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Abstract
Aim—The targeting efficiency of folate receptor-α (FR-α)-targeted high-density lipoprotein
nanoparticles (HDL NPs) was evaluated in a syngeneic mouse model of ovarian cancer.

Materials & methods—Folic acid was conjugated to the surface of fluorescent-labeled HDL
NPs. In vivo tumor targeting of folic acid-HDL NPs and HDL NPs were evaluated in mice with
metastatic ovarian cancer following intravenous or intraperitoneal (ip.) administration.

Results & discussion—Intravenous FR-α-targeted HDL resulted in high uptake of the
fluorescent nanoparticle in host liver and spleen. The ip. injection of fluorescent HDL produced
moderate fluorescence throughout the abdomen. Conversely, animals receiving the ip. FR-α-
targeted HDL showed a high fluorescence signal in ovarian tumors, surpassing that seen in all of
the host tissues.

Conclusion—The authors' findings demonstrate that the combination of local–regional ip.
administration and FR-α-directed nanoparticles provides an enhanced approach to selectively
targeting ovarian cancer cells for drug treatment.
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Ovarian cancer is a major cause of morbidity and mortality among women with
gynecological malignancies worldwide [1]. In the USA alone each year over 21,000 women
will be diagnosed with ovarian cancer, and sadly within this same time period more than
15,000 women will succumb to this disease [2]. These grim statistics arise from the fact that
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ovarian cancer typically follows a clinically silent course that is largely asymptomatic in the
early stages; therefore at the time of diagnosis patients often present with advanced
metastatic spread beyond the ovaries (stage III or IV). At this advanced stage, the prognosis
is poor for this disease, and the 5-year survival rates for stage III and IV patients with
ovarian cancers are typically as low as 43 and 17%, respectively [3]. Although metastatic
disease in ovarian cancer is usually confined to the abdominal (peritoneal) cavity,
improvements in the treatment of this cancer have been gradual [4,5]. The best response
rates are achieved through a combination of debulking surgery (to remove main tumor mass)
followed by an aggressive course of adjuvant chemotherapy (platinum–taxane combination
regime) [6]. Intraperitoneal (ip.) administration of chemotherapy offers an appealing
approach to treating metastatic ovarian cancer. Indeed, several clinical trials have
demonstrated a survival advantage among advanced ovarian cancer patients following
treatment with localized ip. chemotherapy [7,8]. Despite this therapeutic advantage, many
patients undergoing ip. chemotherapy, like intravenous (iv.) therapy, suffer from systemic
toxicities [9–11]. In fact, grade 3 and 4 toxicities have been reported following treatment
with ip. chemotherapy. Moreover, such side effects are commonly reported as the reason for
treatment discontinuation [12,13]. Clearly, if the benefits of ip. local–regional therapy are to
be fully exploited in this disease, cancer targeting/host tissue-sparing strategies should be
employed.

To date, a number of molecular targets for ovarian cancer are currently being explored to
avoid the collateral tissue damage associated with indiscriminate therapies. The folate
receptor-α (FR-α) has been recognized for some time as a marker of malignant
transformation in the ovary [14,15]. Over 90% of nonmucinous ovarian cancers overexpress
FR-α and the degree of FR-α expression correlates with the grade of malignancy [14]. This
cell surface glycoprotein receptor provides a high-affinity route for the internalization of the
vitamin folic acid (FA), which confers a growth advantage to these malignant cells [16]. The
FR-α is an attractive candidate for targeted therapy because, unlike the ubiquitously
expressed reduced folate carrier, the FR-α has a limited expression pattern in normal tissues
(mainly apical surface of placenta, choroid plexus and kidney tubules) [15]. Moreover the
FR-α is a robust transporter, allowing the internalization of FA conjugates of low-
molecular-weight compounds, proteins or nanoparticles (NPs) [17,18]. Indeed, numerous
preclinical [19–21] and clinical [22–24] studies have validated the in vivo targeting of FA
conjugates for cancer.

Previous studies have shown that engineered high-density lipoprotein (HDL) NPs are a
versatile and effective drug-delivery platform [25]. They share similar nanoscale
dimensions, pharmacokinetics and receptor-binding properties as their endogenous
counterparts. Furthermore, HDL NPs are fully biocompatible, nonimmunogenic and
naturally able to mitigate the reticular endothelium system (RES). Although the HDL NP
offers many incentives as a delivery vehicle, HDL receptor (scavenger receptor class B type
I [SR-BI]) targeting offers little specificity for cancer-directed strategies. Enhanced tumor
targeting of this carrier can be achieved by attaching cancer-homing molecules to the apoAI
component of the HDL NP [26,27]. Corbin et al. demonstrated this by conjugating FA
molecules to the apoprotein component of HDL NPs [27]. Following FA conjugation, HDL
NPs no longer possess binding avidity to the SR-BI, instead the particle is actively rerouted
to the FR-α. Both in vitro and in vivo experiments have demonstrated that the FA-
conjugated HDL (FA-HDL) can avidly bind and be internalized in FR-α-expressing cancer
cells [27].

The present study evaluates the utility of FA-HDL NPs in a murine model of metastatic
ovarian cancer. The combined strategy of using FR-α-directed NPs and local–regional ip.
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administration is assessed for its capacity to provide enhanced targeting to ovarian cancer
cells.

Materials & methods
Preparation of near-infrared fluorescent dye: DiR-BOA

1,1'-dioctadecyl-3,3,3',3'-tetramethylindo-tricarbocyanine iodide bis-oleate (DiR-BOA) was
synthesized according to the methods previously described [27].

Preparation of apoAI
HDL was isolated from fresh plasma of healthy donors by sequential ultracentrifugation
[28]. The HDL fraction was subsequently subjected to standard ethanol:diethylether 3:2 (v/
v) delipidation [29] to extract apo-HDL proteins, mainly apoAI. The final apoAI
preparations were resuspended in 4 M urea and stored at −20°C until HDL NPs were
prepared.

