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Abstract

AIM: To find a novel antigen (Ag) presentation strategy to
improve the immune responses induced by dendritic cell (DC)
vaccine expressing hepatitis C virus (HCV) core antigen
(pcDNA 3HCV C-Fc) in Balb/c mice (H-2d).

METHODS: pcDNA 3HCV C-Fc plasmid and eukaryotic
expression vector pcDNA3 were injected into mice sc. Immune
responses to pcDNA 3HCV C-Fc were studied. Meanwhile
the effect of pcDNA 3HCV C-Fc on anti-translated subcutaneous
tumor of SP2/0 cells stably expressing HCV C Ag (SP2/0-HCV
C-FC) was also studied. Anti-HCV C in serum was detected
by enzyme-linked immunoadsordent assay (ELISA) and HCV
specific cytotoxic T lymphocyte (CTL) activity was measured
by LDH release assay. After 3 wk of DNA immunization,
the cells of SP2/0-HCV C-FC were inoculated into mice
subcutaneously and tumor growth was measured every 5 d.
The survival rate and living time of mice were also calculated.

RESULTS: After 4 wk of DC immunization, the Aisy nm Values
of sera in mice immunized with pcDNA 3HCV C-Fc-DC and
pcDNA3-DC were 0.56+0.17 and 0.12+0.03 respectively. The
antibody titres in mice codeliveried with pcDNA 3HCV C-Fc
with DC were significantly higher than those of mice injected
with pcDNA3-DC. The HCV specific CTL activities in mice
coinjected with DC and pcDNA 3HCV C-Fc or empty expression
vectors were(73.2+3.1) % and (24.4+8.8) % , which were
significantly higher than those of mice injected with water.
The DC vaccine could evidently inhibit tumor growth, prolong
the survival time of mice and improve the survival rate of
mice and these effects could be improved by HCV C-Fc
(pcDNA 3HCV C-Fc) gene codelivered.

CONCLUSION: DC vaccine has a strong antigenicity in
humoral and cellular immunities, which can be promoted
by transduced pcDNA 3HCV C-Fc expressing HCV C or Fc.
Thus, pcDNA 3HCV C-Fc-transduced DCs may be a promising
candidate for a CTL-based vaccine against HCV.
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INTRODUCTION

Hepatitis C virus (HCV) chronic infection is characterized by
low or undetectable cellular immune responses to HCV antigens.
Some studies have suggested that HCV proteins manipulate
the immune system by suppressing the specific antiviral T-cell
immunity. Antiviral immunity requires recognition of viral
pathogens and activation of cytotoxic and Th cells by innate
immune cells.l'*n this study, we designed a novel antigen
(Ag) presentation strategy bytransducing DCs to produce
and secrete a fusion protein consisting of a HCV core protein
HCV C Ag fused with cell-binding domains such as the Fc
fragment ofIgG. The secreted fusion proteins, in addition to
inducing antibody (Ab) responses, are transported back to
DCs via receptor-mediated internalization. It has been
demonstrated that Ag presentation by receptor-mediated
internalization of DCs can be enhancedup to 1 000-fold, compared
with fluid phase Ag pinocytosis. Thus, this receptor-mediated
Ag presentation strategy is able to induce vigorous Th cell,
CTL, and B cell responses to the model HCV nucleocapsid protein

in mouse models®1,

MATERIALS AND METHODS

Construction of expression vectors

Plasmid expressing HCV core antigen (pcDNA3-HCV)P** was
constructed by Professor Feng (in this Department). Plasmids
expressing human IgG cDNA Fc (pCMVsFc)™7 were a
generous gift from Dr. Chen (USA). Human IgG cDNA Fc
fragment was generated by PCR amplification with plasmid
pCMVsFc containing human IgG heavy chain cDNA as a
template. The pair of primers for PCR was 5’-primer: 5> ATA
TACTCGAGGAAAACT CAC ACATGC 3’ corresponding
to the nucleotide sequence 956-970 of the heavy chain with
an additional X#o I site,and 3’-primer: 5 GTTTCT AGATCA
TTT ACC CGG AGA CAG,corresponding to the nucleotide
sequence 1 572-1 589 of the heavy chain with an additional
Xba 1site . Fc cDNA with a leader sequence was cloned into
the Xho I/ Xba I cut pcDNA 3HCV. These resultant vectors
were identified by restriction enzyme analysis and confirmed
by DNA sequencing.

