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Tumour cell-targeted liposomal delivery has the potential to enhance the
therapeutic efficacy and reduce the toxicity of anticancer agents. Folate
receptor (FR) expression is frequently amplified among human malignan-
cies. FR is, therefore, potentially useful as a tumour marker for targeted
drug delivery. FR-mediated liposomal delivery has been shown to enhance
the antitumour efficacy of doxorubicin both in vitro and in vivo, and to
overcome P-glycoprotein-mediated multi-drug resistance. In addition, FR-
targeted liposomes have shown utility as effective delivery vehicles of genes
and antisense oligodeoxyribonucleotides to FR(+) tumour cells. Both solid
tumours and leukaemias can potentially benefit from FR-targeted drug
delivery. Multiple mechanisms might contribute to greater therapeutic
efficacy for FR-targeted liposomes, such as FR-dependent cytotoxicity and
antiangiogenic activity. Further investigation of this promising drug
delivery strategy is clearly warranted.

Keywords: angiogenesis, antisense oligodeoxyribonucleotides, chemotherapy, folate receptor,
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1. Introduction

In the late nineteenth century, German bacteriologist P Ehrlich coined the term
‘magic bullet’ to describe drugs that could selectively kill pathogenic cells without
damaging healthy cells [17. Given the marginal therapeutic index of most anticancer
drugs, improving their selectivity for tumour cell via targeted delivery is an attractive
approach to enhance their therapeutic effectiveness.

Liposomes were first studied as a model for the lipid bilayer membrane
structure [2). They were, however, quickly recognised as a potential drug carrier due
to their biocompatibility and ability to incorporate hydrophilic compounds into its
aqueous core and hydrophobic agents into the lipid bilayer. Liposomes exhibit pro-
longed systemic circulation time and are mostly cleared by the phagocytic cells,
which constitute the reticuloendothelial system (RES). Liposomal delivery of
chemotherapy agents reduces normal tissue toxicity by lowering free drug concen-
tration in the plasma and enhances antitumour activity by preferential accumula-
tion in solid tumour, due to increased permeability of tumour endothelium and
reduced lymphatic drainage; also known as the enhanced permeability and reten-
tion (EPR) effect. The composition of liposomes can be adjusted to improve their
pharmacokinetic or drug-carrying properties. For example, incorporating polyeth-
yleneglycol (PEG)-derivatised lipid in liposomes reduces RES clearance and
increases EPR-mediated delivery [3]; incorporating cationic lipids allows liposomes
to form electrostatic complexes with plasmid DNA, thereby providing a means for
gene delivery [4,5]; and adopting a pH-sensitive fusogenic lipid composition can
facilitate endosomal/lysosomal release of the entrapped agents following cellular
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Figure 1. Structure of folic acid.

internalisation of the liposomes [6,71. Furthermore, a number
of targeting ligands, including: antibodies or antibody frag-
ments [8,9]; growth factors 107, transferrin [117 and vitamin
folate (127, have been conjugated to liposomes to achieve
selective targeting of tumour cells.

Folic acid is a water-soluble B vitamin (Figure 1), which is
essential for de novo nucleotide synthesis and one-carbon
transfer reactions [13]. Cellular transport of folate is primarily
mediated by the reduced folate carrier (RFC), which has only
moderate affinity for folate (K, in the uM range). Meanwhile,
a high-affinity folate receptor (FR) for folate is frequently ele-
vated among human tumours and generally absent in most
normal tissues. Therefore, FR is potentially useful as a cellular
marker for tumour-targeted drug delivery, including targeted
liposomal delivery. FR-targeted drug delivery has been the
subject of a number of recent reviews [14-18]. This review will
focus on the recent progress of FR-targeted liposomes as a
tumour-selective drug delivery vehicle.

2. Folate receptor expression and distribution

Human FR, a 38 — 40 kDa N-glycosylated protein, has three
subtypes: FR-a, - and -y/y” [19-22]. FR-ov and -3 are glycosyl-
phospatidylinositol (GPl)-anchored membrane proteins,
whereas FR-y/y", lacking the GPI anchor, is a constitutively
secretary isoform [23]. The three FR isoforms share ~ 70% pri-
mary sequence homology (24,251 and all exhibit high affinity
for folic acid (K4 ~ 0.1 nM for FR-a, ~ 1 nM for FR- and
~ 0.4 nM for FR-y). However, FR-a and FR-J exhibit differ-
ential stereospecificities [26,277. The FR-o isoform binds
physiological disastereomer (6S)-5-methyltetrahydrofolate
(5-MeTHF) with higher affinity, whereas the FR-B
isoform preferentially binds non-physiological disastereomer
(6R)-5-MeTHF [26,27].

FRs display differential tissue distribution patterns. The dis-
tribution of FRs has been measured by various methods
including immunohistochemical staining [28], western analysis,
reverse transcription—polymerase chain reaction (RT-PCR)
analysis [29], and 3H-folic acid binding [30]. FR-a is expressed
in certain normal tissues, such as placenta, kidney (proximal
tubules), fallopian tube and choroids plexus, among which the
expression is restricted to the luminal surface of epithelial cells,
where it is inaccessible to blood circulation [31]. In contrast,

many malignant tissues, especially the ovary, nasopharyngeal,
cervical and chorio carcinomas, but not sarcomas, consistently
and uniformly express high levels of FR-o., which is accessible
via the bloodstream [32,33).

FR-B expression in normal tissue is found only on placen-
tal and haematopoietic cells. Mature neutrophils in periph-
eral blood express fivefold higher FR-B in its inactive form
(non-folate binding) than do myelomonocytic cells in the
marrow [29]. Therefore, FR-f can serve as a differentiation
maker in the myelomoncytic lineage [29]. In contrast, FR-B
expression is amplified in its active form in activated mono-
cytes and macrophages [341. More interestingly, functional
FR-B is expressed in ~ 70% acute myelogenous leukaemia
(AML), which makes it a potential marker for targeting
drugs to AML [29,35].

The soluble FR-y/y", mainly expressed at low levels in cer-
tain haematopoietic cells, has a relatively insignificant role in
FR-targeted drug delivery. However, it may serve as potential
serum markers for certain haematopoietic malignancies [23,36].

The frequent overexpression among human tumours and
highly restricted distribution among normal tissues suggest
that both FR-o. and -B can potentially be exploited as a
tumour-specific cell surface marker that can be used in the
targeted delivery of cancer therapeutics.

