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Abstract

Background: Human cytomegalovirus (HCMV) causes serious HCMV-related diseases in immunocompromised
people. Vaccination is the most effective measure to control infection with the pathogen, yet no vaccine has been
licensed till now. We performed a head-to-head comparison of the protective abilities of multiple DNA vaccines in
murine model of murine cytomegalovirus (MCMV) infection.

Methods: Five DNA vaccines were constructed. Four encoding MCMV proteins gp34 (m04), p65 (M84), DNA
helicase (M105), and immediate-early 1 protein pp89 (IE-1) , respectively, which were reported to induce CD8+ T cell
responses, were compared with the one expressing gB (M55), the neutralizing antibody target antigen, for immune
protection in BALB/c mice. Mice were immunized with these DNA vaccines 1 to 4 times via intramuscular injection
followed by electroporation, and were subsequently infected with a lethal dose (3 × LD50) of highly virulent
SG-MCMV. Specific antibodies and IFN-γ secreting splenocytes were detected by immunoblotting and ELISPOT,
respectively. Protective abilities in mice provided by the vaccines were evaluated by residual virus titers in organs,
survival rate and weight loss.

Results: These DNA vaccines, especially m04, M84 and IE-1, could effectively reduce the virus loads in salivary
glands and spleens of mice, but they couldn’t completely clear the residual virus. Survival rates of 100% in mice
after a lethal dose of MCMV infection could be reached by more than one dose of M84 vaccine or two doses of
m04 or IE-1 vaccine. Immunization with M55 or M105 DNA at four doses offered mice only 62.5% survival rate
after the lethal challenge.

Conclusions: The study demonstrated that DNA vaccines could effectively afford mice protection against infection
with a highly virulent MCMV and that the protection offered by induced CD8+ T cell immunity might be superior to
that by gB-specific antibodies. These results are valuable references for development and application of HCMV vaccines.

Keywords: Cytomegalovirus, DNA vaccine, M04 (gp34), M84 (p65), M105 (DNA helicase), IE-1 (pp89),
M55 (glycoprotein B)
Background
Human cytomegalovirus (HCMV) is a common human
herpesvirus, with infection rate of 40 ~ 90% in general
population. However, it only causes clinical symptoms in
people with a not-fully-developed or compromised immune
system, such as newborns, organ transplant patients and
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people infected with human immunodeficiency virus [1].
Each year, 0.4 ~ 0.7% of newborns have congenital HCMV
infections in the United States, of which 12.7% show some
symptoms at birth and ultimately develop hepatospleno-
megaly, thrombocytopenic purpura, microcephaly, sensori-
neural hearing loss (SNHL) and/or neurodevelopmental
delay [2,3]. No specific treatment is currently available for
HCMV infected pregnant women and infants with con-
genital or perinatal HCMV infections. Vaccination is the
most effective measure to control infection with the patho-
gen. Development of a vaccine against HCMV infection
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has been identified as a high priority goal in biomedical re-
search [4], yet no vaccine has been licensed till now due to
unsatisfactory results of clinical trials on the current
HCMV vaccine candidates. Many researches are still in pre-
clinical stage except three, two with a neutralizing antibody
inducing gB subunit vaccine plus MF59 adjuvant [5,6] and
one with a bivalent DNA vaccine (TransVax™) containing
plasmids encoding gB and pp65 formulated with poloxa-
mer CRL1005 and benzalkonium chloride, which have
completed phase II clinical trials [7]. The gB/MF59 vaccine
exhibited a vaccine efficacy of 50% in CMV-seronegative
women and had the potential to decrease incident
cases of maternal and congenital CMV infection [6].
The gB/MF59 and the DNA vaccine both could limit
the periods of viraemia and consequently the need
for antiviral treatment in organ-transplant patients
[5,7]. The paper by F. Rieder and C. Steininger reviewed
these completed phase II clinical trials on HCMV
vaccines [8]. Now evaluation of ASP0113 (formerly
TransVax™) is ongoing in phase III trials (NCT01877655
at www.clinicaltrials.gov).
A suitable animal model is very useful for the study of

HCMV pathogenicity and protective immune responses
of HCMV vaccines in humans. However, strict species
specificity of CMV has restricted the possibility of estab-
lishing an animal model of HCMV infection. The MCMV
is similar to HCMV in virion structure, genome organi-
zation, gene expression, tissue tropism and latency. There-
fore, mouse model of MCMV infection has now been
widely used in exploring HCMV infection [9,10]. Similar
with HCMV, MCMV is expressed in three sequential
phases, immediate early (IE), early (E) or late (L) after
infecting host cells, which show coordinate regulation and
temporal control [11]. MCMV M123 (IE-1) is the hom-
ologous gene of HCMV UL123 (IE-1), and is expressed at
the IE phase of MCMV replication as a non-structural
protein pp89. M84 is expressed in E phase of replication
as a non-structural protein of 65 kD (p65), and its homo-
logous protein pp65 in HCMV is the main antigen for
cytotoxic T lymphocyte (CTL) response against HCMV
infection in humans [12,13]. The m04 gene is only present
in MCMV, and is expressed in E phase of virus replication
as gp34 protein and plays an important role in immune
escape of MCMV [14,15]. M105 is expressed as DNA heli-
case of MCMV, which is necessary for MCMV replication
in the host. M105 and its HCMV homolog UL105 are
highly conserved [16]. M55 gene and its HCMV counter-
part UL55 gene both encode the envelope glycoprotein B
(gB), the target antigen recognized by CMV-specific
neutralizing antibodies. As a new type of vaccine, DNA
vaccine could carry antigen-coding genes of a pathogen
and induce humoral and/or cellular immune responses
in vivo. At the same time, DNA vaccine offers a method
for selecting effective antigens. Thus we chose to deliver
viral components in the form of DNA vaccine, and per-
formed a head to head comparison of five different MCMV
DNA vaccines for their capacities in inducing immune
responses and providing protection against MCMV
infections.

