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Co-expression of Ubiquitin gene and capsid
protein gene enhances the potency of DNA
immunization of PCV2 in mice
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Abstract

A recombinant plasmid that co-expressed ubiquitin and porcine circovirus type 2 (PCV2) virus capsid protein (Cap),
denoted as pc-Ub-Cap, and a plasmid encoding PCV2 virus Cap alone, denoted as pc-Cap, were transfected into
293T cells. Indirect immunofluorescence (IIF) and confocal microscopy were performed to measure the cellular
expression of Cap. Three groups of mice were then vaccinated once every three weeks for a total of three doses
with pc-Ub-Cap, pc-Cap or the empty vector pCAGGS, followed by challenging all mice intraperitoneally with 0.5
mL 106.5 TCID50/mL PCV2. To characterize the protective immune response against PCV2 infection in mice, assays
of antibody titer (including different IgG isotypes), flow cytometric analysis (FCM), lymphocyte proliferation,
cytokine production and viremia were evaluated. The results showed that pc-Ub-Cap and pc-Cap were efficiently
expressed in 293T cells. However, pc-Ub-Cap-vaccinated animals had a significantly higher level of Cap-specific
antibody and induced a stronger Th1 type cellular immune response than did pc-Cap-vaccinated animals,
suggesting that ubiquitin conjugation improved both the cellular and humoral immune responses. Additionally,
viral replication in blood was lower in the pc-Ub-Cap-vaccinated group than in the pc-Cap and empty vector
groups, suggesting that the protective immunity induced by pc-Ub-Cap is superior to that induced by pc-Cap.
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1. Background
Porcine circovirus type 2 (PCV2) is a small, non-envel-
oped, single-stranded, circular DNA virus with a 1767
nt or 1768 nt ambisense genome [1] that contains at
least two major open reading frames (ORFs). ORF1
encodes the replication proteins (Rep and Rep’) involved
in virus replication and ORF2 encodes the capsid pro-
tein (Cap) [2,3]. Cap, a protein associated with the
development of neutralizing antibodies and antibody
protection [4,5], has been a leading target for designing
new vaccines against PCV2 infection.
Immunologic potential of a DNA vaccine encoding the

PCV2 Cap in mice was first investigated by Kamstrup, et
al. [6]. DNA vaccines may be capable of inducing immu-
nity regardless of maternally derived antibodies [7-9]

and they have induced protective cellular and humoral
immunity in preclinical models of infectious diseases.
However, DNA vaccine applications are limited due to
problems related to delivery, species of the immunized
animals and degradation of plasmid DNA [10], result-
ing in modest cellular and humoral immune responses
[11]. To compensate for these limitations, numerous
studies have explored methods to improve immune
responses induced by DNA immunization by optimiz-
ing plasmid design, vaccine delivery systems and adju-
vants [12]. Adjuvants are of particular interest because
they may enhance DNA delivery and increase the mag-
nitude and duration of plasmid DNA expression [13].
Molecular adjuvants, such as co-stimulatory chemo-
kines and cytokines, have been used previously in con-
junction with DNA vaccines and have served as
immune modulators [14].
Ubiquitin, a 76-amino-acid peptide found in the cyto-

plasm of eukaryotic cells, is normally involved in con-
trolling intracellular protein turnover [15] and was
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reported to enhance DNA vaccine responses against
antigens in the adjuvant setting. Ubiquitinated proteins
targeted to the proteasome system [16] are processed
and presented through the major histocompatibility
complex (MHC) class I pathway to stimulate differentia-
tion and clonal expansion of MHC class I-restricted T
cells, which are typically CD8+, cytotoxic T cells [17-19].
This strategy enhances proteasome-dependent degrada-
tion of endogenously synthesized antigens and results in
an increased cell-mediated response against the conju-
gated antigen in vivo [20-22]. Tuberculosis and influ-
enza virus [23,24] DNA vaccines using ubiquitin to
enhance the immune response showed better results
compared to DNA vaccine alone.
In this study, BALB/c mice were vaccinated with pc-

Ub-Cap and pc-Cap to investigate whether ubiquitin
conjugation to ORF2 would enhance the immune
response. In addition, pc-Ub-Cap vaccination was com-
pared with pc-Cap vaccination to assess if pc-Ub-Cap
provided better protection against PCV2. The results
demonstrated that ubiquitin conjugation improved both
the cellular and humoral immune responses in PCV2
DNA vaccinated animals and that the protective immu-
nity induced by pc-Ub-Cap is superior to that induced
by pc-Cap.

2. Methods
2.1 Virus, cells, mice and plasmids
The virulent PCV2 isolate, 871 (no. EU420015), was ori-
ginally isolated from pigs with naturally occurring post-
weaning multisystemic wasting syndrome (PMWS) and
serially passaged 32 times in PK-15 cells. 293T cells
used for transfection were maintained at Harbin Veter-
inary Research Institute of China and grown in minimal
essential medium (Gibco) supplemented with penicillin,
streptomycin and 10% heat-inactivated fetal bovine
serum (FBS; Gibco). Eight-week-old female BALB/c
mice were purchased from Harbin Veterinary Research
Institute of Chinese Academy of Agricultural Science
and raised in automatic, extrusion-independent venting
isolation cages. Animal maintenance and experimental
protocols were approved by the Animal Experiment
Ethics Committee of the authors’ institute.
The recombinant plasmids, pMD18-T-ORF2 and

pMD18-T-ubiquitin, were generated using ORF2 and
ubiquitin fragments inserted into pMD18-T and main-
tained at Harbin Veterinary Research Institute of China.
The ORF2 gene coding wild-type Cap was amplified
from the total DNA of PCV2 by polymerase chain reac-
tion (PCR). The ubiquitin gene was synthesized based
on the pig ubiquitin amino acid sequence with Gly76
changed to Arg76 (no. M18159). The Kozak sequence,
GCCACC, served as the upstream start codon for both
fragments.