Formulation of FA-HDL(DiR-BOA) NPs
Reconstituted HDL(DiR-BOA) NPs were prepared by the cosonication method similar to
that described by Pittman et al. [30]. ApoAI, egg yolk phosphatidyl choline, cholestryl
oleate and DiR-BOA were formulated at a molar ratio of 1:22:5:14, respectively. First, a
film of the lipids and DiR-BOA, dried under nitrogen, was resuspended in warm (50°C)
sonication buffer (10 mM Tris-HCl, pH 8.0, containing 0.1 M KCl, 1 mM EDTA) with
intermittent vortexing. Following vortexing, the mixture was sonicated for 60 min at 49–
54°C under nitrogen. After the first sonication step, the emulsion mixture was filtered (0.1-
μm filter) to remove large emulsion complexes. The temperature of the sonication bath was
then lowered to 40–42°C and sonication was continued. During this period, apoAI in 4 M
urea was added in small portions to the emulsion mixture over 10 min and sonication was
continued for an additional 20 min. The heterogenous mixture of HDL(DiR-BOA) particles
was then filtered (0.1 μm). The HDL(DiR-BOA) particles were then purified by gel
filtration chromatography using a Superdex™ 200 column (60 × 16 cm) with the Akta™
FPLC system (Amersham Biosciences, PA, USA). Appropriate fractions were collected and
stored at 4°C until FA conjugation. Just prior to folate conjugation, the solution of
HDL(DiRBOA) was adjusted to a pH of 10.7 with sodium phosphate/boric acid buffer (0.1
M NaH2PO4, 0.1 M H3BO3 and 1 mM EDTA). The folate conjugated reaction was
performed similar to that described for FA–low-density lipoprotein (LDL) conjugates [31].

In vitro NP characterization
Composition

The molar concentration of apoAI was determined using a commercial Lowry protein assay
kit (Sigma-Aldrich, MO, USA) using a molecular weight of 28,000 Da. DiR-BOA content
was determined by organic chloroform:methanol (2:1) extractions. Following complete
extraction, the organic layer was removed and dried, the DiR-BOA residue was brought up
in a fixed volume of chloroform and its fluorescence intensity read using a
spectrofluorometer (excitation 748 nm; emission 780 nm). The concentration of DiR-BOA
in the sample was calculated based on a standard curve of DiR-BOA. The number of FA
molecules attached to HDL NPs was determined from the unique UV absorbance of FA at
280 nm, as described previously [31]. Finally, to determine the composition of these
components per particle, we calculated their molar ratios relative to apoAI and we assumed
that each HDL NP contained two to three molecules of apoAI proteins [32].
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Dynamic light scattering
The particle size distributions (volume mode) of HDL NPs were measured by light-
scattering photon correlation spectroscopy (Zetasizer Nano-ZS90; Malvern Instruments,
Worcestershire, UK) utilizing a 4.0-mW He–Ne laser operating at 633 nm and a detector
angle of 90°. The data were modeled assuming spherical particles undergoing Brownian
motion.

Circular dichroism spectroscopy
Far-UV circular dichroism (CD) spectra of HDL NPs were recorded using a Jasco J-815 CD
spectrometer (Jasco, Inc., MD, USA). The CD spectra were recorded at 25°C with a 1-nm
step size from 260 to 190 nm. The data were collected over five consecutive scans and
averaged. The a-helix secondary structure of apoAI was monitored by changes in ellipticity
at 222 nm.

Agarose electrophoresis
The electrophoretic properties of HDL NPs were examined by 1.0% agarose gel
electrophoresis. Samples (10 μg) were applied to gel wells and allowed to penetrate into gel
for 5 min before the electric field was applied. Electrophoresis was performed at a voltage of
130 V for a duration of 30 min at 25°C in barbital buffer (pH 8.6; 0.05 ionic strength). After
electrophoresis, the migration of the HDL NPs was visualized by Coomassie staining.

In vitro functional assays
Cell culture

LdlA(murine SR-BI [mSR-BI]) and ldlA7 were gifts from Monty Krieger (Massachusetts
Institute of Technology, MA, USA). LdlA(mSR-BI) cells were cultured in F-12K medium
(Ham's Nutrient Mixture) with 2 mM l-glutamine, 100 U/ml penicillin–streptomycin, 300
μg/ml active G418 and 5% fetal bovine serum. LdlA7 cells were cultured under similar
conditions without G418. Transformed mouse ovarian surface epithelial cells (MOSECs),
clonal line IC5, were generously obtained from Katherine Roby (University of Kansas
Medical Center, Center for Reproductive Sciences, KS, USA). The IC5-MOSECs were
cultured in DMEM supplemented with 4% fetal bovine serum, 100 U/ml penicillin–
streptomycin, 5 μg/ml insulin, 5 μg/ml transferrin and 5 ng/ml sodium selenite. All cells
were grown at 37°C in a humidified atmosphere containing 5% CO2.

Confocal microscopy & flow cytometry
Laser scanning confocal microscopy studies were performed on an Olympus FV1000 laser
confocal microscope (Olympus, Tokyo, Japan) operating at an excitation wavelength of 633
nm. Complimentary flow cytometry experiments were conducted on Beckman Coulter
FC500 five color analyzer (Beckman Coulter, ON, Canada) similarly operating with an
excitation wavelength of 633 nm. In brief, cells grown on eight-well Lab-Tek™ chamber
slides (Nunc Lab-Tek, Sigma-Aldrich) for confocal microscopy or in a six-well cell culture
dish for flow cytometry studies. The cells were treated with indicated amounts of HDL(DiR-
BOA), FA-HDL(DiR-BOA) and/or excess unlabeled native HDL and/or excess FA. After 3
h incubation at 37°C, all cells were washed with phosphate-buffered saline (PBS), and those
designated for confocal microscopy were overlaid with appropriate culture media and
directly investigated by live cell imaging. For flow cytometry analysis, the cells were
liberated from the wells with trypsin-EDTA (0.25%), washed several times in PBS and
finally resuspended in FACS buffer.
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Animals
Induction of metastatic ovarian cancer

The following protocol was approved by the Animal Care Committee at the University
Health Network (ON, Canada). Retired adult female C57BL6 breeder mice were allowed
free access to food and water throughout the study. IC5-MOSECs (5 × 106 each) were
inoculated directly into the peritoneal cavity of each mouse. Approximately 3 months later,
when the mice showed initial signs of ascites, the animals were used in the subsequent
experiments.

