure 5D). Small nanoparticles are suggested to be difficult to 
promote multivalent binding by the receptors and thus smaller 
nanoparticles dissociate from the receptors before being taken up 
by cells due to low binding avidity (18). Therefore, it is possible 
that low avidity of nSP10 to SR-A1 cause the independency of 
SR-A1-mediated endocytosis. In addition, for silica particles to be 
ligands of SR-A1 they must be anionic in some extent; therefore, 
the number of silanol groups on the surface of silica particles will 
determine whether or not they are ligands of SR-A1. Since, the 
concentration of silanol groups on the surface of silica nanopar-
ticles increases as particle size decreases (41), the ability of the 
silica particles to bind to SR-A1 must be changed dependent on 
the size. Thus it is also possible that nSP10 is not a ligand of SR-A1 
due to the too much concentration of silanol groups.

The present results suggest that nSP50-mediated MerTK 
signaling increased the induction of IL-1β, although MerTK 
signaling itself is often discussed in an anti-inflammatory, immu-
nosuppressive context mainly due to its relationship to the uptake 
of apoptotic cells by macrophages (42, 43). It has been reported 
that MerTK activation leads to inhibition of the mTOR pathway 

and SR-A1-mediated activation of macrophages (44). Inhibition 
of the mTOR pathway enhances the effects of pro-inflammatory 
cytokines via NF-κB in phagocytic cells after bacterial stimulation 
(45) and of caspase-1 during endotoxin-mediated shock (46). In 
addition, phagocytosis of autophagic dying cells is reported to 
activate the NLRP3 inflammasome rather than inhibit immune 
reactions (47). Thus, in our model, MerTK signaling may induce 
pro-IL-1β and caspase-1 activation, which in turn increases silica 
particle-induced IL-1β secretion. Further studies are required to 
determine how MerTK signaling led to the inflammatory state in 
our model and what phenotype the size-specific effects of silica 
particles result in in vivo.

In previous studies, we observed greater induction of IL-1β 
in THP-1 cells treated with mSP1000 than in those treated 
with smaller particles (i.e., nSP30, nSP50, nSP70, mSP300, and 
mSP1000), although higher concentrations of silica particles were 
used than in the present study (i.e., 100 µg/mL; 6 h incubation) 
(48). However, under the present low-cytotoxic conditions, treat-
ment with mSP1000 induced little IL-1β, even after incubation for 
24 h (Figure 1). Furthermore, under the present conditions, IL-1β 
was detected only at 24 h, irrespective of which silica particle the 
cells were exposed to. Another group has reported that exposure 
to high concentrations (125–500 µg/mL) of silica nanoparticles 
with a diameter of 15  nm induced IL-1β after incubation for 
6 h, and that active ATP release was the underlying mechanism 
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FIGURE 5 | Role of scavenger receptor (SR)-A1 and Mer receptor tyrosine kinase (MerTK) in the size-specific pro-inflammatory effects of silica 
particles. Phorbol 12-myristate 13-acetate-differentiated THP-1 cells were incubated with poly I (A), anti-SR-A1 or its isotype control (mouse IgG1) (B,D), 
anti-MARCO antibody or its isotype control (mouse IgG3) (C), or UNC569 (a specific inhibitor of MerTK) (E) 30 min before the addition of silica particles (50 µg/mL) 
or crystalline silica (500 µg/mL). (A–C,E) Twenty-four hours after incubation, culture supernatants were collected and the concentration of interleukin (IL)-1β was 
determined by ELISA. (D) The amount of silicon in the cells was determined by inductively coupled plasma atomic emission spectrometry. Silicon uptake by the cells 
was calculated as the amount of silicon in treated cells minus the amount of silicon in non-treated cells. Data are presented as mean ± SD (n = 4 independent 
cultures/group). *P < 0.05, **P < 0.01 versus isotype control group. N.D., not detected.

166

Nishijima et al. Size-Specific Effect of Nanoparticles

Frontiers in Immunology  |  www.frontiersin.org April 2017  |  Volume 8  |  Article 379

(26). Interestingly, larger silica particles have also been show to 
produce greater IL-1β induction (4) that is consistent with the 
results of our previous study, where we used high doses of silica 

particles (48). Therefore, it is possible that larger silica particles 
induce greater production of IL-1β than do smaller silica particles 
under high-dose (i.e., high-stress) conditions via an active ATP 
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release mechanism. Since active ATP release has been shown to 
be the mechanism underlying the induction of IL-1β by other 
particles (e.g., uric acid, crystalline silica, alum) (Figure S2 in 
Supplementary Material, 6 h incubation) (49), it may have evolved 
to enable cells to rapidly secrete IL-1β. Therefore, it is likely that 
there are two different mechanisms underlying the induction of 
IL-1β by silica particles that are activated only during exposure 
to specific concentrations of silica particles. Further studies are 
required to elucidate whether the slower SR-A1-mediated IL-1β 
secretion observed in the present study involves active ATP 
release.

