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Abstract: Recent insights into the immunostimulatory properties of nucleic acid nanoparticles
(NANPs) have demonstrated that variations in the shape, size, and composition lead to distinct
patterns in their immunostimulatory properties. While most of these studies have used a single
lipid-based carrier to allow for NANPs’ intracellular delivery, it is now apparent that the platform
for delivery, which has historically been a hurdle for therapeutic nucleic acids, is an additional
means to tailoring NANP immunorecognition. Here, the use of dendrimers for the delivery of
NANPs is compared to the lipid-based platform and the differences in resulting cytokine induction
are presented.
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1. Introduction

The field of RNA and DNA nanotechnology is rapidly growing. In the past decade,
researchers have established various approaches to synthesize RNA and DNA nanoassem-
blies of different sizes, shapes, and compositions and generated proof-of-concept data
intended for the use of these materials in biology and medicine [1–11]. A growing library
of nucleic acid nanoparticles (NANPs), the design of which takes advantage of natural
RNA (and DNA) motifs and canonical Watson–Crick base pairings, have been demon-
strated to assemble into precise nanoscaffolds exemplified by hexagonal rings [12], various
polygons [13], and fibrous structures [14], to name a few [15]. A variety of NANPs are now
being investigated for broad applications in detection and diagnostics [16–18], targeting
specific disease sites [19], and as therapeutic approaches [9,20–22] for various illnesses. As
the technology approaches the stage of preclinical development and clinical translations,
many researchers in the field have consolidated their efforts to overcome translational gaps
and accelerate the transition of DNA and RNA nanoassemblies from bench to clinic [23–28].
Among these efforts is the understanding of the immunological properties of NANPs as a
new class of therapeutic nucleic acids.

Our group has recently reported that biomarkers for NANP immunorecognition are
type I and type III interferons (IFNs), which are produced by human primary blood cells
only after NANPs are delivered with a widely used lipid-based carrier (Lipofectamine
2000 or L2K); otherwise, without a delivery agent, NANPs are not efficiently internalized
and do not induce an IFN response [29]. Among other structure–activity relationships, we
demonstrated that the IFN-inducing capability of NANPs depends on their composition
(RNA-based NANPs are more potent than their DNA counterparts), shape (globular
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structures are more potent than planar particles, which in turn are more potent than fibrous
NANPs), and size [29]. This relationship is well-exemplified by DNA and RNA cubes,
which are both six-stranded 3D NANPs similar in size, shape, and sequence. While both
DNA and RNA cubes have been demonstrated to serve as nanoscaffolds for carrying
therapeutic nucleic acids into cells, the difference in their DNA versus RNA composition
has been shown to yield greater IFN induction for RNA cubes when compared to their DNA
analogs [30]. The most remarkable finding of our earlier studies was that despite general
knowledge regarding the involvement of toll-like receptors (TLRs) in the recognition of
DNA and RNA, TLR7, known as a receptor for single-stranded RNA, played a key role in
the immune recognition of both DNA and RNA cubes [29,31]. Altogether, the results of
our studies allowed us to hypothesize that both the quality (i.e., the repertoire of cytokines)
and quantity (i.e., the magnitude of the cytokine response) of the immune response to
NANPs can be manipulated not only by changing NANPs’ physicochemical properties
and composition, but also by using different types of carriers [29,31].

As a candidate for such a delivery platform, polyamidoamine (PAMAM) dendrimers
are cationic, hyperbranched, globular structures. Amine-terminated PAMAM dendrimers,
like the ones used in this study, have been proposed as an effective delivery platform
for gene therapy by complexation with siRNAs, biological molecules, and drugs [32–37].
Different generations of the PAMAM dendrimers have been shown to successfully carry
nucleic acids such as plasmids, siRNAs, and miRNAs into different cancer cell lines [38–40].
Once inside the cells, the siRNAs were able to activate RNA interference and silence their
specific target mRNAs in both in vitro and in vivo proof-of-concept models [41]. The
dendrimer–nucleic acid complexes form through electrostatic interactions between the
positively charged amine group terminals of the dendrimers and the negatively charged
phosphate groups of the nucleic acids [42].

Herein, we present the results confirming the hypothesis that immunostimulation
by NANPs can also be manipulated by the type of carrier. Specifically, we compared
the cytokine induction by DNA and RNA cubes delivered to human peripheral blood
mononuclear cells (PBMCs) using either L2K (the carrier used in our previous studies) or
generation 5 amine-terminated (G5-NH2) polyamidoamine (PAMAM) dendrimers. The
results of DNA and RNA cubes’ physicochemical characterization, complexation with
G5-NH2 PAMAM dendrimers, resistance to nucleases, and delivery to cancer cells and
PBMCs are also presented.

2. Results
2.1. Physicochemical Characterization of Dendrimers

Hydrodynamic sizes were measured by dynamic light scattering (DLS) for the den-
drimer as is (no filtering) and after filtration through a 0.02 µm filter. The intensity, volume
distribution, and zeta potential plots are shown in Figure 1 and summarized in Table 1.
Before filtration, several peaks are observed in the intensity-weighted distribution plot
(Figure 1A), with the most dominant size population being ~7 nm, as determined by the
volume-weighted distribution plot (Figure 1B). After filtration, these larger size populations
(consisting of aggregates) are removed and a monomodal size distribution centered at 7 nm
(Int-Peak) is observed.

The zeta potential distributions for the dendrimer are shown in Figure 1C and sum-
marized in Table 2. Zeta potential was measured both at its native pH and after adjustment
to neutrality (Figure 1C). At its native pH (10.5), the dendrimer is neutral (+4.6 mV) due to
the surface primary amines existing as NH2. Note, zeta potentials from –10 to +10 mV are
generally considered neutral. The zeta potential becomes highly cationic (+48.2 mV) after
pH adjustment to 7.4 as the surface primary amines are protonated and exist as NH3

+.
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Figure 1. Physicochemical characterization of the G5-NH2 PAMAM dendrimers. The averaged intensity (A) and volume
(B) distribution plots as measured by dynamic light scattering and the averaged zeta potential distribution (C). The
hydrodynamic size was measured before and after filtration through a 0.02 µm filter. Zeta potential was measured both at
its native pH and after adjustment to neutrality.

Table 1. Summary of the hydrodynamic diameters for G5-NH2 PAMAM dendrimers.

Sample Z-Avg, nm PdI Int-Peak, nm %Int Vol-Peak, nm %Vol

Before filtering 30.4 ± 11.0 0.759 ± 0.188 156.5 ± 11.4 59.7 ± 2.0 5.7 ± 0.1 100 ± 0
After filtering 6.3 ± 0.1 0.143 ± 0.022 7.0 ± 0.1 99.1 ± 1.1 5.1 ± 0.1 100 ± 0

Note: Hydrodynamic size is reported as the intensity-weighted average over all size populations (Z-avg) and the intensity-weighted
average (Int-Peak) of a particular range of size populations corresponding to the most prominent peak in the volume distribution plot.
PdI is the polydispersity index and a measure of broadness of the size distribution derived from the cumulants analysis. Int-Peak is the
intensity-weighted average of the primary peak. %Int is the percentage of the intensity spectra occupied by the primary peak. Vol-Peak is
the volume-weighted average over the primary peak. %Vol is the percentage of the volume spectra occupied by the primary peak.

Table 2. Summary of the zeta potentials for G5-NH2 PAMAM dendrimers.

Sample pH ZP, mV

G5-NH2 10.5 (native) +4.6 ± 0.9
G5-NH2 7.4 +48.2 ± 3.4

2.2. NANP Synthesis and Characterization

To demonstrate the ability of G5-NH2 dendrimers to serve as a carrier of NANPs,
representative DNA and RNA cubic NANPs were chosen as a proof of concept for all ex-
periments. These NANPs have been previously characterized and have been demonstrated
to be delivered into cells using a variety of delivery platforms. While both exhibit the same
globular shape and relative size, their difference in composition in terms of being made of
either DNA or RNA makes for a noticeable divergence in their immunostimulation, with
RNA cubes serving as potent stimulators of IFNs. DNA and RNA cubes were assembled
in endotoxin-free conditions and were visualized via non-denaturing polyacrylamide gel
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electrophoresis (native-PAGE) to verify their assembly and additionally visualized via
atomic force microscopy (AFM) to ensure sample uniformity (Figure 2).

Molecules 2021, 26, x  4 of 19 
 

 

2.2. NANP Synthesis and Characterization 

To demonstrate the ability of G5-NH2 dendrimers to serve as a carrier of NANPs, 

representative DNA and RNA cubic NANPs were chosen as a proof of concept for all 

experiments. These NANPs have been previously characterized and have been demon-

strated to be delivered into cells using a variety of delivery platforms. While both exhibit 

the same globular shape and relative size, their difference in composition in terms of being 

made of either DNA or RNA makes for a noticeable divergence in their immunostimula-

tion, with RNA cubes serving as potent stimulators of IFNs. DNA and RNA cubes were 

assembled in endotoxin-free conditions and were visualized via non-denaturing poly-

acrylamide gel electrophoresis (native-PAGE) to verify their assembly and additionally 

visualized via atomic force microscopy (AFM) to ensure sample uniformity (Figure 2). 

 

Figure 2. DNA and RNA cube characterization. 3D models, native-PAGE results, and representative AFM images of (A) 

DNA cubes and (B) RNA cubes. 