Near-infrared fluorescence imaging
The mice were randomly allocated to either receive an ip. injection of FA-HDL(DiR-BOA)
or HDL(DiR-BOA) or a tail vein iv. injection of FA-HDL(DiR-BOA) at a dose of 4 nmol
DiRBOA per animal. After 24 h the animals were sacrificed and whole-body fluorescence
imaging was performed. Fluorescent images were obtained with a CRI Maestro™ in vivo
imaging system (CRI, MA, USA). To obtain images of the abdominal organs, the abdomen
was opened and the ascites fluid collected. The animal was placed supine inside the imaging
chamber of the Maestro scanner. Fluorescent images of the DiR-BOA fluorescence were
acquired with a deep red filter set (excitation: 671–705 nm; emission: 750 nm long pass)
with an exposure time of 500 ms. Following the whole-body imaging, various organs and
the metastatic tumors were excised and also imaged.

Biodistribution
The excised organs (liver, spleen, heart, muscle, kidney, adrenals, ovaries and brain) and
tumor tissue from mice were harvested, weighed and homogenized in PBS. Homogenates
were then combined with a threefold excess of a chloroform:methanol (2:1) mixture, and
vortexed for 3 min. Solutions were subsequently centrifuged at 10,000 rpm for 10 min. The
fluorescence intensities of the various samples were measured (excitation: 748 nm;
emission: 785 nm) using a Fluoromax®-4 spectrofluorometer (Edison, NJ, USA). Tissue
fluorescence of the extract was measured and presented as fluorescent intensity per unit
(mg) tissue. For analysis of the ascites collection, the samples were centrifuged (2000 rpm
for 5 min) to separate the cell and supernatant components. The cell fraction was
subsequently washed twice with PBS and treated with red blood cell lysis buffer (0.1%
potassium bicarbonate, 0.8% ammonium chloride, 0.1 mM EDTA) for 10 min to remove the
red blood cells. Cells were counted with a hemocytometer using an inverted microscope, and
then extracted with chloroform:methanol (2:1). DiR-BOA fluorescence of the cell extract
was measured and presented as fluorescent intensity per million cells. An aliquot of the
ascites supernatant fraction was also extracted with chloroform:methanol (2:1) and analyzed
on the fluorometer to determine the amount of free-floating HDL NPs in the ascites fluid.

Results
The cosonication method produced a heterogenous mixture of fluorescent HDL NPs of
various sizes (Supplementary Figure 1a, see online at www.futuremedicine.com/doi/suppl/
10.2217/ nnm.12.137). Following gel filtration chromatography, three distinct populations
were identified. Particles eluting in the sharp peak at 46 min were large particles
(hydrodynamic diameter >20 nm) that pass in the void volume. The broad peak at 62 min
contained most of the HDL NP core loaded with DiR-BOA, which can be seen by the deep
green coloration of these fractions (Supplementary Figure 1a). Calibration of the FPLC
Superdex 200 column indicates that the peaks eluting at a retention time of 62 min
correspond to particles with a diameter of approximately 11 nm. Dynamic light scattering
was later performed and it was determined that the HDL(DiR-BOA) NPs from these
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fractions possess a slightly larger diameter of 15.8 ± 3.2 nm (Supplementary Figure 1B).
The last population of particles eluting at 75 min were much smaller structures with little
DiR-BOA content. The HDL(DiR-BOA) NPs collected at 62 min were used for all
subsequent experiments. The compositional analyses of these particles revealed that each
HDL NP contained four molecules of DiR-BOA dye.

Functional analyses, which involved testing HDL(DiR-BOA) NP affinity for the HDL
receptor (SR-BI), were performed in cell culture experiments with cells that overexpressed
SR-BI (LdlA[mSR-BI]) and cells lacking SR-BI expression (ldlA7). Following a 3-h
incubation, LdlA(mSR-BI) displayed strong fluorescence uniformly throughout the cell
cytoplasm (Supplementary Figure 2). Conversely, ldlA7 showed only trace amounts of
fluorescence after the 3-h incubation period. Quantitative flow cytometry indicated that the
fluorescence in LdlA(mSR-BI) was nearly six-times greater than that in ldlA7 cells
(Supplementary Figure 3). These findings reflect the high expression of SR-BI and the
corresponding high uptake of HDL(DiR-BOA) in LdlA(mSR-BI) cells relative to that in
ldlA7 cells. Furthermore, when HDL NPs were coincubated with excess native HDL,
HDL(DiR-BOA) uptake in LdlA(mSR-BI) was significantly inhibited. These findings
further confirm that the uptake mechanisms of HDL NPs are SR-BI mediated. As expected,
excess native HDL had little to no effect on the uptake of HDL(DiR-BOA) in ldlA7 cells.

FA conjugation of HDL(DiR-BOA) yielded particles that contained four molecules of DiR-
BOA dye and 44 molecules of FA (Figure 1a). Scanning UV spectrometry displayed both of
these features of the NP (Figure 1B). CD spectrometry was also performed to document the
protein secondary structure of the apoAI component in the HDL NPs (Figure 1C). While
apoAI in native HDL had a higher content of α-helix than that found in the manufactured
HDL NPs, FA-HDL(DiR-BOA) and HDL (DiR-BOA) had similar levels of α-helix in their
apoAI protein. In addition, agarose gel electrophoresis revealed that FA-HDL(DiR-BOA)
possesses an increased electrophoretic mobility compared with native HDL (data not
shown). Finally, dynamic light scattering experiments showed that the FA-HDL(DiR-BOA)
NP possessed an average diameter of 14.17 ± 3.29 nm.