Scavenger receptors are a potentially useful target for vaccines 
for vaccine development (50, 51). Although elucidation of the 
relationship between the SR-A1-mediated size-specific effects of 
nanoparticles and adjuvanticity is required, optimizing the size 
of the nanoparticles may be a useful way to maximize the effects 
of nanoparticle-mediated vaccines. However, the size-specific 
effects of nanoparticles mean that it is difficult to reliably predict 
the safety of nanoparticles and so individual safety assessments 
will likely be required for each new nanoparticle-based product. 
It is, therefore, important to improve our understanding of the 
size-specific effects of nanoparticles.

The results of the present study suggest that SR-A1-mediated 
uptake of nanoparticles led to a size-specific inflammatory 
response in THP-1 cells. Since nanoparticles also have size-
specific effects in non-phagocytic cells (17–19), there are likely 
additional underlying mechanisms in these cells. Further studies 
to examine the effects of silica and other nanoparticles on a variety 
of cell types would improve our understanding of the size-specific 
effects of nanoparticles. In the present study, nanoparticles with 
a diameter of around 50 nm were found to have the greatest pro-
inflammatory effects, and the size-specific effects of nanoparticles 
of this size are well reported in the literature. Therefore, further 

examination not only of the size-specific effects of nanoparticles 
but also of the possibility that 50  nm is a size that has special 
implications in biological systems in general is needed.

AUTHOR CONTRIBUTIONS

NN, TH, and YY designed the experiments and interpreted the 
results. NN, TH, KM, and MA performed the experiments and 
analyzed the data. NN, TH, and YY wrote the manuscript; EK, 
KI, and KH provided technical support and conceptual advice. 
YT supervised the project. All authors have read, discussed, and 
approved the final manuscript.

ACKNOWLEDGMENTS

The authors thank Ms. Kaori Murayama, Ms. Risako Nagahashi, 
and Ms. Nobuyo Hashino for supporting them in the lab.

FUNDING

This study was supported by Grants-in-Aid for Scientific 
Research from the Japan Society for the Promotion of Science 
(no. JP16K01437 to KH, no. JP25136712 to YY, no. JP12J00488 
to TH, no. JP26242055 to YT, and no. JP15K12540 to YT); by 
a Health Labour Sciences Research Grant from the Ministry of 
Health, Labour, and Welfare of Japan (no. H25-kagaku-ippan-005 
to YT); and by the Uehara Memorial Foundation (to YY).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found 
online at http://journal.frontiersin.org/article/10.3389/fimmu. 
2017.00379/full#supplementary-material.

REFERENCES

1.	 Bachmann MF, Jennings GT. Vaccine delivery: a matter of size, geometry, 
kinetics and molecular patterns. Nat Rev Immunol (2010) 10(11):787–96. 
doi:10.1038/nri2868 

2.	 Muthu MS, Mei L, Feng SS. Nanotheranostics: advanced nanomedicine 
for the integration of diagnosis and therapy. Nanomedicine (Lond) (2014) 
9(9):1277–80. doi:10.2217/nnm.14.83 

3.	 Tong R, Kohane DS. New strategies in cancer nanomedicine. Annu Rev 
Pharmacol Toxicol (2016) 56:41–57. doi:10.1146/annurev-pharmtox-010715- 
103456 

4.	 Yazdi AS, Guarda G, Riteau N, Drexler SK, Tardivel A, Couillin I, et  al. 
Nanoparticles activate the NLR pyrin domain containing 3 (Nlrp3) inflam-
masome and cause pulmonary inflammation through release of IL-1alpha and 
IL-1beta. Proc Natl Acad Sci U S A (2010) 107(45):19449–54. doi:10.1073/
pnas.1008155107 

5.	 Mitchell LA, Lauer FT, Burchiel SW, McDonald JD. Mechanisms for 
how inhaled multiwalled carbon nanotubes suppress systemic immune 
function in mice. Nat Nanotechnol (2009) 4(7):451–6. doi:10.1038/nnano. 
2009.151 

6.	 Hirai T, Yoshioka Y, Takahashi H, Ichihashi K, Udaka A, Mori T, et  al. 
Cutaneous exposure to agglomerates of silica nanoparticles and allergen 
results in IgE-biased immune response and increased sensitivity to 
anaphylaxis in mice. Part Fibre Toxicol (2015) 12:16. doi:10.1186/s12989- 
015-0095-3 

7.	 Hirai T, Yoshioka Y, Izumi N, Ichihashi K, Handa T, Nishijima N, et al. Metal 
nanoparticles in the presence of lipopolysaccharides trigger the onset of 

metal allergy in mice. Nat Nanotechnol (2016) 11(9):808–16. doi:10.1038/
nnano.2016.88 