2.3. NANP Complexation with G5-NH2 Dendrimers 

The electrostatically-driven complexation of G5-NH2 dendrimers to NANPs was as-

sessed using the number of primary amines available per dendrimer (N) and the number 

of phosphates available on the backbone of a DNA duplex (P) to calculate complexation 

at the N/P ratio. Once DNA duplexes were complexed to G5-NH2 dendrimers at different 

N/P ratios and incubated for 30 min, the samples were visualized via agarose gel electro-

phoresis (supporting Figure S1) to determine the ratio at which the DNA duplex migra-

tion was impeded. This ratio was then used to determine the amounts of G5-NH2 needed 

to bind NANPs.  

L2K and G5-NH2 dendrimers were visualized individually with transmission elec-

tron microscopy (TEM) and then again with the addition of cubic NANPs (Figure 3A). To 

investigate whether NANPs could be complexed to and protected by the G5-NH2 den-

drimers, a nuclease resistance assay was conducted. To run this assay, a DNA duplex, 

decorated with a fluorophore/quencher pair, was complexed to G5-NH2 dendrimers and 

treated with DNase. The change in fluorescence over time for the G5-NH2-complexed den-

drimers was compared to uncomplexed duplexes (Figure 3B). Contrarily to the uncom-

plexed duplexes, G5-NH2-complexed duplexes were protected from nuclease digestion 

for an extended period of time (one hour). The delay in fluorescence increase of the G5-

NH2-complexed duplexes indicated that the dendrimers protected the duplexes from nu-

clease degradation, thus again confirming the complexation between nucleic acid con-

structs and dendrimers.  

Figure 2. DNA and RNA cube characterization. 3D models, native-PAGE results, and representative AFM images of (A)
DNA cubes and (B) RNA cubes.

2.3. NANP Complexation with G5-NH2 Dendrimers

The electrostatically-driven complexation of G5-NH2 dendrimers to NANPs was as-
sessed using the number of primary amines available per dendrimer (N) and the number
of phosphates available on the backbone of a DNA duplex (P) to calculate complexation
at the N/P ratio. Once DNA duplexes were complexed to G5-NH2 dendrimers at differ-
ent N/P ratios and incubated for 30 min, the samples were visualized via agarose gel
electrophoresis (supporting Figure S1) to determine the ratio at which the DNA duplex
migration was impeded. This ratio was then used to determine the amounts of G5-NH2
needed to bind NANPs.

L2K and G5-NH2 dendrimers were visualized individually with transmission electron
microscopy (TEM) and then again with the addition of cubic NANPs (Figure 3A). To inves-
tigate whether NANPs could be complexed to and protected by the G5-NH2 dendrimers, a
nuclease resistance assay was conducted. To run this assay, a DNA duplex, decorated with
a fluorophore/quencher pair, was complexed to G5-NH2 dendrimers and treated with
DNase. The change in fluorescence over time for the G5-NH2-complexed dendrimers was
compared to uncomplexed duplexes (Figure 3B). Contrarily to the uncomplexed duplexes,
G5-NH2-complexed duplexes were protected from nuclease digestion for an extended
period of time (one hour). The delay in fluorescence increase of the G5-NH2-complexed
duplexes indicated that the dendrimers protected the duplexes from nuclease degradation,
thus again confirming the complexation between nucleic acid constructs and dendrimers.

To evaluate DNA and RNA cubes’ uptake efficiency by a cancer cell line when com-
plexed to either dendrimers or L2K, Alexa 488-labeled cubes were used to track the com-
plexes introduced into the human breast cancer cell line MDA-MB-231 (Figure 3C,D). The
uptake results provided information on the overall general uptake of the G5-NH2 cubes in
an adherent cell line that is customarily used to assess NANP uptake with other carriers.
The cells appeared to uptake the G5-NH2-complexed cubic NANPs significantly more than
those observed for the L2K-complexed NANPs. Uptake of the complexes was observed
through the increase in mean fluorescence intensity of the treated cells.

2.4. Cytokine Response in PBMCs Depends on the Type of Carrier and Correlates with NANP
Uptake by the Cells

To understand whether the spectrum and the magnitude of the cytokine response
to DNA and RNA cubes depend on the type of carrier, we conducted experiments using
human PBMCs (Figure 4). NANPs were added to PBMC cultures either without a carrier
or after complexation with either L2K or G5-NH2 dendrimers, and the supernatants
were analyzed for the presence of 29 cytokines. Owing to the pleiotropic function of
cytokines, we used the broadest panel available; and for the purpose of this manuscript,
when analyzing the results, we grouped cytokines based on their known roles in various
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biological responses as will be detailed below. Analysis of culture supernatants revealed
that NANPs used without a carrier and G5-NH2 dendrimers alone did not induce any
cytokines (Figure 5 and Figure S3).
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Figure 3. NANPs complexed with G5-NH2 dendrimers. (A) Transmission electron microscopy
images of Lipofectamine 2000 (L2K), G5-NH2 dendrimers, and DNA and RNA cubes complexed
to either L2K or G5-NH2 dendrimers. (B) Resulting fluorescence profiles from nuclease resistance
assays. (C) Mean fluorescence intensity associated with the in vitro uptake of Alexa 488-labeled DNA
and RNA cubes in MDA-MB-231 cells. Each bar shows the mean response and standard deviation
(N = 3). Statistical significance between the DNA and RNA cubes delivered with G5-NH2 versus all
other treatments is denoted by **** where p < 0.0001. (D) Brightfield and GFP microscopy images of
MDA-MB-231 cells transfected with DNA cubes complexed to G5-NH2 dendrimers and RNA cubes
complexed to G5-NH2 dendrimers.
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dendrimers or L2K and their further analysis in PBMCs.

After the complexation with L2K, both DNA and RNA cubes induced type I and type
III interferons, known for their role in anti-viral and anti-tumor effects; these responses were
stronger in the RNA cube-treated group than in the DNA cube-treated group (Figure 5A).
Unlike L2K-complexed NANPs, particles complexed with amine-terminated dendrimers
did not induce type I and type III IFNs (Figure 5A).

A striking difference, however, was observed for cytokines that are known as danger
signals (IL-1α) and those commonly associated with stress, trauma, and cytokine storm
(IL-1 β, IL-6, TNFα). In this case, L2K-complexed NANPs did not produce a response,
whereas dendrimer-delivered NANPs induced the aforementioned stress and danger-
related cytokine biomarkers (Figure 5B). Similar to the effect on type I and type III IFNs
observed in the L2K-delivered NANPs, RNA cubes delivered using dendrimers were more
potent in inducing stress-related cytokines than DNA cubes; no cytokines were detected in
the samples treated with DNA or RNA cubes without a carrier (Figure 5A,B). Interestingly,
L2K alone induced IL-1α and IL-1β and, in PBMCs from one donor, low levels of TNFα
and IL-6; however, this effect was neutralized by the complexation with RNA and DNA
cubes (Figure 5B).

Low levels of type II interferon (IFNγ), known for its role in T cell-mediated immunity,
were observed in the L2K-delivered NANP group and similar between DNA cubes and
RNA cubes (Figure 5C). IFNγ-induced protein (IP-10), however, was detected only in the
L2K-delivered NANP group (Figure 5C). Similar to the data with other cytokines, DNA and
RNA cubes used without a carrier did not induce type II IFN and IFNγ-induced protein
(Figure 5C).

Analysis of chemokines (IL-8, MIP-1α, MIP-1β, MCP-1, MCP-2, and RANTES) re-
vealed that L2K alone induced all chemokines except for MCP-2, and this effect was
neutralized by complexation with NANPs; dendrimers alone did not induce any of these
chemokines (Figure 5D). Interestingly, induction of IL-8, MIP-1α, MCP-1, and RANTES
was similar between L2K- and dendrimer-delivered NANPs and was stronger in RNA
cubes than in DNA cubes (Figure 5D). In contrast, the induction of MCP-2 was observed
only in L2K-complexed NANPs, but not in dendrimer-complexed NANPs and was again
higher with RNA cubes than with DNA cubes (Figure 5D). The pattern of MCP-2 induc-
tion (Figure 5D) matched closely with that of type I and type III IFNs (Figure 5A). Other
cytokines (IL-2, IL4, IL-5, IL-22, IL-10, IL-12, and IL-21) were also detected; the induction of
some of these biomarkers (e.g., IL-2 and IL-15) was donor-dependent (Figure S3).



Molecules 2021, 26, 652 7 of 18
Molecules 2021, 26, x  7 of 19 
 

 

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

200

400

600

800

1000

IF
N
a

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

200

400

600

800

IF
N
b

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

500

1000

1500

IF
N
w

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

200

400

600

800

1000

IF
N
l

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

100

200

300

400

IL
-1
a

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

1000

2000

3000

4000

5000

IL
-1
b

, 
p

g
/m

L
+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

2000

4000

6000

8000

IL
-6

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

2,000

4,000

6,000

8,000

10,000

T
N

F
a

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

5,000

10,000

15,000

20,000

IF
N
g
, 

p
g

/m
L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

1000

2000

3000

4000

IP
-1

0
, 

p
g

/m
L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

1000

2000

3000

4000

5000

IL
-8

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

1000

2000

3000

4000

5000

M
C

P
-1

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

1000

2000

3000

4000

M
C

P
-2

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

5,000

10,000

15,000

M
IP

-1
a

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

2000

4000

6000

M
IP

-1
b

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

N
C

P
C

L
2
K

G
5

N
H

2

D
N

A

R
N

A
 

D
N

A

R
N

A
 

D
N

A

R
N

A
 

0

1000

2000

3000

4000

5000

R
A

N
T

E
S

, 
p

g
/m

L

+L2K +G5NH2 No Carrier

A

B

C

D

Donor F4Z5

Donor G2K9

Donor M9K9

 

Figure 5. Cytokine induction by DNA and RNA cubes as a function of the delivery carrier. PBMC from three healthy 

human donor volunteers (F4Z5, G2K9, and M9K9) were treated with negative control (NC), positive control (PC), DNA 

cubes, or RNA cubes for 24 h. Prior to the addition to PBMC cultures, DNA cubes and RNA cubes were complexed with 

lipofectamine 2000 (L2K), G5 amine-terminated PAMAM dendrimers (G5-NH2) or used without complexation (no carrier). 

