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Human immunodeficiency virus (HIV) DNA vaccine can induce cellular and humoral immunity. A safe
and effective HIV DNA vaccine is urgent need to prevent the spread of acquired immune deficiency
syndrome (AIDS). The major drawback of DNA vaccines is the low immunogenicity, which is caused by
the poor delivery to antigen presenting cells and insufficient antigen expression. Sparked by the capa-
bility of endosomal/lysosomal escape of the zwitterionic lipid distearoyl phosphoethanol-amine-
polycarboxybetaine (DSPE-PCB), we attempted to develop a zwitterionic-based cationic liposome with
enhanced immunogenicity of DNA vaccines. The mannosylated zwitterionic-based cationic liposome

f\(/fmogg;imd switterionic-based cationic (man-ZCL) was constructed as a DNA vaccine adjuvant for HIV vaccination. Man-ZCL could complex with
liposome DNA antigens to form a tight structure and protect them from nuclei enzyme degradation. Benefited from
HIV DNA vaccine the capability of the specific mannose receptor mediated antigen processing cells targeting and enhanced
Adjuvant endosomal/lysosomal escape, the man-ZCL lipoplexes were supposed to promote antigen presentation

Non-inflammasome pathway
Immune response

and the immunogenicity of DNA vaccines. In vitro and in vivo results revealed that man-ZCL lipoplexes
showed enhanced anti-HIV immune responses and lower toxicity compared with CpG/DNA and Lipo2k/
DNA, and triggered a Th1/Th2 mixed immunity. An antigen-depot effect was observed in the adminis-
tration site, and this resulted in enhanced retention of DNA antigens in draining lymph nodes. Most
importantly, the man-ZCL could assist to activate T cells through a non-inflammasome pathway. These
findings suggested that the man-ZCL could be potentially applied as a safe and efficient DNA adjuvant for
HIV vaccines.

© 2016 Elsevier Ltd. All rights reserved.

viruses, have limited for further applications due to inefficiency and
potential risks (e.g. undesirable local or systemic toxicities). New

1. Introduction

Human immunodeficiency virus (HIV) vaccine is a cost and
effective way to prevent and control the spread of the virus infec-
tion. Traditional HIV vaccines, comprised of live, attenuated or killed
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generations of vaccines, such as DNA vaccines [1], have attracted
much attentions, since they could induce humoral and cellular
immunity to a broad spectrum of infectious diseases [2—4] and keep
long-lived immunity. However, the major drawback of DNA vac-
cines is the significantly low immunogenicity, which is caused by
poor delivery of DNA to antigen presenting cells (APCs) [5] and
inefficient expression due to enzyme degradation.

A majority of synthetic delivery systems have been reported to
promote the cellular uptake of DNA vaccines, improve DNA release
and protect them from degradation, including inorganic nano-
particles [6—8], polymers [9,10] and liposomes [11]. Among them,
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cationic liposomes hold great potential in DNA vaccines delivery
systems due to their excellent capability to transport DNA [12] and
the ability used as adjuvants [13,14]. Cationic liposomes can
condense nucleic acid via electrostatic attraction, improve the
interaction between lipoplexes and cell membranes, elicit antigen-
specific cytotoxic T lymphocyte (CTL) responses, antibody produc-
tion [15]. Cationic liposomes can be taken up by APCs where they
eventually disassemble, thus give chance to the plasmid for
entering into the nucleus. Christopher P. Locher et al. had demon-
strated that mice immunized with HIV-2 Env DNA formulated with
cationic liposomes (Vaxfectin) could induce a higher end-point
antibody titers and a higher level of IgG subclass (IgG2a, IgG2b,
total IgG, IgA and IgM) than the group immunized with naked DNA
or HIV-2 Env DNA formulated with chitosan [16]. Though, many
reports have proved the advantages of cationic liposomes in deliv-
ering nucleic acid, insufficient transfection efficiency and antigen
presentation still hinder the application of DNA vaccines in vivo.

Recently, zwitterionic lipid (distearoyl phosphoethanolamine-
polycarboxy- betaine, DSPE-PCB) modified cationic liposomes
were reported in our group [17]. They could protect the gene
cargoes in the blood circumstances and prolong circulation time.
Most importantly, the PCB modification showed enhanced cellular
uptake and endosomal/lysosomal escape of small interfering RNA
(siRNA), and exhibited good biocompatibility in vitro and in vivo.
Herein, we hypothesized that modification of cationic liposomes
with zwitterionic lipids (DSPE-PCB) should facilitate DNA vaccines
cellular uptake and increase DNA release, and those could result in
sufficient transcription and antigen expression, eventually enhance
the immunogenicity with relatively lower cytotoxicity.

It is well known that APCs, such as macrophages and dendritic
cells, express a great amount of mannose receptors on the cell
surfaces [18,19]. To enhance the specificity of DNA delivery,
numerous studies have explored mannosylated systems for
receptor-mediated endocytosis into APCs and resulted in increased
antigen presentation [20—22].

Herein, a mannosylated zwitterionic-based cationic liposome
(man-ZCL) was designed as DNA vaccines delivery system to pro-
mote the immunogenicity with lower cytotoxicity. In this study,
zwitterionic lipid mannosylated DSPE-PCB (mannose-DSPE-PCB),
cationic lipid DOTAP and helper lipid cholesterol were constructed as
the DNA adjuvant (man-ZCL) (Scheme 1): mannose-DSPE-PCB could
enhance the cellular accumulation and antigen presentation of DNA;
DOTAP was used to complex with DNA; cholesterol could assist
stability of the cationic liposomes as a helper lipid. HIV DNA plasmid
Env was chosen as a model antigen, for it had been used in human
trials. The cytotoxicity and transfection efficiency of the man-ZCL/
DNA vaccine systems were investigated. The capability to promote
the maturation of dendritic cells and induce the secretion of cyto-
kines were deeply investigated. Both cellular and humoral immune
responses of the formulations were evaluated in vitro and in vivo. To
further study the effect of man-ZCL in delivery DNA antigen in vivo,
the antigen retention at injection sites and accumulation in lymph
nodes, as well as the histological analysis were investigated.

2. Materials and methods
2.1. Materials

B-propiolactone (98%), copper bromide (98%), 2-bromo-2-
methylpropionyl bromide, 2-(N, N’-dimethylamino) ethyl methac-
rylate (DMAEMA, 98%), 4-aminophenyl «-p-mannopyranoside
(mannose) (98%) and sodium dodecyl-benzenesulfonate (SDS)
were obtained from J&K Scientific Ltd (Shanghai, China). N, N, N/,
N/, N”-pentamethyldiethylenetriamine (PMDETA, 99%), triethyl-
amine (TEA, 99%), potassium carbonate, sodium chloride, 3-[4, 5-