2.2. Construction of the eukaryotic expression plasmids
All expression plasmids were constructed using
pCAGGS (a eukaryotic expression vector kindly pro-
vided by Dr. Zhigao Bu of the Harbin Veterinary
Research Institute) as a vector. Primers used for PCR
amplification are listed in Table 1. The entire ORF2 was
amplified from the recombinant plasmid pMD18-T-
ORF2 using the primer pair FW/RV. The PCR product
digested with Xho I, Bgl II was subcloned into the mam-
malian expression vector, pCAGGS (Promega), to con-
struct the recombinant expression plasmid, pc-Cap. To
generate the coexpression plasmid, a 790 bp DNA frag-
ment with a linker encoding the full length Cap protein
and a 270 bp DNA fragment with a linker encoding the
ubiquitin gene, were amplified by PCR using primer
pairs fw1/rv1 and fw2/rv2, respectively. The PCR pro-
ducts were used as a template to construct the Ub-Cap
fusion gene. This fusion gene was generated by linking
ORF2 downstream of ubiquitin and was amplified using
the fw1/rv2 primer pair. The PCR product was digested
with Sac I, Xho I and subcloned into the expression vec-
tor, pCAGGS, to construct the recombinant expression
plasmid, pc-Ub-Cap. Finally, the plasmids were purified
using an EndoFree Plasmid Giga kit column (Qiagen)
for use as a DNA vaccine.

2.3. IIF and confocal microscopy
At 48 h post-transfection, 293T cell were fixed with
absolute methanol for 5 min and processed for an IIF
assay using a monoclonal antibody (mAb) against the
Cap protein of PCV2 (1:200) [25], followed by applica-
tion of FITC-conjugated, goat-anti-mouse IgG (1:100)
(Sigma). Fluorescent images were examined under an
inverted fluorescence microscope (Olympus IX70).
Forty-eight hours post-transfection, cells were fixed

using 4% paraformaldehyde for 20 min at room tem-
perature and then incubated separately with PCV2 Cap-
specific mAb (1:100) and FITC-conjugated, goat-anti-
mouse IgG (1:64). After washing with PBS-T (1×PBS,
0.5% Tween 20), the cells were stained with 100 μg/mL
PI for 15 min at room temperature. The cells were
washed three times with PBS-T and then analyzed with
a Leica confocal microscope using the Leica confocal
software (TCS SP5 version).

2.4. In vivo immunization and challenge
Seventy-five mice were randomized into three groups of
25 mice each. Two groups of 25 mice were immunized
with pc-Cap and pc-Ub-Cap, respectively, and the third
group of twenty-five mice was immunized with the
empty vector, pCAGGS. For immunization, 100 μg of
plasmid DNA was injected into the quadriceps femoris
muscles once every three weeks for a total of three doses.
Serum samples for Enzyme-Linked Immunosorbent
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Assay (ELISA) analysis were collected from the tail vein
every two weeks after immunization until the end of the
experiment. Six weeks after the final injection, five mice
from each group were euthanized and tissues were har-
vested for flow cytometric analysis (FCM), lymphocyte
proliferation assays and cytokine assays by ELISA, includ-
ing IFN-g and IL-2. At 18 weeks p.i., the remaining
twenty mice from each group were challenged intraperi-
toneally with 0.5 mL PCV2 inoculum (106.5 TCID50/mL).
Five mice from each group were euthanized at two, four,
six and eight weeks p.c., and whole blood was collected
for quantification of the PCV2 viral load by real-time
PCR as described previously [26].

2.5. Detection of Cap-specific IgG, IgG1 and IgG2a
antibodies
An endpoint ELISA was performed to assess the titers
of total IgG, IgG1 and IgG2a antibodies against PCV2
Cap protein. The recombinant Cap protein with deleted
nuclear localization signal (deletion of the 41, N-term-
inal amino acid residues was used as the coating antigen
[27]. Briefly, 96-well plates (Jet) were coated overnight
at 4°C with 0.1 mL of purified recombinant antigen (5
mg/mL) in a coating solution (bicarbonate buffer, pH
9.6). The plates were then blocked with 5% skim milk
and serum samples were applied in 0.1 mL of serial
two-fold dilutions, starting with a 1:64 dilution. The
plates were then incubated at 37°C for 40 min. The
bound antibodies were detected by horseradish peroxi-
dase-conjugated goat anti-mouse IgG, IgG1 or IgG2a
antibody (diluted 1:6,000; Southern Biotechnology
Associates). The substrate, 3, 3-, 5-, 5-tetramethylbenzi-
dine (TMB Sigma) was used to visualize the reaction.
The results were expressed as the ratio of OD450 pro-
duced by the serum samples compared with negative
control serum. Ratio values higher than 2.1 were consid-
ered to be positive for antibody, and antibody titers were
then defined as the reciprocal of the highest dilution of
sample for which the ratio value was higher than 2.1.
The datas are presented as the log2 value of each titer.

