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Purpose. Human pancreatic adenocarcinoma is a major leading cause of cancer mortality in the United
States. Given that current strategies are relatively ineffective against this disease, new treatments are
being developed. Liposomes possessing relatively high cationic lipid content preferentially accumulate in
tumor angiogenic vessels compared to vessels in normal tissues. We therefore seek to develop cationic
liposomes for targeting pancreatic tumor vessels.

Materials and Methods. We report development of 5-fluorouracil (5-FU) and doxorubicin hydrochlo-
ride (DOX) loaded in PEGylated cationic liposomes (PCLs). We evaluate cell association, intracellular
fate, and cytotoxicity. Human pancreatic cancer cells HPAF-II and Capan-1, and endothelial cells
HMEC-1 and HUVEC were used in this study. Intratumoral distribution of PCLs in (HPAF-II) tumors
was determined by intravital microscopy.

Results. HUVEC and HMEC-1 were most susceptible to 5-FU after 24 and 48 h, compared to HPAF-II
and Capan-1. We observed >90% incorporation of 5-FU and DOX in PCLs for 3-20 mol% preparations,
with reduced incorporation for >20 mol% formulations. PCLs showed significantly higher association
with human endothelial versus pancreatic cancer cells, and improved growth inhibitory properties of
DOX. Intravital microscopy revealed distribution of PCLs along HPAF-II vessels.

Conclusions. Targeting human pancreatic cancer with PCLs may represent a rational alternative to
conventional strategies.

KEY WORDS: cationic liposomes; doxorubicin hydrochloride; drug delivery; pancreatic cancer;

S-fluorouracil.

INTRODUCTION

Human pancreatic cancer remains one of the leading
causes of mortality in the United States with a 5-year survival
of <5%, the poorest of all the gastrointestinal malignancies
(1,2). The majority of patients are diagnosed with locally
advanced non-resectable disease due to involvement of major
vessels (1). To date, approximately 95% of diagnosed patients
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are in advanced stages of disease, so surgical resection offers
no meaningful impact on survival (3,4). In general, when
patients present with metastasis in the liver, lung, and brain
most treatments are ineffective (3-06).

The infusion of 5-FU concurrently with radiation
therapy has been extensively evaluated against human pan-
creatic cancer, and is one of the standard treatment ap-
proaches (5,7,8). Other first line treatments involving the use
of chemotherapeutic agents alone (as in the case of gemci-
tabine (5,9)), or in combination with 5-FU (i.e., mitomycin,
cisplatin, epirubicin and doxorubicin) have demonstrated
some clinical success (9-11). Unfortunately, reports from
clinical trials indicate highly variable treatment responses with
no significant improvements in overall survival (4-6). The
main priority is therefore to identify non-surgical clinical
treatments for effective management of human pancreatic
cancer.

It was previously demonstrated that cationic liposomes
generally accumulate in the tumor and liver anatomical sites
(12); interestingly, the liver is also a favorable site for distant
metastasis in pancreatic cancer. Subsequent in vivo distribu-
tion studies involving human and murine tumor models
confirmed that PEGylated cationic liposomes (PCLs) associ-
ate with approximately 27 and 5% of vessel areas in tumors
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and normal tissues respectively, with less than 15% of tumor
interstitial area involvement (12). Tumor vessels are more
accessible to circulating chemotherapeutic agents compared
to cancer cells. Tumor endothelial cells also proliferate much
faster than endothelial cells in normal tissues (13-15). Several
groups have provided evidence demonstrating superior anti-
tumor activity of various chemotherapeutic agents when loaded
in cationic liposomes, compared to when the drug was admin-
istered alone against different tumor xenografts (16-19). This
has created opportunities to both develop and characterize
additional cationic liposome therapeutics. It has also provided a
rationale to investigate general susceptibility of human micro-
vascular endothelial cells to chemotherapeutic agents, and to
those systems that preferentially target the tumor vasculature.

In addition to introducing new formulations the follow-
ing questions should be addressed: how susceptible are
human endothelial cells to the effect of chemotherapeutic
agents, compared to human pancreatic cancer cells. Next, if
human endothelial cells are more susceptible to the effects of
chemotherapeutic agents, do PCLs selectively target human
pancreatic tumor vessels (as has been demonstrated with
other tumor types)? Finally, is there sufficient evidence to
support future development of tumor vascular-specific tech-
nologies against human pancreatic cancer as well?

In this study we report the development and pharma-
ceutical evaluation of 5-FU (inhibitor of thymidylate syn-
thase), and doxorubicin (inhibitor of topoisomerase II)
loaded in PCL preparations. We investigated the interaction
of PCLs with human endothelial and pancreatic cancer cell
lines. In addition, we studied the growth inhibitory properties
of free drug (5-FU and doxorubicin hydrochloride) and
liposomal formulations against our cellular models of tumor
vascular and interstitial tumor compartments. Finally, we
used dorsal skin fold window chambers and intravital
microscopy to demonstrate the distribution of PCLs in a
human pancreatic tumor model in mice.

MATERIALS AND METHODS
Materials

DOPC, DOTAP, cholesterol, DOPE-PEG were ob-
tained from Avanti Polar Lipids (Alabaster, AL). The
chemotherapeutic agents 5-fluorouracil and doxorubicin
hydrochloride, sulforhodamine B, and fluorescein isothio-
cyanate (FITC)-dextran were purchased from Sigma-Aldrich
(St. Louis, MO). Trichloroacetic acid, 1% acetic acid, and
ethanol were purchased from Fisher Scientific Company (Fair
Lawn, NJ). Cell culture media Eagle’s minimum essential
medium (EMEM), and Iscove’s modified Dulbecco’s medium
and trypsin-EDTA were purchased from ATCC (Manassas,
VA). Endothelial cell basal medium (EBM-2) was purchased
from Cambrex (Walkersville, MD).