dimethylthiazol-2-yl]-2, 5-diphenyltetrazoplium bromide (MTT)
and Escherichia coli lipopolysaccharide (LPS) were purchased from
Sigma—Aldrich (St. Louis, Missouri, USA). Cholesterol (95%), 1,2-
distearoyl-sn-glycero-3-phosphoethanolamine (DSPE) and (2, 3-
Dioleoyloxy-propyl)-trimethylammonium (DOTAP) were purchased
from Advanced Vehicle Technology Ltd., Co. (Shanghai, China). Dul-
becco's Modified Eagle Medium (DMEM), Roswell Park Memorial
Institute (RPMI) 1640, L-glutamine, penicillin (10,000 U/mL), strep-
tomycin (10 mg/mL), trypsin-EDTA and fetal bovine serum (FBS) and
Gene transfection kit (Lipofectamine® 2000) were purchased from
Invitrogen (Carlsbad, CA, USA). Opti-MEM® I reduced serum medium
was obtained from Life Technologies. Label IT® Tracker™ Intracellular
Nucleic Acid Localization Kits were purchased from Mirus Bio Cor-
poration (Madison, WI, USA). YOYO-1 (1,1'-(4,4,8,8-tetramethyl-4,8-
diazaundecamethylene) bis [4-[(3-methylbenzo-1,3-oxazol-2-yl)
methylidene]-1,4-dihydroquinolinium] tetraiodide) was acquired
from Life Technologies as a DMSO solution and diluted to 10 uM in
phosphate-buffered saline, pH 7.4 before use. The pGL 4.51 [luc2/
CMV/Neo, 6.358 kbp] vector, Glo-lysis buffer and Steady-Glo Lucif-
erase Assay System, and CellTiter 96® AQueous One Solution Cell
Proliferation Assay were purchased from Promega (Madison, WI,
USA). Gel green, phosphate-buffered saline (PBS, pH = 7.4), Micro
BCA protein assay kit and DNase [ were purchased from Beyotime
Institute of Biotechnology (Nanjing, China). Triethylamine (TEA) was
bought from Alfa Aesar. LysoTracker Red was purchased from Invi-
trogen. EZN.A™ Endo-Free Plasmid Midi Kit was obtained from
Omega Bio-tek Inc (GA, USA). The dialysis bags (MWCO 1000) were
from Spectrum Laboratories Inc (NJ, USA). Granulocyte macrophage
colony stimulating factor (GM-CSF) and interleukin-4 (IL-4) pur-
chased from Peprotech (Rocky Hill, USA). All antibodies used for flow
cytometry analysis were purchased from eBioscience (CA, USA),
including flow cytometry cell staining buffer, Alexa Fluor 700 anti-
mouse CD11c (clone N418), allophycocyanin anti-mouse CD40
(clone 1C10), phycoerythrin Cy7 (PE/Cy7) anti-mouse CD86 (clone
GL-1), anti-Mouse MHC Class I (H-2Kd) PerCP-eFluor® 710, fluores-
cein isothiocyanate (FITC) conjugated anti-mouse/rat MHC Class II (I-
E) (clone 14-4-4S). The HIV DNA plasmid (pDRVI SV1.0-Env,
6.981 kbp), the HIV-1 Env peptide, and Env protein were kindly
provided by Prof. Yiming Shao (National Center for AIDS/STD Control
and Prevention of China CDC). Cytosine-phosphorothioate-
guanineoligodeoxynucleotide (CpG-ODN) (5’-TCC ATG ACG TTC
CTG ACG TT-3') was purchased from Sangon Biotech (Shanghai,
China). Paraformaldehyde and 4',6-diamidino-2-phenylindole
dihydrochloride (DAPI) were obtained from Solarbio Science &
Technology Co., Ltd (Beijing, China). Other reagents were acquired
from Sigma—Aldrich. All the reagents were of analytical grade and
used without further purification. High-purity water (Milli-Q Inte-
gral) with a conductivity of 18 MQ cm~! was used for the preparation
of all aqueous solutions.

2.2. Sample synthesis

2.2.1. Synthesis of DSPE-PCB polymer

DSPE-PCB was synthesized according to the method reported by
our group using an atom transfer radical polymerization (ATRP)
[17]. The structure of DSPE-PCB was confirmed by 'H NMR spectra
and the degree of polymerizations of PCB was 20.

DSPE-PCB: 'H NMR (600 MHz, CDCl3): 6 = 4.10: —OCH,CH;N—;
0 = 3.0—4.8: —OCH,CH,NCH,CH,—; 6 = 2.60: —NCH,CH,CO0—;
0 = 2.25: —NCH3CH3—; 6 = 1.80: —NHCOCCH3; ¢ = 1.20—1.28:
—(CH2)14—CH3: 0 = 1.00: —BI‘CH2CCH3—.

2.2.2. Synthesis of mannose-DSPE-PCB polymer
4-aminophenyl o-p-mannopyranoside (40 mg, 0.15 mmol) and
potassium carbonate (16.58 mg, 0.12 mmol) were dissolved in 3 mL
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Scheme 1. (A) Chemical structural formula for each components of the mannosylated zwitterionic-based cationic lipoplexes: (a) the targeting zwitterionic lipid mannose-DSPE-
PCB, (b) the zwitterionic lipid DSPE-PCB, (c) the cationic lipid DOTAP, (d) the helper lipid cholesterol and (e) the HIV DNA plasmid: Env; (B) Schematic illustration of the formation of
mannosylated zwitterionic-based cationic lipoplexes (man-ZCL/DNA) by the thin-film dispersion method.

of anhydrous dimethyl sulfoxide at 85 °C with gentle stirring for
1 h. DSPE-PCB (162.42 mg, 0.03 mmol) dissolved in 3 mL of chlo-
roform was then drop-wisely added to the aforementioned solution
at 85 °C with stirring for overnight. The impurities and unreacted
molecules were removed by sequentially dialyzing in a Cellu
SepH1-membrane (MWCO 3500) against ethanol and deionized
water for 48 h, and freeze-dried to obtain the final product.

Mannose-DSPE-PCB: 'H NMR (600 MHz, CDCl3): 6 = 6.10—6.34:
—NHCCHCHCO—; 6 = 5.73: —OCHO—; 6 = 4.10: —OCH,CH,N—;
0 = 3.0—4.8: —OCH,CH;NCH,CH—; ¢ = 2.60: -NCHCH,COO—;
0 = 2.25: —NCH3CH3—; 6 = 1.80: —BrCCH,CH3; 6 = 1.20—1.28:
—(CH32)14—CH3; 6 = 1.00: —BrCCH3—.

2.2.3. Amplification and purification of DNA

The pGL 4.51 plasmid DNA grown in E. coli (JM109) cells, and
was purified using E.Z.N.A.™ Endo-Free Plasmid Midi Kit according
to the manufacturer's instruction. The final plasmid was re-
suspended in TE buffer. 1% agarose gel electrophoresis was per-
formed to confirm purity of the final DNA (Abs260/Abs280 = 1.88,
confirmed a high purity of DNA). The concentration of DNA was
measured by UV absorption at 260 nm (Absorption Photometry)
and calculated by the following Equation (1):

DNA concentration(pg/mL) = Abs260 x 50 x Dilution factor
(1)

2.3. Preparation and characterization of mannosylated
zwitterionic-based cationic liposomes (man-ZCL) and lipoplexes
(man-ZCL/DNA)

2.3.1. Preparation and physiochemical characterization

The man-ZCL liposomes were prepared by a thin-film dispersion
method as reported before [23]. Briefly, DOTAP, cholesterol, DSPE-
PCB and mannose-DSPE-PCB ([W' (mannose-DSPE-PcB)]/[W  (mannose-
DSPE-PCB-+DSPE-PcB)] = 20%, 30% and 40%, respectively. W indicates the
quality of the lipid) with a molar ratios of 1:1:X (X = 0.2, 0.4, 0.6, X
refers to the total molar ratio of DSPE-PCB + mannose-DSPE-PCB in
the zwitterionic-based cationic liposome) were used to constructe
the zwitterionic-based cationic liposomes. After dissolving in
chloroform, the organic phase was removed at 55 °C on a rotary
evaporator to obtain a thin lipid film, followed by incubation
overnight under vacuum to remove residual solvents. The lipid
films were subsequently hydrated in 8 mL of sterile PBS (pH = 7.4).
After sonication at 37 °C for 30 min, the solution was extruded 5
times by using EmulsiFlex-C5 high-pressure homogenizer (Avestin,
Canada). These three series were marked as man-ZCLO.2, man-
ZCL0.4 and man-ZCLO.6, respectively. Each series contains 20%, 30%
and 40%man-ZCL (the percentage here represent the ratio of [W
(mannose-DSPE-PCB)}/[W (mannose-DSPE-PcB+DsPE-PcB)|), Tespectively. Lip-
oplexes were prepared by mixing cationic liposomes and DNA at
designed N/P ratios for 30 min at room temperature (N/P = 0.5, 1, 2,
3, 5, 8,10 and 15, respectively).