Results
Survival rates of mice against a lethal SG-MCMV infection
To evaluate the protection provide by the five DNA vac-
cines, 420 female, 6 ~ 8 week old BALB/c mice were ran-
domly divided into 21 groups, 20 mice each. One group
was the unimmunized control. The other 20 groups were
immunized with m04, M84, M105, IE-1 and M55 DNA
vaccine at a dosage of 100 μg for 1 ~ 4 times, respectively,
via intramuscular injection plus electroporation. The im-
munization interval was two weeks for multiple doses.
Fourteen days after the final immunization, mice were
infected via intraperitoneal injection with a lethal dose
(3 × LD50) of SG-MCMV. After infection of mice, the sur-
vival rate, body weight change and residue virus loads in
organs were monitored.
The survival rates of mice were recorded within

21 days post-infection (d.p.i.). As shown in Table 1, mice
in control group were unimmunized and all died within
7 days after a lethal virus challenge. Compared with the
control, mice immunized with all the plasmids except
M55 DNA obtained protection against infection even at
one dose of injection, with the survival rates of 81.3%,
75%, 31.3% and 68.8% for m04, M84, M105 and IE-1
groups, respectively. M55 could only provide partial
protection (56.3%) for mice at more than 2 doses of
injection. Among the four DNA vaccines, i.e. m04, M84,
M105 and IE-1,100% survival rate against a lethal MCMV
infection was achieved in mice with more than one dose
of M84 DNA or more than two doses of either m04 or
IE-1 DNA, whereas protective ability provided by M105
was overall poor with multiple immunizations, almost the
same as that by M55. The results demonstrated that
immunization with m04, M84 or IE-1 DNA vaccine could
achieve 100% survival rate against a lethal MCMV infec-
tion. Meanwhile, M105, the same as M55 DNA, only
provided partial protection.

Body weight changes of mice after the lethal SG-MCMV
challenge
Body weight changes of mice were also recorded within
21 days post-infection. As shown in Figure 1, within the
first few days after the challenge, i.e., the acute phase of
infection, all mice had drastic weight loss, but significant
difference was present in some of the m04, M84 and IE-1
groups compared with the control group and the M55
group. In the control group, the maximal weight loss
reached 23% and mice all died within 7 days. The weight
losses of all the immunized groups were lower than that
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Table 1 Survival rates of mice after lethal virus challenge§

Vaccine Survival rates (No. of survivors/No. tested)

One dose Two doses Three doses Four doses

M04 13/16 (81.3%)a,b 15/16 (93.8%)a,b 16/16 (100%)a,b 16/16 (100%)a,b

M84 12/16 (75%)a,b 16/16 (100%)a,b 16/16 (100%)a,b 16/16 (100%)a,b

M105 5/16 (31.3%)a 6/16 (37.5%)a 8/16 (50%)a 10/16 (62.5%)a

IE-1 11/16 (68.8%)a,b 14/16 (87.5%)a,b 16/16 (100%)a,b 16/16 (100%)a,b

M55 0/16 (0%) 0/16 (0%) 9/16 (56.3%)a 10/16 (62.5%)a

Control 0/16(0%)
§Mice were immunized 1 ~ 4 times, at an interval of 2 weeks, with 100 μg plasmid DNAs. Two weeks after the final immunization, mice were challenged with a
lethal dose (3 × LD50) of SG-MCMV. The survival rates of mice were determined 21 days postinfection.
aSignificant difference compared with control animals, P < 0.05.
bSignificant difference compared with the M55 group at the same immunization frequency.
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of the control group, indicating the protective effects
offered by immunization with these DNA vaccines. The
maximal weight losses were on day 3–5 p.i., and after-
wards mice gradually gained weights. Weight loss moder-
ated along with the increase of the immunization frequency
Figure 1 Bodyweight changes after virus challenge. Mice were immun
DNAs encoding M04, M84, M105, IE-1and M55, respectively. Two weeks aft
(3 × LD50) of MCMV and the body weights were measured within 3 weeks
a. Significant difference compared with control group (P < 0.05). b. Significa
of a DNA vaccine. At the same immunization frequency,
the maximal weight losses in m04, M84 and IE-1 groups
were lower than those in M55 and M105 groups. By day
21 p.i., all surviving mice had recovered their body
weight to pre-challenge levels.
ized 1 to 4 times (A-D) at an interval of 2 weeks, with 100 μg plasmid
er the final immunization, mice were challenged with a lethal dose
after the challenge. Data points represent mean ± SD of each group.
nt difference compared with M55 group (P < 0.05).
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Residual virus titers in mice organs after challenge
In the process of infection with SG-MCMV, the spleen
is a key affected organ, in which the virus load in the
infected mice was reported to peak on 5 d.p.i. [17], and
salivary gland is another important organ for virus repli-
cation, latency and dissemination. We harvested spleens
of 4 mice from each group on 5 d.p.i. and salivary glands
of another 4 mice from the surviving mice of each group
on 21 d.p.i.. The samples were homogenized and analyzed
for virus titration by plaque assay on 3T3 cells. The results
are shown in Table 2.
On day 5 after virus infection, the virus titer of spleen