Cell Culture

The human pancreatic cancer cell lines HPAF-II (CRL-
1997) and Capan-1 (HTB-79) were maintained in EMEM
and Iscove’s modified Dulbecco’s medium (ATCC), respec-
tively; required growth media was supplemented with 10%
FBS. HUVEC was purchased from Cambrex. HMEC-1 was a
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gift from Centers for Disease Control and Prevention
(Atlanta, GA). Human endothelial cell lines HUVEC and
HMEC-1 were maintained in EBM-2 growth medium sup-
plemented by FBS and essential growth factors. All cell lines
were grown in a humidified CO, atmosphere at 37°C.

Growth Inhibition Studies

Cells were seeded at 1x10* cells/ml in 48 well plates.
Following a 24 h incubation period at 37°C, cells were exposed
to various concentrations of free drug (5-fluorouracil or
doxorubicin) solution prepared in media or drug-loaded
PCLs in 1X PBS (Cambrex, NJ). Percent of cell viability was
determined using sulforhodamine B assay following 1, 6, 24
and 48 h of cell exposure to drug (20,21), and percent of viable
cells was calculated as follows:

Percent of cell viability

Flourescence int. of treated cells

= 100
Flourescence int. of non— treated cells (control) %

Preparation of Liposomes

PEGylated cationic liposomes (PCLs) were prepared
using the thin film evaporation method as previously
described (22). DOPC, DOTAP, cholesterol and DOPE-
PEG lipid stocks obtained from Avanti Polar Lipids were
stored at —80°C under an inert atmosphere. When preparing
liposomes (DOTAP/DOPC/chol/DOPE-PEG/rhodamine-
DPPE label), the cationic charge was contributed by
50 mol% of the cationic lipid DOTAP and the other lipids
were added in the following ratio 50:35:10:5 (lipid concentra-
tion was typically between 10 and 20 pmol/ml). The concen-
tration of fluorescent label rhodamine-DPPE was normally
between 1-2 mol% of the total liposome preparation. For
studies involving drug-loaded liposomes we prepared 3, 5, 10,
20 and 50 mol% of 5-fluorouracil or doxorubicin. The
respective mixtures were evaporated to dryness at 42°C in a
round bottom flask using a rotary evaporator to form a thin
film. Additional trace amounts of organic solvent were
removed from film by drying for 2 h in a vacuum environment
using a Labconco freeze dryer (Labconco Corpora-
tion—Kansas City, MO). The film was then hydrated with 1
ml of 1X PBS to form multilamellar liposomes. Liposomes
were vortexed intermittently and put in a water bath set at
42°C and in refrigerator at 4°C for 30—60 min increments
before use. Liposome size and zeta potential was measured at
25°C in distilled water using 90PLUS particle size and zeta
potential analyzer (Brookhaven Instruments, New York).

UV Spectroscopic Analysis

The percent of drug (5-fluorouracil or doxorubicin)
incorporated into PCLs was measured using a UV spectro-
photometer (Bio-Tek® Instruments Inc., VT) and confirmed
with use of HPLC-Waters (Milford, MA) and DIC optical
analysis (Olympus BX61 WI—Melville, NY). The liposome
stock was centrifuged at 5000 rpm to separate free drug from
incorporated drug, and UV absorbance from incorporated
S-fluorouracil and doxorubicin were measured at 263 and 232
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nm wavelengths, respectively. Percent of drug incorporated
was calculated using the following formula:

Percent of drug incorporated

_ UVabs. of drug — liposomes after centrifugation
~ UVabs. of drug — liposomes before centrifugation

Cellular Association of PCLs

Cells were seeded in 48 well plates at 1x10* cells/ml
followed by 24 h of incubation in a humidified environment
set at 37°C. The cells were next exposed to between 50 and
1,000 nmoles of rhodamine labeled liposomes and were
placed in incubator for an additional 24 h. To determine
association of cells with PCLs as function of time, cells were
incubated with 1,000 nmoles of liposomes for 1, 6 and 24 h.
Cells were next washed with 1X PBS to remove unwanted
cellular debris and unbound liposomes from culture media;
total fluorescence due to fluorescent liposomes bound to cells
was measured at excitation and emission wavelengths of 550
and 590 nm by a fluorescence microplate analyzer (Bio-Tek™
Instruments Inc.).

Intracellular Uptake of PCLs

Sterile cover slips were placed in six well plates
(Corning, NY). Cells were next seeded at 5x10° per ml in
the same six well plates. Following an incubation period of
24 h at 37°C, 100 nmol rhodamine labeled PCLs were added
to each well. Cells were incubated for an additional 24 h with
PCLs and washed with 1X PBS to remove unassociated
liposomes. The cover slip from each well was mounted onto a
glass microslide (Corning, NY) with fluor mounting media
(Trevigen Inc, Maryland). Finally the interaction of PCLs
with cells and intracellular uptake was determined using a
combination of fluorescence and DIC microscopic applications
at 20x magnification (Olympus BX61WI).

Intravital Fluorescence Microscopy

Dorsal skin fold chambers (DSC) were prepared as
discussed elsewhere (12). To prepare a tumor source for our
intravital microscopy studies 2x10° of HPAF-II cells were
injected subcutaneously into 8-10 week old male SCID mice.
Tumors were allowed to grow for 2 weeks and then surgically
removed with the use of aseptic techniques. Upon removal of
an established tumor source all necrotic areas were subsequently
removed, and the remaining tumor mass was sectioned into 1-
mm-size pieces and immediately placed in corresponding culture
media. Mice bearing DSCs were anesthetized with a mixture of
ketamine and xylazine followed by implantation of a single
viable tumor piece into the center of the window chamber. When
tumor reached a suitable size experiments were carried out. Mice
were anesthetized and placed onto a custom-designed, mouse
restraining holder for image acquisition purposes. The mouse
holder was put onto the stage of a fluorescence microscope.