The diameters of lipoplexes were determined by a dynamic light
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scatting (DLS) instrument, and the surface zeta potentials were
analyzed by the zeta potentials using a Zetasizer Nano ZS instru-
ment (Malvern Instruments).

These lipoplexes were dripped onto 300 mesh copper grids
coated with carbon and then prepared specimen by the immersion
or plunging cryofixation method. To observe the morphology of
man-ZCL and man-ZCL/DNA lipoplexes, cryogenic transmission
electron microscopy was used (Cryo-TEM, FEI Tecnai 20,
Netherlands).

2.3.2. Agarose gel electrophoresis assay

The DNA binding ability of liposomes was evaluated by agarose
gel retardation assay. Lipoplexes were prepared with various N/P
ratios, and naked DNA was used as a control. 20 pL of lipoplexes
were mixed with 4 pL of 6 x loading buffer, and then the mixture
was loaded onto 1% (w/v) agarose gel containing GelGreen™
nucleic acid stain. Electrophoresis was executed out at a constant
voltage of 110 V for 30 min in 1 x TAE running buffer. The migration
of DNA bands were visualized and photographed with a UV
Transilluminator at a wavelength of 254 nm.

To protect the condensed DNA from nuclease degradation, the
DNase [ protection assay was carried [24]. The man-ZCL/DNA lip-
oplexes at various N/P ratios were incubated with DNase I (1 unit
per 1 ug DNA) enzyme in 10 x reaction buffer at 37 °C for 15 min.
The naked DNA treated with DNase I served as a positive control.
After incubation, 1 pL of 0.5 M EDTA was added into each sample to
inactivate DNase I.

The dissociation assay was also evaluated to further confirm the
binding ability of the liposomes, 5 pL of 20 mg/mL heparin solution
was added to each sample followed by incubating at room tem-
perature for 60 min. The replacement of DNA was analyzed by
agarose gel retardation assay.

2.4. In vitro transfection and cytotoxicity assay

To evaluate the efficiency of man-ZCL/DNA lipoplexes,
RAW?264.7 cells with abundant mannose receptors on their cell
surfaces were selected as a model cell for in vitro assay [25].
RAW264.7 cells from Chinese academy of medical sciences were
seeded in 24-well culture plates at 5 x 10% cells/well, and cultured
in DMEM supplemented with 10% FBS, 2 mM L-glutamate, 100 U/ml
penicillin and 100 pg/mL streptomycin for 24 h before transfection.
Then the medium was removed and incubated with lipoplexes
containing 1 ug of report DNA, pGL 4.51 plasmid, which has the
similar length to Env. Fresh opti-MEM with different formulations
were added to the wells at a pGL 4.51 plasmid dose of 1 g DNA per
well (those formulations include PBS, naked DNA, Lipofectamine
2000/DNA and various lipoplexes with N/P = 0.5, 1, 2, 3, 5, 8,10 and
15, respectively). RAW264.7 cells were incubated with these for-
mulations for 4 h at 37 °C, followed by the medium was replaced
with fresh medium. The cells were cultured for another 48 h and
then washed with sterile PBS and lysed using the Glo Lysis Buffer,
staying for 5—10 min and gently scraping off the plate. Total protein
content in the cell lysates was determined by using a Micro BCA
protein assay kit. The luciferase content obtained from the lumi-
nescence readings was normalized to the total protein content. All
samples were tested in triplicates. In vitro cytotoxicity of cationic
lipoplexes was assessed by an MTT colorimetric assay in
RAW264.7 cells. Cells were plated onto a 96-well culture plate at a
density of 1 x 10# cells/well in 100 pL complete growth medium
and allowed to attach overnight. Then, the growth medium was
removed and replaced with 100 pL fresh culture medium con-
taining different formulations. After 48 h incubation, 20 pL MTT
solution (5 mg/mL in PBS) was added to each well and incubated at
37 °Cin 5% CO; for 2 h. Then the solution in the well was aspirated

gently and 150 pL DMSO was added into each well to dissolve the
formazan crystal. The absorbance was measured at 570 nm using a
plate reader. The percentage of cell viability was determined by
comparing cells treated with different formulations to the un-
treated control cells. The percent relative cell viability was calcu-
lated by the following Equation (2):

oD
Cell viability(%) = (ﬂ) % 100% 2)

Dcontrol

2.5. Confocal laser scanning microscope and spinning disk confocal
image

The intracellular location of DNA vaccines was investigated us-
ing confocal laser scanning microscope (CLSM). Briefly, 1 x 10°
RAW264.7 cells were plated into Petri dishes and allowed to attach
overnight. Then, the growth medium was removed and replaced
with 500 pL fresh culture medium containing different formula-
tions (those formulations include PBS, naked DNA, Lipofectamine
2000/DNA and various lipoplexes with N/P ratios ranging from 0.5
to 15, respectively). The HIV DNA plasmid Env was labeled with
YOYO-1 (The YOYO-1 was added at the ratio of 10 pmol YOYO-1 per
1 ug DNA, staying at 4 °C for 1 h), and the equivalent concentration
of DNA was 1 nmol. After 4 h incubation at 37 °C in 5% CO», the cells
were washed three times with 1 x PBS followed by staining with
LysoTracker Red for 20 min at 37 °C. And then the cells were
washed three times with 1 x PBS and fixed in 4% paraformaldehyde
for 10 min at room temperature. Finally, the nuclei was stained with
DAPI for 10 min at room temperature. The fluorescence was
observed using a Zeiss LSM780 confocal microscopy.

The endosomal/lysosomal co-localization and escape of
different formulations with YOYO-1 labeled DNA in real-time were
taken by spinning disk confocal microscopy. In brief, 1 x 10°
RAW264.7 cells were seeded into Petri dishes for 24 h. Then the
cells were stained with LysoTracker Red. After 20 min incubation,
cells were washed three times by 1 x PBS. Fresh DMEM medium
containing CpG/DNA or man-ZCL0.4/5 formulations (with 1 nmol
YOYO-1 labeled DNA) was added. The cells were observed by using
UltraVIEW VoX spinning disk confocal microscopy (PerkinElmer,
England) for 3.5 h.

2.6. Culture and stimulation of bone marrow-derived dendritic cells

2.6.1. Bone marrow-derived dendritic cells (BMDCs)

Primary murine bone-marrow-derived DC (BMDC) cultures
were generated from BALB/c mice as described previously [26].
Female BALB/c mice were purchased from the Academy of Military
Medical Sciences of China. All procedures involving experimental
animals were performed in accordance with protocols approved by
the institutional Animal Care and Use Committee of Peking Uni-
versity. Following mouse euthanasia and bone excision, attached
tissues and muscles were dissected away. The ends of the bone
were pierced with a needle of 1 mL syringe and the marrow was
flushed with 5 mL of RPMI-1640 medium supplemented with 1% (v/
v) penicillin/streptomycin and 10% (v/v) fetal bovine serum. After
centrifugation, the cells were re-suspended in DC medium (RPMI
1640 containing 1% L-glutamine, 1% penicillin-streptomycin solu-
tion, 10% heat inactivated fetal bovine serum (FBS) supplemented
with GM-CSF (20 ng/mL) and IL-4 (20 ng/mL)). The cells were then
seeded into 24-well plates in 1 mL of DC medium and incubated at
37 °C under 5% CO, atmosphere. On day 3, 1 mL/well fresh DC
medium were added. On day 5 after plating, aggregates of imma-
ture DCs were pooled and used in subsequent experiments. The
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percentage of CD11c¢™ cells in these preparations was verified using
the Cytomics™ FC500 flow cytometer (Beckman Coulter, Miami,
FL.).

