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Preface 

 

Gene therapy is expected to become a new treatment for refractory diseases such as cancers and 

virus infections [1-6]. The therapeutic effects of gene therapy depend on the expression profile and 

biodistribution of the transgene product and types of cells expressing transgene product [7-10]. 

Therefore, much effort has been made to develop methods that can regulate these factors. In previous 

studies performed in my labolatory, it was demonstrated that construction of plasmid vectors with 

reduced the number of CpG motifs and optimized promoter allows sustained transgene expression 

[11-13]. The transgene product is sometimes recognized by immune system, which causes immune 

response [14-16]. Induction of transgene-specific immune response could affect transgene expressing 

cells and cause adverse effects [17-18]. Induction of the immune response to transgene products or, in 

other words, the encoded therapeutic protein, is a serious concern in gene therapy [19-20]. 

It is generally known that induction of the immune response depends on several factors, including 

the antigenicity of the protein, types of transgene-expressing cells, transgene expression profile, and 

subcellular localization or secretion of the product [7, 9]. However, the exact nature of the relationship 

between the transgene expression profile and immune induction following gene transfer is unclear 

despite the fact that many efforts by our labolatory and others have been made to develop methods that 

regulates transgene expression profile [11-13]. 

In this study, I investigated the effects of transgene expression profile, type of transgene expressing 

cells and transgene expression level on the induction of transgene-specific immune response. In addition, 

I tried to identify the cells that work as antigen presenting cells (APCs) in the induction of 

transgene-specific immune response after gene delivery by the hydrodynamics-based procedure. 

In Chapter I, the effect of transgene expression profile on the induction of immune response 

against the transgene product was examined. Firefly luciferase (fLuc) was selected as a model anitigen 

and Gaussia luciferase (gLuc) was chosen as a reporter protein. Two types of fLuc-expressing plasmid 

DNA, a long-term expression plasmid pCpG-fLuc or a short-term expression plasmid pCMV-fLuc, 

were injected into mice by hydrodynamic injections along with a gLuc-expressing long-term plasmid 

(pROSA-gLuc) whose transgene expression was used to evaluate the transgene expression profile of 

fLuc-expressing plasmids in the liver affected by immune response because simultaneous injection of 

the fLuc- and gLuc-expressing plasmid DNAs resulted in the expression of fLuc and gLuc in the same 

cells. In addition, the effect of transgene expression in splenic cells and macrophages on the induction 

of immune response was evaluated by spleen removal and macrophage depletion. 

In Chapter I, it was found that high and sustained transgene expression of fLuc induced the 

immune responses to the antigenic protein. However, it was not investigated whether total amount of 

transgene product or the amount of transgene product per cell is important for the induction of 
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transgene-specific immune response. In Chapter II, the relationship between the amount of transgene 

product in each cell and the induction of immune response against the transgene product was examined 

in more detail. Cypridina luciferase (cLuc), a secretory reporter protein that has antigenisity, was used 

as a model antigen. gLuc-expressing plasmid was delivered with cLuc-expressing plasmid as above by 

one high-dose hydrodynamic injection or by three low-dose injections. Then, I examined whether the 

total level of transgene expression or the level of transgene expression per cell is important for the 

induction of transgene-specific immune responses. Finally, I investigated whether hepatocytes work as 

APCs after hydrodynamic injection of plasmid vectors using ovoalbumin (OVA) as a model antigen.  

In this thesis, the results are presented in the following two chapters. 
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Chapter I 

Elucidation of the effect of the duration of transgene expression on the 

induction of transgene-specific immune response 

 

I-1 Introduction 

 

The therapeutic effects of gene therapy depend on the types of transgene expressing cells, as well as 

the expression profile and biodistribution of the transgene, and much effort has been made to develop 

methods that control these factors. In previous studies prformed in my labolatory, it was reported that the 

plasmids with reduced numbers of CpG motifs or with optimized promoter and enhancer can be used for 

achieving sustained transgene expression [21]. It was also demonstrated that these novel plasmid vectors 

can be used to increase the therapeutic effects of interferon gene transfer against tumor metastasis, atopic 

dermatitis or hepatitis. A drawback of sustained transgene expression, however, is that it might increase 

the risk of induction of immune response to the transgene product. Immune response to the transgene 

product or, in other words, the encoded therapeutic protein, is a major concern in gene therapy because it 

would cause serious adverse effects and affect the transgene expression profile [22]. 

Induction of the immune response depends on several factors, including the antigenicity of the 

protein, the type of transgene-expressing cells, transgene expression profile, and the subcellular 

localization or secretion of the product. A previous study suggested that transgene expression in 

antigen-presenting cells (APCs) is a risk factor for eliciting immune response to the transgene [23]. On the 

other hand, studies investigating the relationship between the transgene expression profile and the immune 

response to the product are limited. Bates et al. reported that hydrodynamic injection of plasmid DNA 

expressing firefly luciferase (fLuc) driven by a cytomegalovirus (CMV) promoter, which resulted in a 

transient luciferase expression, hardly induced anti-fLuc antibody production, whereas administration of 

an fLuc expression vector driven by a ubiquitin promoter, which generated sustained transgene expression, 

induced anti-fLuc antibody production [24]. The same group also investigated whether incorporation of 

target sites for APC-specific microRNA (miRNA) in the plasmid and the use of cell type specific 

promoters would be effective approaches for reducing the risk of immune responses to the transgene 

product [25].  

In general, the reduction in transgene expression could be accounted for by two different 

phenomena: the removal of transgene-expressing cells as a consequence of the immune response or a 

reduced efficiency of transgene expression by processes such as promoter inactivation. It is necessary to 

distinguish between these two phenomena to clearly understand the association between the transgene 

expression profile and the immune response. This issue, however, has not been fully addressed in previous 
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studies.  

In the present study, I investigated the effect of the transgene expression profile on the induction of 

an immune response to the transgene product. Accordingly, different types of plasmid vectors were 

administered by hydrodynamic injections to obtain transient and sustained transgene expression profiles. 

fLuc was selected as a model antigen because (i) the amount of fLuc can be quantitatively determined 

using the luciferase assay and (ii) fLuc is immunogenic and elicits an immune response [26,27]. 

The immune response to fLuc-expressing cells was evaluated using Gaussia luciferase (gLuc) as a 

reporter, which was accomplished by co-administering a gLucexpressing plasmid along with the 

fLuc-expressing vectors. This approach was employed for several reasons: (i) our preliminary study 

indicated that hydrodynamic administration of the gLuc-expressing vector, pROSA-gLuc, resulted in 

sustained, high gLuc expression for more than 1 year (Takahashi Y and Matsui Y, unpublished data); (ii) 

the distribution of two vectors co-administered by hydrodynamic injection almost completely overlapped 

[28]; (iii) the expression levels of gLuc can be quantitatively and reproducibly determined by measuring 

serum gLuc activity without sacrificing the mice; and (iv) the use of gLuc protein as a marker for 

transgene-expressing cells enables us to monitor the removal of these cells as a consequence of the 

immune response to fLuc because the reduction in serum gLuc activity is ascribable to the removal of the 

transgene-expressing cells and not to any phenomenon reducing the transgene expression levels in the 

cells. Plasmids that stably (pCpG-fLuc) or transiently (pCMV-fLuc) express fLuc were co-administered 

with the pROSA-gLuc vector to mice by hydrodynamic injections. The cytotoxic immune response to 

fLuc-expressing cells was continuously evaluated by measuring serum gLuc activity without sacrificing 

the mice. The schematic image of the experimental design is shown as Figure 1. 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1. Experimental image for the evaluation of immune response for transgene product. 
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I-2 Material and Methods 

 

Plasmid DNA 

pCpG-mcs was purchased from Invivogene (San Diego,DA, USA). The fLuc-expressing plasmids, 

pCMV-fLuc and pCpG-fLuc, were constructed as described previously [21]. pROSA-gLuc and 

pROSA-fLuc, plasmid expressing gLuc and fLuc, respectively, were constructed using In-fusion 

Advantage polymerase chain reaction. pCMV-fLuc was amplified in the Escherichia coli strain DH5α, 

whereas pCpG-mcs, pCpG-fLuc and pROSA-gLuc were amplified in the E. coli strain GT115 Plasmid 

DNA was purified using JETSTAR 2.0 Plasmid MAXI Plasmid Purification Kits (GENOMED GmbH, 

Löhne, Germany). Characteristics of the plasmid DNAs used are summarized in Table 1. 

 

Table 1.  Properties of plasmid DNA used in Chapter I. 

Plasmid 
Size 

(kbp) 

Number 

of CpG 
*
 

Enhancer Promoter cDNA 

pCMV-fLuc 7.1 846 hCMV hCMV 
Firefly 

luciferase 

pCpG-mcs 3.0 0 hCMV hEF1 None 

pCpG-fLuc 4.7 194 hCMV hEF1 
Firefly 

luciferase 

pROSA-gLuc 5.8 598 None hROSA26 
Gaussia 

luciferase 

pROSA-fLuc 6.7 622 None hROSA26 
Firefly 

luciferase 

* The Numbers of CpG dinucleotides in plasmid DNA are indicated. CMV, human cytomegalovirus; 

EF1 human elongation factor 1. 

 

Mice and plasmid DNA administration 

Four-week-old female ICR mice and 6-week-old female C57/BL6 mice, weighing approximately 20 

g each, were purchased from Japan SLC (Shizuoka, Japan). C57/BL6 mice were used only in the 

experiment in which interferon (IFN)-γ secretion from splenocytes was evaluated. All animal experiments 

were subject to deliberation and approval by the Ethics Committee for Animal Experiments at the 
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Graduate School of Pharmaceutical Sciences, Kyoto University. Plasmid DNA was administered to the 

mice using a hydrodynamics-based procedure, in which plasmid DNA dissolved in saline solution (whose 

volume equaled 8% of the total body weight) was injected into the tail vein of the mice within 5 s using a 

26-gauge needle. 

 

Cell culture 

Murine melanoma B16BL6 cells or B16BL6 cells stably expressing fLuc (B16BL6/fLuc) was 

cultured in Dulbecco’s modified Eagle medium (DMEM; Nissui Co. Ltd., Tokyo, Japan) supplemented 

with 10 % heat-inactive fetal bovine serum (FBS). splenocytes was cultured in RPMI 1640 medium 

supplemented with 10 % heat-inactivated FBS, 50 μM 2-mercaptoethanol, 2 mM L-glutamine, gLucose, 

sodium pyruvate. 

 

Luciferase Assay 

At indicated time points, blood was collected from the tail vein of mice. The blood samples were 

incubated at 4 °C for 2 h to allow clotting and then centrifuged at 8000 × g for 20 min to obtain serum 

samples. To measure luciferase activities in the liver, the liver was harvest and homogenized in 10 ml/g 

liver of lysis buffer (0.1 M Tris, 0.05 % TritonX-100, 2 mM EDTA, pH7.8), and the homogenates were 

centrifuged at 12000 × g for 10 min at 4 C. Then, the supernatant was mixed with luciferase assay buffer 

(PicageneDual, Toyo Ink, Tokyo, Japan), and the chemiluminescence produced was measured in a 

luminometer (Lumat LB 9507; EG and G Berthold, Bad Wildbad, Germany). 

