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ABSTRACT: Chronic myeloid leukemia (CML) is triggered
by the BCR-ABL oncogene. Imatinib is the first-line treat-
ment of CML; however imatinib resistance and intolerance
have been detected in many patients. Therefore, new ther-
apeutic approaches are required. The present work aimed at
the development and application of transferrin receptor
(TrfR) targeted liposomes co-encapsulating anti-BCR-ABL
siRNA and imatinib at different molar ratios. The encapsu-
lation yields and drug loading of each molecule was eval-
uated. Anti-leukemia activity of the developed formulations
co-encapsulating siRNA and imatinib and of the combina-
tion of Trf-liposomes carrying siRNA and free imatinib
under two different treatment schedules of pre-sensitization
was assessed. The results obtained demonstrate that the
presence of imatinib significantly decreases the encapsula-
tion yields of siRNA, whereas imatinib encapsulation yields
are increased by the presence of siRNA. Cytotoxicity assays
demonstrate that the formulations co-encapsulating siRNA
and imatinib promote a 3.84-fold reduction on the
imatinib IC5y (from 3.49 to 0.91 wM), whereas a 8.71-fold
reduction was observed for the pre-sensitization protocols
(from 42.7 to 4.9nM). It was also observed that the for-
mulations with higher siRNA to imatinib molar ratios
promote higher cell toxicity. Thus, the present work
describes a novel triple targeting strategy with one single
system: cellular targeting (through the targeting ligand,
transferrin) and molecular targeting at the BCR-ABL mRNA
and Bcr-Abl protein level.
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Introduction

Chronic myeloid leukemia (CML) is a malignant myeloid
disease triggered by the BCR-ABL oncogene, which encodes
the constitutively active tyrosine kinase Bcr-Abl protein, this
being responsible for the malignant transformation in the
disease (Goldman, 2004; Pasternak et al., 1998; Savona and
Talpaz, 2008).

Imatinib mesylate revolutionized the treatment of CML,
because this drug effectively blocks Bcr-Abl activity and its
oncogenic activity (Savage and Antman, 2002; Walz and
Sattler, 2006). However, either imatinib or the second
generation inhibitors of Ber-Abl (dasatinib and nilotinib)
are not able to overcome all kinds of drug resistance and to
completely eradicate the disease (Deininger, 2007; Shah,
2005).

Therefore, the combination of different strategies directed
to Bcr-Abl oncoprotein emerges as a therapeutically
promising approach to overcome resistance phenomena.
The rationale to the use of drug combinations for cancer
treatment is based on the heterogeneity of tumor cells and
consequently on differences in tumor cell responses to
individual drugs (Saxon et al., 1999; Zoli et al., 2001). One
significant approach of combined strategies to achieve a
more effective treatment for drug-sensitive or drug-resistant
leukemia cells is to combine imatinib with gene silencing
tools, such as siRNA targeting the oncogene BCR-ABL.
However, the antitumor activity of drug combinations can
be significantly dependent on the molar ratio of the
combined drugs. In fact, for the same drug combination
some ratios can be synergistic, whereas other ratios can be
additive or even antagonistic, which highlights the need to
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control drug ratios being exposed to tumor cells (Mayer
et al., 2006; Tardi et al., 2007).

In in vitro cell culture systems, ratios of drug
combinations exposed to tumor cells can be tightly
controlled. This is something that upon systemic admin-
istration is extremely difficult to achieve, due to different
pharmacokinetic profile of each one of the drugs entering
the combination. Under the circumstances, tumor cells are
therefore exposed to sub-optimal drug ratios with a
concomitant loss in therapeutic activity (Mayer et al., 2006;
Tardi et al., 2007). Such problem can be overcome upon
encapsulation of the drug combination into a delivery
system, like PEGylated liposomes, able to maintain the
drug ratio from the site of administration until it reaches
the tumor cells.

Small interfering RNA (siRNA) are short double stranded
RNA molecules, usually with 21-23 nucleotides in each
strand, that trigger the cleavage of target mRNA (Dykxhoorn
et al., 2003, 2006; Huang et al., 2008; Kumar and Clarke,
2007). Nevertheless, there are many obstacles to the
therapeutic use of siRNA, such as enzymatic degradation
(Dykxhoorn et al.,, 2006; Kawakami and Hashida, 2007;
Zhang et al., 2006), low cellular uptake (Akhtar and Benter,
2007; Kawakami and Hashida, 2007; Zhang et al., 2006) and
rapid renal excretion (Dykxhoorn et al., 2006; Kawakami
and Hashida, 2007), features that are responsible for their
poor in vivo pharmacokinetic properties. The use of
engineered liposomes to carry siRNA allows to protect
the nucleic acids from the degradation mediated by
nucleases, to achieve sustained plasma concentrations and
to promote targeted delivery of the nucleic acids into tumor
cells.

Hydrophilic polymers such as polyethylene glycol (PEG)
are introduced in the liposome membrane to reduce their
aggregation, opsonization and uptake by macrophages of
the mononuclear phagocytic system, allowing the enhance-
ment of circulation times in the blood stream and
consequently improving pharmacokinetic features
(Immordino et al., 2006; Romberg et al., 2008; Ryan
et al., 2008).

The cell surface transferrin receptor (TrfR) has been
explored as a target to deliver liposomes into cancer cells
(Chiu et al., 2006; Visser et al., 2005), due to its
overexpression on tumor cells (Daniels et al., 2006a,b;
Li and Qian, 2002), accessibility on the cell surface,
and constitutive endocytosis (Daniels et al., 2006a).
Transferrin (Trf), an 80kDa glycoprotein, is the natural
ligand for this TrfR (Daniels et al., 2006a; Ponka and Lok,
1999).

Thus, the present work aimed at developing sterically
stabilized liposomes targeted to the TrfR and co-encapsulat-
ing imatinib and siRNA designed to specifically silence
the BCR-ABL oncogene. The potential therapeutic advan-
tages achieved with the new formulations co-encapsulating
imatinib and siRNA as well as pre-sensitization of tumor
cells with imatinib followed by targeted gene silencing, were
also evaluated.

For this purpose, different ratios of siRNA/imatinib were
tested and their effect on the encapsulation yield of each
molecule was evaluated. In parallel, the anti-leukemia
activity of the different formulations encapsulating siRNA
and imatinib at different ratios and of the combination
of Trf-liposomes carrying siRNA and free imatinib under
two different treatment schedules of pre-sensitization was
also assessed in imatinib-resistant or -sensitive leukemia
cells.

