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Abstract: Antibiotic resistance is a growing public health concern. Because only a few novel classes
of antibiotics have been developed in the last 40 years, such as the class of oxazolidinones, new
antibacterial strategies are urgently needed (Coates, A.R. et al., 2011). Nucleic acid-based antibiotics
are a new type of antimicrobials. However, free nucleic acids cannot spontaneously cross the bacterial
cell wall and membrane; consequently, their intracellular delivery into bacteria needs to be assisted.
Here, we introduce an original lipopolyplex system named liposome polymer nucleic acid (LPN),
capable of versatile nucleic acid delivery into bacteria. We characterized LPN formed with significant
therapeutic nucleic acids: 11 nt antisense single-stranded (ss) DNA and double-stranded (ds) DNA of
15 and 95 base pairs (bp), 9 kbp plasmid DNA (pDNA), and 1000 nt ssRNA. All these complexes
were efficiently internalized by two different bacterial species, i.e., Escherichia coli and Pseudomonas
aeruginosa, as shown by flow cytometry. Consistent with intracellular delivery, LPN prepared with
an antisense oligonucleotide and directed against an essential gene, induced specific and important
bacterial growth inhibition likely leading to a bactericidal effect. Our findings indicate that LPN is a
versatile platform for efficient delivery of diverse nucleic acids into Gram-negative bacteria.
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1. Introduction

Antibiotic resistance is becoming a threat to global human health both in high- and low-income
countries, resulting in a growing number of infections and increased mortality, especially due to
Gram-negative bacteria [1-3]. The concept of using small nucleic acids as therapeutics to fight antibiotic
resistant bacteria is very promising. Different types of strategies can be developed depending on the
nature, form, and length of the nucleic acid to be delivered. Chemically synthesized ss- and dsDNA
oligonucleotides can be used in order to target either mRNA (antisense strategy) [4] or transcription
factor proteins (decoy strategy) [5], with the aim of specifically inhibiting critical bacterial gene
expression. Aptamers and CRISPR-Cas nucleases have also recently emerged as potential antibacterial
strategies [6-8]. Moreover, functional studies on non-coding bacterial small RNAs have recently
highlighted their role in the regulation of genes associated with multiresistance [9] and opened the
way to exploit ssRNA molecules as potential antimicrobial molecules [10]. RNA can be delivered or
produced in bacteria by pPDNA used as expression vector [11].
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Because the cell wall of bacteria strongly impedes the penetration of any nucleic acids into
the bacterial cytoplasm, a single versatile system suitable for efficient delivery of different types of
nucleic acid would be particularly useful. To our knowledge, such a universal platform has not yet
been reported.

Indeed, various delivery systems have been used, until now, to condense, protect, and carry
nucleic acids into bacteria. Antisense oligodeoxynucleotides (ASOs) were mainly conjugated to
cell-penetrating peptides (CPP) [4,12-14]. However, the CPP-dependent approach showed several
limitations, including the requirement of designing derivatives when resistance to delivery arises
from mutations occurring in bacterial transporter proteins [15]. Other strategies involve formulations
with anionic liposomes for delivery of ASO [16] and DNA decoy oligonucleotide [17]. A more
recent strategy uses lipopolyplexes with ASO being first complexed with polyethylenimine (PEI)
before encapsulation of the PEI/ASO polyplex into anionic liposomes, yielding efficient delivery into
Gram-negative bacteria [18-21].

Our group has developed a ternary delivery system named liposome polymer nucleic acid (LPN)
for mRNA vaccine delivery [22-25]. LPN is relatively simple to prepare and stable in physiological
fluids. We used them for the delivery of pDNA [26], mRNA [23-25], and siRNA [27] into mammalian
cells. The two-step complexation protocol of LPN preparation results in the formation of cationic
polymer/nucleic acid complexes (polyplexes) of similar size and charge—with different types of nucleic
acids—before encapsulation into anionic liposomes, and is required to avoid inactivation of polyplexes
in serum [28]. We mixed cationic polyplexes with anionic liposomes aiming to produce near-neutral
nanoparticles for further in vivo antibacterial applications, as such nanoparticles are expected to
show prolonged blood circulation and therefore higher delivery activity [29-31]. Indeed, neutral
nanoparticles show negligible protein adsorption and decreased complement activation as compared
to positive and negative ones [29,30,32].

Whereas the delivery of nucleic acids into bacteria has been developed with one formulation
per nucleic acid type limiting the development of antibacterial nucleic acid therapeutics, we herein
designed a novel LPN platform for the delivery of nucleic acids of diverse size (from 11 nt to 9514 bp)
and nature (DNA or RNA) into bacteria.

We tested our LPN strategy on two model species of infectious bacteria, i.e., Escherichia coli and
Pseudomonas aeruginosa. Most of antibiotic resistant infections worldwide are mainly due to E. coli [2].
E. coli is a Gram-negative bacteria responsible for causing severe foodborne infections which can lead
to life-threatening hemolytic uremic syndrome [2]. Moreover, E. coli strains resistant to conventional
antibiotics have an increasing prevalence in hospital-acquired infections [33,34], making E. coli a suitable
model for nucleic acid delivery. P. aeruginosa is another serious cause of human healthcare-associated
infections, with a high prevalence of multidrug-resistant strains and chronic infection in cystic fibrosis
patients [35,36].

The present study reports the delivery of various forms of potential nucleic acid therapeutics into
bacteria using novel LPNs as shown by flow cytometry. Moreover, antibacterial activity data support
the therapeutic potential of LPN-ASO.

