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Abstract
Cytotoxic T cell responses are key to the control of intracellular pathogens including HIV-1. In particular, HIV-1 vaccines based on
regulatory proteins, such as Tat, are aimed at controlling HIV-1 replication and at blocking disease development by inducing cytotoxic
T cell responses. Naked DNA is capable of inducing such responses but it requires several inoculations of high amounts of DNA, and/or
prime-boost regimens. Here, we show that a novel class of cationic block copolymers protect the DNA from DNAse I digestion, and improve
DNA delivery to antigen-presenting cells (APCs) after intramuscular (i.m.) vaccination. In particular, three cationic block copolymers (K1,
K2 and K5) were used to deliver the HIV-1 pCV-tat DNA vaccine in BALB/c mice. The results indicate that vaccination with a very
low dose (1 g) of pCV-tat delivered by the cationic block copolymer K2 is safe and, as compared to naked DNA (up to 30 g), greatly
increases the CTL response against Tat, which was detected in all animals in the absence or in the presence of re-stimulation.
© 2002 Elsevier Science Ltd. All rights reserved.
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1. Introduction
Synthetic non-viral vectors based on polymeric systems are very promising systems to deliver plasmid DNA
since they are safe and capable of improving the potency
of DNA vaccines [1]. A number of cationic polymers
have been tested in transfection experiments [e.g. poly(llysine), polyethyleneimine, derivatized chitosan and poly(dimethylamino ethyl methacrylate) (PDMAEMA)] [2–6].
One of the most promising approaches of plasmid DNA
delivery with synthetic polymers is the use of block or
graft copolymers made of a cationic block, able to interact
with DNA, and a hydrophilic non-ionic block, capable of
sterically stabilizing the complex [7,8]. So far, several polycations have been used in combination with hydrophilic
∗

Corresponding author. Tel.: +39-532-291330; fax: +39-532-247618.
E-mail address: cpa@unife.it (A. Caputo).

non-ionic polymers to produce complexes with DNA. They
are able to protect the DNA from enzymatic degradation and
to deliver it to the desired location at predetermined rates and
duration to generate an optimal immune response. Another
advantage of these synthetic delivery systems is that the
combination of slow release and depot effect may reduce the
amount of DNA used in the vaccine, and eliminate or reduce
the number of booster shots needed to induce proper immunization. Furthermore, a controlled and particulate delivery
system can efficiently direct DNA into antigen-presenting
cells (APCs) [9] improving antigen DNA expression, subsequent presentation onto MHC class I molecules and
induction of cytotoxic T lymphocytes (CTL) [10].
Recent studies indicate that an early CTL response against
the HIV-1 Tat protein correlates with non-progression to
AIDS in humans [11,12] and in non-human primates [13].
Furthermore, anti-Tat CTL immune response correlates with
protection with the HIV-1 Tat protein vaccine [14,15], and
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with the SIV tat-rev vaccine [16]. The immunogenicity and
safety of the HIV-1 tat DNA has been previously demonstrated in mice [17–20] and in humans [21] and, more importantly, recent evidence indicate that in monkeys DNA
immunization with a HIV-1 tat expressing vector (pCV-tat)
elicits a CTL response against Tat, with absent or barely detectable anti-Tat antibodies, that protects against SHIV89.6P
primary infection by blocking virus replication at its early
stage [22].
Within this frame and to improve the potency of the
HIV-1 pCV-tat DNA vaccination approach to induce CTL
responses, we designed and prepared a new class of cationic
block copolymers [23], able to prevent opzonization of the
macromolecular carrier [24]. Previous studies, using five of
these copolymers (K1–K5) and the pCV-tat plasmid DNA,
showed that the cationic block copolymers self-assemble
by electrostatic interactions with plasmid DNA in aqueous
solution and condense around DNA forming micellar-type
particles of 100–300 nm in diameter. Formation of the
DNA/copolymer complex resulted in DNA-nuclease resistance increase, no apparent toxicity and efficient intracellular delivery of DNA both in vitro and in vivo. However,
only K1, K2 and K5 copolymers released pCV-tat from the
complexes and improved pCV-tat expression as compared
to naked DNA [23,25].
The first aim of the present study was to determine
whether pCV-tat DNA complexed with the block copolymers K1, K2 or K5 could elicit an immune response to Tat,
and to compare the strength of this response versus naked
DNA vaccination. The second aim was to evaluate whether
doses of tat DNA that are lower (1–30 g) than those previously used (50–100 g) by us and others [17–20,26,27]
could induce or improve the anti-Tat immune response when
associated with the block copolymers. The last aim of the
study was to determine the safety of the DNA/copolymer
complexes.
The results show that this delivery system is safe and
highly efficient in inducing anti-Tat CTL response, which
are elicited by very low doses (1 g) of tat DNA, particularly
when associated with the K2 block copolymer, as compared
to naked DNA, both inoculated intramuscular (i.m.).