 

Quantitation of antibody titers 

Serum samples were obtained as described above. The amount of fLuc-specific antibodies was 

measured by enzyme linked immunosorbent assay (ELISA) as described previously [29]. In brief, 96-well 

flat-bottom polystyrene plate was coated with 0.2 mg/ml of firefly luciferase (Promega, San Luis Obispo 

USA) by overnight incubation at 4 ºC. The wells were blocked with 5% bovine serum albumin 

(BSA)-containing phosphate buffered saline with Tween-20 (0.5 % Tween-20 in phosphate buffer saline 

(PBS)) for 1 h at 37 ºC. After washing, serially diluted serum samples were added to the wells. After 2 h 

incubation at 37 ºC and subsequent washing, horse raddish peroxidase (HRP)-labeled rabbit anti-mouse 

IgG (1:2000 dilution; Zymed Lab, San Francisco, CA) was added to each well. After 1 h incubation at 37 

ºC and subsequent washing, freshly prepared ο-phenylenediamine dihydrochloloride (Wako, Tokyo, 

Japan) solution containing H2O2 was added to each well. After 10 min incubation at room temperature, 

10 % H2SO4 was added to each well to stop the reaction and measured absorbance at 490 nm. 
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IFN-γ secretion from splenocytes 

C57BL6 mice received two injections of pROSA-gLuc with pCpG-mcs or pCpG-fLuc with a 3-week 

interval. One week after the second injection, splenocytes were isolated, purified and cultured in the 

presence of mitomycin C-treated murine melanoma B16BL6 cells or mitomycin C-treated B16BL6 cells 

stably expressing fLuc (B16BL6/fLuc) in 96-well culture plates for 2 days. The concentration of IFN-γ in 

supernatant was determined by an ELISA (Ready-SET-Go! Mouse IFN-γ ELISA; eBioscience, San Diego, 

CA, USA). 

Measurement of serum alanine aminotransferase (ALT) activity 

At the indicated time points after plasmid DNA administration, serum was collected as described 

above. Serum ALT level was measured using a quantification kit (Transaminase CII test Wako; Wako Pure 

Chemical, Osaka, Japan). 

 

Hematoxylin and eosin staining 

Mice were euthanized by cutting the vena cava, and the liver was gently infused with 2 ml of saline 

through the portal vein to remove the remaining blood. The liver was then fixed in 4 % paraformaldehyde 

in PBS, embedded in paraffin, sectioned and stained with hematoxylin and eosin (HE). The stained 

sections were examined using a microscope (Biozero BZ-8000, KEYENCE, Osaka, Japan).  

 

Histochemical analysis of the liver 

Mice were euthanized by cutting the vena cava, and the liver was gently infused with 2 ml of saline 

through the portal vein to remove the remaining blood. The liver was then embedded in Tissue-Tek OCT 

embedding compound (Sakura Finetechnical Co., Ltd., Tokyo, Japan), frozen in liquid nitrogen, and stored 

in 2-methyl butanol at -80 °C. Frozen liver sections (10 μm thick) were made using a cryostat (Jung 

Frigocut 2800E; Leica Microsystems AG, Wetzlar, Germany) by the routine procedure. The sections were 

fixed with 4% paraformaldehyde in PBS.  

To detect CD8
+
 cells and CD4

+
 cells in the liver, the fixed sections were blocked with 20% FBS in 

PBS for 1 h at 37 °C and incubated with biotinylated Abs specific to mouse CD8 (Acris antibody, Herford, 

Germany) or CD4 (ebioscience, San Diego, CA, USA) for 1 h at 37 °C. Samples were examined under a 

fluorescence microscope (Biozero BZ-8000). 

 

Spleen removal and macrophage depletion 

For spleen removal, mice were anaesthetized and shaved. Then, a 2-cm incision was made in the 

skin at the left flank. The peritoneal membrane was opened, and the entire spleen was removed intact. The 

peritoneal membrane and the skin were closed separately with surgical silk-thread. This procedure ensures 
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that the spleen is removed in total and that no splenic fragments are left behind [30].  

Macrophage depletion was performed by using clodronate-encapsulating liposome (clodronate 

liposome). Clodronate liposome was prepared by the method as described previously [31]. For 

macrophage depletion, mice received clodronate liposome administration 1 and 3 days before plasmid 

DNA administration, and then repeated every two days. 

 

Statistical analysis 

Differences were statistically evaluated by Student’s t-test. The level of statistical significance was 

set at P < 0.05. 

 

 

I-3 Results 

 

I-3-a Hydrodynamic injection of pROSA-gLuc resulted in stable gLuc activity in the serum 

To evaluate the stability of gLuc expression after hydrodynamic injection of pROSA-gLuc, serum 

gLuc activity was measured over time after hydrodynamic administration of 0.1, 1 or 10 μg of 

pROSA-gLuc, without sacrificing the mice. As shown in Figure 2A, stable gLuc activity was observed for 

more than 1 year, irrespective of the pROSA-gLuc dose administered. On the other hand, hydrodynamic 

injection of pCMV-gLuc (pCMV-based gLuc expressing plasmid) or pCpG-gLuc (pCpG-based gLuc 

expressing plasmid) also resulted in a long-term gLuc expression, although the time-dependent decline in 

gLuc activitywas greater than that after pROSA-gLuc administration (Figure 2B). 

 

                                   B 

 

 

 

 

 

 

 

 

Figure 2. gLuc activity in the serum after hydrodynamic delivery.  

(a) Time-course of gLuc activity in serum after hydrodynamic injection of 0.1 (circle), 1 (square) and 10 

μg (triangle) of pROSA-gLuc. (b)Time-course of gLuc activity in serum after hydrodynamic injection of 
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10 (asterisk) of pCpG-gLuc and 10 μg ((open diamond) of pCMV-gLuc.The results are expressed as the 

mean ± SD of five mice.  

 

I-3-b Hydrodynamic injection of pCpG-fLuc resulted in the stable fLuc activity in the liver at early 

time points and reduction of fLuc activity at later time points 

After the administration of fLuc-expressing plasmid DNAs that show stable and transient expression 

profile (pCpG-fLuc and pCMV-fLuc, respectively) to mice by hydrodynamic injection, fLuc activity in the 

liver was high at immediately after administration of pCMV-fLuc, and it started to decline within the first 

day after injection. After the initial decline, fLuc activity in the liver was constant after pCMV-fLuc 

administration (Figure 3). On the other hand, fLuc activity in the liver was constant for the first 1 week 

after the administration of pCpG-fLuc. Drastic decline in the fLuc activity was observed in the mice that 

received 30, 10 and 3 μg of pCpG-fLuc at 10, 12, 14 days after the administration, respectively.  

 

 

 

 

 

 

 

 

 

 

 

I-3-c Co-administration of fLuc-expressing plasmid affected gLuc activity from pROSA-gLuc 

pROSA-gLuc was co-administered with 10 μg of pCMV-fLuc or 0.1, 0.3, 1, 3 or 10 μg of 

pCpG-fLuc, and serum gLuc activity was measured as an indicator of the number of cells expressing both 

gLuc and fLuc (Figure 4A). The time course of serum gLuc activity after co-administration of 

pROSA-gLuc with 10 μg of pCMV-fLuc or 0.1 μg of pCpG-fLuc was similar to that obtained after 

administration of pROSA-gLuc alone. On the other hand, serum gLuc activity showed a sharp decline 

approximately 1 week after co-administration of pROSA-gLuc with 1, 3 or 10 μg of pCpG-fLuc. This 

reduction in serum gLuc activity was initiated earlier as the dose of co-administered pCpG-fLuc was 

increased. A slight reduction in serum gLuc activity was also observed in mice that received pROSA-gLuc 

with 0.3 μg of pCpG-fLuc. These results suggest that sustained fLuc expression from the co-administered 

pCpG-fLuc induces the reduction in serum gLuc activity. Sustained expression of fLuc, an antigenic 
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Figure 3. Time-course of fLuc activity in the 

liver after hydrodynamic injection of 

fLuc-expression plamids DNA at varying doses.  

Mice received administration of 10 μg of 

pCMV–fLuc (asterisk) or 1 (open circle), 3 

(closed triangle), 10 (closed square) or 30 μg 

(closed circle) of pCpG-fLuc. The results are 

expressed as the mean ± SD of five mice. . 
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protein, is capable of inducing a fLuc-specific immune response; I therefore hypothesized that the number 

of fLuc-expressing cells (which also simultaneously express gLuc) is reduced because of the removal of 

the transgene-expressing cells by the fLuc-specific immune response, which in turn is induced by 

sustained fLuc expression. The activities of both the luciferases (gLuc and fLuc) in the liver were 

measured 17 days after co-administration (Figure 4B). fLuc activity in the liver was higher in mice that 

received a low dose (0.1 or 0.3 μg) of pCpG-fLuc or 10 μg of pCMV-fLuc than in mice that received a 

higher dose (1, 3 or 10 μg) pCpG-fLuc, which suggests that the initial high and sustained expression 

obtained by a high dose pCpG-fLuc might induce a fLuc-specific immune response that removed the fLuc 

expressing cells. Similarly, gLuc activity in the liver of the mice that received pROSA-gLuc with 10 μg of 

pCMV-fLuc or 0.1 μg of pCpG-fLuc was much higher than the corresponding activity in mice that 

received higher doses of co-administered pCpG-fLuc, which strongly suggests the removal of 

transgeneexpressing cells by fLuc-specific immune response. Next, pROSA-gLuc was coadministered 

with pROSA-fLuc. Serum gLuc activity showed a sharp decline approximately 10 days after the 

co-administration of pROSA-gLuc with pROSA-fLuc (Figure 4C).                                            

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 4. gLuc and fLuc activities in the serum and liver after co-administration of the respective 
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plasmids by hydrodynamic injection. 

(A) Time course of serum gLuc activity after co-administration of 10 μg of pROSA-gLuc with 10 μg of 

pCMV-fLuc (closed circle) or 0.1 (open circle), 0.3 (asterisk), 1 (open diamond), 3 (open triangle) or 10 

μg (open square) of pCpG-fLuc. (B) fLuc and gLuc activities in the liver 17 days after co-administration 

of 10 μg of pROSA-gLuc with 10 μg of pCMV-fLuc (open column) or 0.1 (horizontal lines), 0.3 (skewed 

lines), 1 (vertical lines), 3 (grey) or 10 μg (closed column) of pCpG-fLuc. (C) Time-course of gLuc 

activity in the serum after co-administration of 10 μg of pROSA-gLuc with 10 μg of pCpG-mcs (closed 

circle), pROSA-fLuc (open triangle) or pCpG-fLuc. The results are expressed as the mean ± SD of five 

mice 

 

I-3-d fLuc-specific humoral and cellular immune response were induced in mice that received 

hydrodynamic injections of pCpG-fLuc 

As a next step, I evaluated the fLuc-specific immune response in mice that received hydrodynamic 

injections of the fLuc-expressing plasmid DNA by measuring fLucspecific antibodies in the serum 14 

days after pCpG-fLuc or pCMV-fLuc administration. As shown in Figure 5A, fLuc-specific antibodies 

were detected in the serum of mice that had been administered with 1, 3 or 10 μg of pCpG-fLuc. On the 

other hand, fLuc-specific antibodies were scarcely detected in the serum of mice receiving 10 μg of 

pCMV-fLuc. 

To evaluate the cellular immune response specific for fLuc, I investigated IFN-γ production in spleen 

cells of immunized mice in response to the stimulation with fLuc. Spleen cells from mice immunized with 

pCpG-fLuc generated a large amount of IFN-γ. Splenocytes of mice receiving pCpG-fLuc produced 

significantly higher amountsof IFN-γ in response to fLuc than the splenocytes of mice (Figure 5B). 
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Figure 5. Induction of humral and cellular 

immune response specific for fLuc after 

hydrodynamic injection of fLuc-expression 

vector.  

(A) Mice received hydrodynamic injections of 10 μg 

of pCMV-fLuc (closed diamond), 1 (asterisk), 3 

(open triangle) or 10 μg (open circle) of pCpG-fLuc. 

Fourteen days after plasmid DNA administration, 

serum samples from the mice were collected, and 

antibody titers were measured by ELISA. The 

results are expressed as the mean ± SD of five mice. 

(B) Splenocytes collected from untreated mice or 

mice receiving pDNA administration were 

cocultured with B16BL6 (open columns) or 

B16BL6/fLuc cells (closed columns) for 2 days. 

IFN-γ concentration in the culture medium was 

measured by ELISA. The results are expressed as 

the mean ± SD of five mice. *p<0.05 compared to 

the B16BL6-stimulated group.  