Materials and Methods

Chemicals

Cholesterol (Chol) was obtained from Sigma (St. Louis,
MO), all the other lipids N-palmitoyl-sphingosine-1-
[succinyl(methoxypolyethylene  glycol)  2000] (Cie
mPEG;go ceramide); 1,2-distearoyl-sn-glycero-3-phospha-
tidylcholine (DSPC);1,2-dioleoyl-3-dimethylammonium-
propane (DODAP); 1,2-distearoyl-sn-glycero-3-phosphati-
dylethanolamine-N-[maleimide (polyethylene glycol)2000]
ammonium salt (DSPE-PEG-MAL) were obtained from
Avanti Polar Lipids (Alabaster, AL). Human holo-transfer-
rin (Trf) was purchased from Sigma. Anti-BCR-ABL siRNA
was purchased from Dharmacon RNA Technologies
(Lafayette, CO), the antisense sequence is the following
5 AAGGGCUUUUGAACUCUGCATAT?’, the complemen-
tary sense strands exhibit dTdT overhangs. Imatinib
mesylate  (Glivec™), kindly provided by Novartis
Pharmaceuticals (Basel, Switzerland) was dissolved in water
and stored at —20°C. All the other chemicals were obtained
from Sigma unless stated otherwise.

Preparation of Trf-Coupled PEG,0-DSPE Micelles

Coupling of Trf to PEG,ppo-DSPE micelles was performed
accordingly to Ishida et al. (1999). Briefly, Trf protein was
modified with the addition of thiol groups through reaction
with 2-iminothiolane hydrochloride (2-IT). For this
purpose, Trf and 2-IT freshly dissolved in HEPES buffer
(20 mM HEPES, 145mM NaCl, pH 8) were mixed in a
protein/2-IT molar ratio of 1:10 and gently stirred for 1 h, in
the dark at room temperature.

A lipid film of DSPE-PEG-MAL was prepared by solvent
evaporation under a mild stream of N, and further dried
under vacuum for 2h. This dried lipid film was then
hydrated with MES buffer (20 mM HEPES, 20 mM MES, pH
6.5), at a concentration above 2.3 wM, the critical micellar
concentration of the lipid (Ishida et al., 1999). Micelles were
formed by strong vortex followed by 15s heating in a water
bath at 38°C, followed by a second vortex shaking. Then,
the freshly thiolated protein was coupled to the freshly
prepared DSPE-PEG-MAL micelles by a thioesther linkage
(protein to micelles molar ratio of 1:1). The coupling
reaction was performed overnight, in the dark at room
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temperature with gentle stirring. The remaining free MAL
groups in the micelles were quenched by the addition of
B mercaptoethanol at a maleimide: 3 mercaptoethanol
molar ratio of 1:5, under stirring for 30 min at room
temperature.

Encapsulation of siRNA Into Liposomes

A solution containing 13 pmol of total lipid composed of
Chol/DSPC/DODAP/mPEG 2000C,;¢Ceramide (45:22:25:8,
mol%) in 200 wL of absolute ethanol, and a solution of
0.041 pmol of siRNA in 300 L of 20 mM citrate buffer, pH
4, were heated at 60°C. The lipids were then slowly added
under strong vortex to the siRNA solution. In some
experiments, empty liposomes were used. In this case, lipids
were added to 300l of citrate buffer under similar
conditions as those used for siRNA-encapsulating liposomes
preparation. Upon their formation the liposomes were
extruded, 21 times, in a LipoFast mini extruder (Lipofast,
Avestin, Toronto, Canada) through 100nm diameter
polycarbonate filters (Avestin, Toronto, Canada). Then, a
dialysis was performed in HBS, pH 7.4, through regenerated
cellulose tubular membrane with MWCO 6000-8000 (Cellu
Sep T2, Membrane Filtration Products, Inc., Seguin, TX)
during 3 h at room temperature to remove ethanol and raise
the external pH. Subsequently, the total lipid concentration
was assessed by cholesterol quantification. For this purpose,
samples were added to absolute ethanol (1:6, v/v) and
Infinity™ Cholesterol Liquid Stable Reagent (Thermo
Electron, Melbourne, Australia). Absorbance was measured
at 500 nm in a spectrophotometer and the concentration
assessed against a cholesterol standard curve. The choles-
terol quantification allowed the determination of the total
lipid that remained at this stage and consequently the
determination of the amount of imatinib and micelles to be
added.

Encapsulation of Imatinib in siRNA-Containing
Liposomes and Post-Insertion of Trf at the Liposome
Surface

Immediately after the dialysis of the liposomes containing
siRNA (performed as described previously), imatinib was
encapsulated into the liposomes, by addition of imatinib to
the siRNA-containing liposomes at different imatinib/total
lipid molar ratios (1:3, 1:8, 1:16, 1:32, 1:42; initial imatinib/
total lipid) and incubation for 1h, at 60°C, in a water bath.
The liposomes were then allowed to reach the room
temperature and 4mol% of Trf-micelles was added and
incubated for 17 h, at 38°C, in a water bath under dark.

Purification of Liposomes

After incubation with micelles, Trf-liposomes were purified
by size exclusion chromatography on a Sepharose CL-4B
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column, using HBS, pH 7.4, as running buffer to remove
external siRNA and imatinib as well as chemical reagents
used during the liposomal preparation.

SiRNA Quantification

The amount of siRNA entrapped inside liposomes was
assessed by the Quant-iT RiboGreen RNA Assay (Molecular
Probes, Invitrogen, Karlsruhe, Germany) against a siRNA
standard curve. Liposomes were dissolved upon addition of
0.6 mM of octaethylene glycol monododecyl ether (C;,Eg)
and the RiboGreen fluorescence (Ao 485nm, Ao, 530 nm,
cut off 515nm) was measured using a Spectra Max Gemini
EM plate reader fluorimeter (Molecular Devices, Sunnyvale,
CA).

Imatinib Quantification

The method for imatinib quantification was developed by
adaptation of the Dharmacon RNA Technologies protocol
for siRNA precipitation. In microfuge tubes, 0.1 pmol of
total lipid was added to the precipitation reagent (400 pL
destilled water, 40 p.L of 10 M ammonium acetate, pH 7 and
1.5mL absolute ethanol) up to 800 wL, samples were then
submitted to 30 s of strong vortex and transferred to —80°C/
2h or —20°C/overnight. Subsequently, frozen samples were
slightly thawed at room temperature and centrifuged at
18,000¢ for 20min at 4°C. Imatinib concentration was
determined in the supernatant by measuring the absorbance
at 259nm against a standard curve of imatinib. This
quantification method was optimized to eliminate any
interference by the other components of the formulation.

Cell Lines

Two human chronic myeloid leukemia cell lines in blast
crisis, positive for BCR-ABL oncogene, with the b3a2
translocation (K562 and LAMA-84 cells) purchased from
DSMZ (Braunschweig, Germany) were maintained in
culture at 37°C, 5% CO, under humidified atmosphere
in RPMI-1640 medium supplemented with 10% (v/v) heat-
inactivated fetal bovine serum (FBS) (Gibco, Invitrogen,
Carlsbad, CA), penicillin (100 U/mL), and streptomycin
(100 pg/mL) (Cambrex, East Rutherford, NJ).