Culture supernatants were analyzed for the presence of cytokines, chemokines, and interferons using multiplex ELISA as 

described in the Materials and Methods. The data are presented based on the function of cytokines, including (A) type I 

and type III interferons, (B) danger signals and cytokines commonly associated with trauma and cytokine storm, (C) type 

II interferon and type II interferon-inducible protein, and (D) chemokines. Each bar shows the mean response and stand-

ard deviation (N = 2). Other cytokines from this study are presented on Figure S3. 

Figure 5. Cytokine induction by DNA and RNA cubes as a function of the delivery carrier. PBMC from three healthy
human donor volunteers (F4Z5, G2K9, and M9K9) were treated with negative control (NC), positive control (PC), DNA
cubes, or RNA cubes for 24 h. Prior to the addition to PBMC cultures, DNA cubes and RNA cubes were complexed with
lipofectamine 2000 (L2K), G5 amine-terminated PAMAM dendrimers (G5-NH2) or used without complexation (no carrier).
Culture supernatants were analyzed for the presence of cytokines, chemokines, and interferons using multiplex ELISA as
described in the Materials and Methods. The data are presented based on the function of cytokines, including (A) type I and
type III interferons, (B) danger signals and cytokines commonly associated with trauma and cytokine storm, (C) type II
interferon and type II interferon-inducible protein, and (D) chemokines. Each bar shows the mean response and standard
deviation (N = 2). Other cytokines from this study are presented on Figure S3.
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To understand whether detected cytokines provide positive or negative regulation
loops that influence their expression, we conducted a correlation analysis. Since the number
of donors was limited, we applied two matrices—the Pearson matrix, which assumes
a Gaussian distribution (Figure 6A), and the Spearman matrix, which assumes a non-
Gaussian distribution (Figure 6B). With L2K-delivered DNA cubes, a positive correlation
was observed between type II IFN (IFNγ) and cytokines and chemokines IL-6, IL-8, MCP-1,
MCP-2, and IL-2, and between type I and type III IFNs (IFNα, IFNβ, IFNω, IFNλ) and
cytokines and chemokines MCP-1, MCP-2, TNFα, IL-4, and IL-22 (Figure 6A, DNA cubes-
L2K). A negative correlation in the same group was detected between type I and type III
IFNs and chemokine RANTES (Figure 6A, DNA cubes-L2K). With L2K-delivered RNA
cubes, a positive correlation was observed between individual cytokines IL-1α, IL-1β, IL-6,
IL-8, and IL-2; IFNγ and chemokines MCP-1, MCP-2, MIP-1α, and MIP-1β; type I and type
III IFNs; chemokines MCP-1, MCP-2, MIP-1α, and MIP-1β and type I and type III IFNs; and
between IL-4 and IL-22 (Figure 6A, RNA cubes L2K). A negative correlation was observed
between cytokines IL-1α, IL-1β, IL-6, and IL-8 and all IFNs, IL-4, and IL-22 (Figure 6A, RNA
cubes-L2K). With dendrimer-delivered DNA cubes, a positive correlation was observed
between individual cytokines IL-1α, IL-1β, IL-6, and IL-8; between individual type I and
type III IFNs; IL-4, IL-15, and IL-22; and between IFNγ and MCP-1, MCP-2, type I and type
III IFNs, IL-4, IL-15, IL-22, IL-12, and IP-10 (Figure 6A, DNA cubes-G5-NH2). Negative
correlation in the same treatment group was observed between IL-1α, IL-1β, IL-6, IL-8,
and all IFNs, IL-12, IL-21, IP-10, IL-4, IL-15, IL-22, MCP-1, MCP-2, and RANTES; and
between individual cytokines IL-4, IL-15, and IL-22 (Figure 6A, DNA cubes-G5-NH2). With
dendrimer-delivered RNA cubes, a positive correlation was observed between IFNγ and
IL-12, MCP-1, type I and type III IFNs, IL-4, IL-14, and IL-22; between IL-6, IL-1α, IL-1β,
and IL-8; MIP-1α, MIP-1β, RANTES, and TNFα; between type I and type III IFNs and
IL-4, IL-15, and IL-22; and between individual type I and type III IFNs (Figure 6A, RNA
cubes-G5-NH2). Negative correlation in this treatment group was observed between IL-1α,
IL-1β, IL-6, and IL-8, and MIP-1α, MIP-1β, IL-4, IL-15, and IL-22; between TNFα and IFNγ,
IP-10, MCP-1, MCP-2, MIP-1α, MIP-1β, and type I and type III IFNs; between IL-2 and
IL-4, IL-15, and IL-22 (Figure 6A, RNA cubes-G5-NH2). While the correlation indices for
individual cytokines were different in the Spearman matrix, the overall conclusions about
negative and positive correlation did not change (Figure 6B).

Next, we tested NANP uptake by blood cells. PBMCs from the same donors as those
used for cytokine analysis were exposed to carriers alone (L2K or G5-NH2 dendrimers),
DNA cubes or RNA cubes without a carrier, or DNA cubes or RNA cubes complexed
with either L2K or with dendrimers (Figure 7). The NANPs used in this study contained
a green fluorescent label (Alexa 488) covalently attached to one oligonucleotide of each
six-stranded assembly of the DNA and RNA cubes. Percent of positive cells shows the
proportions of cells in the analyzed population of lymphocytes or monocytes that were
associated with green fluorescence, which, in turn, is indicative of the particle uptake
and/or association with the cellular membrane. When L2K or dendrimers were used as
delivery carriers for NANPs, between 40 and 90% of monocytes demonstrated a greater
fluorescent signal as opposed to 10–30% of lymphocytes (Figure 7A). The uptake of NANPs
in L2K and dendrimer-complexed groups was comparable in both monocytes and lympho-
cytes; a greater uptake of DNA cubes vs. RNA cubes complexed with L2K was noticed
(Figure 7A, lymphocytes). No uptake of RNA and DNA cubes delivered without a carrier
was seen in lymphocytes and monocytes treated with RNA cubes, while about 40% of
the monocytes exposed to DNA cubes without a carrier demonstrated green fluorescence
(Figure 7A, monocytes).
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Figure 6. Correlation analysis of cytokine response. The data from the multiplex cytokine analysis including those pre-

sented in Figure 5 were analyzed using the GraphPad Prism software to determine a correlation or lack thereof between 

individual cytokines. (A) The Pearson correlation matrix assumes a Gaussian distribution (parametric analysis). In this 

analysis, values between ±0.5 and ±1 refer to a high degree of correlation, whereas values close to ±1 mean perfect 

correlation; negative values (in red) refer to the negative correlation, whereas positive values (in blue) mean positive 

correlation. (B) The Spearman correlation matrix assumes no Gaussian distribution (non-parametric analysis). In this 

analysis, values of ±1 mean perfect correlation; the closer the value is to zero, the weaker the association is; negative 

values (in red) and positive values (in blue) refer to the negative and positive correlation, respectively. 

 

Figure 6. Correlation analysis of cytokine response. The data from the multiplex cytokine analysis including those presented
in Figure 5 were analyzed using the GraphPad Prism software to determine a correlation or lack thereof between individual
cytokines. (A) The Pearson correlation matrix assumes a Gaussian distribution (parametric analysis). In this analysis,
values between ±0.5 and ±1 refer to a high degree of correlation, whereas values close to ±1 mean perfect correlation;
negative values (in red) refer to the negative correlation, whereas positive values (in blue) mean positive correlation.
(B) The Spearman correlation matrix assumes no Gaussian distribution (non-parametric analysis). In this analysis, values
of ±1 mean perfect correlation; the closer the value is to zero, the weaker the association is; negative values (in red) and
positive values (in blue) refer to the negative and positive correlation, respectively.
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cubes or RNA cubes for 24 h. Prior to the addition to PBMC cultures, DNA cubes and RNA cubes were complexed with
Lipofectamine 2000 (L2K), G5 amine-terminated PAMAM dendrimers (G5-NH2) or used without complexation (no carrier).
After a wash to remove excess particles, the cells were analyzed by flow cytometry as described in the Materials and
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oligonucleotides labeled with Alexa 488 prior to their assembly into DNA and RNA cubes, respectively. Each bar shows the
mean response and standard deviation (N = 2).

When geometric mean fluorescent intensity (GMFI), indicative of the magnitude of
NANP uptake by individual cells, was measured, no significant uptake of naked RNA and
DNA cubes was noticed in either lymphocytes and monocytes (Figure 7B). No or very low
levels of uptake were registered for both DNA and RNA cubes complexed with L2K in
lymphocytes (Figure 7B, lymphocytes). The lymphocyte uptake of RNA and DNA cubes
complexed with dendrimers was greater than that after the complexation with L2K, and
the uptake of DNA cubes complexed with dendrimers was greater than that of the RNA
cubes delivered using dendrimers (Figure 7B, lymphocytes). The uptake of both DNA
and RNA cubes by monocytes was also greater in the dendrimer group than in the L2K
group; in both groups, the uptake of DNA cubes was higher than that of the RNA cubes
(Figure 7B, monocytes). In all groups where the uptake was registered, the signal was an
order of magnitude higher in monocytes than in lymphocytes (Figure 7B).