3. Folate as a tumour-targeting ligand

Mammals are incapable of de novo biosynthesis of folate and
rely on exogenous folate sources. Folic acid retains high affinity
for the FR following derivatisation via its y-carboxyl, thus
making it a potentially useful tumour-targeting ligand. FR-tar-
geting has been evaluated for enhancing tumour cell-selective
delivery of a wide variety of therapeutic agents. These include:
radiopharmaceuticals [371; chemotherapeutics [3s]; antisense
oligodeoxyribonucleotides [10,39]; prodrug-converting enzymes
o); anti-T-cell antibody [41]; magnetic resonance imaging
(MRI) and optical contrast agents [42,43]; boronated neutron
capture therapy agents [44], immunogenic hapten [45]; gene
transfer vectors [46]; nanoparticles [471; and liposomal drug car-
riers [12]. M In—diethylenetriamine pentaacetic acid (DTPA)-
folate has been evaluated clinically as an imaging agent for
detecting recurrent ovarian carcinomas. Preliminary results
showed a sensitivity of 85% and a specificity of 82% for iden-
tifying malignant tumours in the study [48). These findings
demonstrated that FR-specific tumour uptake of a folate con-
jugate can occur despite the presence of physiological levels of
folate and FR in the circulation and suggest that targeting the
FR in ovarian cancer is potentially feasible in the clinic.

Using folic acid as a ligand for targeted drug delivery has
several advantages compared with polypeptide-based targeting
ligands: lack of immunogenicity; unlimited availability; func-
tional stability; high affinity to FR (K4 ~ 10-° M); low molec-
ular weight; and defined conjugation chemistry. Moreover,
folate conjugates can be efficiently and non-destructively
internalised into cells via FR-mediated endocytosis [12,49-51].
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Figure 2. Structures of (A) folate-PEG-cholesterol and (B) folate-PEG-DSPE.

DSPE: Distearoylphosphatidylethanolamine; PEG: Polyethyleneglycol.

Notwithstanding these advantages, a potential pitfall for
folate ligand-targeting for low-molecular-weight conju-
gates is high renal uptake due to FR-a expression in the
apical membrane of kidney proximal tubules 521. This site
is, however, inaccessible to high-molecular-weight agents
or liposomes, which cannot pass through the glomerular
membrane due to their size [31].

4. Folate receptor-targeted liposomes

To prepare FR-targeted liposomes, the folate ligand may
be incorporated into the liposomal bilayer by three
different methods:

e during liposome preparation by mixing a lipophilic folate
derivative with other lipid components

e by derivatisation of the distal termini of functionalised
polyethylene glycol (PEG)-lipids in intact liposomes

e by post-insertion of the folate ligand into preformed
liposomes [12,53].

The lipophilic anchor for the folate ligand can be either a
phospholipid or cholesterol. Two lipophilic folate derivatives,
folate—PEG-distearoylphosphatidylethanolamine (DSPE)
and folate—PEG—cholesterol (Figure 2), have been synthesised
as ready-to-use ligands for preparing FR-targeted liposomes
[5455]. To avoid steric hindrance caused by pegylated lipids
(e.9., PEG,y0,—DSPE) in long circulating liposomal formula-
tions, a long spacer (PEGg,,) is preferred between the
hydrophobic anchor and folic acid [12,54,56].

5. Folate receptor-targeted liposomes for
delivery to FR(+) cancer cells in vitro

Numerous invitro studies have been reported evaluating
receptor-specific uptake of targeted liposomes by FR-express-
ing cells. For example, when co-cultured FR(+) HeLa and FR-
WI38 were treated with FR-targeted liposomes encapsulating

calcein, a fluorescence dye, only HeLa cells showed internali-
sation of FR-targeted liposomes [54]. In an FR-blocking study,
uptake of FR-targeted liposomes was reduced by ~ 70% in the
presence of 1 mM free folic acid. In contrast, no reduction in
cellular uptake of these liposomes was observed in the pres-
ence of the physiological concentration (20 nM) of
5-metyltetrahydrofolate [54). FR-targeted liposomes loaded
with doxorubicin have been evaluated in FR(+) KB cells (Fig-
ure 3). The uptake of FR-targeted liposomal doxorubicin was
45-fold higher than non-targeted liposomes and 1.6-fold
higher than free doxorubicin, and the cytotoxicity was
86- and 2.7-fold greater, respectively [s4]. FR-targeted lipo-
somes with a long spacer between the ligand and the lipid
anchor (PEG,,,, for folate ligand) that also incorporated
PEG ,00,—DSPE showed a 37-fold higher internalisation rate
than the corresponding FR-targeted liposomes with a short
spacer (PEG,,,,) between the ligand and the lipid anchor
[1256]. Therefore, a longer spacer between the ligand and the
lipid anchor appeared to be more effective in overcoming
steric hindrance on the surface of the liposomes caused by
PEG ,0;—DSPE [12,56].

Novel formulations of FR-targeted liposomes have also
been developed to improve intracellular drug delivery. FR-
targeted pH-sensitive liposome, entrapping 200 mM anti-
cancer agent araC, showed ~ 17-fold higher cytotoxicity in
FR(+) KB cells compared with araC delivered via FR-tar-
geted non-pH-sensitive liposomes. FR-mediated endocytosis
leads to internalisation of FR-targeted liposomes into an
acidic compartment, and the pH-sensitive liposomes
undergo acid-triggered destabilisation and endosomal drug
release [57]. In a separate report, FR-targeted liposomes com-
posed mostly of DDPIsC, an acid labile lipid, were evalu-
ated for the delivery of chloroaluminum phthalocyanine
tetrasulfonate (AlIPcS,*), a water-soluble photosensitiser.
These liposomes showed substantially greater phototoxicity
than free AlIPcS,* and non-targeted liposomal AIPcS,*
against FR(+) KB cells [58].

Expert Opin. Drug Deliv. (2004) 1(1) 9
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Figure 3. Confocal micrographs of KB carcinoma cells following incubation with various doxorubicin formulations. Adapted
from LEE RJ, LOW PS, Folate-mediated tumor cell targeting of liposome-entrapped doxorubicin in vitro. Biochim. Biophys. Acta
1233(2):134-144 Copyright © (1995), with permission from Elsevier [54].