Development of Imatinib-Resistant Cell Line

K562 cells maintained in culture as previously described,
were incubated with increasing concentrations of imatinib,
starting at 0.05 M and with 0.05 M increments every
4 days of culture, until cells acquired the ability to grow at
1 wM. At this time point, drug resistance was assessed and
cells were designated as IRK562. The new cell line was
maintained continuously in culture in the presence of 1 puM



of imatinib and was washed with drug-free medium before
all experimental procedures.

Cell Transfection

K562 and LAMA-84 cells (20,000 cells/well) and IRK562
cells (25,000 cells/well) in RPMI-1640 culture medium
supplemented with 10% FBS and antibiotics were seeded
in 96-round well plates. Cells were transfected with Trf-
associated liposomes co-encapsulating siRNA and imatinib
at different molar ratios at 37°C for 4 h. After incubation
with liposomes, the medium was replaced with fresh
medium and cells further incubated for 44 h. Concerning to
the pre-sensitization assays, LAMA-84 cells were seeded as
previously described and treated with two different
combination schedules of different concentrations of free
imatinib with 1 wM of anti-BCR-ABL siRNA encapsulated
in Trf-coupled liposomes: (i) cells were treated for 48 h with
different concentrations of free imatinib, imatinib was
removed and 1 wM of anti-BCR-ABL siRNA encapsulated
in Trf-coupled liposomes was added to cells and the
resulting suspension was transferred to 48-well plates; after
4 h of incubation, 800 wL of culture medium was added to
each well and cells were kept in culture for 44h (free
imatinib — encaps siRNA), (ii) cells were treated for 4h
with anti-BCR-ABL siRNA encapsulated in Trf-coupled
liposomes, siRNA was removed and cells were kept in
culture for 44 h; different concentrations of free imatinib
were further added to cells and the resulting suspension was
transferred to 48-well plates and kept incubating for 48 h
(encaps siRNA — free imatinib).

Cell Viability

Cell viability was evaluated by the resazurin reduction assay
(O’Brien et al., 2000). The assay measures the chemical
reduction of the resazurin dye resulting from cellular
metabolic activity, and allows the determination of viability
over the culture period without harming the cells. Briefly,
the culture medium was replaced with 10% (v/v) resazurin
dye in RPMI-1640 medium without serum and antibiotics,
which was added to each well. After 2.5h of incubation at
37°C, the absorbance at 540 nm (reduced form) and 630 nm
(oxidized form) was measured in a microplate reader
Multiskan Ex (Thermo Labsystems, Vantaa, Finland). Cell
viability was calculated as percentage of control cells using
the equation:

(Asgo — Ag3p)treated cells x 100)
(Asa0 — Ag3o)control cells

Assessment of Imatinib IC5, and DRI

The required drug concentration to promote reduction of
50% in cell viability (ICs,) and dose reduction index (DRI),

which is the magnitude of dose reduction allowed for a drug
when given in a drug combination (ICsy of the drug when
administered alone/ICsy of the drug when administered
in the combination) were assessed. For ICs, determination
non-linear curve fit assuming sigmoidal dose-response was
performed.

Statistical Analysis

All data are presented as mean =+ standard deviation (SD),
and are the result of at least three independent experiments.
One Way ANOVA analysis of variance combined with
Tukey post-test was used for multiple comparisons.
Statistical differences are presented at probability levels of
P>0.05, P<0.05, P<0.01, and P <0.001.

Results

Evaluation of the Co-Encapsulation Yields of Imatinib
and siRNA in Trf-Liposomes

In this work, Trf-coupled sterically stabilized liposomes co-
encapsulating imatinib and anti-BCR-ABL siRNA in
different molar ratios were engineered by modification of
the liposome preparation technique developed previously by
Mendonca et al. (2010). Thus, after the encapsulation of
siRNA in SNALP liposomes, a transmembrane pH gradient
between the aqueous content of the liposome (citrate
buffer, pH 4) and the external liposome milieu (HBS, pH
7.4) was generated, this being the driving force for the active
encapsulation of the imatinib. Trf-PEG-DSPE conjugates
were then inserted onto the liposomes by the post-insertion
method. Using this methodology, the effect of imatinib on
siRNA encapsulation yields (and vice versa) was assessed
upon incubation with different imatinib/lipid ratios (1:3;
1:8; 1:16; 1:32; 1:42). As illustrated in Figure 1A, the
encapsulation yields of imatinib increased with decreasing of
imatinib/total lipid ratios, being 11.88 £2.09% for the 1:3
ratio and of 19.8 £ 2.32% for the 1:8 ratio. For ratios above
1:16, the encapsulation yields were very similar, being
around 25%. For ratios exhibiting the same yield, the higher
loading of imatinib was obtained with increasing imatinib/
lipid ratios (i.e., 1:16 > 1:32 > 1:42) (Table I). It is inte-
resting to notice that the presence of siRNA significantly
enhances the imatinib encapsulation yields. As can be
observed at the ratio of 1:8, the encapsulation yields of
imatinib increased from 5.96 &+ 2.39%, in liposomes without
siRNA, to 19.80 + 2.32% when imatinib is co-encapsulated
with siRNA.

As can be observed in Figure 1B, the siRNA encapsulation
yield was significantly affected by the presence of imatinib,
namely by the imatinib/total lipid ratio used in the co-
encapsulation process. Thus, the formulations prepared
with higher amounts of imatinib (higher imatinib/total lipid
ratios, e.g., 1:3) resulted in lower siRNA encapsulation
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Figure 1. Encapsulation yields of imatinib and siRNA and siRNA/imatinib molar
ratio in Trf-liposomes co-encapsulating both molecules. Imatinib was incubated with
SNALP liposomes loaded with anti-BCR-ABL siRNA under different imatinib/total lipid
molar ratios (1:3; 1:5; 1:8; 1:16; 1:32; 1:42), as described in the Materials and Methods
Section. In addition, imatinib was incubated with Trf-liposomes without siRNA at 1:8
imatinib/total lipid ratio [referenced in the figure as 1.8 (imat)]. After liposome
purification, the final siRNA and imatinib were quantified and the encapsulation yield
of imatinib (A) and of siRNA (B) as well as the siRNA/imatinib molar ratio (C) were
assessed. No symbol P>0.05 *P<0.05; “P<0.01; and “*P<0.001 when the
comparison was established with the 1:3 formulation or between the conditions
indicated by the lines (A and B) or with the 1:16 formulation (C).

yields, as compared to the formulations prepared with lower
amounts of imatinib (lower imatinib/total lipid ratios, e.g.,
1:42). Our previous results (Mendonca et al., 2010), clearly
indicate that when siRNA is encapsulated alone, under the
same conditions as those in this co-encapsulating process,