3. Discussion

Physicochemical properties of PAMAM dendrimers used in this study were consistent
with those described earlier [43–45]. The DNA and RNA cubes are complexed to G5-NH2
dendrimers through electrostatic interactions between the negatively charged phosphate
groups of the nucleic acid cubes and the positively charged amine surface groups from
the dendrimers. The N/P ratio of cubes to G5-NH2 dendrimers was determined by using
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a gel retardation assay showing that complete binding occurs at a 1.5 N / 1 P ratio. This
was shown by the neutralization of the nucleic acids on the gel through the decrease in
migration along the gel. A nuclease resistance assay was also used to determine the ability
of dendrimers to protect NANPs from nuclease degradation. The results in Figure 3B
show that when DNA and RNA cubes are complexed to G5-NH2 dendrimers, the rate of
digestion by nucleases is lowered and prolonged for up to 60 min.

The observed induction of type I (IFNα and IFNβ) and type III IFNs (IFNλ) by DNA
and RNA cubes complexed with L2K but not by those used without any carrier, the higher
potency of IFN induction by RNA cubes vs. DNA cubes (Figure 5A), and the correlation
with the uptake by monocytes (Figure 7) are in agreement with our earlier studies [29,31].
Since type I IFNs’ main function is to prevent viral replication in cells and that of type
III IFNs is to support anticancer immunity, the data point to the potential utility of L2K-
mediated delivery of NANPs in stimulating anti-viral and anti-tumor immune responses.
Our hypothesis that by changing the carrier used to deliver NANPs to the blood cells one
may control the spectrum and the magnitude of the cytokine responses was verified in the
present study. The induction of type I and type III IFNs and proinflammatory cytokines
associated with stress and damage are in direct contrast between NANPs delivered using
L2K and those complexed with dendrimers (compare DNA cubes and RNA cubes com-
plexed with L2K to those complexed with dendrimers in Figure 5A,B). Cationic dendrimers
were shown in multiple studies to affect the integrity of cellular membranes [43–49]. We
also reported earlier that many nanoparticles are immunomodulatory in that a combination
of otherwise non-reactive particles produces a detectable biological response [50–52]. Our
results, therefore, suggest that NANPs delivered by cationic dendrimers are perceived by
immune cells as danger signals, hence the induction of IL-1α, IL-6, and IL-8 [24]. Cationic
nanoparticles activate the inflammasome, thereby contributing to the secretion of mature
IL-1β, expression of which is induced by other stimuli [53–55]. The induction of IL-1β
observed in supernatants from cells treated with NANP–dendrimer complexes is consis-
tent with this knowledge; the data suggest that NANPs induce IL-1β expression whereas
cationic dendrimers activate the inflammasome to produce mature IL-1β proteins. The
induction of type II IFN (IFNγ) by L2K- and dendrimer-complexed NANPs (Figure 5C) is
new data; to our knowledge, this phenomenon has not been previously reported. IFNγ is
produced by activated T cells and its main function is to activate macrophages and various
other cell types and to coordinate a cooperation between activated T cells and other host
cells. Therefore, these data point to the potential utility of NANPs for controlling adaptive
immunity. The induction of chemokines by L2K alone (Figure 5D) is not unexpected;
we reported earlier that lipid-based nanoparticles commonly induce chemokines via a
mechanism involving oxidative stress [50–52,56]. While this induction complicates the
interpretation of chemokine results in the NANPs-L2K group, the data suggest that com-
plexation with DNA and RNA cubes neutralizes this effect (Figure 5D), which is consistent
with the expected change in the L2K’s overall charge after its electrostatic complexation
with NANPs. The induction of other cytokines (IL-2, IL-4, IL-15, IL-22, IL-10, IL-12, and
IL-21) was also observed (Figure S3); in some cases (e.g., IL-2 and IL-15), the induction
was donor-dependent suggesting that individual variability in NANP-mediated cytokine
signaling including the expression of receptors involved in NANP recognition exists.
Such interindividual variability is not surprising since both qualitative and quantitative
variations in individuals’ immune responses have been described before [57–61].

Correlation analysis revealed the complexity of the cytokine network in that both
positive and negative correlation was observed between type I, type II, and type III IFNs,
chemokines, and various interleukins and TNFα (Figure 6). These observations are con-
sistent with the current knowledge of the cytokines’ pleiotropic function and their ability
to regulate their expression via both homo- and hetero-stimulatory mechanisms [62,63].
Cytokine-mediated refractory states have also been reported [64], and it is possible that
NANP delivery using different carriers can induce different refractory states, and NANPs’
physicochemical properties can further contribute to these effects. It is important to note



Molecules 2021, 26, 652 12 of 18

that the correlation analysis reveals the strength of the relationship between individual
cytokines and is helpful in guiding the mechanistic studies; it is not meant to analyze a
quantitative difference between study samples. Furthermore, due to the limited number of
donors used in our study, the current correlation analysis should be considered preliminary
and used to generate ideas for subsequent mechanistic studies involving PBMC from a
greater number of donors.

These data also point to communication between different cell types such as monocytes
(the main producers of TNFα, IL-1, IL-6, IL-8, and MIP-1), plasmacytoid dendritic cells
(the main source of type I and type III IFNs), and T lymphocytes (the main producers of
chemokines MCP and RANTES, type II IFN, and IL-2). Most importantly, the negative and
positive correlation patterns differ between DNA and RNA cubes and between L2K- and
dendrimer-delivered NANPs. These data further support the original hypothesis about the
NANPs’ ability to stimulate immune responses that might differ both quantitatively and
qualitatively depending on the type of carrier used to deliver these particles to the immune
cells. It would be interesting to compare routes of uptake and molecular pathways induced
by the same types of NANPs after complexation with different carriers; this is the focus of
the future research in this field.

The cytokine data (Figures 5 and 6) correlate with NANP uptake by immune cells,
which was studied by flow cytometry (Figure 7). The greater rates of NANP uptake by
monocytes are consistent with the well-known phagocytic function of these cells [65]. The
uptake of naked NANPs is negligible, which explains the lack of cytokine induction by
RNA and DNA cubes used without a carrier. Since the melting temperature of DNA cubes
is about 37 ◦C, an increase in the percentage of positive monocytes observed after the
exposure to naked DNA cubes is likely due to the disassembly of these particles in the
culture medium followed by an interaction of individual DNA oligonucleotides with cells.

4. Materials and Methods
4.1. Materials

Generation 5 amine-terminated PAMAM dendrimers were purchased from Dendritech
(Midland, MI, USA). Lipofectamine 2000 and all cell culture reagents were from Invitrogen
(Carlsbad, CA, USA). Reagents for the preparation of buffers were purchased from Sigma-
Aldrich (St. Louis, MO, USA).

4.2. Physicocheimcal Characterization of Dendrimers

A Malvern Zetasizer Nano ZS instrument (Southborough, MA, USA) with a back-
scattering detector (173◦) was used for measuring the hydrodynamic size (diameter) in
the batch mode. NIST-NCL joint protocol PCC-1 was followed (https://ncl.cancer.gov/
resources/assay-cascade-protocols). Samples were prepared at a concentration of 3 mg/mL
in 10 mM NaCl. Samples were measured as is (no filtering) and after filtration through
a 0.02 µm filter. Samples were measured at 25 ◦C in a quartz microcuvette. Traces in
the figures represent the average of ten measurements. Hydrodynamic diameters are
reported as the intensity-weighted average and as the volume-weighted average over
a particular range of size populations corresponding to the most prominent peak. The
Int-Peak value is used as the hydrodynamic diameter of a particular species. The Vol-
Peak and %Vol values are used to approximate relative amounts of various species in the
formulation. A Malvern Zetasizer Nano ZS instrument (Southborough, MA, USA) was
used to measure zeta potentials at 25 ◦C for all samples. NCL protocol PCC-2 was followed
(https://ncl.cancer.gov/resources/assay-cascade-protocols). Samples were prepared at a
concentration of 3 mg/mL in 10 mM NaCl. Sample pH was measured before loading into
a pre-rinsed folded capillary cell. Measurements were made at both native pH and after
adjustment to near neutral pH using 1 N standardized HCl. An applied voltage of 151 V
was used. Traces in the figures represent the average of three measurements.

https://ncl.cancer.gov/resources/assay-cascade-protocols
https://ncl.cancer.gov/resources/assay-cascade-protocols
https://ncl.cancer.gov/resources/assay-cascade-protocols
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4.3. Preparation of NANPs

All sequences are available in the Supporting Information. The strands of DNA for
DNA cubes or the DNA templates to produce RNA cubes were purchased from Integrated
DNA Technologies (Coralville, IA, USA). RNA cube templates were then PCR-amplified
using MyTaq™ Mix from Bioline (London, UK). Purification of the PCR products was done
by using a DNA Clean and Concentrator™ kit from Zymo Research (Irvine, CA, USA). T7
RNA polymerase promoters from the PCR products were used to produce RNAs through
in vitro run-off transcription with T7 RNA polymerase (80 mM HEPES-KOH (pH 7.5),
2.5 mM spermidine, 50 mM DTT, 25 mM MgCl2, 5 mM rNTP). The reaction was incubated
at 37 ◦C for 3.5 h when RQ1 RNase-free DNase (Promega, Madison, WI, USA) was added.
Denaturing 8 M urea polyacrylamide gel electrophoresis (PAGE 15%) was used to purify
the reactions. RNA bands were visualized under short wavelength UV, cut, and eluted in a
crush and soak buffer (300 mM NaCl, 89 mM tris-borate (pH 8.2), 2 mM EDTA) overnight.
RNA was precipitated in 2× volume of 100% ethanol for 3 h at −20 ◦C. 90% ethanol was
used to wash the samples after centrifugation at 14,000 RCF for 30 min and twice for 10 min.
The supernatant was disposed of and samples were then vacuum-dried and dissolved in
double-deionized water (17.8 MΩ*cm). DNA and RNA cubes were each assembled using a
one-pot assembly by combining each of the purified monomers at equimolar concentrations
in double-deionized and endotoxin-free water. Solutions were then heated to 95 ◦C and
cooled to 45 ◦C where assembly buffer (89 mM tris-borate (pH 8.2), 2 mM MgCl2, 50 mM
KCl) was added after 2 min. DNA and RNA cubes were heated at 45 ◦C for an additional
20 min prior to storage at 4 ◦C throughout all experiments.