 

 

I-3-e Reduction in serum gLuc activity immediately after co-administration of pROSA-gLuc with 

pCpG-fLuc in mice pre-administered with pCpG-fLuc 

I hypothesized that the fLuc-specific immune response induced by sustained fLuc expression 

eliminated fLuc expressing cells, thereby also resulting in decreased gLuc activity. This hypothesis was 

tested by pre-administering fLuc-expressing plasmid DNA, and evaluated whether the fLuc-specific 

immune response thereby induced affects the profile of gLuc expression from pROSA-gLuc that was 

subsequently co-administered with fLuc-expressing plasmid DNA. Specifically, saline, pCpG-fLuc or 

pCMV-fLuc was pre-administered through hydrodynamic injections, followed by co-administration of 

pROSA-gLuc with pCpG-fLuc or pCMV-fLuc 14 days later. As shown in Figure 6, a reduction in the 

gLuc activity was observed as early as 2 days after pCpG-fLuc co-administration in mice preadministered 

with pCpG-fLuc. In addition, serum gLuc activity began to decrease 7 and 9 days after co-administration 

of pROSA-gLuc with pCpG-fLuc in mice pre-administered with pCMV-fLuc or saline, respectively. On 

the other hand, co-administration of pROSA-gLuc with pCMV-fLuc in mice pre-administered with 
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pCpG-fLuc scarcely altered serum gLuc activity. 

 

Figure 6. Time course of serum gLuc 

activity after repeated hydrodynamic 

injections.  

The mice first received hydrodynamic 

injections of saline (circle), 10 μg of 

pCMV-fLuc (triangle) or 10 μg of 

pCpG-fLuc (square). Fourteen days after the 

first administration, the mice were 

co-administered 10 μg of pROSA-gLuc with 

10 μg of pCMV-fLuc (closed symbols) or 

pCpG-fLuc (open symbols). The results are 

expressed as the mean ± SD of five mice. 

 

I-3-f Serum gLuc activity decreased only upon simultaneous co-administration of pROSA-gLuc and 

pCpG-fLuc 

Next, it was investigated whether co-expression of fLuc and gLuc in the same cell was required for 

the reduction in gLuc expression observed after co-administration of pROSA-gLuc with pCpG-fLuc. To 

avoid co-expression of fLuc and gLuc in the same cells, I sequentially injected the two plasmids instead of 

a simultaneous injection because it was shown that the former protocol resulted in the expression of the 

transgenes in different cells with little overlap [28]. Mice were first co-administered pROSA-gLuc with 

pCpG-fLuc. Fourteen days after the first injection, pROSA-gLuc and pCpG-fLuc were co-administered or 

sequentially administered; the latter was administered with a 12-h interval (Figure 7A). Serum gLuc 

activity decreased in mice that received co-administration and not sequential administration. On the other 

hand, fLuc activity in the liver 14 days after the second injectionwas comparable between these two 

groups (Figure 7B), which suggests that the fLuc-specific immune response was induced in both groups.I 

further investigated whether reduction in gLuc activity after co-administration of pROSA-gLuc with 

pCpG-fLuc accompanies the reduction in gLuc expression from separately administered pROSA-gLuc. 

The mice first received hydrodynamic administration of 1 μg of pROSA-gLuc. One week after the first 

injection, the mice were administered saline (without any plasmid DNA) or coadministered 10 μg of 

pROSA-gLuc with pCpG-mcs or pCpG-fLuc (Figure 7C). Co-administration of pCpG-mcs hardly 

affected the gLuc expression from pROSA-gLuc. Serum gLuc activity was enhanced by the second 

administration of pROSA-gLuc, which reflects the fact that the dose of pROSA-gLuc was 10-fold higher 
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in the second administration than in the first administration. In the mice that received a second injection of 

pROSA-gLuc with pCpG-fLuc, serum gLuc activity began to decrease 7 days after the second injection 

and reached the levels found in the control mice that received saline during the second administration. 

This result implies that gLuc-expressing cells generated by the first pROSA-gLuc administration were not 

affected by the immune response induced by the second injection of ROSA-gLuc with pCpG-fLuc. 

 

Figure 7. Time course of serum gLuc 

activity and activities of both gLuc 

and fLuc in the liver after 

simultaneous or sequential 

hydrodynamic delivery 

(A) The mice initially received 

hydrodynamic injection of 10 μg of 

pROSA-gLuc with 10 μg of 

pCpG-fLuc. Fourteen days after the 

first injection, the mice received 

co-injection of 10 μg of pROSA-gLuc 

with 10 μg of pCpG-fLuc (open circles) 

or a sequential injection of 10 μg of 

pROSA-gLuc followed by 10 μg of 

pCpG-fLuc after a 12-h interval (closed 

circles). The results are expressed as 

the mean ± SD of five mice. *p<0.05 

compared to the simultaneous injection 

group. (B) fLuc and gLuc activities in 

the liver 21 days after simultaneous 

(open column) or sequential (closed 

column) injections of pROSA-gLuc 

with pCpG-fLuc. The results are 

expressed as the mean ± SD of five 

mice. * p<0.05 compared to the 

simultaneous injection group. (C) Mice 

initially received hydrodynamic 

injection of 1 μg of pROSA-gLuc.  

*
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Seven days after the first injection, the mice received saline injection (open circle) or co-administration of 

10 μg of pROSA-gLuc with 10 μg of pCpG-mcs (closed square) or pCpG-fLuc (closed triangle). The 

results are expressed as the mean ± SD of five mice. 

 

I-3-g Inflammatory cells, including CD8
+
 cells, were detected in the liver after pCpG-fLuc 

administration 

Mice were co-administered pROSA-gLuc with pCpG-fLuc or pCpG-mcs twice with an interval of 2 

weeks. The livers were collected from the mice 2, 4 or 6 days after the second injection, and liver sections 

were prepared to evaluate the effect of the fLuc-specific immune response. HE staining of the liver 

sections (Figure 8A) revealed a large number of infiltrating cells in the liver 2 days after the second 

administration of pCpG-fLuc. The number of infiltrating cells declined on day 4 and returned to a level 

comparable to that found in the pCpG-mcs group by day 6. The liver sections were stained with CD4- or 

CD8- specific antibodies to characterize the type of infiltrating cells (Figures 8B and 8C). A slight 

difference was observed in the number of CD4
+
 cells between the pCpG-mcs and pCpG-fLuc groups. By 

contrast, the number of CD8
+
 cells was higher in the pCpG-fLuc group than in the pCpG-mcs group 2 

days after the second administration; the number decreased on day 4 and returned to a level comparable 

with that found in the pCpG-mcs group by day 6. Because it was hypothesized that the removal of 

transgene-expressing hepatocytes by the infiltrating cells was related to hepatic injury, the time-course of 

serum ALT level was measured. 

As previously reported, an increase in serum ALT level was detected immediately after 

hydrodynamic injection, irrespective of the types of plasmid DNAs, indicating a transient increase in the 

permeability of cellular membrane by the injection. At 7 and 9 days after injection, the serum ALT level 

of mice receiving pCpG-fLuc was significantly higher than that of mice receiving pCpG-mcs (Figures 8D). 

This result also implies that hepatocytes expressing fLuc are damaged by the fLuc specific immune 

response. 
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I-4 Discussion 

 

In the present study, single pROSA-gLuc administration was found to result in serum gLuc activity 

that was stable for more than 1 year, implying that sustained gLuc expression did not induce a 

gLuc-specific immune response such as anti-gLuc antibody production. On the other hand, sustained fLuc 

expression induced a fLuc-specific immune response, suggesting that the antigenicity of fLuc protein is 

higher than that of the gLuc protein.  

Co-administration of high doses of pCpG-fLuc with pROSA-gLuc resulted in a reduction in serum 

gLuc activity, which is likely caused by the removal of transgeneexpressing cells as a consequence of the 

fLuc-specific immune response induced by sustained fLuc expression. On the other hand, 

co-administration of high doses of pCMV-fLuc, which results in a high but transient transgene expression, 

induced neither a detectable fLuc-specific immune response, nor a reduction in the serum gLuc activity. 

This suggests that the duration of fLuc expression would be an important factor for eliciting the 

fLuc-specific immune response, which in turn eliminates the fLuc-expressing cells. The results obtained in 

the present study indicate that long-term expression of a transgene has a higher risk of eliciting an immune 

response than short-term expression.  

Aubert et al. [33] demonstrated that a cytotoxic immune response was the chief mechanism 

responsible for the removal of transgene-expressing cells after retroviral-mediated β-galactosidase gene 

transfer in the liver. In addition, an ex vivo study suggested that a cytotoxic immune response resulted in 

the removal of transgene (green fluorescent protein)-expressing cells in concert with the helper T cells 

after an epidermal gene transfer [34]. In the present study, hydrodynamic injection of pCpG-fLuc induced 

a cellular immune response specific to fLuc. In addition, CD8
+
 cell infiltration wasobserved in the liver of 

themice that received pCpG-fLuc administration. These results suggest that fLuc-specific cytotoxic T 

lymphocytes play an important role in eliminating the fLuc-expressing cells, which is in agreement with 

previous studies [33]. In addition, hydrodynamic injection of pCpG-fLuc and pROSA-gLuc resulted in the 

increase in serum ALT levels at approximately 1 week after the administration, when the decline in gLuc 

activity occurred, also suggesting that hepatocytes expressing both fLuc and gLuc were damaged. 

Furthermore, fLuc-specific antibodies may be involved in the removal of the fLuc-expressing cells.  

A reduction in serum gLuc activity was observed only when pROSA-gLuc was co-administered with 

pCpG-fLuc. On the other hand, gLuc expression from preadministered pROSA-gLuc was scarcely 

affected by the second injection of pROSA-gLuc with pCpG-fLuc. From these results, it is likely that the 

decrease in serum gLuc activity after the simultaneous injection of pROSA-gLuc and pCpG-fLuc is 

caused by the elimination of cells expressing both gLuc and fLuc, as a consequence of the fLuc-specific 

immune response. This fact suggests that co-administration of pROSA-gLuc with a vector expressing a 
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gene of interest could be a useful method for monitoring the effect of an immune response to the product 

of interest in transgene-expressing cells. However, there is a possibility that transgene expression level 

from a plasmid vector may be affected by the simultaneously delivered plasmid vector via the interference 

in transgene expression process [35]. Detailed molecular studies would be required to exclude this 

possibility.  

When the transgene product is a secretory protein, the transgene-expressing cells secrete the products 

so that they may be taken up by APCs to elicit an immune response [36–39]. fLuc is a nonsecretory 

protein and is scarcely released from the fLuc-expressing cells. Therefore, a fLuc-specific immune 

response induced after pCpG-fLuc administration is likely a result of the direct gene delivery of plasmid 

DNA into APCs. By using a target sequence for miRNA-142-3p, a miRNA highly expressed in APCs, 

Brown et al. [40] demonstrated that transgene expression in APCs, resulting in sustained transgene 

expression, is the chief reason for the induction of an immune response to the transgene products. 

Hydrodynamic injection also delivers plasmid DNA into Kupffer cells in the liver and spleen cells, both of 

which function as APCs; I therefore evaluated the role of Kupffer and splenic cells in the induction of the 

immune response. I found that, even in mice that had been subjected to both spleen removal and 

macrophage depletion, serum gLuc activity declined after hydrodynamic administration of pROSA-gLuc 

with pCpG-fLuc, which implied that the fLuc-specific immune response could eliminate fLuc-expressing 

cells in the absence of macrophages in the liver (Kupffer cells) or spleen (splenic macrophages), or in fact 

any splenic cells. It is known that the liver has some dendritic cells; gene transfer to the dendritic cells 

might occur after hydrodynamic injection of plasmid DNA [41] and these dendritic cells might function as 

APCs. In addition, hepatocytes might also function as APCs after hydrodynamic injection because 

hepatocytes have been previously reported to exhibit antigen presenting ability [42–44]. Further studies 

are required for determining which types of cells functioned as APCs in the induction of the fLuc-specific 

immune response after hydrodynamic injection of pCpG-fLuc.  