Table I. Imatinib and siRNA loading parameters of Trf-liposomes
co-encapsulating both molecules.

siRNA
(nmol/pmol TL)

Imatinib

Imatinib/total lipid ratio (nmol/pmol TL)

1:16 2091+7.0 3.19+1.49
1:32 9.70 £ 4.42 3.38+1.54
1:42 5.99+0.82 3.90 £2.02

Trf-liposomes co-encapsulating imatinib and siRNA were formulated
from three different imatinib/total lipid initial ratios (1:16; 1:32; 1:42) and
the loading of each one of the encapsulated molecules (imatinib and siRNA)
was assessed as described in the Materials and Methods Section. TL, total
lipid.
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the encapsulation yield is 92.17 +1.39%. Overall, these
results demonstrate that when imatinib is co-encapsulated
with siRNA, the siRNA encapsulation yield decreases in
a manner dependent on the imatinib/total lipid ratio
pre-incubated with the liposomes. However, for ratios lower
than 1:16, no significant difference in the siRNA loading of
the formulations prepared was observed (Table I).
Nevertheless, the imatinib loading was smaller for the lower
ratios (Table I), allowing to reach higher siRNA/imatinib
ratios (Fig. 1C). Thus, the lowest imatinib/lipid ratio tested
(1:42) resulted in the highest siRNA/imatinib ratio (0.63). At
this ratio it was therefore possible to obtain therapeutic
concentrations of both imatinib and siRNA inside the same
liposome. In contrast, the 1:3 ratio at which the imatinib
loading is too high as compared to that of siRNA, did not
allow to reach therapeutic concentrations for both agents.
Trf-liposomes co-encapsulating imatinib and siRNA mole-
cules prepared from imatinib/total lipid ratios of 1:16, 1:32
and 1:42 (1:16; 1:32 and 1:42 formulations), resulted in 0.15,
0.35 and 0.63 siRNA/imatinib molar ratio, respectively
(formulations are codenamed by the resulting siRNA/
imatinib molar ratios).

Cytotoxicity of Trf-Liposomes Co-Encapsulating siRNA
and Imatinib at Different Molar Ratios

The formulations that allowed to obtain therapeutic
concentrations for both imatinib and siRNA within the
same liposome were tested against cell lines sensitive to
imatinib (K562 and LAMA-84) as well as against the
imatinib-resistant IRK562 cell line. As can be observed in
Table II, for all tested cell lines the formulation with higher
amount of anti-BCR-ABL siRNA (1:42) led to higher
imatinib ICs, reduction and, consequently, to higher dose
reduction index (DRI). IRK562 cells were more sensitive to
the increment of the siRNA dose in the combination of
siRNA and imatinib than the imatinib-sensitive cell line
LAMA-84, since for the 1:16 and 1:42 formulations the DRI
was of 1.16 and 3.84, respectively, whereas for LAMA-84
the difference between the DRI obtained for the different
formulations was not so evident. In fact, lower siRNA/
imatinib ratios were required to reach the same DRI in
LAMA-84 cells as compared to K562 and IRK562 cells,
indicating that cell lines with higher BCR-ABL oncogene
levels are more dependent on the gene silencing agent
concentration. BCR-ABL mRNA levels followed the order
IRK562 > K562 > LAMA-84 as assessed by qRT-PCR (data
not shown).

LAMA-84 cells were also treated with different concen-
trations of free imatinib combined with 1 uM of siRNA
encapsulated in Trf-liposomes (Table II). Such treatments
required higher siRNA/imatinib ratios than that required
by the strategy in which both molecules are co-encapsulated
in the same liposome. In fact, for the combination of
imatinib and encapsulated siRNA, the siRNA/imatinib
ratios used were 2.5-200, which led to a 2.85 DRI, whereas



Table II.

Effect of Trf-liposomes loading different siRNA/imatinib molar ratios on imatinib IC5, and DRI, in imatinib-resistant and non-resistant leukemia

cells.
siRNA/imatinib (imatinib/lipid)
Cell line 0.15 (1:16) 0.35 (1:32) 0.63 (1:42) Free imatinib + siRNA encaps Free imatinib Imatinib encaps
IRK562
1Cso (LM) 3.03+£0.95 1.49£0.19 0.91 £0.09 n.a. 3.49+0.32 n.a.
DRI 1.16 2.34 3.84 — — —
K562
1Cso (nM) 85.90 £ 6.78 60.40 +4.60 n.a. n.a. 138.0 +34.0 122.0+14.0
DRI 1.61 2.28 — — — —
LAMA-84
1Cs (nM) 50.40 £ 4.8 36.80 4 2.50 35.60+4.2 54.10 4+ 16.20 84.0+8.0 70.0 +4.30
DRI 2.42 3.32 3.43 2.85 — —

IRK562, LAMA-84 and K562 cells were treated with Trf-liposomes co-encapsulating anti-BCR-ABL siRNA and imatinib at the molar ratios of 0.15, 0.35,
and 0.63, which correspond to the formulations prepared from imatinib/total lipid molar ratios of 1:16, 1:32, and 1:42, respectively. Cells were also treated
with non-encapsulated imatinib (free imatinib), imatinib encapsulated in Trf-liposomes (imatinib encaps) or with the combination of different
concentrations of free imatinib with 1 uM of anti-BCR-ABL siRNA encapsulated in Trf-liposomes (free imatinib + siRNA encaps). Treatments took place
for 48 h and then cell viability was assessed. For IRK562 cells treated with siRNA co-encapsulated with imatinib in Trf-liposomes, siRNA molecules were used
at 0.32-1.58 M for 0.63 formulation; 0.18-1.77 M for 0.35 formulation and 0.075-1.50 M for 0.15 formulation. For K562 and LAMA-84 cells the siRNA
was used in the range of 3.16 nM to 0.25 uM for 0.63 formulation; 1.78 nM to 0.14 uM for 0.35 formulation and 0.77 nM to 0.061 uM for 0.15 formulation. All
the encapsulated anti-BCR-ABL siRNA doses used in the combination protocols were also tested in the absence of imatinib, and did not show any cytotoxicity.

DRI, dose reduction index; n.a., not assessed.

with the 1:42 formulation, in which siRNA/imatinib ratio is
0.63, a higher DRI (3.43) was obtained. Results indicated
that free imatinib and imatinib encapsulated in Trf-
liposomes promote similar cytotoxicity, suggesting that
these Trf-coupled liposomes loading imatinib allow efficient
intracellular drug delivery (Table II).