2.6. Lymphocyte proliferation assay
Six weeks after the final injection, splenocytes were isolated
as described previously by Kang, et al. [28]. Splenocytes
were cultured in RPMI-1640 with 10% FBS containing
penicillin (100 units/ml) and streptomycin (100 units/mL)
in triplicate at a density of 1 × 105 cells/well (100 μl total
volume) in 96-well plates. The cultures were stimulated for
18 h with either 20 μl 106.5 TCID50/mL inactivated PCV2
as the specific antigen or with no antigen as a negative con-
trol. After incubation at 37°C in 5% CO2 for 96 h, 20 μl of
Cell Counting Kit-8 (Beyotime Biotech Co., Ltd) was added
to each well and the cells were incubated for 1 h. At the
end of the incubation, the plates were measured at 450
nm. The stimulation index (SI) was calculated as the ratio
of the average OD value of wells containing antigen-stimu-
lated cells to the average OD value of wells containing cells
cultured with medium alone.

2.7. Flow cytometric analysis (FCM)
Flow cytometric analysis was performed to determine
the percentage of CD4+T and CD8+T cells. All condi-
tions were repeated in triplicate. Splenocytes (106 cells)
were stimulated for 18 h with 20 μl of 106.5 TCID50/mL
inactivated PCV2 as the specific antigen or with no anti-
gen as a negative control. After culturing for 18 h at 37°
C, splenocytes were resuspended in 25 μl PBS and incu-
bated with the following antibodies at a concentration
of 0.075 μg, 0.05 μg and 0.1 μg per 106 cells: 25 μl
diluted (1:200), FITC-conjugated, anti-mouse CD4
(L3T4; BD Biosciences); Percp-conjugated anti-mouse
CD3 (CD3ε chain; BD Biosciences) mAb; and PE-conju-
gated anti-mouse CD8a (Ly-2; BD Biosciences) mAb.
After 30 min incubation, the cells were washed and ana-
lyzed with a FACS Calibur cytometer using CellQuest
software (BD Biosciences). A minimum of 104 cells were
analyzed for each sample.

2.8. Cytokine assay
Culture supernatants of lymphocyte were removed asepti-
cally from 96 wells after incubation, as in the lymphocyte

Table 1 Oligonucleotide primers used in this study

Gene Primers Sequences of primers(5’®3’) Length Anneal tem

ORF2 Fw AATCTCGAGGCCACCATGACGTATCCAAGG 717 bp 56°C

Rv ATTAGATCTTTATTCATTAAGGGTTAAGTG

ub-linker fw1 gga gagctcgccaccatgcagatcttcgtg 270 bp 56°C

rv1 gccgccgccgctgccgccgccgccgctgccgccgccgcctcttcccctcaagcg

linker-ORF2 fw2 ggcggcggcggcagcggcggcggcggcagcggcggcggcATGACGTATCCAAGG 790 bp 56°C

rv2 ctcgag TTATTCATTAAGGGTTAAGTGGGGGG

U-ORF2 fw1 gga gagctc gccaccatgcagatcttcgtg 1030 bp 56°C

rv2 ctcgag TTATTCATTAAGGGTTAAGTGGGGGG

Note: Italic denotes restriction enzyme site; underline denotes linker; TTA denotes stop.
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proliferation assay. Mouse IFN-g and IL-2 were quantified
in the culture supernatants of splenocytes by ELISA kit
(Beijing 4A Biotech Co., Ltd) according to manufacturer
instructions. The cytokine assay was performed as follows:
100 μL diluted standard or sample was added to each well,
followed by 50 μl biotin-conjugated anti-cytokine anti-
body. The plate was covered with aluminum foil and incu-
bated for 120 min at room temperature. The plate was
then washed four times with 350 μl of wash buffer, and
100 μl of enzyme conjugate working solution was added
to each well and allowed to incubate at room temperature
for 30 min. The plate was washed four more times, and
100 μl of chromogenic substrate was incubated in each
well for 20 min at room temperature to develop the colori-
metric reaction. Color development was stopped with 100
μL stop buffer. The plate was read immediately at 450 nm
on the Universal Microplate Reader ELx800 (Bio-Tek
Instruments, Inc., Winooski, VT, USA). A standard curve
for each cytokine was obtained using the standard protein
provided by the manufacturer.

2.9. Quantitative real-time PCR for evaluation of viremia
At two, four, six and eight weeks p.c., DNA was
extracted from 500 μl of whole blood by using the
DNeasy Blood & Tissue kit (Qiagen, Chatsworth, CA,
USA). Viral DNA levels in samples collected after PCV2
challenge were determined using a quantitative, real-
time PCR as described previously [26]. A forward (5’-
ATTAGTCTTCCAATCACGCTTCTG-3’) and a reverse
(5’-CTTGTTGGAGAGCGGGAGTC-3’) primer were
used to amplify a 135 bp fragment from the ORF2 of
PCV2. SYBR real-time PCR was performed using the
BIO-RAD iQ5 (Corbett, Sydney, Australia) and 12.5 μL
of SYBR® Premix Ex Taq™ (Perfect Real Time, TaKaRa,
Dalian, China) was used in each reaction. Serial dilu-
tions of plasmid pORF2 were used to obtain a standard
curve. The numbers of virus copies for each sample is
presented as the mean value of duplicate reactions. The
detection limit of this assay was 102 copies/mL.