2.6.2. BMDC maturation and cytokines secretion

The expression of cell surface markers including CD11c, CD40,
CD86, MHC I and MHC II was assessed after incubation with DCs.
After 48 h incubation with various formulations, the cells were
collected and washed with flow buffer. Then the cells were stained
with Alexa Fluor 700 anti-mouse CD11c (clone N418) in combina-
tion with staining for either allophycocyanin anti-mouse CD40
(clone 1C10), phycoerythrin Cy7 (PE/Cy7) anti-mouse CD86 (clone
GL-1), anti-Mouse MHC Class I (H-2Kd) PerCP-eFluor® 710 or
fluorescein isothiocyanate (FITC) conjugated anti-mouse/rat MHC
Class II (I-E) (clone 14-4-4S), respectively, for 30 min at 4 °C. After
centrifugation at 1000 rpm for 3 min, the supernatant was dis-
carded and the cell suspension was obtained by adding cell staining
buffer.

The cytokines secretion was assayed in DCs after the 48 h in-
cubation with various formulations by enzyme-linked immuno-
sorbent assay (ELISA). The absorbance at 450 nm (with 620 nm as
reference) was measured by an Infinite M200 Microplate Spectro-
photometer (Tecan, Mannedorf, Switzerland).

2.6.3. BMDC proliferation

Immature BMDCs were seeded in 96-well culture plates in
RPMI-1640 complete mediums and then stimulated for 48 h at
37 °C with PBS, 1 pug naked DNA, LPS (1 pg/mL) or man-ZCL/DNA
lipoplexes with N/P ratio ranged from 3 to 5. Numbers of living
cells were quantified using the CellTiter 96® AQueous One Solution
Cell Proliferation Assay kit following the manufacturer instructions.
Absorbance was measured at 490 nm using the Varioskan® Flash
plate reader (Thermo Scientific, Pittsburgh, PA, USA). Relative cell
proliferation was calculated using by the following Formula (3):

Asample - Ablanl(

Cell Proliferation(%) = A A
control — “blank

x 100% 3)

2.7. Immunization strategy and HIV-specific immune responses
in vivo

Female BALB/c mice (6—8 weeks of age, 20—25 g of body weight)
were purchased from Laboratory Animal Center of the Academy of
Military Medical Sciences of China. All procedures involving
experimental animals were approved by the China CDC Animal
Care and Use Committee. The mice were randomly divided into
eight groups and each group contains 6 mice. The mice were
immunized with different formulations at week 0 and 3. The dose
of DNA vaccine was 50 ug per mouse for each immunization. Vac-
cine formulations were administered intramuscularly (i.m.) and
divided equally between two hind quadriceps muscles. 100 pL sa-
line with 50 pg naked DNA (HIV DNA plasmid Env) was used as a
negative control. 100 pL CpG/DNA (50 png CpG+50 pg HIV DNA
plasmid Env) was used as a positive control. Serum was collected by
retro-orbital puncture at week 0, 3 and 6 for the antibody detection
and all mice were sacrificed 3 weeks after the last immunization for
immunological assays.

Antigen-specific cellular immune responses were evaluated by
intracellular cytokine staining (ICS) assay according to a previous
report [27]. Briefly, splenocytes were harvested from immunized
mice and red blood cells were lysed using ACK buffer. Splenocytos
were then stimulated with 1 pg/mL of clade-matched peptide (Env
peptide) pools for 4 h, and then incubated at 4 °C for overnight. Each

condition, with the exception of the negative controls, was then
stained with cell surface antibodies: anti-CD3 PerCP, anti-CD44 PE,
anti-CD8 Pacific Blue (BD Pharmingen, San Diego, CA), and LIVE/
DEAD® Fixable Blue Dead Cell Stain kit (Invitrogen, Eugene, OR).
Samples were then washed, permeabilized and fixed with Cytofix/
Cytoperm (BD Biosciences, San Jose, CA), then stained with anti-TNF-
a-FITC and anti-IFN-y-APC (BD Pharmingen). The cytokine flow
cytometry (CFC) protocol from BD was chosen for further optimi-
zation and validation since extensive documented standardization
of this assay already exists. All samples were acquired on a FACS
Calibur flow cytometer (BD) capable of measuring 18 colors (BD),
collecting 100,000—200,000 lymphocyte-gated events. Samples
were collected from 96-well plates using High Throughput Sample
(HTS, BD) device for analysis by the LSRIL All FACS analyses were
performed using FlowJo® software (Treestar, Inc; OR).

2.8. DNA vaccines retention at the injection sites and accumulation
in lymph nodes

To detect DNA vaccines retention at injection sites, HIV DNA
plasmid Env was labeled with Label IT® Tracker™ Intracellular
Nucleic Acid Localization Kits (Madison, WI, USA). BALB/c mice
were intramuscularly injected in the hind quadriceps muscles with
different vaccine formulations containing DNA labeled with the
near-infrared dye Cy5 (25 pg HIV DNA plasmid Env per mouse). The
fluorescence was recorded by Care stream FX PRO in vivo imaging
system at the indicated time points (excitation: 649 nm; emission:
670 nm). Care stream Molecular Imaging Software was used to
quantify relative fluorescence intensity at the injection sites.

To investigate the accumulation of DNA in lymph nodes, popli-
teal lymph node and spleen were removed at 48 h after injection
with different DNA vaccine formulations. The fluorescence in
spleen and popliteal lymph node was documented by the same
system as aforementioned.

2.9. Hematoxylin-eosin (H&E) staining

Vaccine-associated inflammation at injection sites was analyzed
by histological analysis. Female BALB/c mice (n = 3) were admin-
istered intramuscularly (i.m.) with an equivalent amount of 50 ug
DNA. Vaccine formulations divided equally between two hind
quadriceps muscles. 100 pL saline with 50 ug naked DNA was used
as a negative control. 100 pL CpG/DNA (50 pg CpG+50 pug HIV DNA
plasmid Env) was used as a positive control. After 48 h post in-
jection, muscles at injection sites isolated from each mouse were
collected, fixed and processed for H&E staining. Histological mi-
crographs of muscle tissue sections were obtained using a Nikon
light microscope with 200x magnification. From the H&E images,
the inflammatory responses (the color features, purple blue/red)
and cell morphology (cytoskeleton, necrosis)) were evaluated.

2.10. Statistical analysis

All data were presented as mean + standard deviation (SD).
Presented data were representative for at least 3 independent ex-
periments. The differences/correlations between two groups were
analyzed by using Student's t-test, and the differences between the
control group and the experimental groups were analyzed by using
one-factor analysis of variance (ANOVA). Data were considered
statistically to be significant at P < 0.05.
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Fig. 1. DLS characterization of ZCL/DNA, 20%, 30% and 40%man-ZCL/DNA. (A) Diameters and (B) zeta potentials of (a) ZCL/DNA lipoplexes, (b) 20%man-ZCL/DNA lipoplexes, (c) 30%
man-ZCL/DNA lipoplexes and (d) 40%man-ZCL/DNA lipoplexes at various N/P ratios.

3. Results and discussions (DSPE-Br) and CB with CuBr/PMDETA as the catalyst. The structure

of DSPE-PCB was confirmed by 'H NMR spectrum (Fig. S1A).
3.1. Preparation and characterization of mannose-modified Calculated from the spectrum, the degree of polymerizations (DPs)
zwitterionic polymer (mannose-DSPE-PCB) of PCB, which was calculated by the area of characteristic peaks of

DSPE-Br (6 = 1.20—1.28 ppm: —(CH3)14—CH3) and CB monomer
DSPE-PCB was prepared by the ATRP of DSPE-based initiator (0 = 4.58 ppm: -OCH,CH;N-), was 20. The mannose-DSPE-PCB was
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synthesized by conjugating targeting molecules mannose with
DSPE-PCB by using K,CO3 as the acid scavenger. Untreated
mannose was removed by sequentially dialyzing with ethanol and
distilled water. The conjugation was confirmed by the 'H NMR
spectrum (Fig. S1B), which displayed the characteristic peak of
mannose (6 = 6.05—6.31: —CCHCHCCHCH-).