To observe the interaction of liposomes with tumor blood
vessels, rhodamine labeled liposomes (0.2 cc) were injected via
tail vein 24 h prior to intravital microscopic analysis. FITC-
Dextan (20 mg/ml, 0.1 cc) was injected via tail vein to observe
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Fig. 1. Evaluation of growth inhibitory properties of 5-FU against
human endothelial and pancreatic cancer cells. HPAF-II (filled
square), Capan-1 (diamond), HUVEC (triangle) and HMEC-1 (open
square) were seeded at 1x10* cells/ml in a 48 well plate and
incubated for 24 h at 37°C. (A) Sulforhodamine B assay was used
to determine the percent of viable cells 24 h following exposure of
cells to various concentrations of 5-FU (*P<0.05; #<0.05). (B)
Sulforhodamine B assay was used to evaluate time-dependent
cytotoxic effect following cellular exposure to 5-FU at 1, 6, 24 and
48 h (“P < 0.05). Each point on graph represents the mean of three
separate experimental determinations.

location of PCLs with respect to tumor vasculature. We first
viewed images under the RGB filter and next, without
disturbing the stage, we switched to a FITC filter to acquire
images of blood vessels only. Finally we switched to rhoda-
mine filter to observe and capture images of rhodamine-
labeled PCLs. Images were captured at 4x and 10x magnifi-
cations and superimposed to observe localization of liposomes
with respect to tumor vessels in the dorsal skin fold chamber.

Statistical Analysis

To determine the significant difference between differ-
ent experimental groups nonparametric Mann—Whitney U-
test was used. Statistical significance was established at P
value <0.05. Analysis was performed using the statistical
package SPSS 12.0 (SPSS Inc., Chicago, IL).
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RESULTS

Effect of 5-FU In Vitro against Cellular Models
of the Vascular and Interstitial Tumor Environment

Tumor capillary networks are avid targets of cationic drug
carrier molecules (12,23,24). For this reason, endothelial cells
lining these vessels have much greater access to circulating
cationic liposomes compared to cancer cells that normally
invade the interstitial tumor compartment. In this experiment
we eliminated the general accessibility factor, and asked
whether human pancreatic cancer cells are any more suscep-
tible to the effects of standard chemotherapeutic drugs com-
pared to human endothelial cells. We compared the cytotoxic
effect of 5-FU against human pancreatic cells HPAF-II &
Capan-1, and endothelial cells HUVEC & HMEC-1.

The growth inhibitory properties of 5-FU against all four
cell lines were determined 24 h following exposure of each cell
type to 5-FU (Fig. 1A). In general, the percent of viable cells
decreased with increase in concentration of drug. The degree
of sensitivity was cell line dependent. The ICsy values for 5-
FU against HPAF-II and Capan-1 cell lines were 108 and 52
pmol/ml respectively; whereas the ICsq values observed for 5-
FU against HMEC-1 and HUVEC were significantly lower,
reported at approximately 45 pmol/ml (P<0.05: against
*HPAF-II and *Capan-1).

It has been demonstrated that both the rate of cell
proliferation and the specific phase of the cell cycle influence
the cytotoxic action of fluoropyrimidines (25). We therefore
investigated time-dependent cytotoxic effects of 5-FU
(Fig. 1B). The percent of viable cells decreased with increase
in drug exposure time, and a significant decrease in viability
was observed following 24 h of incubation when compared to
earlier exposure time points. The most significant cytotoxic
effect was observed against HMEC-1 when compared to
HPAF-II and Capan-1 cells at both 24 and 48 h (“P<0.05).
The experimental findings support the hypothesis that human
microvascular endothelial cells are more susceptible to the
effect of chemotherapeutic agents compared to human
pancreatic cancer cells.

Physicochemical Characterization: Determination of Size,
Zeta Potential, and Efficiency of Drug Loading

It was previously demonstrated that when the synthetic
cationic lipid DOTAP (1,2-dioleoyl-3-trimethylammonium-
propane) was included as part of several different cationic
liposome preparations, DOTAP was shown to improve the
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incorporation efficiency of paclitaxel (26). Incorporation of
paclitaxel varied as a function of acyl chain length and drug
to total lipid ratio (26,27).

Our PCLs used in this study contain some additional
liposome components (i.e., cholesterol and PEG), so we
appropriately evaluated the incorporation of 5-FU and
doxorubicn in PCL preparations.

We evaluated 3 to 50 mol% drug-loaded preparations.
Percent of chemotherapeutic agent retained by PCLs was
determined by UV spec. analysis (see Table I), and this
approach was further supported by optical DIC and HPLC
analysis (data not shown).

The inclusion of 5-FU in PCLs resulted in the incorpora-
tion of more than 95% of drug for all formulations, except for
50 mol% preparations averaging around 85% (see Table I).
Doxorubicin-loaded (3 to 20 mol%) formulations showed
incorporation efficiency values above 90%; however 50 mol%
formulations were less stable reporting values around 46%
(see Table I).

We determined liposome size and zeta potential for all
5-FU and doxorubicin formulations in relation to PCLs alone
(244 £30 nm). Incorporation of 5-FU in PCLs resulted in the
following liposome sizes: 3 mol% (248+37 nm), 5 mol%
(256 £27 nm), 10 mol% (244 +43 nm), 20 mol% (221 +8 nm)
and 50 mol% (21611 nm). There were no significant
changes in size of 5-FU-loaded prreparations when compared
to PCLs alone.

The incorporation of doxorubicin in PCLs at drug to lipid
ratios between 3 and 50 mol % resulted in the following particle
sizes: 3 mol% (247+15 nm), S mol% (227+6 nm), 10 mol%
(196+24 nm), 20 mol% (233+12 nm) and for 50 mol%
preparations average size estimated around 167+19 nm.

In the absence of 5-FU and doxorubicin the zeta
potential for PCLs was 32+1.9 mv. Zeta potential for 5-
FU (3 to 50 mol%) preparations was as follows: 3 mol%
(36+£7 mv), 5 mol% (33£6.6 mv), 10 mol% (37+10.6 mv),
20 mol% (46+3.2 mv) and for 50 mol% it was 52+4.6 mv.
The zeta potential for PCLs loaded with 3 to 50 mol%
doxorubicin was as follows: 3 mol% (36x1.2 mv), 5 mol%
(31+5.9 mv), 10 mol% (34+2.3 mv), 20 mol% (32+2.7 mv)
and for 50 mol% it was 19+4.8 mv.