6. Folate receptor-targeted liposomal delivery
bypasses multi-drug resistance

Multi-drug resistance (MDR) is a major clinical problem in
chemotherapy treatment of cancer. MDR is frequently due to
upregulation in tumour cells of plasma membrane pumps,
such as P-glycoprotein (Pgp) that actively pumps out cyto-
toxic agents [59]. Liposomal delivery of drugs has been shown
to bypass MDR by possibly reducing exposure to the mem-
brane efflux pump in vitro in leukaemia cells [e0,61] and some
solid tumour cells, including breast, ovarian and small-cell
lung carcinoma cells [62]. FR-targeted liposomal delivery also
shows the ability to overcome Pgp-mediated efflux in FR(+)
cancer cells [63,64]. In a recent study, an MDR FR(+) murine
lung cell line (M109R-HIiFR) was treated with either free
doxorubicin or FR-targeted liposomal doxorubicin. Vera-
pamil, a Pgp inhibitor, greatly enhanced the cellular uptake of
free doxorubicin, which otherwise would have been rapidly
effluxed, while exhibiting no significant effect on the cellular
accumulation of FR-targeted liposomes. Cellular fractiona-
tion analysis showed higher doxorubicin concentration in the
nuclear fraction of cells treated with FR-targeted liposomal
doxorubicin compared with the cells treated with free doxoru-
bicin. Furthermore, FR-targeted doxorubicin showed greater
tumour inhibitory activity than non-targeted liposomal doxo-
rubicin and free doxorubicin in an in vivo adoptive study [e3].
Another study found thermosensitive FR-targeted doxoru-
bicin combined with hyperthermia was 4.8 times more effec-
tive than free doxorubicin on the MDR KB85 cells [64]. These
results suggest that FR-targeted liposomal delivery are more

effective in circumventing the Pgp-mediated MDR than non-
targeted liposomal delivery in FR(+) tumours.

7. Folate receptor-targeted liposomal delivery
to solid tumour

7.1 EPR effect and intratumoural drug distribution

The ligand-mediated ‘active’ targeting of drug carriers may
also benefit from the unique characteristics of tumour vascu-
lature, which have led to the approach of passive targeting of
drugs based on the enhanced permeability and retention
(EPR) effect. Pegylated FR-targeted liposomes exhibited
extended systemic circulation time similar to pegylated non-
targeted liposomes, which is a prerequisite of passive targeting
(Figure 4a) [e5]. It is, therefore, reasonable to anticipate that
FR-targeted liposomes can utilise the same ‘openings’
(endothelial gaps and fenestrations in tumour microvascula-
ture) to extravasate and reach the tumour cells. In a recent
study from the authors’ laboratory, FR-targeted liposomes
labelled with ™In were administered intravenously to
C57BL/6 mice engrafted with FR(+) 24JK-FBP cells. Besides
accumulation in the reticuloendothelial system (liver and
spleen), relative high levels were found in tumours [s5]. Fur-
thermore, FR-targeted liposomal doxorubicin showed greater
antitumour efficacy in a FR(+) KB cell BALB/c murine
xenograft model. Similar plasma clearance Kinetics were
observed for the targeted and the non-targeted liposomes (Fig-
ure 5). Mice that received FR-targeted liposomal doxorubicin
exhibited greater tumour growth inhibition and longer
lifespan than those that received non-targeted liposomal

10 Expert Opin. Drug Deliv. (2004) 1(1)
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Figure 4b. A schematic diagram of the FR-mediated
endocytosis pathway.
FR: Folate receptor.

doxorubicin [e5] (Figure 6). The improved efficacy might be
due to the recognition and internalisation of FR-targeted lipo-
somes by the FR on the tumour cells following extravasation
from the tumour vessels, which led to more efficient killing of

the tumour cells s5). In a recent study using the J6456 ascitic
tumour model, overall liposome deposition in tumours was
shown to be similar for FR-targeted and non-targeted lipo-
somes [66]. However, FR-targeted liposomes appeared to have
higher tumour cell-association than non-targeted liposomes
6]. These studies suggest that even though FR targeting
might not significantly alter the overall biodistribution of
liposomes in solid tumours, greater therapeutic efficacy might
be possible due to increased FR-dependent uptake by the
targeted tumour cells.

7.2 Potential role of antiangiogenic effect in targeted
liposomal drug delivery

The breakdown of tumour vasculature by perivascular accumu-
lation of liposomes and local release of drug might provide an
additional antitumour mechanism. The limitations of rates of
diffusion and convection pose a much greater barrier for the
intratumoural distribution of liposomes than for conventional
drugs. Intratumoural distribution of liposomes is, therefore,
likely to be limited to the cell layers that are immediately adja-
cent to the blood vessel, as indicated by a recent study using ani-
mal tumour models [671. Importantly, the necrosis induced by
liposome-entrapped drug might influence the secondary distri-
bution of the liposomes. For example, a recent study appeared
to show increased vascular permeability following injection of
liposomal doxorubicin in a rat 9L glioma model based on blood
oxygenation level-dependent functional MRI [ss,69].

Expert Opin. Drug Deliv. (2004) 1(1) 11
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Figure 5. Blood clearance profiles of FR-targeted liposomal
doxorubicin, liposomal doxorubicin, and free doxorubicin.
Mice were treated with 10 mg/kg of FR-targeted liposomal,
liposomal doxorubicin, or free doxorubicin by intraperitoneal
injection. Plasma doxorubicin concentrations at various time after
injection were determined by a fluorometric assay, as described in
[65]. Error bar shown is equal to 1 standard deviation (n = 3).
Adapted from PAN XQ, WANG H, LEE RJ: Antitumor activity of
folate receptor-targeted liposomal doxorubicin in a KB oral
carcinoma murine xenograft model. Pharm. Res. 20(3):417-422,
Copyright © 2003, with permission from Springer Science and
Business Media [65].

The growth of tumour cells depends on nutrition and oxy-
gen supplied by blood vessels. In turn, initiation and mainte-
nance of blood vessels rely on growth factors provided by
tumour or stromal cells [70-73]. Endothelial cells in the tumour
are more susceptible to cytotoxic agents and apoptotic effects
than quiescent endothelial cells in the normal tissue, due to
their increased proliferation rates and lack of p53 mutation
[74]. It is possible that FR-targeted liposomes can preferentially
accumulate in the proximity of the blood vessels within the
tumour and effectively eliminate adjacent tumour cells via
active FR-internalisation, as well as destroy the endothelial
cells via direct cytotoxicity and bystander effect (Figures 4a and
b). In addition, FR-targeted liposomes might exhibit antitu-
mour activity by facilitating tumour cell death via FR-medi-
ated liposomal uptake, which shuts down the supply of
vascular growth factors to the endothelial cells. The killing of
endothelial cells serves to suffocate the tumour by diminish-
ing oxygen and nutrition supply. The synergistic interplay of
cytotoxicity and antiangiogenic activity may be jointly
responsible for the observed antitumour efficacy of liposomal
chemotherapy in vivo. Furthermore, FR-mediated liposomal
internalisation may also promote drug release from the lipo-
some, and facilitate secondary intratumoural distribution by

diffusion following cell death. Finally, FR-targeted liposomes
should also be able to effectively target tumour cells that are in
the circulation or micrometastases that are directly accessible
from circulation by means of diffusion.

