tumor efficacy.

Accumulation and activation state of immune cells in
tumor treated with the combination of gp100/DC-
immunization and chemokine-expressing AdRGD
injection

B16BL6 tumors were harvested 2 days after intratumoral
injection of chemokine-expressing AARGD (Protocol-2)
and were analyzed for the levels of infiltrating T cells by
immunohistochemical staining. As shown in Figure 7,
tumors injected with AdRGD-CCL17, -CCL22, or -
CCL27 exhibited enhanced CD3 % T-cell accumulation,
whereas the number of T cells in tumor tissue was only
slightly elevated by injection of AdRGD-CCLI19, -
CCL20, or -CCL21, and did not change between the
AdRGD-XCL1- or AdRGD-CX3CLIl-injected group
and the AdRGD-Luc-injected group. These data dis-
agreed with the observation that intratumoral injection of
AdRGD-CCL19 could attract a large number of T cells in
mice without gpl100/DC-immunization as shown in
Figures 3h and 4a, suggesting that responsiveness of T
cells for chemokines was altered by the activation state of
the host’s immune system, that is, sensitization of T cells
by gpl00/DC-administration. Importantly, the levels of
tumor-infiltrating T cells showed positive correlation for
antitumor efficacy (Figure 6) in mice treated with gp100/
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Figure 7 Infiltration of T cells.into"B16BL6 tumors of mice treated
with the combination of:gp100/DC-immunization and intratumoral
injection of chemoking-expressing AdRGD. B16BL6 cells were
intradermally inoculated: into:the right flank of C57BL/6 mice at
4 x 10° cells/mouse. The next day, the mice were intradermally
injected with 102 gp100/DCs in the left flank. Then, the tumors (5-
7mm in diameter).were injected with each chemokine-expressing
AdRGD <or ‘AdRGD-Luc at 3 x 10°PFU. Likewise, PBS was
administered., into control tumors. On day 2 after intratumoral
injection:immunohistochemical staining against CD3 for determining
T cells was performed with frozen tumor sections. (a and b) Original
magnifications are x 200. (¢) The number of CD3-positive cells in
the intratumoral section was assessed by counting six fields per
specimen under x 400 magnification. The data represent the
mean+s.e. of results from three tumors. Statistical analysis was
carried out by Welch’s ttest: *P<0.01, **P<0.001 versus AdRGD-
Luc-injected group.
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DC immunization and each chemokine-expressing
AdRGD injection. Because the number of infiltrating
NK cells and DCs was low in tumors injected with any
AdRGD in this combinational protocol as well as in
Protocol-1 (data not shown), we theorized that infiltrating
CTLs were the major effector cells responsible for
improved anti-B16BL6 tumor effects.

In order to evaluate the activation state of tumor-
associated CTLs, we performed RT-PCR analysis specific
for perforin, granzyme B, and IFN-y, which are the major
cytotoxic molecules and secreted cytokines in activated
CTLs (Figure 8). We focused on tumors treated with
AdRGD-CCL17 and AARGD-CCL19, which induced the
most effective T-cell infiltration in Protocol-2 and -1,
respectively. The combination with gp100/DC-immuniza-
tion notwithstanding, PCR products derived from tran-
scripts of perforin, granzyme B, or IFN-y were detected at
higher levels in tumors injected with AARGD-CCLI17 or
AdRGD-CCL19 as compared with AdRGD-Luc-injected
tumors. In the absence of gpl00/DC immunization,
AdRGD-CCLI19-injected tumors expressed more perfor-
in- and granzyme B-specific mRNA than AdRGD-
CCL17-injected tumors, whereas intratumoral injection
of AARGD-CCEI17. in combination with gpl100/DC
immunization_indiiced higher perforin, granzyme B, and
IFN-y mRNA expression in tumor tissue than AARGD-
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Figure 8 Activation state of infiltrating immune cells in B16BL6
tumors injected intratumorally with chemokine-expressing AdRGD in
combination with or without gp100/DC-immunization. B16BL6 cells
were intradermally inoculated into the right flank of C57BL/6 mice at
4x10° cells/mouse. After 1 day, the mice were intradermally
injected with (Protocol-2) or without (Protocol-1) 10° gp100/DCs in
the left flank. The tumor (5—7 mm in diameter) in Protocol-1 or -2 was
injected with AdRGD-CCL17, AdRGD-CCL19, or AdRGD-Luc at
3 x 108 PFU. Likewise, PBS was administered into control tumors.
After 2 days, total RNA was isolated from the tumors collected from
these mice, and then RT-PCR, specific for perforin, granzyme B, and
IFN-y transcripts, was performed as described in the Materials and
methods section. The PCR products were electrophoresed through a
3% agarose gel, stained with ethidium bromide, and visualized under
ultraviolet light.
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CCL19 injection. In addition, expression levels of
perforin, granzyme B, and IFN-y mRNA were increased
in AARGD-CCL17-injected groups by receiving gp100/
DC immunization. On the other hand, gpl00/DC
immunization of AARGD-CCL19-injected groups tended
to decrease or did not alter mRNA expression levels of
these three activation markers. Though intratumoral
injection with AARGD-CCL19 in protocol-1 was able to
induce T-cell infiltration much more efficiently than
AdRGD-CCL17 injection in protocol-2 (Figures 4a and
7¢), RT-PCR analysis revealed that AdRGD-CCLI17-
injected tumor in gpl00/DC-immunized mice contained
activated T cells in higher frequency as compared with
tumor treated with AdRGD-CCL19 injection alone.
These results correlate closely with differences in the
antitumor effects (Figures 1 and 6), strongly suggesting
that efficient accumulation of activated tumor-specific
CTLs at a local tumor site is a key factor for establish-
ment of efficacious cancer immunotherapy.

Discussion

Investigations of the relationship between the prognosis
and the infiltration frequency of tumor-associated im-
mune cells in patients with cancer have indicated that
post-treatment recurrence or metastasis is significantly
suppressed in cases that exhibit high immune cell-
infiltration in primary tumor tissue,>*>® and it is widely
believed that T cells represent the most potent antitumor
effector cells.’”° Therefore, the establishment of im-
munotherapy capable of promoting tumor cell-immune
cell interaction is considered critical for improving:the

cure rate for cancer. Based on these results, an approach.
that attempts to reinforce immune cell accumulation in

tumor tissue by applying chemokines, which control
migration and infiltration of immune cells:into the local
site, is very attractive for the development of efficacious
cancer immunotherapy. We previously:‘demonstrated that
tumor cells transduced with AdRGD encoding chemokine
genes could produce and secrete. chemokines that exhibit
original bioactivity, and that.inocilation with chemokine
gene-transfected tumor cells. was very useful for screening
antitumor effects based on-facilitation of chemokine
secretion in tumor tissue:>?® In the present study, in
order to evaluate the potential of chemokine-based
immunogenetherapy :for ‘cancer by using an AdRGD
system capable of efficient gene transduction in various
tumors, we examined antitumor efficacy and accumula-
tion of timot-associated immune cells in mice directly
injected :with_chemokine-expressing AdRGD into estab-
lished. tumor tissue.

An established murine B16BL6 melanoma injected with
AdRGD-CCL17, -CCL19, -CCL20, -CCL21, -CCL22, -
CCL27, -XCL.1, or -CX3CL1 exhibited slightly delayed
growth compared with control vector-injected tumor.
Moreover, immunohistochemical analysis of these tumors
demonstrated that intratumoral injection of AdRGD-
CCL19 could significantly induce both CD4* and CD8*
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T-cell infiltration in parenchyma of tumor tissue, and that
AdRGD-CCL17 injection was superior in promoting NK
cell accumulation at the peritumoral site. Generally, the
infiltration of immune cells rarely occurs in newly formed
vessels in solid tumor, and immune cells that penetrate
from existing blood vessels, which are present around
tumor tissue, arrive at and accumulate in tumor
parenchyma through the tumor border region.*® This
explains our observation that NK cells accumulated in the
tumor peripheral zone, but did not infiltrate the tumor
parenchyma upon intratumoral injection of chemokine-
expressing AARGD. On the other hand, we speculated
that T-cell infiltration occurred directly from tumor
vessels in the AARGD-CCLI19-treated group, because a
large number of T cells were observed in the center of
tumor tissue as well as near the border. This theory is
supported by a previous report that CCL19 could increase
the expression of cell adhesion molecules on vascular
endothelial cells.*! Although CCL19 and CCL21 are
ligand for an identical chemokine receptor {(CCR7), the
level of T-cell infiltration in AdRGD-CCL21-injected
tumors was obviously lower than that in AdRGD-
CCL19-injected tumors. Similarly, regarding CCL17 and
CCL22, which shared CCR4 as their receptor, the number
of NK cells_at periphery of AdRGD-CCL22-injected
tumors was” half “of that of AdRGD-CCLI17-injected
tumors. Because chemokines are heparin/heparan sul-
fate-binding proteins and this property modulates their
activity, diffusion, and stability in tissue, we speculated
that an “affinity to heparin/heparan sulfate of each

.chemokine might determine the difference of immune cell

mfiltration between CCL19- and CCL2I1-transduced
tumors or between CCL17- and CCL22-transduced
tumors. Previous studies have shown that intratumoral
injections of CCL20 and CCL21 induce a large accumula-
tion of mature DCs related with strong antitumor
responses.*>** However, we did not detect significant
increase of infiltrating CDI1ct DCs in B16BL6 tumors
injected with any chemokine-expressing AARGD:s includ-
ing AARGD-CCL20 and -CCL21. We speculated that the
disagreement between our observation and the results in
previous studies was caused by a difference of the tumor
model which was examined. Therefore, in order to select
appropriate chemokine for intratumoral gene transduc-
tion to augment tumor-infiltrating immune cells effi-
ciently, we need to consider not only its receptor-
specificity but also its in vivo characteristics and variety
of tumors. However, we could not recognize a correlation
between tumor suppressive effect and the number of
tumor-infiltrating immune cells in mice treated with each
chemokine-expressing AdRGD. Because most immune
cells that infiltrated into tumors with injection of
chemokine-expressing AdRGD were perforin-negative,
that is, in naive status, combinational therapy that
included another treatment, which could prime and
activate immune effector cells, would be required for
achievement of more potent antitumor efficacy.