The incorporation of 5-FU and doxorubicin in PCLs,
and associated influence on bilayer physical properties (such
as size and cationic charge potential) were not significant,
except for 50 mol% formulations. The percent of 5-FU and
doxorubicin incorporated in PCLs significantly reduced with
increase in drug to lipid ratios from 20 to 50 mol% (Table I).
A more significant decrease in the loading efficiency was

Table 1. Characterization of Drug Loaded PEGylated Cationic Liposomes

5-Fluorouracil—PCLs

Doxorubicin—PCLs

Particle Size Zeta Potential

Percent Incorporation

Particle Size Zeta Potential Percent Incorporation

Mol % (nm) (mv) (%) (nm) (mv) (%)
No drug 244 +30 32+1.9 - 244 +30 32+1.9 -

3 mol% 248 +37 36+7.0 96+9 247+15 36+1.2 92+4
5 mol% 256+27 33+6.6 94+3 227+6 3159 95+6
10 mol% 244 +43 37+10.6 98+2 196+24 34+23 95+6
20 mol% 221+8 46+3.2 95+8 233+12 32+2.7 93+6
50 mol% 216+11 52+4.6 85+24 167+19 19+4.8 46+8
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observed with doxorubicin at 50 mol %, suggesting that at this
ratio we exceeded the critical loading potential. Moreover,
the reduced loading efficiency of doxorubicin may well
correlate with decrease in liposome size and significant
reduction in membrane surface charge potential (Table I).
Finally, 5-FU exerted no additional effects on size or cationic
charge potential in any of the preparations suggesting that
the overwhelming majority of the (low molecular weight)
highly water soluble drug is mainly incorporated in the
liposome aqueous core. This is also supported by DPH
polarization studies showing no change in fluorescence
polarization values upon inclusion of 5-FU in liposome
preparation (data not shown).

Association of Human Pancreatic Cancer and Endothelial
Cells with PCLs

Depending on the experimental conditions, cytotoxicity
may result from the use of synthetic cationic lipids, but may
be avoided by manipulating liposome size, charge, composi-
tion and concentrations (28-30). Some of our in vitro studies
required that we eliminate all cytotoxicity issues related to
the use of PCLs alone. For this reason we evaluated toxicity
of PCLs against our experimental cell lines in a concentra-
tion-dependent manner. We observed no cell death <1,000
nmoles of liposomes against HPAF-II, Capan-1, HUVEC
and HMEC-1. Experiments involving various amounts of
cationic liposomes did not exceed this critical concentration.

We evaluated association of PCLs with HPAF-II, Capan-
1, HUVEC, and HMEC-1 cells by exposing each cell type to
various amounts of rhodamine labeled PCLs. Regardless of
the cell line employed we observed a significant increase in
association of cells with PCLs with increase in concentration of
PCLs following 24 h of incubation (Fig. 2A). We observed
significantly higher association of PCLs with HUVECs com-
pared to HPAF-II and Capan-1 cell lines (*P < 0.05); whereas
association of PCLs with HMEC-1 was significantly higher
compared to only HPAF-II at 500 and 1,000 nmoles (*P<0.05).

Polyethylene-glycol (PEG) has been shown to extend
the circulation time of liposomes in vivo; with PEG the half
life of liposomes in blood normally exceeds 24 h (31-33). Due
to the ability to avoid rapid elimination, PEG was included as
part of our cationic liposome preparations. At the appropri-
ate ratio of PEG to other liposome components extended
circulation time can readily be achieved, while also permit-
ting tumor vascular access to circulating liposomes on the
basis of molecular charge (12).

Although PEG does not eliminate all cationic surface
charge characteristics of PCLs, it does reduce the positive
zeta potential to some extent (12,34). We performed time-
dependent association studies to determine whether extent of
association varies as a function of time. Studies were
performed following 1, 6 and 24 h of cell incubation with
1,000 nmoles of PCLs (Fig. 2B). We observed no significant
change in cell association with increasing exposure time for
each of the three cell lines evaluated; however, there was a
significantly higher association of PCLs with HMEC-1
compared to HPAF-II and Capan-1 after 6 h of incubation
(*P<0.05). We also note that the interaction of PCLs with
HMEC-1 was significantly higher compared to interactions
with HPAF-II after 24 h (*P<0.05).
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Fig. 2. Association of PCLs with human endothelial and pancreatic
cancer cells in vitro. Cells were seeded at 1x10* cells/ml in a 48 well
plate and were incubated for 24 h at 37°C. Following 1, 6 or 24 h of
cell exposure to rhodamine labeled PCLs, fluorescence was measured
at excitation and emission wavelengths of 550 and 590 nm respectively.
The data show (A) fluorescence intensity (used as direct measure of
PCL association with cells) observed as a function of liposome amount,
and (B) time-dependent association of PCLs (1,000 nmol/ml) with cells
(*P<0.05; mean+SD; *P<0.05; mean+SD). Each bar on graph
represents the mean of three separate experimental determinations.

We next converted values for cell association to percent
of liposomes associated. This is an estimation of the amount
of liposomes associated with a given number of cells under
similar experimental conditions. Following 6 h of incubation
the association was greater for Capan-1 compared to HPAF-
II, but not when Capan-1 was compared to HMEC-1
(P>0.05). The values for percent of PCLs associated with
Capan-1, HPAF-II, and HMEC-1 were 1.6£0.2,0.9+0.2, and
1.3£0.5 respectively.