detected in the control group was 105.1 PFU/ml. The
values in all the immunized mice were significantly
lower than that in the control group. In mice immunized
with IE-1, the virus loads of spleen declined as the
immunization frequency increased and the lowest value
was 102.4 PFU/ml at 4 doses. In addition, with 4 doses of
injection, the IE-1 group had a significant decrease com-
pared with other groups; the M84 and m04 groups had
significantly lower virus titers compared with the M55
and M105 groups. There was no significant difference
between the m04 and M84 groups, as well as between
M55 and M105 groups.
As for the virus titers in salivary glands on 21 d.p.i.,

there were no detection data for the control and M55
groups at one and two doses, as no mice survived. The
highest virus titer in salivary glands was 104.2 PFU/ml
when mice were immunized thrice with M55. Compared
with the one-dose immunization, the four-dose immuni-
zation significantly reduced the virus loads in the salivary
glands of mice. In addition, with 4 doses of injection, the
M84, m04 and IE-1groups were significantly lower than
Table 2 Virus titers in the spleen and salivary glands of mice

Vaccine Spleen virus titers (Log10PFU/ml)

One dose Two doses Three doses Four doses

M04 3.9 ± 1.6a 3.5 ± 0.2a,b,e 3.6 ± 0.2a 3.2 ± 0.1a,b,c,d,

M84 3.6 ± 0.2a 3.4 ± 0.0a,e 3.5 ± 0.1a,e 3.3 ± 0.1a,b,e,

M105 3.8 ± 0.2a 3.8 ± 0.1a 3.8 ± 0.1a 3.6 ± 0.5a

IE-1 3.6 ± 0.1a 3.2 ± 0.4a,b,e 2.9 ± 0.2a,b,e 2.4 ± 0.3a,b,c,d,e

M55 3.8 ± 0.1a 3.7 ± 0.0a 3.7 ± 0.1a,b,c 3.5 ± 0.0c,d,e

Control 5.1 ± 0.1
§Mice were immunized 1 ~ 4 times, at an interval of 2 weeks, with 100 μg plasmid D
lethal dose (3 × LD50) of MCMV. Spleen virus titers 5 d.p.i. and salivary gland virus t
each group.
aSignificant difference compared with the control animals, p < 0.05.
bSignificant difference compared with the same DNA vaccine at one dose, p < 0.05
cSignificant difference compared with the same DNA vaccine at 2 doses, p < 0.05.
dSignificant difference compared with the same DNA vaccine at 3 doses, p < 0.05.
eSignificant difference compared with the M55 group at the same immunization fre
fSignificant difference compared with the IE-1 group at 4 doses, p < 0.05.
gSignificant difference compared with the M105 group at 4 doses, p < 0.05.
hSignificant difference compared with the m04 group at 4 doses, p < 0.05.
iSignificant difference compared with the M84 group at 4 doses, p < 0.05.
jNot detected, due to death of the mice.
the M55 group, but there was no significant difference
between the M105 and M55 groups.
The above results demonstrated that these DNA

vaccines, especially m04, M84 and IE-1, could effectively
reduce the virus loads in organs of mice. However, they
were still weak in completely clearing the residual virus.

Humoral immune response of mice to DNA vaccines
Sera samples were collected from 4 mice of each group
by tail bleeding 13 days after the last immunization. The
specific IgG antibodies to DNA vaccines in sera of mice
were analyzed by immunoblotting. The results are shown
in Figure 2. All the plasmids could not induce a detectable
level of antibody when they were injected only once.
When they were immunized twice, all the specific anti-
body levels were raised except that to M105 antigen. The
antibody titers increased along with the increase of the
immunization frequency.

Cellular immune responses of mice to MCMV DNA vaccines
The cellular immune responses were detected by ELISPOT
assay in mice immunized four times with m04, M84,
M105 and IE-1 DNAs. The plasmid M55 was not involved
in this experiment as the H-2d restricted epitope for gB
has not been reported anywhere. Additional twenty female
mice, 6 ~ 8 weeks old, were equally grouped into 5 groups,
4 mice each. One group was used as control and remained
unimmunized. The rest 4 groups were immunized four
times with m04, M84, M105 and IE-1 DNAs at a dosage
of 100 μg, respectively, followed by electroporation. Two
weeks after the last immunization, the splenocytes were
separated from the mice, diluted appropriately, and stimu-
lated by addition of the corresponding epitope peptide.
after lethal challenge§

Salivary gland virus titers (Log10PFU/ml)

One dose Two doses Three doses Four doses
e,g 3.7 ± 0.1 3.7 ± 0.2 3.7 ± 0.2e 3.3 ± 0.2b,c,d,e,g

g 3.5 ± 0.2 3.3 ± 0.2b 3.2 ± 0.2b,e 2.9 ± 0.1b,c,d,e,f,g,h

4.1 ± 0.1 3.9 ± 0.2b 3.9 ± 0.2b 3.8 ± 0.4b

,g,h 3.9 ± 0.1 3.7 ± 0.1 3.7 ± 0.1e 3.2 ± 0.2b,c,d,e,g

N.D.j N.D.j 4.2 ± 0.1 3.9 ± 0.2d

N.D.j

NAs. Two weeks after the final immunization, mice were challenged with a
iters 3 weeks p.i. were measured. Values represent mean ± SD of 4 mice from

quency, p < 0.05.