Effect of the Administration Schedule of Free Imatinib
and Encapsulated siRNA on Cell Viability

It is known that for some drug combinations, the pre-
sensitization of cells with a first drug enhances the response
to the second drug. Therefore, in this work the effect of two
different treatment schedules based on the combination of
anti-BCR-ABL siRNA encapsulated in Trf-liposomes and
free imatinib was evaluated. As can be observed in Table III,
the two schedules led to significant DRI. The highest DRI
(8.71) was observed for the schedule in which the cells were
first treated for 48 h with siRNA and then treated for more
48h with imatinib. The schedule involving a pre-

Table lll. Effect of the treatment schedules of free imatinib and Trf-
liposomes loaded with anti-BCR-ABL siRNA on the imatinib ICs, and DRI
in LAMA-84 cells.

I1Csp DRI
(i) Free imatinib — encaps siRNA (nM) 19.80 +5.17 2.16
(i1) Encaps siRNA — free imatinib (nM) 4.90 +1.40 8.71
(iii) Imat (96h) (nM) 42.70 £9.50 —

(i) LAMA-84 cells were treated with different concentrations of free
imatinib for 48 h, imatinib was removed and 1 wM of anti-BCR-ABL siRNA
encapsulated in Trf-coupled liposomes was incubated for 48 h (free ima-
tinib — encaps siRNA). (ii) The previous treatment given in reverse order
(encaps siRNA — free imatinib). (iii) The cytotoxicity of non-encapsulated
imatinib after 96 h of incubation was also assessed [imat (96h)].

sensitization with imatinib for 48h followed by 48h of
treatment with siRNA led to a DRI of 2.16. Treatment of the
cells with siRNA encapsulated in Trf-liposomes at the same
concentrations as that used in the combination treatments
had no significant effect on cell viability (92.11+1.57%),
(data not shown).

Discussion

Despite all the progress achieved over the last decades on
understanding carcinogenesis and on the development of
more specific anti-tumor therapies, there is still much to be
done in cancer treatment. Treatment schedule with
combination of multiple drugs is a common practice in
the treatment of cancer and enables responses impossible to
obtain with single-agent therapies (Blagosklonny, 2005; Li
et al., 2006; Wang et al., 2005; Wu et al., 2007; Zimmermann
etal., 2007; Zoli et al., 2001). However, the pharmacological
interaction between drugs can be synergistic, additive or
antagonistic, depending on the drug molar ratios used in the
combination, therefore dramatically affecting the antitumor
activity (Abraham et al., 2004; Tardi et al., 2007).

The control of combined drug ratios exposed to tumor
cells upon systemic administration is therefore of great
relevance. Nevertheless, it should be emphasized that it is
very difficult to control the pharmacokinetics of each of
the drugs utilized in a drug combination protocol, namely in
what concerns their ability to reach target tissues or cells at
a certain molar ratio. A successful strategy to overcome this
limitation is the development of liposomes co-encapsulating
two or more drugs at the desired molar ratio (Abraham
et al., 2004; Mayer et al., 2006; Tardi et al., 2007). In this
regard, the encapsulation protocol and lipid composition
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represent key factors to ensure efficient and stable
encapsulation of the drugs, namely when intravenous
administration is envisaged.

One of the aims of this work was the development of
liposomes allowing triple-targeting, including cellular
targeting and molecular targeting at two different levels
within the tumor cell. Thus, transferrin receptor-targeted
sterically stabilized liposomes co-encapsulating anti-BCR-
ABL siRNA and imatinib were developed. For this purpose,
the formulation of TrfR-targeted liposomes encapsulating
siRNA developed by Mendonca et al. (2010) was adapted
for co-encapsulating siRNA and imatinib. Our previous
work clearly indicated that TrfR-targeted liposomes deliver
intracellularly the siRNA and asODN by a Trf receptor-
dependent process as opposed to what happened with the
non-targeted counterpart that did not reveal any capacity
whatsoever to deliver the nucleic acids. It was also
demonstrated that the TrfR-targeted liposomes encapsulat-
ing siRNA promoted sequence-specific downregulation of
the BCR-ABL mRNA. Thus, the present work is centered
on the co-encapsulation of siRNA and imatinib and further
advantages in terms of leukemia cells cytotoxicity achieved
with the developed formulations.

Therefore, this work aimed at the development of
liposomes co-encapsulating anti-BCR-ABL siRNA and
imatinib in sterically stabilized liposomes targeted for
TrfR. For this purpose, the siRNA encapsulation procedure
based on the electrostatic interaction with ethanol-desta-
bilized cationic liposomes was adopted (Semple et al., 2001).
This approach resulted in high siRNA entrapment, which is
attributed to the presence of the ionisable cationic lipid
DODAP (Mendonca et al., 2010).

For imatinib encapsulation, an active entrapment
approach was used. Among the two main well-known
procedures to promote active drug loading into liposomes
(Abraham et al., 2004; Li et al., 2008), the pH gradient
method was selected. This approach relies on the enhanced
permeation ability of the neutral form of the drug which
allows it to cross the liposomal membrane and be entrapped
in the liposomal lumen due to its protonation at acidic pH
(imatinib has 4 protonable amine functions (Szakacs et al.,
2005)), thus leading to efficient drug loading (Cullis et al.,
1997; Saxon et al., 1999).

Encapsulation of imatinib into liposomes has been
performed by others (Beni et al., 2006; Harata et al,
2004). However, to the best of our knowledge, this is the first
report of co-encapsulation of small molecular weight drugs
and nucleic acids, both components being encapsulated
through active encapsulation procedures. Following loading
of the liposomes with the therapeutic agents, their surface
was engineered by post-insertion of Trf-PEG-DSPE con-
jugates, aiming at conferring targeting properties.

The yields of imatinib and siRNA encapsulation, as well
as the influence that each of these molecules has on the
encapsulation of the other was assessed. Low encapsulation
yields of imatinib were observed, which can be attributed to
the fact that at pH 7.4 (liposomal external pH) a third of the
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drug is at the monocationic form (Szakacs et al., 2005), and,
therefore, not available to permeate the liposome mem-
brane. This imatinib encapsulation yield dependency on
the pH was also observed by others (Beni et al., 2006), clearly
demonstrating that the encapsulation yields of the neutral
form of imatinib are higher than those of the monocationic
form. In addition, it is also reasonable to consider that the
weak buffering capacity of the 20 mM citrate buffer used
may also contribute to the low encapsulation yields. The
buffer capacity is known to be an important factor in the
encapsulation efficiency (Cullis et al., 1997; Saxon et al,
1999) and usually, a 300 mM concentration of this buffer is
used to generate a pH gradient (Saxon et al., 1999). In this
study, 20 mM citrate buffer was used because, as demon-
strated from the results presented previously (Mendonca
et al, 2010), with 300mM citrate buffer the siRNA
encapsulation is extremely low. Therefore, for cost-effec-
tiveness reasons, experimental conditions were adjusted to
favor nucleic acid encapsulation yields.