2. Materials and methods
2.1. Cationic block copolymers
Cationic block copolymers, constituted by a positively
charged block derived from poly(dimethylamino ethyl
methacrylate) (PDMAEMA), either partly or fully alkylated, capable of interacting with negatively charged DNA,
and by a neutral and highly hydrophilic poly(ethylene glycol) (PEG) block, were synthesized and characterized as
described previously [23,25]. Three copolymers (K1, K2
and K5) were examined in this study. K1 (Mn 28.000)
and K2 (Mn 91.000) copolymers are fully methylated with

methyl iodide and possess 90 and 300 positive charged
groups per molecule, respectively. K5 (Mn 48.200) is partly
methylated (30%) and possess 70 positive charged groups
per molecule. For calculation of the charge ratio an average
mass per charge of 330 Da was used for DNA. The mass per
charge for all the cationic copolymers was calculated from
the degree of polymerization obtained by the 1 H-NMR spectra [23]. Particle size and ξ -potential measurements were
determined as described previously [25]. Block copolymers
were resuspended (10 mg/ml) in sterile phosphate-buffered
saline (PBS) without calcium and magnesium.
2.2. DNA/copolymer complex assembly
The plasmids pCV-0 and pCV-tat, were described previously [28–30]. Plasmid DNAs were purified onto two CsCl
gradients, resuspended in PBS and controlled as previously
described [22,25,31,32]. DNA/copolymer complexes were
prepared immediately before use as described [23,25]. In
this study, the DNA/K1 and DNA/K2 complexes were prepared at defined molar ratio of copolymer quaternary ammonium positive groups to DNA phosphate negative groups
(N-to-P ratio) of 1.0, whereas DNA/K5 complexes of 5.0.
2.3. Mice immunization
Animal use was according to national guidelines and
institutional policies. Six–eight-week-old female BALB/c
mice (Nossan, Milan, Italy) were immunized with plasmid pCV-tat (1, 10 or 30 g) complexed with K1, K2 or
K5 copolymer, or with pCV-tat alone. Control animals included mice injected with pCV-0 (30 g) associated with
K1, K2 or K5, or with pCV-0 without the copolymers. Each
experimental group vaccinated with the DNA/copolymer
complexes was composed of seven mice, and each animal
was identified with a serial number (mice ID 1–7). Groups
vaccinated with naked pCV-tat or pCV-0 DNA consisted
of 10 mice (mice ID 1–10). Immunogens were given by
intramuscular (i.m.) injections in the quadriceps muscles of
the posterior legs. Boosts were given at weeks 2, 5, 9, 13,
17 after the first immunization. The long-term vaccination
protocol was specifically chosen to analyze the safety of
the immunogens. During the course of immunization, three
blood samplings were taken at weeks 7, 11, and 15 after the
3rd, 4th and 5th boost, respectively, for analysis of humoral
responses. Blood samples were withdrawn by endocardic
puncture. For this procedure mice were anesthetized intraperitoneally with 100 l of isotonic solution containing
1 mg of Inoketan (Virbac, Milan, Italy), and 200 g Rompun
(Bayer, Milan, Italy); however, the endocardic puncture
caused the accidental loss of few animals in the groups.
Mice were sacrificed 2 weeks after the last boost (week
19) to collect blood and organs for analysis of humoral and
cellular responses, and for histological, histochemical and
immunohistochemical studies. Five days before immunizations, 100 l of 0.3% bupivacaine hydrochloride (Sigma,
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St. Louis, MI) in isotonic NaCl solution were administered
i.m. into the site of DNA inoculation. During the course of
the experiments, animals were controlled twice a week at
the site of injection and for their general conditions (such
as liveliness, food intake, vitality, weight, motility, sheen
of hair). Untreated mice represented the control for general
conditions and for organ examination. No signs of local
nor systemic adverse reactions were ever observed in mice
receiving the DNA/copolymer complexes as compared to
mice vaccinated with naked DNA or to untreated mice.
2.4. Serology
The biologically active Tat protein of HIV-1 (BH10)
was produced in Escherichia coli as previously described
[29,30]. Serological response against Tat and K1, K2,
and K5 cationic block copolymers was measured by
enzyme-linked immunosorbent assay (ELISA). Immunoplates (Maxisorp, Nunc) were coated with 100 l per well of
antigen [Tat (1 g/ml), K1 (5 g/ml), K2 (100 g/ml) or K5
(5 g/ml) in 0.05 M carbonate buffer, pH 9.6] for 2 h (16 h
for Tat coating) at 37 ◦ C. Wells were washed with 0.05%
Tween 20 in PBS (PBS-Tween) in an automated washer
(Immunowash 1575, Bio-Rad Laboratories, Hercules, CA)
and blocked with PBS containing 3% BSA (Sigma) for
90 min at 37 ◦ C. Sera were diluted in PBS containing 3%
BSA. Each serum was tested on two coated wells (specific
reactivity) and on one uncoated well (unspecific reactivity). The lowest serum dilution was 1:100. After extensive
washing, 100 l aliquots were added to each well in duplicate and incubated for 90 min at 37 ◦ C. Plates were washed
and 100 l per well of horse-radish peroxidase-conjugated
sheep anti-mouse IgG (Amersham Pharmacia Biotech, Uppsala, Sweden), diluted 1:1000 in PBS-Tween containing
1% BSA, were added. After incubation for 90 min at room
temperature, plates were washed and incubated with peroxidase substrate (ABTS) (Roche, Milan, Italy) for 40 min
at room temperature. The reaction was blocked with 0.1 M
citric acid and the absorbency was measured at 405 nm in
an automated plate reader (ELX-800, Bio-Tek Instruments,
Winooski, UT). The reaction value of each sample was
calculated as the difference between the OD of coated and
uncoated wells (OD405 ). The cut-off corresponded to the
mean OD405 (+3S.D.) of sera of control mice, tested in
three independent assays.
2.5. Tat-specific T cell proliferation
Mononuclear cells were purified from spleens as described [17]. Cells were cultured in the presence of Tat
(1 or 5 g/ml) or ConA (10 g/ml, Sigma), and proliferation was determined by [3 H]thymidine incorporation [17].
Cut-off values for pCV-tat or pCV-tat/copolymer mice samples correspond to the mean SI (+2S.D.) of control mice
immunized with pCV-0 alone or with the corresponding
pCV-0/copolymer complex, respectively.