Figure 2 Detection of antibody responses by immunoblotting. Mice were immunized 1 ~ 4 times, at an interval of 2 weeks, with 100 μg
plasmid DNAs. The serum samples were collected 13 days after the last immunization for titration of antibody responses by immunoblotting.
Results are expressed as mean ± SD of 4 mice from each group. a. Not detectable.
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IFN-γ secreting splenocytes were detected by ELISPOT
assays.
The ELISPOT results are shown in Figure 3 and demon-

strated that m04-, M84-, M105- and IE-1-specific IFN-γ se-
creting splenocytes could be detected in the corresponding
DNA immunization groups. The spot numbers were largely
consistent with protection. For every 5 × 105 splenocytes,
the number of induced IFN-γ secreting splenocytes was
highest in the IE-1 DNA vaccine group, reaching 779 ± 49.0
spots (range, 703 to 831). The m04 group came next
and reached 662 ± 114.2 spots (range, 474 to 681). The
M84 group had 595 ± 78.6 spots. The M105 group, which
showed relatively weak protection, had 472 ± 190 spots. In
contrast, only less than 10 spots were detected when the
Figure 3 Detection of IFN-γ secreting splenocytes by ELISPOT assays.
control mice were stimulated with 4 μg/ml of the corresponding peptide
a. Significant difference compared with control group (P < 0.05). b. Signific
epitope peptides were used to stimulate splenocytes from
the unimmunized mice. The IFN-γ secreting spleno-
cytes in each of the immunized groups were significantly
(p < 0.05) higher than those in the control group. Among
the four immunized groups, the IE-1 group had a signifi-
cantly higher number of spot than the M105, and there
was no significant difference between other groups.

Discussion
Because of strict species specificity of CMV, it is hard to
establish an animal model of HCMV infection. The mouse
model of MCMV infection has therefore been generally
used in development of HCMV vaccines. As we know,
CMV-specific humoral immunity and CMI both play
The splenocytes from m04-, M84-, M105- and IE-1- vaccinated mice and
, respectively. Data shown represent the mean ± SD of each group.
ant difference compared with M105 group (P < 0.05).
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critical roles in controlling CMV infection. Neutralizing
antibodies could effectively decrease primary infection of
CMV, and also block CMV infection of the fetus [18-20].
However, replicating or latent viruses in the host are
cleared mainly by CMI. In transplant recipients with
impaired CMI, HCMV specific T-lymphocyte responses
and HCMV diseases had inverse correlation [16]. CD8+ T
cells responded to a large panel of HCMV antigens ex-
pressing during different phases of replication and played
an important role in the overall pathogenesis of HCMV
associated diseases [21]. DNA vaccine offers a method for
selecting effective antigens. Among the five MCMV DNA
plasmids constructed in our present study, M55 DNA that
codes for the surface glycoprotein gB induces the neutral-
izing antibody, while the rest four have been reported to
induce CD8+ T cell responses [16,22,23]. M55 DNA could
only provide partial protection even at four doses. The
protections for mice offered by m04, M84 or IE-1 plasmid
were proved to be superior to that by M55. Immunization
with m04, M84 or IE-1 plasmid at more than one or two
doses could provide 100% survival rate for mice against
the lethal challenge. A series of MCMV DNA vaccines,
including M105, IE-1, M84 and m04, had been evaluated
for their protective abilities in separate papers [16,22-24],
and proved that they could afford mice some degree of
resistance against a sublethal SG-MCMV infection. How-
ever, in the present paper, we made a head-to-head
comparison of these MCMV DNA vaccines in the
same animal model and we think that challenge of mice
with a lethal dose of the virus would gain a more direct
and intuitional result than a sublethal challenge.
Besides the survival rate, the residue virus titers in

organs and the body weight changes of mice are also
very important factors in assessing the CMV vaccines.
MCMV infects mice via i.p. and acutely replicates in
multiple organs, including spleen, liver, lung, and salivary
glands. Virus peaks in spleen and liver around 5 d.p.i.,
drops to the limit of detection by 9 d.p.i. [25]. Meanwhile,
the spleen is the most important organ for T cell res-
ponses. We tested the virus titers of spleen in mice 5 d.p.i.
(Table 2). Compared with the control, all the vaccinated
groups showed the significantly lower virus titers of
spleen. The lowest titer appeared in the IE-1 group at 4
doses, and the titers in the m04 and M84 groups were
similar, a little higher than that in the IE-1 group. The
highest virus titer in spleens of mice after 4 doses of
immunization was the M105 group. This result corre-
sponded with that of the IFN-γ secreting splenocytes by
ELISPOTassay, in which IE-1 group had the highest num-
ber of IFN-secreting splenocytes (Figure 3). In the study
performed by Ye et al. [16,23,24], immunization of IE-1
plasmid also showed a relatively lower virus titer of spleen.
The reason might partly lie in the immunodominance
status of the antigen epitopes. In BALB/c mice, the H-2d
restricted epitope (168-YPHFMPTNL-179) in the IE-1
protein is immunodominant [26] and those in the M84
and m04 proteins are subdominant, whereas in the M105
protein is intermediate [27]. Even so, studies by both
Spector group [16,22,23] and Holtappels group [28] had
come to a conclusion that, in BALB/c mice, the protective
potential of an antigen was independent of the immu-
nodominance status of its epitope [27]. Apart from the
spleens of mice, we also tested the salivary glands, which
are the main organ for CMV replication and latency [25],
for their virus titers. The residue virus loads of salivary
glands in the m04, M84 and IE-1 groups at 21d.p.i. were
all lower or significantly lower than those in the M55 and
M105 groups at the same immunization dose (Table 2). In
addition, the body weight of mice varied obviously and
accordingly during the first days after the lethal dose
infection (Figure 1). The mice lost less weight when a
plasmid provided better protection. Thus the survival rate,
organ virus titers and body weight changes could be con-
sidered together to evaluate the protective abilities of the
CMV vaccines in such a murine model of lethal-dose virus
infection.
Administration of the gB gene by homologous DNA