2.10. Statistical analysis
One-way analysis of variance (ANOVA) was used to
determine statistical differences in humoral and cellular
immune responses between groups. Differences where p
< 0.05 were considered significant. Statistical analysis
was performed using SPSS version 12.0 (SPSS) and Sta-
tistical Analysis System (SAS) for windows 6.12 (SAS
Institute Inc., Cary, NC, USA).

3. Results
3.1. Expression levels of recombinant plasmids
To investigate whether the Cap protein is expressed
in 293T cells transfected with pc-Cap and pc-Ub-Cap,
IIF and confocal microscopy were performed at 48 h

post-transfection. The IIF assay showed that 293T cells
transfected with pc-Cap and pc-Ub-Cap were recognized
by mAb to Cap at 48 h post-transfection, while the
pCAGGS infected 293T cells were not recognized by the
specific mAb (Figure 1A). Confocal microscopy analysis
showed that the expressed Cap protein was localized in
the nuclei of cells (Figure 1B).

3.2. Total IgG and isotypes of serum antibody against
PCV2 Cap protein
To evaluate for seroconversion of the mice, an indirect
ELISA was performed to detect PCV2 Cap protein spe-
cific antibodies. As shown in Figure 2, the titers for total
IgG against PCV2 Cap protein in the pc-Ub-Cap group
seroconverted at two weeks post immunization (p.i.),
while those in the pc-Cap vaccine groups seroconverted
at four weeks p.i. Four weeks after primary immuniza-
tion, the antibody titer reached a detectable level in all
vaccinated groups except for the group immunized with
the vector. A further increase in antibody levels was
observed at six weeks after primary immunization. The
pc-Ub-Cap protocol induced higher IgG titers with
peaks of 13.2 ± 0.837 log2 at 12 weeks p.i. compared
with titers from the pc-Cap (10.2 ± 0.837 log2) vaccines
after the same amount of time. This difference was sta-
tistically significant at eight weeks (P < 0.05), 10 weeks
and 12 weeks (P < 0.01) after primary immunization.
Anti-Cap antibodies developed earlier and with higher
titers in the pc-Ub-Cap compared to the pc-Cap-immu-
nized group. After challenge, the antibody levels in both
vaccine groups increased sharply compared to the con-
trol group, though the antibody values with pc-Ub-Cap
were remarkably higher than with pc-Cap. Throughout
the testing period, Cap antibody levels in pc-Ub-Cap-
immunized mice were higher than in the pc-Cap-immu-
nized mice.
We evaluated the IgG1/IgG2a isotypes against PCV2

Cap protein to determine the antibody response profile
induced by pc-Cap and pc-Ub-Cap. Both pc-Cap and
pc-Ub-Cap immunized mice had significantly higher
levels of IgG2a than IgG1. The pc-Cap plasmid stimu-
lated significantly higher IgG2a antibodies than IgG1
from 12 to 18 weeks p.i. (P < 0.01), with a peak IgG2a
titer of 12.4 ± 1.517 log2 at 14 weeks (Figure 3b). Simi-
larly, the pc-Ub-Cap plasmid stimulated significantly
higher IgG2a antibodies than IgG1 from 2 to 18 weeks
p.i. (two to four weeks p.i. P < 0.01; six to ten weeks
and 14 to 18 weeks p.i., P < 0.05), with a peak IgG2a
titer of 13.2 ± 1.483 log2 at 14 weeks (Figure 3c). Strik-
ingly, mice immunized with pc-Cap and pc-Ub-Cap pro-
duced detectable levels of Cap-specific IgG2a antibodies.
Though both pc-Ub-Cap and pc-Cap resulting in high
IgG2a levels, immunization with pc-Ub-Cap DNA vac-
cine did still result in significantly higher level of IgG2a
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antibodies than the pc-Cap vaccine in the time period
from two to eight weeks p.i. (p < 0.01).

3.3. Enhanced T cell proliferation in response to pc-Ub-
Cap
To measure the T cell proliferative response, splenocytes
from mice were isolated and restimulated in vitro with
inactivated PCV2 six weeks after the last immunization.

As shown in Table 2 mice immunized with pc-Ub-Cap
had strong stimulation of lymphocytes sensitized PCV2
and reached the highest proliferative activity compared
to mice immunized with the vector. Notably, both pc-
Cap and pc-Ub-Cap elicited a proliferative response that
was absent in mice administered the vector alone. How-
ever, splenocytes from mice immunized with pc-Ub-Cap
induced significantly stronger T cell proliferation

Figure 1 Expression of the Cap protein in vitro. (A) Indirect immunofluorescence detection of Cap on 293T cells. 293T cells were previously
transfected with 1 μg of different recombinant plasmids or the empty vector, in a 12-well plate. Forty-eight hours post-transfection, cells were
fixed with cold acetone, treated with anti-Cap monoclonal antibody (mAb), and stained with FITC conjugated secondary antibody. Green: Cap
protein-positive 293T cells; dark: negative cells. A was transfected with pc-Cap, B with pc-Ub-Cap and C with vector. (B) 293T cells were
transiently transfected with pc-Cap and pc-Ub-Cap. 48 h post transfection cells were fixed and the distribution of recombinant proteins was
analyzed by confocal microscopy. Localization of recombinant product in 293T cells. (A and D) Incubated with of PCV2 Cap specific mAb
followed by incubation with a secondary antibody conjugated with FITC. (B and E) staining of the nucleic lamina with PI. (C and F) Merge of A
and B, D and E. Green channel (left pannel), red channel (middle pannel) and merge (right pannel). The bar represents 7.5 μm.
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responses to the viral antigen than those from mice
immunized with pc-Cap. The pc-Ub-Cap plasmid eli-
cited significantly higher cell proliferation than the pc-
Cap (p < 0.05).