2. Results

2.1. Preparation and Characterization of LPN

Lipopolyplexes prepared with anionic liposomes composed of egg phosphatidylcholine
(EPC)/dimyristoylphosphatidylglycerol (DMPG)/distearoyl-glycero-phosphoethanolamine-
polyethyleneglycol (DSPE-PEG) liposomes encapsulating PEI polyplexes have been reported to deliver
ASOs into bacteria [18-21]. Instead of using EPC/DMPG/DSPE-PEG liposomes to encapsulate the PEI
polyplexes, we used a more simple mix of two components i.e., distearoyl-glycero-phosphocholine
(DSPC) with the negatively charged phospholipid cardiolipin (CL) [37,38]. This choice was driven by
the fact that CL interacts with the membrane of Gram-negative bacteria [39].
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LPNs are especially suited for the versatile delivery of nucleic acids in eukaryotic cells [22].
Nucleic acids are first complexed with the established cationic polymer 25 kDa PEI, which has already
been used in clinical trials [40], into polyplexes before mixing with anionic liposomes to form LPN
(Figure 1).

nucleic
acid PEI Polyplexes Liposomes

Figure 1. Two-step preparation of liposome polymer nucleic acid (LPN).

Polyplexes size increased along with nucleic acid molecular weight: from 100-120 nm for 11nt
ss ASO, 15 and 95 bp ds DNA to 166 nm for 1000 nt RNA and 214 nm for 9514 bp pDNA (Table 1).
Entrapping the polyplexes increased the liposome diameter from 100 nm for liposome alone to
140-180 nm for LPN (Table 2) and resulted in near-neutral zeta potentials, physico-chemical features
previously observed [24,41,42].

Table 1. Size and zeta potential of polyethylenimine (PEI) polyplexes.

Nucleic Acid Size (nm) Zeta Potential (mV)
11 nt ssASO 100 + 4 8+1.5

15 bp dsDNA 120 + 8 10+3

95 bp dsDNA 100 + 7 62+17

9 kbp pDNA 214 + 18 9+4

1000 nt RNA 166 = 10 13+2

Table 2. Size and zeta potential of LPN.

Nucleic Acid Size (nm) PDI Zeta Potential (mV)
11 nt ssASO 140 £ 8 0.20 + 0.02 6.1 +47

15 bp dsDNA 150 = 12 0.26 + 0.04 5+3

95 bp dsDNA 157 £9 0.24 +0.04 9.7 +4.7

9 kbp pDNA 174 + 10 0.40 = 0.08 05+04

1000 nt RNA 156 = 15 0.27 = 0.03 74+37

PDI: polydispersity index.

For DNA complexes, the size of LPN increased along with the molecular weight: 140/8 nm for
ssASO DNA, 157/9 nm for 95 bp DNA oligonucleotide and 174/10 nm for 9514 bp pDNA. The size of
RNA LPN was 156/15 nm, a value between that of 95 bp DNA and pDNA. Concerning the charge,
all LPNs had a neutral to slightly positive charge (0.5-7 mV) (Table 2). Gel retardation electrophoresis
confirmed the condensation of nucleic acids with no detectable free nucleic acid for ssASO DNA, 95 bp
dsDNA, pDNA, and ssRNA (Figure 2A).

The morphology of LPN was determined by electron microscopy (Figure 2B) and was found in
accordance with previous studies, with a dense polyplex surrounded by a liposome [42,43].
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Figure 2. Characterization of LPN: (a) Gel retardation of nucleic acids either free or LPN-complexed.
(b) Morphology of LPN-ASO complexes imaged by electron microscopy, scale bar represents 100 nm.

2.2. Delivery

Next, we evaluated nucleic acid delivery into bacteria using flow cytometry. In order to exclusively
consider the intracellular signal of the FITC-labeled nucleic acids, extracellular fluorescence of the
labeled nucleic acids into bacteria was quenched with trypan blue [23,44,45]. LPNs were able to deliver
the different nucleic acids, irrespective of the size; indeed, ssASO DNA, 15 bp and 95 bp dsDNA, and
9514 bp pDNA were delivered into nearly 50% of E. coli and P. aeruginosa cells, with ASO delivery into
cells having the highest efficacy (Figure 3). In both bacterial species, the percentage of transfected cells
was lower with RNA, i.e., 15% and 25% in E. coli and P. aeruginosa, respectively.
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Figure 3. Nucleic acid delivery into bacteria. Delivery of LPN prepared with FITC-labeled nucleic
acids was evaluated by flow cytometry after 2 h incubation at 37 °C with bacteria.
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2.3. Antibacterial Activity

To evaluate the efficiency of LPN in delivering ASO endowed with effect on bacteria growth
inhibition, we delivered ASO targeting the acyl carrier protein (AcpP) mRNA whose sequence is well
conserved between E. coli and P. aeruginosa species, with such mRNA targeting yielding effective
growth inhibition as previously observed [14,46-50]. Delivery of 11 nt ssASO targeting AcpP mRNA
reduced significantly the growth of E. coli (Figure 4A) and P. aeruginosa (Figure 4B). Such growth delay
inhibition lasted at least 20 h (not shown). Growth decrease was no longer observed when LPNs were
prepared with a single-stranded control ASO, confirming the specificity of AcpP mRNA targeting.
In our experimental conditions, we also checked that cell viability was expectedly reduced when
ampicillin was present in the growth medium.
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Figure 4. Antibacterial activity of LPN. The growth of E. coli (a) and P. aeruginosa (b) after treatment
with LPN-ASO complexes (1 uM ASO) or ampicillin (AMP, 150 ug/mL) was monitored for 5 h at 37 °C.

2.4. Eukaryotic Safety

Next, we evaluated the toxicity of LPN-ASO towards mammalian cells. We observed that
LPN-ASO was not toxic towards these eukaryotic cells with no loss in cell viability at the dose used
on bacteria (Figure 5). Between land 4 uM ASO, we have observed that the absence of toxicity was
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unrelated to intracellular delivery (not shown). However, increasing the ASO concentration to 8-fold
or more resulted in toxicity, with cell viability decreasing to less than 50%.
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Figure 5. Cytotoxicity of LPN towards eukaryotic cells. Cell viability of dendritic cells 24 h after
transfection with LPN complexes using increasing concentrations of ASO.