Confocal and flow cytometry experiments were performed to assess the FR-α targeting of
FA-HDL (DiR-BOA) in the IC5-MOSEC line (Figures 2 & 3). In these experiments, IC5-
MOSECs were incubated with HDL(DiR-BOA) or FA-HDL(DiR-BOA). Following a 3-h
incubation period, negligible amounts of HDL(DiR-BOA) were taken up in IC5-MOSECs.
Conversely, under the same conditions, high amounts of FA-HDL(DiR-BOA) were actively
internalized in these cells. Clearly, the FA moieties facilitated the uptake of the HDL NPs
into the IC5-MOSECs; additional experiments were performed to assess the importance of
the FR in this process. Competition experiments were then performed by incubating IC5-
MOSECs with FA-HDL(DiRBOA) and excess HDL or FA or a combination of both. Excess
native HDL failed to have any effect on the uptake of FA-HDL(DiR-BOA). Conversely, free
FA significantly lowered the uptake of FA-HDL(DiR-BOA) into the cells and the
combination of excess HDL and free FA did not further potentiate the inhibition seen by free
FA alone. Collectively, these findings indicate that FR rather than SR-BI is the primary
receptor responsible for the uptake of FA-HDL(DiRBOA) in IC5-MOSECs. Previous
studies by the authors have shown that by conjugating FA moieties to the apoAI component
of the HDL, one effectively abolishes the HDL NP affinity for SR-BI and actively reroutes it
to the FR-α [27]. Given that IC5 cells seemingly have much higher FR-α expression than
SR-BI, this strategy significantly enhances the drug-delivery capacity of the HDL NP to
these cells.

Supplementary confocal experiments were also performed to demonstrate the differences
between SR-BI- and FR-α-mediated uptake processes (Supplementary Figure 4). When
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HDL(DiR-BOA) interact with ldlA(SR-BI) cells it is the SR-BI receptor that primarily
mediates the internalization of DiR-BOA into the cell. This process gives rise to a strong
diffuse fluorescence pattern that shows little overlap with the endocytic marker, lysotracker.
When IC5-MOSECs are incubated with HDL(DiR-BOA) under similar conditions, a sparse
punctuate fluorescent pattern is seen with moderate amounts of coregistration with
lysotracker. Finally, the uptake of FA-HDL(DiR-BOA) into IC5-MOSECs produces
pronounced punctuate fluorescence throughout the cell with significant overlap with
lysotracker. These results clearly show that the intracellular fluorescence pattern generated
by FR-α uptake is distinctly different from that produced by SR-BI mediated uptake.

A syngeneic mouse model of metastatic ovarian cancer was produced by injecting 5 million
IC5-MOSECs into the peritoneal cavity of mature C57BL6 female mice. A total of 3 months
following the tumor cell inoculation, hemorrhagic ascites develop that distend the abdomen
of these animals (Figure 4A). The ascites, which could be as much as 10 ml at this stage,
consisted mainly of tumor cells and host immune cells and red blood cells. Also present at
this time are small (≤1 cm) metastatic tumors throughout the peritoneal cavity of the mouse
that cover the omentum, viscera, diaphragm and peritoneal walls (Figures 4B & 4C). Actual
invasion of the tumors into the abdominal organs was not seen, nor was there any evidence
of tumors outside the peritoneal cavity.

Once at this stage, mice were allocated to one of three groups, where they received either an
iv. injection of FA-HDL(DiR-BOA), an ip. injection of HDL(DiR-BOA) or an ip. injection
of FA-HDL(DiR-BOA). A total of 24 h following the administration of the HDL NPs, the
animals were euthanized and their abdomen exposed for fluorescent imaging. Distinctly
different fluorescence distribution patterns were seen between the different treatment groups
(Figures 5A–5C). Animals that received iv. FA-HDL(DiR-BOA) displayed intense
fluorescence signal localized primarily to the liver. Little fluorescence could be detected
outside the liver (Figure 5A). Ip. injection of HDL(DiR-BOA) resulted in moderate amounts
of fluorescence in the liver and throughout the abdomen (Figure 5B). Finally, for mice that
were injected ip. with FA-HDL(DiR-BOA), a grainy diffuse pattern of fluorescence was
seen across the abdomen and little to no fluorescence was observed in the liver (Figure 5C).

Following whole-body fluorescence imaging, various organs and tumor foci were excised
and imaged in a 12-well plate to get a clearer view of the biodistribution of the HDL NPs
(Figures 6A–6C). Ex vivo images of the tissues from the iv. FA-HDL(DiR-BOA) group
were consistent with the whole-body images, practically all of the injected dose of the FA-
HDL NPs was taken up by the liver (Figure 6A). The ip. HDL(DiR-BOA) group also had
strong fluorescence in the liver, but moderate amounts of fluorescence could also be seen in
the kidneys, adrenals, ovaries and tumors (Figure 6B). Ex vivo images from the ip. FA-
HDL(DiR-BOA) treatment group revealed strong fluorescence in the diaphragmatic tumor
foci, medium fluorescence in the remaining abdominal tumors and little to no fluorescence
was seen in any of the host's tissues (Figure 6C).