prime-boost may not be the most efficient delivery
system to develop neutralizing antibodies, yet the gB sub-
unit vaccine adjuvanted with MF59 only exhibited a
vaccine efficacy of 50% in CMV-seronegative women [6].
Therefore, in this study, we explored the importance of
the cellular immune responses against CMV infection.
We compared the protective potential of DNA vaccines
expressing a single MCMV antigen and demonstrated that
the antigens such as M84, IE-1 and m04, which are the
specific CD8+ T cell response inducer, protected mice with
100% survival rate and with obviously reduced virus loads
in organs. However, they were still weak in completely
clearing the residual virus. One reason for this may lie in
the biological nature of latent infection of CMV, and
another may be that only a single antigen was involved in
the immune responses. A study by Elkington et al. demon-
strated that in healthy immune individuals, CD8+ T cell
responses were directed towards multiple antigens (pp65,
pp50, pp28, pp150, IE-1, US2, US3, US6, US11, UL16,
UL18, gB, and gH), which may contribute to controlling
HCMV replication, and that more than 40% of the T-cell
reactivity was directed towards antigens other than pp65
and IE-1 [21]. Thus, a multi-component vaccine should be
developed in order to provide a more satisfied protection
against CMV infection. These studies are currently in
progress.

Conclusions
The results presented in this study demonstrated that
the m04, M84 or IE-1 DNA provided more effective
protection than M55 or M105 DNA for mice against a



Huang et al. Virology Journal 2014, 11:104 Page 7 of 9
http://www.virologyj.com/content/11/1/104
lethal virus challenge. It means that the protection
offered by induced CD8+ T cell immunity might be
superior to that by gB-specific antibodies. These results
are valuable references for development and application
of HCMV vaccines.

Methods
Mice, cell, and virus
Specific-pathogen-free (SPF) female BALB/c mice (H-2d),
aged 6–8 weeks, were purchased from the Center for
Disease Control and Prevention in Hubei Province, China,
and were maintained in SPF conditions prior to infection.
MCMV Smith strain was propagated in NIH 3T3 cells

(ATCC CRL 1658). The virus obtained from the cell
culture was referred to as TC-MCMV (tissue culture-
derived MCMV). TC-MCMV was propagated and puri-
fied by ultracentrifugation as described by Brune et al. [29].
The virus, which was in vivo passaged for virulence en-
hancement and isolated from salivary glands of the infected
mice, was referred to as SG-MCMV (salivary gland-derived
MCMV). The high-virulence SG-MCMV stock was pre-
pared through 14 times of in vivo passages and was used in
challenge experiments. Challenge was performed with
3× LD50 virus stock.

Plasmid DNAs and peptide
Plasmids pcDNA3.1/m04, pcDNA3.1/M84, pcDNA3.1/
M105, pcDNA3.1/IE-1 and pcDNA3.1/M55 were con-
structed by cloning the PCR products of m04, M84,
M105, IE-1and M55 gene from the MCMV smith strain
into the plasmid expression vector pcDNA3.1/myc-His
B (Invitrogen, CA), which encoded gp34, p65, DNA heli-
case, pp89 and glycoprotein B (gB) proteins, respectively.
PCR amplifications for m04, M84, M105 and M55 genes
were carried out using the following paired sense and
antisense primers: 5′AGaagcttATGTCTCTCGTATGTC
GGC3′ (containing Hind III site) and 5′GCctcgagGGTT
AGTTACTCTTAAGCGGT3′ (containing Xho I site)
for m04, 5′GCaagcttCATGTCGGTCAACGTTTACT3′
(containing Hind III site) and 5′GCtctagaGGCTCTGT
CTGTTTGTCTATG3′ (containing Xba I site) for M84,
5′GCgaattcGTTGATCATGGAGAAGAG3′ (containing
EcoR I site) and 5′GCtctagaGTCAGAAAACCAGAGT
G3′ (containing Xba I site) for M105, 5′GTaagcttGATC
GCTGAACAACGCTC3′ (containing Hind III site) and
5′GAggatccTCCTCGCAGCGTCTCCAAT3′ (containing
BamH I site) for M55. As for IE-1, its ORF has a four-
exon structure, in which three exons encoded pp89
protein [11]. We had to construct the continuous IE-1
gene by overlap-PCR with the three pairs of primers:
5′TAggatccGAGATGGAGCCCGCCGCAC3′ (containing
BamH I site) as IE-1 sense, 5′GGCGACATGAGCTGG
CACCTTGTCTGATGGGTAGAC3′ as Exon 2 antisense,
5′GTGCCAGCTCATGTCGCC3′ as Exon 3 sense, 5′
ACAACAGAACGCTCCTCACTGCAGCATGCTTGA
TGG3′ as Exon 3 antisense, 5′GAGGAGCGTTCTGT
TGTC3′ as Exon 4 sense, and 5′CGgaattcGGGCTTGTG
GATTCACTTCT3′ (containing EcoR I site) as IE-1 anti-
sense. All the plasmids were propagated in E. coli
XL1-blue bacteria and purified using NucleoBond Xtra
Maxi purification kits (Macherey-Nagel, Germany).
As the H-2d restricted epitope for gB has not been

reported anywhere thus far, we only obtained epitope
peptides of the other four MCMV proteins. The peptide
243-YGPSLYRRF-251 for gp34 protein [30], 297-AYAGL
FTPL-305 for p65 protein [31], 207-TYWPVVSDI-215 for
DNA helicase [28], and 168-YPHFMPTNL-176 for pp89
protein [13] were synthesized by Shanghai Sangon
Biological Engineering Technology & Services Co., Ltd.,
and were used for IFN-γ ELISPOT assay.