8.	 Hwang SR, Kim K. Nano-enabled delivery systems across the blood-
brain barrier. Arch Pharm Res (2014) 37(1):24–30. doi:10.1007/s12272- 
013-0272-6 

9.	 Yamashita K, Yoshioka Y, Higashisaka K, Mimura K, Morishita Y, Nozaki M, 
et al. Silica and titanium dioxide nanoparticles cause pregnancy complications 
in mice. Nat Nanotechnol (2011) 6(5):321–8. doi:10.1038/nnano.2011.41 

10.	 Morishita Y, Yoshioka Y, Takimura Y, Shimizu Y, Namba Y, Nojiri N, et al. 
Distribution of silver nanoparticles to breast milk and their biological effects 
on breast-fed offspring mice. ACS Nano (2016) 10(9):8180–91. doi:10.1021/
acsnano.6b01782 

11.	 Huo S, Jin S, Ma X, Xue X, Yang K, Kumar A, et al. Ultrasmall gold nanoparti-
cles as carriers for nucleus-based gene therapy due to size-dependent nuclear 
entry. ACS Nano (2014) 8(6):5852–62. doi:10.1021/nn5008572 

12.	 Oberdorster G, Maynard A, Donaldson K, Castranova V, Fitzpatrick J, Ausman 
K, et al. Principles for characterizing the potential human health effects from 
exposure to nanomaterials: elements of a screening strategy. Part Fibre Toxicol 
(2005) 2:8. doi:10.1186/1743-8977-2-8 

13.	 Park MV, Neigh AM, Vermeulen JP, de la Fonteyne LJ, Verharen HW, Briede 
JJ, et al. The effect of particle size on the cytotoxicity, inflammation, develop-
mental toxicity and genotoxicity of silver nanoparticles. Biomaterials (2011) 
32(36):9810–7. doi:10.1016/j.biomaterials.2011.08.085 

14.	 Hirai T, Yoshikawa T, Nabeshi H, Yoshida T, Tochigi S, Ichihashi K, et  al. 
Amorphous silica nanoparticles size-dependently aggravate atopic derma-
titis-like skin lesions following an intradermal injection. Part Fibre Toxicol 
(2012) 9:3. doi:10.1186/1743-8977-9-3 

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive
http://journal.frontiersin.org/article/10.3389/fimmu.2017.00379/full#supplementary-material
http://journal.frontiersin.org/article/10.3389/fimmu.2017.00379/full#supplementary-material
https://doi.org/10.1038/nri2868
https://doi.org/10.2217/nnm.14.83
https://doi.org/10.1146/annurev-pharmtox-010715-
103456
https://doi.org/10.1146/annurev-pharmtox-010715-
103456
https://doi.org/10.1073/pnas.1008155107
https://doi.org/10.1073/pnas.1008155107
https://doi.org/10.1038/nnano.
2009.151
https://doi.org/10.1038/nnano.
2009.151
https://doi.org/10.1186/s12989-
015-0095-3
https://doi.org/10.1186/s12989-
015-0095-3
https://doi.org/10.1038/nnano.2016.88
https://doi.org/10.1038/nnano.2016.88
https://doi.org/10.1007/s12272-
013-0272-6
https://doi.org/10.1007/s12272-
013-0272-6
https://doi.org/10.1038/nnano.2011.41
https://doi.org/10.1021/acsnano.6b01782
https://doi.org/10.1021/acsnano.6b01782
https://doi.org/10.1021/nn5008572
https://doi.org/10.1186/1743-8977-2-8
https://doi.org/10.1016/j.biomaterials.2011.08.085
https://doi.org/10.1186/1743-8977-9-3


168

Nishijima et al. Size-Specific Effect of Nanoparticles

Frontiers in Immunology  |  www.frontiersin.org April 2017  |  Volume 8  |  Article 379

15.	 Akhavan O, Ghaderi E, Akhavan A. Size-dependent genotoxicity of graphene 
nanoplatelets in human stem cells. Biomaterials (2012) 33(32):8017–25. 
doi:10.1016/j.biomaterials.2012.07.040 

16.	 Yoshida T, Yoshioka Y, Tochigi S, Hirai T, Uji M, Ichihashi K, et al. Intranasal 
exposure to amorphous nanosilica particles could activate intrinsic 
coagulation cascade and platelets in mice. Part Fibre Toxicol (2013) 10:41. 
doi:10.1186/1743-8977-10-41 

17.	 Chithrani BD, Ghazani AA, Chan WC. Determining the size and shape 
dependence of gold nanoparticle uptake into mammalian cells. Nano Lett 
(2006) 6(4):662–8. doi:10.1021/nl052396o 