We previously succeeded in efficiently transducing
genes into DCs by applying the AARGD system rather
than a conventional vector,”®* and demonstrated that
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DCs transduced with the TAA gene using AARGD are
effective vaccine carriers that induce tumor-specific
immune responses in mice.>>** Thus, we evaluated the
antitumor effect in mice of intratumoral injection of
chemokine-expressing AARGD combined with intrader-
mal immunization of DCs transduced with gpl00 by
AdRGD. Lytic activity of Bl6BL6-specific CTLs in
splenocytes from B16BL6 tumor-bearing mice was con-
siderably enhanced by single gpl00/DC-immunization,
indicating that administration of TAA/DCs could pro-
mote initiation and amplification of tumor immunity in
individuals that exhibited ongoing tumor growth (ther-
apeutic protocol) as well as in intact mice (vaccine
protocol). In combination with gpl00/DC-immunization,
intratumoral injection with AARGD-CCL17, -CCL22, or
-CCL27 markedly suppressed B16BL6 tumor growth in
mice. In addition, immunohistochemical analysis and RT-
PCR analysis using RNA isolated from treated tumors
revealed that CCL17-, CCL22-, or CCL27-gene transduc-
tion induced efficient accumulation of activated T cells in
tumor tissue. CCL19, on the other hand, only slightly
induced activated T-cell accumulation in tumors of
gpl100/DC-immunized mice, whereas naive T cells were
dramatically attracted to tumors injected with AARGD-
CCL19 alone. These conflicting results can be explained
by the evidence that CCR7, which is the corresponding
receptor for CCL19, is exgressed on naive T cells, but not
on effector-type T cells.*® Kim ef al. demonstrated that
DC-stimulation led naive T cells to downregulation of
lymphoid tissue homing related CCR7 and CXCR5, and
upregulation of Thl/2 effector tissue-targeting chemoat-
tractant receptors such as CCR4 (receptor for CCL17 and
CCL22), CCR5, CXCRS6, and CRTH2.*" In addition,
Mullins et al. reported that coexpression of CCR4 and:

CXCR3 by activated CD8" T cells derived from ithe
peripheral blood or tumor-involved lymph nodes of

patients with stage III metastatic melanoma was sig-
nificantly associated with enhanced survival:?® CCR10
(receptor for CCL27) is known as a chemokine receptor
that is preferentially expressed among blood leukocytes
by a subset of memory CD4™" and CD8% T cells, and
CCRI10-positive T cells that coexpress.the skin-homing
receptor, cutaneous lymphocyte antigen, can act as both
‘central’ and ‘effector’ memory T cells.* These previous
results supported our data that intratumoral injection of
AdRGD-CCL17, -CCL22, or -CCL27, but not AARGD-
CCL19, was effective for promoting the anti-B16BL6
tumor efficacy and"the infiltration of immune effector
cells in mice immunized with gp100/DCs. Therefore, the
selection ofichemokine in cancer immunogenetherapy
must consider the host’s immune activation status and
charactetistics of other combined therapies on immuno-
modulation;

In conelusion, our results revealed that chemokine gene
transduction into established tumors using AARGD could
enhance accumulation of immune cells, and would greatly
contribute to the development of efficacious cancer
immunogenetherapy based on ‘Immune Cell Delivery
System’. Additionally, combinational therapy that in-
cluded immunization with TAA-delivered DCs and

Chemokine-based cancer immunogenetherapy
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intratumoral injection of chemokine-expressing ARGD,
such as AdRGD-CCL17, -CCL22, and -CCL27, could
more effectively suppress tumor growth as compared with
each treatment alone, indicating that the combined
treatment, which can systemically induce tumor-specific
effector T cells, is a promising strategy for potentiating
antitumor efficacy and tumor-infiltrating effector cells by
direct injection of chemokine-expressing vector into
tumors. Now, in order to apply our chemokine gene-
based cancer immunotherapy to not only primary tumors
but also metastatic tumors in which intratumoral injec-
tion of vectors is physically difficult, we are pushing
forward development of transductionally and transcrip-
tionally tumor-targeting vector, which can specifically
deliver a chemokine gene into tumor cells by systemic
administration.>*>!

Abbreviations

AdRGD, RGD fiber-mutant adenoviral vector; CTL,
cytotoxic T lymphocyte; DC, dendritic cell; FBS, fetal
bovine serum; HE; hematoxylin and eosin; IFN, inter-
feron; mAb, méneclonal antibody; NK, natural killer;
PBS, phosphate-buffered saline; PFU, plaque-forming
unit; RT-PCR, “reverse transcription-polymerase chain
reaction;i TA Ay tumor-associated antigen; Th, helper T
cell. ¢ :
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To develop nonviral gene vectors that are sufficient for clinical application, it is necessary to
understand why and to what extent nonviral vectors are inferior to viral vectors, which in general show
a more efficient transfection activity. This study describes a systematic and quantitative comparison of
the cellular uptake and subsequent intracellular distribution (e.g., endosome/lysosome, cytosol, and
nucleus) of exogenous DNA transfected by viral and nonviral vectors in living cells, using a
combination of TagMan PCR and a recently developed confocal image-assisted three-dimensionally
integrated quantification method. As a model, adenovirus (Ad) and Lipofectamine Plus (LFN) were
used for comparison since they are highly potent and widely used viral and nonviral vectors,
respectively. The findings indicate that the efficiency of cellular uptake for LFN is significantly higher
than that for Ad. Once taken up by a celi, Ad exhibited comparable endosomal escape and slightly
higher nuclear transfer efficiency compared with LFN. In contrast, LFN requires 3 orders of magnitude
more intranuclear gene copies to exhibit a transgene expression comparable to that of the Ad,
suggesting that the difference in transfection efficiency principally arises from differences in nuclear
transcription efficiency and not from a difference in intracellular trafficking between Ad and LFN.

Key Words: adenovirus, nonviral vector, lipoplex, quantification,
intracellular trafficking, gene vector

INTRODUCTION

Numerous nonviral vectors have been developed for use
in gene therapy for intractable diseases [1,2]. However,
low transfection efficiency still remains a bottleneck,
preventing its use in clinical applications. It is generally
considered that transfection activity is rate limited to a
great extent, by a variety of intracellular processes such as
endosomal escape, nuclear transfer, and intranuclear
transcription.

Along with evolution of life during the past hundreds
of millions of years, DNA and RNA viruses have also
evolved and have developed sophisticated mechanisms
for controlling intracellular trafficking for the efficient
delivery of their genomes to nuclei in host cells for
symbiosis. Although some nonviral vectors have been
evolutionally developed since the first proposal of the
concept of gene therapy over 30 years ago [3], this history

is overwhelmingly short. Therefore, the transfection
efficiency of a virus vector is, in general, more prominent
than that of a nonviral vector {4]. To improve nonviral
vectors, quantitative information concerning why and to
what extent the nonviral vector is inferior to the viral one
is essential.

For the quantification of intracellular trafficking, we
and other researchers have developed methodology to
quantify the amount of plasmid DNA in the nucleus by
nuclear fractionation followed by the polymerase chain
reaction (PCR) [5-7]. This quantification revealed an
important lesson showing that it is necessary to optimize
not only the nuclear delivery of plasmid DNA, but also
intranuclear transcription efficiency, since transgene
expression is remarkably saturated against nucleus-deliv-
ered pDNA. In contrast to the nucleus, very few reports
are available concerning the amount of pDNA in the
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endosome/lysosome compartment, and therefore, it is
very difficult to evaluate the efficiency of endosomal
release. Although the subcellular fractionation of endo-
somes/lysosomes may solve this issue, many problems,
such as the complicated protocol, uncertainties associ-
ated with the recovery of the endosomal fraction, and
mutual contamination may prevent this strategy from
becoming a practical application.

We recently developed a novel strategy, the con-
focal image-assisted three-dimensionally integrated
quantification (CIDIQ) method, which enables the
distribution of exogenous DNA in endosome/lysosome,
cytosol, and nucleus to be quantified simultaneously
in individual cells with sequential Z-series images
captured by confocal laser scanning microscopy [8,9].
Since intracellular trafficking investigated by CIDIQ
can readily explain the differences in transgene
expression by various nonviral vectors, this method is
useful for identifying the rate-limiting barriers to gene
expression.

In the present study, we applied it to the systematic
and quantitative comparison of the intracellular distri-
bution of exogenous genes transfected by viral vector
and nonviral vector in living cells. It enabled us to
examine the rate-limiting processes associated with non-
viral vectors that limit their transfection efficiency. As
model vectors, we used adenovirus (Ad) and Lipofect-
amine Plus (LFN), highly potent and widely used viral
and nonviral vectors (lipoplex), respectively, in the
comparative study.