Following 24 h of incubation the values for percent of
PCLs associated with each of the three cell lines was
significantly higher for HMEC-1 at 1.9+0.3 (P<0.05), but
was not significantly higher for Capan-1 or HPAF-II
(P>0.05). In general, reducing the amount of PCLs (<1000
nmol) or increasing the cell seed number (>1x10* per ml of
growth medium) resulted in higher percent association
however, the trend was similar (data not reported).
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Fig. 3. Evaluation of cytotoxic effects of free doxorubicin and
doxorubicin-PCLs against human pancreatic cancer cells (A)
HPAF-1I (filled square), (B) Capan-1 (diamond) and (C) HUVEC
(triangle). The cells were seeded at 1x10? cells/ ml in a 48 well plate
and incubated for 24 h at 37°C. Sulforhodamine B assay was used to
determine the percent of viable cells after 24 h of exposure to
different concentrations of free doxorubicin (FD) and doxorubicin-
PCLs (LpD). Growth inhibitory properties of doxorubicin-loaded
PCLs was significantly lower compared to doxorubicin alone for all
three cell lines (*P<0.001 and *P <0.05). ICs, value of doxorubicin-
PCLs against HUVEC was significantly lower compared to
doxorubicin alone (*P < 0.001, *P<0.05; mean+SD). Capan-1 was
significantly more susceptible to doxorubicin treatment compared to
HPAF-II (P<0.05). ICsy value for HUVEC was also lower than
HPAF-II and Capan-1 cells (P <0.05).
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The interaction of cationic liposomes with human mi-
crovascular endothelial cells (HMEC-1) was significantly
greater than with pancreatic cancer cells. Experimental
findings suggest that pancreatic tumor vessels may represent
a suitable target of cationic drug carrier molecules.

Growth Inhibitory Properties of Doxorubicin-Loaded PCLs

We evaluated the cytotoxic effects of doxorubicin alone
against human pancreatic and endothelial cell lines (Fig. 3).
The percent of viable cells were significantly lower for HUVEC
(ICso=18 nmol/ml) compared to HPAF-II and Capan-1
(P<0.001). We next compared the effects of DOX-loaded
PCLs to doxorubicin alone against HPAF-II, Capan-1, and
HUVEGCs. The percent of viable HPAF-II (Fig. 3A), Capan-1
(Fig. 3B) and HUVEC (Fig. 3C) cells post treatment with
doxorubicin-loaded PCLs was significantly lower compared to
cells treated with doxorubicin alone (*P<0.001, *P<0.05).
Furthermore, the ICsy value (7 nmol/ml) observed for
doxorubicin-loaded PCLs against HUVEC (Fig. 3C) was
significantly lower compared to effect of doxorubicin alone
(18 nmol/ml; *P<0.001). Due to the high concentrations of
5-FU required to induce cell death (Fig. 1A) we were unable
to perform in vitro cytotoxicity studies with 5-FU-loaded
PCLs. Our experimental findings suggest that PCLs
enhanced the inhibitory drug action of doxorubicin against
both human cancer and endothelial cells, but endothelial cells
were more susceptible to treatment.

Intracellular Uptake Studies and Distribution of PCLs
in Pancreatic Tumors

DIC and fluorescence microscopy were used to evaluate
cell morphology and localization of PCLs in HPAF-II and
Capan-1 cells, respectively (Fig. 4). The majority of DIC
images confirmed other reports stating that pancreatic cancer
cells tend to grow as a multilayer cluster of cells in culture
(Fig. 4A and D). We observed avid association of PCLs with
cell membrane surfaces (Fig. 4B). Extensive uptake was
frequently observed at the periphery of cell clusters (Fig. 4E
and F); accumulation at peripheral regions of clusters was
more prominent with Capan-1 cell cultures.

We next performed intravital microscopy experiments
to observe the distribution of PCLs in tumors, using a
dorsal skin fold chamber in tumor (HPAF-II) bearing
mice. We systemically administered rhodamine labeled
PCLs, and 24 hrs following injection we determined whether
HPAF-II vessels were preferential targets of PCLs. To
determine the intratumoral fate of PCLs we first acquired
images of tumor vessels. The images revealed extensive
vascularization, and highly tortuous vascular networks ac-
companied by extensive capillary branching (Fig. 4G and H).
We next observed distribution of PCLs along tumor vessels;
in many areas liposomes accumulated at branching points of
vessel networks (Fig. 41). We note heterogeneous localization
of PCLs given that some areas showed extensive liposome
accumulation compared to other vessels located within the
same microenvironment. The data further suggest that PCLs
may well be used to develop site-specific delivery systems
that can preferentially deliver chemotherapeutic agents (such
as 5-FU and doxorubicin) to tumor vascular networks.
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Fig. 4. Intracellular uptake and tumor distribution of PCLs in human pancreatic tumors. (A), (D) HPAF-II and Capan-1 cells were seeded at
5%10° cells per ml of required culture media. Approximately 100 nmol of PCLs was added to each well for experimental purposes. DIC
microscopy images show multilayers of cells; (B), (E) Rhodamine channel was used to acquire fluorescence images; (C), (F) Merged image
show specific region of PCL localization with respect to cell clusters and organelles, and PCLs associated at periphery (arrow) of cell clusters
(20x magnification); (G) RGB was used to capture image of HPAF-II vessels in dorsal skin fold chamber at 4x magnification; (H) DSC
tumor (HPAF-II) bearing mouse was injected with FITC-dextran (2.5 million MW) on day of analysis to visualize tumor vessels (green), and
PCLs (red). Figure 4G and H reveal tortuous capillary networks of tumor. (I) Image is a magnified view of small boxed area located in Fig. G
& H. Image was captured in FITC and rhodamine channels and subsequently merged to show PCL accumulation along HPAF-II vessels; we
note heterogeneous localization of PCLs with accumulation at some branch points of vessel networks (arrow). Near vessels targeted with
PCLs are regions with no detectable red fluorescence (arrow), suggesting reduced PCL accumulation. Intravital microscopy images were

acquired with both 4x and 10x magnifications.

DISCUSSION

The tumor vasculature is the general route of entry by
which chemotherapeutic agents gain access to pancreatic tumor
cells. The vasculature also represents the life support of these
target cells, and so interrupting flow of oxygen and nutrients to
them may create an opportunity to effectively manage pancre-
atic tumor growth and progression of disease. Given that PCLs
preferentially accumulate along tumor vessels (12,23,24), and
the relatively rapid proliferation rates of endothelial cells in
tumors compared to in normal tissues (14,15), delivering
chemotherapeutic agents to tumor endothelia may represent
a suitable alternative to interstitial drug targeting.