1105

2.6. Tat-specific CTL response
Monolayer cultures of murine BALB/c 3T3 fibroblasts
(H2d haplotype) were grown in Dulbecco’s minimal essential medium (Sigma) supplemented with 10% FBS and
transfected with pRPneo-c/Tat vector or pRPneo-c control plasmid [33]. Stable clones of BALB/c 3T3-Tat expressing cells and BALB/c 3T3-pRPneo-c (referred to as
BALB/c-control cells) were selected with G418 (350 g/ml,
Sigma). Tat-expression was monitored following transfection of cells with pU3RCAT where transcription of the
reporter chloramphenicol acetyl transferase (CAT) gene
is driven by the HIV-1 LTR promoter [32,33]. Mononuclear cells were purified from spleen of mice as described
above, and seeded (2 × 105 per well) in 96 U-bottomed
well plates (Nunc). Tat-specific CTL responses were assayed on fresh unstimulated lymphocytes, and on lymphocytes stimulated for 5 days by co-cultivation at 20:1 ratio
with BALB/c 3T3-Tat expressing cells, previously irradiated with 30 Gy (137 Cs). Cytotoxic activity of the cultures
was tested in standard 5 h 51 Cr-release assays at an E/T
ratio of 20:1 [34]. Percent specific lysis was calculated
as 100 × (cpm sample − cpm medium)/(cpm Triton-X
100 − cpm medium). Spontaneous release was always
below 20%. Lysis of BALB/c-control cells (non-specific
lysis) by effector cells ranged between 0 and 2%. Percentage of Tat-specific lysis were subtracted of values of
non-specific lysis, and net values ≥10% were considered
positive.
2.7. Histological, histochemical and
immunohistochemical procedures
At sacrifice animals were subjected to autopsy. Sample
of cutis, subcutis and skeletal muscles at the sites of injection and other organs (lungs, heart, intestine, kidneys,
spleen and liver) were taken and processed for histologic
examination, after fixation in 10% formalin for 12–24 h
and embedding in paraffin. The 3–5 m paraffin-embedded
sections were stained with hematoxylin and eosin, subjected to periodic acid Shiff (PAS) reaction without or
with diastase (Sigma) treatment, and to Pearl’s reaction for ferric iron. The avidin–biotin–peroxidase complex technique was used for the immunohistochemical
studies performed on paraffin sections. The panel of antibodies included S-100 (DAKO, Denmark), HH-F 35
(DAKO) for detection of ␣-actin, CD68 and Mac387
(DAKO) for detection of macrophages. Briefly, after deparaffinization and rehydration, endogenous peroxidase
was blocked with 0.3% H2 O2 in methanol; samples were
then incubated with primary antibodies for 10–12 h at
4 ◦ C. Biotinilated-anti-mouse and anti-rabbit immunoglobulins (Sigma) were utilized as secondary antibodies. Specific reactions were detected following incubation with
avidin–biotin-peroxidase-conjugated and development in
diaminobenzidine (Sigma).
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2.8. Statistical analysis
χ 2 -test was performed as described [35].
3. Results

Table 1
Lymphoproliferative responses to Tat
Immunogen (dose)

3.3. Analysis of anti-Tat CTL responses
Specific anti-Tat CTL activity was detected after immunization with pCV-tat/K2, pCV-tat/K5, or with naked
pCV-tat DNA (Table 2), but not with pCV-tat/K1 (data not
shown). A substantial CTL response to Tat was induced in
5/5 (100%) mice vaccinated with 1 g of pCV-tat/K2, both
with fresh splenocytes or with splenocytes co-cultivated
with BALB/c 3T3-Tat expressing cells. In some animals,
the magnitude of response was not significantly increased
after re-stimulation. A possible reason may be that anti-Tat
CTL responses derive from cells that in vivo are highly
activated, as suggested by the results on fresh unstimu-

ConAa

2
3
4
7

4/4
–
–
–

2.9 138
3.6 121
2.25 57.8
2.1 112

pCV-tat/K1 (10 g/10 g)

1
2
3
4
7

3/5
–
–
–
–

1.2
12
1.8
20.8
3.28 139
2.9
20
0.9
8

pCV-tat/K1 (30 g/30 g)

1
2
3
5
6
7

2/6
–
–
–
–
–

1.5
1.4
2.34
2.13
1.2
0.8

53
36
43
17.7
19.6
12

pCV-tatb (1 g)

6
7
8
9
10

1/5
–
–
–
–

1.33
1.98
0.81
0.87
8.07

17.39
14.24
8.83
9.27
11.89

pCV-tat (10 g)

1
2
3
4
7
8
9

7/7
–
–
–
–
–
–

pCV-tat (30 g)

6
7
8
9
10

1/5
–
–
–
–

3.2. Analysis of Tat-specific T cell proliferation
The presence of cell-mediated immune responses to
Tat was evaluated on splenocytes of immunized mice.
Tat-specific T cell proliferation was detected only in mice
immunized with pCV-tat/K1 and pCV-tat alone. Specifically, as shown in Table 1, Tat-specific T cell proliferation
was detectable in 4/4 (100%), in 3/5 (60%) and in 2/6 (33
%) mice immunized, respectively, with 1, 10 and 30 g of
pCV-tat/K1, and in 1/5 (20%), in 7/7 (100%) and in 1/5
(20%) mice immunized, respectively, with 1, 10 or 30 g of
naked pCV-tat DNA. From estimates of χ 2 , the percentage
of the responders in the group of mice immunized with 1
g of pCV-tat/K1 was significantly different from that of
mice immunized with 1 g of naked pCV-tat (P < 0.05).
In contrast, the difference in the percentage of the responders was not significant between groups immunized with 10
or 30 g of pCV-tat/K1 or pCV-tat alone. All animals vaccinated with pCV-tat/K2 or with pCV-tat/K5 did not show
detectable Tat-specific T cell proliferation, at any dose of
the immunogen (data not shown).