Finally, fluorescence readings from the organic extracts of the tissue samples were
performed to get a more quantitative measure of the biodistribution (Figure 7). Iv. injection
of FA-HDL NPs had the highest intensity of fluorescence in the liver; on the other hand, ip.
injection of FA-HDL NPs had the highest levels of fluorescence in the tumor. Finally, ip.
injection of HDL(DiR-BOA) had moderate amounts of fluorescence across the mouse
tissues and tumors. Similar quantitative analysis was also performed on the ascites collection
(Figures 8 & 9), and animals treated with FA-HDL(DiR-BOA) ip. displayed the greatest
fluorescence in the cellular compartment (nearly 400- and seven-times greater than that in
the iv. FA-HDL[DiR-BOA] and ip. HDL[DiR-BOA] groups, respectively) (Figure 8). This
group also had the least fluorescence in the ascites cell free-fluid fraction (Figure 9).
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Conversely, HDL(DiR-BOA) ip. had greater fluorescence in the cell free-fluid fraction
compared with the cellular compartment. Little to no fluorescence was detected in the cell or
fluid compartments of the ascites from mice given iv. FA-HDL(DiR-BOA).

Discussion
Within recent years, lipoprotein-based NPs have increasingly been identified as viable and
attractive drug-delivery systems [33–38]. The nonpolar core compartment of the lipoprotein
NP has been shown to be a suitable depot for hydrophobic drugs and imaging agents
[39,40]. Meanwhile, the protein–phospholipid shell of this nanostructure presents as an
autogenous surface to its biological environment, which neither elicits an immunogenic nor
a RES response. The interweaving surface apoproteins of the lipoprotein provide fine size
control of these particles through a complex network of amphipathic α-helix and/or β-sheet
proteins. Furthermore, the apoprotein component of lipoprotein imparts the receptor
recognition or targeting functionality for selective receptor-mediated uptake of the particle
[41,42]. The overexpression of lipoprotein receptors on various cancer cells has made the
lipoprotein system an attractive targeting approach for cancer therapy and imaging. Indeed,
numerous studies have been performed where HDL or LDL receptors were targeted for NP-
directed treatment or detection of tumors [39,43,44]. While SR-BI and the LDL receptors
provide selective uptake of HDL and LDL NPs, respectively, these receptors are not specific
for cancer cells. In fact, the high expression of these receptors in the liver, reproductive
tissues and adrenal glands often compromises the efficacy of lipoprotein-mediated drug
delivery. It was for these reasons that the lipoprotein rerouting strategy was employed [31].
By covalently conjugating cancer-specific small-molecule ligands to the lysine residues of
the apoprotein, one effectively eliminates the lipoprotein's affinity for its native receptor and
redirects the lipoprotein NP towards the ligand designated (cancer specific) surface epitope/
receptor [26,31]. This strategy was successfully demonstrated by rerouting LDL and HDL
NPs to the FR-α by attaching FA to their apoproteins [27,31,45]. The FR-α has long been
considered an optimal target for cancer therapy due to its high affinity for FA conjugates
[17,18], overexpression in malignant cells and restricted expression in normal tissues [46].
The FR-α is a particularly attractive biomarker for ovarian cancer as it is consistently
overexpressed in the majority of nonmucinous epithelial tumors [47], and it has been shown
to have a discrete role in the biology of this cancer [14].

In the present study, the malignant murine ovarian cell line IC5-MOSEC, like its human
counterpart, was also shown to express high levels of FR-α. The advantage of FR-α
targeting in IC5-MOSECs was clearly demonstrated in our studies. Initial targeting
experiments were performed with the HDL NP alone; precedence for this approach stemmed
from previous publications that promoted SR-BI-directed drug delivery for ovarian cancer
[33]. Surprisingly, in the present study, HDL NPs were shown to have little interaction with
IC5-MOSECs, and western blot analysis later confirmed these findings, showing that these
cells displayed weak expression for SR-BI protein. Subsequently, when FA was conjugated
to the HDL NP, its targeting efficiency was markedly improved. Additional inhibition
experiments with excess free FA verified that the enhanced uptake of the FA-HDL NP was
indeed mediated by the FR-α. Evidence for synergistic contributions from residual SR-BI
binding proved to be negligible as excess HDL did not impede upon the uptake of FA-
HDL(DiR-BOA) in IC5-MOSECs. A pronounced punctuate pattern of fluorescence could be
seen throughout these cells following incubation with FA-HDL(DiR-BOA). Coregistration
of the DiR-BOA fluorescence with that of lysotracker confirms that the FA-HDL NP was
internalized through an endocytic pathway and later deposited into lysosomes. This
mechanism of uptake is distinctly different from that of SR-BI (selective lipid transfer) [48].
Only partial coregistration of DiR-BOA and lysotracker were evident in IC5-MOSECs
following HDL(DiR-BOA) treatment, which suggests that some nonspecific whole-particle
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uptake processes together with SR-BI selective lipid transport was responsible for this
particle's binding and uptake. By contrast, HDL(DiR-BOA) incubation with LdlA(mSR-BI)
(mutant Chinese ovarian hamster cells that overexpress SR-BI) [49] produces a diffuse
intracellular fluorescence pattern with little to no overlap with lysotracker, indicative of
predominate SR-BI-mediated uptake. Overall, the findings of these cell studies validate the
lipoprotein rerouting strategy and moreover emphasize the importance FR-α targeting for
the intracellular delivery of NPs in ovarian cancer cells. A recent paper by Werner et al.
supports this premise, as promising therapeutic results were achieved using a folate-targeted
poly(D,L-lactide-co-glycolide) (PLGA) polymer NP system against human ovarian cancer
cells [50].