Surprisingly, the presence of siRNA enhances the imatinib
encapsulation yields. This can be explained by interactions
between the negatively charged siRNA and the positively
charged imatinib (at the intra-liposomal milieu), which may
increase the amount of imatinib entrapped inside the
liposomes. In what concerns to the role of imatinib in
the siRNA entrapment yield, a remarkable decrease in the
siRNA yield of encapsulation was observed for the highest
ratios of imatinib/total lipid, whereas no impact was
observed for the lower imatinib/lipid ratios, as compared
to the encapsulation of siRNA in the absence of imatinib.
A possible explanation is that the imatinib that remains
uncharged permeate the liposomal membrane, and then
undergo protonation, thus being retained inside the
liposomes. As imatinib extensively sequesters protons in
the liposomal lumen, DODAP molecules tend to become
neutral, thus leading to detachment of siRNA molecules
from the liposomal membrane and leakage events.
Alternatively, the positively charged imatinib may interact
electrostatically with siRNA molecules forming siRNA/
imatinib complexes. The formation of these siRNA/imatinib
complexes, together with the destabilization of the
liposomal membrane promoted by the post-insertion of
micelles may contribute for a significantly destabilization of
the liposomal membrane, allowing the leakage of the siRNA
that is not bound to the liposomal membrane. Thus, we
speculate that by cumulative mechanisms, imatinib has the
ability to reduce the amount and strength of siRNA bound
to the inner liposomal membrane and that membrane
destabilization will facilitate leakage of siRNA. Thus, as
observed by others, we have shown that the inclusion of a
second drug may induce leakage of the first encapsulated
drug (Saxon et al., 1999; Waterhouse et al., 2001), in a drug
amount-dependent manner.

Concerning the effect of the developed formulations on
cell viability, only the 1:16, 1:32 and 1:42 formulations were
tested in vitro, since only these were able to exhibit
therapeutically relevant siRNA/imatinib ratios (0.15; 0.35,



and 0.63, respectively). In opposition to the 1:3 and 1:8
formulations for which the achievement of therapeutic
concentrations for siRNA will lead to extremely cytotoxic
imatinib concentration, which would block the possible
therapeutic contribution from the siRNA molecules.
Therefore, one can assume that a stronger contribution of
the anti-BCR-ABL siRNA with respect to imatinib to the
induced cell toxicity is observed for the 1:42 formulation.

For all tested cell lines, the 1:42 formulation (highest
relative siRNA contribution in the drug combination) led
to the highest imatinib ICsq reduction, demonstrating the
importance of achieving a level for both molecules within
the range of therapeutic concentrations. Results also
revealed that the imatinib-resistant cell line IRK562 required
higher siRNA/imatinib ratios, as compared to non-resistant
cell line LAMA-84. In order to better evaluate the response
of the different cell lines to the different formulations tested,
the levels of Trf receptor at the cell surface (which is the
cellular entrance gate for the formulations) were assessed
by CD71 quantification by flow cytometry (data not shown).
Our results indicate different levels of expression as a
function of the cell line: LAMA-84 > K562 > IRK562.
Additionally, the BCR-ABL mRNA levels also differ
considerably between the three cell lines,
IRK562 > K562 > LAMA-84, as assessed by qRT-PCR (data
not shown). Our results indicate that a correlation between
the cellular response and the expression of Trf receptor and
BCR-ABL mRNA levels could be established. In fact, the
cell line with higher Trf receptor expression and lower BCR-
ABL mRNA levels (LAMA-84) demonstrated higher
response to the tested formulations. Therefore, even
considering that other cellular features may play relevant
roles in the response to targeted therapy, our results strongly
suggest that both the levels of Trf receptors and BCR-ABL
mRNA can be used as biomarkers to predict the efficacy of
the developed therapies. It was also observed, that upon co-
encapsulation of siRNA and imatinib in the same liposomal
particle, lower siRNA/imatinib ratios can be employed to
induce a certain degree of cytotoxicity as compared to the
co-treatment of the cells with encapsulated siRNA and free
imatinib. This reinforces the need of controlling the drug
ratio at the intracellular level, demonstrating the importance
of co-encapsulating the drugs for the successful application
of this therapeutic approach. The treatment of the cells
with the drugs delivered by separate liposomes would render
very difficult to predict and control the release rate of each
drug inside the cells and thus to obtain the desired molar
ratios intracellularly. Moreover, delivering drugs in distinct
liposomes would require the use of higher lipid concentra-
tions which may induce non-specific cytotoxic effects.

It has been demonstrated that pre-sensitization of
leukemia cells with gene silencing agents can enhance the
therapeutic effect of imatinib (Aichberger et al., 2005; Carter
et al., 2006) and that the pre-sensitization with imatinib
enhances radiotherapy and chemotherapy effects
(Yerushalmi et al., 2007). Therefore, in order to assess if
pre-sensitization of CML cells with imatinib or siRNA

followed by treatment with siRNA or imatinib, respectively,
could result in an enhancement of cell toxicity, the effect
of two different protocols of pre-sensitization were tested.
As free siRNA molecules exhibit inefficient cellular uptake,
delivery of these molecules was accomplished upon
encapsulation in Trf-coupled liposomes. Imatinib was
administered in the free form, since as our results
demonstrated liposome encapsulation does not result in
an enhancement of its in vitro toxicity. Thus, the effect of
combining free imatinib and Trf-coupled sterically stabi-
lized liposomes encapsulating siRNA on the viability of
LAMA-84 cells was assessed. Our results indicate that pre-
sensitization of the cancer cells with siRNA during 48 h
followed by 48h of treatment with imatinib is a more
promising therapeutic schedule, associated to a higher DRI,
as compared to pre-sensitization with imatinib followed by
cell incubation with siRNA. Thus, as demonstrated in our
previous work (unpublished data) and by others (Azzariti
et al., 2004; McHugh et al., 2007; Zupi et al., 2005), the
treatment efficiency of combinatory strategies is schedule-
dependent. The higher imatinib ICs, fold reduction
observed when cells were pre-sensitized with anti-BCR-
ABL siRNA can be explained by the fact that the over
expression of the Bcr-Abl oncoprotein is known to be an
important mechanism leading to imatinib-resistance.
Taking into consideration the specificity associated to the
mechanism of action of imatinib, it is expected that down
regulation of the Bcr-Abl oncoprotein, by decreasing the
respective. BCR-ABL mRNA levels, would result in an
increased sensitivity of the leukemia cells to imatinib, given
that, there is less amount of the oncoprotein to be inhibited.
In addition, it is reasonable to consider that down regulation
of Ber-Abl oncoprotein may impair other oncogenic related
mechanisms also involved in altered differentiation,
apoptotic and proliferation processes, thus rendering the
cells more prone to the cytotoxic effect of drugs like
imatinib.