RESULTS

Comparison of Transfection Activity between Ad and
LEN

We initially compared the time-dependent and applied
dose-dependent transfection activity between Ad and
LFN. The methodology used to determine the applied
dose in terms of luciferase gene copies is described under
Materials and Methods. As shown in Fig. 1A, transgene
expression is increased in a dose-dependent manner for
both vectors 6 h after incubation. In subsequent experi-
ments, we fixed the dose of plasmid DNA (pDNA) in the
LFN-mediated transfection at 6.7 x 10° copies/cell (5 pg/
cell) based on the manufacturer’s recommended proto-
col, from which approximately 5 x 107 RLU/mg protein
of luciferase activity was exhibited. In the case of Ad, we
fixed the dose at 200 copies/cell, since comparable levels
of transgene expression can be achieved at this dose. As
shown in Fig. 1B, both vectors exhibited quite compa-
rable time courses for transgene expression at these
doses, suggesting that LFN is a potent system for the
delivery of pDNA to the nucleus with a speed compa-
rable to that of Ad. However, it should be emphasized
that LFN requires 3 orders of magnitude more gene
copies than the Ad to achieve comparable gene expres-
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FIG. 1. Dose-response curve and time course of luciferase gene expression in
A549 cells transfected by Ad and LFN. (A) Luciferase gene expression in cells
transfected by Ad (O) or LFN (®) was measured 6 h after incubation at the
indicated dose. (B) Transfection activities were measured at indicated times
after incubation with a dose of 200 (O) or 6.7 x 10° copies/cell (5 pg/cell)
(®). The vertical axis represents luciferase activity expressed as relative light
units (RLU)/mg protein. These data represent the mean values and standard
deviation of three experiments.

sion (Fig. 1A). Furthermore, the difference in the
required dose for achieving a comparable level of trans-
gene expression is dependent on the expression level. In
a compatison of the expression of 1 x 10° RLU/mg
protein, approximately 10,000-fold more copies of
plasmid DNA were required for LFN, and at a lower
transgene expression level, the difference was even
greater. This is due to the nonlinear relationship
between the dose and the transfection efficiency in
LFN and is also sometimes observed in various nonviral
vectors [10].

Quantification of an Intracellular Distribution of
pPDNA and Ad DNA

We then quantified the intracellular distribution of
pDNA or Ad by a combination of TagMan PCR and
CIDIQ [8]. The procedures used to determine the distri-
bution of exogenous DNA transfected by LFN and Ad are
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of exogenous genes. Subcellular distributions of
exogenous DNA transfected by Ad and LFN were
quantified by TagMan PCR and CIDIQ analysis as
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illustrated in (A) and (B), respectively. (A) Total
cellular uptake (Spcr(tot) and nuclear-delivered Ad
DNA (Spcr(nuc)) were quantified by TagMan PCR.
Distributions of Ad in endosome/lysosome and
cytosol (F(end/lys) and F(cyt), respectively) were
also determined by CIDIQ. The copy numbers in
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iltustrated in Figs. 2ZA and 2B. We determined the total
cellular uptake (Spcr(tot)) first by TagMan PCR in terms of
gene copies. In the case of LEN, we determined the fraction
of plasmid DNA in the endosome/lysosome, cytosol, and
nucleus by CIDIQ (Fig. 2B). A schematic diagram illustrat-
ing the principal of CIDIQ analysis is shown in Fig. 4A.
After the transfection of rhodamine-labeled pDNA, we
stained the endosome/lysosome and nucleus with Lyso-
Sensor DND-189 and Hoechst 33342, respectively, to
discriminate the subcellular localization of the pDNA
(typical images are exhibited in Fig. 4C). We transferred
each 8-bit TIFF image to Image-Pro Plus version 4.0 (Media
Cybernetics, Inc., Silver Spring, MD, USA) to quantify the
total brightness and pixel area of each region of interest.
Since we have previously shown that the majority of
rhodamine-labeled pDNA was present in the form of
clusters in the cytosol and nucleus at 1 h (a typical image
is shown in Fig. 4C), we used the pixel area of each cluster
in endosomes/lysosomes, s;(end/lys); cytosol, s;(cyt); and
nucleus, s;(nuc) as an index of the amount of pDNA [8].
The detailed methodology for the calculation of the
fraction of pDNA in the endosome/lysosome, cytosol,
and nucleus (F(end/lys), F(cyt), and F(nuc), respectively)
is described under Materials and Methods. The copy
number in each organelle is calculated as Spcr(tot) multi-
plied by the fraction in each organelle (Fig. 2B).

We also determined intracellular distribution for the
Ad by CIDIQ (a typical image is shown in Fig. 4B), in
which the pixel areas of the Texas red-labeled Ad are
used as an index of the amount of Ad. However, the
nuclear pixels cannot serve as an index for the amount
of Ad DNA, since it is dissociated from the fluorescence-
labeled capsid proteins when it is internalized via the
nuclear pore complex [11]. Therefore, we determined
nucleus-associated Ad DNA (Spcr(nuc)) beforehand by
nuclear isolation, followed by TagMan PCR (Fig. 2A). In
this case, the supernatant from the nuclear isolation

procedure (Spcr(sup)) includes DNA in both the endo-
somal/lysosome and the cytosol fractions. The copy
numbers in these fractions are calculated as Spcr(sup)
multiplied by the fractions calculated by CIDIQ ( F'(end/
lys) and F'(cyt), respectively).

Comparison of the Cellular Uptake Process between
LFN and Ad

We first quantified the cellular uptake of pDNA transfected
with LEN and Ad in terms of copy numbers of luciferase
genes by TagMan PCR. Since the nuclear delivery of
exogenous DNA is achieved within 1 h for both of vectors
[8,12-14], we evaluated cellular uptake and the following
intracellular distribution at 1 h to compare the initial
disposition of DNA. As a result, the number of copies of
PDNA taken up by the cell for LFN was approximately
15,000-fold more than that for Ad (Fig. 3). After we
normalized the cellular uptake by the applied dose, more
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FIG. 3. Quantification of cellular uptake and cellular binding of Ad and LFN in
A549 cells. A549 cells were incubated with adenovirus or LFN at 37 and 4°C
for 1 h to evaluate cellular uptake and cellutar binding, respectively. Associated
genes were quantified in terms of copy number of luciferase genes by TagMan
PCR. Cellular association was normalized by number of cells, which was
quantified by the number of copies of the genomic p-actin gene.

MOLECULAR THERAPY Vol. xx, No. xx, Month Year
Copyright © The American Society of Gene Therapy



doi:10.1016/j.ymthe.2005.10.007

than 40% of the pDNA was taken up by the cell, whereas
for the Ad DNA, this value was only 10% (Fig. 3).

Total cellular uptake is a hybrid parameter of cell
surface binding and the internalization rate constant
(kint). Therefore, we measured the cellular binding of
pDNA and Ad by incubation at 4°C for 1 h. In the case of
LFN, 8.8% of the applied pDNA was attached to the cell
surface, whereas the corresponding value was only 2.4%
for the Ad (Fig. 3). When the k;,,, denoted as the total
cellular uptake (Fig. 3) divided by the cell surface binding
(Fig. 3), were compared, LFN was found to exhibit a value
comparable to that of Ad (5.1 and 4.2 h™!, respectively).

Comparison of Intracellular Trafficking between Ad
and LFN

Concerning the intracellular distribution after transfec-
tion with LEN, 47.4% of the pDNA was in the endosome/
lysosome fraction and a large part of the pDNA had
already escaped from this compartment (Figs. 4E and 5)
within 1 h. In addition, we observed significant nuclear
distribution (13.5%) (Figs. 4E and 5). This is consistent
with rapid gene expression within 3 h (Fig. 1B). Multi-
plying these fractions by the Spcr(tot), we calculated the
copy numbers in each organelle as shown in Fig. 5.

In the Ad, we determined nuclear fraction by nuclear
isolation, followed by TagMan PCR. After incubation at
37°Cat 1 h, 54.2% of the Ad genome was experimentally
recovered from the nuclear fraction. To avoid a situation
in which the nuclear delivery of the Ad genome was
overestimated, we estimated the efficiency of contami-
nation of Ad in the nucleus during the nuclear isolation
with cells that were incubated with Ad at 4°C, at which
temperature nuclear delivery was largely excluded. After
incubation at 4°C for 1 h, we fractionated the nucleus
and quantified cell surface-bound and nucleus-associated
Ad. As a result, we calculated the percentage of nuclear
Ad to cell surface-bound Ad to be 17.6%. Thus, 17.6% of
the nuclear fraction, corresponding to contamination
during the isolation process, was subtracted from the
experimentally determined nuclear fraction after the
incubation at 37°C (54.2%). As a result, we calculated
that 36.6% of the total cellular uptake (7.3 copies/
nucleus) of DNA reached the nucleus (Fig. 5). Other
portions (12.7 copies/cell; 63.4% of the total cellular
uptake) were recovered from the supernatant fractions
(Spcr(sup)), which include the endosome/lysosome and
cytosol fractions. A CIDIQ analysis showed that the
fractions in the endosome/lysosome (F'(end/lys)) and
the cytosol (F'(cyt)) compared to the supernatant were
47.9 and 52.1%, respectively. Taking these data into
consideration, we calculated the numbers of Ad gene
copies in the endosome/lysosome and cytosol as 6.1
copies/cell (30.3% of the total cellular uptake) and 6.6
copies/cell (33.1% of the total cellular uptake), respec-
tively (Figs. 4D and 5). The efficiency of the endosomal
escape and nuclear translocation calculated from the data

shown in the circle graph in Fig. 5 is summarized in Table
1. We calculated the efficiency of endosomal escape as
the fraction that escaped from the endosome/lysosome
(nuclear fraction plus cytoplasmic fraction) divided by
the total cellular uptake. Similarly, we determined the
efficiency of nuclear translocation as the nuclear fraction
divided by the fraction that escaped from the endosome/
lysosome (nuclear fraction plus cytoplasmic fraction). As
a result, the efficiency of endosomal escape is only
slightly higher for Ad. In contrast, the efficiency of
nuclear translocation is considerably higher for Ad.