3.4. Cap-induced cellular immune responses
The proportion of CD4+ T cells and CD8+ T cells in the
stimulated splenocytes were determined by FCM. As
shown in Table 2 significant upregulation of CD4+ T
cells and CD8+ T cells was elicited in all of the vaccine
groups compared with the control group (P < 0.05).
With regard to the expression of CD4+ T cells and CD8
+ T cells, the pc-Ub-Cap group showed significant
increases (P < 0.05) when compared with the pc-Cap
group.

3.5. Ub-Cap constructs promote Th1 type cellular immune
responses
To profile the cytokine levels induced by the DNA plas-
mids, an ELISA kit was used to measured levels of the
Th1 cytokines, IFN-g and IL-2, secreted by splenic lym-
phocyte cells six weeks after the last immunization. As
depicted in Figure 4, the highest level of interferon-
gamma (IFN-g) and interleukin-2 (IL-2) was induced in
the pc-Ub-Cap-immunized group, followed by the pc-
Cap and vector-immunized groups.

3.6. Viremia after challenge
PCV2 DNA was detected by real-time PCR based on
sequence coding for nucleocapsid protein from blood
samples of PCV2 challenged mice. The occurrence of
viremia and the mean number of PCV2 genomic copies

are presented in Table 3. At weeks two, four, six and
eight post challenge (p.c.), the viral load in the blood of
mice immunized with DNA plasmids was less than in
mice immunized with the empty vector. Specifically, the
highest level of PCV2 DNA was observed in the vector-
immunized group, followed by the pc-Cap and pc-Ub-
Cap-immunized groups. The pc-Ub-Cap-immunized
group exhibited a reduction in the level of viremia with
a significantly decreased number of PCV2 genomic
copies at four time points above (P < 0.05).

4. Discussion
Previous studies reported that Cap protein induces pro-
tection against subsequent challenge with PCV2 and
that ORF2 plasmid DNA vaccines [12,29-31] were more
efficacious than Cap protein-based vaccines [12]. Addi-
tionally, two reports have shown that Ub-antigen conju-
gation can target endogenously synthesized antigenic
proteins for rapid degradation and improve their antige-
nicity and immunogenicity [22,32]. Based on these
reports, the pc-Ub-Cap was constructed and its ability
to protect against PCV2 is promising.
To explore a more ideal DNA vaccine and enhance

cell-mediated immune responses, we constructed a
recombinant plasmid co-expressing swine ubiquitin and
a Cap-encoding gene from PCV2. A Kozak consensus
sequence was introduced upstream of ubiquitin, which
is crucial for the efficient initiation of translation [33].
We mutated the C-terminal glycine residue of Ub to
arginine as previous reported [34], because it is essential
for a DNA vaccine to induce antigen-specific CD8+ T
cells based on the Ub fusion degradation pathway.

Figure 2 Kinetics of total IgG production against PCV2 Cap protein at various times p.i. The results are shown as means ± SD (n = 5).
Significant differences between the vaccines are indicated: **, P < 0.01; *, P < 0.05.
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PCV2-specific cellular immune responses were evalu-
ated after restimulation in vitro with inactivated PCV2.
Enhanced cell-mediated immune responses were observed
in mice immunized with pc-Ub-Cap. In the present study,
we investigated the Cap-specific lymphoproliferative activ-
ity, splenocyte phenotypes and levels of the Th1 cytokines,
IFN-g and IL-2, secreted by splenic lymphocytes induced
by PCV2. The results demonstrated that the ubiquitin-
fused DNA was more efficient in eliciting lymphoprolifera-
tive responses in CD4+ T cells and CD8+ T cells than the

pc-Cap plasmid. Moreover, we found that the ubiquitin-
fused antigen induced antigen-specific CD8+ T cells based
on the Ub fusion degradation pathway.
Th1 cells, which produce IL-2 and IFN-g, induce the

activation of macrophages, delayed-type hypersensitivity
and the production of IgG2a [35,36]. When the immune
profiles of mice at the stage of p. i. were explored, the
Th1-associated cytokines (IFN-g and IL-2) were
expressed more by splenocytes from mice receiving
DNA vaccines. Furthermore, in vivo studies showed that
immunization with DNA plasmids induced greater
IgG2a antibody production compared to IgG1, suggest-
ing a stronger Th1 pattern of immune response. In our
model, the pc-Ub-Cap-immunized mice exhibited higher
levels Th1-based immune responses compared to the
pc-Cap-vaccinated mice.
The IgG2a antibody is reportedly important in pro-

tecting against PCV2 infection [12]. This notion was
confirmed by the viremia results from blood samples by
quantitative, real-time PCR. Viremia was monitored at
two, four, six and eight weeks p.c. by quantitative, real-
time PCR. The results revealed that the viral loads in all

Figure 3 Cap-specific IgG isotypes induced in the pc-Cap(b)
and pc-Ub-Cap(c), and control (a)groups. The results are shown
as means ± SD (n = 5). The letters ‘a’ and ‘b’ above columns
indicate significantly higher IgG isotype with values of P < 0.05 and
P < 0.01, respectively, at the same time in a group. Mice were
challenged at 18 weeks p.i.