8. Folate receptor liposomal delivery to
leukaemia

FR-targeted liposomes can potentially be used as a targeted
delivery vehicle to AMLs with amplified FR-f expression.
Approximately 70% of AMLs express functional FR-B that is
absent in normal haematopoietic cells [29,35]. FR-B can, there-
fore, serve as a maker for targeted delivery to AML [75]. How-
ever, the heterogeneous and variable expression of FR-3 poses
a potential obstacle to FR-B-targeted therapeutics. The prob-
lem can potentially be overcome by selectively inducing FR-B
upregulation in the target cells via retinoid receptor ligands
[76]. FR-B expression in KG-1 AML cells and primary AML
blast cells (FAB-M2 and M4) can be up-regulated by all-tran-
sretinoic acid (ATRA), and reach steady-state levels that are
up to ~ 20-fold higher within a few days [76]. ATRA-induced
high FR-J differentiation does not cause terminal differentia-
tion or growth inhibition in these cells. Furthermore, FR-$3
expression is restricted to the cell lines that are initially FR-
B(+). FR-B(-) AML or other tumour cell lines including FR-
o(+) cells can not be induced by ATRA to express FR- [76].
A recent study showed that FR-targeted liposomal doxo-
rubicin was 25-fold more cytotoxic than non-targeted lipo-
somal doxorubicin to FR-B(+) KG-1 cells, and 63-fold more
cytotoxic in ATRA-pretreated KG-1 cells [351. In contrast,
FR-B(-) cell lines did not show increased differential cytotox-
icity when treated with ATRA [35]. Furthermore, in vivo thera-
peutic activity of FR-targeted liposomal doxorubicin was
evaluated in two models, a DBA/2 mouse model containing
syngeneic ascites tumour from L1210JF leukaemia cells and a
severe combined immunodeficient murine xenograft model
with human KG-1 AML cells ascites tumour [35]. In the latter
model, FR-targeted liposomal doxorubicin increased the
median survival time from 35 to > 80 days. Moreover, mice
administered with ATRA and FR-targeted liposomal doxo-
rubicin showed further enhancement in antitumour efficacy,
with an increase in cure rate from 12.5 to 60% [35]. As ATRA
differentiation therapy is one of the standard treatments for
acute promyelocytic leukaemia subtype of AML and lipo-
somal doxorubicin has been approved for solid tumour treat-
ment, the success of combined therapy using FR-targeted
liposomal doxorubicin and ATRA in this experiment suggests,
therefore, that further clinical studies may be warranted.

9. Folate receptor-targeted liposomes for gene
and oligodeoxyribonucleotide delivery

Gene therapy is an emerging therapeutic modality for the
treatment of cancers and genetic diseases. Efficient delivery of
DNA is the limiting factor in the clinical application of gene

12 Expert Opin. Drug Deliv. (2004) 1(1)
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Antitumor activity of folate receptor-targeted liposomal doxorubicin in a KB oral carcinoma murine xenograft model. Pharm. Res.
20(3):417-422, Copyright © 2003, with permission from Springer Science and Business Media [65].

therapy. Several FR-targeted vectors have been reported,
including folate-modified adenoviruses 4e], cationic polymer/
DNA complexes (polyplexes) [771, cationic lipid-DNA com-
plexes (lipoplexes) [7s,791, and polymer—lipid-DNA ternary
complexes (lipopolyplexes) [46,80] that are linked to folate as a
targeting ligand [16,48,81-83].

9.1 Folate receptor-targeted liposomes for delivery of
plasmid DNA
FR-targeted lipoplexes have shown enhanced in vitro and
in vivo transfection activity in FR(+) tumour cells [s485]. Cati-
onic liposomes consisting of RPR209120 (a lipopolyamine),
dioleoylphosphatidylethanolamine (DOPE) and folate—PEG—
cholesterol or folate—-PEG-DSPE showed almost 1000-fold
higher invitro transfection than non-targeted lipoplexes in
FR(+) M109 cell line. In vivo study of this formulation also
indicated greater gene delivery in the tumour than in normal
tissues, even though there was no significantly increased
tumour uptake of FR-targeted formulations compared with
non-targeted formulations.

Lipopolyplexes (LPD) are ternary complexes consisting of
liposomes complexed with polycations (such as polylysine

[PLL], polyethylenimine, protamine and polyamidoamine
dendrimers) and condensed plasmid DNA. Condensed DNA
complexed with cationic liposomes or anionic liposomes were
coined by authors as LPDI or LPDII, respectively [46,86).
FR-targeted LPDI composed of cationic liposomes/pro-
tamine/DNA and folate-Cys—PEG-PE(phosphatidyleth-
anolamine) showed greater transfection activity in FR(+)
M109 cell line. This formulation also showed 8- to 10-fold
higher gene transfer activity in vivo compared to the non-tar-
geted control. However, increasing the folate ligand density
on liposome surface resulted in decreased gene transfer activ-
ity, presumably due to increased steric hindrance of PEG that
prevented efficient endosomal release of the vector. The over-
all positively-charged LPDI might also nonspecifically inter-
act with negatively cell membranes, and result in increased
nonspecific gene transfer.

FR-targeted LPDII, first developed by Lee and Huang [4e],
has a net anionic character and show reduced nonspecific
binding to cell membranes and, therefore, increased receptor
dependent gene transfer. Preparation of FR-targeted LPDII
can be carried out by first condensing DNA with PLL at a
ratio of 1:0.75 (w/w) to get an overall slightly positive-charged

Expert Opin. Drug Deliv. (2004) 1(1) 13
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DNA/PLL complex, and then mixing with anionic pH-sensi-
tive liposomes composed of DOPE(dioleoyl phosphatidyleth-
anolamine)/CHMES(cholesteryl hemisuccinate)/folate-PEG—
DOPE (6:4:0.01 mole/mole). The resulting FR-targeted
LPDII showed spherical particles with a mean diameter of
~ 74 £ 14 nm under an electron microscope, and exhibited
superior transfection efficiency compared with non-targeted
LPDII. Another FR-targeted LPDII developed by Reddy et al.
871 comprised DNA-PLL complex and DOPE-cholesterol-
C-DOPE (an acid-labile lipid for pH triggered endosomal
release)/folate—-PEG-DOPE similarly exhibited efficient FR-
mediated gene transfer [87].