4.4. Physicochemical Characterization of NANPs

To analyze the DNA and RNA cube assemblies, 8% non-denaturing native-PAGE
(37.5:1) was used in the presence of 89 mM tris-borate (pH 8.2) and 2 mM MgCl2. The gels
were run for 20 min (Mini-PROTEAN® Tetra system Bio-Rad, Hercules, CA, USA) at 4 ◦C
and 300 V. Gels were washed with double-deionized water and stained for 5 min with
ethidium bromide for visualization using a ChemiDoc MP system (Bio-Rad) (Hercules,
CA, USA). The resulting single bands for each cubic NANP demonstrate its complete
assembly. Atomic force microscopy (AFM) of DNA and RNA cubes was performed on a
freshly cleaved 1-(3-aminopropyl)silatrane-modified mica surface using a MultiMode AFM
Nanoscope IV system (Bruker Instruments, Santa Barbara, CA, USA) in tapping mode.

4.5. Complexing NANPs and Dendrimers

Gel retardation assays were performed to assess the level at which the positively
charged G5-NH2 dendrimers could neutralize the negative charge of Alexa 488-labeled
DNA duplexes. DNA duplexes and G5-NH2 dendrimers were complexed at various
N/P ratios and incubated for 30 min at room temperature before being run on a 2%
agarose gel for 30 min at 75 V. The gel was imaged using a ChemiDoc MP system (Bio-
Rad). To determine the G5-NH2 dendrimers’ ability to protect nucleic acids from nuclease
degradation, a double-stranded DNA carrying Alexa 488 (5′) and an Iowa Black Quencher
(3′) on complementary strands was complexed to the G5-NH2 dendrimers at the 1.5 N/1 P
ratio. When samples were treated with DNase, digested DNA would result in separation
of the fluorophore and quencher and subsequent increase in detection of fluorescence.
DNAs were incubated with the G5-NH2 dendrimer for 30 min at room temperature. The
complexes were then treated with 3 µL of RQ1 RNase-Free DNase (Promega, Madison,
WI, USA) and immediately placed into a Bio-Rad C1000 Touch Thermal Cycler with a
CFX96 Real-Time System (Hercules, CA, USA) Fluorescence was read every 30 s and
the resulting curves were normalized to changes from the baseline fluorescence of the
non-treated controls.
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4.6. Transmission Electron Microscopy

After complexation, 5 µL of each sample was dropped onto a carbon-coated 400 mesh
Cu/Rh grid (Ted Pella, Redding, CA, USA) and stained with 5 µL of 1% uranyl acetate
(Polysciences, Warrington, PA, USA) which was prepared in filtered distilled water. A FEI
Talos L120C TEM with a Gatan 4 k × 4 k OneView camera was used to image the grids.

4.7. Uptake by Cancer Cell Line MDA-MB-231

To assess uptake of the complexed cubes and dendrimers by a cancer cell line, MDA-
MB-231 cells were used. The cells were cultured in DMEM containing 10% heat-inactivated
FBS, 100 U/mL penicillin, and 100 µg/mL streptomycin at a density of 40,000 cells per well
in a 24-well plate and incubated at 37 ◦C and 5% CO2 in a humidified incubator. After 24 h,
the cells were transfected with Alexa 488-labeled cubes and the dendrimer complex at a final
concentration of 50 nM of cubes for a period of 24 h. To compare, Alexa 488-labeled cubes
were alternatively complexed with L2K (0.5 µL per well) for 30 min at room temperature
and transfected into cells at a final concentration of 50 nM of cubes. After the incubation
period, the cells were imaged with an EVOS FL Auto Imaging System (Thermo Fisher
Scientific) (Carlsbad, CA, USA). The cells were then washed with phosphate buffered saline
(PBS) and detached with 0.25% trypsin–EDTA (Thermo Fisher Scientific, Waltham, MA,
USA). The detached cells were replenished with media, centrifuged for 5 min at 300× g,
and the cell pellet was resuspended in PBS. The cells were analyzed with flow cytometry
(BD Accuri C6). Cell viability of the MDA-MB-231 cells post-transfection with the cubes
and G5-NH2 dendrimers was measured using an MTS assay (Cell Titer 96® AQueous
One Solution Cell Proliferation Assay from Promega, Madison, WI, USA). MDA-MB-231
cells were plated in a 96-well plate and then transfected with cube–dendrimer complexes
at concentrations of 5, 10, 20, 50, and 100 nM. Cell viability was assessed by measuring
the relative absorbance of the transfected cells with respect to the non-transfected cells at
490 nm using a Tecan ULTRA microplate reader.

4.8. Research Donor Blood

Blood was collected from healthy donor volunteers under NCI-Frederick protocol
OH9-C-N046. Each donor was assigned a random number. Blood was collected into
vacutainers containing Li-heparin as an anticoagulant and processed to isolate PBMC
within 2 h after donation.

4.9. In Vitro Cytokine Release

PBMC isolation and cytokine analysis were performed as described previously [66].
Briefly, NANPs alone, NANPs after complexation with Lipofectamine 2000 or generation
5 amine-terminated PAMAM dendrimers, and positive or negative controls were added
to PBMC cultures, and the incubation continued overnight at 37 ◦C in an incubator with
5% CO2. Complexation with Lipofectamine was done using the protocol described by us
earlier [66]. For complexation with dendrimers, stocks of NANPs and dendrimers were
incubated at room temperature for 30 min, then diluted in the complete cell culture medium
(RPMI supplemented with 10% heat-inactivated FBS, 2 mM L-glutamine, 100 U/mL peni-
cillin, and 100 µg/mL streptomycin). The final concentration of NANPs in the culture was
10 nM for all tested conditions (without a carrier, complexed with L2K, and complexed with
dendrimers). After the incubation, the culture supernatants were collected and centrifuged
at 18,000× g for 5 min. The supernatants were then analyzed by multiplex ELISA (Quansys
Biosciences, Logan, UT, USA) to determine levels of individual cytokines.

4.10. Uptake by Flow Cytometry

PBMCs were either left untreated or incubated in the presence of DNA and RNA
cubes alone, complexed with Lipofectamine, or complexed with G5 amine-terminated
dendrimers. After 24 h of incubation, the cells were washed to remove the excess particles,
reconstituted in the flow cytometry buffer, and analyzed using a Novocyte cytometer
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(ACEA Biosciences, San Diego, CA, USA). All cubes used for experiments were labeled
with Alexa 488 (Integrated DNA technologies, Coralville, IA, USA ). The final particle
concentration was 10 nM, the same as was used in the cytokine experiments. The cells
were separated according to their forward and side scatter, and the live populations
of lymphocytes and monocytes were gated into the green fluorescent channel for the
detection of particle uptake. The data analysis was performed using the FCS Express
software (DeNovo Software Inc., Pasadena, CA, USA).

4.11. Statistical Analysis

Data are presented as the means ± standard deviation (SD) in all studies. For sta-
tistical analysis, a one-way analysis of variance (ANOVA) followed by Tukey’s multiple
comparison test was performed using GraphPad Prism version 9.0.0 for Windows, Graph-
Pad Software, San Diego, CA, USA, www.graphpad.com. A p-value of less than 0.05 was
considered statistically significant.

5. Conclusions

This study demonstrates that amine-terminated PAMAM dendrimers can be used
as delivery carriers for nucleic acid nanoparticles. As a proof of concept, the uptake
of two representative NANPs (DNA and RNA cubes) was demonstrated in a human
cancer cell line prior to in human PBMCs. Most importantly, the uptake by different
immune cells present in the peripheral blood and subsequent cytokine responses differ
both quantitatively and qualitatively when NANPs are delivered to the blood cells using
different carriers such as L2K and dendrimers.

Supplementary Materials: The following are available online, Sequences of constructs used in
this project and supporting Figures S1 (Complexation of DNA duplex with G5-NH2 dendrimers
at various N/P ratios), S2 (Cell viability assay of MDA-MB-231 cells treated with NANPs and
G5-NH2 dendrimers), and S3 (Cytokine induction by DNA and RNA cubes as a function of the
delivery carrier).

Author Contributions: Y.I.A., M.C., E.C., H.S.N., M.R., and J.X. conducted experiments and analyzed
data. K.A.A. and M.A.D. designed and supervised the study and analyzed data. J.D.C. and N.J.L.
reviewed and analyzed data. All authors discussed the progress of research, interpreted data, and
wrote the manuscript. All authors have read and agreed to the published version of the manuscript.

Funding: The study was funded in part (M.A.D., E.C., H.S.N., J.D.C, and J.X.) by federal funds from
the National Cancer Institute, National Institutes of Health, under contract 75N91019D00024. The
content of this publication does not necessarily reflect the views or policies of the Department of
Health and Human Services, nor does mention of trade names, commercial products, or organizations
imply endorsement by the U.S. Government. The research reported in this publication was also
supported by the National Institute of General Medical Sciences of the National Institutes of Health
under award number R01GM120487 (to K.A.A.). The content is solely the responsibility of the authors
and does not necessarily represent the official views of the National Institutes of Health. The APC
was funded by MDPI.