In this study we report the initial development and
characterization of PCLs for selective delivery of chemother-

apeutic agents to pancreatic tumor vessels. Our drug-loading
efficiency studies showed that PCLs can be used to prepare
liposomal formulations with high loading efficiency. The
association of PCLs with human endothelial cells (i.e.,
HUVEC and HMEC-1) was significantly higher compared
to human pancreatic cancer cells, further supporting the use
of PCLs for targeted delivery of cytotoxic agents to the
tumor endothelium.

During our cytotoxicity studies we evaluated the effect
of 5-FU and DOX against the growth of two human
pancreatic (Capan-1 and HPAF-II), umbilical vein endothe-
lial (HUVEC), and dermal microvascular endothelial
(HMEC-1) cells. The in vitro experiments involving 5-FU
showed significantly higher ICs, values for human pancreatic
cancer compared to endothelial cell lines. We observed that
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doxorubicin was also more effective against our rapidly
dividing endothelial cells compared to both Capan-1 and
HPAF-II. Our experimental observations to date suggest that
the tumor endothelium responds significantly better to the
effect of chemotherapeutic agents, and might represent a
useful therapeutic approach (35).

Due to relatively high ICs, values reported here for
5-FU against our cell lines, it was not possible to perform in
vitro cytotoxicity experiments using 5-FU-loaded PCL for-
mulations. The lipid concentration required to prepare 5-FU
formulations at the appropriate drug to lipid ratio was too
toxic. Fortunately, under similar experimental conditions
doxorubicin was considerably more cytotoxic compared to
5-FU thus requiring lower drug and lipid concentrations to
demonstrate proof-of-principle. In these studies we evaluated
the effects of DOX-loaded PCLs on growth inhibition of cells
between 10 and 100 nmol/ml of drug. Similar to effects of
free drug on cell viability, we observed that HUVECs were
more sensitive to the effects of treatment compared to
HPAF-II and Capan-1. When doxorubicin was loaded in
PCLs the drug was significantly more effective compared to
doxorubicin alone supporting subsequent in vivo studies.

Although the majority of PCLs taken up by solid tumors
accumulate along tumor vessels, a significantly reduced
fraction of the dose injected has been observed in the tumor
interstitial matrix (12). Anticipating a potentially similar
intratumoral fate for 5-FU or DOX-loaded PCL formula-
tions, we investigated intracellular localization of PCLs in
HPAF-II and Capan-1 in vitro by DIC and fluorescence
microscopy. We observed enhanced interaction of PCLs with
cells; this might be due to membrane-associated proteogly-
cans shown to mediate DNA transfer, another cation-
mediated event (36,37). Images acquired by DIC microscopy
revealed that human pancreatic cells tend to grow as clusters
which is consistent with previously published reports (38,39).
Furthermore, the images show that PCLs associate with
cellular membranes, and accumulate mainly at the periphery
of cell clusters with Capan-1 cells (Fig. 4A-C).

PCLs can remain in circulation long enough to selec-
tively deliver doxorubicin to tumor vessels in Ls174T-bearing
mice (12). It was noted that after 24 h post systemic injection
of DOX-loaded PCLs, extensive accumulation of drug was
observed along tumor vessels compared to when doxorubicin
was injected alone. Our in vitro investigations in this report
show enhanced growth inhibitory properties of doxorubicin
and 5-FU against human pancreatic and endothelial cells.
This was probably due to more significant DNA damage and
apoptosis-related cell death due to relatively high intracellu-
lar drug uptake; interestingly, our human endothelial cell
lines proliferated much faster than Capan-1 and HPAF-II
cells (data not shown). This may have contributed to the
enhanced sensitivity of immortalized HMEC-1, and primary
HUVEC cells compared to Capan-1 and HPAF-II.

Liposomes have been shown to inhibit chemotherapeutic
drug binding to P-glycoprotein-enriched membranes and to
modulate mutidrug resistance (40,41). This might explain the
enhanced cytotoxic effect of DOX-loaded PCLs compared to
when HPAF-II and Capan-1 cells were exposed to doxoru-
bicin alone. An additional possibility is that doxorubicin is
directly cytotoxic to cellular membranes and at appropriate
concentrations the drug need not enter target cells to be
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considered effective (42). Following this reason one may
conclude that the natural electrostatic interactions between
PCLs and the net negative membrane surface charge
potential of target cells enhanced the cytotoxic activity of DOX
when loaded in PCLs.

The tendency for PCLs to localize along the length of
vessels in human pancreatic tumors is consistent with previ-
ously published reports demonstrating preferential vascular
uptake in B16-F10 (murine melanoma), Ls174T (human colon
adenocarcinoma) and MCA-IV (murine breast carcinoma) in
male SCID mice (12). As with these tumor models PCLs
could be used to target chemotherapeutic agents to pancre-
atic tumors where they can exert their action against the
vasculature due to preferential accumulation at this site.
Pharmacology and efficacy studies are currently underway.

CONCLUSIONS

In conclusion, we provide evidence to support the use of
PCLs to deliver chemotherapeutic agents to pancreatic tumor
vessels. On the basis of our experimental findings, human
endothelial cells are more sensitive to the effects of 5-FU and
doxorubicin hydrochloride (DOX) compared to human
pancreatic cancer cells (the traditional target of many
chemotherapeutic agents). PCLs can incorporate the water
soluble drugs 5-FU and DOX. We provide evidence to
support favorable uptake of PCLs by human microvascular
endothelial over pancreatic cancer cells, and improved
growth inhibitory properties of DOX when loaded in PCLs.
Finally, we demonstrated that PCLs accumulate to a greater
extent along vessels in HPAF-II (tumors) of dorsal skin fold
chambers, compared to the tumor interstitium. PCLs may be
useful in the development of effective clinical products
against human pancreatic cancer, and hence, subsequent
in vivo investigations involving the use of other synthetic,
chemically unique cationic lipids are warranted.