Table 2 PCV2 Cap-specific lymphoroliferative response
and FCM analysis of mice splenocytes

Group SI stimulation of inactivated PCV2(mean
mice splenocytes ± SD)

CD4+ cells(%) CD8+ cells(%)

Vector 1.00 ± 0.00c 9.42 ± 0.75c 4.34 ± 0.28c

pc-Cap 1.29 ± 0.107b 16.6 ± 1.35b 5.33 ± 0.23b

pc-Ub-Cap 1.73 ± 0.098a 23.02 ± 1.98a 7.47 ± 0.36a

Shared letters above columns indicate no significant difference (P > 0.05),
whilst different letters indicate significant differences among the groups (P <
0.05) (n = 5).

Figure 4 Cytokine profile of proliferation T cells. The
splenocytes were re-stimulated with inactivated PCV2. The
supernatants were collected. IFN-r and IL-2 concentration (ng/mL)
were determined by ELISA.
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vaccinated groups were significantly lower than the par-
ental vector control, particularly at weeks eight p.c. At
this time point, a high viremia was observed in the
blood of the empty vector control group compared with
a decreasing viremia in the blood of vaccinated animals.
The viremia observed in each group was consistent with
the total antibody response results by indirect ELISA
assay, which demonstrated that mice immunized with
pc-Ub-Cap developed significantly higher Cap-specific
antibody titers than those inoculated with pc-Cap.
Other reports showed that the total antibody response
in PCV2 followed the NA titers in subclinically infected
pigs, with seroconversion occurring from 15 dpi
onwards [37,38]. Our results also suggest that the ten-
dency of antibody to protect against PCV2 infection
coincided with decrease of virus load.

5. Conclusions
In summary, we have characterized the immune
response against PCV2 provided by the pc-Cap and the
pc-Ub-Cap DNA vaccines in mice. In the present study,
ubiquitin-tagging of the Cap antigen enhanced the Th1
profile of cellular immune response. In addition, a DNA
plasmid fused with ubiquitin elicited a more robust
humoral immune response than the plasmid without
ubiquitin, suggesting that ubiquitin-fusion of an immu-
nogen can improve its immunogenicity.

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

7. Authors’ contributions
FF carried out the molecular genetic studies, partici-
pated in the sequence alignment and drafted the
manuscript. XuL carried out the immunoassays. YL
participated in the sequence alignment and drafted the
manuscript. YY participated in the design of the study
and performed the statistical analysis. GT, GL, YJZ
and XiL conceived of the study, and participated in its
design and coordination and helped to draft the
manuscript. All authors read and approved the final
manuscript.

8. Acknowledgements
This research was supported by grants from Major international scientific
cooperation projects in the national animal zoonoses prevention and control
of key technologies (2010DFB33920) and key project of natural science
foundation of Heilongjiang province of China (ZJN0503-02). Appreciation
should be given to the Harbin Veterinary Research Institute of the Chinese
Academy of Agricultural Science for supplying the required equipment and
assistance.

Author details
1Division of Swine Infectious Diseases, State Key Laboratory of Veterinary
Biotechnology, Harbin Veterinary Research Institute, Chinese Academy of
Agricultural Sciences No. 427 Maduan St., Nangang District, Harbin, 150001,
China. 2Department of Science, Harbin University No. 9 Xuefu Street, Harbin,
Heilongjiang, 150086, China. 3Shanghai Veterinary Research Institute, Chinese
Academy of Agricultural Sciences, No. 518 Ziyue Road, Minhang District,
Shanghai 200241, China.

Received: 4 March 2011 Accepted: 30 May 2011 Published: 30 May 2011

References
1. Mankertz A, Domingo M, Folch JM, LeCann P, Jestin A, Segalés J, et al:

Characterisation of PCV-2 isolates from Spain, Germany and France. Virus
Res 2000, 66:65-77.

2. Nawagitgul P, Morozov I, Bolin SR, Harms PA, Sorden SD, Paul PS: Open
reading frame 2 of porcine circovirus type 2 encodes a major capsid
protein. J Gen Virol 2000, 81:2281-87.

3. Cheung AK, Bolin SR: Kinetics of porcine circovirus type 2 replication.
Arch Virol 2002, 147:43-58.

4. McNeilly F, Mcnair I, Mackie DP, Meehan BM, Kennedy S, Moffet D, et al:
Production, characterization and application of monoclonal antibodies
to porcine Circovirus 2. Arch Virol 2001, 146:909-22.

5. Pogranichnyy RM, Yoon KJ, Harms PA, Swenson SL, Zimmerman JJ,
Sorden SD: Characterization of immune response of young pigs to
porcine circovirus type 2 infection. Viral Immunol 2000, 13:143-53.

6. Kamstrup S, Barfoed AM, Frimann TH, Ladekjær-Mikkelsen AS, Bøtner A:
Immunisation against PCV2 structural protein by DNA vaccination of
mice. Vaccine 2004, 22:1358-61.

