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1
METHOD OF CONTROLLED DRUG
RELEASE FROM A LIPOSOME CARRIER

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application is a national stage filing under 35 U.S.C.
371 of International Application No. PCT/US2010/029413,
filed Mar. 31, 2010, which claims the benefit of U.S. Provi-
sional Patent Application No. 61/165,323 filed Mar. 31, 2009,
both of which are incorporated herein by reference in their
entirety.

BACKGROUND

Current approaches for cancer treatment or treatment of
other disorders may include combinations of local therapies,
such as surgery and radiation therapy, with systemic thera-
pies, such as chemotherapy and administration of pharma-
ceuticals or other agents. The therapeutic success of any
treatment is proportional to the delivered dose of the pharma-
ceutical, which is limited by the toxicity to normal tissue.
Controlled drug release is one method of allowing the use of
increased doses of the pharmaceutical or other agent while
limiting toxicity to the individual. Despite advancements that
provide increased delivery of chemotherapeutic and other
pharmaceuticals to target areas in the body in a controlled
manner, sufficient release at the target site remains a problem.

BRIEF SUMMARY OF THE INVENTION

In one embodiment, a composition comprising a liposome
having a lipid layer and containing an agent, an enzyme
capable of releasing the agent from the liposome, and a
molecular cage sequestering an activator capable of activat-
ing the enzyme is provided. The molecular cage may be
photolabile such that the activator is released from the
molecular cage after exposure to light. The liposome may also
contain a nano-scintillator responsive to ionizing radiation
and capable of emitting light.

In another embodiment, a method of delivering an agent to
a target in a subject is provided. The method includes admin-
istering a liposome to the subject. The liposome has a lipid
layer and includes an agent, an enzyme capable of releasing
the agent from the liposome, and a molecular cage sequester-
ing an activator of the enzyme. The molecular cage is photo-
labile. After administration of the liposome, the target is
exposed to light in the UV-visible range to release the agent
from the liposome by activation of the enzyme. In an alterna-
tive embodiment, the liposome also contains a nano-scintil-
lator responsive to radiation. In this embodiment, the target is
exposed to radiation, such as X-rays, to cause the release of
the agent from the liposome. The release is effected by release
of the activator from the molecular cage. The activator acti-
vates the enzyme and the enzyme hydrolyzes at least a portion
of the liposome, releasing the agent from the liposome.

In still another embodiment, a method of treating a condi-
tion is provided. The method includes administering to a
subject having the condition a liposome having a lipid layer
and including an agent, an enzyme capable of releasing the
agent from the liposome, and an enzyme activator seques-
tered by a molecular cage. The agent is capable of treating the
condition. The agent is released from the liposome after expo-
sure of a target to light or radiation. The light or radiation
either directly or indirectly mediate release of the agent from
the liposome to the target and allow treatment of the condi-
tion.
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In yet another embodiment, a method of controlled drug
release is provided in which an agent is released in a localized
area. The method includes administering to a subject a lipo-
some having a lipid layer and including an agent or drug, an
enzyme capable of releasing the agent or drug from the lipo-
some, and an enzyme activator sequestered by a molecular
cage. The molecular cage is photolabile such that exposure of
a target area on or in the subject to light results in the release
of'the drug or agent from the molecular cage in the target area.
In an alternative embodiment, the liposome may also include
a nano-scintillator. When the target area is exposed to radia-
tion, the nano-scintillator produces light capable of releasing
the activator from the molecular cage in the target area and the
agent is released in the target area.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 is a schematic diagram of a method for controlled
drug release. A liposome including a molecular cage, an
activator, an agent or drug, and an enzyme is depicted. A
nano-scintillator is also shown.

FIG. 2 is a graph of fluorescence versus time, indicating
release of doxorubicin from liposomes upon exposure to UV
radiation (355 nm).

FIG. 3 is the fluorescence spectrum of X-ray excited
LaF ;Ce3+ water soluble nanoparticles, a suitable nano-scin-
tillator.