Tata

pCV-tat/K1b (1 g/1 g)

3.1. Analysis of the humoral response to Tat
Anti-Tat-specific IgG were never detectable in all mice
immunized with pCV-tat/K1, pCV-tat/K2, and pCV-tat/K5,
independently of the dose of immunogen that was administered, and of the block copolymer forming the micellar-type
particles. Similarly, a lack of detectable anti-Tat IgG was observed in control mice immunized with pCV-tat alone (data
not shown). These results are in agreement with the previous pCV-tat DNA monkeys’ study showing that anti-Tat
antibodies were absent or barely detectable in animals vaccinated intramuscularly with the pCV-tat plasmid DNA
[22].

Mice ID Number of
number responding mice

7.1
6.5
5.9
11.9
6.9
7
8.6
6.58
2.30
1.91
1.97
1.31

11
13.6
11.4
16.4
19.2
13.7
10.4
35.39
13.71
15.25
6.53
4.42

a Values represent the SI of murine splenocytes after Tat (1 or 5 g/ml)
or ConA (10 g/ml) addition. SI higher than cut-off (1.6 and 2.75 for mice
immunized with pCV-tat/K1 or with pCV-tat alone, respectively) were
considered positive. All mice inoculated with pCV-tat/K2 and pCV-tat/K5
responded to ConA (SI between 10 and 89) but not to Tat.
b The difference in T cell proliferation between the groups vaccinated
with 1 g of pCV-tat/K1 and naked pCV-tat was statistically significant
(P < 0.05).

lated splenocytes. Thus, in vitro re-stimulation may lead
to super-activation, and death, of antigen-specific CTLs
that, consequently, are not detectable after 5 days of
co-cultivation. In contrast, no CTL response to Tat was observed in mice immunized with 10 or 30 g of pCV-tat/K2,
as in control mice injected with pCV-0/K2. Similarly, in
the groups of mice immunized with pCV-tat/K5, only vaccination with 1 g of pCV-tat/K5 generated specific CTL
responses in 4/6 (66%) mice, whereas anti-Tat CTLs were
not detectable in animals immunized with 10 g and 30 g
of pCV-tat/K5, as in control mice injected with pCV-0/K5.
CTL responses to Tat were also detectable in splenocytes,
fresh or co-cultivated, from 2/5 (40%), 4/9 (44%) and 1/5
(20%) mice, respectively, after immunization with 1, 10 or
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Table 2
CTL response to Tata
Immunogen (dose)

Fresh

BALB/c 3T3-Tat

Number of
responding mice

Percentage of
specific lysis

Number of
responding mice

Percentage of
specific lysis

pCV-tat/K2b (1 g/1 g)
pCV-tat/K2 (10 g/10 g)
pCV-tat/K2 (30 g/30 g)
pCV-0/K2 (30 g/30 g)

5/5
0/6
0/7
0/4

17.8 (10–32)
0
0
0

5/5
0/6
0/7
0/4

22.6 (16–28)
0
0
0

pCV-tat/K5 (1 g/20 g)
pCV-tat/K5 (10 g/200 g)
pCV-tat/K5 (30 g/600 g)
pCV-0/K5 (30 g/600 g)

2/6
ND
ND
0/5

16 (14–18)
ND
ND
0

3/6
0/4
0/6
0/5

12 (10–13)
0
0
0

pCV-tatb (1 g)
pCV-tat (10 g)
pCV-tat (30 g)
pCV-0 (30 g)

0/5
4/9
0/5
0/3

0
15.5 (10–23)
0
0

2/5
0/9
1/5
0/3

13.5 (12–15)
0
19
0

ND: not done.
a Mice splenocytes were tested, unstimulated (fresh) or after co-cultivation with BALB/c 3T3-Tat expressing cells for 5 days (BALB/c 3T3-Tat), on
syngeneic target BALB/c 3T3-Tat cells. The number of responding mice and the mean percentage of specific lysis, with range indicated in parentheses,
are reported.
b The difference in CTL response among groups vaccinated with 1 g of pCV-tat/K2 and pCV-tat was significant (P < 0.05).

30 g of naked pCV-tat DNA. From the estimates of χ 2 , the
percentage of responders in the group of mice vaccinated
with pCV-tat/K2 (1 g) was statistically different from that
of mice injected with the same dose of naked pCV-tat (P <
0.05), whereas the difference induced by pCV-tat/K5 (1 g)
as to 1 g of pCV-tat alone was not statistically different.
3.4. Histological, histochemical and
immunohistochemical analyses of mice tissues
As shown in Fig. 1, small foci of necrosis involving muscle fibers with a poor cellular inflammatory reaction were
observed at the site of injection in mice injected with the
DNA/copolymer complexes, as compared to control mice
injected with naked pCV-0 or pCV-tat DNA. In particular macrophages, showing good reactivity to CDE68 and
Mac387 antibodies, were constantly present in the muscular
fascia, in the surrounding adipose tissue and, to a lesser extent, in the subcutaneous tissue. The number of macrophages
was related to the dose of copolymer injected, since it
was higher in the mice inoculated with the highest dose of
DNA/copolymer complexes and inconspicuous in control
animals injected with naked pCV-0 or pCV-tat DNA. The
intensity of the macrophages reaction was, instead, not
related to the dose of pCV-0 or pCV-tat DNA in the complexes. The cytoplasm of the macrophages contained PAS
and PAS-D positive microspherules, corresponding to the
DNA/copolymer complexes. T and B lymphocytes were not
found in the inflammatory reaction. Macrophages containing PAS-reactive microspherules were observed in dilated
sinuses of some regional lymph nodes of mice immunized
with the DNA/copolymer complexes, but not in control
mice immunized with naked DNA. Liver presented normal