Immunization
In vivo electroporation was carried out according to the
method described by Aihara and Miyazaki [32]. Mice
were immunized with plasmid DNA dissolved in 100 μl
of Tris-EDTA buffer at a dosage of 100 μg by injection
into the left and right quadriceps muscles, 50 μg each.
After the injection, a pair of electrode needles with
5 mm apart was inserted into the muscle to cover the
DNA injection sites and electric pulses were delivered
using an electric pulse generator (Electro Square Porator
T830 M; BTX, San Diego, CA). Three pulses of 100 V
each, followed by three pulses of the opposite polarity,
were delivered to each injection site at a rate of one
pulse per second. Each pulse lasted for 50 ms. The non-
immunized mice were set up as controls. Mice were
immunized 1 ~ 4 times, at an interval of 2 weeks.

Specific antibody assay
Serum samples of mice were collected 13 days after each
immunization and stored at −20°C. Titers of IgG Abs
against the respective viral proteins were measured by
using immunoblotting as previously described [33]. Con-
fluent 3T3 cells were infected with MCMV (m.o.i = 1)
for 1.5 hours at 37°C. Unadsorbed virions were removed
and infection medium was added. Cells were collected
18 hours and three days postinfection, respectively, and
then lysed. Cell lysates were separated using SDS-PAGE
(10% gel), blotted onto nitrocellulose membranes. The
membranes were blocked with the non-fat milk, dried,
and cut into longitudinal slips of 2 mm width. Serial
twofold dilutions of sera from each group of immunized
mice were prepared and each diluted serum sample was
used to incubate each membrane slip. Antibody binding
was detected using HRP-labeled goat anti-mouse IgG
(a gift from Dr. Rushi Liu) and HRP-DAB detection
kit (Sangon, China). The highest serum dilution, giving a
positive staining of slip at the site corresponding to the
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molecular weight of each viral protein, represented the
immunoblotting Ab titer of each molecule.

IFN-γ ELISPOT assay
Fourteen days after the 4th immunization, four mice in
each group (including M04, M84, M105, and IE-1 DNA
groups as well as the control) were euthanized for isolat-
ing spleen cells. Secretion of IFN-γ was detected by
ELISPOT using precoat ELISPOT kit (DAKEWEI, China).
According to the instruction manual, 96-well PVDF plates
(Millipore, Bedford, MA) were coated with 100 μl of
10 μg/ml rat anti-mouse IFN-γ Ab in PBS and incubated
at 4°C overnight. Next, 5 × 105 lymphocytes isolated from
the spleen cells were added to the wells in triplicate, stim-
ulated with 4 μg /ml of the corresponding synthesized
peptide, and incubated at 37°C for 20 h. The lymphocytes
were then removed, and 100 μl of biotinylated anti-mouse
IFN-γ Ab was added to each well and incubated at 37°C
for 1 h. Subsequently, 100 μl of properly diluted Streptavi-
din-HRP conjugate solution was added and incubated at
room temperature for 1 h. Finally, the plates were treated
with 100 μl of AEC substrate solution and incubated at
room temperature for 25 min in the dark. The reaction
was stopped by washing with demineralized water. The
plates were air-dried at room temperature and read using
an ELISPOT reader (Bioreader 4000; Bio-sys, Germany).
Medium backgrounds were consistently <10 spots per
5 × 105 splenocytes.

Infection
Fourteen days after the last immunization, mice were
challenged with a lethal dose (3 × LD50, 200 μl/mouse)
of the high-virulence SG-MCMV by i.p. injection. Body
weights and survival rates of mice were recorded within
21 days post-infection.

Virus titrations
Five days after the virus challenge, four mice from each
group were sacrificed and the spleens were taken asep-
tically for titration of spleen residual virus. On day 21
post-challenge, another 4 mice were taken randomly from
the remaining mice for aseptic collection of salivary glands
to determine the viral load. Spleens and salivary glands
were homogenized in 1:10 (w/v) volume with minimal
essential media (MEM) containing 2% calf serum. The
homogenized fluids were centrifuged and the supernatants
were stored in aliquots at −80°C.
Viral loads were determined using a plaque forming unit

assay. Briefly, organ homogenates were 10-fold serially
diluted and 100 μl of each dilution was used to infect 3T3
cells cultured in 48-well plates. Infections were performed
in triplicate. After 1 hour of absorption, supernatant was
sucked away and to each well was added 0.5 ml viscous
medium. After incubation for 4 days, viral plaques were
counted and the viral PFU per milliliter were calculated.
The virus titer in each experimental group was presented
as the mean of mice samples in that group ± SD.

Statistics
In this study, the experiments were repeated 3 times.
The survival rates of the mice in the test and control
groups were compared by using Fisher’s exact test. Body
weight changes between the groups were compared by
Student’s t-test. Other results between the groups were
compared by ANOVA analysis. If P-value is less than
0.05, the difference was considered significant.