Although induction of an immune response to a transgene product is a serious problem in gene therapy, 

eliciting the immune response is, in turn, desirable for DNA vaccination. My results demonstrate that 

single pCpG-fLuc administration could induce a strong cytotoxic immune response against fLuc; therefore, 

hydrodynamic administration of the recombinant pCpG vector encoding an antigenic protein might prove 

to be potent as a DNA vaccine because it also shows sustained transgene expression. On the other hand, in 

the development of DNA vaccine by hydrodynamic gene delivery, the administration of adjuvant is 

desirable to induce stronger immune response because the degree of immune activation is limited even 

after hydrodynamic delivery of CpG-rich plasmid DNA [45].  

In conclusion, the present study demonstrates that high levels of sustained expression of a transgenic 

antigen induce an immune response and that the cells expressing the transgene product are eliminated, 



20 

 

probably as a result of the transgene product-specific immune response. 
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Chapter II 

Importance of transgene expression level in each cell on the induction of 

transgene expression-specific immune response 

 

II-1 Introduction 

 

The immune response to the encoded therapeutic protein is a serious concern in gene therapy 

because it can cause serious adverse effects and affect the transgene expression profile that reduces 

therapeutic effect [46, 47]. Induction of the immune response depends on several factors, including the 

antigenicity of the protein, types of transgene-expressing cells, transgene expression profile, and 

subcellular localization or secretion of the product [48]. In Chapter I, I demonstrated that high levels of 

sustained expression of a transgene product with antigenesity induced an immune response specific to the 

transgene product and that the cells expressing the transgene product are eliminated by the immune 

response [49]. In that study, I found that not only sustained transgene expression but also high level of 

transgene expression was important for induction of transgene-specific immune response. In addition to 

my results, the relationshop between the level of transgene expression and the induction of the immune 

response has been reported. In the development of DNA vaccine, it was shown that high levels of antigen 

expression induced cellular immune responses that in turn rapidly down-regulate antigen expression [50]. 

Zhang et al. also reported that transgene expression levels and kinetics are the primarily risks for the 

induction of humoral immune response in factor IX gene therapy [51]. However, in these previous studies, 

the detailed relationship between transgene expression level and the induction of immune response was 

not investigated. In these previous studies, transgene expression level was evaluated by measuring the 

amount of transgene product in organ or in the blood, which is the product of multiplication of transgen 

expression level per cell times the number of transgen-expressing cells. It is necessary to investigate 

whether total amount of transgene product or the level of transgene expression per cell is important for the 

induction of immune response in order to clearly understand the relationship between the transgene 

expression level and the immune response.  

In Chapter I, I found that spleen removal or macrophage depletion hardly affected immune response 

induced by hydrodynamic gene transfer [49]. Wolff et al. also reported that transgene-specific immune 

response caused after hydrodynamic gene transfer could not be prevented by reducing transgene 

expression in denderitic cells (DCs) by utilization of DC-specific micro RNA [25]. Based on these results, 

I hypothesized that hepatocytes, which are the major transgene-expressing cells after hydrodynamic gene 

transfer, work as APCs after hydrodynamic gene transfer. If this is the case, transgene expression level in 

each hepatocyte is important factor for the induction of transgene-specific immune response as enough 
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Mice and plasmid DNA administration 

Four-week-old female ICR mice (approximately 20 g body weight), six-week-old female BALB/c 

mice (approximately 20 g body weight) were purchased from Japan SLC (Shizuoka, Japan). All animal 

experiments were brought under deliberation and approved for the Ethics Committee for Animal 

Experiments at the Graduate School of Pharmaceutical Sciences, Kyoto University. Administration of 

plasmid DNA to mice was performed by the hydrodynamics-based procedure in which plasmid DNA 

dissolved in 8 % vol/ body weight of saline were injected into the tail vein of mice over less than 5 s. 

 

Cell culture 

CD8 OVA1.3 cells, T hybridoma cells against SIINFEKL-Kb [60], were a generous gift from Dr. C. 

V. Harding (Case Western Reserve University, Cleveland, OH).  

Hepatocytes were isolated from mice according to a standard two-step perfusion protocol [62,63]. 

Briefly, mice were anesthetized with i.p. administration of pentobarbital (50 mg/kg), the thoracic inferior 

vena cava was cannulated, and the portal vein was opened for drainage. The liver was sequentialy 

perfused in situ with two solutions. The pre-perfusion solution was compose of solution A (136 mM NaCl, 

5.3 mM KCl, 0.5 mM NaH2PO4, 0.4 mM Na2HPO4, 9.1 mM HEPES, and 4.1 mM NaHCO3 (pH 7.4)) 

supplemented with 0.5 mM EGTA and 5 mM D-gLucose and was administered for 6 min at a flow rate of 

5 ml/min. The perfusion solution (solution A supplemented with 0.05% collagenase A (Sigma-Aldrich, 

St.Louis, MO, USA), 0.004% DNase I (Sigma-Aldrich), 5 mM CaCl2, 0.005% trypsin inhibitor 

(Sigma-Aldrich), and 1% bovine serum albumin (BSA; Sigma-Aldrich)) was administered for 6 min at a 

flow rate of 5 ml/min. Perfused liver tissue was gently dispersed in a Hanks buffer and filtered through a 

nylon mesh. Viable hepatocytes were purified by three consecutive, low-speed centrifugations (50 × g for 

2 min at 4 °C). 

CD8OVA1.3 T cell were cultured in Dulbecco’s modified Eagle medium (Nissui Co.Ltd, Tokyo, 

Japan) supplemented with 10 % heat-inactive fetal bovine serum (Equitedh-Bio, Kerrville, TX), 0.5 mM 

monothioglycerol, 2 mM L-glutamine, antibiotics and nonessential amino acid (all from Life Technologies, 

Carlsbad, CA). CD8OVA1.3 T cell (5  10
6
 cells/well) and primary hepatocytes (5  10

5
 cells/well) were 

co-cultured in RPMI 1640 medium (Nissui Pharmaceuticals, Tokyo, Japan) supplemented as described for 

Dulbecco’s modified Eagle medium. 

 

Luciferase Assay 

At indicated time points, blood was collected from the tail vein of mice. The blood samples were 

incubated at 4 °C for 2 h to allow clotting and then centrifuged at 8000 × g for 20 min to obtain serum 

samples. To measure luciferase activities in the liver, the liver was harvest and homogenized in 10 ml/g 



25 

 

liver of lysis buffer (0.1 M Tris (pH 7.8), 0.05 % TritonX-100, 2 mM EDTA), and the homogenates were 

centrifuged at 12000 × g for 10 min at 4 C. Then, the supernatant was mixed with Cypridina luciferase 

assay buffer (Thermo Fisher Scientific, Rockford, USA) or luciferase assay buffer (PicageneDual, Toyo 

Ink, Tokyo, Japan) to measure cLuc activity and gLuc activity, respectively. The chemiluminescence 

produced was measured in a luminometer (Lumat LB 9507; EG and G Berthold, Bad Wildbad, Germany). 

 

Detection of antibody  

Serum samples were obtained as described above. The amount of cLuc-specific and OVA-specific 

antibodies was measured by enzyme linked immunosorbent assay (ELISA) as described previously. In 

brief, 96-well flat-bottom polystyrene plate was coated with 0.2 mg/ml of cypridina luciferase (purified 

from pET-22b-cLuc in BL21(DE3) plysS) or 1 mg/ml of OVA (purchased from Sigma-Aldrich) by 

overnight incubation at 4 ºC. The wells were blocked with 5% BSA-containing phosphate buffered saline 

(PBS) with Tween-20 (0.5 % Tween-20 in PBS) for 1 h at 37 ºC. After washing, serially diluted serum 

samples were added to the wells. After 2 h incubation at 37 ºC and subsequent washing, horse raddish 

peroxidase (HRP)-labeled rabbit anti-mouse IgG (1:2000 dilution; Zymed Lab, San Francisco, CA) was 

added to each well. After 1 h incubation at 37 ºC and subsequent washing, freshly prepared 

ο-phenylenediamine dihydrochloloride (Wako, Tokyo, Japan) solution containing H2O2 was added to each 

well. After 10 min incubation at room temperature, 10 % H2SO4 was added to each well to stop the 

reaction and measured absorbance at 490 nm. 

 

Interferon (IFN)-γ production 

Indicated days after gene transfer, spleens were isolated from the immunized mice and single cell 

suspensions were prepared. Cells were placed in 24-well plates and adjusted to a concentration of 1  10
6
 

cells/well in a RPMI 1640 medium supplemented with 10 % FBS, antibiotics and 0.5 mM 

monothioglycerol. They were stimulated by addition of 0.1 mg/ml cLuc or 0.5 mg/ml OVA for 4 days. 

After the cells were centrifuged at 420 × g for 10 min, the supernatants were harvested and freeze-thawed. 

Then, IFN-γ levels in the supernatant were measured by ELISA using antibodies for capture and detection 

in accordance with the Manufacturer’s protocol (Ready-SET-Go! Mouse IFN-γ ELISA, eBioscience, San 

Diego, CA, USA).  

 

PKH26 cell labeling 

PKH26 was purchased from Sigma-Aldrich, and used to label cells as described in manufacturer’s 

protocol. In brief, CD8 OVA 1.3 T cell (1  10
7
 Cell per ml) were incubated with PKH26 in dilute C for 5 

min, and washed three times. Cells were seupended in Hank’s balanced salt solution and 2  10
6
 cells were 
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intravenously administrated into mice. 

 

Histochemical analysis of the liver 

Mice were euthanized by cutting the vena cava, and the liver was gently infused with 2 ml of saline 

through the portal vein to remove the remaining blood. The liver was then embedded in Tissue-Tek OCT 

embedding compound (Sakura Finetechnical Co., Ltd., Tokyo, Japan), frozen in liquid nitrogen, and 

stored in 2-methyl butanol at -80 °C. Frozen liver sections (10 μm thick) were made using a cryostat (Jung 

Frigocut 2800E; Leica Microsystems AG, Wetzlar, Germany) by the routine procedure. The sections were 

fixed with 4% paraformaldehyde in PBS.  

To detect DCs in the liver, the fixed sections were blocked with 20% FBS in PBS for 1 h at 37°C and 

incubated with biotinylated Abs specific to anti-mouse CD11c (ebioscience) for 1 h at 37°C. Samples 

were examined under a fluorescence microscope (Biozero BZ-8000, KEYENCE, Osaka, Japan). 

 

Antigen presentation assay 

Hepatocytes (5  10
5
 cells/well) were purified as described above and co-incubated with CD8 

OVA1.3 T cells (5  10
6
 cells/well) in RPMI 1640 medium described above in 24-well plate at 37 °C and 

5 % CO2. After 24 h incubation, culture supernatants were collected. The response of CD8OVA1.3 T cells 

was determined by measuring Interleukin-2 (IL-2) levels in the supernatants with ELISA (BD OptiEIA 

Mouse IL-2, BD Biosciences, San Diego, CA) [62-64].  

 

Statistical analysis 

Differences were statistically evaluated by Student’s t-test. The level of statistical significance was 

set at P <0.05. 