lobular architecture with increased number of Kupffer cells.
In the portal tract, some Kupffer cells and macrophages
contained PAS-reactive microspherules in the cytoplasm,
whereas hepatocytes appeared normal. These cells were
not observed either in the sinusoid or in the portal tracts of
control mice immunized with naked DNA. No specific alterations that may be related to injection of DNA/copolymer
complexes were reported in the other organs examined, as
compared to mice injected with naked DNA.
3.5. Evaluation of the immunogenicity of cationic
block copolymers
Since one of the most important characteristics required
for a DNA delivery system is the lack of immunogenicity, we
determined whether K1, K2 and K5 were capable of eliciting
antibody responses. The presence of antibody to K1, K2 and
K5 was determined in mice sera after the 3rd, 4th and 5th
immunization and at sacrifice (bleedings I–IV). The results
are reported in Table 3. Data indicated that the cationic block
copolymers were scarcely immunogenic. In fact, an antibody
response to K1, K2 and K5 was found only in a few mice,
and was proportional to the dose and the number of boosts
of block copolymers. Indeed, specific antibodies anti-cation
block copolymers were generally absent or at very low titres
in mice injected with 1 g of K1 and K2 or with 20 g of K5,
whereas mice injected with the highest doses of K1, K2 and
K5 developed antibodies. Moreover, after the injection of 10
or 30 g of K1 or K2, and of 200 or 600 g of K5, antibodies
were detectable earlier, after the 4th immunization (bleeding
II), as compared to mice receiving 1 g of K1 or K2, or
20 g of K5 in which antibodies were barely detectable even
after six immunizations (bleeding IV).
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Fig. 1. Histologic examination of mice tissues after injection of DNA/copolymer complexes by the i.m. route. One representative mouse is shown.
Inflammatory reaction consisting exclusively of macrophages infiltrates in the muscular fibers at the site of inoculation (a), and the contiguous interstitial
tissue (b); macrophages around to the muscle fibers show large cytoplasm containing PAS-reactive granules corresponding to the DNA/copolymer
complexes (c) and strong reactivity to anti-CD68 antibody (d). Kupffer cells and macrophages containing granules are found in the liver (e) and in the
marginal sinus of regional lymph nodes (f). No other differences were reported between mice injected with the DNA/copolymer complexes and naked
DNA. PAS reaction: (a) 160×, (c) 400×. Hematoxylin–eosin staining: (b) 63×, (e) 250×. Anti-CD68 staining: (d) 160×. Perl’s reaction: (f) 63×.

4. Discussion
A DNA vaccine is easy and cheap to produce in large
amount, stable and safe, as suggested by studies in mice
and monkeys [17–20,22,27] and by many independent
DNA vaccination studies in small and large animal models
[26,36], in non-human primates [37], and in human volunteers [21,38,39]. In vivo synthesized antigens elicit broad
immune responses, including CTLs [27,40]. Furthermore,
due to the presence of unmethylated CpG sequences, a
DNA vaccine has the advantage to boost the innate immunity that potentate the adaptive immunity [22,41]. However,
DNA vaccination generally requires high dose of DNA
(100 g in mice up to 2–4 mg in non-human primates and
in humans) and many boosters [17,19,22,27,37,39] which
raise the costs of production and, most importantly, may
reduce the success of vaccination especially in developing

countries where infrastructures and logistic may represent a
major obstacle. The high dose and multiple boosts requirements are likely due to massive enzymatic degradation,
both extra- and intracellularly, of the majority of the DNA
molecules injected, and to the low efficiency of transfection
of naked DNA, so that only few intact DNA molecules may
reach the nucleus, be expressed and available for antigen
presentation. To improve the DNA vaccination approach,
we have developed a novel class of cationic block copolymers capable of protecting DNA from DNAse I degradation
and of enhancing delivery of DNA to APCs after i.m.
injection. To use a vaccine relevant antigen, which is a relatively poor immunogen and for which CTL responses are
required for protection [11–16,22], we chose the HIV-1 tat
gene. As concerned tat DNA vaccination, studies in which
high doses of different tat expressing plasmids and multiple
boosts were used have been already published by us (in
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Table 3
Humoral response to cationic block copolymersa
Immunogen (dose)

Bleedings
I

II

III

IV

pCV-tat/K1 (1 /1 g)
pCV-tat/K1 (10 /10 g)
pCV-tat/K1 (30 /30 g)
pCV-0/K1 (30 /30 g)

0/4
0/5
0/6
0/4

0/4
0/5
0/6
0/4

0/3b
0/5
0/6
2/3b (1000)

0/4
0/5
0/6
0/4

pCV-tat/K2 (1 g/1 g)
pCV-tat/K2 (10 g/10 g)
pCV-tat/K2 (30 g/30 g)
pCV-0/K2 (30 g/30 g)

0/5
0/6
0/7
2/3b (500)

0/5
0/6
0/7
3/4b (500–1000)

0/5
0/6
3/7 (500)
4/5 (500–1000)

2/5 (500)
4/6
5/7 (500–1000)
4/4b (1000)

pCV-tat/K5 (1 g/20 g)
pCV-tat/K5 (10 g/200 g)
pCV-tat/K5 (30 g/600 g)
pCV-0/K5 (30 g/600 g)