9.2 Folate receptor-targeted liposomes for delivery of
antisense oligodeoxyribonucleotides

Based on electrostatic interaction, negatively-charged anti-
sense oligodeoxyribonucleotides (ODNS) can also be encapsu-
lated into FR-targeted liposomes for selective delivery to
FR(+) tumour cells both in vitro and in vivo [39]. FR-targeted
cationic liposomes mediated the delivery of anti-HER-2 anti-
sense oligonucleotide (AS HER-2 ODN), and inhibited cell
growth and HER-2 expression [ss]. In vivo study also showed
prolonged stability in blood and increased uptake in tumours
[89]. In a separate report, FR-targeted liposomes have also been
evaluated as a carrier of antisense ODNSs against the epider-
mal growth factor receptor and shown improved efficacy rela-
tive to free- or non-targeted liposomal ODNS [10].

10. Expert opinion and conclusions

Many FR-targeted therapies have been evaluated both in vitro
and invivo and have consistently shown excellent tumour
cell-targeting properties. Radionuclide conjugates of folic acid
for imaging of ovarian and endometrial cancer have been eval-
uated clinically with promising initial results [4g1. However,
there have not yet been clinical studies evaluating therapeutic
potential of FR-targeted liposomes. Recent promising data on
FR-targeted liposomes in animal tumour models and similar

findings in studies on anti-HER2-immunoliposomes suggests
that targeted liposomes are potentially therapeutically supe-
rior to non-targeted liposomes, even though the effect of tar-
geting on overall tumour accumulation is usually moderate at
best due to the over-riding EPR effect [90]. These data, com-
bined with the many theoretical advantages of FR-targeting,
such as non-immunogenicity, Pgp avoidance, and available
methods of invivo upregulation, suggest FR-targeted lipo-
somes have great potential for future clinical applications.
Although FR-targeted liposomal delivery has consistently
produced satisfying results in vitro, fewer in vivo studies have
been reported so far. For solid tumours, studies seem to suggest
that, rather than increasing overall tumour localisation, ele-
vated cellular internalisation, bypassing of Pgp, and antiang-
iogenic effects might play critical roles for the superior efficacy
of targeted liposomes. In addition, there is great rationale for
exploring targeted liposomal delivery to leukaemias, due to the
relative accessibility of the target cells and the long circulating
properties of liposomal drug carriers. The clinical potential of
this delivery strategy has yet to be explored. As FR expression
in cancer and leukaemia patients is likely to be variable, effec-
tive targeting might benefit from co-administration of ATRA
(for FR-B upregulation in AMLs) and tamoxifen (for FR-o
upregulation in solid tumours). In addition, prescreening of
patients using serum FR assay and/or imaging using FR-tar-
geted radiopharmaceuticals might be necessary to determine
the potential benefit for targeted therapy. In addition to cancer
and leukaemia, FR is also overexpressed among activated mac-
rophages in rheumatoid arthritis, which constitutes another
potential disease target for FR-targeted liposomes. Further pre-
clinical and clinical studies are clearly warranted in order to
assess the potential role of FR-targeted liposomes in the
management of cancer, leukaemia and rheumatoid arthritis.

Acknowledgements

Supported in part by NIH RO1 grant CA95673 and Leukae-
mia and Lymphoma Society grant 6113-02 to R Lee.

Bibliography
Papers of special note have been highlighted as of
interest () to readers.

1.

General review of the recent work in
immunity. Ehrlich PA (Ed.), Pergamon
Press, London, UK (1956).

BANGHAM AD, STANDISH MM,
WATKINS JC: Diffusion of univalent ions
across the lamellae of swollen
phospholipids. J. Mol. Biol. (1965)
13(1):238-252.

GABIZON A, MARTIN F: Polyethylene
glycol-coated (pegylated) liposomal
doxorubicin. Rationale for use in solid

tumours. Drugs (1997)
54(Suppl. 4):S15-S21.

FELGNER PL, RINGOLD GM:
Cationic liposome-mediated transfection.
Nature (1989) 337(6205):387-388.

GAO X, HUANG L: A novel cationic
liposome reagent for efficient transfection of
mammalian cells. Biochem. Biophys. Res.
Commun. (1991) 179(1):280-285.

REDDY R, ZHOU F, HUANG L etal.:
pH sensitive liposomes provide an efficient
means of sensitizing target cells to class |
restricted CTL recognition of a soluble

protein. J. Immunol. Methods (1991)
141(2):157-163.

YATVIN MB, KREUTZ W,
HORWITZ BA, SHINITZKY M:
pH-sensitive liposomes — possible clinical
implications. Science (1980)
210(4475):1253-1254.

LOPES DE MENEZES DE,

PILARSKI LM, ALLEN TM: In vitro and
in vivo targeting of immunoliposomal
doxorubicin to human B-cell lymphoma.
Cancer Res. (1998) 58(15):3320-3330.

LESERMAN LD, MACHY P, BARBET UJ:
Cell-specific drug transfer from liposomes

14

Expert Opin. Drug Deliv. (2004) 1(1)



10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

bearing monoclonal antibodies.
Nature (1981) 293(5829):226-228.

WANG S, LEE RJ, CAUCHON G,
GORENSTEIN DG, LOW PS: Delivery of
antisense oligodeoxyribonucleotides against
the human epidermal growth factor receptor
into cultured KB cells with liposomes
conjugated to folate via polyethylene glycol.
Proc. Natl. Acad. Sci. USA (1995)
92(8):3318-3322.

SINGH M: Transferrin as a targeting ligand
for liposomes and anticancer drugs.
Curr. Pharm. Des. (1999) 5(6):443-451.

LEE RJ, LOW PS: Delivery of liposomes
into cultured KB cells via folate receptor-
mediated endocytosis. J. Biol. Chem. (1994)
269(5):3198-3204.

This classic study showed FR-targeted
liposomes can be internalised into

KB cells.