3.2. Diameter, zeta potential and morphology of the zwitterionic-
based cationic liposomes (ZCL) and lipoplexes (ZCL/DNA)

As shown in Table S1, the diameter of the bare liposome was
around 100 nm, and the zeta potential was range from 14 to 16 mV.
After complex with DNA, the diameters of lipoplexes at N/P 0.5
were all more than 500 nm, and the charges were electrically
neutral (Fig. 1A, B). This indicated that these liposomes were not
sufficient to complex with DNA at this ratio, and the lipoplexes
preferred to aggregate to form stable structure. The large state of
aggregation made them inappropriate as gene delivery vectors for
in vivo applications [28]. The diameters of the lipoplexes decreased
with the N/P ratio increased to 2. And the diameter tended to a
platform when the N/P ratios were larger than 3. This demonstrated
that DNA could be effectively complex with ZCL to form a compact
lipoplex when N/P ratio larger than 3 (0 S2). The zeta potential of
lipoplexes increased as the N/P ratio increased (Fig. 1B, a—d). For
instance, the zeta potential of 30%man-ZCL0.4/DNA lipoplexes was
increased from 0.32 mV at N/P 0.5—12.94 mV at N/P 15 (Fig. 1B, c).
This demonstrated that the zeta potential of ZCL lipoplexes
increased along with the complexation of ZCL or man-ZCL. The
diameter and zeta potential of man-ZCL and their corresponding
lipoplexes exhibited the similar tendency and had no significant
difference with ZCL. Also, the spherical shape of zwitterionic-based
cationic lipoplexes was confirmed by Cryo-TEM images (Fig. 2,
A—E). These results reflected the fact that the zwitterionic-based
cationic liposomes had a strong ability to condense with DNA,
which was a crucial factor in liposomal vaccine design [29].

3.3. DNA condensation and stability of lipoplexes

Efficient condensation of DNA into stable lipoplexes via elec-
trostatic interactions is of great importance to protect the DNA from
nuclease degradation as well as facilitate its cellular uptake [30].
Agarose gel retardation assay was performed to evaluate the DNA
condensation capability of man-ZCL. As shown in Fig. 3A, the
complete retardation of DNA was achieved at N/P ratio range from
0.5 to 15 for all four series of formulations, suggesting that man-ZCL
could complex with DNA at the tested N/P range.

Numerous enzymes presented in the organism were a great
challenge for the effective transcription of DNA released from lip-
oplexes. Effective protection of DNA from degradation by DNase
was an essential prerequisite for man-ZCL. Hence, the man-ZCL/
DNA lipoplexes were incubated with DNase [ enzyme for

15 min at 37 °C and then explored via the gel electrophoresis. Man-
ZCL/DNA lipoplexes could efficiently protect the bounded DNA
from DNase I degradation at the tested N/P ratios (Fig. 3B) without
conformation changes (Fig. S3). This demonstrated that man-ZCL
could provide enough protection for DNA vaccines for in vitro and
in vivo applications, and achieve much more cellular accumulation
for antigen presentation.

For further investigating the stability of man-ZCL/DNA lip-
oplexes, competition assay for heparin (the heparin/DNA weight
ratio was 50/1) was executed. The heparin was used to dissociate
the lipoplexes due to its strong electrostatic competitive interaction
with cationic liposomes. Seen from Fig. 3C, generally speaking, the
DNA could not be replace by heparin when N/P ratio was larger
than 5. For example, the complete retardation was appeared when
the N/P ratios were more than 3, 2 and 1 for 30%man-ZCL0.2/DNA,
ZCLO.4/DNA and ZCLO.6/DNA lipoplexes, respectively. The data
revealed that the constructed liposomes provided enough protec-
tion against various challenges, including DNase degradation and
heparin replacement.

3.4. In vitro cytotoxicity and transfection ability

The favorable biocompatibility and efficient DNA transfection is
a challenge for DNA adjuvant design [31]. To evaluate the
biocompatibility of the zwitterionic-based cationic liposomes, the
cytotoxicity of the corresponding lipoplexes was estimated by MTT
assay against RAW264.7 cells, which were used as a model of APCs
with abundant of mannose receptors on their cell surfaces [25].
Naked DNA and commercial transfection reagent Lipofectamine®
2000 complexed with DNA (Lipo2k/DNA) were used as negative
and positive control, respectively. As shown in Fig. 4A: (1) naked
DNA had no effect on cell viability; (2) the lipo2k/DNA group pre-
sented relatively high cytotoxicity, with only 53% cell viability; (3) It
was worth noting that the cell viability of three formulations
groups (with 20%, 30% and 40% mannosylated systems) had the
similar tendency as the ZCL group. Over all, the cytotoxicity
enhanced as the N/P ratios increased, which was due to large
proportion of cationic lipids in the lipoplexes (Fig. 4A, a-d). Spe-
cifically, when the N/P ratios were more than 8, there was no
chance for the lipoplexes using as DNA delivery system for the
severe cytotoxicity. However, when the N/P ratios were less than 5,
the cell viabilities were generally more than 80%. This indicated
man-ZCL/DNA lipoplexes had no significant cytotoxicity against
RAW264.7 cells at N/P ratio less than 5, demonstrating a good
biocompatibility of the delivery systems.

To evaluate the transfection efficiency of man-ZCL,
RAW264.7 cells and pGL 4.51 plasmids were used as model cells
and DNA respectively (The formed Ilipoplexes, which were
comprised of liposomes and pGL 4.51 plasmids, showed similar
physicochemical properties compared with the lipoplexes
comprised of Env, including size, zeta potentials and DNA binding

Fig. 2. The Cryo-TEM image of (A) bare liposome (ZCL0.4/DNA at N/P ratio of 5), (B) man-ZCL0.2/DNA at N/P ratio of 3, (C) man-ZCL0.4/DNA at N/P ratio of 3, (D) man-ZCL0.4/DNA at
N/P ratio of 5 and (E) man-ZCL0.6/DNA at N/P ratio of 3 lipoplexes. (The concentration of mannose was 30%) (Scale bar: 100 nm).
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Fig. 4. In vitro cytotoxicity (A) and transfection efficiency (B) of ZCL/DNA and man-ZCL/DNA lipoplexes in RAW264.7 cells after 48 h of transfection. (Left: a-d) The cytotoxicity of
RAW?264.7 cells incubated with ZCL/DNA, 20%man-ZCL/DNA, 30%man-ZCL/DNA and 40%man-ZCL/DNA lipoplexes at N/P ratios ranging from 0.5 to 15 for 48 h, the pGL 4.51 plasmid
DNA was used as a model DNA, (Right: a-d) The transfection efficiency of ZCL/DNA, 20%man-ZCL/DNA, 30%man-ZCL/DNA and 40%man-ZCL/DNA lipoplexes at N/P ratios ranging
from 0.5 to 15 after 4 h transfection followed by another 48 h incubation. *: differences between Lipo2k/DNA group and man-ZCL/DNA group, *: P < 0.05, **: P < 0.01, ***: P < 0.005.

abilities (Fig. S4 and Fig. S5).). As shown in Fig. 4B, man-ZCL/DNA
lipoplexes exhibited better transfection efficiency compared with
ZCL/DNA lipoplexes, which was due to the active targeting of the
mannose and the better DNA condensation and stability of lip-
oplexes (Fig. 3C, take ZCL0.4 and 30%man-ZCL0.4 as examples).
Besides, the transfection efficiency of ZCL/DNA lipoplexes exhibited
a similar tendency with all three series of man-ZCL/DNA lipoplexes.