0/7
0/6
0/7
0/5

0/7
2/6 (500–1000)
4/7 (1000)
2/5 (1000)

0/7
2/6 (500–1000)
5/6b (500)
3/5 (500–1000)

0/6b
0/4b
4/6b (500–1000)
5/5 (500–1000)

a Mice sera were assayed by ELISA, using K1, K2 or K5 block copolymers as the antigen, after the 3rd, 4th, 5th and 6th immunization (bleedings
I–IV). Results are expressed as number of responding mice, with the range of end point ELISA IgG titers indicated in parentheses.
b The different number of total mice tested is due to the fact that for some animals sera were not available for all bleedings.

mice and monkeys) and by others (in mice and humans)
[17–22]. Anti-Tat-specific CTL responses were detected
in two of these studies. One is our monkeys study, where
0.5–1 mg of pCV-tat DNA was given intramuscularly for
seven immunizations (22); the other is a mice study (20) in
which animals were immunized by gene gun with 6 g of
a different tat expressing plasmid for six times. Of note, in
the same study anti-Tat CTL responses were not detected
in mice immunized six times i.m. with 150 g of tat DNA.
This study demonstrates an enhancement of the
antigen-specific CTL response with 1 g of tat DNA associated with K2 and with K5, as compared to 1 g of naked
pCV-tat, even though the degree of CTL induction was
higher and significantly different only with the tat/K2 complex. In contrast, vaccination with 10 and 30 g of tat/K2
or tat/K5 was totally ineffective at inducing an immune
response to Tat. In addition, the results show a significant
enhancement of antigen-specific T cell proliferation again
with the lowest dose of tat DNA complexed with K1, as
compared to 1 g of naked tat DNA, whereas at the higher
doses differences were not statistically significant.
The enhancing effect of the lowest dose of DNA/copolymer complexes on anti-Tat immune response, as compared
to immunization with naked tat, may depend on several
reasons. First, the block copolymers protect DNA from enzymatic degradation [23]. In this respect, we have observed
in previous studies that the expression of 1 g of pCV-tat
DNA in vivo is detectable by RT-PCR only when the DNA
is complexed with the copolymer, and even when mice are
injected with 10 g of naked pCV-tat DNA the expression of
tat remains undetectable or is barely detectable [25]. Second,
at the higher doses the dissociation of the DNA/copolymer
complexes, and/or the DNA topology, may be inadequate in
vivo, whereas the dose of 1 g may be optimal for slow and
continuous release and expression of DNA from the polyion

complex, determining a prolonged antigen expression and
presentation [42]. Third, the micellar-type particles induce
a more intense macrophage recruitment at the site of inoculation, as compared to naked DNA. This situation may
favor antigen capture and processing by macrophages and
by immature circulating dendritic cells (DCs), which are
the most effective antigen-capturing cells and key for initiation and regulation (Th1 or Th2) of the immune response,
as shown by others [24,42–48], leading to a pure Th1 response, with enhancement of antigen-specific proliferation
and CTL responses. In this respect, although the reason for
the differential induction of antigen-specific proliferation
and CTL responses by K1, and K2–K5, respectively, is
unclear, it is possible that upon APC uptake the K1/and the
K2–K5/DNA complexes are differently processed and the
antigen-derived epitopes are presented to different subsets of
T cells, CD4+ or CD8+, respectively. In this scenario it is
conceivable that co-immunization with both tat/copolymers
complexes may broaden the immune response to Tat.
As concerned naked DNA vaccination, the results show
that the strongest immune response against Tat was elicited
by the dose of 10 g. The reason why immunization with
30 g of naked tat was less effective is unclear. However,
since the antigen concentration is critical for induction of
immune responses and each antigen has its optimal immunogenic dose, it is conceivable that 10 g is the optimal dose
for pCV-tat DNA vaccination in this system.
An important concern of a delivery system for use in humans is toxicity and immune reactivity [40,49]. To this goal,
a long-term vaccination protocol, with repeated boosts, was
used and serological responses to the copolymers were analyzed. With regard to the safety issue, the results indicate
that this novel class of cationic block copolymers associated
with DNA is safe, even after six administrations with high
doses. No local adverse reactions nor difference in health
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conditions and behavior, such as liveliness, vitality, weight,
motility, sheen of hair, were observed during the 5 months of
observation in mice vaccinated with all the DNA/copolymer
complexes, as compared to mice treated with naked pCV-tat
or pCV-0 DNA, or to untreated animals. Moreover, no specific histological alterations that may be related to injection of the DNA/copolymer complexes were observed, as
indicated by similar histological pictures reported for all
mice, vaccinated both with naked and copolymer-complexed
DNA. As regard to immune reactivity, the results suggest
that the copolymers are scarcely immunogenic. An antibody
response was detected only after four or five injections of the
highest doses of the DNA/copolymer complexes, whereas
it was absent or barely detectable after six administrations
of the lowest dose. Thus, it is conceivable that if fewer
immunizations with the lower dose of the DNA/copolymer
complexes can elicit an effective immune response to Tat,
the immune response to the delivery system is likely to be
insignificant.
In conclusion, the results presented here indicate that these
new synthetic cationic block copolymers (in particular K2)
represent a novel approach for gene delivery for vaccination
purpose. They are safe, cheap and easy to produce, to storage
and to transport. In addition, the tat DNA/copolymer complexes are easy and fast to prepare, and no purification steps
are required. They protect DNA from DNAse I degradation, and enhance the anti-Tat proliferation and, importantly,
the antigen-specific CTL response with a very low dose of
DNA. Studies are ongoing to determine the effectiveness
of these polymers after fewer immunizations. Of note, our
new synthetic strategy allows a fine control of the copolymer chemical structure and, consequently, a fine modulation of the inherent complexing propensity of the polycation
block towards DNA [23]. Finally, even though the concept
of cationic block copolymers that assemble and condense
around DNA has also been described by other groups [46],
this is the first report, to our knowledge, of their application
for DNA vaccination purpose.