The introduction of IC5-MOSECs into the ovarian bursa or peritoneal cavity of syngeneic
female mice (C57BL6 background) produces metastatic ovarian cancer similar to that seen
in humans [51]. Tumor foci develop and spread throughout the abdominal cavity, and in the
advanced stage of this disease a pronounced hemorrhagic ascites also develops. Although
this malignancy is confined to the peritoneal cavity, efficient targeting to these cancer cells
still remains a challenging task during clinical and preclinical therapy. Direct ip. delivery of
antineoplastic agents would appear to be a rational approach to treat this cancer; however,
patients can still succumb to significant toxicities that compromise therapy [52,53]. Regional
administration of conventional low-molecular-weight cytotoxic drugs (<20 kDa) are
problematic as they are indiscriminant (taken up by malignant and normal tissues) and are
rapidly absorbed through the peritoneal capillaries allowing them entry into the systemic
circulation (thus minimizing the advantages of local delivery) [54]. These compromises
probably explain the reports of adverse toxicity and limited efficacy associated with ip.
chemotherapy. Use of a colloid NP, such as the FA-HDL NP, should provide a number of
benefits for local–regional drug delivery. In this section of our study, the tumor-targeting
efficacies of the HDL-based NPs were examined following iv. (systemic) and ip. (local–
regional) administration. The importance of regional NP administration and active targeting
are highlighted.

Systemic administration of NPs has been the traditional approach for most researchers to
deliver diagnostic/therapeutic agents to solid tumors. The tortuous and leaky vasculature of
growing tumors provides the `enhanced permeability and retention' effects to retain NPs in
the tumor vicinity, allowing for nonspecific uptake or binding to occur. Alternatively, if
active targeting strategies are employed, the NP can specifically bind to and be internalized
by the cancer cells. These events, however, can only occur if the NP is able to first escape
RES surveillance and avoid specific (active targeting) or nonspecific uptake by normal cells.
These barriers probably explain why typical antibodies and NPs have such poor tumor-
targeting efficacies (0.001–000.01% and 2–8% of initial injected dose, respectively) [55–
57]. Poor tumor targeting was also seen when FA-HDL(DiR-BOA) was systemically
administered to mice with metastatic ovarian cancer. Very few NPs actually made it into the
peritoneal cavity to be taken up by the IC5-MOSECs, instead the majority of the NPs were
retained by the liver. Biodistribution analyses showed that the fluorescence signal within the
liver greatly exceeded that from the IC5-MOSEC tumors by 150- to ≥200-times. Traditional
pharmacological modeling indicates that the peritoneal cavity is a distinct and separate
compartment from the systemic vasculature. In this model, the FA-HDL NPs seem to more
easily transition from the systemic vasculature into the hepatic interstitial space than into the
peritoneal cavity. Furthermore, the high expression of the reduced folate carrier and proton-
coupled folate transporters in the liver [58–60] probably explains the high hepatic uptake of
FA-HDL(DiR-BOA). Although these carriers are not high-affinity systems for FA uptake
[58], the high blood flow through the liver combined with the high hepatic expression of
these transporters enables this system to effectively sequester most of the iv. FA-HDL NPs.
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Ip. administration of the HDL-based NPs was then performed to overcome the
compartmental barriers associated with iv. delivery. Studies by Yeo and Xu, however, point
out that local–regional delivery of NPs does not guarantee efficacious tumor targeting [61].
This was seen as the ip. injection of HDL(DiR-BOA) into tumor-bearing mice failed to
show significant uptake of these particles into the IC5-MOSEC tumors or in the ascites
metastatic cells. Subsequent analyses of the mice ascites fluid revealed that the majority of
HDL NPs remained in the cell-free fraction of the ascites. As was illustrated earlier, IC5-
MOSECs express low levels of SR-BI, thus any uptake of HDL NPs that does occur in these
cells primarily proceeds through nonspecific interactions. These passive uptake processes
were simply incapable of mediating high uptake of HDL NPs into IC5-MOSECs.
Conversely, ip. injection of FA-HDL(DiR-BOA) resulted in markedly improved targeting of
the IC5-MOSEC cancer cells. The high expression of FR-α in IC5-MOSECs allows these
cancer cells to readily take up FA conjugates. Thus by rerouting the HDL NPs to the FR-α,
IC5-MOSECs are able to avidly internalize the FA-HDL NPs. Moreover, the local–regional
delivery of FA-HDL(DiR-BOA) into the ip. cavity enables the IC5-MOSECs to extract
these particles from their surroundings in a `first-pass' manner. This was demonstrated by
the high levels of FA-HDL(DiR-BOA) detected both in the IC5-MOSEC tumors and ascites
metastatic cells and the small amounts of this particle remaining in the cell-free fraction of
the ascites fluid. The constituents of the ascites fluid include free-floating cancer cells and
immune cells. While FA-HDL NP uptake is possible in both cell types (a subpopulation of
monocytes are known to express a functional FR-α), the FR-α density on ovarian cancer
cells (1–3 million/cell) is approximately 20-times greater than that on the immune cells [62].
This advantage in the expression of FR-α would favor the free-floating IC5-MOSECs to
sequester much of the FA-HDL NPs in the peritoneal fluids. Furthermore, the IC5-MOSECs
were also able to `outcompete' the normal host tissues for the FA-HDL NPs; significantly
higher levels of the NPs were detected in the IC5-MOSECs than in any of the mouse organs.
Fluorescence signal in the IC5-MOSEC tumors were three- to 14-times greater than that in
the host liver. Drug/NP uptake into abdominal tissues following ip. administration primarily
occurs through diffusion/convection across the tissue surface [63]. Once at the epithelial
surface, the abundance of FR-α will dictate how avidly the particles are retained and
internalized into tissues. For normal tissues, the distribution of FR-α is limited to just a few
organs (kidneys, lung, chorid plexus and placenta) where the receptors are localized in the
apical membranes facing their tubule lumen.[64,65] Thus ip. FA-HDL NPs would be unable
to access the FR-α in these tissues. On the other hand, for the cancer cells the polarity of the
FR-α is lost; [14,65] as such, this receptor is expressed at high levels all over the cell surface
of the IC5-MOSECs fully exposed and accessible to the surrounding FA-HDL NPs in the
peritoneal cavity. The pronounced selective uptake of FA-HDL NPs in the IC5-MOSEC
tumors and metastatic ascites cells support this rationale. Additional independent studies
have also shown that ip.-delivered anti-FR-α antibodies are able to selectively access
ovarian cancer tumors and metastatic cells in the peritoneal cavity [66]. Under these
conditions, the IC5-MOSEC tumors and metastatic cells experience much more favorable
kinetics for pronounced FA-HDL NP uptake over the host tissues.