For example, when the N/P ratio was less than 3, the transfection
efficiency of 30%man-ZCL0.4 lipoplexes increased with the N/P
ratio increased (Fig. 4B, c). Whereas the transfection efficiency of
30%man-ZCL0.4 lipoplexes reduced along with the N/P ratio
increased when the N/P ratio was larger than 5. Considering those
physicochemical properties, a conclusion could be obtained: the
lower gene expression at N/P < 3 might be caused by insufficiently
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Fig. 5. The cellular uptake of YOYO-1 labeled DNA formulations assay by CLSM. CLSM
images of nucleus (stained with DAPI, blue fluorescence), DNA formulations (YOYO-1
labeled DNA, green fluorescence), lysosomes (stained with LysoTracker Red, red fluo-
rescence) and their overlay signals after incubating (A) PBS, (B) naked DNA, (C) CpG/
DNA, (D) ZCL/DNA (ZCL0.4/5), (E) man-ZCL0.2/3, (F) man-ZCLO0.4/3, (G) man-ZCLO0.4/5,
(H) man-ZCL0.6/3 formulations with RAW264.7 cells for 4 h. (I) The overlap co-
efficients of lysosomes and YOYO-1 Env were calculated by Zen Co-localization soft-
ware. (Scale bar: 20 um). Data in (I) are representative for 3 results in each group. Data
shown are mean + SD, *: differences between ZCL/DNA group with the man-ZCL/DNA
groups. **: P < 0.01, ***: P < 0.005. (For interpretation of the references to color in this
figure legend, the reader is referred to the web version of this article.)

binding capability of ZCL, and this was in agreement with the DNA
replacement results (Fig. 3C); Instead, the main reasons for lower
expression at N/P > 8 were the high cytotoxicity of the lipoplexes,
which resulted in loss of function of RAW264.7 cells as cell death
(Fig. 4A), and the inability DNA release from lipoplexes, which was
caused by the high condensation of DNA at N/P > 8 (Fig. 3C). Taking
the cytotoxicity and DNA transfection efficacy into accounts, four
formulations, 30%man-ZCL0.2/3, 30%man-ZCL0.4/3, 30%man-
Z(CL0.6/3 and 30%man-ZCL0.4/5 (the number after ‘/’ refers to the N/
P ratio) with the higher transfection efficiency and lower cytotox-
icity, were chosen for the following experiments.

3.5. Cellular uptake and endosomal/lysosomal escape of lipoplexes

The DNA in the lipoplexes needed to be internalized into the cells
and escape from the endosome/lysosome efficiently to cell nuclei for
protein expression and antigen presentation. Herein, the cellular
uptake and intracellular distribution of the lipoplexes were assayed
by confocal laser scan microscopy (CLSM) after 4 h of transfection
(Fig. 5). HIV DNA plasmid Env was labeled with YOYO-1 (green
fluorescence dye). Naked DNA, CpG/DNA treated group exhibited few
green fluorescence (Fig. 5B, C). And a slight green fluorescence of ZCL/
DNA treated group spread around the cell membranes (Fig. 5D). As
shown in Fig. 5B, C, few green fluorescence was observed in groups
treated with Naked DNA or CpG/DNA formulations. Although, a slight
green fluorescence of ZCL/DNA treated group spread around the cell
membranes (Fig. 5D), the cells incubated with man-ZCL/DNA lip-
oplexes displayed an obvious yellow fluorescence, the green fluo-
rescence overlapped the red, which suggested that the lipoplexes
resided in endosomes/lysosomes (Fig. SE—H). Moreover, the cellular
uptake of man-ZCL/DNA was significant higher than that of ZCL/DNA
(Fig. 5I). Those results revealed that the target lipid (man-DSPE-PCB)
could enhance the cellular uptake and thereby promote DNA antigen
presentation, which were in agreement with the data shown in the
in vitro transfection efficiency experiment (Fig. 4B).

To further evaluate the capability of endosomal/lysosomal
escape of the man-ZCL/DNA lipoplexes, spinning disk confocal
microscopy was used. Man-ZCL0.4/5 was used as a representative
group and CpG/DNA as a control group. The lysosomes were labeled
by LysoTracker Red and DNA by YOYO-1. As shown in Fig. 6 (A—C)
and Video S1, bright yellow fluorescence was shown for 0.5 h,
which mean CpG/DNA could enter into lysosomes quickly. How-
ever, small vesicles could be observed at the surface of the cell
membrane, which indicated that the CpG/DNA had great toxicity to
RAW264.7 cells. While the bright yellow fluorescence was shown
for 1 h for the cells treated with man-ZCL0.4/5 group (Fig. 6 (D—G)
and Video S2), which indicated that DNA entered into cell and co-
localized with lysosomes. After incubation for 3 h, the yellow
fluorescence gradually weakened and changed to dispersing green
fluorescence. As we know that LysoTracker Red facilitated to
accumulate in acidic organelle, especially lysosomes. When the
lysosomal ruptured, the red fluorescence disappeared. Herein, this
phenomenon demonstrated that DNA was escaped from endo-
somes/lysosome. This was in accordance with our previous report
that zwitterionic liposomes could help siRNA escape from endo-
somes/lysosomes [17].

Supplementary data related to this article can be found online at
http://dx.doi.org/10.1016/j.biomaterials.2016.01.054.

3.6. Bone marrow-derived dendritic cells (BMDCs) maturation,
proliferation and cytokine secretion

DCs as professional antigen processing cells (APCs) played
pivotal roles in stimulating both innate and adaptive immune
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Fig. 6. Spinning disk confocal image in real-time of RAW264.7 cells following incubation with man-ZCL/DNA formulations (YOYO-1 labeled DNA) at 37 °C. The lysosomes were
labeled with LysoTracker Red dye, and DNA with YOYO-1 green fluorescence dye. LysoTracker Red facilitated to accumulate in acidic organelle (lysosomes) and the fluorescence
disappeared once the lysosomal ruptured. The cells were incubated with CpG/DNA for 0 h (A), 0.5 h (B) 0.7 h (C); cells treated with man-ZCL0.4/5 (YOYO-1 labeled DNA) for 0 h (D),
1 h(E), 2 h (F) and 3 h (G). (Scale bar: 10 pm). (For interpretation of the references to color in this figure legend, the reader is referred to the web version of this article.)

responses [32]. The immature DCs could take the antigen, process
the antigen into peptides and present peptide-major histocom-
patibility complex (MHC) to naive T cell to initiate the immune
response. Herein, the degree of DC maturation, indicated by the co-
stimulatory factors on the cell surfaces, was an indicator for eval-
uating the level of immune responses [33]. In this study, bacteria-
derived lipopolysaccharide (LPS), CpG with DNA (CpG/DNA) were
used as controls. As shown in Fig. 7A, the expression of CD40 and
CD86 markers was enhanced for man-ZCL lipoplexes treated
groups in comparison with LPS, CpG/DNA, Lipo2k/DNA and non-
targeted ZCL/DNA groups. Among the man-ZCL lipoplexes, the
CD40 and CD86 expression of man-ZCL0.4/5 group was signifi-
cantly up-regulated, with 3.2-fold compared with naked DNA and
2.9-fold with CpG/DNA in CD40 expression (Fig. 7A, a), and 3.4-fold
compared with naked DNA and 3.7-fold with CpG/DNA in CD86
expression, respectively (Fig. 7A, b). These results were coincidence
with the previous observation of confocal microscopy (Fig. 5G). The
man-ZCL0.4/5 presented the highest cellular uptake and protein
expression, which induced enhanced maturation of DCs than other
targeting formulations. This might be caused by the concentration
of zwitterionic lipid DSPE-PCB in liposomes and the N/P ratio in the
lipoplexes. At the same N/P ratio, possession of more DSPE-PCB
could facilitate DNA antigen escaping from endosomes/lysosomes
by fusion with the membranes of endosomes/lysosomes, and
enhanced DNA accumulation in cell nuclei. When the concentration
of DSPE-PCB increased to 0.6, the complex ability with DNA of
ZCLO.6 was larger than ZCL0.4 (shown in Fig. 3C, heparin compe-
tition assay), and might limit the release of DNA from the lip-
oplexes. As for man-ZCL0.4/3 and man-ZCL0.4/5, the level of
maturation of DC might be affected by the adjuvant of man-ZCL.
The DNA antigens taken up by antigen-processing cells even-
tually presented to naive T cells, this process was associated with
major histocompatibility complex class I (MHC I) and class I (MHC
I1) molecules. Seen from Fig. 7B, the level of MHC I of man-ZCL0.4/5
was significantly increased compared with LPS, naked DNA, Lipo2k/
DNA and CpG/DNA (Fig. 7B, a); while the level of MHC Il of man-ZCL
lipoplexes exhibited no remarkable difference with the other
groups (Fig. 7B, b). This indicated that man-ZCL0.4/5 delivery

system could promote the DNA cargoes to enter the intracellular
processing pathway and stimulate the CD8™ T cells, and had no
obvious influence on stimulation of CD4™ T cells. The high level of
MHC I expressed on DCs for man-ZCL0.4/5 treated group suggested
that man-ZCL0.4 promoted the MHC I-restricted pathway, which
facilitated for cell-mediated immunity.