Institutional Review Board Statement: All experiments involving human whole blood and cell line
were performed according to the Institutional Approval by the Frederick National Laboratory of
Cancer Research and the University of North Carolina Charlotte, respectively.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available in this manuscript and
in supplementary materials.

Acknowledgments: The authors thank Alice Liang and Kristen Dancel–Manning for their support
with TEM studies at NYU Langone’s Microscopy Laboratory, which is partially supported by the
Cancer Center Support Grant P30CA016087 at the Laura and Isaac Perlmutter Cancer Center. The
authors would also like to thank Alexander Lushnikov and Yuri Lyubchenko for performing AFM
imaging at the Nanoimaging Core Facility at the University of Nebraska Medical Center.

www.graphpad.com


Molecules 2021, 26, 652 16 of 18

Conflicts of Interest: The authors declare no conflict of interest.

Sample Availability: Samples of the compounds (RNA cubes and DNA cubes) are available from
the authors upon request.

References
1. Chandler, M.; Afonin, K.A. Smart-Responsive Nucleic Acid Nanoparticles (NANPs) with the Potential to Modulate Immune

Behavior. Nanomaterials 2019, 9, 611. [CrossRef] [PubMed]
2. Johnson, M.B.; Halman, J.R.; Satterwhite, E.; Zakharov, A.V.; Bui, M.N.; Benkato, K.; Goldsworthy, V.; Kim, T.; Hong, E.;

Dobrovolskaia, M.A.; et al. Programmable Nucleic Acid Based Polygons with Controlled Neuroimmunomodulatory Properties
for Predictive QSAR Modeling. Small 2017, 13. [CrossRef] [PubMed]

3. Ke, W.; Hong, E.; Saito, R.F.; Rangel, M.C.; Wang, J.; Viard, M.; Richardson, M.; Khisamutdinov, E.F.; Panigaj, M.; Dokholyan, N.V.; et al.
RNA–DNA fibers and polygons with controlled immunorecognition activate RNAi, FRET and transcriptional regulation of
NF-κB in human cells. Nucleic Acids Res. 2019, 47, 1350–1361. [CrossRef]

4. Panigaj, M.; Johnson, M.B.; Ke, W.; McMillan, J.; Goncharova, E.A.; Chandler, M.; Afonin, K.A. Aptamers as Modular Components
of Therapeutic Nucleic Acid Nanotechnology. ACS Nano 2019, 13, 12301–12321. [CrossRef]

5. Sajja, S.; Chandler, M.; Fedorov, D.; Kasprzak, W.K.; Lushnikov, A.Y.; Viard, M.; Shah, A.; Dang, D.; Dahl, J.; Worku, B.; et al.
Dynamic Behavior of RNA Nanoparticles Analyzed by AFM on a Mica/Air Interface. Langmuir 2018, 34, 15099–15108. [CrossRef]

6. Halman, J.R.; Kim, K.-T.; Gwak, S.-J.; Pace, R.; Johnson, M.B.; Chandler, M.R.; Rackley, L.; Viard, M.; Marriott, I.; Lee, J.S.; et al. A cationic
amphiphilic co-polymer as a carrier of nucleic acid nanoparticles (Nanps) for controlled gene silencing, immunostimulation, and
biodistribution. Nanomed. Nanotechnol. Biol. Med. 2020, 23, 102094. [CrossRef] [PubMed]

7. Johnson, M.B.; Halman, J.R.; Miller, D.K.; Cooper, J.S.; Khisamutdinov, E.F.; Marriott, I.; Afonin, K.A. The immunorecognition,
subcellular compartmentalization, and physicochemical properties of nucleic acid nanoparticles can be controlled by composition
modification. Nucleic Acids Res. 2020, 48, 11785–11798. [CrossRef] [PubMed]

8. Messaoudi, S.; Greschner, A.A.; Gauthier, M.A. Progress Toward Absorption, Distribution, Metabolism, Elimination, and Toxicity
of DNA Nanostructures. Adv. Ther. 2019, 2, 1900144. [CrossRef]

9. Zeng, Y.; Nixon, R.L.; Liu, W.; Wang, R. The Applications of Functionalized DNA Nanostructures in Bioimaging and Cancer
Therapy. Biomaterials 2020, 268, 120560. [CrossRef] [PubMed]

10. Kim, J.; Franco, E. RNA nanotechnology in synthetic biology. Curr. Opin. Biotechnol. 2020, 63, 135–141. [CrossRef]
11. Green, L.N.; Subramanian, H.K.K.; Mardanlou, V.; Kim, J.; Hariadi, R.F.; Franco, E. Autonomous dynamic control of DNA

nanostructure self-assembly. Nat. Chem. 2019, 11, 510–520. [CrossRef] [PubMed]
12. Afonin, K.A.; Viard, M.; Koyfman, A.Y.; Martins, A.N.; Kasprzak, W.K.; Panigaj, M.; Desai, R.; Santhanam, A.; Grabow, W.W.;

Jaeger, L.; et al. Multifunctional RNA Nanoparticles. Nano Lett. 2014, 14, 5662–5671. [CrossRef] [PubMed]
13. Khisamutdinov, E.F.; Li, H.; Jasinski, D.L.; Chen, J.; Fu, J.; Guo, P. Enhancing immunomodulation on innate immunity by shape

transition among RNA triangle, square and pentagon nanovehicles. Nucleic Acids Res. 2014, 42, 9996–10004. [CrossRef] [PubMed]
14. Rackley, L.; Stewart, J.M.; Salotti, J.; Krokhotin, A.; Shah, A.; Halman, J.R.; Juneja, R.; Smollett, J.; Lee, L.; Roark, K.; et al. RNA

Fibers as Optimized Nanoscaffolds for siRNA Coordination and Reduced Immunological Recognition. Adv. Funct. Mater. 2018,
28, 1805959. [CrossRef] [PubMed]

15. Jasinski, D.; Haque, F.; Binzel, D.W.; Guo, P. Advancement of the Emerging Field of RNA Nanotechnology. ACS Nano 2017, 11,
1142–1164. [CrossRef] [PubMed]

16. Yang, X.; Wen, Y.; Wang, L.; Zhou, C.; Li, Q.; Xu, L.; Li, L.; Shi, J.; Li, Z.; Ren, S.; et al. PCR-Free Colorimetric DNA Hybridization
Detection Using a 3D DNA Nanostructured Reporter Probe. ACS Appl. Mater. Interfaces 2017, 9, 38281–38287. [CrossRef]

17. Zeng, D.; Zhang, H.; Zhu, D.; Lihua, W.; San, L.; Wang, Z.; Wang, C.; Wang, Y.; Wang, L.; Zuo, X.; et al. A novel ultrasensitive
electrochemical DNA sensor based on double tetrahedral nanostructures. Biosens. Bioelectron. 2015, 71, 434–438. [CrossRef]

18. Zhu, L.; Liu, Q.; Yang, B.; Ju, H.; Lei, J. Pixel Counting of Fluorescence Spots Triggered by DNA Walkers for Ultrasensitive
Quantification of Nucleic Acid. Anal. Chem. 2018, 90, 6357–6361. [CrossRef]

19. Douglas, S.M.; Bachelet, I.; Church, G.M. A Logic-Gated Nanorobot for Targeted Transport of Molecular Payloads. Science 2012,
335, 831–834. [CrossRef]

20. Jiang, Q.; Song, C.; Nangreave, J.; Liu, X.; Lin, L.; Qiu, D.; Wang, Z.-G.; Zou, G.; Liang, X.; Yan, H.; et al. DNA Origami as a
Carrier for Circumvention of Drug Resistance. J. Am. Chem. Soc. 2012, 134, 13396–13403. [CrossRef]

21. Du, Y.; Jiang, Q.; Beziere, N.; Song, L.; Zhang, Q.; Peng, D.; Chi, C.; Yang, X.; Guo, H.; Diot, G.; et al. DNA-Nanostructure-Gold-
Nanorod Hybrids for Enhanced In Vivo Optoacoustic Imaging and Photothermal Therapy. Adv. Mater. 2016, 28, 10000–10007.
[CrossRef] [PubMed]

22. Smith, D.M.; Keller, A. DNA Nanostructures in the Fight Against Infectious Diseases. Adv. NanoBiomed Res. 2020. [CrossRef]
23. Afonin, K.A.; Dobrovolskaia, M.A.; Church, G.; Bathe, M. Opportunities, Barriers, and a Strategy for Overcoming Translational

Challenges to Therapeutic Nucleic Acid Nanotechnology. ACS Nano 2020, 14, 9221–9227. [CrossRef] [PubMed]
24. Dobrovolskaia, M.A. Nucleic Acid Nanoparticles at a Crossroads of Vaccines and Immunotherapies. Molecules 2019, 24, 4620.