3. Discussion

Both antisense and decoy technologies are currently promising nucleic acid-based strategies
for fighting against infectious diseases induced by antibiotic-resistant bacteria, although a main
hurdle towards clinical development is still their weak cellular uptake [4,17,51,52]. In addition,
our understanding of the role of ssRNA paves the way for using these RNA molecules as potential
antibacterial therapeutics, and calling again for the design of an efficient delivery system. To enhance
the efficacy of oligonucleotide therapeutics, various customized delivery systems have been designed
to fit with the variable form and size of ASO and decoy oligonucleotides. Thus, there is a set of potential
antibacterial nucleic acids but, no universal delivery system is available which would be very helpful
in the search for new and efficient antimicrobial nucleic acids.

In this study, we report an original delivery system including CL, a component naturally found
in the membrane of Gram-negative bacteria. CL is a dianionic tetra-acyl lipid featuring an overall
conical shape. In Gram-negative bacteria, CL is a minor component of the outer membrane where it
plays a pivotal role in its dynamic organization [53]. Its implication in the delivery of antimicrobial
nanocomplexes in Gram-negative bacteria was demonstrated earlier [54,55]. CL could play the role of a
helper in delivering nucleic acids [4], although the underlying mechanism has not yet been established.
In the present study, we reasoned that CL could also be used as a main component of anionic liposomes
employed to neutralize the positive charge of PEl/nucleic acid complexes within small-sized (<200 nm)
nanocomplexes. This single LPN formulation is able to complex a wide range of nucleic acids—ssDNA
ASO, dsDNA, pDNA, and RNA—into relatively small sizes (150-200 nm) nanoparticles. Results from
flow cytometry indicate that LPNs are an efficient system to deliver this variety of nucleic acids into
two relevant bacterial species, i.e., E. coli and P. aeruginosa.

Delivery of ASO in >50% of bacteria using LPN is higher than the 14% of E. coli cells transfected
by free locked nucleic acids [56], and 30% of transfected cells with solid/lipid nanoparticles [17], but
close to DNA delivery in 57% of bacteria, as previously reported with other anionic liposomes [16].
However, the uptake of LPN complexes into bacteria is still inferior to the 70% of E. coli cells positive for
DNA after incubation with DNA nanopyramids, although the latter may interact with DNA binding
sites on the bacterial membrane [57].

As for antibacterial potency, delivery of LPN-ASQO targeting the essential gene AcpP showed the
potential to specifically inhibit bacterial growth, almost as efficiently as an antibiotic. Complementary
assays further demonstrated that this inhibition could lead to bacterial cell death (not shown). It is



Pharmaceuticals 2019, 12, 81 7 of 12

noteworthy here that these antibacterial effects were safe, specific and relevant, since they could be
obtained for doses (of both the cargo and its vehicle) that were found to be fully safe for eukaryotic cells.

We observed that the uptake of 1000 nt RNA by both bacterial species was less important as
compared to ASO and the different DNA species, although the extent of complexation of all nucleic
acids considered was identical. It is plausible that unlike ssASO, which contains phosphorothioate
backbone modifications for resistance to exonuclease activity, chemically unmodified ssRNA was partly
digested outside and/or once inside bacteria, resulting in lower intracellular fluorescence. Both dsDNA
duplex of 15 and 95 bp (which possessed three phosphorothioate linkages at each DNA end) showed
identical delivery efficacy. This observation is of great interest in the search for efficient decoys as the
length of consensus sequence recognized by bacterial targeted transcription factors is variable, and
depends on the neighboring nucleotide sequence. In addition, the formulation reported herein could
also be used to deliver circular DNA ds duplex (DNA minicircle), designed recently to trap several
transcription factors for increased decoy strategy efficacy [58].

4. Materials and Methods

4.1. Reagents

All reagents were purchased from Sigma-Aldrich (St. Quentin Fallavier, France) unless
otherwise stated. DSPC (1,2-distearoyl-sn-glycero-3-phosphocholine), DMPG (1,2-dimyristoyl-
sn-glycero-3-phospho-(1’-rac-glycerol), CL (cardiolipin), NBD-PE (1,2-dioleoyl-sn-glycero-3-
phosphoethanolamine-N-(7-nitro-2-1,3-benzoxadiazol-4-yl) (ammonium salt), Rhod-PE (1,2-dioleoyl-
sn-glycero-3-phosphoethanolamine-N-(lissamine rhodamine B sulfonyl), were from Avanti Polar Lipids
(Alabaster, AL, USA). Chemical structures of polymer and lipids used are provided in Figure Al.

4.2. Bacteria

E. coli DH5a (ATCC® 53868) was obtained from Thermo Fisher (Les Ulis, France). P. aeruginosa
(ATCC® 10145) was obtained from the Pasteur Institute (Paris, France).

4.3. Nucleic Acids

ASOs with a phosphorothioate backbone were synthetized by Eurogentec (Angers, France).
The sequence of the two ASOs was EC AcpP: C*T*T*C*G*A*T*A*G*T*G against E. coli [15] and PA
AcpP: C*T*T*C*G*A*T*G*G*T*G against P. aeruginosa [59], which are complementary to the acyl carrier
protein mRNA gene (bases 6-16 of the mRNA coding region) [46]. A control mismatch designated
as control ASO (TCTCAGATGGT) was also used [15]. The pTG11033 pDNA (9514 bp) was a gift
from Transgene S.A., Strasbourg, France [23]. Luciferase mRNA (1000 nt) was produced by in vitro
transcription as in [23]. Nucleic acids were labeled with FITC (Fluorescein Isothiocyanate) using a
commercial kit (Label IT® Nucleic Acid Labeling Kits, Mirus Bio, Madison, WI, USA).

4.4. Liposome Preparation

Liposomes were prepared by film hydration as in [60]. Liposomes contained 42% CL and 58%
DSPC (molar percentages). Chloroform solutions of lipids were evaporated in a rotary evaporator to
form lipid films. The latter were hydrated with 10 mM pH 7.4 HEPES at a final lipid concentration of
5.4 mM. Liposomes were then sonicated for 15 min at 20 °C at 37 kHz using an ultrasonic bath (Fischer
Bioblock Scientific, Illkirch, France).