18.	 Jiang W, Kim BY, Rutka JT, Chan WC. Nanoparticle-mediated cellular 
response is size-dependent. Nat Nanotechnol (2008) 3(3):145–50. doi:10.1038/
nnano.2008.30 

19.	 Lu F, Wu SH, Hung Y, Mou CY. Size effect on cell uptake in well-suspended, 
uniform mesoporous silica nanoparticles. Small (2009) 5(12):1408–13. 
doi:10.1002/smll.200900005 

20.	 Oh WK, Kim S, Choi M, Kim C, Jeong YS, Cho BR, et al. Cellular uptake, 
cytotoxicity, and innate immune response of silica-titania hollow nanoparti-
cles based on size and surface functionality. ACS Nano (2010) 4(9):5301–13. 
doi:10.1021/nn100561e 

21.	 Handa T, Hirai T, Izumi N, Eto S, Tsunoda S, Nagano K, et al. Identifying a 
size-specific hazard of silica nanoparticles after intravenous administration 
and its relationship to the other hazards that have negative correlations 
with the particle size in mice. Nanotechnology (2017) 28(13):135101. 
doi:10.1088/1361-6528/aa5d7c 

22.	 Fifis T, Gamvrellis A, Crimeen-Irwin B, Pietersz GA, Li J, Mottram PL, et al. 
Size-dependent immunogenicity: therapeutic and protective properties of 
nano-vaccines against tumors. J Immunol (2004) 173(5):3148–54. doi:10.4049/
jimmunol.173.5.3148 

23.	 Haque S, Whittaker MR, McIntosh MP, Pouton CW, Kaminskas LM. 
Disposition and safety of inhaled biodegradable nanomedicines: opportu-
nities and challenges. Nanomedicine (2016) 12(6):1703–24. doi:10.1016/ 
j.nano.2016.03.002 

24.	 Lunov O, Syrovets T, Loos C, Nienhaus GU, Mailander V, Landfester K, 
et  al. Amino-functionalized polystyrene nanoparticles activate the NLRP3 
inflammasome in human macrophages. ACS Nano (2011) 5(12):9648–57. 
doi:10.1021/nn203596e 

25.	 Simard JC, Vallieres F, de Liz R, Lavastre V, Girard D. Silver nanoparticles 
induce degradation of the endoplasmic reticulum stress sensor activating 
transcription factor-6 leading to activation of the NLRP-3 inflammasome. 
J Biol Chem (2015) 290(9):5926–39. doi:10.1074/jbc.M114.610899 

26.	 Baron L, Gombault A, Fanny M, Villeret B, Savigny F, Guillou N, et  al. 
The NLRP3 inflammasome is activated by nanoparticles through ATP, 
ADP and adenosine. Cell Death Dis (2015) 6:e1629. doi:10.1038/cddis. 
2014.576 

27.	 Baqir M, Chen CZ, Martin RJ, Thaikoottathil J, Case SR, Minor MN, et al. 
Cigarette smoke decreases MARCO expression in macrophages: implication 
in Mycoplasma pneumoniae infection. Respir Med (2008) 102(11):1604–10. 
doi:10.1016/j.rmed.2008.05.002 

28.	 Nabeshi H, Yoshikawa T, Matsuyama K, Nakazato Y, Matsuo K, Arimori A, 
et  al. Systemic distribution, nuclear entry and cytotoxicity of amorphous 
nanosilica following topical application. Biomaterials (2011) 32(11):2713–24. 
doi:10.1016/j.biomaterials.2010.12.042 

29.	 Martinon F, Petrilli V, Mayor A, Tardivel A, Tschopp J. Gout-associated 
uric acid crystals activate the NALP3 inflammasome. Nature (2006) 
440(7081):237–41. doi:10.1038/nature04516 

30.	 Jo EK, Kim JK, Shin DM, Sasakawa C. Molecular mechanisms regulating 
NLRP3 inflammasome activation. Cell Mol Immunol (2016) 13(2):148–59. 
doi:10.1038/cmi.2015.95 

31.	 Munoz-Planillo R, Kuffa P, Martinez-Colon G, Smith BL, Rajendiran TM, 
Nunez G. K(+) efflux is the common trigger of NLRP3 inflammasome 
activation by bacterial toxins and particulate matter. Immunity (2013) 
38(6):1142–53. doi:10.1016/j.immuni.2013.05.016 

32.	 Hornung V, Bauernfeind F, Halle A, Samstad EO, Kono H, Rock KL, et al. 
Silica crystals and aluminum salts activate the NALP3 inflammasome through 
phagosomal destabilization. Nat Immunol (2008) 9(8):847–56. doi:10.1038/
ni.1631 

33.	 Hamilton  RF Jr, Thakur SA, Mayfair JK, Holian A. MARCO mediates silica 
uptake and toxicity in alveolar macrophages from C57BL/6 mice. J Biol Chem 
(2006) 281(45):34218–26. doi:10.1074/jbc.M605229200 