Production of vectors and DC transduction

To generate DC, bone marrow (BM) cells were flushed from
the bones of mouse limbs, passed through a nylon mesh, and
depletedred cells with ammonium chloride. After extensively
washing with RPMI 1640, cells were incubated with rabbit
complements and a mixture of mAbs consisting of anti-CD4,
anti-CD8 inRPMI 1640 at 37 °C for 40-60 min. Then, 5x10%/Lin
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RPMI 1640 supplemented with 100 mL/L FBS, 80 ng murine
GM-CSF (mrGM-CSF) (Gibco), and 20 U/L IL-4 (Gibco) were
plated in 12-well culture plates (2.5 mL/well), incubatedat 37 ‘C
in 50 mL/L CO, overnight, and then refed with fresh medium.
After 48-h incubation, the cells were spun down. The bone
marrow-derived dendritic cells werecultured in 100-mm culture
dishes with RPMI1640 containing 100 mL/L heat-inactivated
FBS (Life Technologies) and transfected with 10-15 pg of
vector plasmids by lipofectin (Life Technologies). After an
overnight incubation, the mediumwas replaced with RPMI1640
containing 100 mL/L FBS. Forty-eight hourslater, the cells
were incubatedat 37 ‘C in 50 mL/L CO, for 3-4 h. The
transduction procedure was repeated 2-3 times. After the final
transduction, the cells were washed and cultured in the
medium containing mGM-CSF and mIL-4 for several days to
allow further DC differentiation. DC was further enriched by
using a 500 g/L FCS-RPMI 1640 sedimentation procedure as
described previously.

HCV C Ag-specific antibody assay

Sera samples were collected by tail bleeding at different times,
beginning at | wk after immunization, and the presence of HCV C
Ag-specific antibody was analyzed by ELISA. Briefly, microtitre
plates coated with a mixture of recombinant HCV C Ag (each
50 ng/well) were incubated with serially diluted serain a blocking
buffer at room temperature for 2 h. Bound Ab was detected
after incubation with peroxidase or alkaline phosphatase-
conjugated Abs against mouse IgG (Sigma). A polyclonal anti-
HCV C Ab was used as a positive control and nonimmunized
mouse seraas a negative control. Ab titre was defined as the
highest dilution with A4so or A40s>0.2. The background Auso or A4os
of normal mouse sera was <0.1.

CTL assays

To determine whether immunization with HCV C-Fc-DC could
induce strong CTL responses, LDH release cytotoxic assay
was performed. The assays were performed in triplicate with
1x10° targets/well at various effector cell/target cell (E:T) ratios
of 100:1, 50:1, 25:1. Pooled immunized mice were restimulated
in vitro in RPMI 1640 containing synthetic peptide HCV C Ag
(1 pmol/L) for 4-6 d. SP2/0 (H-2d) target cells were incubated
with a synthetic peptide, HCV C Ag at a concentration of 10 mg/
L overnight. Different numbers of effector cells were incubated
with a constantnumber of target cells (1x10%well) in 96-well
V-bottom plates (200 pL/well) at 37 “C for 3 h. The supernatants
(100 puL) from triplicate cultures were collected. The percent of
lysis was defined as (experimental release-spontaneousrelease)/
(maximum release-spontaneous release) x 100. Maximumrelease
was determined by cell lysis with 1% Triton X-100. Spontaneous
release was always <5% of the maximum release in the assays.