4.5. Preparation of Lipopolyplexes

Lipopolyplexes were prepared according to a procedure modified from [23,25]. Instead of mixing
polyplexes with a dried lipid film followed by sonication and extrusion, we mixed polyplexes with
liposomes in HEPES solution. Briefly, to prepare lipopolyplexes, nucleic acids were mixed with
branched PEI of 25kDa in HEPES 10 mM pH 7.4 at a weight ratio (PEl/nucleic acid) of 6 and at room
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temperature for 20 min, to allow for polyplex formation. Note that PEI solution was added to nucleic
acid solution (and not the opposite), as the order of addition is important for LPN formation [61].
Liposomes were then added to polyplexes using 2 pL of liposome suspension per pg of nucleic acid.

4.6. LPN Characterizations

Size and zeta potential of LPNs were determined by DLS using an SZ-100 nanoparticle analyzer
(Horiba, Longjumeau, France). LPNs were diluted in 10 mM pH 7.4 HEPES 40 mM NaCl and diameter
and zeta potential were measured at 25 °C. Complexation of nucleic acids was validated by gel shift
assays: 2 ug of free or LPN-complexed nucleic acids were run on 1% agarose-formaldehyde gels
containing ethidium bromide. Gels were imaged using a Gene Flash imager (Syngene, Cambridge,
UK). Transmission electronic microscopy samples were prepared according to the technique of negative
staining using uranyl acetate. To this end, 5 pL of LPN solution in HEPES buffer was deposited on a
carbon-coated copper grid for 5 min, and then adsorbed with filter paper. Then, 5 uL of uranyl acetate
2% in endonuclease-free water was deposited on the grid for 10 s and then adsorbed. Samples were
dried at room temperature for 20 min before TEM observation. LPN structure was analyzed using
a Philips CM20/STEM electron microscope operating at 50 kV (Centre de Microscopie Electronique,
Université d’Orléans, France).

4.7. Flow Cytometry

Cell suspensions were analyzed with a FORTESSA X20 flow cytometer (Beckton Dickinson,
Franklin Lakes, NJ, USA). The extracellular fluorescence of the NBD-PE lipid present in the
liposomes or the FITC conjugated to the nucleic acid was quenched using trypan blue as in [23,44,45].
The cell-associated fluorescence was then measured with a flow cytometer (FACSort; Becton Dickinson,
Franklin Lakes, New Jersey) with Aex = 488 nm; Aem = 530 + 30 nm. The fluorescence intensity was
expressed as the mean fluorescence intensity of 10,000 events.

4.8. Bacterial Growth Assay

Single-colony overnight cultures were diluted to 5 10° cfu/mL in LB broth. Aliquots (100 uL) of
this culture were transferred to 96-well plates. Aliquots (100 pL) of treatments in LB broth were then
added to the wells at a final ASO concentration of 1 uM. Plates were grown at 37 °C with shaking, and
bacterial growth was monitored by absorbance measurements at 600 nm every 15 min using a Victor I
spectrophotometer (1420 Multilabel Counter Victor, Wallac, PerkinElmer, Courtaboeuf, France). As a
control for growth inhibition, bacteria were treated with ampicillin at 150 pg/mL.

4.9. Cytotoxicity Towards Eukaryotic Cells

DC2.4 murine immortalized DC cells were a gift from Kenneth L. Rock [62], and were grown at
37 °C in a humidified atmosphere containing 5% CO, in RPMI1640 medium supplemented with 10%
heat-inactivated fetal bovine serum, 100 units/mL of penicillin and 100 pg/mL of streptomycin (Fischer
Bioblock, Illkirch, France). Cells were mycoplasma-free as evidenced by MycoAlert Mycoplasma
Detection Kit (Lonza, Levallois Perret, France). Cytotoxicity was evaluated performing an MTT
(3-(4,5-dimethylthiazol-2-yl1)-2,5-diphenyltetrazolium bromide) assay as in [23].

5. Conclusions

Our results indicate that LPN is a safe multipotent system efficient to deliver a wide range of
nucleic acids into Gram-negative bacteria. Indeed, we have delivered DNA and RNA molecules of
varying size and nature: RNA (1000 nt), pDNA (9514 bp), linear dsDNA (15 bp and 95 bp), and ASO
(11 nt). This broad spectrum activity supports the potential of the LPN platform to treat bacterial
infection by delivery of specific ASO or small RNA in different bacterial species.
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Figure Al Chemical structures of polymer and lipids. PEI (polyethylenimine),

DSPC  (1,2-distearoyl-sn-glycero-3-phosphocholine), NBD-PE  (1,2-dioleoyl-sn-glycero-3-
phosphoethanolamine-N-(7-nitro-2-1,3-benzoxadiazol-4-yl) (ammonium salt)).

References

1. Coates, A.R.; Halls, G.; Hu, Y. Novel classes of antibiotics or more of the same? Br. J. Pharmacol. 2011, 163,
184-194. [CrossRef]

2. Nambiar, S.; Laessig, K.; Toerner, J.; Farley, J.; Cox, E. Antibacterial drug development: Challenges, recent
developments, and future considerations. Clin. Pharmacol. Ther. 2014, 96, 147-149. [CrossRef] [PubMed]

3. Organization, W.H. Antimicrobial Resistance: Global Report on Surveillance; World Health Organization: Geneva,
Switzerland, 2014.