The emphasis of the current study focused on the selective targeting of the FA-HDL NPs
towards ovarian cancer cells, and the next logical step would be to evaluate the therapeutic
efficiency of this system to treat ovarian cancer. The core shell structure of the HDL NP
makes it ideally suited to transport drugs with low water solubility. Interestingly, most
chemotherapeutics tend to have poor water solubility [67]. The hydrophobic core of HDL
typically ferries 100 molecules of cholesterol esters and triglycerides [68]. Exogenous
lipophilic molecules can be substituted into the HDL core; however, their loading efficiency
will be dependent upon their octanol:water partition properties. In this study, only four
molecules of DiR-BOA were incorporated into HDL; however, this was an underestimation
due to the presence of cholestryl oleate in the core. Several other studies have demonstrated
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that various therapeutics (antiviral, antifungal and anticancer) can be successfully loaded
into the HDL NP [33,69–73]. In these papers, each HDL molecule was reported to be able to
carry between 25 and 40 molecules of drug. Moreover, the drug–HDL NP complex was
shown to be stable for extended periods of time. Studies from the laboratory of Lacko are
worth noting as they showed that the HDL NP was able to successfully transport paclitaxel
(leading drug against ovarian cancer) and various siRNA species to cancer cells [33,72].
Regardless of which drug was investigated in these studies, each drug–HDL NP complex
was shown to be therapeutically equal or more effective than the free drug [33,69–73].
Given that the present study clearly demonstrated that FR-α targeting was more effective
than SR-BI targeting, it is anticipated that local–regional FA-HDL NP drug therapy will be
highly efficacious against ovarian cancer. These studies are currently underway in our
laboratory.

Conclusion
In summary, our findings demonstrate that the combination of ip. administration and active
FR-α targeting significantly improved the delivery efficiency of FA-HDL NPs to tumor
cells in a murine model of ovarian cancer. The deposition of nanoparicles in the ovarian
cancer cells greatly exceeded that found in any of the host organs. Application of this
general strategy (local–regional treatment coupled with active receptor targeting) can be
extended to other preclinical and clinical settings to significantly improve the delivery
efficiency of NP systems for cancer treatment or detection.

Future perspective
To date, there are many synthetic NPs actively being investigated for the purpose of
anticancer drug delivery. Few of these candidates will ever make it to the clinic due to
potential health and toxicity concerns surrounding the NP manufacturing processes, as well
as the final NP materials. With the synthetic approaches, investigators not only have to
overcome biological and kinetic challenges of tumor targeting, but they must also contend
with the possible toxicological hazards of the carrier itself. Unlike the former products, the
lipoprotein-based NPs are derived from endogenous plasma lipoproteins, and thus these
carriers are fully biocompatible, biodegradable and nonimmunogenic. The natural proclivity
of malignant cells to take up lipoprotein NPs makes these nanostructures even more
attractive for anticancer drug delivery. However, before these natural carriers can be utilized
in a clinical setting, concerns regarding the use of plasma products, batch-to-batch
variability of lipoprotein isolations, and limited lipoprotein shelf life will all have to be
addressed. Even more daunting are the biological and pharmacologic limitations posed by
the high levels of circulating native lipoproteins and the pronounced uptake of lipoproteins
by competing normal tissues (e.g., liver and adrenal glands). The findings of the present
paper offer a strategy that overcomes these limitations. The combination of
ligandconjugated lipoproteins and local–regional administration both increases the affinity
of the NP for the intended tumor target and eliminates the competing uptake processes from
normal tissues and the RES. Thus local–regional administration of ligand-conjugated
lipoprotein NPs offers a plausible approach to markedly improve anticancer treatment, by
enabling more specific drug targeting, and producing higher therapeutic potency and lower
systemic toxicity.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Executive summary

Functionalizing high-density lipoprotein nanoparticles to target ovarian cancer

■ Over 90% of epithelial ovarian cancers overexpress the high-affinity folate
receptor-α (FR-α).

■ Engineered high-density lipoprotein (HDL) nanoparticles (NPs) are fully
biocompatible, naturally able to evade reticular endothelium system
surveillance and possess long circulation kinetics.

■ Conjugating folic acid (FA) to HDL NPs simultaneously abolishes this
carrier's affinity for the scavenger receptor class B type I (HDL receptor) and
reroutes its targeting to the FR-α.

FA-HDL NPs have a high affinity for ovarian cancer cells

■ The IC5 mouse ovarian surface epithelial cells (IC5-MOSEC) murine model
of ovarian cancer closely reproduces the pathology seen in the human
malignancy.

■ FA-HDL NPs bind more avidly to and are internalized in IC5-MOSEC
ovarian cancer cells more than HDL NPs.

■ The FR-α mediates uptake of FA-HDL NPs in IC5-MOSEC ovarian cancer
cells.

In vivo evidence of enhanced FA-HDL NP targeting to ovarian cancer

■ Intravenous administration of FA-HDL into mice with IC5-MOSEC-induced
metastatic ovarian cancer resulted in the majority of the NPs being deposited
in the liver.

■ Intraperitoneal (ip.) injection of HDL NPs into ovarian cancer-bearing mice
had a broad distribution of the NPs across the host tissues and tumor cells.

■ Ip. injection of FA-HDL NPs into ovarian cancer-bearing mice resulted in
high uptake of the NP in IC5-MOSEC tumor cells and minimal amounts in
host liver.