As cell viability experiments with co-encapsulated
therapeutic agents were only conducted up to 48h and
the pre-sensitization experiments were conducted for 96 h, it
remains to be clarified whether co-encapsulation or
sequential addition protocols would lead to better results.
However, even though promising results were obtained with
the sequential treatment, major difficulties are expected
when translating this approach to in vivo, namely due to
limitations to assure that the therapeutic concentration of
each drug is achieved at the level of target cells. In contrast,
the co-encapsulation approach is based on the maintenance
of the drug/siRNA ratio at the intracellular level and,
therefore, encompasses a much higher potential for
application in clinics.

Conclusion

The present work illustrates a novel technological approach
that renders possible the implementation of a triple targeting
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strategy, based on the use of a single therapeutic agent. In
fact, the developed sterically stabilized liposomes co-
encapsulating imatinib and siRNA against BCR-ABL are
targeted to transferrin receptors at the cancer cell surface
addressing two different molecular targets, BCR-ABL
mRNA and Bcr-Abl protein. Moreover, the developed
liposomes enable the encapsulation of both siRNA and
imatinib at molar ratios that allow reaching therapeutic
doses, which clearly resulted in increased anti-tumoral
activity. Altogether, our results indicate that the developed
formulations co-encapsulating different siRNA/imatinib
ratios and the pre-sensitization strategies are very promising
therapeutic approaches that can fulfill some therapeutic gaps
resulting from drug resistance phenomena.

Liliana S. Mendonga was the recipient of a fellowship from the
Portuguese Foundation for Science and Technology (SFRH/BD/
18280/2004). The work was supported by the Portugal-Spain capa-
citation program in nanoscience and nanotechnology (ref.: NANO/
NMedAT/0042/2007).

References

Abraham SA, McKenzie C, Masin D, Ng R, Harasym TO, Mayer LD, Bally
MB. 2004. In vitro and in vivo characterization of doxorubicin and
vincristine coencapsulated within liposomes through use of transition
metal ion complexation and pH gradient loading. Clin Cancer Res
10(2):728-738.

Aichberger KJ, Mayerhofer M, Krauth MT, Skvara H, Florian S, Sonneck K,
Akgul C, Derdak S, Pickl WF, Wacheck V, Selzer E, Monia BP, Moriggl
R, Valent P, Sillaber C. 2005. Identification of mcl-1 as a BCR/ABL-
dependent target in chronic myeloid leukemia (CML): Evidence for
cooperative antileukemic effects of imatinib and mcl-1 antisense
oligonucleotides. Blood 105(8):3303-3311.

Akhtar S, Benter I. 2007. Toxicogenomics of non-viral drug delivery systems
for RNAI: Potential impact on siRNA-mediated gene silencing activity
and specificity. Adv Drug Deliv Rev 59(2-3):164-182.

Azzariti A, Xu JM, Porcelli L, Paradiso A. 2004. The schedule-dependent
enhanced cytotoxic activity of 7-ethyl-10-hydroxy-camptothecin
(SN-38) in combination with Gefitinib (Iressa, ZD1839). Biochem
Pharmacol 68(1):135-144.

Beni S, Budai M, Noszal B, Grof P. 2006. Molecular interactions in imatinib-
DPPC liposomes. Eur J Pharm Sci 27(2-3):205-211.

Blagosklonny MV. 2005. Overcoming limitations of natural anticancer
drugs by combining with artificial agents. Trends Pharmacol Sci
26(2):77-81.

Carter BZ, Mak DH, Schober WD, Cabreira-Hansen M, Beran M, McQueen
T, Chen W, Andreeff M. 2006. Regulation of survivin expression
through Bcr-Abl/MAPK cascade: Targeting survivin overcomes ima-
tinib resistance and increases imatinib sensitivity in imatinib-respon-
sive CML cells. Blood 107(4):1555-1563.

Chiu §J, Liu S, Perrotti D, Marcucci G, Lee R]. 2006. Efficient delivery of a
Bcl-2-specific antisense oligodeoxyribonucleotide (G3139) via trans-
ferrin receptor-targeted liposomes. ] Control Release 112(2):199-
207.

Cullis PR, Hope M]J, Bally MB, Madden TD, Mayer LD, Fenske DB. 1997.
Influence of pH gradients on the transbilayer transport of drugs, lipids,
peptides and metal ions into large unilamellar vesicles. Biochim
Biophys Acta 1331(2):187-211.

Daniels TR, Delgado T, Helguera G, Penichet ML. 2006a. The transferrin
receptor part II: Targeted delivery of therapeutic agents into cancer
cells. Clin Immunol 121(2):159-176.

Daniels TR, Delgado T, Rodriguez JA, Helguera G, Penichet ML. 2006b. The
transferrin receptor part I: Biology and targeting with cytotoxic

892 Biotechnology and Bioengineering, Vol. 107, No. 5, December 1, 2010

antibodies for the treatment of cancer. Clin Immunol 121(2):144—
158.

Deininger MW. 2007. Optimizing therapy of chronic myeloid leukemia.
Exp Hematol 35(4 Suppl 1):144—154.

Dykxhoorn DM, Novina CD, Sharp PA. 2003. Killing the messenger: Short
RNAs that silence gene expression. Nat Rev Mol Cell Biol 4(6):457—467.

Dykxhoorn DM, Palliser D, Lieberman J. 2006. The silent treatment:
siRNAs as small molecule drugs. Gene Ther 13(6):541-552.

Goldman JM. 2004. Chronic myeloid leukemia-still a few questions. Exp
Hematol 32(1):2-10.

Harata M, Soda Y, Tani K, Ooi J, Takizawa T, Chen M, Bai Y, Izawa K,
Kobayashi S, Tomonari A, et al. 2004. CD19-targeting liposomes
containing imatinib efficiently kill Philadelphia chromosome-positive
acute lymphoblastic leukemia cells. Blood 104(5):1442-1449.

Huang C, Li M, Chen C, Yao Q. 2008. Small interfering RNA therapy in
cancer: Mechanism, potential targets, and clinical applications. Expert
Opin Ther Targets 12(5):637-645.

Immordino ML, Dosio F, Cattel L. 2006. Stealth liposomes: Review of the
basic science, rationale, and clinical applications, existing and potential.
Int ] Nanomedicine 1(3):297-315.

Ishida T, Iden DL, Allen TM. 1999. A combinatorial approach to producing
sterically stabilized (Stealth) immunoliposomal drugs. FEBS Lett
460(1):129-133.

Kawakami S, Hashida M. 2007. Targeted delivery systems of small inter-
fering RNA by systemic administration. Drug Metab Pharmacokinet
22(3):142-151.

Kumar LD, Clarke AR. 2007. Gene manipulation through the use of small
interfering RNA (siRNA): From in vitro to in vivo applications. Adv
Drug Deliv Rev 59(2-3):87-100.

Li H, Qian ZM. 2002. Transferrin/transferrin receptor-mediated drug
delivery. Med Res Rev 22(3):225-250.