Finally, comparing the nuclear delivery of DNA, 5600-
fold more gene copies are delivered to the nucleus in the
case of LFN. We calculated transcription efficiency as the
expression divided by the gene copies in the nucleus as
shown in Fig. 5. It was shown that Ad is 8100 times more
efficient than LEFN in nuclear transcription.

This conclusion is also applicable to HeLa cells (Table
2). To exhibit a comparable transgene expression, LFN
also requires 3 orders of magnitude more gene copies
(200 vs 1.4 x 10° copies/cell). Under these conditions,
approximately 4100 times more gene copies reach the
nucleus, and therefore, the transcription efficiency of Ad
was approximately 7000 times higher than that of LFN.

Discussion

In the present study, intracellular trafficking and the
intranuclear transcription of exogenous DNA transfected
by viral and nonviral vectors were quantitatively eval-
uated. Ad and LFN were used as model vectors in the
comparison, since they are both highly potent and
widely used vectors. As a result, we found that LEN can
accomplish transgene expression comparable to that of
the Ad vector, when the protocol is optimized. However,
the dose of pDNA in terms of luciferase gene copies under
these conditions was 3 orders of magnitude more than
that of Ad. Therefore, it would be worthwhile to clarify
which of the intracellular processes is rate limiting for
LEN.

First, the cellular uptake process was compared.
Calculated from the applied dose and cellular uptake
(Fig. 3), LEN exhibited significantly higher cellular uptake
efficiency than Ad (approximately 45% vs 10%). Further
comparison of the cellular binding efficiency by incuba-
tion at 4°C (Fig. 3) indicated that the efficient cellular
uptake in the case of LEN can be attributed to efficient
cellular binding, but not to the internalization rate
constant (kint). The superior cellular surface binding in
the case of LFN can be explained by differences in the
binding mechanism. Binding of the Ad is based on
specific ligand-receptor interactions between the fiber
protein and the coxsackievirus and Ad receptor and
between the RGD motif in the penton base and the
integrin receptors [15]. Therefore, the maximum binding
is dependent on the total number of these receptors. In
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FIG. 4. Quantification of the intracellular distribution of
exogenous genes by CIDIQ analysis. (A) Schematic
diagram of the CIDIQ analysis is illustrated. 20 Z-series
images were captured by confocal laser scanning

microscopy. The pixel areas corresponding to the
pDNA in each x-y plane (Z = j), s;(k), were summed

for the respective compartments and are denoted as
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§'z - j(k), where k represents each compartment (e.g.,
endosome/lysosome, cytosol, and nucleus). 5’z - ;(k) in
each x-y-plane image was further integrated to obtain
S(k), which represents the total pixel area localized in
each compartment (k) in one cell. All of the S(k) values
were combined to calculate the 5(tot), reflecting the
total pixel area in a cell. F(k), representing the fraction
of plasmid DNA in each compartment to the whole
cell, was calculated as $(k) divided by S(tot). (B and C)
Typical images for the confocal laser scanning micro-
scopy used in the CIDIQ analysis in Ad and LFN are
shown. Texas red-labeled Ad or rhodamine-labeled
pDNA (red) were transfected into A549 cells. Endo-
some/lysosome and nucleus compartments were
stained with LysoSensor DND-189 (green) and
Hoechst 33342 (blue), respectively. (D and E) Fractions
of DNA in the endosome/lysosome, cytosol, and
nucleus determined by the strategy illustrated in Fig.
2 after transfection with Ad and LFN are shown. These
values represent the mean values of 15 individual cells.
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contrast, the pDNA/LFN complex can bind to the entire
cell surface area via electrostatic interactions. Concerning
the ki value, it has recently been reported that Ad
enters, not only via clathrin-mediated endocytosis
{16,17], but also via macropinocytosis [18,19], which is
actively driven by signal transduction after the binding of
the RGD motif to the integrin receptor for cellular entry
[20-22]. Therefore, the internalization of Ad appears to be
a highly efficient process. The k¢ value of LEN was
comparable to that of Ad. A recent study indicated that a
certain type of nonviral vector was taken up by cells, not
only by the classical endocytosis pathway [23,24], but also
by another pathway such as macropinocytosis [25].
Presumably, multiple pathways are also responsible to
the cellular uptake of LFN, and this results in an internal-

ization rate constant comparable to that of Ad. Concern-
ing intracellular trafficking, various types of cellular
uptake processes must be considered. Since only acidic
compartments were stained by LysoSensor DND-189, the
involvement of nonacidic vesicular compartments such
as caveola was excluded from the analysis. To analyze the
contribution of acidic vesicular transport (i.e., clathrin-
mediated endocytosis and macropinocytosis [26]) to total
vesicular transport, plasma membranes were nonspecifi-
cally labeled with PKH-26 (Sigma). After incubation for 1
h, all of the labels on the plasma membrane were
internalized and detected as clustered forms. Dual stain-
ing with PKH-26 and LysoSensor DND-189 revealed that
approximately 70% of the PKH-26 clusters were coloca-
lized with LysoSensor DND-189, suggesting that a major
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part (~70%) of the vesicular transport system was acidic
compartments (data not shown). In addition, it appears
that the size of the lipoplex (generally more than 200 nm
[27,28]) is too large to be taken up via nonacidic vesicular
transport such as caveolin-mediated endocytosis (~60
nm) and clathrin- and caveolin-independent endocytosis
(~90 nm) [29]. Therefore, we conclude that the staining of
vesicular compartments by LysoSensor DND-189 is useful
for tracing the main intracellular trafficking of vectors,
although it is possible that pDNA taken up via a nonacidic
compartment may unexpectedly participate in the effi-
cient trafficking pathway. The mechanism for the effi-
cient internalization rate of the LFN remains to be
clarified.

Concerning endosomal escape, it was considered
that the dismantling of Ad particles in response to
the low endosomal pH is closely related to this event
[16,30]. Wiethoff et al. have recently shown that partial
disassembly of the Ad capsid friggers the release of
protein VI, which then lyses the endosomal membrane
structure [31]. LFN also had an efficiency comparable to
that of adenovirus (Table 1). LEN consists of polyca-
tionic lipid 2,3-dioleyloxy-N-[2(spermincarboxami-
do)ethyl]-N,N-dimethyl-1-propanaminium trifluoroace-

TABLE 1: Comparison of the efficiencies of endosomal
escape and nuclear translocation between Ad and LFN

Ad LFN
Endosomal escape; (cytosol + nucleus)/total 070 0.53
Nuclear translocation; nucleus/(nucleus + cytosol) 0.53 0.26

tate (DOSPA) and corn-shape lipid dioleoyl phosphati-
dylethanolamine (DOPE). A highly efficient endosomal
escape of LEN, as high as that of Ad, was then
synergistically achieved by the proton sponge effect
[32] derived from secondary amines in DOSPA, along
with the fusogenic effect [33,34] of DOPE, whereas their
strategies were different.

In contrast, once it escapes into the cytosol, adeno-
virus delivers its DNA to the nucleus more efficiently
than LFN. Although LFN can rapidly deliver its DNA to
the nucleus presumably due to the electric interaction
of cationic lipid and negatively charged lipids of the
nuclear membrane [35], it is likely that the cytoplasmic
delivery of Ad is more sophisticated. It has previously
been shown that Ad utilizes a microtubule network to
pass through the cytoplasm into the nucleus [36,37].
Furthermore, Ad binds to the nuclear pore complex
receptor CAN/Nup214 and, thereafter, inserts the
genomic DNA into the nucleus with the assistance of

TABLE 2: Comparison of nuclear delivery and transcription
efficiency between Ad and LFN in Hela cells

Ad LFN
Dose (copies/cell) 200 1.4 x 10°
Nuclear DNA 4.1 1.7 x 10*
(copies/cell)
Transgene expression 2.3 x 107 1.3 x 107
(RLU/mg protein)
Transcription efficiency 5.7 x 108 810

(RUL/mg protein/copy)

The efficiencies of endosomal escape and nuclear translocation were calculated from the
results in Fig. 5 (circle graph) as the fraction that escaped from the endosome/lysosome
(nuclear fraction plus cytoplasmic fraction) divided by total cellular uptake and as the
nuclear fraction divided by the fraction that escaped from the endosome/lysosome,
respectively.

The numbers of gene copies required to exhibit comparable transgene expression were
quantified by TagMan PCR and are represented as copies/cell, Nuclear DNA in Ad- and LFN-
mediated transfection was determined following the procedure illustrated in Fig. 2.
Transcription efficiency was calculated as the expression divided by the gene copies in the
nucleus.
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nuclear histone H1 cells and the importin family
proteins of the host cells [11,38]. Such types of multi-
ple/active delivery systems in adenovirus may be
responsible for its efficient nuclear delivery.