 

II-3 Results 

 

II-3-a Hydrodynamic injection of high doses of long-term cLuc-expressing plasmid vectors resulted 

in the sudden decrease in the cLuc activity in the serum 

To evaluate expression profile of cLuc after hydrodynamic injection of cLuc-expressing plasmid 

vectors with different doses and promoters, cLuc-expressing plasmid DNAs that show stable (pCpG-cLuc, 

pROSA-cLuc) and transient expression profile (pCMV-cLuc) were constructed and administrated into 

mice by hydrodynamics-based procedrue. cLuc activity in the serum was constant for the first 1 week after 

the administration of pCpG-cLuc (Figure 11A). cLuc activity drasticaly decreased from 9 days after the 

administration of 10 μg of pCpG-cLuc while cLuc activity in the serum did not decrease with time after 
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the administration of 0.1 μg pCpG-cLuc. In addition, cLuc activity started to decrease on the day 9 after 

the administration of 20 μg and 30 μg of pROSA-cLuc (Figure 11B). On the other hand, serum cLuc 

activity was maintained after the administration of low dose (1 or 10 μg) of pROSA-cLuc. After 

administration of pCMV-cLuc, serum cLuc activity was high at early time points after the administration 

and it started to decline immediately. cLuc activity in the serum was constant after the initial decline 

(Figure 11C).  

 

 

 

 

 

 

Figure 11. cLuc activity in the serum after 

hydrodynamic gene transfer. 

(A) Time-course of cLuc activity in serum 

after hydrodynamic injection of 0.1 

(diamond), 1 (square) and 10 μg (triangle) of 

pCpG-cLuc. (B) Time-course of cLuc activity 

in serum after hydrodynamic injection of 1 

(diamond), 10 (square), 20 μg (triangle) and 

30 μg (circle) of pROSA-cLuc. (C) 

Time-course of gLuc activity in serum after 

hydrodynamic injection of 0.1 (square), 1 

(diamond) and 10 μg (circle) of pCMV-cLuc. 

The results are expressed as the mean ± SD of 

five mice.  
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II-3-b gLuc activity from pROSA-gLuc was affected by co-administration of high dose of 

pROSA-cLuc 

In order to investigate if the reduction in cLuc activity after cLuc plasmid transfer was caused by the 

removal of transgene-expressing cells by cLuc-specific immune response, pROSA-gLuc was 

co-administrated with different doses of pROSA-cLuc and serum activities of gLuc and cLuc were 

measured (Figure 12). Time course of gLuc activity in the serum was stable after co-administration of 

pROSA-gLuc with 1 and 10μg pROSA-cLuc (Figure 12A). On the other hand, serum gLuc activity 

greatly declined approximately 9 days after the co-administration of pROSA-gLuc with 20 and 30 μg of 

pROSA-cLuc. In aggreement with the reduction in gLuc activity, serum cLuc activity declined at 

approximately 9 days after the co-administration of pROSA-gLuc with 20 and 30 μg of pROSA-cLuc 

while serum cLuc activity was constant after co-administration of pROSA-gLuc with 1 and 10 μg 

pROSA-cLuc (Figure 12B), which implies that the reduction in gLuc activity was caused by removal of 

cells expressing both cLuc and gLuc by cLuc-specific immune. 

 

 

 

Figure 12. gLuc and cLuc activities in the 

serum after co-administration of the 

pROSA-cLuc with different doses of 

pROSA-gLuc by hydrodynamic 

injection. 

(A) Time course of serum gLuc activity 

after co-administration of 10 μg of 

pROSA-gLuc with 1 (square), 10 (triangle), 

20 (diamond) or 30μg (circle) of 

pROSA-cLuc. (B) Time course of serum 

cLuc activity after co-administration of 10 

μg of pROSA-gLuc with 1 (square), 10 

(triangle), 20 (diamond) or 30 μg (circle) of 

pROSA-cLuc.The results are expressed as 

the mean ± SD of five mice.  
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II-3-c Single administration of high dose of pROSA-cLuc result in the reduction of cLuc while 

serum cLuc activity did not decreased after repeated injection of low dose of pROSA-cLuc 

   To investigate whether transgene expression level per cell or total amount of transgene expression 

level is important for the induction of immune response against the transgene product, the time-courses of 

serum cLuc activity after single injection of high dose pROSA-cLuc (30 μg) or 3 times injection of  low 

dose pROSA-cLuc (10 μg) were investigated (Figure 13). After single administration of 30 μg of 

pROSA-cLuc, serum cLuc strated decline approximately 10 days after the administration. On the other 

hand, after 3 times administration of 10 μg pROSA-cLuc, serum cLuc activity was stable for 3 weeks 

although the cLuc level in the serum ater 3 times injection of 10 μg pROSA-cLuc was equal or higher than 

that after single injection of 30 μg pROSA-cLuc. These results clearly suggest that the high transgene 

level per cell, not the total amount of transgene product, is important in the induction of transgene-specific 

immune response after hydrodynamic gene transfer.  

 

 

Figure 13. cLuc activity in the serum 

after single administration of high dose of 

pROSA-cLuc and repeated injection of 

low dose of pROSA-cLuc.  

Time-course of cLuc activity in the serum 

of mice serum after single administration of 

30 μg  of pROSA-cLuc (square) or 3 times 

administration of 10 μg  of pROSA-cLuc 

(diamond). The results are expressed as the 

mean ± SD of five mice.  

 

 

II-3-d cLuc-specific humoral and cellular immune response were more strongly induced in the mice 

that received single administration of 30 μg pROSA-cLuc than that in mice receiving thrice 

injection of 10 μg pROSA-cLuc 

To evaluate cLuc-specific humoral immune response in mice that received hydrodynamic injection of 

pROSA-cLuc, the level of cLuc-specific antibody in the serum was measured 14 days after single 

administration of 30 μg pROSA-cLuc or 3 times injection of 10 μg pROSA-cLuc. cLuc-specific antibody 

was detected in the serum of mice that had received pROSA-cLuc injection (Figure 14A). The level of 

cLuc-specific antibody in the serum was higher in the mice that received single administration of 30 μg 
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pROSA-cLuc than that in mice that received 3 times injection of 10 μg pROSA-cLuc.  

To evaluate cLuc-specific cellular immune response after gene transfer of cLuc, the amount of IFN-γ 

production from splenocytes collected from the gene-delivered mice was measured after cLuc stimulation 

(Figure 14B). Splenocytes of mice receiving single administration of 30 μg pROSA-cLuc produced 

significantly higher amounts of IFN-γ in response to cLuc than the splenocytes of mice receiving 3 times 

injection of 10 μg pROSA-cLuc. In addition, splenocyte collected from mice receiving 3 times injection of 

10 μg pROSA-cLuc hardly produced IFN-γ in response to cLuc, which suggests that cellular immune 

response was hardly induced after 3 times injection of 10 μg pROSA-cLuc. 

 

 

Figure 14. Induction of humral and 

cellular immune response specific for cLuc 

after hydrodynamic injection.  

(A) Mice received hydrodynamic injections 

of 30 μg (diamond) of pROSA-cLuc, 3 times 

10 μg (square) of pROSA-cLuc or No treat 

(triangle). Fourteen days after plasmid DNA 

administration, serum samples from the mice 

were collected, and antibody titers were 

measured by ELISA. The results are 

expressed as the mean ± SD of five mice. (B) 

Splenocytes collected from No treat mice or 

mice receiving plasmid DNA administration 

were cocultured with cLuc protein for 4 days. 

IFN-γ concentration in the culture medium 

was measured by ELISA. The results are 

expressed as the mean ± SD of five mice. 

*p<0.05 compared to the 3 times 10 μg 

plasmid DNA injection group.  

 

 

 

II-3-e Serum cLuc activity declined after co-admnistration of 1 μg pROSA-cLuc with pROSA-gLuc 

following pre-administration of pROSA-cLuc while cLuc and gLuc activities in the serum and liver 
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declined after co-administration of 10 μg pROSA-cLuc with pROSA-gLuc following 

pre-administration of pROSA-cLuc 

    To further investigate the effect of immune response on the transgene expression profile, mice 

received pre-administration of 30 μg pROSA-cLuc and time-courses of cLuc and gLuc activities in the 

serum and the liver after co-administration of 10 μg pROSA-gLuc with 1 μg or 10 μg pROSA-cLuc were 

investigated (Figure 15A and 15B). Both in the liver or serum, the cLuc activity and gLuc activity 

declined after co-administration of 10 μg pROSA-cLuc with 10 μg pROSA-gLuc. After co-administration 

of 1 μg pROSA-cLuc with 10 μg pROSA-gLuc, only the cLuc activity in the serum decreased, and cLuc 

activity in the liver and gLuc activities in the serum and liver did not decrease.  

 

Figure 15. Time course of gLuc and cLuc 

activities in serum and liver after 

co-administration of pROSA-cLuc with 

different doses of pROSA-gLuc after 

pre-admininstration of pROSA-cLuc. The 

mice initially received hydrodynamic 

injection of 30 μg of pROSA-cLuc. Fourteen 

days after the first injection, the mice 

received co-injection of 10 μg of 

pROSA-gLuc with (A) 1 μg of pROSA-cLuc  

or (B) 10 μg of pROSA-cLuc. The time 

course of cLuc (closed symbol) and gLuc 

(open symbol) in the serum (circles) and in 

the liver (triangle) were examined. The 

results are expressed as the mean ± SD of five 

mice. 

 

 

 

 

 

II-3-f OVA-specific cellular and humoral immune response was induced by the administration of 

pCpG-OVA 

With the result that high level of transgene expression per cell is important for the induction of 
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transgene-sepcific immune response, I hypothesized that hepatocytes, which is the major 

transgene-expressing cells after hydrodynamic gene transfer, worked as APCs after hydrodynamic gene 

transfer. To investigate the hypothesis, OVA was selected as model antigen and OVA-TCR-transgenic 

CD8-T cell which expressing a TCR specific for the OVA epitope (CD8 OVA 1.3 T cell) was used as 

model T cell to examine the antigen presentation by hapotocytes.  

To evaluate whether OVA-sepcific immune response was induced by hydrodynamic injection of 

OVA-expressing plasmid vectors, time-course of serum gLuc activity and OVA-sepcific immune response 

were evaluated after co-admininstration of pROSA-gLuc with pCpG-OVA or pCMV-OVA. Serum gLuc 

activity decreased after co-adminsitration with pCpG-OVA while serum gLuc activity did not decrease 

after co-admininstration with pCMV-OVA (Figure 16A). In addition, high level of OVA-specific antibody 

in the serum and IFN-γ production from splenocytes in response to OVA was observed in the mice 

receiving pCpG-OVA (Figure 16B and 16C). These results clearly indicate that OVA-sepcific immune 

response was induced by hydrodynamic administration of pCpG-OVA. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 16. gLuc activities in the serum and OVA-specific immune responses after co-administration 

of the pROSA-gLuc with OVA-expressing vectors by hydrodynamic injection.  
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(A) Time course of serum gLuc activity after co-administration of 10 μg of pROSA-gLuc with 10 μg of 

pCMV-OVA (circle), pCpG-mcs (triangle) or pCpG-OVA (square). (B) Mice received hydrodynamic 

injections of 10 μg of pCMV-OVA (diamond) or 10 μg of pCpG-OVA (square). Twenty five days after 

plasmid DNA administration, serum samples from the mice were collected, and antibody titers were 

measured by ELISA. (C) Splenocytes collected from untreated mice or mice receiving plasmid DNA 

administration were cocultured with OVA for 4 days. IFN-γ concentration in the culture medium was 

measured by ELISA. 

 

II-3-g CD8 OVA1.3 T cells were attracted to the liver after hydrodynamic gene transfer of 

pCpG-OVA 

Antigen presentation is mediated through direct contact of APCs with T cells. To investigate whether 

T cells were captured in the liver after hydrodynamic gene transfer, CD8 OVA1.3 T cells labeled by 

PHK26 were intravenously administered into mice that had received plasmid DNA admininstration. The 

liver was harvest 3 days later and the liver frozen section was prepared. As a result, number of CD8 

OVA1.3 T cells in the liver was lareger in the mice receiving pCpG-OVA than that in the mice receiving 

pCpG-mcs or pCpG-cLuc (Figure 17A).  