4. Xue, X.-Y;; Mao, X.-G.; Zhou, Y.; Chen, Z.; Hu, Y.;; Hou, Z; Li, M.-K; Meng, ].-R.; Luo, X.-X. Advances in the
delivery of antisense oligonucleotides for combating bacterial infectious diseases. Nanomed. Nanotechnol.
Biol. Med. 2018, 14, 745-758. [CrossRef] [PubMed]

5. McArthur, M.; Bibb, M.J. Manipulating and understanding antibiotic production in Streptomyces coelicolor
A3 (2) with decoy oligonucleotides. Proc. Natl. Acad. Sci. USA 2008, 105, 1020-1025. [CrossRef]

6. Bikard, D.; Barrangou, R. Using CRISPR-Cas systems as antimicrobials. Curr. Opin. Microbiol. 2017, 37,
155-160. [CrossRef] [PubMed]

7. Hong, K.L.; Sooter, L.J. Single-stranded DNA aptamers against pathogens and toxins: Identification and
biosensing applications. BioMed Res. Int. 2015, 2015. [CrossRef]

8. Davydova, A.; Vorobjeva, M.; Pyshnyi, D.; Altman, S.; Vlassov, V.; Venyaminova, A. Aptamers against
pathogenic microorganisms. Crit. Rev. Microbiol. 2016, 42, 847-865. [CrossRef]

9. Law, C.OK,; Huang, C.; Pan, Q.; Lee, J.; Hao, Q.; Chan, T.-F; Lo, NW.S.; Ang, I.L.; Koon, A.; Ip, M.
A Small RNA Transforms the Multidrug Resistance of Pseudomonas aeruginosa to Drug Susceptibility.
Mol. Ther.-Nucleic Acids 2019, 16, 218-228. [CrossRef]


http://dx.doi.org/10.1111/j.1476-5381.2011.01250.x
http://dx.doi.org/10.1038/clpt.2014.116
http://www.ncbi.nlm.nih.gov/pubmed/25056394
http://dx.doi.org/10.1016/j.nano.2017.12.026
http://www.ncbi.nlm.nih.gov/pubmed/29341934
http://dx.doi.org/10.1073/pnas.0710724105
http://dx.doi.org/10.1016/j.mib.2017.08.005
http://www.ncbi.nlm.nih.gov/pubmed/28888103
http://dx.doi.org/10.1155/2015/419318
http://dx.doi.org/10.3109/1040841X.2015.1070115
http://dx.doi.org/10.1016/j.omtn.2019.02.011

Pharmaceuticals 2019, 12, 81 10 of 12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Chan, H.; Ho, J.; Liu, X.; Zhang, L.; Wong, S.H.; Chan, M.T.; Wu, W.K. Potential and use of bacterial small
RNAs to combat drug resistance: A systematic review. Infect. Drug Res. 2017, 10, 521. [CrossRef] [PubMed]
Nakashima, N.; Tamura, T. Gene silencing in Escherichia coli using antisense RNA s expressed from
doxycycline-inducible vectors. Lett. Appl. Microbiol. 2013, 56, 436—442. [CrossRef]

Santos, R.S.; Figueiredo, C.; Azevedo, N.F,; Braeckmans, K.; De Smedt, S.C. Nanomaterials and molecular
transporters to overcome the bacterial envelope barrier: Towards advanced delivery of antibiotics. Adv. Drug
Deliv. Rev. 2018, 136, 28-48. [CrossRef] [PubMed]

Abushahba, M.E; Mohammad, H.; Thangamani, S.; Hussein, A.A.; Seleem, M.N. Impact of different cell
penetrating peptides on the efficacy of antisense therapeutics for targeting intracellular pathogens. Sci. Rep.
2016, 6, 20832. [CrossRef]

Daly, S.M.; Sturge, C.R.; Marshall-Batty, K.R.; Felder-Scott, C.E,; Jain, R.; Geller, B.L.; Greenberg, D.E.
Antisense Inhibitors Retain Activity in Pulmonary Models of Burkholderia Infection. ACS infect. Dis. 2018, 4,
806-814. [CrossRef]

Puckett, S.E.; Reese, K.A.; Mitev, G.M.; Mullen, V.; Johnson, R.C.; Pomraning, K.R.; Mellbye, B.L.; Tilley, L.D.;
Iversen, P.L.; Freitag, M. Bacterial resistance to antisense peptide phosphorodiamidate morpholino oligomers.
Antimicrob. Agents Chemother. 2012, 56, 6147-6153. [CrossRef] [PubMed]

Fillion, P; Desjardins, A.; Sayasith, K.; Lagacé, J. Encapsulation of DNA in negatively charged liposomes and
inhibition of bacterial gene expression with fluid liposome-encapsulated antisense oligonucleotides. Biochim.
Biophys. Acta (BBA)-Biomembr. 2001, 1515, 44-54. [CrossRef]

Gonzdlez-Paredes, A.; Sitia, L.; Ruyra, A.; Morris, C.J.; Wheeler, G.N.; McArthur, M.; Gasco, P. Solid lipid
nanoparticles for the delivery of anti-microbial oligonucleotides. Eur. J. Pharm. Biopharm. 2019, 134, 166-177.
[CrossRef] [PubMed]

Meng, ].; Bai, H.; Jia, M.; Ma, X.; Hou, Z.; Xue, X.; Zhou, Y.; Luo, X. Restoration of antibiotic susceptibility in
fluoroquinolone-resistant Escherichia coli by targeting acrB with antisense phosphorothioate oligonucleotide
encapsulated in novel anion liposome. |. Antibiot. 2012, 65, 129. [CrossRef] [PubMed]

Meng, J.; He, G.; Wang, H.; Jia, M.; Ma, X,; Da, F.; Wang, N.; Hou, Z.; Xue, X.; Li, M. Reversion of antibiotic
resistance by inhibiting mecA in clinical methicillin-resistant Staphylococci by antisense phosphorothioate
oligonucleotide. |. Antibiot. 2015, 68, 158. [CrossRef]

Meng, J.; Wang, H.; Hou, Z.; Chen, T,; Fu, ]J.; Ma, X;; He, G.; Xue, X.; Jia, M.; Luo, X. Novel
anion liposome-encapsulated antisense oligonucleotide restores susceptibility of methicillin-resistant
Staphylococcus aureus and rescues mice from lethal sepsis by targeting mecA. Antimicrob. Agents Chemother.
2009, 53, 2871-2878. [CrossRef]

Wang, H.; Meng, J.; Jia, M.; Ma, X; He, G.; Yu, J.; Wang, R.; Bai, H.; Hou, Z.; Luo, X. oprM as a new
target for reversion of multidrug resistance in Pseudomonas aeruginosa by antisense phosphorothioate
oligodeoxynucleotides. FEMS Immunol. Med. Microbiol. 2010, 60, 275-282. [CrossRef]

Midoux, P,; Pichon, C. Lipid-based mRNA vaccine delivery systems. Expert Rev. Vaccines 2015, 14, 221-234.
[CrossRef]