VOET D: Biochemistry (Vol. 1) Chapters
1-19. Donald Voet, Judith G, Voet JG (Eds)
Wiley, New York, USA (2003):1200.

SUDIMACK J, LEE RJ: Targeted drug
delivery via the folate receptor. Adv. Drug
Deliv. Rev. (2000) 41(2):147-162.

LU Y, LOW PS: Folate-mediated delivery of
macromolecular anticancer therapeutic
agents. Adv. Drug Deliv. Rev. (2002)
54(5):675-693.

An excellent complementary review to the
one presented here.

GOSSELIN MA, LEE RJ: Folate receptor-
targeted liposomes as vectors for therapeutic
agents. Biotechnol Ann. Rev. (2002)
8:103-131.

A detailed review of FR-targeted
liposomes.

GABIZON A, SHMEEDA H,
HOROWITZ AT, ZALIPSKY S: Tumor
cell targeting of liposome-entrapped drugs
with phospholipid-anchored folic acid-PEG
conjugates. Adv. Drug Deliv. Rev. (2004)
56(8):1177-1192.

An excellent review on FR-targeted
liposomes for chemotherapy.

LEAMON CP, REDDY JA: Folate-targeted
chemotherapy. Adv. Drug Deliv. Rev. (2004)
56(8):1127-1141.

ELWOOD PC: Molecular cloning and
characterization of the human folate-
binding protein cDNA from placenta and
malignant tissue culture (KB) cells. J. Biol.
Chem. (1989) 264(25):14893-14901.

LACEY SW, SANDERS JM,
ROTHBERG KG, ANDERSON RG,
KAMEN BA: Complementary DNA for

21.

22.

23.

24.

25.

26.

217.

28.

29.

the folate binding protein correctly predicts
anchoring to the membrane by glycosyl-
phosphatidylinositol. J. Clin. Invest. (1989)
84(2):715-720.

RATNAM M, MARQUARDT H,
DUHRING JL, FREISHEIM JH:
Homologous membrane folate binding
proteins in human placenta: cloning and
sequence of a cDNA. Biochemistry (1989)
28(20):8249-8254.

ANTONY AC: Folate receptors.
Ann. Rev Nutr. (1996) 16:501-521.

SHEN F, WU M, ROSS JF, MILLER D,
RATNAM M: Folate receptor type gamma
is primarily a secretory protein due to lack
of an efficient signal for
glycosylphosphatidylinositol modification:
protein characterization and cell type
specificity. Biochemistry (1995)
34(16):5660-5665.

SHEN F, ROSS JF, WANG X,
RATNAM M: Identification of a novel
folate receptor, a truncated receptor, and
receptor type beta in haematopoietic cells:
cDNA cloning, expression,
immunoreactivity, and tissue specificity.
Biochemistry (1994) 33(5):1209-1215.

MAZIARZ KM, MONACO HL, SHEN F,
RATNAM M: Complete mapping of
divergent amino acids responsible for
differential ligand binding of folate
receptors alpha and beta. J. Biol. Chem.
(1999) 274(16):11086-11091.

WANG X, SHEN F, FREISHEIM JH,
GENTRY LE, RATNAM M: Differential
stereospecificities and affinities of folate
receptor isoforms for folate compounds and
antifolates. Biochem. Pharmacol. (1992)
44(9):1898-1901.

SHEN F, ZHENG X, WANG J,
RATNAM M: Identification of amino acid
residues that determine the differential
ligand specificities of folate receptors alpha
and beta. Biochemistry (1997)
36(20):6157-6163.

GARIN-CHESA P, CAMPBELL |,
SAIGO PE et al.: Trophoblast and ovarian
cancer antigen LK26. Sensitivity and
specificity in immunopathology and
molecular identification as a folate-binding
protein. Am. J. Pathol. (1993)
142(2):557-567.

ROSS JF, WANG H, BEHM FG et al.:
Folate receptor type beta is a neutrophilic
lineage marker and is differentially
expressed in myeloid leukemia.

Cancer (1999) 85(2):348-357.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

Pan & Lee

ROSS JF, CHAUDHURI PK,

RATNAM M: Differential regulation of
folate receptor isoforms in normal and
malignant tissues in vivo and in established
cell lines. Physiologic and clinical
implications. Cancer (1994)
73(9):2432-2443.

WEITMAN SD, WEINBERG AG,
CONEY LRet al.: Cellular localization of
the folate receptor: potential role in drug
toxicity and folate homeostasis.

Cancer Res. (1992) 52(23):6708-6711.

WU M, GUNNING W, RATNAM M:
Expression of folate receptor type alpha in
relation to cell type, malignancy, and
differentiation in ovary, uterus, and cervix.
Cancer Epidemiol. Biomarkers Prev. (1999)
8(9):775-782.

WEITMAN SD, LARK RH, CONEY LR
et al.: Distribution of the folate receptor
GP38 in normal and malignant cell lines
and tissues. Cancer Res. (1992)
52(12):3396-3401.

NAKASHIMA-MATSUSHITA N,
HOMMAT, YU S et al.: Selective
expression of folate receptor beta and its
possible role in methotrexate transport in
synovial macrophages from patients with
rheumatoid arthritis. Arthritis Rheum.
(1999) 42(8):1609-1616.

PAN XQ, ZHENG X, SHI G et al.:
Strategy for the treatment of acute
myelogenous leukemia based on folate
receptor beta-targeted liposomal
doxorubicin combined with receptor
induction using all-trans retinoic acid.
Blood (2002) 100(2):594-602.

The first evaluation of FR-targeted
liposome for AML treatment.

CORROCHER R, BAMBARA LM,
PACHOR ML et al.: Serum folate binding
capacity in leukemias, liver diseases and
pregnancy. Acta Haematol. (1979)
61(4):203-208.

GUO W, HINKLE GH, LEE RJ:
99mTc-HYNIC-folate: a novel receptor-
based targeted radiopharmaceutical for
tumor imaging. J. Nucl. Med. (1999)
40(9):1563-1569.

LEAMON CP, PASTAN I, LOW PS:
Cytotoxicity of folate-Pseudomonas exotoxin
conjugates toward tumor cells.
Contribution of translocation domain.