Acknowledgements
This work was supported by Italian grants from the
Istituto Superiore di Sanità (AIDS Project, and the Italian
Concerted Action on HIV-AIDS Vaccine Development),
from the Associazione Nazionale per la lotta contro l’AIDS
(ANLAIDS) and from MURST 60%. We thank Massimo
Lanfredi for animal care, Irene Mantovani for technical
support, and Cinzia Fortini for helpful assistance in CTL
assays and discussion of the manuscript.
References
[1] Luo D, Saltzman WM. Enhancement of transfection by physical
concentration of DNA at the cell surface. Nat Biotech 2000;18:
893–5.

[2] Chion HC, Tangco MV, Levine SM, et al. Enhanced resistance to
nuclease degradation of nucleic acids complexed to asialoglycoproteins-polylysine carriers. Nucleic Acids Res 1994;22:5439–46.
[3] MacLaughlin FC, Mumper RJ, Wang J, et al. Chitosan and
depolymerized chitosan oligomers as condensing carriers for in vivo
plasmid delivery. J Control Rel 1998;56:259–72.
[4] Remy JS, Abdallah B, Zanta MA, Boussif O, Behr JP, Demeneix
B. Gene transfer with lipospermines and polyethyleneimines. Adv
Drug Deliv Rev 1998;30:85–95.
[5] van der Wetering P, Cherng J-Y, Talsma DJA, Hennink WE.
Relation between transfection efficiency and cytotoxicity of poly(2dimethylamino ethyl methacrylate)/plasmid complexes. J Control Rel
1997;49:59–69.
[6] van der Wetering P, Cherng J-Y, Talsma DJA, Crommelin
DJA, Hennink WE. 2-Dimethylamino ethyl methacrylate based
(co)polymers as gene transfer agents. J Control Rel 1998;53:145–53.
[7] Katayose S, Kataoka K. Remarkable increase in nuclease
resistance of plasmid DNA through supramolecular assembly with
poly(ethylene glycol)–poly(l-lysine) block copolymer. J Pharm Sci
1998;87:160–3.
[8] Wolfert MA, Schecht EH, Toncheva V, Ulbrich K, Nazarova O,
Seymour LW. Characterization of vectors for gene therapy formed
by self assembly of DNA with synthetic block copolymers. Hum
Gene Ther 1996;7:2123–33.
[9] Mestecky J, Eldridge JH. Targeting and controlled release of antigens
for the effective induction of secretory antibody-responses. Curr Opin
Immunol 1991;3:492–5.
[10] Luo D, Woodrow-Mumford K, Belcheva N, Saltzman WM. Controlled DNA delivery systems. Pharm Res 1999;16:1300–8.
[11] Froebel KS, Aldhous MC, Mok JY, Hayley J, Arnott M, Peutherer
JF. Cytotoxic T lymphocyte activity in children infected with HIV.
AIDS Res Hum Retroviruses 1994;2:S83–8.
[12] van Baalen CA, Pontesilli O, Huisman RC, et al. HIV-1 Rev and
Tat specific cytotoxic T lymphocyte frequencies inversely correlates
with rapid progression to AIDS. J Gen Virol 1997;78:1913–8.
[13] Allen TM, O’Connor DH, Jing P, et al. Tat-specific cytotoxic T
lymphocytes select for SIV escape variants during resolution of
primary viraemia. Nature 2000;407:386–90.
[14] Cafaro A, Caputo A, Fracasso C, et al. Control of SHIV89.6P
infection of cynomolgus monkeys by the HIV-1 Tat protein vaccine.
Nat Med 1999;5:643–50.
[15] Cafaro A, Caputo A, Maggiorella MT, et al. SHIV89.6P pathogenicity in cynomolgus monkeys and control of viral replication and
disease onset by human immunodeficiency virus type 1 Tat vaccine.
J Med Primatol 2000;29:193–208.
[16] Osterhaus ADME, van Baalen CA, Gruters RA, et al. Vaccination
with Rev and Tat against AIDS. Vaccine 1999;17:2713–4.
[17] Caselli E, Betti M, Grossi MP, et al. DNA immunization with
HIV-1 tat mutated in the transactivation domain induces humoral
and cellular immune response against wild-type Tat. J Immunol
1999;162:5631–8.
[18] Hinkula J, Svanholm C, Schawartz S, et al. Recognition of prominent
viral epitopes induced by immunization with human immunodeficiency virus type 1 regulatory genes. J Virol 1997;71:5528–39.
[19] Hinkula J, Lundholm P, Wahren B. Nucleic acid vaccination with
HIV regulatory genes: a combination of HIV-1 genes in separate
plasmids induces strong immune responses. Vaccine 1997;15:874–8.
[20] Tahtinem M, Strengell M, Collings A, et al. DNA vaccination in mice
using HIV-1 nef, rev and tat genes in self-replicating pBN-vector.
Vaccine 2001;19:2039–47.
[21] Calarota S, Bratt G, Nordlund S, et al. Cellular toxicity response
induced by DNA vaccination in HIV-1 infected patients. Lancet
1998;351:1320–5.
[22] Cafaro A, Titti F, Fracasso C, et al. Vaccination with DNA
containing tat coding sequences and unmethylated CpG motifs
protects cynomolgus monkeys upon infection with simian/human
immunodeficiency virus (SHIV89.6P). Vaccine 2001;19:2862–77.