Finally, the intranuclear transcription of DNA, when
transfected with Ad, is 8100 times higher than that of
LEN. Considering that the CMV promoter, luciferase
(GL3), and BGH polyadenylation sequences in pDNA
and the Ad genome are identical to one another, two
explanations are possible. One is that the nuclear DNA
introduced by the LEN is so well condensed that the
transcription process is inhibited. It is generally accepted
that the release of pDNA from the vectors is the rate-
determining process for transgene expression [39]. In
fact, transgene expression after the nuclear microinjec-
tion of DNA as a lipoplex was reported to be severely
limited [28,40]. The other possibility is that the Ad
genome structure and/or proteins coded in the Ad
genome affect transgene expression. Since almost all of
the E1/E3 region was deleted from the Ad genome, other
factors such as the inverted terminal repeat sequence
[41], terminal protein [42], and various proteins derived
from the E4 region [43,44] may be involved in the
improvement in transcription and nuclear stability.
Currently, it has been reported that terminal proteins
interact with the nuclear matrix, where they play an
important role in nuclear transcription [42]. To evaluate
the potential of pDNA vis-a-vis adenovirus DNA in the
transcription process, adenoviral DNA was purified by
treatment with guanidine, followed by sucrose gradient
centrifugation [45]. The nuclear microinjection of 10
copies of plasmid DNA and Ad genome encoding the
green fluorescent protein revealed that the Ad genome
exhibited only a slightly higher transgene expression
compared with plasmid DNA (approximately 35% vs
25%), suggesting that these two types of DNA are
equivalent in the transcription process (S. Hama et al.,
unpublished observation). As a result, the difference in
decondensation in the nucleus is a more plausible
hypothesis for explaining the difference in intranuclear
transcription.

The remarkable difference in transcription activity was
also found in Hela cells, indicating that this phenom-
enon is generally applicable to various cells. Very
recently, it was also shown that the intranuclear tran-
scription of plasmid DNA introduced by nonviral vectors
such as polyethylenimine was much lower than that of
viral vectors. This conclusion is then generally applicable
to various types of current nonviral vectors [46].

Collectively, we were able successfully to quantify the
intracellular trafficking and intranuclear transcription of
viral and nonviral vectors. LEN delivers pDNA to the
nucleus with a comparable speed and exhibits transgene
expression comparable to that of the Ad vector. However,
LEN requires 3 orders of magnitude more pDNA than the
Ad to exert similar transfection activities. Surprisingly,

this remarkable difference principally arises from differ-
ences in nuclear transcription efficiency. This is the first
systematic and quantitative comparison of the intra-
cellular distribution of the exogenous genes introduced
by a viral vector and a nonviral vector. Such quantitative
comparisons will be useful for developing new gener-
ations of nonviral vectors.

MATERIALS AND METHODS

General. To prepare the reporter gene vector for the pDNA (pcDNA3.1-
GL3), an insert fragment encoding luciferase (GL3) was obtained by
HindIll/Xbal digestion of the pGL3-Basic vector (Promega, Madison, WI,
USA) and ligated to the HindIll/Xbal-digested site of pcDNA3.1 (Invi-
trogen, Carlsbad, CA, USA). LFN was from Invitrogen Corp. Other
chemicals used were commercially available and reagent grade products.
As to the viral vector, the Ei, Ej, replication-deficient serotype 5
adenovirus, in which an expression cassette is inserted in the E, position,
was used [47]. The expression cassette consists of a cytomegalovirus
promoter/enhancer, cDNA encoding luciferase (GL3), and BGH polyade-
nylation sequences, which are also encoded in the pDNA used in the LFN-
mediated transfection.

Quantification of luciferase gene copies by TagMan PCR. To determine
the applied particle titer of the Ad in terms of copy number of luciferase
gene, Ad was dismantled by vortexing with 0.1% SDS/10 mM Tris-HCl/
5 mM EDTA treatment. The number of luciferase gene copies was
determined by TagMan PCR with a 100-fold diluted sample solution. As
a reference, a dilution series of pDNA3.1-GL3 was run along with the
virus sample. It was confirmed that 0.001% SDS and 0.05 mM EDTA
had no effect on the luciferase gene amplification by TagMan PCR. The
luciferase gene region of Ad genomic DNA or pDNA was amplified and
quantified by TagMan PCR (ABI Prism 7700 sequence detection system;
Applied Biosystems). The sequence of the probe was 5-CCGCTGAATTG-
GAATCCATCTTGCTC-3' with FAM as a fluorescent dye on the 5’ end
and TAMRA as a fluorescence quencher dye labeled on the 3’ end. This
probe is designed to anneal to the target between the sense primer (5-
TTGACCGCCTGAAGTCTCTGA-3) and the antisense primer (5-
ACACCTGCGTCGAAGATGTTG-3) in the luciferase sequence of the Ad
genome and pDNA.

For the quantification of cellular uptake and nuclear delivery of the
luciferase genes, DNA was purified from cell lysates or an isolated nucleus
by means of a GenElute Mammalian Genome DNA Miniprep kit (Sigma-
Aldrich, St. Louis, MO, USA) and subjected to the TagMan PCR with ABI
Prism 7700 sequence detection system. The isolation of nuclei followed a
previous report [6,7]. Briefly, cells were suspended in 0.5 ml of lysis buffer
(0.5% Nonidet P-40, 10 mM NaCl, 3 mM MgCl,, 10 mM Tris-HCl buffer;
pH 7.4) to dissolve the plasma membrane, and the nuclear fraction was
then isolated by centrifugation at 1400g for 5 min. This treatment
(washing) was repeated twice, and the final pellet was used as the nuclear
fraction. The high recovery of the Ad genome (>90%) by DNA
purification with the GenElute Mammalian Genome DNA Miniprep kit
was confirmed by comparison with the luciferase gene amplification by
TagMan PCR.

The number of p-actin DNAs was also determined by the ABI Prism
7700 sequence detection system. PCR was performed according to the
manufacturer’s instructions with 0.5 uM each forward, 5-TGCGTGACAT-
TAAGGAGAAGCTGTG-3, and reverse, 5-CAGCGGAACCGCTCATTGC-
CAATGG-3, primers and the QuantiTect SYBR Green PCR Master Mix
(Qiagen, Hilden, Germany). A linear relationship between the number of
cells and the threshold cycle for the p-actin gene amplification was
confirmed (data not shown).

CIDIQ analysis. In the case of LFN-mediated transfection, the pDNA
fraction in the endosome/lysosome, cytosol, and nucleus compared to the
total cellular association was assessed by CIDIQ, as described in a recent
report {8]. After the transfection of rhodamine-labeled pDNA, the endo-
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some/lysosome and nucleus were stained with LysoSensor DND-189 and
Hoechst 33342, respectively, to discriminate the subcellular localization
of pDNA. Fach 8-bit TIFF image was transferred to Image-Pro Plus version
4.0 (Media Cybernetics, Inc.) to quantify the total brightness and pixel
area of each region of interest. For data analysis, the pixel areas of each
cluster in endosomes/lysosomes, s;(end/lys); cytosol, s;(cyt); and nucleus,
s;(nuc) were separately summed for each x-y plane and are denoted as
§'y . j(end/lys), §'z - j(cyt), and §'; . ;(nuc), respectively. The values of
§'z - jlend/lys), §'z - j(cyt), and §'z - j(nuc) in each x-y plane were further
summed and are denoted as S(end/lys), S(cyt), and S(nuc), respectively.
These parameters represent the total amount of pDNA in each compart-
ment in an individual cell. Furthermore, the total area of the pDNA,
denoted as S(tot), was calculated by integrating the S(end/lys), S(cyt), and
S(nuc). This value represents the total cellular uptake of pDNA. The
fractions of pDNA present in endosomes/lysosomes, cytosol, and nucleus
compared to the whole cell are denoted as F(end/lys), F(cyt), and F(nuc),
which were calculated as S(end/lys), S(cyt), and S(nuc) divided by S(tot),
respectively.

For quantification of the intracellular distribution of Ad, Texas red-
labeled Ad was used in the CIDIQ analysis. The nuclear delivery of Ad
DNA (Spcr(nuc)) was quantified beforehand by nuclear fractionation,
followed by the TagMan PCR {6]. The supernatant fraction Spcr(sup)
contains Ad DNA in the endosome/lysosome and cytosol. Therefore, the
fractions in these organelles were quantified by CIDIQ. In this case,
S(sup), which represents the Ad DNA in the supernatant fraction in the
nucleus isolation experiment, was calculated by integrating the S'(end/
lys) and S’(cyt). The fractions of Ad DNA present in endosomes/lysosomes
and cytosol compared to the supernatant are denoted as F'(end/lys) and
F'(cyt), which were calculated as S'(end/lys) and $'(cyt) divided by S(sup),
respectively. Numbers of gene copies in these organelles were determined
by multiplying each fraction by Spcr(sup).
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Modified Adenoviral Vectors Ablated for
Coxsackievirus—Adenovirus Receptor, a, Integrin, and
Heparan Sulfate Binding Reduce In Vivo Tissue
Transduction and Toxicity