J. Biol. Chem. (1993)
268(33):24847-24854.

LEAMON CP, COOPER SR,
HARDEE GE: Folate-liposome-mediated
antisense oligodeoxynucleotide targeting to

Expert Opin. Drug Deliv. (2004) 1(1)

15



Tumour-selective drug delivery via folate receptor-targeted liposomes

cancer cells: evaluation in vitro and in vivo. mediated endocytosis. Biochim. Biophys. 62. SADAVA D, COLEMAN A, KANE SE:
Bioconjug. Chem. (2003) 14(4):738-747. Acta (1996) 1312(3):237-242. Liposomal daunorubicin overcomes drug

40. LU JY, LOWE DA, KENNEDY MD, 51 RIINBOUTT S, JANSEN G, resistance in human breast, ovarian and lung
LOW PS: Folate-targeted enzyme prodrug POSTHUMA G et al.: Endocytosis of carcinoma cells. J. Liposome Res. (2002)
cancer therapy utilizing penicillin-V GPI-linked membrane folate receptor- 12(4):301-309.
amidase and a doxorubicin prodrug. alpha. J. Cell Biol. (1996) 132(1-2):35-47. 63. GOREN D, HOROWITZ AT,

J. Drug Target. (1999) 7(1):43-53. 52. CHRISTENSEN EI, BIRN H, TZEMACH D et al.: Nuclear delivery of

41. KRANZ DM, PATRICK TA, BRIGLE KE, VERROUST P MOESTRUP SK: doxorubicin via folate-targeted liposomes
SPINELLA MJ, ROY EJ: Conjugates of Membrane receptors for endocytosis in the with bypass of multidrug-resistance efflux
folate and anti-T-cell-receptor antibodies renal proximal tubule. Int. Rev. Cytol. pump. Clin. Cancer Res. (2000)
specifically target folate-receptor-positive (1998) 180:237-284. 6(5)_:1949'1957' )
tumor cells for lysis. Proc. Natl. Acad. Sci. 53. SAUL JM, ANNAPRAGADA A, *  Indicates that FR—targeFed liposomes

42. KONDA SD, AREF M, WANG S, Controlled targeting of liposomal effiux pump.

BRECHBIEL M, WIENER EC: Specific doxorubicin via the folate receptor in vitro. 64.  GABER MH: Modulation of doxorubicin
targeting of folate-dendrimer MRI contrast J. Control. Release (2003) 92(1-2):49-67. resistance_in muItidrug—re':sistanc'e cells by
agents to the high affinity folate receptor 54. LEE RJ, LOW PS: Folate-mediated tumor targeted Ilpt?somes.comblned Wlth
expressed in ovarian tumor xenografts. cell targeting of liposome-entrapped hyperthermla. J. Blthem. Mol. Biol.
Magma (2001) 12(2-3):104-113. doxorubicin in vitro. Biochim. Biophys. Acta Biophys. (2002) 6(5):309-314.

43, MOON WK, LIN Y, O’'LOUGHLIN T (1995) 1233(2):134-144. 65. PAN XQ, WANG H, LEE RJ: Antitumor
¢t al.; Enhanced tumor detection using a 5. GUOWJ, LEE T SUDIMACK J, LEE RJ: activity 9f Tolfite receptor—targt.eted Ilposorpal
folate receptor-targeted near-infrared Receptor-specific delivery of liposomes via doxorubicin in a KB oral carcinoma murine
fluorochrome conjugate. Bioconjug. Chem. folate-PEG-Choll. J. Liposome Res. (2000) xenog.raft model. Pharm. Res. (2003)
(2003) 14(3):539-545. 10(2-3):179-195. 20(3):417-422.

44, SHUKLAS, WU G, CHATTERJEE M 56, GABIZON A, HOROWITZ AT 66.  GABIZON A, HOROWITZ AT,
et al.: Synthesis and biological evaluation of GOREN D et al.: Targeting folate receptor GOREN D etal.: In vivo fate' of folate—'
folate receptor-targeted boronated PAMAM with folate linked to extremities of targeted pol_yethy!ene—gI.yCOI liposomes in
dendrimers as potential agents for neutron poly(ethylene glycol)-grafted liposomes: tumor—bearlng mice. Clin. Cancer Res.
capture therapy. Bioconjug. Chem. (2003) in vitro studies. Bioconjug. Chem. (1999) (2003) 9(17):6551-6559.
14(1):158-167. 10(2):289-298. 67. JAIN RK: Delivery of molecular medicine

45. LUY, LOW PS: Folate targeting of haptens 57. UDIMACK JJ, GUO W, TJARKS W, FO SOI_id tumors: lessons _from in vivo '
to cancer cell surfaces mediates LEE RJ: A novel pH-sensitive liposome imaging of gene expression and fgnctlon.
immunotherapy of syngeneic murine formulation containing oleyl alcohol. J. Control. Release (2001) 74(1-3):7-25.
tumors. Cancer Immunol. Immunother. Biochim. Biophys. Acta (2002) 68. STRAUBINGER RM, ARNOLD RD,
(2002) 51(3):153-162. 1564(1)31-37. ZHOU R, MAZURCHUK R, SLACK JE:

46. LEE RJ, HUANG L: Folate-targeted, 58, QUALLS MM, THOMPSON DH: Antivascular an'd antitumor act.ivities of
anionic liposome-entrapped polylysine- Chloroaluminum phthalocyanine Ilposome—assocllated drugs. Anticancer Res.
condensed DNA for tumor cell-specific tetrasulfonate delivered via acid-labile (2004) 24(2A):397-404.
gene transfer. J. Biol. Chem. (1996) diplasmenylcholine-folate liposomes: 69. ZHOU R, MAZURCHUKR,
271(14):8481-8487. intracellular localization and synergistic STRAUBINGER RM: Antivasculature

47.  OYEWUMI MO, MUMPER R: Influence phototoxicity. Int. J. Cancer (2001) effects of doxorubicin-containing liposomes
of formulation parameters on gadolinium 93(3):384-392. in an intracranial rat brain tumor model.
entrapment and tumor cell uptake using 59. GOTTESMAN MM, FOJO T, BATES SE: Cancer Bes. (2002_) 62(9):2561-2566.
folate-coated nanoparticles. Int. J. Pharm. Multidrug resistance in cancer: role of I?valuanon of antivascular effects of
(2003) 251(1-2):85-97. ATP-dependent transporters, liposomal chemotherapy drug.