34.	 Orr GA, Chrisler WB, Cassens KJ, Tan R, Tarasevich BJ, Markillie LM, 
et al. Cellular recognition and trafficking of amorphous silica nanoparticles 
by macrophage scavenger receptor A. Nanotoxicology (2011) 5(3):296–311.  
doi:10.3109/17435390.2010.513836 

35.	 Mukhopadhyay S, Varin A, Chen Y, Liu B, Tryggvason K, Gordon S. SR-A/
MARCO-mediated ligand delivery enhances intracellular TLR and NLR 
function, but ligand scavenging from cell surface limits TLR4 response 
to pathogens. Blood (2011) 117(4):1319–28. doi:10.1182/blood-2010- 
03-276733 

36.	 Todt JC, Hu B, Curtis JL. The scavenger receptor SR-A I/II (CD204) signals 
via the receptor tyrosine kinase Mertk during apoptotic cell uptake by 
murine macrophages. J Leukoc Biol (2008) 84(2):510–8. doi:10.1189/jlb. 
0307135 

37.	 Liu J, Yang C, Simpson C, Deryckere D, Van Deusen A, Miley MJ, et  al. 
Discovery of novel small molecule Mer kinase inhibitors for the treatment 
of pediatric acute lymphoblastic leukemia. ACS Med Chem Lett (2012) 
3(2):129–34. doi:10.1021/ml200239k 

38.	 Canton J, Neculai D, Grinstein S. Scavenger receptors in homeostasis 
and immunity. Nat Rev Immunol (2013) 13(9):621–34. doi:10.1038/ 
nri3515 

39.	 Zhu XD, Zhuang Y, Ben JJ, Qian LL, Huang HP, Bai H, et al. Caveolae-dependent 
endocytosis is required for class A macrophage scavenger receptor-mediated 
apoptosis in macrophages. J Biol Chem (2011) 286(10):8231–9. doi:10.1074/
jbc.M110.145888 

40.	 Petros RA, DeSimone JM. Strategies in the design of nanoparticles for ther-
apeutic applications. Nat Rev Drug Discov (2010) 9(8):615–27. doi:10.1038/
nrd2591 

41.	 Rahmana IA, Vejayakumarana P, Sipauta CS, Ismaila J, Chee CK. Size-
dependent physicochemical and optical properties of silica nanoparticles. 
Mater Chem Phys (2009) 114:328–32. doi:10.1016/j.matchemphys.2008.09.068 

42.	 Zizzo G, Hilliard BA, Monestier M, Cohen PL. Efficient clearance of early 
apoptotic cells by human macrophages requires M2c polarization and MerTK 
induction. J Immunol (2012) 189(7):3508–20. doi:10.4049/jimmunol.1200662 

43.	 Graham DK, DeRyckere D, Davies KD, Earp HS. The TAM family: phospha-
tidylserine sensing receptor tyrosine kinases gone awry in cancer. Nat Rev 
Cancer (2014) 14(12):769–85. doi:10.1038/nrc3847 

44.	 Labonte AC, Sung SJ, Jennelle LT, Dandekar AP, Hahn YS. Expression of 
scavenger receptor-AI promotes alternative activation of murine macrophages 
to limit hepatic inflammation and fibrosis. Hepatology (2017) 65(1):32–43. 
doi:10.1002/hep.28873 

45.	 Weichhart T, Costantino G, Poglitsch M, Rosner M, Zeyda M, Stuhlmeier 
KM, et al. The TSC-mTOR signaling pathway regulates the innate inflamma-
tory response. Immunity (2008) 29(4):565–77. doi:10.1016/j.immuni.2008. 
08.012 

46.	 Schmitz F, Heit A, Dreher S, Eisenacher K, Mages J, Haas T, et  al. 
Mammalian target of rapamycin (mTOR) orchestrates the defense program 
of innate immune cells. Eur J Immunol (2008) 38(11):2981–92. doi:10.1002/
eji.200838761 

47.	 Ayna G, Krysko DV, Kaczmarek A, Petrovski G, Vandenabeele P, Fesus L. 
ATP release from dying autophagic cells and their phagocytosis are crucial 
for inflammasome activation in macrophages. PLoS One (2012) 7(6):e40069. 
doi:10.1371/journal.pone.0040069 

48.	 Morishige T, Yoshioka Y, Inakura H, Tanabe A, Yao X, Narimatsu S, et  al. 
The effect of surface modification of amorphous silica particles on NLRP3 
inflammasome mediated IL-1beta production, ROS production and 
endosomal rupture. Biomaterials (2010) 31(26):6833–42. doi:10.1016/ 
j.biomaterials.2010.05.036 