NAOYA KOIZUMIL! KENJI KAWABATA,' FUMINORI SAKURAI' YOSHITERU WATANABE,?
TAKAO HAYAKAWA,? and HIROYUKI MIZUGUCHI"*

ABSTRACT

Coxsackievirus and adenovirus receptor (CAR), a, integrins, and heparan sulfate glycosaminoglycans (HSGs)
are the tropism determinants of adenoviral (Ad) vectors in vivo. For the development of a targeted Ad vec-
tor, its broad tropism needs to be blocked (or reduced). We have previously developed Ad vectors with ab-
lation of CAR, «, integrin, and HSG binding by mutation of the FG loop in the fiber knob (deletion of T489,
A490, Y491, and T492 of the fiber protein), deletion of the RGD motif of the penton base, and substitution of
the fiber shaft domain for that derived from Ad type 35, respectively, and have shown that this triple-mutant
Ad vector [Ad/AF(FG)AP-835-L2] exhibits significantly lower transduction in mouse liver compared with the
conventional Ad vector [Koizumi, N., Mizuguchi, H., Sakurai, F., Yamaguchi, T., Watanabe, Y., and
Hayakawa, T. (2003). J. Virel. 77, 13062-13072]. In the present study, we optimized the fiber kneb mutation
for further reduced in vivo transduction and examined toxicity of the modified Ad vectors. Ad/AF(AB)AP-
§35-1.2, a triple-mutant Ad vector containing a mutation of the AB loop in the fiber knob (R412S, A415G,
E416G, and K417G), mediated approximately 15,000- and 500-fold lower mouse liver transduction by intra-
venous and intraperitoneal administration, respectively, than the conventional Ad vector, and mediated 10-
fold lower mouse liver transduction than did Ad/AF(FG)AP-S35-L2. Ad/AF(AB)AP-S35-1L2 also exhibited
lower transduction of other organs compared with Ad/AF(FG)AP-S35-L2 and the conventional Ad vector.
Levels of both liver serum enzymes (aspartate transferase [AST] and alanine transferase (ALT)] and inter-
leukin (IL)-6 in mouse serum after intravenous administration of Ad/AF(AB)AP-S35-1.2 were similar to those
in the nontreatment mouse serum, whereas the conventional Ad vector led to high levels of AST, ALT, and
IL-6. We therefore succeeded in further improving the mutant Ad vector, abolishing both viral natural tro-
pism and toxicity. This new Ad vector appears to be a fundamental vector for targeted gene delivery.

OVERVIEW SUMMARY

Nonspecific distribution of adenoviral (Ad) vectors in tissue
after in vivo gene transfer is due to the relatively broad ex-
pression of coxsackievirus and adenovirus receptor (CAR)
(the primary receptor), &, integrin (the secondary receptor),
and heparan sulfate (the tertiary receptor). Ad injection in
vivo is associated with the initiation of the inflammatory re-
sponse and tissue damage. In the present study, we have gen-

erated a modified Ad vector with ablation of CAR, «, inte-
grin, and heparan sulfate binding and examined toxicity
(liver serum enzymes and interleukin-6) of the vector as well
as its transduction properties. For CAR binding ablation,
the AB or FG loop mutation of the fiber knob was employed,
and gene transfer activity of the triple-mutant Ad vector con-
taining the AB loop mutation was compared with that of the
triple-mutant Ad vector containing the FG loop mutation
and with that of the conventional Ad vector. The triple-mu-
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REDUCED TISSUE TRANSDUCTION AND TOXICITY WITH MODIFIED ADENOVIRAL VECTORS

tant Ad vector containing the AB loop mutation was found
to mediate significantly lower tissue transduction irn vivo.
Furthermore, this mutant Ad vector reduced (or blunted)
liver toxicity and innate immunity responses (interleukin-6
production). Thus, the triple-mutant Ad vector will likely be
a fundamental vector for targeted gene delivery.

INTRODUCTION

RECOMBINANT ADENOVIRAL (Ad) VECTORS are attractive
vehicles for in vitro and in vivo gene transfer to a wide
variety of cell types. This distribution is largely due to the rel-
atively broad expression of the primary receptor, the coxsack-
ievirus and adenovirus receptor (CAR), and the secondary re-
ceptor, a, integrin, and the tertiary receptor, heparan sulfate
glycosaminoglycans (HSGs). The lack of specificity limits the
utility of Ad vectors in gene therapy. Targeted Ad vectors would
improve not only the efficacy but also the safety profiles of the
vectors by permitting the use of lower doses, which would be
less toxic and potentially less immunogenic (Krasnykh et al.,
2000; Wickham, 2000; Mizuguchi and Hayakawa, 2004).

The initial phase of Ad infection involves at least two se-
quential steps. The first is attachment of the virus to the cell
surface through binding of the knob domain of the fiber to CAR
(Bergelson et al., 1997; Tomko et al., 1997). After attachment,
interaction between the RGD motif of the penton bases with
secondary host cell receptors, a, integrins, facilitates internal-
ization via receptor-mediated endocytosis (Wickham et al.,
1993, 1994). Furthermore, interaction between the KKTK (Lys-
Lys-Thr-Lys) motif on the fiber shaft of Ad type 5 with HSGs
and the length of the fiber shaft are involved in accumulation,
in mouse and cynomolgus monkey liver, of systemically ad-
ministered Ad vectors (Nakamura et al., 2003; Smith et al.,
2003a,b; Vigne et al., 2003).

Strategies to eliminate natural Ad tropism, based on modifi-
cation of particular viral capsid proteins such as fiber and pen-
ton base (Wickham, 2000; Mizuguchi and Hayakawa, 2004),
have been reported. To ablate CAR binding, Ad vectors con-
taining an AB, DE, or FG loop mutation of the fiber knob (Be-
wley et al., 1999; Kirby et al., 1999; Alemany and Curiel, 2001;
Einfeld et al., 2001; Leissner et al., 2001; Mizuguchi et al.,
2002; Smith et al., 2002), Ad vectors containing the Ad type
40 short fiber (which has been hypothesized not to bind to any
receptors; Nakamura et al., 2003), and Ad vectors containing
an external trimerization motif instead of the fiber knob (Hong
et al., 2003) have been developed. To ablate «, integrin bind-
ing, Ad vectors with a deletion of the RGD (Arg-Gly-Asp) mo-
tif of the penton base (Einfeld et al., 2001; Mizuguchi et al.,
2002; Vigne et al., 2003) have been developed. To ablate HSG
binding, Ad vectors mutated in the KKTK motif of the fiber
shaft (Smith ez al., 2003b) have been developed.

Several groups have reported that Ad vectors from which CAR
binding has been ablated do not change the biodistribution of Ad
vectors (Alemany and Curiel, 2001; Leissner et al, 2001;
Mizuguchi er al., 2002; Smith ez al., 2002), although Einfeld et
al. have reported that CAR binding-ablated Ad vectors exhibit a
10-fold decrease in liver transduction (Einfeld et al., 2001). Ein-
feld et al. have also reported that Ad vectors ablated for both
CAR binding ablation and «, integrin binding exhibit a more
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than 700-fold decrease in liver transduction (Einfeld et al., 2001).
Ad vectors ablated for a, integrin binding, however, do not
change their biodistribution (Mizuguchi et al., 2002; Smith et al.,
2003b). Smith et al. have shown that HSG binding-ablated Ad
vectors, in which the KKTK motif on the fiber shaft of Ad type
5 is changed to GAGA (Gly-Ala-Gly-Ala), exhibit a 15-fold de-
crease in liver transduction (Smith er al., 2003b).

We have previously developed an Ad vector ablated for CAR,
a, integrin, and HSG binding by deleting four amino acids (T489,
A490, Y491, and T492) from the FG loop of the fiber knob, delet-
ing the RGD motif of the penton base, and substituting the fiber
shaft domain for that derived from Ad type 35, which does not
contain the HSG-binding motif (Koizumi er al., 2003a). This
triple-mutant Ad vector, on intravenous administration, showed
more than 1000-fold lower gene transfer activity in mouse liver
than the conventional Ad vector whereas double-mutant Ad vec-
tors (ablated for CAR and a, integrin binding, or for CAR and
HSG binding), on intravenous administration, showed 100-fold
fower gene transfer activity in mouse liver than the conventional
Ad vector (Koizumi et al., 2003a).

In the present study, we further improve the triple-mutant Ad
vector by adding a mutation of the AB loop in the fiber knob
(R412S, A415G, E416G, and K417G) instead of a deletion of
the FG loop in the fiber knob. The AB loop in the fiber knob in-
teracts directly with CAR and therefore must be the key anchor
for the knob—CAR complex (Bewley et al., 1999). In contrast,
deletion of the FG loop in the fiber knob eliminates interactions
between the fiber knob and CAR by changing the structure of
the fiber knob (Kirby e al., 1999). We examined in detail the
gene transfer activity of the triple-mutant Ad vector containing
a mutation of the AB loop in the fiber knob both in vitro and in
vivo (intravenous and intraperitoneal administration) in compar-
ison with the triple-mutant Ad vector containing a deletion of the
FG loop in the fiber knob and the conventional Ad vector.

Another drawback of the Ad vector is the production (release)
of cytokines and chemokines, as well as hepatotoxicity, after
systemic injection of the vector (Lieber et al., 1997; Liu et al.,
2003). The cytokines play a major causative role in liver dam-
age associated with systemic Ad infusion as well as a role in the
induction of an antiviral immune response. Cytokine production
and release are thought to be the direct or indirect results of Ad
uptake by Kupffer cells and their subsequent activation (Lieber
et al., 1997; Liu et al., 2003) or lysis (Schiedner et al., 2003).
It is important to develop an Ad vector that reduces or blunts
innate immune response. In the present study, we also show that
systemic injection of the triple-mutant Ad vector does not in-
crease serum interleukin (IL)-6 levels or liver serum enzymes
(aspartate aminotransferase [AST] and alanine aminotransferase
[ALT], which are hepatotoxicity marker enzymes).