48, LEAMON CP, LOW PS: Folate-mediated Nat. Rev. Cancer (2002) 2(1):48-58, 70. CARMELIET P JAIN RK: Angiogenesis in
targeting: from diagnostics to drug and gene 60. MICHIELI M, DAMIANI D, cancer and other diseases. Nature (2000)
delivery. Drug Discov. Today (2001) ERMACORA A et al.: Liposome- 407(6801):249'257- ) )
6(1):44-51. encapsulated daunorubicin for PGP-related Exc?IIent refwew addressing pathological

49. LEAMON CP, LOW PS: Delivery of multidrug resistance. Br. J. Haematol. anglogenesis.
macromolecules into living cells: a method (1999) 106(1):92-99. 7. HELMLINGER G, ENDO M,
that exploits folate receptor endocytosis. 61. RAHMAN A, HUSAIN SR, SlDDlQUl ] FERRARA N, HLATKY L, JAIN RK:
Proc. Natl. Acad. Sci. USA (1991) et al. Liposome-mediated modulation of Formation of endothelial f:ell networks.
88(13):5572-5576. multidrug resistance in human HI-60 Nature (2000) 405(6783):139-141.

50. LEE RJ, WANG S, LOW PS: Measurement leukemia-cells. J. Natl. Cancer Inst. (1992) 72. HANAHAN D, FOLKMAN I Patterns
of endosome pH following folate receptor- 84(24):1909-1915. and emerging mechanisms of the angiogenic

16 Expert Opin. Drug Deliv. (2004) 1(1)



73.

74.

75.

76.

7.

78.

switch during tumorigenesis.
Cell (1996) 86(3):353-364.

HOLASH J, MAISONPIERRE PC,
COMPTON D et al.: Vessel cooption,
regression, and growth in tumors mediated
by angiopoietins and VEGF.

Science (1999) 284(5422):1994-1998.

FOLKMAN J: Angiogenesis and apoptosis.
Semin. Cancer Biol. (2003) 13(2):159-167.

RATNAM M, HAO H, ZHENG Xetal.:
Receptor induction and targeted drug
delivery: a new antileukaemia strategy.
Expert Opin. Biol. Ther. (2003)
3(4):563-574.

A thorough review of FR-targeted
liposomes for AML treatment.

WANG H, ZHENG X, BEHM FG,
RATNAM M: Differentiation-independent
retinoid induction of folate receptor type
beta, a potential tumor target in myeloid
leukemia. Blood (2000) 96(10):3529-3536.

FELGNER PL, GADEK TR, HOLM M
et al.: Lipofection: a highly efficient, lipid-
mediated DNA-transfection procedure.
Proc. Natl. Acad. Sci. USA (1987)
84(21):7413-7417.

GAO X, HUANG L. Potentiation of
cationic liposome-mediated gene delivery
by polycations. Biochemistry (1996)
35(3):1027-1036.

79.

80.

81.

82.

83.

84.

85.

86.

GAO X, HUANG L: Cationic liposome-
mediated gene transfer. Gene Ther. (1995)
2(10):710-722.

LEE RJ, HUANG L: Lipidic vector systems
for gene transfer. Crit. Rev. Ther. Drug
Carrier Syst. (1997) 14(2):173-206.

CHIU S-J, NI J, LEE RJ: Targeted gene
delivery via the folate receptor, Chapter 33.
In: Polymeric gene delivery: principles and
applications. Amiji M (Ed.), CRC Press
(2003):523-535.

WANG S, LOW PS: Folate-mediated
targeting of antineoplastic drugs, imaging
agents, and nucleic acids to cancer cells.
J. Control. Release (1998) 53(1-3):39-48.

REDDY JA, LOW PS: Folate-mediated
targeting of therapeutic and imaging agents
to cancers. Crit. Rev. Ther. Drug Carrier Syst.
(1998) 15(6):587-627.

HOFLAND HE, MASSON C, IGINLA S
et al.: Folate-targeted gene transfer in vivo.
Mol. Ther. (2002) 5(6):739-744.

XU L, PIROLLO KF, CHANG EH:
Tumor-targeted p53-gene therapy enhances
the efficacy of conventional chemo/
radiotherapy. J. Control. Release (2001)
74(1-3):115-128.

REDDY JA, ABBURI C, HOFLAND H
et al.: Folate-targeted, cationic liposome-
mediated gene transfer into disseminated

87.

88.

89.

90.

Pan & Lee

peritoneal tumors. Gene Ther. (2002)
9(22):1542-1550.

REDDY JA, LOW PS: Enhanced folate
receptor mediated gene therapy using a
novel pH-sensitive lipid formulation.

J. Control Release (2000) 64(1-3):27-37.

RAIT AS, PIROLLO KF, ULICK D,
CULLEN K, CHANG EH: HER-2-
targeted antisense oligonucleotide results in
sensitization of head and neck cancer cells
to chemotherapeutic agents.

Ann. NY Acad. Sci. (2003) 1002:78-89.

RAIT AS, PIROLLO KF, XIANG L,
ULICK D, CHANG EH: Tumor-targeting,
systemically delivered antisense HER-2
chemosensitizes human breast cancer
xenografts irrespective of HER-2 levels.
Mol. Med. (2002) 8(8):475-486.

PARK JW, HONG K, KIRPOTIN DB,
PAPAHADJOPOULOS D, BENZ CC:
Immunoliposomes for cancer treatment.
Adv. Pharmacol. (1997) 40:399-435.

Affiliation

Xiaogang Pan MS & Robert J Lee PhDT
TAuthor for correspondence

Division of Pharmaceutics, College of Pharmacy
and Comprehensive Cancer Center, The Ohio
State University, 500 W. 12th Avenue,
Columbus, OH 43210, USA

Tel: +1 614 292 4172; Fax: +1 614 292 7766;
E-mail: lee.1339@osu.edu

Expert Opin. Drug Deliv. (2004) 1(1)

17



	1. Introduction
	2. Folate receptor expression and distribution
	3. Folate as a tumour-targeting ligand
	4. Folate receptor-targeted liposomes
	5. Folate receptor-targeted liposomes for delivery to FR(+) cancer cells in�vitro
	6. Folate receptor-targeted liposomal delivery bypasses multi-drug resistance
	7. Folate receptor-targeted liposomal delivery to solid tumour
	7.1 EPR effect and intratumoural drug distribution
	7.2 Potential role of antiangiogenic effect in targeted liposomal drug delivery

	8. Folate receptor liposomal delivery to leukaemia
	9. Folate receptor-targeted liposomes for gene and oligodeoxyribonucleotide delivery
	9.1 Folate receptor-targeted liposomes for delivery of plasmid DNA
	9.2 Folate receptor-targeted liposomes for delivery of antisense oligodeoxyribonucleotides

	10. Expert opinion and conclusions
	Acknowledgements