[CrossRef] [PubMed]
25. Dobrovolskaia, M.A.; Bathe, M. Opportunities and challenges for the clinical translation of structured DNA assemblies as gene

therapeutic delivery and vaccine vectors. Wiley Interdiscip. Rev. Nanomed. Nanobiotechnol. 2021, 13, e1657. [CrossRef] [PubMed]

http://doi.org/10.3390/nano9040611
http://www.ncbi.nlm.nih.gov/pubmed/31013847
http://doi.org/10.1002/smll.201701255
http://www.ncbi.nlm.nih.gov/pubmed/28922553
http://doi.org/10.1093/nar/gky1215
http://doi.org/10.1021/acsnano.9b06522
http://doi.org/10.1021/acs.langmuir.8b00105
http://doi.org/10.1016/j.nano.2019.102094
http://www.ncbi.nlm.nih.gov/pubmed/31669854
http://doi.org/10.1093/nar/gkaa908
http://www.ncbi.nlm.nih.gov/pubmed/33091133
http://doi.org/10.1002/adtp.201900144
http://doi.org/10.1016/j.biomaterials.2020.120560
http://www.ncbi.nlm.nih.gov/pubmed/33285441
http://doi.org/10.1016/j.copbio.2019.12.016
http://doi.org/10.1038/s41557-019-0251-8
http://www.ncbi.nlm.nih.gov/pubmed/31011170
http://doi.org/10.1021/nl502385k
http://www.ncbi.nlm.nih.gov/pubmed/25267559
http://doi.org/10.1093/nar/gku516
http://www.ncbi.nlm.nih.gov/pubmed/25092921
http://doi.org/10.1002/adfm.201805959
http://www.ncbi.nlm.nih.gov/pubmed/31258458
http://doi.org/10.1021/acsnano.6b05737
http://www.ncbi.nlm.nih.gov/pubmed/28045501
http://doi.org/10.1021/acsami.7b11994
http://doi.org/10.1016/j.bios.2015.04.065
http://doi.org/10.1021/acs.analchem.8b01146
http://doi.org/10.1126/science.1214081
http://doi.org/10.1021/ja304263n
http://doi.org/10.1002/adma.201601710
http://www.ncbi.nlm.nih.gov/pubmed/27679425
http://doi.org/10.1002/anbr.202000049
http://doi.org/10.1021/acsnano.0c04753
http://www.ncbi.nlm.nih.gov/pubmed/32706238
http://doi.org/10.3390/molecules24244620
http://www.ncbi.nlm.nih.gov/pubmed/31861154
http://doi.org/10.1002/wnan.1657
http://www.ncbi.nlm.nih.gov/pubmed/32672007


Molecules 2021, 26, 652 17 of 18

26. Chandler, M.; Johnson, M.B.; Panigaj, M.; Afonin, K.A. Innate immune responses triggered by nucleic acids inspire the design of
immunomodulatory nucleic acid nanoparticles (NANPs). Curr. Opin. Biotechnol. 2020, 63, 8–15. [CrossRef]

27. Veneziano, R.; Ratanalert, S.; Zhang, K.; Zhang, F.; Yan, H.; Chiu, W.; Bathe, M. Designer nanoscale DNA assemblies programmed
from the top down. Science 2016, 352, 1534. [CrossRef]

28. Li, S.; Jiang, Q.; Liu, S.; Zhang, Y.; Tian, Y.; Chen, L.; Wang, J.; Zou, Y.; Anderson, G.J.; Han, J.-Y.; et al. A DNA nanorobot functions
as a cancer therapeutic in response to a molecular trigger in vivo. Nat. Biotechnol. 2018, 36, 258–264. [CrossRef]

29. Hong, E.; Halman, J.R.; Shah, A.B.; Khisamutdinov, E.F.; Dobrovolskaia, M.A.; Afonin, K.A. Structure and Composition Define
Immunorecognition of Nucleic Acid Nanoparticles. Nano Lett. 2018, 18, 4309–4321. [CrossRef]

30. Halman, J.R.; Satterwhite, E.; Roark, B.; Chandler, M.; Viard, M.; Ivanina, A.; Bindewald, E.; Kasprzak, W.K.; Panigaj, M.; Bui,
M.N.; et al. Functionally-interdependent shape-switching nanoparticles with controllable properties. Nucleic Acids Res. 2017, 45,
2210–2220. [CrossRef]

31. Hong, E.; Halman, J.R.; Shah, A.; Cedrone, E.; Truong, N.; Afonin, K.A.; Dobrovolskaia, M.A. Toll-Like Receptor-Mediated
Recognition of Nucleic Acid Nanoparticles (NANPs) in Human Primary Blood Cells. Molecules 2019, 24, 1094. [CrossRef]
[PubMed]

32. Xiao, T.; Hou, W.; Cao, X.; Wen, S.; Shen, M.; Shi, X. Dendrimer-entrapped gold nanoparticles modified with folic acid for targeted
gene delivery applications. Biomater. Sci. 2013, 1, 1172–1180. [CrossRef] [PubMed]

33. Krämer, M.; Stumbé, J.F.; Grimm, G.; Kaufmann, B.; Krüger, U.; Weber, M.; Haag, R. Dendritic polyamines: Simple ac-cess to new
materials with defined treelike structures for application in nonviral gene delivery. ChemBioChem 2004, 5, 1081–1087. [CrossRef]
[PubMed]

34. Zarebkohan, A.; Najafi, F.; Moghimi, H.R.; Hemmati, M.; Deevband, M.R.; Kazemi, B. Synthesis and characterization of a PAMAM
dendrimer nanocarrier functionalized by SRL peptide for targeted gene delivery to the brain. Eur. J. Pharm. Sci. 2015, 78, 19–30.
[CrossRef]

35. Abedi-Gaballu, F.; Dehghan, G.; Ghaffari, M.; Yekta, R.; Abbaspour-Ravasjani, S.; Baradaran, B.; Dolatabadi, J.E.N.; Hamblin, M.R.
PAMAM dendrimers as efficient drug and gene delivery nanosystems for cancer therapy. Appl. Mater. Today 2018, 12, 177–190.
[CrossRef]

36. Wang, H.; Shi, H.-B.; Yin, S.-K. Polyamidoamine dendrimers as gene delivery carriers in the inner ear: How to improve
transfection efficiency. Exp. Ther. Med. 2011, 2, 777–781. [CrossRef]

37. Guillot-Nieckowski, M.; Joester, D.; Stöhr, M.; Losson, M.; Adrian, M.; Wagner, B.; Kansy, M.; Heinzelmann, H.; Pugin, R.;
Diederich, F.; et al. Self-assembly, DNA Complexation, and pH Response of Amphiphilic Dendrimers for Gene Transfection.
Langmuir 2007, 23, 737–746. [CrossRef]

38. Janiszewska, J.; Posadas, I.; Játiva, P.; Bugaj-Zarebska, M.; Urbanczyk-Lipkowska, Z.; Ceña, V. Second generation am-phiphilic
poly-lysine dendrons inhibit glioblastoma cell proliferation without toxicity for neurons or astrocytes. PLoS ONE 2016, 11,
e0165704. [CrossRef]

39. Hou, W.; Wei, P.; Kong, L.; Guo, R.; Wang, S.; Shi, X. Partially PEGylated dendrimer-entrapped gold nanoparticles: A promising
nanoplatform for highly efficient DNA and siRNA delivery. J. Mater. Chem. B 2016, 4, 2933–2943. [CrossRef]

40. Perez, A.P.; Cosaka, M.L.; Romero, E.L.; Morilla, M.J. Uptake and intracellular traffic of siRNA dendriplexes in glioblas-toma cells
and macrophages. Int. J. Nanomed. 2011, 6, 2715.

41. Ofek, P.; Fischer, W.; Calderón, M.; Haag, R.; Satchi-Fainaro, R. In vivo delivery of small interfering RNA to tumors and their
vasculature by novel dendritic nanocarriers. FASEB J. 2010, 24, 3122–3134. [CrossRef] [PubMed]

42. Su, Y.; Quan, X.; Li, L.; Zhou, J. Computer Simulation of DNA Condensation by PAMAM Dendrimer. Macromol. Theory Simul.
2018, 27, 1700070. [CrossRef]

43. Dobrovolskaia, M.A.; Patri, A.K.; Potter, T.M.; Rodriguez, J.; Hall, J.B.; McNeil, S.E. Dendrimer-induced leukocyte procoagulant
activity depends on particle size and surface charge. Nanomedicine 2012, 7, 245–256. [CrossRef]

44. Dobrovolskaia, M.A.; Patri, A.K.; Simak, J.; Hall, J.B.; Semberova, J.; Lacerda, S.H.D.P.; McNeil, S.E. Nanoparticle Size and
Surface Charge Determine Effects of PAMAM Dendrimers on Human Platelets in Vitro. Mol. Pharm. 2011, 9, 382–393. [CrossRef]
[PubMed]

45. Ilinskaya, A.N.; Man, S.; Patri, A.K.; Clogston, J.D.; Crist, R.M.; Cachau, R.E.; McNeil, S.E.; Dobrovolskaia, M.A. Inhibition
of phosphoinositol 3 kinase contributes to nanoparticle-mediated exaggeration of endotoxin-induced leukocyte procoagulant
activity. Nanomedicine 2014, 9, 1311–1326. [CrossRef]

46. Hong, S.; Leroueil, P.R.; Janus, E.K.; Peters, J.L.; Kober, M.-M.; Islam, M.T.; Orr, B.G.; Baker, J.J.R.; Holl, M.M.B. Interaction
of Polycationic Polymers with Supported Lipid Bilayers and Cells: Nanoscale Hole Formation and Enhanced Membrane
Permeability. Bioconjugate Chem. 2006, 17, 728–734. [CrossRef]

47. Leroueil, P.R.; Berry, S.A.; Duthie, K.; Han, G.; Rotello, V.; McNerny, D.Q.; Baker, J.J.R.; Orr, B.G.; Holl, M.M.B. Wide Varieties of
Cationic Nanoparticles Induce Defects in Supported Lipid Bilayers. Nano Lett. 2008, 8, 420–424. [CrossRef]

48. Qin, L.; Cao, D.; Huang, H.; Ji, G.; Feng, M.; Chen, J.; Pan, S. Improvement of Cellular Uptake and Transfection Ability of
pDNA Using α-Cyclodextrin-Polyamidoamine Conjugates as Gene Delivery System. J. Biomed. Nanotechnol. 2016, 12, 261–273.
[CrossRef]