Tumor challenge studies

Tumor cell line SP2/0 (Balb/c, H-2d) was transfected with plasmid
pcDNA3-HCV C Ag by using lipofectin (Life Technologies)
and then selected in the presence of 1 g/L. G418 (Life Technologies).
G418-resistant clones were subcloned and then screened for
HCV C Ag expression by immunofluorescence and PCR. SP2/0-
HCV C Agcells expressing HCV C Ag were maintained at 37 'C
in 50 mL/L CO,in RPMI1640 containing 100 mL/L heat-
inactivated horse serum and 1 g/L.G418. In the tumor protection
experiments, Balb/C mice wereimmunized by iv injection with
1x10° transduced DCs on d0 and 3, and then intradermally
challenged with 3x109 exponentiallygrowing SP2/0-HCV C Ag
cells 1 wk after the first immunization. Tumor sizes were measured
every 2-3 d, with tumor volumes calculated as the longest

diameterxthe shortest diameter.

Statistical analyses

All data were presented as mean+SE. Different groups were
compared by Student-Newman-Keuls test with SigmaStat 2.03
software (SPSS). P<0.05 was considered statistically significant.

RESULTS

Construction and expression of fusion proteins

By using immunofluorescence and PCR, it was found that
HCV C Ag-Fc proteins (HCV C-Fc) were efficiently produced
and secreted from transfected cells (Figure 1). Transduced
and untransduced BM-derived DCs were stained with an anti-
HCV-FC Ab (Figure 2). When followed by incubation with
FITC-conjugated anti-mouse IgG (Sigma) on ice for 30-60 min, the
percentages of the cells positive for HCV-FC markers were indicated.

Figure 1 pcDNA 3HCV-Fc vectors identified by restriction
enzyme analysis. Lane 1: Marker (Ecoli); lane 2: pcDNA3; lane
3: pcDNA 3HCV-Fc was cut by restriction enzyme Xho I/ Xba I;
lane 4: Fc cDNA fragment was cloned into the vector; lane 5:
Marker (DL-2000).

Figure 2 Expression of HCV C-Fc fusion proteins.

Culture and identification of BV-derived DC

After 7 d of culture, a large number of cells with typical
characteristics of DCs were observed. Characteristics of the
cultured cells were observed by SEM (Figure 3) and the
expression of DEC205 was detected by FACS.

Induction of strong B cell responses in vivo

The pcDNA 3HCV C-Fc transduced DC showed a strong
antigenicity in humoral immunity and anti-HCV C could be
detected in sera of mice after pcDNA 3HCV C-Fc transduced
DC vaccination. The serum titers of anti-HCV Cin mice increased
with the times of immunization in a period of time. The titres of
anti-HCV C in sera of mice were significantly promoted by genes
expressing HCV C-Fc fusion proteins (Figure 4).
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Figure 3 BM-derived DCs. A: BM-derived DC (SEMx*500); B: BM-derived DC (SEMx700).
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Figure 4 Serum anti-HCV C level in Balb/c mice. "P<0.01 vs
pcDNA3

Induction of strong CTL responses in vivo

HCV specific CTL activities were developed in the mice after
pcDNA 3HCV C-Fc transduced DC immunization. As shown in
Table 1 splenocytes from mice immunized with HCV C-Fc-DCs
demonstrated significantlyhigher target cell killing than those
from mice immunized with DCs alone. The specificity of the killing
was demonstrated by the inability of splenocytes to kill HCV C
Ag-pulsed p815 target cells with H-2¢. The superior CTL responses
induced by HCV C-Fe-DCs might be due to the enhanced Th and
the direct MHC-I presentation of internalized HCV C-Fc by DCs.

Table 1 Effect of pcDNA 3HCV C-Fc on CTL activity induced
by DCs (n = 5; %; meantSD)

Group 100:1 50:1 25:1
PcDNA 3HCV C-Fc transduced DC* 73.2 46.8 23.2
PcDNA3 transduced DC? 24.4 13.7 39
PBS control 0.5 0.3 0.2

2P<0.05 vs PBS control; °P<0.05 vs pcDNA3 transduced DC.