Meanwhile, the proliferation of DCs was also examined to
evaluate the impact of lipoplexes on the capacity of DCs (Fig. 7C).
After incubating with DCs for 48 h, a significant improvement of
DCs proliferation was observed when treated with man-ZCL/DNA
lipoplexes. And the group treated with man-ZCL0.4/5 proliferated
for 5.0-fold and 8.2-fold than that of LPS and CpG/DNA groups,
respectively.

The secretion of cytokines is essential in modulating inflam-
matory and immunological mediators. In our study, the secretion of
cytokines (IL12p70, IL-6, IFN-y and TNF-a,) were evaluated by ELISA
(Fig. 7D). The IL12p70 was reported to induce strong T helper type 1
(Th1) antigen-specific CD8" T cell immunity. IL-6, IFN-y and TNF-q.
were important inflammatory cytokines for the immune systems.
Among them, TNF-a, one of the most important cytokines in the
both innate and adaptive immune systems [34], is a pro-
inflammatory cytokine that is not induced via the inflammasome-
mediated immune response [35]. As shown in Fig. 7D (a—d),
man-ZCLO0.4/5 lipoplexes induced significantly higher levels of IL-
12p70, IL-6, IFN-y and TNF-o than that of naked DNA, CpG/DNA
and Lipo2k/DNA. Specifically, the secretion level of TNF-a and IFN-y
were quite close to the positive control LPS group, indicating that
the man-ZCL had great adjuvant effects in DNA vaccines. These data
suggested that man-ZCL/DNA lipoplexes could enhance cytokines
release, and induce higher levels of inflammatory cytokines, which
produced through a non-inflammasome pathway. The enhance-
ment of secretion of pro-inflammatory cytokine TNF-« via the non-
inflammasome mediated immune pathway was in agreement with
the previous report by Kenichi Niikura's group [34].

3.7. HIV-specific immune responses in vivo

Cellular and humoral immunity were the primary and
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P < 0.01, ###: P < 0.005 (One-way ANOVA).
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promoted DC maturation. Immature DCs were incubated at 37 °C for 24 h with LPS, naked DNA, CpG/DNA, Lipo2k/DNA, ZCL/DNA
(ZCL0.4/5), man-ZCL0.2/3, man-ZCLO.4/3, man-ZCL0.4/5 and man-ZCL0.6/3 formulations of cationic liposomes, respectively. Then the cells were labeled with anti-mouse mono-
clonal antibodies against the co-stimulators CD40, CD86 (A) or major histocompatibility complex class [, II (B) to detect their expression levels on the cell surface by flow cytometry.
Zwitterionic-based cationic lipoplexes also induced the proliferation (C) and secretion of cytokines (IL12p70, IL-6, IFN-y and TNF-a) (D) of DCs. Data shown as mean + SD, *:
differences between CpG/DNA group with the group below the black line, *: P < 0.05, **: P < 0.01, ***: P < 0.005. #: differences between LPS group and man-ZCLO0.4/5 group, ##:
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Scheme 2. Immunization schedule and detection program. Vaccine formulations were
administered intramuscularly (i.m.) with an equivalent amount of 50 ug DNA at week
0 and 3. Vaccine formulations divided equally between two hind quadriceps muscles.
Serum was collected by retro-orbital puncture at week 0, 3 and 6 for the antibody
detection and all mice were sacrificed 3 weeks after the last immunization and the
spleen was removed, splenocytes were harvested for immunological assays.

important immune defense barriers to resist the invasion of HIV
virus into organisms. After DNA antigen presentation, the protein-
MHC complexes activated the naive T cells and induced the im-
mune responses. Herein, HIV-specific intracellular staining (ICS)
was employed to examine the proportion of T cells (including CD3*,
CD44" and CD8") and cytokines secreting CD3 ™ T cells (TNF-o. and
IFN-y secreting CD3™ T cells) at the third week after last immuni-
zation (Scheme 2). The man-ZCL0.4/5 exhibited significant
enhancement of Env-specific T cell proportion in comparison with
CpG/DNA and ZCL/DNA (Fig. 8A, B). CD3" T cells can transmit sig-
nals of T cell activation, which is of great importance in immune
responses. And CD8™ T cells could eliminate the infected cells once
the pathogen attacked again [6]. Moreover, the proportion of cy-
tokines secreting Env-specific CD3" T cells remarkably increased
for the group vaccinated with man-ZCL0.4/5 (Fig. 8C). These results
demonstrated that the Env-specific T cells could strongly activate
and eliminate the infected cells when the mice were vaccinated
with man-ZCL0.4/5 formulation.

To evaluate the bias of the immune response, the value of Th1/
Th2 was illustrated (Fig. 8D) [36]. Th1 cells could secrete a variety of
factors, such as interferon, which could promote CTL response,
called the tendency of cellular immunity; while Th2 cells were
associated with humoral immune responses to eliminate extra-
cellular pathogens. In mice model, Th1 and Th2 cells induced the
generation of IgG2a and IgG1, respectively, herein, the value of
IgG2a/IgG1 was calculated to testify the Th1/Th2 ratio. As shown in
Fig. 8D, all groups treated with man-ZCL lipoplexes exhibited a Th1/
Th2 mixed immune responses (1 < Th1/Th2<2), indicating that this
DNA vaccines could elicit both cellular and humoral immunity.
Since the groups treated with ZCL/DNA and man-ZCL/DNA lip-
oplexes exhibited enhanced cellular immunity responses as
demonstrated in DCs maturation and HIV-specific responses in vivo
(Fig. 7 and 8), they showed higher Th1/Th2 ratio compared with
CpG/DNA lipoplexes group.

3.8. DNA vaccines retention at injection sites and accumulation in
lymph nodes

The persistence at injection sites and accumulation in lymph
nodes are important determinants of immunogenicity [37]. To
evaluate DNA antigen persistence at the injection sites and accu-
mulation in lymph nodes, fluorescence molecular Cy5-labeled HIV
DNA plasmid Env (Cy5-DNA) was chosen as a model antigen. As
shown in Fig. 9, the formulations with naked DNA or CpG/DNA
resulted in rapid draining from the injection sites, and only 3% of

the original dose remained after 36 h post intramuscular admin-
istration (Fig. 9A, B). In contrast, administration of man-ZCL/DNA
resulted in a significant high level of fluorescence intensity reten-
tion, which was higher than that of ZCL/DNA treated group (1.6-
fold). The persistence time for ZCL/DNA and man-ZCL/DNA
extended for 48 h and 60 h (the persistence time was calculated
when about 20% of the original dose remained), respectively, which
indicated that the man-ZCL/DNA system had a strong depot effect
for longer release of the DNA antigens. The depot effect, which had
been suggested to be primarily because of the electrostatic attrac-
tion between the cell membrane (negatively charged) and the
cationic liposomes (positively charged), could provide a liposomal
net to retain the antigen [38].