Li X, Ruan GR, Lu WL, Hong HY, Liang GW, Zhang YT, Liu Y, Long C, Ma
X, Yuan L, et al. 2006. A novel stealth liposomal topotecan with
amlodipine: Apoptotic effect is associated with deletion of intracellular
Ca2+ by amlodipine thus leading to an enhanced antitumor activity in
leukemia. J Control Release 112(2):186-198.

LiC, CuiJ, LiY, Wang C, Li Y, Zhang L, Zhang L, Guo W, Wang J, Zhang H,
et al. 2008. Copper ion-mediated liposomal encapsulation of mitox-
antrone: The role of anions in drug loading, retention and release. Eur J
Pharm Sci 34(4-5):333-344.

Mayer LD, Harasym TO, Tardi PG, Harasym NL, Shew CR, Johnstone SA,
Ramsay EC, Bally MB, Janoff AS. 2006. Ratiometric dosing of antic-
ancer drug combinations: Controlling drug ratios after systemic
administration regulates therapeutic activity in tumor-bearing mice.
Mol Cancer Ther 5(7):1854—1863.

McHugh LA, Kriajevska M, Mellon JK, Griffiths TR. 2007. Combined
treatment of bladder cancer cell lines with lapatinib and varying
chemotherapy regimens—Evidence of schedule-dependent synergy.
Urology 69(2):390-394.

Mendonca LS, Firmino F, Moreira JN, Pedroso de Lima MC, Simoes S.
2010. Transferrin receptor-targeted liposomes encapsulating anti-BCR-
ABL siRNA or asODN for chronic myeloid leukemia treatment.
Bioconjug Chem 21(1):157-168.

O’Brien J, Wilson I, Orton T, Pognan F. 2000. Investigation of the Alamar
Blue (resazurin) fluorescent dye for the assessment of mammalian cell
cytotoxicity. Eur ] Biochem 267(17):5421-5426.

Pasternak G, Hochhaus A, Schultheis B, Hehlmann R. 1998. Chronic
myelogenous leukemia: Molecular and cellular aspects. ] Cancer Res
Clin Oncol 124(12):643-660.

Ponka P, Lok CN. 1999. The transferrin receptor: Role in health and disease.
Int J Biochem Cell Biol 31(10):1111-1137.

Romberg B, Hennink WE, Storm G. 2008. Sheddable coatings for long-
circulating nanoparticles. Pharm Res 25(1):55-71.

Ryan SM, Mantovani G, Wang X, Haddleton DM, Brayden DJ. 2008.
Advances in PEGylation of important biotech molecules: Delivery
aspects. Expert Opin Drug Deliv 5(4):371-383.

Savage DG, Antman KH. 2002. Imatinib mesylate—A new oral targeted
therapy. N Engl J Med 346(9):683-693.



Savona M, Talpaz M. 2008. Getting to the stem of chronic myeloid
leukaemia. Nat Rev Cancer 8(5):341-350.

Saxon DN, Mayer LD, Bally MB. 1999. Liposomal anticancer drugs as agents
to be used in combination with other anticancer agents: Studies on a
liposomal formulation with two encapsulated drugs. J Lipos Res
9(4):507-522.

Semple SC, Klimuk SK, Harasym TO, Dos Santos N, Ansell SM, Wong KF,
Maurer N, Stark H, Cullis PR, Hope M]J, et al. 2001. Efficient encap-
sulation of antisense oligonucleotides in lipid vesicles using ionizable
aminolipids: formation of novel small multilamellar vesicle structures.
Biochim Biophys Acta 1510(1-2):152-166.

Shah NP. 2005. Loss of response to imatinib: Mechanisms and manage-
ment. Hematology Am Soc Hematol Educ Program 183-187.

Szakacs Z, Beni S, Varga Z, Orfi L, Keri G, Noszal B. 2005. Acid-base
profiling of imatinib (gleevec) and its fragments. ] Med Chem
48(1):249-255.

Tardi PG, Gallagher RC, Johnstone S, Harasym N, Webb M, Bally MB,
Mayer LD. 2007. Coencapsulation of irinotecan and floxuridine into
low cholesterol-containing liposomes that coordinate drug release in
vivo. Biochim Biophys Acta 1768(3):678—687.

Visser CC, Stevanovic S, Voorwinden LH, van Bloois L, Gaillard PJ, Danhof
M, Crommelin DJ, de Boer AG. 2005. Targeting liposomes with protein
drugs to the blood-brain barrier in vitro. Eur ] Pharm Sci 25(2-3):299-
305.

Walz C, Sattler M. 2006. Novel targeted therapies to overcome imatinib
mesylate resistance in chronic myeloid leukemia (CML). Crit Rev
Oncol Hematol 57(2):145-164.

Wang J, Goh B, Lu W, Zhang Q, Chang A, Liu XY, Tan TM, Lee H. 2005.
In vitro cytotoxicity of Stealth liposomes co-encapsulating doxorubicin
and verapamil on doxorubicin-resistant tumor cells. Biol Pharm Bull
28(5):822-828.

Waterhouse DN, Dos Santos N, Mayer LD, Bally MB. 2001. Drug—drug
interactions arising from the use of liposomal vincristine in combina-
tion with other anticancer drugs. Pharm Res 18(9):1331-1335.

Wu J, Lu Y, Lee A, Pan X, Yang X, Zhao X, Lee RJ. 2007. Reversal of
multidrug resistance by transferrin-conjugated liposomes co-encapsu-
lating doxorubicin and verapamil. ] Pharm Pharm Sci 10(3):350-357.

Yerushalmi R, Nordenberg J, Beery E, Uziel O, Lahav M, Luria D, Fenig E.
2007. Combined antiproliferative activity of imatinib mesylate
(STI-571) with radiation or cisplatin in vitro. Exp Oncol 29(2):126—
131.

Zhang C, Tang N, Liu X, Liang W, Xu W, Torchilin VP. 2006. siRNA-
containing liposomes modified with polyarginine effectively silence the
targeted gene. ] Control Release 112(2):229-239.

Zimmermann GR, Lehar J, Keith CT. 2007. Multi-target therapeutics: When
the whole is greater than the sum of the parts. Drug Discov Today 12(1-
2):34-42.

Zoli W, Ricotti L, Tesei A, Barzanti F, Amadori D. 2001. In vitro preclinical
models for a rational design of chemotherapy combinations in human
tumors. Crit Rev Oncol Hematol 37(1):69-82.

Zupi G, Scarsella M, Semple SC, Mottolese M, Natali PG, Leonetti C. 2005.
Antitumor efficacy of bcl-2 and c-myc antisense oligonucleotides in
combination with cisplatin in human melanoma xenografts: Relevance
of the administration sequence. Clin Cancer Res 11(5):1990-1998.

Mendonga et al.: Liposomes Co-Encapsulating siRNA and Imatinib 893

Biotechnology and Bioengineering