Abbreviations
MCMV: Murine cytomegalovirus; HCMV: Human cytomegalovirus; SG: Salivary
gland; SPF: Specific pathogen free; i.p: Intraperitoneal; i.d: Intradermal; i.
m: Intramuscular; CMI: Cell-mediated immunity; CTLs: Cytotoxic T
lymphocytes; PFU: Plaque forming unit; d.p.i: Days postinfection;
ELISPOT: Enzyme-linked spot assay.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
CYH did most of the experimental work and drafted the manuscript. HDW,
STW, and HYC participated in the analysis of humoral responses and plaque
assays. LLL, and BP participated in the immunization of mice. FF participated
in its design and coordination. ZC revised the manuscript for important
intellectual content and gave final approval of the version to be published.
All authors read and approved the final manuscript.

Acknowledgements
We thank Dr. Rushi Liu and Sang Li at Hunan Normal University for providing
secondary antibody and technical assistance, respectively. The study was
supported by the following research funds: The Innovation Platform Open
Fund for Universities in Hunan Province 09 K022 and 11 K010.

Author details
1College of Life Sciences, Hunan Normal University, Changsha 410081,
Hunan, China. 2Shanghai Institute of Biological Products, Shanghai 200052,
China. 3State Key Laboratory of Virology, Wuhan Institute of Virology, Chinese
Academy of Sciences, Wuhan 430071, Hubei, China.

Received: 18 March 2014 Accepted: 23 May 2014
Published: 5 June 2014

References
1. Zhong J, Khanna R: Vaccine strategies against human cytomegalovirus

infection. Expert Rev Anti Infect Ther 2007, 5:449–459.
2. Dollard SC, Grosse SD, Ross DS: New estimates of the prevalence of

neurological and sensory sequelae and mortality associated with
congenital cytomegalovirus infection. Rev Med Virol 2007, 17:355–363.

3. Boppana SB, Pass RF, Britt WJ, Stagno S, Alford CA: Symptomatic
congenital cytomegalovirus infection: neonatal morbidity and mortality.
Pediatr Infect Dis J 1992, 11:93–99.

4. Disease B: Vaccine for the 21st Century: A Tool for Decision Making. Appendix
4: Cytomegalovirus. Washington, D.C.: National Academy Press; 2000.

5. Griffiths PD, Stanton A, McCarrell E, Smith C, Osman M, Harber M,
Davenport A, Jones G, Wheeler DC, O’Beirne J, Thorbum D, Patch D,
Atkinson CE, Pichon S, Sweny P, Lanzman M, Woodford E, Rothwell E, Old N,
Kinyanjui R, Haque T, Atabani S, Luck S, Prideaux S, Milne RS, Emery VC,
Burroughs AK: Cytomegalovirus glycoprotein-B vaccine with MF59
adjuvant in transplant recipients: a phase 2 randomised placebo-controlled
trial. Lancet 2011, 377:1256–1263.

6. Pass RF, Zhang C, Evans A, Simpson T, Andrews W, Huang ML, Corey L,
Hill J, Davis E, Flanigan C, Cloud G: Vaccine prevention of maternal
cytomegalovirus infection. N Engl J Med 2009, 360:1191–1199.



Huang et al. Virology Journal 2014, 11:104 Page 9 of 9
http://www.virologyj.com/content/11/1/104
7. Kharfan-Dabaja MA, Boeckh M, Wilck MB, Langston AA, Chu AH, Wloch MK,
Guterwill DF, Smith LR, Rolland AP, Kenney RT: A novel therapeutic
cytomegalovirus DNA vaccine in allogeneic haemopoietic stem-cell
transplantation: a randomised, double-blind, placebo-controlled,
phase 2 trial. Lancet Infect Dis 2012, 12:290–299.

8. Rieder F, Steininger C: Cytomegalovirus vaccine: phase II clinical trial
results. Clin Microbiol Infect 2014, 20(Suppl 5):95–102.

9. Holtappels R, Grzimek NK, Simon CO, Thomas D, Dreis D, Reddehase MJ:
Processing and presentation of murine cytomegalovirus pORFm164-
derived peptide in fibroblasts in the face of all viral immunosubversive
early gene functions. J Virol 2002, 76:6044–6053.

10. Reddehase MJ: CD8 T Cell-Based Immunotherapy of Cytomegalovirus in the
Mouse Model of the Immunocompromised Bonemarrow Transplantation
Recipient. Wymondham, Norfolk, United Kingdom: Caister Academic
Press; 2006.

11. Keil GM, Ebeling-Keil A, Koszinowski UH: Sequence and structural
organization of murine cytomegalovirus immediate-early gene 1.
J Virol 1987, 61:1901–1908.

12. Cranmer LD, Clark CL, Morello CS, Farrell HE, Rawlinson WD, Spector DH:
Identification, analysis, and evolutionary relationships of the putative
murine cytomegalovirus homologs of the human cytomegalovirus
UL82 (pp 71) and UL83 (pp65) matrix phosphoproteins. J Virol 1996,
70:7929–7939.

13. Morello CS, Cranmer LD, Spector DH: In vivo replication, latency, and
immunogenicity of murine cytomegalovirus mutants with deletions in
the M83 and M84 genes, the putative homologs of human
cytomegalovirus pp 65 (UL83). J Virol 1999, 73:7678–7693.

14. Kavanagh DG, Koszinowski UH, Hill AB: The murine cytomegalovirus
immune evasion protein m4/gp34 forms biochemically distinct
complexes with class I MHC at the cell surface and in a pre-Golgi
compartment. J Immunol 2001, 167:3894–3902.