Immature DCs were draining to the lymph nodes during the
maturation after capturing the antigens. Herein, the accumulation
of DNA antigen in the nearby popliteal lymph nodes was also
tested. As shown in Fig. 9C, man-ZCL0.4/5 exhibited a higher
accumulation of DNA antigens in lymph nodes than that of other
groups, which demonstrated that more DNA antigens were drain-
ing away and trafficking into lymph nodes with the aid of man-ZCL
delivery systems. This suggested that man-ZCL0.4 was a potential
DNA vaccine delivery system for enhanced immune responses.

3.9. Inflammatory responses at the injection sites

To investigate the in vivo toxicity of the man-ZCL lipoplexes, a
histological analysis of muscles from the injection sites was per-
formed (Fig. 10). Compared with the naked DNA group, groups
treated with all man-ZCL/DNA lipoplexes showed a slight nuclear
pyknosis and necrosis, while CpG/DNA group showed an obvious
nuclear pyknosis and inflammatory cell infiltration. These results
indicated that the group treated with CpG/DNA could induce strong
inflammatory responses while groups treated with all man-ZCL/
DNA lipoplexes could induce mild inflammatory responses.
Throughout the whole vaccination period, the mice administrated
with man-ZCL/DNA lipoplexes did not show any adverse effects.
This histological analysis revealed that man-ZCL lipoplexes were
safe for in vivo application.

3.10. Proposal process for man-ZCL as DNA vaccine adjuvant

The in vitro and in vivo results demonstrated that man-ZCL0.4/5
elicited enhanced immune responses and was a potential safe and
effective DNA vaccine for the HIV DNA therapy. How did the man-
ZCL lipoplexes undergo to trigger the strong immune response?
Considering with the previous results, the suggested process was
concluded and shown in Scheme 3. With the help of targeting
molecules, the mannosylated ZCL lipoplexes were captured by the
antigen processing cells (e.g. dendritic cells (DCs)) in the muscles.
After entering the DCs via mannose-mediated endocytosis (1); the
lipoplexes were internalized into endosomes/lysosomes, the zwit-
terionic lipid DSPE-PCB gradually changed from neutral to positive
charge with the acidic proceeding, which led the fusion of
zwitterionic-based cationic liposomes with the membranes of
endosomes/lysosomes (2) and helped the DNA antigens escape to
cytoplasm (3). This procedure was visible in the spinning disk
confocal microscopy (Fig. 6 and Video S2). The endosomes/lyso-
somes were broken since the red fluorescence (lysosomes labeled
by LysoTracker Red) was weakened or disappeared after separating
with the green fluorescence (DNA labeled by YOYO-1). Then the
released DNA entered into nuclei (4), and transcribed into HIV Env-
specific antigen for presentation (5). Meanwhile, the zwitterioinc-
based cationic carriers might stimulate the APCs (4’), and help to
activate the naive T cell (5’). We found that the level of maturation
of DCs was significantly increased when DCs were treated with the
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Fig. 8. HIV-specific immune responses elicited by different vaccine formulations (naked DNA, CpG/DNA, ZCL/DNA (ZCL0.4/5), man-ZCL0.2/3, man-ZCL0.4/3, man-ZCL0.4/5 and man-
ZCL0.6/3, respectively.). Scatter plot (A) and histogram (B) of (a) HIV Env-specific CD3", (b) CD44" and (c) CD8" T cells analyzed by ICS assays. (C) TNF-o. and IFN-vy secreting CD3" T
cells. (D) Determination of the type of immune response after mice immunized with varied formulations. Results were presented as the mean + SD of absorbance, *: P < 0.05, **:
P < 0.01, ***: P < 0.005.
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Fig. 9. Antigen retention at injection sites and accumulation in lymph nodes. (A) Representative fluorescence images and (B) quantitative fluorescence intensity of antigen retention
at injection sites from 0.5 h to 60 h post injection; (C) Antigen transport into draining lymph nodes at 48 h after injection. BALB/c mice (n = 6) were intramuscularly injected with
PBS, naked DNA, CpG/DNA, ZCL/DNA (ZCL0.4/5), man-ZCL0.2/3, man-ZCL0.4/3, man-ZCL0.4/5 and man-ZCL0.6/3 different DNA vaccine formulations containing Cy5-labeled HIV
DNA plasmid Env, respectively. Data in (A) are representative for 6 results in each group. Data shown are mean + SD, ***: P < 0.005.

man-ZCL lipoplexes, especially for man-ZCL0.4/5, but not for CpG/ DNA or Lipo2k/DNA compared with naked DNA (Fig. 7). This
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Fig. 10. Histological analysis of vaccine-associated inflammation at injection sites. BALB/c mice (n = 6) were intramuscularly injected with (A) PBS, (B) naked DNA, (C) CpG/DNA, (D)
ZCL/DNA (ZCL0.4/5), (E) man-ZCL0.2/3, (F) man-ZCL0.4/3, (G) man-ZCL0.4/5 and (H) man-ZCL0.6/3 formulations vaccine formulations. Muscles from injection sites were isolated
from mice at 48 h after immunization, embedded in paraffin, sectioned, and stained with hematoxylin and eosin to evaluate inflammation. 200x magnification.
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Scheme 3. The mechanisms underlying the activation of APCs by man-ZCL/DNA lipoplexes. (1) endocytosis, (2) acidification and fusion with the membranes of endosomes/ly-
sosomes (3) endosomes/lysosomes escape, (4) DNA enter into nuclei, (4') secret cytokines, (5) DNA antigen expression and presentation, activate the naive T cells, (5') assistant to

activate the naive T cells, (6) activate the Th2 cells, (6') activate the Th1 cells.

indicated that man-ZCL lipolexes could greatly promote DC matu-
ration. And the concentration of zwitterionic lipid DSPE-PCB in li-
posomes and the N/P ratio in the lipoplexes had the important
influence on the process of DC maturation. Compared with man-
ZCL0.2, man-ZCL0.4 possessed more DSPE-PCB, which could help
DNA antigen escape and enhance DNA presentation. As for man-
ZCLO.6, the complex ability with DNA was larger than ZCL0.4
(Fig. 3C), and might limit the free release of DNA from the lip-
oplexes. As for man-ZCL0.4/3 and man-ZCL0.4/5, man-ZCL0.4/5
induced more cytokines for DC, which might be affected by the
adjuvant of man-ZCL. This action was realized through a non-
inflammasome pathway, and assisted to elicit strong immune re-
sponses (Fig. 7D).

After presenting to the naive T cells, APC activated the Th1 and
Th2 cells through major histocompatibility complex class I (MHC I)
and class II (MHC II) molecules (6 and 6’) and the cell-mediated
immunity was significantly increased for man-ZCL0.4/5 delivery
system, which was indicated by the level of MHC I molecules
(Fig. 7B). This was due to the highest antigen presentation in DCs
resulted by the enhanced cellular uptake and enhanced endosomal/
lysosomal escape for man-ZCL0.4/5. For the in vivo vaccination, the
present data suggested man-ZCL lipoplexes could activate Env-
specific T cells greatly (Fig. 8), and trigger a Th1/Th2 mixed im-
mune responses, which indicated that man-ZCL/DNA vaccines
could elicit both cellular and humoral immune responses specif-
ically for HIV DNA.

4. Conclusion

In conclusion, mannosylated zwitterionic-based cationic lipo-
somes were constructed as a HIV DNA delivery carrier for in vitro
and in vivo application. Our results demonstrated that the man-
ZCL/DNA lipoplexes significantly enhanced the immunogenicity
and anti-HIV immune responses in comparison with naked DNA,
CpG/DNA and Lipo2k/DNA. This system greatly increased the
cellular immunity and triggered a Th1/Th2 mixed immune re-
sponses. Moreover, the mannosylated zwitterionic-based cationic

lipoplexes as HIV DNA vaccines assisted activate T cells indirectly
through a non-inflammasome pathway. This study indicates that
the man-ZCL is a promising and potential adjuvant for DNA vac-
cines, and provides a safe and effective DNA vaccine strategy for HIV
DNA clinical application in future.
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