 The antigen presentation after hydrodynamic gene transfer might be caused by DCs in the liver. To 

evaluate the possibility, the liver section collected from the mice receiving CD8 OVA1.3 T cell injection 

after pCpG-OVA administration was fluorescently stained with DC-sepcific antibody. The number of DC 

in the liver was very small, and contact of CD8 OVA1.3 T cells with DC was not observed in the sections 

(Figure 17B). 
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cLuc-specific immune response. 

Serum cLuc activity started to decline about 1 week after single injection of high dose (30 μg) of 

pROSA-cLuc while serum cLuc activity was stable after 3 times injection of a low dose (10 μg) of 

pROSA-cLuc, which indicates that cLuc-specific immune response was induced in the former situation. 

Evaluation of cLuc-specific humoral and cellular immune response also indicates that sigle administration 

of high dose of pROSA-cLuc induced stronger cLuc-specific immune response than thrice injection of low 

dose of pROSA-cLuc. Thrice injection of low doses of pROSA-cLuc induced humoral immune response 

and hardly induced cellular immune response while cLuc activity was stable after the thrice injection. This 

fact implies that reduction in cLuc activity, which is considered to reflect the removal of cLuc-expressing 

cells, was mainly caused by cellular immune response, not by humoral immune response. This result is in 

good agreement with the results reported by Ian J. et al that cellular immune response is more important 

than humoral immune response in the removal of transgene-expressing cells [65]. In addition, these results 

also suggest that the induction of cellular immune response requires higher transgene level per cell than 

the induction of humoral immune response does. 

After the pre-admministration of 30μg pROSA-cLuc, co-administration of pROSA-gLuc with 1 μg 

pROSA-cLuc resulted in the decrease in the serum cLuc activity alone while coadministration of 

pROSA-gLuc with 10 μg pROSA-cLuc resulted in the decrease in the both cLuc and gLuc activities in the 

liver and in the serum. Considering the fact that the both humoral and cellular immune response specific 

for cLuc was induced by the preadministration, reduction in the both cLuc and gLuc activities in the liver 

and in the serum after coinjection of pROSA-gLuc with 10 μg pROSA-cLuc is highly likely to reflect the 

removal of transgene-expressing cells by cellular immune response. On the other hand, 

transgene-expressing cells was hardly affected after the coadministration of pROSA-gLuc with 1 μg 

pROSA-cLuc, which implies that cLuc-antigen presentation level in transgene-expressing cells was too 

low to be recognized by cellular immune response. In addition, reduction in the serum gLuc activity may 

indicate the acceralation of the clearance of cLuc from blood circulation by cLuc-specific antibody 

[66,67]. 

From the result that hig level of transgene expression level per cell is necessary to induce immune 

response specific for the transgene product, it was hypothesized that hepatocytes works as APC after 

hydrodynamic gene transfer. After pCpG-OVA administration, which induces OVA specific immune 

response, a lot of intravenously-injected CD8 OVA1.3 T cells were found in the liver during 

antigen-recogniton phase after the gene transfer, which implies that antigene presentation after 

hydrodynamic gene transfer might take place in the liver. In addition, detection of DC by immunostaining 

suggests that CD8 OVA1.3 T cells that accumulated in the liver did not attach to DCs in the liver.   

It was demonstrated that hepatocytes collected from mice receiving pCpG-OVA administration by 
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hydrodynamic injection activated CD8 OVA1.3 T cells to secrete IL-2, which indicates that hepatocytes 

work as APC after hydrodynamic gene transfer. This result is in agreement with the previously reported 

results that the hepatocytes induce specific CD8 T cell proliferation [42]. However, as detailed molecular 

mechanism such as co-stimulatory molecules of hepatocytes were not clear, further studies are required to 

understand the APC function of hepatocytes.  

In conclusion, the present study has demonstrated that the high level of transgene expression per cell 

is important in causing the immune response after hydrodynamic gene transfer. Moreover, hepatocytes 

with high level of transgene expression may work as APC to prime transgen-specific immune response. 
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Summary 

 

In this thesis, the effects of transgene expression profile and types of transgene expressing cells on 

the induction of transgene-specific immune response were investigated. The main findings obtained in 

each chapter are as follows. 

 

I. Elucidation of the effect of the duration of transgene expression on the induction of 

transgene-specific immune response 

A high level of sustained fLuc expression in the liver triggered antigen-specific immune responses 

while short-term expression of the fLuc elicits little, if any, immune response. Moreover, fLuc-specific 

immune response induced by the sustained transgen fLuc expression removed the cells expressing fLuc in 

turn. When gLuc-expressing vector was coadminstered with sustained fLuc-expressing vector, sudden 

decrease in gLuc expression at approximately 1 week after the coadministration occurred, which indicates 

that cells expressing both fLuc and gLuc were recognized and attacked by fLuc-specific immune response. 

By histological analysis of the liver sections of mice, CD8
+
 cell infiltration was observed, implying that 

the transgene-expressing hepatocytes were removed by the infiltrating cells. In addition, spleen removal 

and macrophage depletion did not change the profile of serum gLuc activity after co-administration of 

pROSA-gLuc with pCpG-fLuc, suggesting that fLuc-specific immune response induced by sustained fLuc 

expression is not dependent on the transgene expression in these types of cells.  

 

II. The importance of transgene expression level in each cell on the induction of transgene 

expression-specific immune response 

In Chapter II, the importance of transgene expression level in each cell on the induction of transgene 

expression-specific immune response was investigated. By using pROSA-cLuc, it was found that the 

transgene expression level per cells, not the total amount of transgene, is important in the induction of the 

transgene-specific immune response after hydrodynamic gene transfer. In addition, it was also suggested 

that higher level of transgene-expresion level per cells was required for the induction of transgene-specific 

cellular immune response than that was required for the induction of transgene-specific humoral immune 

response. In addition, it was found that high level of transgne expression is required to be recognized by 

transgene-specific cellular immune response.  

After pCpG-OVA hydrodynamic gene transfer, CD8 OVA1.3 T cells accumulated in the liver while 

nearly no CD8 OVA1.3 T cells were found after pCpG-cLuc and pCpG-mcs injection, which suggests that 

CD8 OVA1.3 T cells received antigen presentation in the liver via direct contact. IL-2 secretion from CD8 

OVA1.3 T cells co-cultured with hepatocytes collected from mice receiving pCpG-OVA implies that 
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hepatocytes expressing high level of an antigenic transgene product work as APCs to prime 

transgene-specific immune response after hydrodynamic gene transfer. 

 

In conclusion, I demonstrated that a high level of sustained expression of antigenic transgene induces 

an immune response that removes the cells expressing the transgene product and that the transgene 

expression level per cells, not the total amount of transgene product, is important in the inducition of 

transgene-specific immune response after hydrodynamic gene transfer. In addition, transgene expression 

in the spleen and macrophages is not important in the induction of transgene-specific immune response 

after hydrodynamic gene transfer, while high level of transgene expression per cell is important in the 

immune induction. Moreover, it was demonstrated that hepatocytes with high level of transgene 

expression may prime transgene-specific immune response after hydrodynamic gene transfer. These 

results provide useful information to treat with the immune response in gene therapy. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



40 

 

Acknowledgements 

 

The author wishes to express sincerely her wholehearted and utmost gratitude to Professor Yoshinobu 

Takakura for providing me the opportunity to study in Kyoto University, and his considerable 

understanding, warm support, continuous encouragement, and thoughtful guidance throughout this study. 

The author wishes to express her deepest appreciation to Associate Professor Makiya Nishikawa for 

his logical thinking guidance and direction, valuable discussions, perceptive and supports during the 

whole this study. 

The author would like to express sincere thanks to Dr. Yuki Takahashi for his logical thinking 

guidance and direction, valuable discussions, perceptive and supports during the whole this study. 

The author is greatly indebted to Dr. Mitsuru Ando, Mr.Norifumi Ebisuura and all members of 

Department of Biopharmaceutics and Drug metabolism and of Drug Delivery Research, Graduate School 

of Pharmaceutics Scicences, Kyoto University, for their experimental assistance. 

Finally, the author would like to express her deepest gratitude to her family and friends for their love, 

encouragements, supports and understanding throughout the course of this study. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



41 

 

List of Publications 

 

Removal of transgene-expressing cells by transgene-specific immune response induced by sustained 

transgene expression 

Yalei Yin, Yuki Takahashi, Norifumi Ebisuura, Makiya Nishikawa, Yoshinobu Takakura 

Journal of Gene Medicine, 2014; 16: 97–106. 

 

Induction of transgene-specific immune response dependent on the transgene expression level per cell 

after hydrodynamic gene transfer 

Yalei Yin, Yuki Takahashi, Makiya Nishikawa, Yoshinobu Takakura 

       Manuscript in preparation 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



42 

 

References 

 

1. Scollay R. Gene therapy: a brief overview of the past, present, and future. Ann. NY Acad. Sci. 953: 26–30, 

(2001). 

2. Kay MA., Woo SL. Gene therapy for metabolic disorders. Trends Genet. 10: 253–257, (1994). 

3. Baekelandt V., De Strooper B., Nuttin B., Debyser Z. Gene therapeutic strategies for neurodegenerative 

diseases. Curr. Opin. Mol. Ther. 2: 540–554, (2000). 

4. Bruce AB., Richard AM. Gene therapy for infectious diseases. Clin. Microbiol. Rev. 11: 42–56, (1998). 

5. Cavazzana-Calvo M., Fischer A. Gene therapy for severe combined immunodeficiency: are we there yet? 

J Clin Invest. 117: 1456-1465, (2007)． 

6. Cavazzana-Calvo M., Hacein-Bey S., de Saint Basile G., Gross F., Yvon E., et al. Gene therapy of human 

severe combined immunodeficiency (SCID)-X1 disease. Science. 288: 669-672, (2000). 

7. Naldini L., Blomer U., Gage FH., Trono D., Verma IM. Efficient transfer, integration, and sustained 

long-term expression of the transgene in adult rat brains injected with a lentiviral vector. Proc. Natl Acad. 

Sci. USA. 93: 11382-11388, (1996). 

8. Jooss K., Yang Y., Fisher KJ., Wilson JM. Transduction of dendritic cells by DNA viral vectors directs 

the immune response to transgene products in muscle fibers. J Virol. 72: 4212–4223, (1998). 

9. Coombes BK., Valdez Y., Finlay BB. Evasive maneuvers by secreted bacterial proteins to avoid innate 

immune responses. Curr Biol. 14: 856-867, (2004). 

10. Chen Y., Lenert P., Weeratna R., McCluskie M., Wu T., Davis HL., et al. Identification of methylated 

CpG motifs as inhibitors of the immune stimulatory CpG motifs. Gene Ther. 8: 1024-32, (2001). 

11. Ando M., Takahashi Y., Nishikawa M., Watanabe Y., Takakura Y. Constant and steady transgene 

expression of interferon-γ by optimization of plasmid construct for safe and effective interferon-γ gene 

therapy. J Gene Med. 14: 288-295, (2012).  

12. Takahashi Y., Nishikawa M., Takakura Y. Development of safe and effective nonviral gene therapy by 

eliminating CpG motifs from plasmid DNA vector. Front Biosci (Schol Ed). 4: 133-141, (2012). 

13. Zang L., Nishikawa M., Machida K., Ando M., Takahashi Y., Watanabe Y., et al. Inhibition of nuclear 

delivery of plasmid DNA and transcription by interferon γ: hurdles to be overcome for sustained gene 

therapy. Gene Ther. 18: 891-897, (2011). 

14. Yamasaki Y., Ikenaga T., Otsuki T., Nishikawa M., Takakura Y. Induction of antigen-specific cytotoxic T 

lymphocytes by immunization with negatively charged soluble antigen through scavenger receptor - 

mediated delivery. Vaccine. 25: 85-91, (2007). 