49.	 Riteau N, Baron L, Villeret B, Guillou N, Savigny F, Ryffel B, et  al. ATP 
release and purinergic signaling: a common pathway for particle-mediated 
inflammasome activation. Cell Death Dis (2012) 3:e403. doi:10.1038/cddis. 
2012.144 

50.	 McNulty S, Colaco CA, Blandford LE, Bailey CR, Baschieri S, Todryk S. 
Heat-shock proteins as dendritic cell-targeting vaccines – getting warmer. 
Immunology (2013) 139(4):407–15. doi:10.1111/imm.12104 

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive
https://doi.org/10.1016/j.biomaterials.2012.07.040
https://doi.org/10.1186/1743-8977-10-41
https://doi.org/10.1021/nl052396o
https://doi.org/10.1038/nnano.2008.30
https://doi.org/10.1038/nnano.2008.30
https://doi.org/10.1002/smll.200900005
https://doi.org/10.1021/nn100561e
https://doi.org/10.1088/1361-6528/aa5d7c
https://doi.org/10.4049/jimmunol.173.5.3148
https://doi.org/10.4049/jimmunol.173.5.3148
https://doi.org/10.1016/
j.nano.2016.03.002
https://doi.org/10.1016/
j.nano.2016.03.002
https://doi.org/10.1021/nn203596e
https://doi.org/10.1074/jbc.M114.610899
https://doi.org/10.1038/cddis.
2014.576
https://doi.org/10.1038/cddis.
2014.576
https://doi.org/10.1016/j.rmed.2008.05.002
https://doi.org/10.1016/j.biomaterials.2010.12.042
https://doi.org/10.1038/nature04516
https://doi.org/10.1038/cmi.2015.95
https://doi.org/10.1016/j.immuni.2013.05.016
https://doi.org/10.1038/ni.1631
https://doi.org/10.1038/ni.1631
https://doi.org/10.1074/jbc.M605229200
https://doi.org/10.3109/17435390.2010.513836
https://doi.org/10.1182/blood-2010-
03-276733
https://doi.org/10.1182/blood-2010-
03-276733
https://doi.org/10.1189/jlb.
0307135
https://doi.org/10.1189/jlb.
0307135
https://doi.org/10.1021/ml200239k
https://doi.org/10.1038/
nri3515
https://doi.org/10.1038/
nri3515
https://doi.org/10.1074/jbc.M110.145888
https://doi.org/10.1074/jbc.M110.145888
https://doi.org/10.1038/nrd2591
https://doi.org/10.1038/nrd2591
https://doi.org/10.1016/j.matchemphys.2008.09.068
https://doi.org/10.4049/jimmunol.1200662
https://doi.org/10.1038/nrc3847
https://doi.org/10.1002/hep.28873
https://doi.org/10.1016/j.immuni.2008.
08.012
https://doi.org/10.1016/j.immuni.2008.
08.012
https://doi.org/10.1002/eji.200838761
https://doi.org/10.1002/eji.200838761
https://doi.org/10.1371/journal.pone.0040069
https://doi.org/10.1016/
j.biomaterials.2010.05.036
https://doi.org/10.1016/
j.biomaterials.2010.05.036
https://doi.org/10.1038/cddis.
2012.144
https://doi.org/10.1038/cddis.
2012.144
https://doi.org/10.1111/imm.12104


169

Nishijima et al. Size-Specific Effect of Nanoparticles

Frontiers in Immunology  |  www.frontiersin.org April 2017  |  Volume 8  |  Article 379

51.	 Apostolopoulos V, Thalhammer T, Tzakos AG, Stojanovska L. Targeting anti-
gens to dendritic cell receptors for vaccine development. J Drug Deliv (2013) 
2013:869718. doi:10.1155/2013/869718 

Conflict of Interest Statement: YY is employed by the Research Foundation for 
Microbial Diseases of Osaka University. All other authors declare no competing 
financial interests.

Copyright © 2017 Nishijima, Hirai, Misato, Aoyama, Kuroda, Ishii, Higashisaka, 
Yoshioka and Tsutsumi. This is an open-access article distributed under the terms 
of the Creative Commons Attribution License (CC BY). The use, distribution or 
reproduction in other forums is permitted, provided the original author(s) or licensor 
are credited and that the original publication in this journal is cited, in accordance 
with accepted academic practice. No use, distribution or reproduction is permitted 
which does not comply with these terms.

http://www.frontiersin.org/Immunology/
http://www.frontiersin.org
http://www.frontiersin.org/Immunology/archive
https://doi.org/10.1155/2013/869718
http://creativecommons.org/licenses/by/4.0/