REFERENCES

1. B.F. El-Rayes, N. V. Adsay, and P. A. Philip. Pancreatic cancer:
the evolving role of systemic therapy. Expert Opin. Pharma
cother. 2:1939-1947 (2001).

2. V. Heinemann. Present and future treatment of pancreatic
cancer. Semin. Oncol. 29:23-31 (2002).

3. L. Rosenberg. Pancreatic cancer: a review of emerging thera-
pies. Drugs 1071-1089:1071-1089 (2000).

4. M. L. Rothenberg. New developments in chemotherapy for patients
with advanced pancreatic cancer. Oncology 10:18-22 (1996).

5. D. P. Ryan and C. G. Willet. Management of locally advanced
adenocarcinoma of the pancreas. Hematol./Oncol. Clin. North
Am. 16:95-103 (2002).

6. H. G. Beger, B. Rau, F. Gansauge, B. Poch, and K. H. Link.
Treatment of pancreatic cancer: challenge of the facts. World J.
Surg. 27:1075-84 (2003).

7. R. Wilkowski, M. Thoma, C. Bruns, E. Duhmke, and V. Heinemann.
Combined chemoradiotherapy for isolated local recurrence after
primary resection of pancreatic cancer. JOP 11:34-40 (2006).

8. C. Morizane, T. Okusaka, Y. Ito, H. Ueno, M. Ikeda, Y.
Takezako, Y. Kagami, and H. Ikeda. Chemoradiotherapy for
locally advanced pancreatic carcinoma in elderly patients.
Oncology 68:432-437 (2005).

9. M. Reni, S. Cordio, C. Milandri, P. Passoni, E. Bonetto, C. Oliani,
G. Luppi, R. Nicoletti, L. Galli, R. Bordanaro, A. Passardi,
A. Zerbi, G. Balzano, L. Aldrighetti, C. Straudacher, E. Villa,



Pancreatic Tumor Vascular Targeting

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

and V. Di Carlo. Gemcitabine versus cisplatin, epirubicin, fluoro-
uracil, and gemcitabine in advanced pancreatic cancer: a rando-
mised controlled multicentrre phase III trial. Lancet Oncol.
6:352-353 (2005).

D. A. Karlin, J. R. Stroehlein, R. W. Bennetts, R. D. Jones,
L. J. Heifetz, and P. S. Mahal. Phase I-II study of the
combination of 5-FU, doxorubicin, mitomycin, and semustine
IFAMMe) in the treatment of adenocarcinoma of the stomach,
gastroesophageal junction, and pancreas. Cancer Treat. Rep.
66:1613-1617 (1982).

D. J. Wagener, Q. Hoeselvan, G. S. H. Yap, W. J. Hoogenraad,
T. Wobbes, and S. P. Strijk. Phase II trial of 5-fluorouracil,
adriamycin and cisplatin (FAP) followed by radiation and 5-
fluorouracil in locally advanced pancreatic cancer. Cancer
Chemother. Pharmacol. 25:131-134 (1989).

R. B. Campbell, D. Fukumura, E. B. Brown, M. L. Mazzola,
Y. Izumi, R. K. Jain, V. P. Torchilin, and L. L. Munn. Cationic
charge determines the distribution of liposomes between the
vascular and extravascular compartments of tumors. Cancer Res.
62:6831-6836 (2002).

D. G. Hirst, J. Denekamp, and B. Hobson. Proliferation kinetics
of endothelial and tumour cells in three mouse mammary
carcinomas. Cell Tissue Kinet. 15:251-61 (1982).

J. Denekamp and B. Hobson. Endothelial-cell proliferation in
experimental tumours. Br. J. Cancer 46:711-720 (1982).

J. Folkman. The role of angiogenesis in tumor growth. Semin.
Cancer Biol. 3:65-71 (1992).

C. M. Lee, T. Tanaka, T. Murai, M. Kondo, J. Kimura, W. Su,
T. Kitagawa, T. Ito, H. Matsuda, and M. Miyasaka. Novel
chondroitin sulfate-binding cationic liposomes loaded with
cisplatin efficiently suppress the local growth and liver metasta-
sis of tumor cells in vivo. Cancer Res. 62:4282-4288 (2002).

R. Kunstfeld, G. Weckenhauser, U. Michaelis, M. Teifel,
W. Umek, K. Naujoks, K. Wolff, and P. Petzelbauer. Paclitaxel
encapsulated in cationic liposomes diminishes tumor angiogen-
esis and melanoma growth in a “humanized” SCID mouse
model. J. Invest. Dermatol. 120:476-82 (2003).

S. Strieth, M. E. Eichhorn, B. Sauer, B. Schulze, M. Teifel, U.
Michaelis, and M. Dellian. Neovascular targeting chemotherapy:
encapsulation of paclitaxel in cationic liposome impairs function-
al tumor microvasculature. Int. J. Cancer 110:117-124 (2004).

S. Sengupta, P. Tyagi, S. Chandra, V. Kochupillai, and K. Gupta.
Encapsulation in cationic liposomes enhances antitumour effi-
cacy and reduces the toxicity of etoposide, a topo-isomerase 11
inhibitor. Pharmacology 62:163—171 (2001).

P. Skehan, R. Storeng, D. Scudiero, A. Monks, J. McMohan,
J. T. Warren, H. Bokesch, S. Kenney, and M. R. Boyd. New
colorimetric cytotoxicity assay for anticancer-drug screening.
J. Natl. Cancer Inst. 82:1107-1112 (1990).

L. Ricotti, A. Tesei, F. D. Paola, P. Ulivi, G. L. Frassineti,
C. Milandri, D. Amadori, and W. Zoli. In vitro schedule-
dependent Interaction between Docetaxel and Gemcitabine in
human gastric cancer cell lines. Clin. Cancer Res. 9:900-905 (2003).
F. Szoka and D. Papahadjopoulos. Comparative properties and
methods of preparation of lipid vesicles (liposomes). Annu. Rev.
Biophys. Bioeng. 9:467-508 (1980).