Protectiveimmunity induced by fusion construct immunization
A common tumor cell line (SP2/0) might grow rapidly in syngeneic
mice as the target cell line for transfection and challenge
experiments. SP2/0 clones transfected with the HCV C Ag
expression vector were generated and shown to express HCV C
Ag by PCR and immunoprecipitation assays. After inoculated
with SP2/0-HCV C-FC, all six mice with or without pcDNA3
(100%) formed the tumor. The rate of tumor formation was
16.7% (1/6). No tumor was formed in mice coimmunized with
pcDNA 3HCV C-Fc and DCs. The survival rate of mice immunized
with pcDNA 3HCV C-Fc alone or coimmunized with DCs
increased significantly and the tumor growth was evidently
slower than that of mice immunized with or without pcDNA3.
The antitumor activity induced by HCV C-Fc-DCs was specific
because HCV C-Fc-DC-immunized mice challenged with SP2/0
cells also developed lethal tumors and died within 4 wk.

DISCUSSION

The majority of HCV infections would become chronic, despite
the presence of HCV-specific cellular and humoral immune
responses. Inadequate Ag presentation by APC might contribute
to the failureof the human immune system to mount effective
immune responses to chronic infections!'!'%, Accumulating
evidence indicates that a vaccine or an immunotherapy, which
can induce combined CD4" and CD8" T and B cell immune
responses, might bethe most effective one to prevent or control
chronic infections such as HIV-1, hepatitis virus infection, or
Mycobacterium tuberculosis,and tumors!'?, The results of this
study demonstrate that this receptor-mediated Ag presentation
strategy, which uses a unifying mechanism to efficiently present
Ag to both MHC-I and -II, can potentially activate Ag-specific
Th cells, CTL, and B cells. Thus, the receptor-mediated Ag
presentation strategy with the ability to induce all arms of the
adaptive immunitymay have broad applications in the treatment
and prevention of cancer, infection, and even autoimmune diseases.

DCs are the most potent APC for initiating primary and
secondary immune responses?' . Thus, for effective vaccines
or immunotherapies, Ag must be acquired and displayed by
DCs. Many investigators have tried to use the potential efficacy
of DCs to develop effective immunotherapies and vaccines™ 2,
For exemple, some investigators transduced Ag genes into DCs,
which allow the constitutive expression of Ag proteins leading
to prolonged Ag presentation of multiple or unidentified
epitopesin the context of MHC. Because the Ag-presenting
pathway to MHC-I is distinctly different from that to MHC-II, it
is difficult for Ag to be presented to both MHC-I and MHC-II
by DCs. Thus, developing a strategy for DC to present Ag to
both MHC-I and -1l may lead to moreeffective immunotherapies
and vaccines, because Th cells play a central role in the activation
of CTL, B cells, NK cells, and macrophages??’>,

The receptor-mediated Ag presentation strategy, which
could efficiently activate not only Th cells, but also cytotoxic T
and B cells, has unique and superior features. First, by using
the receptor-mediated endocytosis pathway, fusion proteins
could be efficiently captured, processed, and presented to MHC-II
by DCs in both autocrine and paracrine modes to vigorously
induce Th cells. Moreover, high level of cytokines produced by
primed Th cells can be directly responsible for the control of viral
infection and tumor growth. Second, this strategy could efficiently
induce CTL, because Fcy R-mediated internalization could directly
present internalized Ag to MHC-I (cross-priming) as well as
activate DCs. This strategy should be superior to transient
peptide-pulse DC strategies because transduced DCs could
continuously produce, as well as process. Finally, this strategy
is versatile because of its adaptability for use with any Ag or
many cell-binding domains and for incorporation intothe design
of almost all vaccines and immunotherapies. Indeed, this strategy
has been shown to significantly enhance the potency of DNA



560

ISSN 1007-9327 CN 14-1219/ R

World J Gastroenterol

January 28, 2005 Volume 11 Number 4

vaccines to induce immune responses. Thus, the receptor-mediated
Ag presentation strategy may provide a generic and powerful
means for the development of effective immunotherapies,
therapeutic and preventive vaccines.