June 2017  |  Volume 8  |  Article 734170

Perspective
published: 26 June 2017

doi: 10.3389/fimmu.2017.00734

Frontiers in Immunology  |  www.frontiersin.org

Edited by: 
Manuela Mengozzi,  

Brighton and Sussex Medical School, 
United Kingdom

Reviewed by: 
Marc Pallardy,  

Université Paris-Sud, France  
Seyed Moein Moghimi,  

Durham University,  
United Kingdom

*Correspondence:
Paola Italiani  

italianipaola@gmail.com,  
p.italiani@ibp.cnr.it

Specialty section: 
This article was submitted  

to Inflammation,  
a section of the journal  

Frontiers in Immunology

Received: 31 March 2017
Accepted: 09 June 2017
Published: 26 June 2017

Citation: 
Italiani P and Boraschi D (2017) 

Induction of Innate Immune Memory 
by Engineered Nanoparticles:  

A Hypothesis That May  
Become True.  

Front. Immunol. 8:734.  
doi: 10.3389/fimmu.2017.00734

Induction of Innate Immune Memory 
by Engineered Nanoparticles:  
A Hypothesis That May Become True
Paola Italiani* and Diana Boraschi

Institute of Protein Biochemistry, National Research Council, Napoli, Italy

Innate immune memory is the capacity of cells of the innate immune system, such 
as monocytes and macrophages, to react differently to an inflammatory or infectious 
challenge if previously exposed to the same or to another agent. Innate immune memory 
is a protective mechanism, based on epigenetic reprogramming, that ensures effective 
protection while limiting side effects of tissue damage, by controlling innate/inflammatory 
responses to repeated stimulations. Engineered nanoparticles (NPs) are novel challenges 
for our innate immune system, and their ability to induce inflammatory activation, thereby 
posing health risks, is currently being investigated with controversial results. Besides 
their putative direct inflammation-inducing effects, we hypothesize that engineered NPs 
may induce innate memory based on their capacity to induce epigenetic modulation of 
gene expression. Preliminary results using non-toxic non-inflammatory gold NPs show 
that in fact NPs can induce memory by modulating in either positive or negative fashion 
the inflammatory activation of human monocytes to a subsequent bacterial challenge. 
The possibility of shaping innate/inflammatory reactivity with NPs could open the way to 
future novel approaches of preventive and therapeutic immunomodulation.

Keywords: innate memory, monocytes, macrophages, engineered nanoparticles, inflammation

INTRODUCTION

The ability of the body of developing immune reactions is strongly influenced by the environment. 
During its lifetime, each person is exposed to a great number and types of environmental and infec-
tious cues, which shape the immune system in terms of type and extent of reaction. Consequently, 
the immune system of each individual is unique as it is the result of the individual experience.  
A recent study based on systems-level analysis of healthy twins has shown that different functional 
units of immunity (cytokines, chemokines, growth factors, immune cells subsets, and cellular 
responses to cytokines) vary across individuals primarily as a consequence of extrinsic non-heritable 
factors (1). This supports the notion that the immune system is shaped by the environmental events 
encountered during life (in particular microbes) rather than genetics. Environmental factors exert a 
cumulative influence that overshadows the influence of heritable traits with age (1). The footprints 
of these exposures are preserved in the immune cells, and each immune system can be considered 
as a kind of “memory snapshot/fingerprinting.” Consequently, the infection history of a person 
could explain the different individual patterns of immunodominance and protection and why some 
individuals mount productive immune responses to vaccines and pathogens and others do not. 
Until recently, the common belief was that adaptive immunity was the only type of immunity able 
to maintain a memory of previous infections. Indeed, in every immunology textbook we can find 
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that memory is one of the hallmarks distinguishing adaptive from 
innate immunity. However, recent evidence has revived the old 
concept of innate immune memory, well-known in plants and 
invertebrates and also observed in mice.

Innate memory is the capacity of innate immune cells such 
as monocytes and macrophages to mount, upon a second chal-
lenge, a lower or higher non-specific response (tolerance vs. 
trained immunity) compared to the response of naïve cells (2). 
The innate response in usually measured in terms of produc-
tion of inflammatory effector molecules (e.g., cytokines and 
chemokines). Thus, within each individual, innate immune 
cells such as monocytes are never the same and their reactivity 
depends on their immunological history of previous encounters 
and “the tracks that they left.” As long as they live, monocytes 
may display an altered responsiveness due to previous encoun-
ters not only with viral or bacterial infections but also following 
diseases and exposure to food/dietary components, pollutants, 
and nanoparticles (NPs).