MATERIALS AND METHODS

Cells

SK HEP-1 (endothelial cell line derived from human liver;
Heffelfinger et al., 1992) and 293 cells were cultured with Dul-
becco’s modified Eagle’s medium (DMEM) supplemented with
10% fetal calf serum (FCS). Fiber-293 cells, which are stable
transformants expressing Ad type 5 fiber protein (Koizumi et al.,
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2003a), were cultured with DMEM supplemented with 10% FCS
and hygromycin (GIBCO, 200 pg/ml; Invitrogen, Carlsbad, CA).

Plasmids and Ad vectors

The vector plasmid pAdHM59, which we used to generate
Ad vectors containing a mutation of the AB loop of the fiber
knob (R41285, A415G, E416G, and K417G), a deletion of the
RGD motif in the penton base, and a substitution of the fiber
shaft domain for that derived from Ad type 35, was constructed
as follows. First, a polymerase chain reaction (PCR) fragment
containing a sequence surrounding the AB loop of the Ad type
5 fiber knob gene (bp 32238-32495) was generated with
primers (forward, 5'-ATTAATACTTTGTGGACCACACC-
AGCTCCATCTCCTAACTGTAGcCTAAATGgAGgGggt-
GATGCTAAACTCACTTTGGTCTTAACAAAA-3' [the Asel
site is underlined and the mutation sequence is indicated by
lower-case letters]; reverse, 5'-AGATCTCCATTTCTAAAG-
TT-3" [the BglII site is underlined]) and pGEM-Teasy-knob-
CAR(+) as a template (Koizumi et al., 2003a). The PCR frag-
ment was then ligated with EcoRV-digested pcDNA3.1-Hygro
(Invitrogen), resulting in pcDNA3.1-Hyg-AB4m. pcDNA3.1-
Hyg-AB4mknob was constructed by three-piece ligation of (1)
the Aflll/Asel fragment of pF35-2.3(Asel) (Mizuguchi and
Hayakawa, 2002), which contains the fiber shaft of Ad type 35,
(2) the Asel/Bglll fragment of pcDNA3.1-Hyg-AB4m, and (3)
the AfIII/BgI fragment of pcDNA3.1-Hygro. Next, pHM-S35-
K5-AB4m was constructed by three-piece ligation of (1) the
AfIT/BglIl fragment of pcDNA3.1-Hyg-AB4mknob, (2) the
Munl/Bglll fragment of pHM-S835-KS-CAR(+) (Koizumi et
al., 2003a), and (3) the Afill/Munl fragment of pHMCMV6
(Mizuguchi and Kay, 1999). pHM-S35-K5-AB4m contains the
sequence encoding the CAR-binding ablated Ad type 5 fiber
knob (mutation of the sequence encoding four amino acids in
the AB loop), a Csp451 site in the HI loop, a Clal site in the
C-terminal end of the fiber knob-coding sequence, and the fiber
shaft sequence of Ad type 35. pS35-K5-2.2-AB4m was then
constructed by ligation of Srfl/Munl-digested pHM14-Eco2
(Koizumi et al., 2003b) and Srfl/Munl-digested pHM-S35-K5-
AB4m. Next, the Srfl/Munl fragment of pS35-K5-2.2-AB4m

~ was ligated with the Srfl/Munl fragment of pHM14-Ecol2, re-
sulting in the creation of pHM14-Eco2-S35-AB4m, which con-
tains the Ad genome from bp 27331 to the end of the Ad ge-
nome and contains the sequence encoding the substitution of
the fiber shaft domain for that derived from Ad type 35 and the
mutation of the AB loop of the fiber knob. Finally, pAdHMS59
was constructed by ligation of EcoRl/Clal-digested pHM14-
Eco2-S35-AB4m (the location of the EcoRI site is bp 27332 in
the Ad genome, whereas the Clal site is in the C-terminal end
of the fiber-coding sequence) and EcoRI/Clal-digested
pAdHM43 (Koizumi et al., 2003a), which contains the com-
plete Ad genome, deletion of the RGD motif in the penton base,
and a Clal site in the C-terminal end of the fiber-coding se-
quence. pAdHMS59 has a complete E1/E3-deleted Ad genome
with I-Ceul, Swal, and PI-Scel sites in the E1 deletion region,
Pacl sites at both ends of the Ad genome, and deletion of the
RGD peptide-coding sequence of the penton base (MND-
HAIRGDTFATRAE was changed to MNDTSRAE), and con-
tains the chimeric fiber-coding sequence of the CAR binding-
ablated Ad type 5 fiber knob (mutation of the AB loop-coding
region of the fiber knob [R412S, A415G, E416G, and K417G]),
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the Ad type 35 fiber shaft sequences, and the Ad type 5 fiber
tail sequence. pAdHMS59 also contains a unique Csp451 site in
the HI loop of the fiber knob-coding sequence and a Clal site
in the C-terminal end of the fiber knob-coding sequence. There-
fore, the targeting ligands can be easily displayed in the fiber
knob of the vectors by cloning the respective genes into these
regions by simple in vitro ligation.

Ad vectors were constructed by an improved in vitro liga-
tion method described previously (Mizuguchi and Kay, 1998,
1999). pAdHMS59-CMVL2 and pAdHM54-CMVL2 were con-
structed by ligation of I-Ceul/PI-Scel-digested pAdHM59 and
pAdHMS54, respectively, and I-Ceul/PI-Scel-digested pPCMVLI
(Mizuguchi and Kay, 1999). To construct pAdHMS59-RGD-
CMVL2, pAdHMS59 was first digested with Csp451 and ligated
with oligonucleotide 1 (5'-cggcctgtgactgeegeggagactgtitctge-
gatg-3') and oligonucleotide 2 (5'-cgcatcgcagaaacagtetecgeg-
gcagtcacagge-3'), which corresponds to the RGD (RGD-4C) pep-
tide, CDCRGDCFC, with high affinities for integrins (833 and
ayBs) (Koivunen er al., 1995; Pasqualini er al., 1997), resulting
in the creation of pAdHMS59-RGD. I-Ceul/PI-Scel-digested
pAdHMS9-RGD was then ligated with I-Ceul/PI-Scel-digested
pCMVLI, resulting in the creation of pAdHMS59-RGD-CMVL2.

To generate the virus, pAdHMS39-CMVIL2, pAdHMS54-
CMVL2, and pAdHMS59-RGD-CMVL2 were digested with Pacl
and purified by phenol-chloroform extraction and ethanol pre-
cipitation. Linearized DNAs were transfected into Fiber-293 cells
(in the case of pAdHM54-CMVL2 and pAdHMS59-CMVL2) or
293 cells (in the case of pAdHM59-RGD-CMVL2) with Super-
Fect (Qiagen, Valencia, CA) according to the manufacturer’s in-
stractions. When pAdHMS59-CMVL2 and pAdHMS54-CMVL2
were transfected into normal 293 cells, the virus was not gener-
ated because the virus does not interact with 293 cellular recep-
tors. Viruses [Ad/AF(AB)AP-S35-L2, Ad/AF(FG)AP-S35-L2,
and Ad/AF(AB)AP-S35-RGD-L2] were prepared by standard
methods with the exception that Ad/AF(AB)AP-S35-L2 and
Ad/AF(FG)AP-S35-1.2 were amplified with Fiber-293 cells, and
that only the last step of viral amplification was performed by in-
fection into normal 293 cells, as described previously (Koizumi
et al., 2003a). Ad/AF(FG)AP-S35-L2 is identical to Ad/AFAP-
S35-L2 in our previous report (Koizumi et al., 2003a). A con-
ventional luciferase-expressing Ad vector, Ad-L2, had been con-
structed previously (Mizuguchi and Kay, 1999). Viruses were
purified by CsCl, step gradient ultracentrifugation followed by
CsCl, linear gradient ultracentrifugation. Determination of virus
particle titers was accomplished spectrophotometrically by the
methods of Maizel et al. (1968). Virus particle titers of the vec-
tor stocks, prepared from five 150-mm dishes (approximately 8 X
107 cells), were as follows: Ad-L2, 1.8 X 10'2 vector particles
(VP)y/ml; Ad/AF(AB)AP-S35-L2, 2.8 X 102 VP/ml; Ad/AF
(FG)AP-$35-L2, 3.3 X 10'2 VP/ml; Ad/AF(AB)AP-S35-RGD-
L2, 2.6 X 10'2 VP/ml.

Western blotting

Five hundred nanograms of virus in 1X sample buffer con-
taining 4% 2-mercaptoethanol was loaded onto a sodium dodecyl
sulfate (SDS)—polyacrylamide gel after boiling for 5 min, followed
by electrotransfer to a nitrocellulose membrane. After blocking in
Block Ace (Dainippon Pharmaceutical, Osaka, Japan), the filters
were incubated with a rabbit fiber knob polyclonal antibody (di-
luted 1:3000) (kindly provided by R.D. Gerard, University of
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Texas Southwestern Medical Center, Dallas, TX), followed by in-
cubation in the presence of peroxidase-labeled anti-rabbit anti-
body (diluted 1:10,000) (Cell Signaling Technology, Beverly,
MA). The filters were developed by chemiluminescence (ECL
Western blotting detection system; GE Healthcare, Little Chal-
font, UK), and signals were read with an LAS-3000 imaging sys-
tem (Fujifilm Medical Systems USA, Stamford, CT).