15. Brockstedt DG., Podsakoff GM., Fong L., Kurtzman G., Mueller-Ruchholtz W., Engleman EG. Induction 

of immunity to antigens expressed by recombinant adeno-associated virus depends on the route of 

http://www.ncbi.nlm.nih.gov/pubmed?term=Coombes%20BK%5BAuthor%5D&cauthor=true&cauthor_uid=15458668
http://www.ncbi.nlm.nih.gov/pubmed?term=Valdez%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=15458668
http://www.ncbi.nlm.nih.gov/pubmed?term=Finlay%20BB%5BAuthor%5D&cauthor=true&cauthor_uid=15458668
http://www.ncbi.nlm.nih.gov/pubmed/15458668##
http://www.ncbi.nlm.nih.gov/pubmed?term=Chen%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=11438837
http://www.ncbi.nlm.nih.gov/pubmed?term=Lenert%20P%5BAuthor%5D&cauthor=true&cauthor_uid=11438837
http://www.ncbi.nlm.nih.gov/pubmed?term=Weeratna%20R%5BAuthor%5D&cauthor=true&cauthor_uid=11438837
http://www.ncbi.nlm.nih.gov/pubmed?term=McCluskie%20M%5BAuthor%5D&cauthor=true&cauthor_uid=11438837
http://www.ncbi.nlm.nih.gov/pubmed?term=Wu%20T%5BAuthor%5D&cauthor=true&cauthor_uid=11438837
http://www.ncbi.nlm.nih.gov/pubmed?term=Davis%20HL%5BAuthor%5D&cauthor=true&cauthor_uid=11438837
http://www.ncbi.nlm.nih.gov/pubmed/11438837##


43 

 

administration. Clin Immunol. 92: 67–75, (1999). 

16. Manno CS., Pierce GF., Arruda VR., Glader B., Ragni M., Rasko JJ., et al. Successful transduction of 

liver in hemophilia by AAV-Factor IX and limitations imposed by the host immune response. Nat Med. 

12: 42-47, (2006). 

17. Ghazizadeh S., Kalish RS., Taichman LB. Immune-mediated loss of transgene expression in skin: 

Implications for cutaneous gene therapy. Mol Ther. 7: 296–303, (2003). 

18. Niidome T., Huang L. Gene therapy progress and prospects: nonviral vectors. Gene Ther. 9: 1647-1652, 

(2003). 

19. Pfeifer A., Verma IM. Gene therapy: Promises and Problems. Annu. Rev. Genomics Hum. Genet. 2: 

177–211, (2001). 

20. Ginn SL., Alexander IE., Edelstein ML., Abedi MR., Wixon J. Gene therapy clinical trials worldwide to 

2012 – an update. J Gene Med. 15: 65–77, (2013). 

21. Mitsui M., Nishikawa M., Zang L., Ando M., Hattori K., Takahashi Y., et al. Effect of the content of 

unmethylated CpG dinucleotides in plasmid DNA on sustainability of transgene expression. J Gene Med. 

11: 435–443, (2009). 

22. Zhou HS., Liu DP., Liang CC. Challenges and strategies: the immune responses in gene therapy. Med Res 

Rev. 24: 748–761, (2004). 

23. Dysart M., Graves BW., Sharp ES., Cotsonis G. The incidence of meconium-stained amniotic fluid from 

1980 through 1986, by year and gestational age. J Perinatol. 11: 245–248, (1991). 

24. Bates MK., Zhang G., Sebestyén MG., Nea ZC., Wolff JA., Herweijer H. Genetic immunization for 

antibody generation in research animals by intravenous delivery of plasmid DNA. Biotechniques. 40: 

199–208, (2006). 

25. Wolff LJ., Wolff JA., Sebestyén MG. Effect of tissue-specific promoters and microRNA recognition 

elements on stability of transgene expression after hydrodynamic naked plasmid DNA delivery. Hum 

Gene Ther. 20: 374–388, (2009). 

26. de Wet JR., Wood KV., DeLuca M., Helinski DR., Subramani S. Firefly luciferase gene: structure and 

expression in mammalian cells. Mol Cell Biol. 7: 725–737, (1987). 

27. Jeon YH., Choi Y., Kang JH. Immune response to firefly luciferase as a naked DNA. Cancer Biol Ther. 6: 

781–786, (2007). 

28. Kobayashi N., Matsui Y., Kawase A. Kim CW., Jeong JM., Lee DS., Chung JK. Vector-based in vivo 

RNA interference: dose- and time-dependent suppression of transgene expression. J Pharmacol Exp Ther. 

308: 688–693, (2004). 

29. Guan X., Nishikawa M., Li H., Takahashi R., Takahashi Y., Takakura Y. Comparison of antigen 

expression from plasmid DNA in tumour-free and antigen-expressing tumour-bearing mice. Hum Vaccin 

http://www.ncbi.nlm.nih.gov/pubmed?term=Rasko%20JJ%5BAuthor%5D&cauthor=true&cauthor_uid=16474400
http://www.ncbi.nlm.nih.gov/pubmed?term=Niidome%20T%5BAuthor%5D&cauthor=true&cauthor_uid=12457277
http://www.ncbi.nlm.nih.gov/pubmed?term=Huang%20L%5BAuthor%5D&cauthor=true&cauthor_uid=12457277
http://www.ncbi.nlm.nih.gov/pubmed/12457277##
http://www.ncbi.nlm.nih.gov/pubmed?term=Pfeifer%20A%5BAuthor%5D&cauthor=true&cauthor_uid=11701648
http://www.ncbi.nlm.nih.gov/pubmed?term=Verma%20IM%5BAuthor%5D&cauthor=true&cauthor_uid=11701648
http://www.ncbi.nlm.nih.gov/pubmed?term=Ginn%20SL%5BAuthor%5D&cauthor=true&cauthor_uid=23355455
http://www.ncbi.nlm.nih.gov/pubmed?term=Alexander%20IE%5BAuthor%5D&cauthor=true&cauthor_uid=23355455
http://www.ncbi.nlm.nih.gov/pubmed?term=Edelstein%20ML%5BAuthor%5D&cauthor=true&cauthor_uid=23355455
http://www.ncbi.nlm.nih.gov/pubmed?term=Abedi%20MR%5BAuthor%5D&cauthor=true&cauthor_uid=23355455
http://www.ncbi.nlm.nih.gov/pubmed?term=Wixon%20J%5BAuthor%5D&cauthor=true&cauthor_uid=23355455
http://www.ncbi.nlm.nih.gov/pubmed?term=Ando%20M%5BAuthor%5D&cauthor=true&cauthor_uid=19291673
http://www.ncbi.nlm.nih.gov/pubmed?term=Hattori%20K%5BAuthor%5D&cauthor=true&cauthor_uid=19291673
http://www.ncbi.nlm.nih.gov/pubmed?term=Takahashi%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=19291673
http://www.ncbi.nlm.nih.gov/pubmed?term=Kim%20CW%5BAuthor%5D&cauthor=true&cauthor_uid=17495521
http://www.ncbi.nlm.nih.gov/pubmed?term=Jeong%20JM%5BAuthor%5D&cauthor=true&cauthor_uid=17495521
http://www.ncbi.nlm.nih.gov/pubmed?term=Lee%20DS%5BAuthor%5D&cauthor=true&cauthor_uid=17495521
http://www.ncbi.nlm.nih.gov/pubmed?term=Chung%20JK%5BAuthor%5D&cauthor=true&cauthor_uid=17495521


44 

 

Immunother. 8: 194–200, (2012). 

30. Havas HF., Berney S., Goodis A., Schiffman G. Effect of splenectomyon the immune response of BALB/c 

mice bearing an immunoglobulin M plasmacytoma (TEPC-183). Cancer Res. 39: 3783–3787, (1979). 

31. Van Rooijen N., Sanders A. Liposome mediated depletion of macrophages: mechanism of action, 

preparation of liposomes and applications. J Immunol Methods. 174: 83–93, (1994). 

32. Kobayashi N., Kuramoto T., Yamaoka K., Hashida M., Takakura Y. Hepatic uptake and gene expression 

mechanisms following intravenous administration of plasmid DNA by conventional and 

hydrodynamicsbased procedures. J Pharmacol Exp Ther. 297: 853–860, (2001). 

33. Aubert D., Pichard V., Durand S., Moullier P., Ferry N. Cytotoxic immune response after retroviral 

-mediated hepatic gene transfer in rat does not preclude expression from adeno-associated virus 

-transduced muscles. Hum Gene Ther. 14: 473–481, (2003). 

34. Lu Z., Ghazizadeh S. Loss of transgene following ex vivo gene transfer is associated with a dominant 

Th2 response: implications for cutaneous gene therapy. Mol Ther. 15: 954–961, (2007). 

35. Takahashi Y., Nishikawa M., Takiguchi N., Suehara T., Takakura Y. Saturation of transgene protein 

synthesis from mRNA in cells producing a large number of transgene mRNA. Biotechnol Bioeng. 108: 

2380–2389, (2012). 

36. Raska M., Moldoveanu Z., Novak J., Hel Z., Bozja J., Compans RW., et al. Delivery of DNA HIV-1 

vaccine to the liver induces high and long-lasting humoral immune responses. Vaccine. 26: 1541–1551, 

(2008). 

37. Neal ZC., Bates MK., Albertini MR., Herweijer H. Hydrodynamic limb vein delivery of a xenogeneic 

DNA cancer vaccine effectively induces antitumour immunity. Mol Ther. 15: 422–430, (2007). 

38. Davis HL., Schirmbeck R., Reimann J., Whalen RG. DNA-mediated immunization in mice induces a 

potent MHC class I-restricted cytotoxic T lymphocyte response to the hepatitis B envelope protein. Hum 

Gene Ther. 6: 1447–1456, (1995).  

39. Raz E., Tighe H., Sato Y., Corr M., Dudler JA., Roman M., et al. Preferential induction of a Thl immune 

response and inhibition of specific IgE antibody formation by plasmid DNA immunization. Proc Natl 

Acad Sci USA. 93: 5141–5145, (1996). 

40. Brown BD., Venneri MA., Zingale A., Sergi L., Naldini L. EndogenousmicroRNA regulation suppresses 

transgene expression in haematopoietic lineages and enables stable gene transfer. Nat Med. 12: 585–591, 

(2006). 

41. Johansson C., Wick MJ. Liver dendritic cells present bacterial antigens and produce cytokines upon 

Salmonella encounter. J Immunol. 172: 2496–2503, (2004). 

42. Balam S., Romero JF., Bongfen SE., Guillaume P., Corradin G. CSP – a model for in vivo presentation of 

Plasmodium berghei sporozoite antigens by hepatocytes. Plos One. 7: e51875, (2012). 

http://www.ncbi.nlm.nih.gov/pubmed?term=Havas%20HF%5BAuthor%5D&cauthor=true&cauthor_uid=476702
http://www.ncbi.nlm.nih.gov/pubmed?term=Berney%20S%5BAuthor%5D&cauthor=true&cauthor_uid=476702
http://www.ncbi.nlm.nih.gov/pubmed?term=Goodis%20A%5BAuthor%5D&cauthor=true&cauthor_uid=476702
http://www.ncbi.nlm.nih.gov/pubmed?term=Schiffman%20G%5BAuthor%5D&cauthor=true&cauthor_uid=476702


45 

 

43. Herkel J., Jagemann B., Wiegard C., Lazaro JF., Lueth S., Kanzler S., et al. MHC class II-expressing 

hepatocytes function as antigen-presenting cells and activate specific CD4 T lymphocyutes. Hepatology. 

37: 1079–1085, (2003). 

44. Wuensch SA., Spahn J., Crispe IN. Direct, help-independent priming of CD8 T cells by adeno-associated 

virus-transduced hepatocytes. Hepatology. 52: 1068–1077, (2010). 

45. Kawano H., Nishikawa M., Mitsui M., Takahashi Y., Kako K., Yamaoka K., et al. Improved anti-cancer 

effect of interferon gene transfer by sustained expression using CpG-reduced plasmid DNA. Int J Cancer. 