Perche, E; Benvegnu, T.; Berchel, M.; Lebegue, L.; Pichon, C.; Jaffres, P-A.; Midoux, P. Enhancement
of dendritic cells transfection in vivo and of vaccination against BI6F10 melanoma with mannosylated
histidylated lipopolyplexes loaded with tumor antigen messenger RNA. Nanomed. Nanotechnol. Biol. Med.
2011, 7, 445-453. [CrossRef] [PubMed]

Le Moignic, A.; Malard, V.; Benvegnu, T.; Lemiegre, L.; Berchel, M.; Jaffres, P--A.; Baillou, C.; Delost, M.;
Macedo, R.; Rochefort, J.; et al. Preclinical evaluation of mRNA trimannosylated lipopolyplexes as therapeutic
cancer vaccines targeting dendritic cells. J. Control. Release 2018, 278, 110-121. [CrossRef] [PubMed]

Van der Jeught, K.; De Koker, S.; Bialkowski, L.; Heirman, C.; Tjok Joe, P,; Perche, F.; Maenhout, S.; Bevers, S.;
Broos, K.; Deswarte, K.; et al. Dendritic Cell Targeting mRINA Lipopolyplexes Combine Strong Antitumor
T-Cell Immunity with Improved Inflammatory Safety. ACS Nano 2018, 12, 9815-9829. [CrossRef]

Perche, F.; Lambert, O.; Berchel, M.; Jaffres, P-A.; Pichon, C.; Midoux, P. Gene transfer by histidylated
lipopolyplexes: A dehydration method allowing preservation of their physicochemical parameters and
transfection efficiency. Int. J. Pharm. 2012, 423, 144-150. [CrossRef] [PubMed]


http://dx.doi.org/10.2147/IDR.S148444
http://www.ncbi.nlm.nih.gov/pubmed/29290689
http://dx.doi.org/10.1111/lam.12066
http://dx.doi.org/10.1016/j.addr.2017.12.010
http://www.ncbi.nlm.nih.gov/pubmed/29248479
http://dx.doi.org/10.1038/srep20832
http://dx.doi.org/10.1021/acsinfecdis.7b00235
http://dx.doi.org/10.1128/AAC.00850-12
http://www.ncbi.nlm.nih.gov/pubmed/22985881
http://dx.doi.org/10.1016/S0005-2736(01)00392-3
http://dx.doi.org/10.1016/j.ejpb.2018.11.017
http://www.ncbi.nlm.nih.gov/pubmed/30468838
http://dx.doi.org/10.1038/ja.2011.125
http://www.ncbi.nlm.nih.gov/pubmed/22186597
http://dx.doi.org/10.1038/ja.2014.132
http://dx.doi.org/10.1128/AAC.01542-08
http://dx.doi.org/10.1111/j.1574-695X.2010.00742.x
http://dx.doi.org/10.1586/14760584.2015.986104
http://dx.doi.org/10.1016/j.nano.2010.12.010
http://www.ncbi.nlm.nih.gov/pubmed/21220051
http://dx.doi.org/10.1016/j.jconrel.2018.03.035
http://www.ncbi.nlm.nih.gov/pubmed/29630987
http://dx.doi.org/10.1021/acsnano.8b00966
http://dx.doi.org/10.1016/j.ijpharm.2011.04.009
http://www.ncbi.nlm.nih.gov/pubmed/21514370

Pharmaceuticals 2019, 12, 81 11 of 12

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Gongalves, C.; Berchel, M.; Gosselin, M.-P; Malard, V.; Cheradame, H.; Jaffres, P-A.; Guégan, P; Pichon, C.;
Midoux, P. Lipopolyplexes comprising imidazole/imidazolium lipophosphoramidate, histidinylated
polyethyleneimine and siRNA as efficient formulation for siRNA transfection. Int. ]. Pharm. 2014,
460, 264-272. [CrossRef]

Godbey, W.; Wu, K.K.; Mikos, A.G. Poly (ethylenimine) and its role in gene delivery. J. Control. Release 1999,
60, 149-160. [CrossRef]

Ranneh, A.H.; Takemoto, H.; Sakuma, S.; Awaad, A.; Nomoto, T.; Mochida, Y.; Matsui, M.; Tomoda, K;
Naito, M.; Nishiyama, N. An Ethylenediamine-based Switch to Render the Polyzwitterion Cationic at
Tumorous pH for Effective Tumor Accumulation of Coated Nanomaterials. Angew. Chem. 2018, 130,
5151-5155. [CrossRef]

Chen, L.; Simpson, ].D.; Fuchs, A.V,; Rolfe, B.E.; Thurecht, K.J. Effects of surface charge of hyperbranched
polymers on cytotoxicity, dynamic cellular uptake and localization, hemotoxicity, and pharmacokinetics in
mice. Mol. Pharm. 2017, 14, 4485-4497. [CrossRef]

Meng, H.; Leong, W.; Leong, K.W.; Chen, C.; Zhao, Y. Walking the line: The fate of nanomaterials at biological
barriers. Biomaterials 2018, 174, 41-53. [CrossRef]

Chonn, A.; Cullis, P.; Devine, D. The role of surface charge in the activation of the classical and alternative
pathways of complement by liposomes. J. Immunol. 1991, 146, 4234-4241.