Engineered NPs have entered the human environment in 
recent year because of their presence in many common products 
as additives (e.g., toothpaste, cosmetics, candies, and cigarettes) 
and in public spaces or workplaces as pollutants. The rapid devel-
opment of nanotechnologies has also provided new opportunities 
in medicine mainly through the use of NPs for diagnostic and 
therapeutic purposes (biomedical imaging, drug delivery, and tar-
geting). A lot of questions are still outstanding regarding the risks 
associated with exposure to NPs. Monocytes and macrophages are 
the first line of defense in the innate immune response to foreign 
materials, by phagocytosing and destroying the dangerous agents 
and in addition by triggering an inflammatory defensive reaction. 
An inflammatory reaction may, however, become pathological 
and lead to tissue destruction if it is excessive and prolonged (3). 
Over the last decade, a great deal of attention has been devoted 
to the study of the capacity of NPs to induce inflammation, taken 
as a sign of pathological risk. The inflammation-inducing effects 
of NPs are still controversial because of the many problems and 
challenges in the development and validation of assays that could 
reliably assess the bona fide NP effects, without interference 
and artifacts due to technical or contamination problems (4). 
Thus, many NPs do not show direct capacity of triggering an 
inflammatory reaction in human monocytes in culture when the 
interaction occurs in real life-mimicking conditions of dose and 
exposure, and if the NPs are rigorously free of contaminating LPS 
(bacterial endotoxin) (5, 6). Even if unable to directly initiate an 
inflammatory reaction, the exposure to NPs might interfere with 
the effector functions of monocytes and macrophages, including 
their activation, their polarization, and (as we propose here) their 
memory. For instance, it has been observed that NPs can pro-
voke morphological changes, proliferation alterations, toxicity, 
functional phenotype switching, and epigenetic reprogramming 
(7–11). To date, the epigenetic reprogramming is known to be the 
main mechanism underlying the capacity of innate immune cells 
to develop a memory. Here, we would like to discuss the possible 
influence of NPs on the development of innate memory, in other 
words if previous exposure to NPs can modulate the responses of 
monocytes and macrophages to subsequent infections or chal-
lenges (Figure 1).

INNATE MEMORY AND UNDERLYING 
EPIGENETIC MECHANISMS

The immune system has evolved with the increased complexity of 
living organisms (innate immunity only in plants and invertebrates; 
innate plus adaptive immunity in vertebrates). More impressively, 
immunity developed in parallel with the evolution of microorgan-
isms in an equilibrium in which the host develops tools for keeping 
the microorganisms at bay and avoid damage, and the pathogen 
devises mechanisms for escaping the host surveillance and ensure 
its own survival and growth (12). The ability of the adaptive immune 
system to recognizing different challenges is mainly due to the 
rearrangement of V(D)J gene segments, aimed to generating a vast 
array of different specific antibodies and receptors necessary for 
the recognition of virtually all non-self-molecules, which are then 
conserved by B and T memory cells throughout lifetime. As a conse-
quence, one of the most potent weapons of adaptive immunity is to 
implement a faster and more potent defense response upon a second 
exposure to the same pathogen, due to the ability to “remember” a 
first encounter. This capacity to remember, considered a distinctive 
trait of adaptive immunity, can be, however, found also in vertebrate 
innate immunity, although with different characteristics. Innate 
memory is already well-known as the protective mechanism against 
reinfection in organisms lacking adaptive immunity, such as plants 
and invertebrates (13, 14). Thus, the dogma that innate immunity 
has no memory should be revised, as the capacity of memory has 
been described in innate cells belonging to both the lymphoid 
lineage, such as natural killer (NK) cells, and to myeloid cells 
such as monocytes and macrophages. For instance, upon human 
cytomegalovirus infection in mice and macaques, certain NK cell 
subpopulations display adaptive properties such as longevity, subset 
expansion, and altered functionality during a secondary response 
(15). The main differences between innate and adaptive immune 
memory are summarized in Table 1.

Focusing our attention on monocytes and macrophages, the  
innate immune memory appears as an increase (“trained immu-
nity”) or a decrease (“tolerance”) of their functional program. Thus, 
primed monocytes or macrophages become more or less capable 
of producing inflammatory cytokines, as well as phagocytosing 
and killing microorganisms, in response to a second challenge. 
It is hypothesized that this altered functional state could persist 
for weeks to months, rather than years, after the elimination of 
the initial stimulus (16), although it might persist much longer 
in bone marrow niches. The main difference between innate and 
adaptive memory is that innate memory is non-specific. Although 
this could seem a limitation, it has the advantage of protecting 
against different kinds of inflammation-inducing challenges, not 
only microbes and the same microbes. To put it simply, primed 
monocytes can react or not following a secondary challenge, 
which can be the same or different from the primary stimulus, 
conferring a non-specific and broad protection.

The phenomenon of tolerance upon chronic or repeated expo-
sure to microbial agents is well-known and represents a state of 
refractoriness to additional challenge with microbial molecules 
such as LPS (17, 18). Tolerance has also been identified as the 
hyporesponsiveness/immunosuppressive phenotype observed 
in late sepsis. Indeed, tolerance is viewed as a defense strategy 
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