7. Fischer L, Barzu S, Andreoni C, Buisson N, Brun A, Audonnet JC: DNA
vaccination of neonate piglets in the face of maternal immunity induces
humoral memory and protection against a virulent pseudorabies virus
challenge. Vaccine 2003, 21(15):1732-41.

8. Siegrist CA, Barrios C, Martinez X, Brandt C, Berney M, Cordova M, et al:
Influence of maternal antibodies on vaccine responses: inhibition of
antibody but not T cell responses allows successful early prime-boost
strategies in mice. Eur J Immunol 1998, 28(12):4138-48.

9. Weeratna RD, Brazolot Millan CL, McCluskie MJ, Siegrist CA, Davis HL:
Priming of immune responses to hepatitis B surface antigen in young
mice immunized in the presence of maternally derived antibodies. FEMS
Immunol Med Microbiol 2001, 30(3):241-47.

10. Dubensky TW Jr, Liu MA, Ulmer JB: Delivery systems for gene-based
vaccines. Mol Med 2000, 6(9):723-32.

11. Otten GR, Doe B, Schaefer M, Chen M, Selby MJ, Goldbeck C, et al: Relative
potency of cellular and humoral immune responses induced by DNA
vaccination. Intervirology 2000, 43:227-32.

12. Lu S, Wang S, Grimes-Serrano JM: Current progress of DNA vaccine
studies in humans[J]. Expert Rev Vaccines 2008, 7(2):175-91.

Table 3 Viraemia in mouse serum measured by quantitative PCR

group No. of mice with viraemia/no. tested (mean lg PCV2 load ± SD) at the following weeks p.c.

2 4 6 8

Vector 7.56 ± 1.05a 7.12 ± 0.29a 6.27 ± 0.27a 5.77 ± 0.23a

pc-Cap 5.59 ± 0.51b 3.93 ± 0.18b 3.41 ± 0.51b 2.69 ± 0.33b

pc-Ub-Cap 3.97 ± 0.45c 3.00 ± 0.55c 2.45 ± 0.48c 0c

Shared letters above columns indicate no significant difference (P > 0.05), whilst different letters indicate significant differences among the groups (P < 0.05) (n =
5).

A load value of 0 is equal to < 102 copies ml-1 (the threshold of sensitivity of the quantitative PCR).

Fu et al. Virology Journal 2011, 8:264
http://www.virologyj.com/content/8/1/264

Page 8 of 9

http://www.ncbi.nlm.nih.gov/pubmed/10653918?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10950986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10950986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10950986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11855635?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11448029?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11448029?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10892995?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10892995?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15063557?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15063557?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12639497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12639497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12639497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12639497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9862350?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9862350?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9862350?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11335145?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11335145?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11071268?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11071268?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11251378?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11251378?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11251378?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18324888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18324888?dopt=Abstract


13. Greenland JR, Letvin NL: Chemical adjuvants for plasmid DNA vaccines.
Vaccine 2007, 25:3731-3741.

14. Abdulhaqq SA, Weiner DB: DNA vaccines: developing new strategies to
enhance immune responses. Immunol Res 2008, 42:219-232.

15. Liu YC, Penninger J, Karin M: Immunity by ubiquitylation: a reversible
process of modification. Nat Rev Immunol 2005, 5(12):941-52.

16. Varshavsky A: The N-end rule: functions, mysteries, uses. Proc Natl Acad
Sci USA 1996, 93(22):12142-49.

17. Hershko A, Ciechanover A: The ubiquitin system. Annu Rev Biochem 1998,
67:425-79.

18. Schwartz AL, Ciechanover A: The ubiquitin-proteasome pathway and
pathogenesis of human diseases. Annu Rev Med 1999, 50:57-74.

19. York IA, Goldberg AL, Mo XY, Rock KL: Proteolysis and class I major
histocompatibility complex antigen presentation. Immunol Rev 1999,
172(1):49-66.

20. Rodriguez F, Zhang J, Whitton JL: DNA immunization:ubiquitination of a
viral protein enhances cytotoxic T-lymphocyte induction and antiviral
protection but abrogates antibody induction. J Virol 1997,
71(11):8497-503.

21. Tobery TW, Siliciano RF: Targeting of HIV-1 Antigens for rapid intracellular
degradation enhances cytotoxic T lymphocyte (CTL) recognition and the
induction of de novo CTL responses in vivo after immunization. J Exp
Med 1997, 185(5):909-20.

22. Wu Y, Kipps TJ: Deoxyribonucleic acid vaccines encoding antigens with
rapid proteasome-dependent degradation are highly efficient inducers
of cytolytic T lymphocytes. J Immunol 1997, 159(12):6037-43.

23. Delogu G, Howard A, Collins FM, Morris SL: DNA vaccination against
tuberculosis: expression of a ubiquitin-conjugated tuberculosis protein
enhances antimycobacterial immunity. Infect Immun 2000, 68(6):3097-102.

24. Fu TM, Guan L, Friedman A, Ulmer JB, Liu MA, Donnelly JJ: Induction of
MHC class I-restricted CTL response by DNA immunization with
ubiquitin-influenza virus nucleoprotein fusion antigens. Vaccine 1998,
16(18):1711-17.