Fasugba, O.; Gardner, A.; Mitchell, B.G.; Mnatzaganian, G. Ciprofloxacin resistance in community-and
hospital-acquired Escherichia coli urinary tract infections: A systematic review and meta-analysis of
observational studies. BMC Infect. Dis. 2015, 15, 545. [CrossRef]

Zervos, M.].; Hershberger, E.; Nicolau, D.P,; Ritchie, D.].; Blackner, LK.; Coyle, E.A.; Donnelly, A.].;
Eckel, S.F; Eng, R.H,; Hiltz, A. Relationship between fluoroquinolone use and changes in susceptibility to
fluoroquinolones of selected pathogens in 10 United States teaching hospitals, 1991-2000. Clin. Infect. Dis.
2003, 37, 1643-1648. [CrossRef] [PubMed]

Atkin, S.D.; Abid, S.; Foster, M.; Bose, M.; Keller, A.; Hollaway, R.; Sader, H.S.; Greenberg, D.E.; Finklea, ].D.;
Castanheira, M. Multidrug-resistant Pseudomonas aeruginosa from sputum of patients with cystic fibrosis
demonstrates a high rate of susceptibility to ceftazidime-avibactam. Infect. Drug Resist. 2018, 11, 1499.
[CrossRef] [PubMed]

Centres for Disease Control and Prevention. Antibiotic Resistance Threats in the United States, 2013; Centres for
Disease Control and Prevention, US Department of Health and Human Services: Antlanta, GA, USA, 2013.
Paradies, G.; Paradies, V.; De Benedictis, V.; Ruggiero, EM.; Petrosillo, G. Functional role of cardiolipin
in mitochondrial bioenergetics. Biochim. Biophys. Acta (BBA)-Bioenerget. 2014, 1837, 408-417. [CrossRef]
[PubMed]

Sosunov, V.; Mischenko, V.; Eruslanov, B.; Svetoch, E.; Shakina, Y.; Stern, N.; Majorov, K.; Sorokoumova, G.;
Selishcheva, A.; Apt, A. Antimycobacterial activity of bacteriocins and their complexes with liposomes.
J. Antimicrob. Chemother. 2007, 59, 919-925. [CrossRef]

Lin, T.-Y.; Weibel, D.B. Organization and function of anionic phospholipids in bacteria. Appl. Microbiol.
Biotechnol. 2016, 100, 4255-4267. [CrossRef] [PubMed]

Lungwitz, U.; Breunig, M.; Blunk, T.; Gopferich, A. Polyethylenimine-based non-viral gene delivery systems.
Eur. ]. Pharm. Biopharm. 2005, 60, 247-266. [CrossRef] [PubMed]

Pinnapireddy, S.R.; Duse, L.; Strehlow, B.; Schéfer, J.; Bakowsky, U. Composite liposome-PEI/nucleic acid
lipopolyplexes for safe and efficient gene delivery and gene knockdown. Colloids Surf. B Biointerfaces 2017,
158,93-101. [CrossRef]

Wang, L.-L.; Feng, C.-L.; Zheng, W.-S.; Huang, S.; Zhang, W.-X.; Wu, H.-N.; Zhan, Y.; Han, Y.-X,; Wu, S,;
Jiang, J.-D. Tumor-selective lipopolyplex encapsulated small active RNA hampers colorectal cancer growth
in vitro and in orthotopic murine. Biomaterials 2017, 141, 13-28. [CrossRef] [PubMed]

Persano, S.; Guevara, M.L.; Li, Z.; Mai, J.; Ferrari, M.; Pompa, P.P,; Shen, H. Lipopolyplex potentiates
anti-tumor immunity of mRNA-based vaccination. Biomaterials 2017, 125, 81-89. [CrossRef]

Benincasa, M.; Barriere, Q.; Runti, G.; Pierre, O.; Bourge, M.; Scocchi, M.; Mergaert, P. Single cell flow
cytometry assay for peptide uptake by bacteria. Bio-Protocol 2016, 6, €2038. [CrossRef]

Nuutila, J.; Lilius, E.M. Flow cytometric quantitative determination of ingestion by phagocytes needs the
distinguishing of overlapping populations of binding and ingesting cells. Cytom. Part A 2005, 65, 93—102.
[CrossRef]


http://dx.doi.org/10.1016/j.ijpharm.2013.11.005
http://dx.doi.org/10.1016/S0168-3659(99)00090-5
http://dx.doi.org/10.1002/ange.201801641
http://dx.doi.org/10.1021/acs.molpharmaceut.7b00611
http://dx.doi.org/10.1016/j.biomaterials.2018.04.056
http://dx.doi.org/10.1186/s12879-015-1282-4
http://dx.doi.org/10.1086/379709
http://www.ncbi.nlm.nih.gov/pubmed/14689346
http://dx.doi.org/10.2147/IDR.S173804
http://www.ncbi.nlm.nih.gov/pubmed/30271183
http://dx.doi.org/10.1016/j.bbabio.2013.10.006
http://www.ncbi.nlm.nih.gov/pubmed/24183692
http://dx.doi.org/10.1093/jac/dkm053
http://dx.doi.org/10.1007/s00253-016-7468-x
http://www.ncbi.nlm.nih.gov/pubmed/27026177
http://dx.doi.org/10.1016/j.ejpb.2004.11.011
http://www.ncbi.nlm.nih.gov/pubmed/15939236
http://dx.doi.org/10.1016/j.colsurfb.2017.06.022
http://dx.doi.org/10.1016/j.biomaterials.2017.06.029
http://www.ncbi.nlm.nih.gov/pubmed/28666099
http://dx.doi.org/10.1016/j.biomaterials.2017.02.019
http://dx.doi.org/10.21769/BioProtoc.2038
http://dx.doi.org/10.1002/cyto.a.20139

Pharmaceuticals 2019, 12, 81 12 of 12

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

Tilley, L.D.; Hine, O.S.; Kellogg, J.A.; Hassinger, ].N.; Weller, D.D.; Iversen, P.L.; Geller, B.L. Gene-specific
effects of antisense phosphorodiamidate morpholino oligomer-peptide conjugates on Escherichia coli and
Salmonella enterica serovar typhimurium in pure culture and in tissue culture. Antimicrob. Agents Chemother.
2006, 50, 2789-2796. [CrossRef] [PubMed]

Geller, B.L; Deere, J.; Tilley, L.; Iversen, P.L. Antisense phosphorodiamidate morpholino oligomer inhibits
viability of Escherichia coli in pure culture and in mouse peritonitis. J. Antimicrob. Chemother. 2005, 55,
983-988. [CrossRef] [PubMed]