J. W. McLean, E. A. Fox, P. Baluk, P. B. Bolton, A. Haskell, R.
Pearlman, G. Thurston, E. Y. Umemoto, and D. M. McDonald.
Organ-specific endothelial cell uptake of cationic liposome-
DNA complexes in mice. Am. J. Physiol. 273:387-404 (1997).
G. Thurston, J. W. McLean, M. Rizen, P. Baluk, A. Haskell, T. J.
Murphy, D. Hanahan, and D. M. McDonald. Cationic liposomes
target angiogenic endothelial cells in tumors and chronic inflam-
mation in mice. J. Clin. Invest. 101:1401-1413 (1998).

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

2817

G. Weckbecker. Biochemical pharmacology and analysis of
fluoropyrimidines alone and in combination with modulators.
Pharmacol. Ther. 50:367-424 (1991).

R. B. Campbell, S. V. Balasubramanian, and R. M. Straubinger.
Physical properties of phospholipid-cationic lipid interactions:
Influences on domain structure, liposome size and cellular
uptake. Biochim. Biophys. Acta 1512:27-39 (2001).

R. B. Campbell, S. V. Balasubramanian, and R. M. Straubinger.
Influence of cationic lipids on the stability and membrane
properties of paclitaxel-containing liposomes. J. Pharm. Sci. 90:
1091-1105 (2001).

C. R. Dass. Cytotoxicity issues pertinent to lipoplex-mediated
gene therapy in-vivo. J. Pharm. Pharmacol. 54:593-601 (2002).
J. L. Bramson, C. A. Bodner, and R. W. Graham. Activation of
host antitumoral responses by cationic lipid/DNA complexes.
Cancer Gen. Ther. 7:353-359 (2000).

M. C. Filion and N. C. Phillips. Anti-inflammatory activity of
cationic lipids. Br. J. Pharmacol. 122:551-557 (1997).

D. Papahadjopoulos, T. Allen, A. Gabizon, E. Mayhew,
K. Matthay, S. K. Huang, K. D. Lee, M. C. Woddle, D.
D. Lasic, C. Redemann, and F. J. Martin. Sterically stabilized
liposomes: improvements in pharmacokinetics and anti-tumor
efficacy. Proc. Natl. Acad. Sci. USA 88:11460-11464 (1991).

T. M. Allen, C. Hansen, F. Martin, C. Redemann, and A. Yau-
Young. Liposomes containing synthetic lipid derivatives of
poly(ethyleneglycol) show prolonged circulation half-lives in
vivo. Biochim. Biophys. Acta. 1066:29-36 (1991).

A. Gabizon, R. Catane, U. Beatrice, B. Kaufman, T. Safra,
R. Cohen, A. H. Martin, and Y. Barenholz. Prolonged circula-
tion time and enhanced accumulation in malignant exudates of
doxorubicin encapsulated in polyethylene-glycol coated lip-
osomes. Cancer Res. 54:987-992 (1994).

T. S. Levchenko, R. Rammohan, A. N. Lukyanov, K. R.
Whiteman, and V. P. Torchilin. Liposome clearance in mice:
the effect of a separate and combined presence of surface charge
and polymer coating. Int. J. Pharm. 240:95-102 (2002).

J. Denekamp. Vasculature as a target for tumor therapy. Prog.
Appl. Microcirc. 428-38 (1984).

L. C. Mounkes, W. Zhong, G. Cipres-Palacin, T. D. Heath, and
R. Debs. Proteoglycans mediate cationic liposome-DNA com-
plex-based gene delivery in vitro and in vivo. J. Biol. Chem.
1998:26164-26170 (1998).

K. A. Mislickand and J. D. Baldeschwieler. Evidence for the role
of proteoglycans in cation-mediated gene transfer. Proc. Natl.
Acad. Sci. USA 93:12349-12354 (1996).

J. H. Levrat, C. Palevody, M. Daumas, G. Ratovo, and
E. Hollande. Differentiation of the human pancreatic adenocar-
cinoma cell line (Capan-1) in culture and co-culture with
fibroblasts dome formation. Int. J. Cancer 42:615-621 (1988).
B. Sipos, S. Moser, H. Kalthoff, V. Torok, M. Lohr, and
G. Kloppel. A comprehensive characterization of pancreatic
ductal carcinoma cell lines: towards the establishment of an in
vitro research platform. Virchows Arch. 442:444-452 (2003).

A. Rahman, S. R. Husain, J. Siddiqui, M. Verma, M. Agresti,
M. Center, A. R. Safa, and R. 1. Glazer. Liposome-mediated
modulation of multidrug resistance in human HL-60 leukemia
cells. J. Natl. Cancer Inst. 84:1909-1915 (1992).

A. R. Thierry, A. Dritschilo, and A. Rahman. Effect of
liposomes on P-glycoprotein function in multidrug resistant
cells. Biochem. Biophys. Res. Commun. 187:1098-1105 (1992).
D. A. Gewirtz. A critical evaluation of the mechanisms of action
proposed for the antitumor effects of anthracycline antibiotics
adriamycin and daunorubicin. Biochem. Pharmacol. 57:724-741
(1999).



	Development...
	Abstract
	Introduction
	Materials and Methods
	Materials
	Cell Culture
	Growth Inhibition Studies
	Preparation of Liposomes
	UV Spectroscopic Analysis
	Cellular Association of PCLs
	Intracellular Uptake of PCLs
	Intravital Fluorescence Microscopy
	Statistical Analysis

	Results
	Effect of 5-FU In Vitro against Cellular Models �of the Vascular and Interstitial Tumor Environment
	Physicochemical Characterization: Determination of Size, Zeta Potential, and Efficiency of Drug Loading
	Association of Human Pancreatic Cancer and Endothelial Cells with PCLs
	Growth Inhibitory Properties of Doxorubicin-Loaded PCLs
	Intracellular Uptake Studies and Distribution of PCLs �in Pancreatic Tumors

	Discussion
	Conclusions
	References