25. Li HZ, Fu F, Zhang YX, Li X, Song SP: Preparation and characterization of
monoclonal antibodies against Cap of PCV2. Heilongjiang Animal Science
and Veterinary Medicine 2010, 3:120-22, (in Chinese).

26. Xu HX, Fu F, Lu JH, Li X: Quantitation of porcine circovirus of type 2
using a SYBR Green I real-time PCR. Chinese Journal of Veterinary Medicine
2007, 43(12):13-14, (in Chinese).

27. Miao LJ, Fu F, Wang XW, Chen WJ, Lu JH, Li X: Prokaryotic expression of
NLS deleted ORF2 capsid protein of porcine circovirus type 2. Chinese
Journal of Preventive Veterinary Medicine 2008, 30(5):384-87, (in Chinese).

28. Kang SM, Yao QZ, Guo LZ, Compans RW: Mucosal immunization with
virus-like particles of simian immunodeficiency virus conjugated with
cholera toxin subunit B. J Virol 2003, 77(18):9823-30.

29. Song YF, Jin ML, Zhang SL, Xu XJ, Xiao SB, Cao SB, et al: Generation and
immunogenicity of a recombinant pseudorabies virus expressing cap
protein of porcine circovirus type 2. Vet Microbiol 2007, 119(2/4):97-104.

30. Fan HY, Xiao SB, Tong TZ, Wang SP, Xie LL, Jiang YB, et al: Immunogenicity
of porcine circovirus type 2 capsid protein targeting to different
subcellular compartments. Mol Immunol 2008, 45(3):653-60.

31. An DJ, Song DS, Park BK: Systemic cytokine profiles of mice vaccinated
with naked DNAs encoding six open reading frame antigens of porcine
circovirus type 2 (PCV2). Res Vet Sci 2008, 85(3):503-09.

32. Townsend A, Bastin J, Gould K, Brownlee G, Andrew M, Coupar B, et al:
Defective presentation to class I-restricted cytotoxic T lymphocytes in
vaccinia-infected cells is overcome by enhanced degradation of antigen.
J Exp Med 1988, 168(4):1211-24.

33. Kozak M: An analysis of 5’-noncoding sequences from 699 vertebrate
messenger RNAs. Nucleic Acids Res 1987, 15(20):8125-48.

34. Takashi I, Duan XF, Hajime H, Kunisuke H: Antigen-specific CD8+ T cells
induced by the ubiquitin fusion degradation pathway. BBRC 2008,
365(4):758-63.

35. Abbas AK, Murphy KM, Sher A: Functional diversity of helper T
lymphocytes. Nature 1996, 383:787-93.

36. Mosmann TR, Coffman RL: Heterogeneity of cytokine secretion patterns
and functions of helper T cells. Adv Immunol 1989, 46:111-47.

37. Meerts P, Misinzo G, Lefebvre D, Nielsen J, Botner A, Kristensen CS, et al:
Correlation between the presence of neutralizing antibodies against
porcine circovirus 2 (PCV2) and protection against replication of the

virus and development of PCV2-associated disease. BMC Vet Res 2006,
2(6).

38. Fort M, Olvera A, Sibila M, Segalés J, Mateu E: Detection of neutralizing
antibodies in postweaning multisystemic wasting syndrome (PMWS)-
affected and non-PMWS-affected pigs. Vet micro 2007, 125(3-4):244-55.

doi:10.1186/1743-422X-8-264
Cite this article as: Fu et al.: Co-expression of Ubiquitin gene and
capsid protein gene enhances the potency of DNA immunization of
PCV2 in mice. Virology Journal 2011 8:264.

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

Fu et al. Virology Journal 2011, 8:264
http://www.virologyj.com/content/8/1/264

Page 9 of 9

http://www.ncbi.nlm.nih.gov/pubmed/17350735?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19066740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19066740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16322747?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16322747?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8901547?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9759494?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10073263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10073263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10631936?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10631936?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9343207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9343207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9343207?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9120397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9120397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9120397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9550402?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9550402?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9550402?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10816449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10816449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10816449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9778746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9778746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9778746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12941891?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12941891?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12941891?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17005335?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17005335?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17005335?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17709139?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17709139?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17709139?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18456294?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18456294?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18456294?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2459295?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2459295?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3313277?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3313277?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18029260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18029260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8893001?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8893001?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2528896?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2528896?dopt=Abstract

	Abstract
	1. Background
	2. Methods
	2.1 Virus, cells, mice and plasmids
	2.2. Construction of the eukaryotic expression plasmids
	2.3. IIF and confocal microscopy
	2.4. In vivo immunization and challenge
	2.5. Detection of Cap-specific IgG, IgG1 and IgG2a antibodies
	2.6. Lymphocyte proliferation assay
	2.7. Flow cytometric analysis (FCM)
	2.8. Cytokine assay
	2.9. Quantitative real-time PCR for evaluation of viremia
	2.10. Statistical analysis

	3. Results
	3.1. Expression levels of recombinant plasmids
	3.2. Total IgG and isotypes of serum antibody against PCV2 Cap protein
	3.3. Enhanced T cell proliferation in response to pc-Ub-Cap
	3.4. Cap-induced cellular immune responses
	3.5. Ub-Cap constructs promote Th1 type cellular immune responses
	3.6. Viremia after challenge

	4. Discussion
	5. Conclusions
	6. Competing interests
	7. Authors’ contributions
	8. Acknowledgements
	Author details
	References