DETAILED DESCRIPTION

Compositions and methods for controlled drug release are
described herein. The compositions, as depicted in FIG. 1,
include a liposome having a lipid layer. The liposomes may
optionally contain polypeptides within the lipid layer. The
liposome contains an agent, an enzyme capable of causing the
release of the agent from the liposome, and a molecular cage
sequestering an activator. Because the activator is capable of
activating the enzyme, release of the activator from the
molecular cage causes the release of the agent from the lipo-
some. The enzyme may be a lipase capable of degrading the
liposome, such as a phospholipase. Alternatively, the enzyme
may be a protease capable of degrading polypeptide contain-
ing liposomes.

The molecular cage may be photolabile such that the acti-
vator is released in response to exposure to light. For example
light in the ultraviolet (UV) to infrared wavelength range may
mediate release of the activator from the molecular cage.
Alternatively, molecular cages responsive to pH, radiation,
ionic strength, chemicals or polypeptides may be used.
Molecular cages include molecules capable of sequestering a
guest molecule or activator. The interaction between the
molecular cage and the activator must be reversible, such that
when the molecular cage/activator pair is exposed to condi-
tions that alter the interaction between the molecular cage and
the activator, the activator is release from the molecular cage.
Any molecular cage may be used, such as those available
from Calbiochem. The molecular cages may be capable of
binding, encapsulating and/or sequestering a variety of acti-
vators, which may be released upon exposure to light having
arange of wavelengths. For example, the molecular cage may
release the activator after exposure to light having wave-
lengths from at least 200 nm, 300 nm, 325 nm, or 340 nm to
no greater than 900 nm, 800 nm, 750 nm, 600 nm, 500 nm or
400 nm. For example, a molecular cage responsive to infrared
or near infrared radiation, for which the biological tissue
could be a transparent environment, may also be used. In the
Examples, DM-Nitrophen™ from Calbiochem was used as a
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molecular cage for the Ca®*. Those of skill in the art will
appreciate that the molecular cages for other activators
including, but not limited to, ATP, cAMP, GTP, and inositol
triphosphate are available. Photolabile molecular cages are
generally responsive to only a certain wavelength of light
such that the release of the activator from the cage is depen-
dent on exposure of the cage to light within a particular set of
wavelengths. Thus the liposome may be administered to a
subject and the agent may be sequestered within the liposome
until the subject or a target area on or in the subject is exposed
to light, thereby effecting release of the activator from the
molecular cage, activation of the enzyme and release of the
agent from the liposome in a subject or in a target area of the
subject.

In some embodiments, the liposome also contains a nano-
scintillator that emits light after excitation with radiation,
such as ionizing radiation, e.g., X-rays. The light emitted
from the nano-scintillator is suitably within the range neces-
sary to release the activator from the molecular cage. In one
embodiment shown in FIG. 1, a liposome containing a nano-
scintillator, a photolabile molecular cage and an enzyme,
such as a lipase, is exposed to radiation. The radiation causes
the nano-scintillator to emit light which releases the activator
from the molecular cage. The activator activates the enzyme
which hydrolyzes the liposome and releases the agent. In one
embodiment, the liposome may be exposed to X-ray radia-
tion, which may be converted by a nano-scintillator to non-
ionizing radiation, such as UV or infrared light. The light
generated by the nano-scintillator releases the activator from
the molecular cage. The composition may be used for con-
trolled release of the agent to a target, such as a target tissue,
in a localized area. For example, the compositions may be
used to deliver an agent to a tumor, damaged tissue, site of
infection or site of inflammation.