121: 401-409, (2007). 

46. Edelstein ML., Abedi MR., Wixon J. Gene therapy clinical trials worldwide to 2007 – an update. J Gene 

Med. 9: 833-842, (2007). 

47. Cotrim AP., Baum BJ. Gene Therapy: Some History, Applications, Problems, and Prospects. Toxicol Patho. 

36: 97-103, (2008). 

48. Herweijer H., Wolff JA. Progress and prospects: naked DNA gene transfer and therapy. Gene Ther. 10: 

453-458, (2003). 

49. Yin Y., Takahashi Y., Ebisuura N., Nishikawa M., Takakura Y. Removal of transgene-expressing cells by a 

specific immune response induced by sustained transgene expression. J Gene Med. 16: 97–106, (2014). 

50. Greenland JR., Geiben R., Ghosh S., Pastor WA., Letvin NL. Plasmid DNA Vaccine-Elicited Cellular 

Immune Responses Limit In Vivo Vaccine Antigen Expression through Fas-Mediated Apoptosis. J 

Immunol. 178: 5652-5658, (2007). 

51. Zhang TP., Jin DY., Wardrop RM., Gui T., Maile R., Frelinger JA., et al. Transgene expression levels and 

kinetics determine risk of humoral immune response modeled in factor IX knockout and missense mutant 

mice. Gene Ther. 14: 429–440, (2007). 

52. Bertolino P., Trescol-Biémont MC., Rabourdin-Combe C. Hepatocytes induce functional activation of 

naïve CD8 T lymphocytes but fail to promote survival. Eur.J.Immunol. 28: 221–236, (1998). 

53. Wahl C., Bochtler P., Chen L., Schirmbeck R., Reimann J. B7-H1 on Hepatocytes Facilitates Priming of 

Specific CD8 T Cells But Limits the Specific Recall of Primed Responses. Gastroenterology. 135: 980-988, 

(2008). 

54. Gehring AJ., Sun DX., Kennedy PTF., Hoen EN., Lim SG., Wasser S., et al. The level of viral antigen 

presented by hepatocytes influences CD8 T cell function. J Virol. 81: 2940–2949. (2007). 

55. Watanabe T., Enomoto T., Takahashi M., Honma S., Honma K., Ohmiya Y. Multichannel perfusion culture 

bioluminescence reporter system for long-term detection in living cells. Anal Biochem. 402: 107-109. 

(2010).   

56. Wu C., Wang KY., Guo X., Sato M., Ozaki M., Shimajiri S., et al. Rapid methods of detecting the target 

molecule in immunohistology using a bioluminescence probe. Luminescence. 28: 38-43, (2013). 

http://www.ncbi.nlm.nih.gov/pubmed?term=Herkel%20J%5BAuthor%5D&cauthor=true&cauthor_uid=12717388
http://www.ncbi.nlm.nih.gov/pubmed?term=Jagemann%20B%5BAuthor%5D&cauthor=true&cauthor_uid=12717388
http://www.ncbi.nlm.nih.gov/pubmed?term=Wiegard%20C%5BAuthor%5D&cauthor=true&cauthor_uid=12717388
http://www.ncbi.nlm.nih.gov/pubmed?term=Lazaro%20JF%5BAuthor%5D&cauthor=true&cauthor_uid=12717388
http://www.ncbi.nlm.nih.gov/pubmed?term=Lueth%20S%5BAuthor%5D&cauthor=true&cauthor_uid=12717388
http://www.ncbi.nlm.nih.gov/pubmed?term=Kanzler%20S%5BAuthor%5D&cauthor=true&cauthor_uid=12717388
http://www.ncbi.nlm.nih.gov/pubmed?term=Edelstein%20ML%5BAuthor%5D&cauthor=true&cauthor_uid=17721874
http://www.ncbi.nlm.nih.gov/pubmed?term=Abedi%20MR%5BAuthor%5D&cauthor=true&cauthor_uid=17721874
http://www.ncbi.nlm.nih.gov/pubmed?term=Wixon%20J%5BAuthor%5D&cauthor=true&cauthor_uid=17721874
http://www.ncbi.nlm.nih.gov/pubmed?term=Cotrim%20AP%5BAuthor%5D&cauthor=true&cauthor_uid=18337227
http://www.ncbi.nlm.nih.gov/pubmed?term=Baum%20BJ%5BAuthor%5D&cauthor=true&cauthor_uid=18337227
http://www.ncbi.nlm.nih.gov/pubmed?term=Herweijer%20H%5BAuthor%5D&cauthor=true&cauthor_uid=12621449
http://www.ncbi.nlm.nih.gov/pubmed?term=Wolff%20JA%5BAuthor%5D&cauthor=true&cauthor_uid=12621449
http://www.ncbi.nlm.nih.gov/pubmed/12621449##
http://www.ncbi.nlm.nih.gov/pubmed?term=Yin%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=24807854
http://www.ncbi.nlm.nih.gov/pubmed?term=Takahashi%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=24807854
http://www.ncbi.nlm.nih.gov/pubmed?term=Ebisuura%20N%5BAuthor%5D&cauthor=true&cauthor_uid=24807854
http://www.ncbi.nlm.nih.gov/pubmed?term=Nishikawa%20M%5BAuthor%5D&cauthor=true&cauthor_uid=24807854
http://www.ncbi.nlm.nih.gov/pubmed?term=Takakura%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=24807854
http://www.ncbi.nlm.nih.gov/pubmed?term=Zhang%20TP%5BAuthor%5D&cauthor=true&cauthor_uid=17066096
http://www.ncbi.nlm.nih.gov/pubmed?term=Jin%20DY%5BAuthor%5D&cauthor=true&cauthor_uid=17066096
http://www.ncbi.nlm.nih.gov/pubmed?term=Gui%20T%5BAuthor%5D&cauthor=true&cauthor_uid=17066096
http://www.ncbi.nlm.nih.gov/pubmed?term=Maile%20R%5BAuthor%5D&cauthor=true&cauthor_uid=17066096
http://www.ncbi.nlm.nih.gov/pubmed?term=Frelinger%20JA%5BAuthor%5D&cauthor=true&cauthor_uid=17066096
http://www.ncbi.nlm.nih.gov/pubmed?term=Bertolino%20P%5BAuthor%5D&cauthor=true&cauthor_uid=9485202
http://www.ncbi.nlm.nih.gov/pubmed?term=Trescol-Bi%C3%A9mont%20MC%5BAuthor%5D&cauthor=true&cauthor_uid=9485202
http://www.ncbi.nlm.nih.gov/pubmed?term=Rabourdin-Combe%20C%5BAuthor%5D&cauthor=true&cauthor_uid=9485202
http://www.ncbi.nlm.nih.gov/pubmed?term=Wahl%20C%5BAuthor%5D&cauthor=true&cauthor_uid=18621049
http://www.ncbi.nlm.nih.gov/pubmed?term=Bochtler%20P%5BAuthor%5D&cauthor=true&cauthor_uid=18621049
http://www.ncbi.nlm.nih.gov/pubmed?term=Chen%20L%5BAuthor%5D&cauthor=true&cauthor_uid=18621049
http://www.ncbi.nlm.nih.gov/pubmed?term=Schirmbeck%20R%5BAuthor%5D&cauthor=true&cauthor_uid=18621049
http://www.ncbi.nlm.nih.gov/pubmed?term=Reimann%20J%5BAuthor%5D&cauthor=true&cauthor_uid=18621049
http://www.ncbi.nlm.nih.gov/pubmed/18621049##
http://www.ncbi.nlm.nih.gov/pubmed?term=Honma%20K%5BAuthor%5D&cauthor=true&cauthor_uid=20230775
http://www.ncbi.nlm.nih.gov/pubmed?term=Ohmiya%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=20230775
http://www.ncbi.nlm.nih.gov/pubmed?term=20230775##
http://www.ncbi.nlm.nih.gov/pubmed?term=Ozaki%20M%5BAuthor%5D&cauthor=true&cauthor_uid=22407540
http://www.ncbi.nlm.nih.gov/pubmed?term=Shimajiri%20S%5BAuthor%5D&cauthor=true&cauthor_uid=22407540


46 

 

57. Tsuji FI., Sowinski R. Purification and molecular weight of Cypridina luciferase. J Cell Comp Physiol. 58: 

125–129, (1961). 

58. Isaji K., Kawase A., Matono M., Guan X., Nishikawa M., Takakura Y. Enhanced CTL response by 

controlled intracellular trafficking of antigen in dendritic cells following DNA vaccination. J Control 

Release. 135: 227-233, (2009). 

59. Maecker HT., Umetsu DT., DeKruyff RH., Levy S. DNA vaccination with cytokine fusion constructs 

biases the immune response to ovalbumin, Vaccine. 15: 1687–1696, (1997). 

60. Harding CV., Pfeifer JD. Antigen expressed by Salmonella typhimuriumis processed for class I major 

histocompatibility complex presentation by macrophages but not infected epithelial cells. Immunology. 

83: 670–674, (1994). 

61. Shen L., Hilleband A., Wang DQH. Isolation and primary culture of rat hepatic cells. J.Vis.Exp. 64: e3917, 

(2012).   

62. Hengstler JG., Ringel M., Biefang K., Hammel S., Milbert U., Gerl M., et al. Cultures with cryopreserved 

hepatocytes: applicability for studies of enzyme induction. Chem Biol Interact. 125: 51-73, (2000). 

63. Flechtner JB., Cohane KP., Mehta S., Slusarewicz P., Leonard AK., Barber BH.,et al. High-affinity 

interactions between peptides and heat shock protein 70 augment CD8+ T lymphocyte immune responses. 

J. Immunol. 177: 1017–1027, (2006). 

64. Yamamoto K., Fujii R., Toyofuku Y., Saito T., Koseki H., Hsu VW., et al. The KDEL receptor mediates a 

retrieval mechanism that contributes to quality control at the endoplasmic reticulum. EMBO J. 20: 

3082–3091, (2001). 

65. Amanna IJ., Slifka MK. Contributions of humoral and cellular immunity to vaccine-induced protection in 

humans. Virology. 411: 206–215, (2011). 

66. Potter MA., Chang PL. Review—The use of immunosuppressive agents to prevent neutralizing 

antibodies against a transgene product. Ann. NY Acad. Sci. 875: 159–174, (1999). 

67. Fields PA., Kowalczyk DW., Arruda VR., Armstrong E., McCleland ML., Hagstrom JN., et al. Role of 

vector in activation of T cell subsets in immune responses against the secreted transgene product factor 

IX. Mol Ther. 1: 225–235, (2000). 

 

 

 

http://www.ncbi.nlm.nih.gov/pubmed?term=Isaji%20K%5BAuthor%5D&cauthor=true&cauthor_uid=19331843
http://www.ncbi.nlm.nih.gov/pubmed?term=Kawase%20A%5BAuthor%5D&cauthor=true&cauthor_uid=19331843
http://www.ncbi.nlm.nih.gov/pubmed?term=Matono%20M%5BAuthor%5D&cauthor=true&cauthor_uid=19331843
http://www.ncbi.nlm.nih.gov/pubmed?term=Guan%20X%5BAuthor%5D&cauthor=true&cauthor_uid=19331843
http://www.ncbi.nlm.nih.gov/pubmed?term=Nishikawa%20M%5BAuthor%5D&cauthor=true&cauthor_uid=19331843
http://www.ncbi.nlm.nih.gov/pubmed?term=Takakura%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=19331843
http://www.ncbi.nlm.nih.gov/pubmed/10724366
http://www.ncbi.nlm.nih.gov/pubmed/10724366
http://www.ncbi.nlm.nih.gov/pubmed?term=Amanna%20IJ%5BAuthor%5D&cauthor=true&cauthor_uid=21216425
http://www.ncbi.nlm.nih.gov/pubmed?term=Slifka%20MK%5BAuthor%5D&cauthor=true&cauthor_uid=21216425