49. Thomas, T.P.; Majoros, I.; Kotlyar, A.; Mullen, D.; Holl, M.M.B.; Baker, J.R., Jr. Cationic Poly(amidoamine) Dendrimer Induces
Lysosomal Apoptotic Pathway at Therapeutically Relevant Concentrations. Biomacromolecules 2009, 10, 3207–3214. [CrossRef]

http://doi.org/10.1016/j.copbio.2019.10.011
http://doi.org/10.1126/science.aaf4388
http://doi.org/10.1038/nbt.4071
http://doi.org/10.1021/acs.nanolett.8b01283
http://doi.org/10.1093/nar/gkx008
http://doi.org/10.3390/molecules24061094
http://www.ncbi.nlm.nih.gov/pubmed/30897721
http://doi.org/10.1039/c3bm60138b
http://www.ncbi.nlm.nih.gov/pubmed/32481939
http://doi.org/10.1002/cbic.200300905
http://www.ncbi.nlm.nih.gov/pubmed/15300831
http://doi.org/10.1016/j.ejps.2015.06.024
http://doi.org/10.1016/j.apmt.2018.05.002
http://doi.org/10.3892/etm.2011.296
http://doi.org/10.1021/la0624891
http://doi.org/10.1371/journal.pone.0165704
http://doi.org/10.1039/C6TB00710D
http://doi.org/10.1096/fj.09-149641
http://www.ncbi.nlm.nih.gov/pubmed/20385622
http://doi.org/10.1002/mats.201700070
http://doi.org/10.2217/nnm.11.105
http://doi.org/10.1021/mp200463e
http://www.ncbi.nlm.nih.gov/pubmed/22026635
http://doi.org/10.2217/nnm.13.137
http://doi.org/10.1021/bc060077y
http://doi.org/10.1021/nl0722929
http://doi.org/10.1166/jbn.2016.2155
http://doi.org/10.1021/bm900683r


Molecules 2021, 26, 652 18 of 18

50. Afonin, K.A.; Viard, M.; Kagiampakis, I.; Case, C.L.; Dobrovolskaia, M.A.; Hofmann, J.; Vrzak, A.; Kireeva, M.; Kasprzak, W.K.;
KewalRamani, V.N.; et al. Triggering of RNA Interference with RNA–RNA, RNA–DNA, and DNA–RNA Nanoparticles. ACS Nano
2015, 9, 251–259. [CrossRef]

51. Dobrovolskaia, M.A.; Shurin, M.R.; Shvedova, A.A. Current understanding of interactions between nanoparticles and the
immune system. Toxicol. Appl. Pharmacol. 2016, 299, 78–89. [CrossRef] [PubMed]

52. Dobrovolskaia, M.A.; McNeil, S.E. Understanding the correlation between in vitro and in vivo immunotoxicity tests for
nanomedicines. J. Control. Release 2013, 172, 456–466. [CrossRef] [PubMed]

53. Carmona-Ribeiro, A.M.; Pérez-Betancourt, Y. Cationic Nanostructures for Vaccines Design. Biomimetics 2020, 5, 32. [CrossRef]
[PubMed]

54. Feng, S.; Zhang, Z.; Mo, Y.; Tong, R.; Zhong, Z.; Chen, Z.; He, D.; Wan, R.; Gao, M.; Mo, Y.; et al. Activation of NLRP3
inflammasome in hepatocytes after exposure to cobalt nanoparticles: The role of oxidative stress. Toxicol. Vitr. 2020, 69, 104967.
[CrossRef]

55. Liu, X.; Lu, B.; Fu, J.; Zhu, X.; Song, E.; Song, Y. Amorphous Silica Nanoparticles Induce Inflammation via Activation of NLRP3
Inflammasome and HMGB1/TLR4/MyD88/NF-kB Signaling Pathway in HUVEC cells. J. Hazard. Mater. 2021, 404, 124050.
[CrossRef]

56. Ilinskaya, A.N.; Clogston, J.D.; McNeil, S.E.; Dobrovolskaia, M.A. Induction of oxidative stress by Taxol® vehicle Cremophor-EL
triggers production of interleukin-8 by peripheral blood mononuclear cells through the mechanism not requiring de novo
synthesis of mRNA. Nanomed. Nanotechnol. Biol. Med. 2015, 11, 1925–1938. [CrossRef] [PubMed]

57. Grimaldi, C.; Finco, D.; Fort, M.M.; Gliddon, D.; Harper, K.; Helms, W.S.; Mitchell, J.A.; O’Lone, R.; Parish, S.T.; Piche, M.-S.; et al.
Cytokine release: A workshop proceedings on the state-of-the-science, current challenges and future directions. Cytokine 2016, 85,
101–108. [CrossRef]

58. Hofmann, J.N.; Yu, K.; Bagni, R.K.; Lan, Q.; Rothman, N.; Purdue, M.P. Intra-individual variability over time in serum cytokine
levels among participants in the Prostate, Lung, Colorectal, and Ovarian Cancer Screening Trial. Cytokine 2011, 56, 145–148.
[CrossRef]

59. Ma, M.; Percopo, C.M.; Sturdevant, D.E.; Sek, A.C.; Komarow, H.D.; Rosenberg, H.F. Cytokine Diversity in Human Peripheral
Blood Eosinophils: Profound Variability of IL-16. J. Immunol. 2019, 203, 520–531. [CrossRef]

60. Mueller, S.C.; Marz, R.W.; Schmolz, M.; Drewelow, B. Intraindividual long term stability and response corridors of cytokines in
healthy volunteers detected by a standardized whole-blood culture system for bed-side application. BMC Med Res. Methodol.
2012, 12, 112. [CrossRef]

61. Sahdo, B.; Fransén, K.; Idosa, B.A.; Eriksson, P.; Söderquist, B.; Kelly, A.; Särndahl, E. Cytokine Profile in a Cohort of Healthy
Blood Donors Carrying Polymorphisms in Genes Encoding the NLRP3 Inflammasome. PLoS ONE 2013, 8, e75457. [CrossRef]

62. A Nicola, N. Cytokine pleiotropy and redundancy: A view from the receptor. Stem Cells 1994, 12, 3. [PubMed]
63. Ozaki, K.; Leonard, W.J. Cytokine and Cytokine Receptor Pleiotropy and Redundancy. J. Biol. Chem. 2002, 277, 29355–29358.

[CrossRef] [PubMed]
64. Zhou, Z.L.; Han, Y.; Wei, T.; Aras, S.; Chaturvedi, P.; Tyler, S.; Rani, M.R.S.; Ransohoff, R.M. Regulation of monocyte chemoattrac-

tant protein (MCP)-1 transcription by interferon-gamma (IFN-γ) in human astrocytoma cells: Postinduction refractory state of
the gene, governed by its upstream elements. FASEB J. 2001, 15, 383–392. [CrossRef] [PubMed]

65. Padgett, L.E.; Araujo, D.J.; Hedrick, C.C.; Olingy, C.E. Functional crosstalk between T cells and monocytes in cancer and
atherosclerosis. J. Leukoc. Biol. 2020, 108, 297–308. [CrossRef]

66. Dobrovolskaia, M.A.; Afonin, K.A. Use of human peripheral blood mononuclear cells to define immunological properties of
nucleic acid nanoparticles. Nat. Protoc. 2020, 15, 3678–3698. [CrossRef]

http://doi.org/10.1021/nn504508s
http://doi.org/10.1016/j.taap.2015.12.022
http://www.ncbi.nlm.nih.gov/pubmed/26739622
http://doi.org/10.1016/j.jconrel.2013.05.025
http://www.ncbi.nlm.nih.gov/pubmed/23742883
http://doi.org/10.3390/biomimetics5030032
http://www.ncbi.nlm.nih.gov/pubmed/32645946
http://doi.org/10.1016/j.tiv.2020.104967
http://doi.org/10.1016/j.jhazmat.2020.124050
http://doi.org/10.1016/j.nano.2015.07.012
http://www.ncbi.nlm.nih.gov/pubmed/26282378
http://doi.org/10.1016/j.cyto.2016.06.006
http://doi.org/10.1016/j.cyto.2011.06.012
http://doi.org/10.4049/jimmunol.1900101
http://doi.org/10.1186/1471-2288-12-112
http://doi.org/10.1371/journal.pone.0075457
http://www.ncbi.nlm.nih.gov/pubmed/7696967
http://doi.org/10.1074/jbc.R200003200
http://www.ncbi.nlm.nih.gov/pubmed/12072446
http://doi.org/10.1096/fj.00-0373com
http://www.ncbi.nlm.nih.gov/pubmed/11156954
http://doi.org/10.1002/JLB.1MIR0420-076R
http://doi.org/10.1038/s41596-020-0393-6

	Introduction 
	Results 
	Physicochemical Characterization of Dendrimers 
	NANP Synthesis and Characterization 
	NANP Complexation with G5-NH2 Dendrimers 
	Cytokine Response in PBMCs Depends on the Type of Carrier and Correlates with NANP Uptake by the Cells 

	Discussion 
	Materials and Methods 
	Materials 
	Physicocheimcal Characterization of Dendrimers 
	Preparation of NANPs 
	Physicochemical Characterization of NANPs 
	Complexing NANPs and Dendrimers 
	Transmission Electron Microscopy 
	Uptake by Cancer Cell Line MDA-MB-231 
	Research Donor Blood 
	In Vitro Cytokine Release 
	Uptake by Flow Cytometry 
	Statistical Analysis 

	Conclusions 
	References