A. Caputo et al. / Vaccine 21 (2003) 1103–1111
[23] Laus M, Sparnacci K, Ensoli B, et al. Complex associates of plasmid
DNA and a novel class of block copolymers with PEG and cationic
segments as new vectors for gene delivery. J Biomater Sci Polym
Ed 2001;12:209–28.
[24] Anderson JM, Shive MS. Biodegradation and biocompatibility of
PLA and PLGA microspheres. Adv Drug Deliv Rev 1997;28:5–24.
[25] Caputo A, Betti M, Altavilla G, et al. Micellar-type complexes of
tailor-made synthetic block copolymers containing the HIV-1 tat
DNA for vaccine application. Vaccine 2002;22:2303–17.
[26] Donnelly JJ, Friedman A, Maritnez D, et al. Preclinical efficacy of
a prototype DNA vaccine: enhanced protection in antigenic drift in
influenza virus. Nat Med 1995;1:583–7.
[27] Robinson HL, Pertmer TM. DNA vaccines for viral infections: basic
studies and applications. Adv Virus Res 2000;55:1–74.
[28] Arya SK, Guo C, Joseph SF, Wong-Staal F. The trans-activator
gene of human T-lymphotropic virus type III (HTLV-III). Science
1985;229:69–73.
[29] Chang HC, Samaniego F, Nair BC, Buonaguro L, Ensoli B. HIV-1
Tat protein exits from cells via a leaderless secretory pathway and
binds to extracellular matrix-associated heparan sulfate proteoglycans
through its basic region. AIDS 1997;11:1421–31.
[30] Ensoli B, Buonaguro L, Barillari G, et al. Release, uptake, and effects
of extracellular human immunodeficiency virus type 1 Tat protein
on cell growth and viral transactivation. J Virol 1993;67:277–87.
[31] Davis LG, Dibner MD, Battey JF. In: Davis LG, Dibner MD, Battey
JF, editors. Basic methods in molecular biology. NY: Elsevier; 1986.
[32] Betti M, Voltan R, Marchisio M, et al. Characterization of HIV-1
Tat proteins mutated in the transactivation domain for prophylactic
and therapeutic application. Vaccine 2001;19:3408–19.
[33] Caputo A, Sodroski JG, Haseltine WA. Constitutive expression of
HIV-1 tat protein in human Jurkat T cells using a BK virus vector.
J Acquir Immune Def Syndr 1990;3:372–9.
[34] Gavioli R, De Campos-Lima PO, Kurilla MG, Kieff E, Klein
G, Masucci MG. Recognition of the EBV-encoded nuclear
antigens EBNA-4 and EBNA-6 by HLA A11 restricted cytotoxic
T-lymphocytes: implications for the down-regulation of HLA A11
in Burkitt’s Lymphoma. Proc Natl Acad Sci USA 1992;89:5862–6.
[35] Sokak RR, Rohlf FJ. In: Sokac RR, Rohlf FJ, editors. Biometry:
the principles and practice of statistics in biological research. San
Francisco (CA): Freeman Press; 1981. p. 128–34.

1111

[36] Porgador A, Irvine KR, Iwasaki A, Barber BH, Restifo NP, Germain
RN. Predominant role for directly transfected dendritic cells in
antigen presentation to CD8+ T cells after gene gun immunization.
J Exp Med 1998;188:1075–82.
[37] Letvine NL, Montefiori DC, Yasutomi Y, et al. Potent, protective
anti-HIV immune responses generated by bimodal HIV envelope
DNA plus protein vaccination. Proc Natl Acad Sci USA
1997;94:9378–83.
[38] MacGregor RR, Boyer JD, Ugen KE, et al. First human trial of
DNA-based vaccine for treatment of human immunodeficiency virus
type 1 infection: safety and host response. J Infect Dis 1998;178:92–
100.
[39] Wang R, Doolan DL, Le TP, et al. Induction of antigen-specific
cytotoxic T lymphocytes in humans by a malaria DNA vaccine.
Science 1998;282:476–80.
[40] Li S, Huang L. Nonviral gene therapy: promises and challenge. Gene
Ther 2000;7:31–4.
[41] Scheule RK. The role of CpG motifs in immunostimulation and gene
therapy. Adv Drug Deliv Rev 2000;44:119–34.
[42] Zauner W, Farrow NA, Haines AMR. In vitro uptake of polystyrene
microspheres: effect of particle size. J Control Rel 2001;71:39–
51.
[43] Banchereau J, Steinman RM. Dendritic cells and the control of
immunity. Nature 1998;392:245–52.
[44] Banchereau J, Briere F, Caux C, et al. Immunobiology of dendritic
cells. Annu Rev Immunol 2000;18:767–811.
[45] Pulendran B, Palucka K, Banchereau J. Sensing pathogens and tuning
immune response. Science 2001;293:253–6.
[46] De Smedt SC, Demeester J, Hennink WE. Cationic polymer based
gene delivery systems. Pharm Res 2000;17:113–26.
[47] Hanes J, Cleland JL, Langer R. New advances in microsphere-based
single-dose vaccines. Adv Drug Deliv Rev 1997;28:97–119.
[48] Singh M, Briones M, Ott G, O’Hagan D. Cationic microparticles: a
potent delivery system for DNA vaccines. Proc Natl Acad Sci USA
2000;97:811–6.
[49] Rihova B. Biocompatibility of biomaterials: hemocompatibility,
immunocompatibility and biocompatibility of solid polymeric
materials and soluble targetable polymeric carriers. Adv Drug Deliv
Rev 1996;21:157–76.