The liposomes may be made of any suitable lipid, includ-
ing but not limited to, polar lipids, such as phospholipids,
such as phosphoglycerides, such as phosphatidylethanola-
mine, phophatidylcholine, phosphatidylserine, cardiolipin or
combinations thereof. Other lipid moieties may also be
included in the liposomes such as triacylglycerols, waxes,
sphingolipids, and sterols and their fatty acid esters, or com-
binations thereof. The liposome’s lipid layer may also include
polypeptides, such as transmembrane polypeptides, protein
channels or other polypeptides capable of associating with or
localizing to the lipid layer. The liposomes may additionally
include a functional group such as a targeting molecule or
polyethylene glycol. The targeting molecule or polyethylene
glycol may be exposed on or attached to the outer surface of
the liposome to target the liposome to a specific tissue or to
increase the half-life of the liposome after administrationto a
subject. The targeting molecule may be a polypeptide or
protein. Suitable targeting molecules include, but are not
limited to, an antibody, a receptor such as the folate receptor
or a ligand for a receptor that helps target the liposome to a
specific tissue. The targeting molecule may be attached to the
outer surface of the liposome, be a peripheral or integral
membrane protein or may be attached by other means known
to those skilled in the art such as myristoylation, acetylation,
prenylation, palmitoylation, glycosylphosphatidyinositol
(GPI) anchors or via cholesterol.

The liposome may be made by any method, including those
known to those skilled in the art, such as sonication, extrusion
and the Mozifari method. In the Examples, the liposomes
were made by extrusion. Suitably, the liposomes are at least
about 20 nm, 100 nm, 200 nm, 250 nm in diameter. Suitably
the liposomes are no larger than about 400 nm, 500 nm, 1
micron, 2 microns or 4 microns in diameter. The size of the
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4

liposome may depend on its selected use. Suitably, the lipo-
somes are of a size such that they are capable of selectively
extravasating from leaky blood vessels near a tumor site or a
site of inflammation.

The agent contained within the liposomes may be any
suitable pharmaceutical or other active agent, including but
not limited to, chemotherapeutic agents, toxins, radiothera-
peutic agents, radiosensitizing agents, imaging agents, anti-
microbials, anti-inflammatory agents, polypeptides such as
recombinant proteins, cytokines or antibodies, small chemi-
cals or any combination thereof. In the Examples, doxorubi-
cin was used as an agent. In alternative embodiments, the
active agent may be an angiogenesis inhibitor or an apoptosis
inducer.

The liposomes, as prepared, contain the enzyme in an
inactive state. The enzyme is suitably a lipase or a protease,
which when activated, is capable of hydrolyzing at least one
lipid in the lipid layer of the liposome or a peptide bond of a
polypeptide within the liposome, respectively. The release of
the enzyme results in at least partial degradation of the lipo-
some such that the agent is released. Suitably, the enzyme is
aphospholipase, such as phospholipase A2 or phospholipase
C. Those of skill in the art will appreciate that the enzyme
must be able to hydrolyze the lipids or polypeptides in the
lipid layer of the liposome. In an alternative embodiment the
enzyme may be a toxin, complement or other pore-forming
protein or set of proteins capable of disrupting the liposome
and allowing the agent to be released from the liposome
through a hole or pore formed in the liposome.

Suitably conversion of the enzyme from its inactive state to
an active state depends on the presence of the activator. The
activator may be a co-factor that is required for enzyme activ-
ity, such as an ion or ATP. Suitable activators include, but are
not limited to, Ca, Mg, Mn, Fe, Cu, Zn, ATP, cAMP, and
NADPH. In the Examples, phospholipase A2 is used as the
enzyme and Ca®* is the activator. In an alternative embodi-
ment, the activator may be necessary for proper folding of the
enzyme, to allow a pore in the liposome to open or the enzyme
to otherwise compromise the integrity of the liposome. Those
of skill in the art will appreciate that a variety of enzyme-
activator pairs may be used.

In an alternative embodiment, the liposome may also con-
tain a nano-scintillator. The nano-scintillator is capable of
emitting light within the range needed to activate the molecu-
lar cage (i.e. in the UV to infrared range as described above)
and release the activator. The nano-scintillator may be excited
by ionizing or non-ionizing radiation. Suitably, the nano-
scintillator is responsive to X-radiation. In the Examples, the
nano-scintillator was LaF,Ce** water soluble nanoparticles
made as described in Liu, Y. et al. Journal of Applied Physics
2008, 103, 063105 and Wang, C. et al. Journal of Applied
Physics 2005, 97, 083506, both of which are incorporated
herein by reference in their entireties. Those skilled in the art
will appreciate that other nano-scintillators may be used in
the compositions and methods described herein. For
example, LaF,Tb>* nano-scintillators have been described.
The nano-scintillator chosen will determine the type of exci-
tation source chosen for the compositions and methods of
controlled drug delivery described herein. Choice of nano-
scintillator will also depend on the choice of molecular cage
and activator, such that the nano-scintillator releases light
within the wavelengths necessary to release the activator from
the molecular cage.