■ The combination of local–regional ip. administration and active FR-α
targeting provides an efficacious means of selective drug delivery to ovarian
cancer cells.
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Figure 1. Structural scheme and spectrometric properties of folic acid-conjugated high density
lipoprotein(DiR-BOA)
(A) Schematic structure of FA-HDL(DiR-BOA). (B) UV spectra of HDL(DiR-BOA) and
FA-HDL(DiR-BOA). Characteristic peaks belonging to DiR(BOA) and FA are identified at
750 nm and 285 nm, respectively. (C) Circular dichroism spectra of native HDL, HDL(DiR-
BOA) and of FA-HDL(DiR-BOA). The α-helix secondary structure of apoAI is monitored
by changes in ellipticity at 222 nm. DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo
tricarbocyanine iodide bis-oleate; FA: Folic acid; HDL: High-density lipoprotein.
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Figure 2. Fluorescent and corresponding bright-field confocal images of IC5 mouse ovarian
surface epithelial cells incubated with high-density lipoprotein(DiR-BOA) (1.6 μM) or folic acid-
conjugated high-density lipoprotein(DiR-BOA) (1.6 μM) for 3 h (high voltage = 700)
The inhibition studies were performed with 20-fold excess native HDL and 600-fold excess
of FA. DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo tricarbocyanine iodide bis-
oleate; FA: Folic acid; HDL: High-density lipoprotein.
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Figure 3. Flow cytometry studies of IC5 mouse ovarian surface epithelial cells following a 3-h
incubation with high-density lipoprotein(DiR-BOA) (1.6 μM) or folic acid-conjugated high-
density lipoprotein(DiR-BOA) (1.6 μM) for 3 h
(A) The inhibition studies were performed with 20-fold excess native HDL and 600-fold
excess of FA. Values represent mean ± standard deviation. (B) Western blot of folate
receptor, scavenger receptor B type 1 and corresponding β-actin protein expression in IC5
mouse ovarian surface epithelial cells.
*Represents a significant difference (p < 0.05).
**Represents a significant difference (p < 0.0001).
DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo tricarbocyanine iodide bis-oleate;
FA: Folic acid; HDL: High-density lipoprotein.
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Figure 4. IC5 mouse ovarian surface epithelial cell mouse model of metastatic ovarian cancer
(A) Dorsal view of female mouse with advanced metastatic ovarian cancer induced by
intraperitoneal injection of IC5 mouse ovarian surface epithelial cells. The distended
abdomen is indicative of accumulation of ascites. Metastatic tumor foci on (B) diaphragm
and (C) mesenteries.
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Figure 5. In vivo fluorescence imaging of tumor-bearing mice following different routes of high-
density lipoprotein (DiR-BOA) or folic acid-conjugated high-density lipoprotein(DiR-BOA)
administration
In vivo (i) fluorescent and (ii) light images of tumor-bearing female mice 24 h following:
(A) intravenous injection of folic acid-conjugated high-density lipoprotein (FA-HDL[DiR-
BOA]) (4 nmol); (B) intraperitoneal injection of HDL(DiR-BOA) (4 nmol); or (C)
intraperitoneal injection of FA-HDL(DiR-BOA) (4 nmol).
DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo tricarbocyanine iodide bis-oleate.
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Figure 6. Ex vivo fluorescence imaging of mouse tissues and tumors following different routes of
high-density lipoprotein (DiR-BOA) or folic acid-conjugated high-density lipoprotein(DiR-BOA)
administration
Fluorescent image of excised organs and tumor 24 h after: (A) intravenous injection of folic
acid-conjugated high-density lipoprotein (FA-HDL)(DiR-BOA) (4 nmol); (B)
intraperitoneal injection of HDL(DiR-BOA) (4 nmol); or (C) intraperitoneal injection of
FA-HDL(DiR-BOA) (4 nmol). Tumor A indicates metastatic tumors collected from the
abdominal cavity. Tumor D indicates metastatic tumors collected from the diaphragm.
DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo tricarbocyanine iodide bis-oleate.
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Figure 7. Biodistribution of intravenous folic acid-conjugated high-density lipoprotein(DiR-
BOA), intraperitoneal high-density lipoprotein(DiR-BOA) and folic acid-conjugated high-
density lipoprotein(DiR-BOA) in tumor-bearing mice 24 h after respective nanoparticle
administration
Data units are DiR-BOA fluorescence intensity per mg of tissue all normalized to muscle
tissue values. Data reflects mean ± standard deviation (n = 3–4 mice per group). Tum. A
indicates metastatic tumors collected from abdominal cavity. Tum. D indicates metastatic
tumors collected from the diaphragm.
*Represents a significant difference from corresponding groups (p < 0.05).
DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo tricarbocyanine iodide bis-oleate;
FA: Folic acid; HDL: High-density lipoprotein; Tum.: Tumor.
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Figure 8. Uptake of folic acid-conjugated high-density lipoprotein(DiR-BOA) or high-density
lipoprotein(DiR-BOA) in ascites cells 24 h following intravenous or intraperitoneal injections
Data units are DiR-BOA fluorescence intensity per million cells. Data reflects mean ±
standard deviation (n = 3–4 mice per group).
*Represents a significance difference from other groups (p < 0.05).
DiR-BOA: 1,1′-dioctadecyl-3,3,3′,3′-tetramethylindo tricarbocyanine iodide bis-oleate;
FA: Folic acid; HDL: High-density lipoprotein; ip.: Intraperitoneal; iv.: Intravenous.
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Figure 9. Comparison of folic acid-conjugated high-density lipoprotein(DiR-BOA) or high-
density lipoprotein(DiR-BOA) concentrations in ascites cells or fluid 24 h following intravenous
or intraperitoneal injections
Data units are DiR-BOA fluorescence intensity per ml of sample. Data reflects mean ±
standard deviation (n = 3 mice per group).
*Represents a significance difference from corresponding groups (p < 0.05).
FA: Folic acid; HDL: High-density lipoprotein; ip.: Intraperitoneal; iv.: Intravenous.
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