Ma, J.-C.; Wu, Y.-Q.; Cao, D.; Zhang, W.-B.; Wang, H.-H. Only acyl carrier protein 1 (AcpP1) functions in
Pseudomonas aeruginosa fatty acid synthesis. Front. Microbiol. 2017, 8, 2186. [CrossRef] [PubMed]
Nikravesh, A.; Dryselius, R.; Faridani, O.R.; Goh, S.; Sadeghizadeh, M.; Behmanesh, M.; Ganyu, A.; Klok, EJ.;
Zain, R.; Good, L. Antisense PNA accumulates in Escherichia coli and mediates a long post-antibiotic effect.
Mol. Ther. 2007, 15, 1537-1542. [CrossRef] [PubMed]

Sousa, S.A.; Ramos, C.G.; Almeida, F.; Meirinhos-Soares, L.; Wopperer, J.; Schwager, S.; Eberl, L.; Leitao, ].H.
Burkholderia cenocepacia J2315 acyl carrier protein: A potential target for antimicrobials” development?
Microb. Pathog. 2008, 45, 331-336. [CrossRef]

McArthur, M. Transcription Factor Decoys for the Treatment and Prevention of Infections Caused by Bacteria
Including Clostridium Difficile. U.S. Patent App. 13/802,103, 18 September 2014.

McArthur, M. Transcription Factor Decoys. European Patent EP2552455B1, 28 December 2016.

Renner, L.D.; Weibel, D.B. Cardiolipin microdomains localize to negatively curved regions of Escherichia
coli membranes. Proc. Natl. Acad. Sci. USA 2011, 108, 6264-6269. [CrossRef]

Hegarty, ]J.P; Krzeminski, J.; Sharma, A.K.; Guzman-Villanueva, D.; Weissig, V.; Stewart Sr, D.B.
Bolaamphiphile-based nanocomplex delivery of phosphorothioate gapmer antisense oligonucleotides
as a treatment for Clostridium difficile. Int. . Nanomed. 2016, 11, 3607. [CrossRef]

Marin-Menéndez, A.; Montis, C.; Diaz-Calvo, T.; Carta, D.; Hatzixanthis, K.; Morris, C.J.; McArthur, M.;
Berti, D. Antimicrobial nanoplexes meet model bacterial membranes: The key role of cardiolipin. Sci. Rep.
2017, 7, 41242. [CrossRef] [PubMed]

Traglia, G.M.; Sala, C.D.; Fuxman Bass, ].1.; Soler-Bistué, A.].; Zorreguieta, A.; Ramirez, M.S.; Tolmasky, M.E.
Internalization of locked nucleic acids/DNA hybrid oligomers into Escherichia coli. BioRes. Open Access 2012,
1,260-263. [CrossRef]

Setyawati, M.L; Kutty, R.V,; Tay, C.Y.; Yuan, X; Xie, ].; Leong, D.T. Novel theranostic DNA nanoscaffolds
for the simultaneous detection and killing of Escherichia coli and Staphylococcus aureus. ACS Appl. Mater.
Interfaces 2014, 6, 21822-21831. [CrossRef] [PubMed]

Thibault, T.; Degrouard, J.; Baril, P.; Pichon, C.; Midoux, P.; Malinge, J.-M. Production of DNA minicircles
less than 250 base pairs through a novel concentrated DNA circularization assay enabling minicircle design
with NF-«B inhibition activity. Nucleic Acids Res. 2016, 45, €26. [CrossRef]

Ghosal, A.; Nielsen, P.E. Potent antibacterial antisense peptide—peptide nucleic acid conjugates against
Pseudomonas aeruginosa. Nucleic Acid Ther. 2012, 22, 323-334. [CrossRef]

Apte, A.; Koren, E.; Koshkaryev, A.; Torchilin, V.P. Doxorubicin in TAT peptide-modified multifunctional
immunoliposomes demonstrates increased activity against both drug-sensitive and drug-resistant ovarian
cancer models. Cancer Biol. Ther. 2014, 15, 69-80. [CrossRef] [PubMed]

Tros de Ilarduya, C.; Garcia, L.; Diizgiines, N. Liposomes and lipopolymeric carriers for gene delivery.
J. Microencapsul. 2010, 27, 602-608. [CrossRef]

Shen, Z.; Reznikoff, G.; Dranoff, G.; Rock, K.L. Cloned dendritic cells can present exogenous antigens on
both MHC class I and class II molecules. J. Immunol. 1997, 158, 2723-2730.

® © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1128/AAC.01286-05
http://www.ncbi.nlm.nih.gov/pubmed/16870773
http://dx.doi.org/10.1093/jac/dki129
http://www.ncbi.nlm.nih.gov/pubmed/15872045
http://dx.doi.org/10.3389/fmicb.2017.02186
http://www.ncbi.nlm.nih.gov/pubmed/29176964
http://dx.doi.org/10.1038/sj.mt.6300209
http://www.ncbi.nlm.nih.gov/pubmed/17534267
http://dx.doi.org/10.1016/j.micpath.2008.08.002
http://dx.doi.org/10.1073/pnas.1015757108
http://dx.doi.org/10.2147/IJN.S109600
http://dx.doi.org/10.1038/srep41242
http://www.ncbi.nlm.nih.gov/pubmed/28120892
http://dx.doi.org/10.1089/biores.2012.0257
http://dx.doi.org/10.1021/am502591c
http://www.ncbi.nlm.nih.gov/pubmed/24941440
http://dx.doi.org/10.1093/nar/gkw1034
http://dx.doi.org/10.1089/nat.2012.0370
http://dx.doi.org/10.4161/cbt.26609
http://www.ncbi.nlm.nih.gov/pubmed/24145298
http://dx.doi.org/10.3109/02652048.2010.501396
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Preparation and Characterization of LPN 
	Delivery 
	Antibacterial Activity 
	Eukaryotic Safety 

	Discussion 
	Materials and Methods 
	Reagents 
	Bacteria 
	Nucleic Acids 
	Liposome Preparation 
	Preparation of Lipopolyplexes 
	LPN Characterizations 
	Flow Cytometry 
	Bacterial Growth Assay 
	Cytotoxicity Towards Eukaryotic Cells 

	Conclusions 
	
	References