Adenovirus-mediated gene transduction
into cultured cells

SK HEP-1 cells (1 X 10* cells) were seeded in a 96-well
dish. On the next day, they were transduced with Ad-L2, Ad/AF
(FG)AP-S35-L2, Ad/AF(AB)AP-S35-L2, or Ad/AF(AB)AP-S35-
RGD-L2 (3000 VP/cell) for 1.5 hr. After a 48-hr culture pe-
riod, luciferase production in the cells was measured with a lu-
ciferase assay system (PicaGene LT2.0 luminescence kit; Toyo
Ink, Tokyo, Japan).

In the experiment to quantify Ad uptake into SK HEP-1 cells,
the cells were incubated at 37°C for 1.5 hr with the corre-
sponding virus, washed with phosphate-buffered saline (PBS),
resuspended in 0.05% trypsin—-0.5 mM EDTA-PBS solution,
and incubated at 37°C for 10 min. After this incubation, the
cells were incubated at 37°C for 10 min with 0.05% DNase
1-0.5 M MgCl,-PBS, washed with PBS, and resuspended in
0.1 M EDTA-PBS solution. Finally, the Ad genome DNA in
the cells was quantified with a TagMan fluorogenic detection
system (ABI PRISM 7700 sequence detector; Applied Biosys-
tems, Foster City, CA). Sample DNA was isolated with an au-
tomatic nucleic acid isolation system (NA-2000; Kurabo In-
dustries, Osaka, Japan). The Ad vector DNA standard was
pAdHM4 plasmid DNA (Mizuguchi and Kay, 1999). Primers
for amplification were located in the E4 region, with the se-
quences CACCACCTCCCGGTACCATA (sense) and CCG-
CACCTGGTTTTGCTT (antisense). The fluorogenic detection
probe had the sequence AACCTGCCCGCCGGCTATA-
CACTG. Samples were amplified in 50 ul for 40 cycles in the
ABI PRISM 7700 sequence detector with continuous fluores-
cence monitoring. Data were processed with ABI PRISM 7000
SD software (Applied Biosystems).

When SK HEP-1 cells were transfected with a complex of
Ad/AF(AB)AP-S35-1.2 and SuperFect (Qiagen), the cells (2 X
10* cells) were seeded in a 48-well dish, The next day, the celis
were transduced with Ad/AF(AB)AP-S35-1.2 (10,000 VP/cell)
in the presence of SuperFect (0, 0.15, or 1.5 ug; Qiagen) for
1.5 hr. After a 48-hr culture period, luciferase production in the
cells was measured with a luciferase assay system (PicaGene
PGL5500; Toyo Ink).

In the competition experiments, SK HEP-1 cells (2 X 10*
cells) were seeded in a 48-well dish. The next day, the cells
were preincubated with RGD peptide (GRGDSP; TaKaRa, Os-
aka, Japan) (0, 40, or 200 pg/ml) for 10 min at room temper-
ature. The cells were then transduced with AJd/AF(AB)AP-S35-
RGD-L2 (300 VP/cell) for 0.5 hr. After 48 hr in culture,
luciferase production in the cells was measured by lumines-
cence assay (PicaGene LT2.0; Toyo Ink).

Adenovirus-mediated gene transduction in vivo

Ad-L2, Ad/AF(FG)AP-S35-L2, Ad/AF(AB)AP-S35-1.2, or
Ad/AF(AB)AP-S35-RGD-L2 was intravenously (3.0 X 109 VP)
or intraperitoneally (1.0 X 10'! VP) administered to C57BL/6
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mice (male, 5 weeks old; obtained from Nippon SLC, Shizuoka,
Japan). Forty-eight hours later, the heart, lung, liver, kidney, and
spleen were isolated and homogenized as previously described
(Xu et al., 2001). Luciferase production was determined with a
luciferase assay system (PicaGene 5500; Toyo Ink). Protein con-
tent was measured with a Bio-Rad assay kit (Bio-Rad, Hercules,
CA), using bovine serum albumin as a standard.

The amounts of Ad genomic DNA in each organ were quan-
tified with the TagMan fluorogenic detection system (ABI
PRISM 7700 sequence detector; Applied Biosystems). Samples
were prepared with isolated DNA templates from each organ
(25 ng) by the automatic nucleic acid isolation system (NA-
2000; Kurabo Industries). The amounts of Ad DNA were quan-
tified with the TagMan fluorogenic detection system (Applied
Biosystems), as described above.

Amounts of Ad vector DNA in liver parenchymal
and nonparenchymal cells

Ad-L2, Ad/AF(FG)AP-S35-L2, or Ad/AF(AB)AP-S35-1.2
was intravenously (3.0 X 10'° VP) or intraperitoneally (1.0 X
10! VP) administered to C57BL/6 mice (male, 5 weeks old;
Nippon SLC). Mice were anesthetized by intraperitoneal ad-
ministration of pentobarbital sodium (Dainippon Pharmaceuti-
cal) 3 hr after Ad vector injection. Liver cells were separated
into parenchymal cells (PCs; hepatocytes) and nonparenchymal
cells (NPCs) (Kupffer cells and endothelial cells), as described
previously (Nishikawa et al., 1998). Briefly, the liver was per-
fused with HEPES buffer (pH 7.5) containing collagenase. The
dispersed cells were separated into PC and NPC fractions by
differential centrifugation. Quantitative PCR was performed to
examine the amounts of Ad vector DNA in the PCs and NPCs.
Total DNA, including the Ad vector DNA, was isolated from
the PCs and NPCs by means of the automatic nucleic acid iso-
lation system (NA-2000; Kurabo Industries). The amounts of
Ad DNA were quantified with the TagMan fluorogenic detec-
tion system (Applied Biosystems), as described above.

Blood clearance of Ad vectors

Blood samples were collected by retroorbital bleeding at the
indicated times (2, 10, and 30 min; or 2, 60, 120, and 180 min)
after intravenous (3.0 X 10'°© VP) or intraperitoneal (1.0 X 101!
VP) administration of Ad-L2, Ad/AF(FG)AP-S35-L2, or
Ad/AF(AB)AP-S35-L2. Total DNA, including the Ad vector
DNA, was isolated from whole blood with a QlAamp DNA
blood mini kit (Qiagen). The amounts of Ad DNA were quan-
tified with the TagMan fluorogenic detection system (Applied
Biosystems), as described above.

Liver serum enzymes and interleukin-6 levels
after systemic administration

Blood samples were collected from the inferior vena cava at
the indicated times (3 or 48 hr) after intravenous (3.0 X 101!
VP) or intraperitoneal (1.0 X 10'! VP) administration of Ad-
L2, Ad/AF(AB)AP-S35-L2 or Ad/AF(FG)AP-S35-L2. Serum
samples were collected into separate tubes containing no anti-
coagulant for coagulation. The levels of AST and ALT in serum
samples collected at 48 hr were measured with a Transaminase-
CII kit (Wako Pure Chemical Industries, Osaka, Japan). IL-6
levels in serum samples collected 3 hr after Ad injection were
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measured with an enzyme-linked immunosorbent assay
(ELISA) kit (BioSource International, Camarillo, CA).

RESULTS

Construction of vectors that abolish natural viral tropism is the
first step in the development of targeted Ad vectors. Identification
and incorporation of a foreign ligand with high affinity for a spe-
cific cellular receptor into the capsid of Ad vectors that no longer
infect cells would be the next step (Fig. 1A). This study was un-
dertaken to improve a previously developed triple-mutant Ad vec-

Triple-mutant
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tor that no longer infects cells by deletion of the FG loop of the
fiber knob, deletion of the RGD motif of the penton base, and sub-
stitution of the fiber shaft domain with that derived from Ad type
35. Hepatocyte toxicity and innate immune response (IL-6 pro-
duction) by systemic injection of the vectors were also examined.

Generation of several types of mutant Ad vector

To examine the effects of the various fiber knob mutations
(mutation of AB loop or deletion of FG loop) in the triple-mu-
tant Ad vector on gene transfer activity in vitro and in vivo, we
constructed several types of mutant Ad vector expressing lucif-
erase. Ad/AF(AB)AP-S35-L2 contains the Ad type 5 fiber knob

c) Triple-mutant Ad vector

Ad vector Ad vector containing RGD motif
in the fiber knob
Type 5 hexon Type 5 hexon Type 5 hexon

Type 35 < Type 5 RGD(-) Type 35 Type 5 RGD(-)
shaft "~ [ penton base shaft ~—p | penton base
Type 5 e 4 Type 5 mutant __% §
mutant fiber RGD(+) fiber

S

CAR  Heparin/ av-integrin CAR  Heparin/
Heparan sulfate
(B) 1
Wild type fiber s=p>
Mutant fiber g
FIG. 1.

Heparan sulfate

0

av-integrin

CAR  Heparin/
Heparan sulfate

av-Integrin

Mutant Ad vectors. (A) Schematic diagram of the interaction of mutant Ad vectors with cells. The wild-type Ad vec-

tor infects cells by interactions of the fiber knob with CAR, the fiber shaft with HSGs, and the penton base with ¢, integrin. The
triple-mutant Ad vector does not have these interactions with cells. The triple-mutant Ad vector containing the RGD motif in the
HI loop of the fiber knob infects cells via interaction of the RGD motif with «, integrin. (B) Western blot analysis of the fiber
protein in Ad-L.2, AA/AF(FG)AP-S35-1.2, and Ad/AF(AB)AP-S35-L2. Five hundred nanograms of virus was separated on a 12%
SDS—polyacrylamide gel, and the fiber protein was analyzed by Western blotting using a rabbit fiber knob polyclonal antibody
as described in Materials and Methods. Lane 1, Ad-L2; lane 2, Ad/AF(FG)AP-S35-L2; lane 3, Ad/AF(AB)AP-S35-1.2.
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