REFERENCES

1

10

11

12

13

Brady MT, MacDonald AJ, Rowan AG, Mills KH. Hepatitis C
virus non-structural protein 4 suppresses Thl responses by
stimulating IL-10 production from monocytes. Eur | Immunol
2003; 33: 3448-3457

Jinushi M, Takehara T, Tatsumi T, Kanto T, Groh V, Spies T,
Suzuki T, Miyagi T, Hayashi N. Autocrine/paracrine IL-15
that is required for type I IFN-mediated dendritic cell expres-
sion of MHC class I-related chain A and B is impaired in hepa-
titis C virus infection. | Immunol 2003; 171: 5423-5429
Rollier C, Drexhage JA, Verstrepen BE, Verschoor EJ, Bontrop
RE, Koopman G, Heeney JL. Chronic hepatitis C virus infection
established and maintained in chimpanzees independent of
dendritic cell impairment. Hepatology 2003; 38: 851-858
Sarobe P, Lasarte JJ, Zabaleta A, Arribillaga L, Arina A, Melero
I, Borras-Cuesta F, Prieto J. Hepatitis C virus structural pro-
teins impair dendritic cell maturation and inhibit in vivo induc-
tion of cellular immune responses. | Virol 2003; 77: 10862-10871
Dolganiuc A, Kodys K, Kopasz A, Marshall C, Do T, Romics L,
Mandrekar P, Zapp M, Szabo G. Hepatitis C virus core and
nonstructural protein 3 proteins induce pro- and anti-inflam-
matory cytokines and inhibit dendritic cell differentiation. |
Immunol 2003; 170: 5615-5624

Gardner JP, Durso R], Arrigale RR, Donovan GP, Maddon PJ,
Dragic T, Olson WC. L-SIGN (CD 209L) is a liver-specific capture
receptor for hepatitis C virus. Proc Natl Acad Sci USA 2003;
100: 4498-4503

Pohlmann S, Zhang ], Baribaud F, Chen Z, Leslie GJ, Lin G,
Granelli-Piperno A, Doms RW, Rice CM, McKeating JA. Hepati-
tis C virus glycoproteins interact with DC-SIGN and DC-SIGNR.
J Virol 2003; 77: 4070-4080

Lozach PY, Lortat-Jacob H, de Lacroix de Lavalette A, Staropoli
I, Foung S, Amara A, Houles C, Fieschi F, Schwartz O, Virelizier
JL, Arenzana-Seisdedos F, Altmeyer R. DC-SIGN and L-SIGN
are high affinity binding receptors for hepatitis C virus glyco-
protein E2. | Biol Chem 2003; 278: 20358-20366

Jinushi M, Takehara T, Kanto T, Tatsumi T, Groh V, Spies T,
Miyagi T, Suzuki T, Sasaki Y, Hayashi N. Critical role of MHC
class I-related chain A and B expression on IFN-alpha-stimu-
lated dendritic cells in NK cell activation: impairment in chronic
hepatitis C virus infection. | Immunol 2003; 170: 1249-1256
Laporte J, Bain C, Maurel P, Inchauspe G, Agut H, Cahour A.
Differential distribution and internal translation efficiency of
hepatitis C virus quasispecies present in dendritic and liver
cells. Blood 2003; 101: 52-57

Beckebaum S, Cicinnati VR, Gerken G. DNA-based
immunotherapy: potential for treatment of chronic viral
hepatitis? Rev Med Virol 2002; 12: 297-319

Sarobe P, Lasarte JJ, Casares N, Lopez-Diaz de Cerio A,
Baixeras E, Labarga P, Garcia N, Borras-Cuesta F, Prieto J.
Abnormal priming of CD4 (+) T cells by dendritic cells ex-
pressing hepatitis C virus core and E1 proteins. | Virol 2002;
76: 5062-5070

Lechmann M, Murata K, Satoi ], Vergalla J, Baumert TF, Liang
TJ. Hepatitis C virus-like particles induce virus-specific hu-

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

moral and cellular immune responses in mice. Hepatology 2001;
34: 417-423

Auffermann-Gretzinger S, Keeffe EB, Levy S. Impaired den-
dritic cell maturation in patients with chronic, but not resolved,
hepatitis C virus infection. Blood 2001; 97: 3171-3176