15. Rawlinson WD, Farrell HE, Barrell BG: Analysis of the complete DNA
sequence of murine cytomegalovirus. J Virol 1996, 70:8833–8849.

16. Morello CS, Kelley LA, Munks MW, Hill AB, Spector DH: DNA immunization
using highly conserved murine cytomegalovirus genes encoding
homologs of human cytomegalovirus UL54 (DNA polymerase) and
UL105 (helicase) elicits strong CD8 T-cell responses and is protective
against systemic challenge. J Virol 2007, 81:7766–7775.

17. Gonzalez Armas JC, Morello CS, Cranmer LD, Spector DH: DNA
immunization confers protection against murine cytomegalovirus
infection. J Virol 1996, 70:7921–7928.

18. Marshall GS, Stout GG, Knights ME, Rabalais GP, Ashley R, Miller H, Rossier E:
Ontogeny of glycoprotein gB-specific antibody and neutralizing activity
during natural cytomegalovirus infection. J Med Virol 1994, 43:77–83.

19. Schleiss MR, Bourne N, Bernstein DI: Preconception vaccination with a
glycoprotein B (gB) DNA vaccine protects against cytomegalovirus (CMV)
transmission in the guinea pig model of congenital CMV infection.
J Infect Dis 2003, 188:1868–1874.

20. Schleiss MR, Bourne N, Stroup G, Bravo FJ, Jensen NJ, Bernstein DI:
Protection against congenital cytomegalovirus infection and disease in
guinea pigs, conferred by a purified recombinant glycoprotein B
vaccine. J Infect Dis 2004, 189:1374–1381.

21. Elkington R, Walker S, Crough T, Menzies M, Tellam J, Bharadwaj M,
Khanna R: Ex vivo profiling of CD8 + −T-cell responses to human
cytomegalovirus reveals broad and multispecific reactivities in healthy
virus carriers. J Virol 2003, 77:5226–5240.

22. Ye M, Morello CS, Spector DH: Strong CD8 T-cell responses following
coimmunization with plasmids expressing the dominant pp 89 and
subdominant M84 antigens of murine cytomegalovirus correlate with
long-term protection against subsequent viral challenge. J Virol 2002,
76:2100–2112.

23. Morello CS, Cranmer LD, Spector DH: Suppression of murine
cytomegalovirus (MCMV) replication with a DNA vaccine encoding
MCMV M84 (a homolog of human cytomegalovirus pp 65). J Virol 2000,
74:3696–3708.

24. Morello CS, Ye M, Spector DH: Development of a vaccine against
murine cytomegalovirus (MCMV), consisting of plasmid DNA and
formalin-inactivated MCMV, that provides long-term, complete
protection against viral replication. J Virol 2002, 76:4822–4835.

25. Doom CM, Hill AB: MHC class I immune evasion in MCMV infection.
Med Microbiol Immunol 2008, 197:191–204.
26. Holtappels R, Thomas D, Podlech J, Reddehase MJ: Two antigenic peptides
from genes m123 and m164 of murine cytomegalovirus quantitatively
dominate CD8 T-cell memory in the H-2d haplotype. J Virol 2002,
76:151–164.

27. Holtappels R, Bohm V, Podlech J, Reddehase MJ: CD8 T-cell-based
immunotherapy of cytomegalovirus infection: “proof of concept”
provided by the murine model. Med Microbiol Immunol 2008,
197:125–134.

28. Holtappels R, Simon CO, Munks MW, Thomas D, Deegen P, Kuhnapfel B,
Daubner T, Emde SF, Podlech J, Grzimek NK, Oehrlein-Karpi SA, Hill AB,
Reddehase MJ: Subdominant CD8 T-cell epitopes account for protection
against cytomegalovirus independent of immunodomination. J Virol 2008,
82:5781–5796.

29. Brune W, Hengel H, UH K: A Mouse Model for Cytomegalovirus Infection; 2001.
30. Holtappels R, Thomas D, Podlech J, Geginat G, Steffens HP, Reddehase MJ:

The putative natural killer decoy early gene m04 (gp34) of murine
cytomegalovirus encodes an antigenic peptide recognized by protective
antiviral CD8 T cells. J Virol 2000, 74:1871–1884.

31. Holtappels R, Thomas D, Reddehase MJ: Identification of a K(d)-restricted
antigenic peptide encoded by murine cytomegalovirus early gene M84.
J Gen Virol 2000, 81:3037–3042.

32. Aihara H, Miyazaki J: Gene transfer into muscle by electroporation in vivo.
Nat Biotechnol 1998, 16:867–870.

33. Chen Q, Kuang H, Wang H, Fang F, Yang Z, Zhang Z, Zhang X, Chen Z:
Comparing the ability of a series of viral protein-expressing plasmid
DNAs to protect against H5N1 influenza virus. Virus Genes 2009,
38:30–38.

doi:10.1186/1743-422X-11-104
Cite this article as: Huang et al.: Comparison of multiple DNA vaccines
for protection against cytomegalovirus infection in BALB/c mice. Virology
Journal 2014 11:104.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Results
	Survival rates of mice against a lethal SG-MCMV infection
	Body weight changes of mice after the lethal SG-MCMV challenge
	Residual virus titers in mice organs after challenge
	Humoral immune response of mice to DNA vaccines
	Cellular immune responses of mice to MCMV DNA vaccines

	Discussion
	Conclusions
	Methods
	Mice, cell, and virus
	Plasmid DNAs and peptide
	Immunization
	Specific antibody assay
	IFN-γ ELISPOT assay
	Infection
	Virus titrations
	Statistics
	Abbreviations

	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