Ito A, Kanto T, Kuzushita N, Tatsumi T, Sugimoto Y, Miyagi T,
Takehara T, Katayama K, Mochizuki K, Hiramatsu N, Kasahara
A, Yoshiya I, Sasaki Y, Hori M, Hayashi N. Generation of hepa-
titis C virus-specific cytotoxic T lymphocytes from healthy indi-
viduals with peptide-pulsed dendritic cells. | Gastroenterol Hepatol
2001; 16: 309-316

Bain C, Fatmi A, Zoulim F, Zarski JP, Trepo C, Inchauspe G.
Impaired allostimulatory function of dendritic cells in chronic
hepatitis C infection. Gastroenterology 2001; 120: 512-524
Notas G, Xidakis C, Valatas V, Kouroumalis A, Kouroumalis
E. Levels of circulating endothelin-1 and nitrates/nitrites in
patients with virus-related hepatocellular carcinoma. ] Viral
Hepat 2001; 8: 63-69

Beckebaum S, Cicinnati VR, Zhang X, Ferencik S, Frilling A,
Grosse-Wilde H, Broelsch CE, Gerken G. Hepatitis B virus-
induced defect of monocyte-derived dendritic cells leads to
impaired T helper type 1 response in vitro: mechanisms for
viral immune escape. Immunology 2003; 109: 487-495

Lohr HF, Pingel S, Bocher WO, Bernhard H, Herzog-Hauff S,
Rose-John S, Galle PR. Reduced virus specific T helper cell
induction by autologous dendritic cells in patients with chronic
hepatitis B-restoration by exogenous interleukin-12. Clin Exp
Immunol 2002; 130: 107-114

Horiike N, Md Fazle Akbar S, Ninomiya T, Abe M, Michitaka
K, Onji M. Activation and maturation of antigen-presenting
dendritic cells during vaccine therapy in patients with chronic
hepatitis due to hepatitis B virus. Hepatol Res 2002; 23: 38-47
Li MS, Yuan AL, Zhang WD, Chen XQ, Tian XH, Piao Y]J.
Immune response induced by dendritic cells induce apoptosis
and inhibit proliferation of tumor cells. Shijie Huaren Xiaohua
Zazhi 2000; 8: 56-58

Chen HB, Zhang JK, Huang ZL, Sun JL, Zhou YQ. Effects of
cytokines on dendritic cells against human hepatoma cell line.
Shijie Huaren Xiaohua Zazhi 1999; 7: 191-193

Zhang JK, Chen HB, Sun JL, Zhou YQ. Effect of dendritic cells
on LPAK cells induced at different times in killing hepatoma
cells. Shijie Huaren Xiaohua Zazhi 1999; 7: 673-675

Zhang J, Zhang JK, Zhuo SH, Chen HB. Effect of a cancer
vaccine prepared by fusions of hepatocarcinoma cells with
dendritic cells. World | Gastroenterol 2001; 7: 690-694

Luo ZB, Luo YH, Lu R, Jin HY, Zhang PB, Xu CP. Immunohis-
tochemical study on dendritic cells in gastric mucosa of pa-
tients with gastric cancer and precancerous lesions. Shijie Huaren
Xiaohua Zazhi 2000; 8: 400-402

Li MS, Yuan AL, Zhang WD, Chen XQ, Zhang YL, Zhou DY.
Functional changes of dendritic cells derived from PBMC of
patients with colorectal neoplasms. Shijie Huaren Xiaohua Zazhi
1999; 7: 429

Xing LH, Wang FS, Liu MX, Zhu CL. Dendritic cells and liver
diseases. Shijie Huaren Xiaohua Zazhi 2000; 8: 1276-1279
Wang QC, Feng ZH, Zhou YX, Nie QH, Hao CQ, Wang JP.
Comparative research of dendritic cells cultured from mice
bone marrow with different ways. Shijie Huaren Xiaohua Zazhi
2003; 11: 219-223

Xing LH, Wang FS, Liu MX, Zhu CL, Li HW, Lei ZY, Wang HF.
Dendritic cells cultured from PBMC of patients with chronic
hepatitis B viral. Shijie Huaren Xiaohua Zazhi 2001; 9: 591-593

Edited by Wang XL and Xu CT
Proofread by Pan BR and Chen WW