Methods of delivering an agent to a target in a subject are
also provided. The methods include administering the lipo-
somes described herein to a subject and exposing the target to
light or radiation, depending on the liposome composition
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used. The light or radiation causes the activator to be released
from the molecular cage either directly or indirectly. The
activator then activates the enzyme and the enzyme releases
the agent from the liposome at the target site to result in
controlled delivery of the agent to the target. The target may
be a specific tissue or organ such as the liver, kidneys, spleen
or may be the site of a tumor, infection, inflammation or other
site of disease.

The liposome is generally administered to the subject prior
to administration of the light or radiation, which triggers
release of the active agent. The liposome may be administered
by any means available, including those known to those
skilled in the art, such as intravenous, intratumoral, intraperi-
toneal, intramuscular, intra-arterial, intraventricular, dermal,
or transdermal delivery. The liposome may be exposed to
light or radiation by exposing the subject or a part of the
subject to light or radiation. Suitably, the agent is adminis-
tered in an amount effective to treat the condition and achieve
a therapeutic effect in the subject, e.g., an antineoplastic
effect.

Administration of the liposome compositions described
herein to a subject is expected to achieve beneficial effects in
a dose-dependent manner. Thus, within broad limits, admin-
istration of larger quantities of the compositions is expected
to treat the condition to a greater degree than does adminis-
tration of a smaller amount. It will be appreciated that the
specific dosage administered in any given case will be
adjusted in accordance with the specific compositions being
administered, the disease to be treated, the condition of the
subject, and other relevant medical factors that may modity
the activity of the drug or the response of the subject, as is well
known by those skilled in the art. For example, the specific
dose for a particular patient depends on age, body weight,
general state of health, on diet, on the timing and mode of
administration, on the rate of excretion, and on medicaments
used in combination and the severity of the particular disorder
to which the therapy is applied. Dosages for a given patient
can be determined using conventional considerations, e.g., by
customary comparison of the differential activities of the
compositions and of a known agent, such as by means of an
appropriate conventional pharmacological protocol. It is
anticipated that administration of the compositions described
herein will reduce symptoms at least 50% compared to pre-
treatment symptoms.

The methods may be used to treat subjects having one or
more of a wide variety of medical conditions, including but
not limited to cancer, such as meningiomas, hepatic cell car-
cinoma, pancreatic tumors, infectious diseases including fun-
gal, bacterial, or parasitic diseases, inflammatory diseases
including psoriasis and arthritis and atrial-ventricular malfor-
mations. Treatment of cancer includes, but is not limited to,
killing cancer cells, slowing metastases, slowing or stopping
angiogenesis, slowing or stopping the growth of the cancer
cells or the size or mass of a tumor, making the cancer more
responsive to a secondary therapy, such as radiation treat-
ment. Treating an infectious disease includes, but is not lim-
ited to, reducing the length or severity of the infection, reduc-
ing morbidity, reducing mortality or killing the infectious
agent. Treating an inflammatory disease includes, but is not
limited to, reducing the amount or size of inflammation,
reducing the severity of the inflammation, and reducing the
length of the inflammatory outbreak.

10

15

20

25

30

35

40

45

50

60

65

6
EXAMPLES

Example 1

UV-Controlled Doxorubicin Release from
Liposomes

Phospholipase A2 (PLA,) from porcine pancreas, Sigma,
10000 u/ml) was purified, and the buffer was exchanged with
10 mM HEPES, pH=7.5, containing 150 mM KCl, by using a
spin column (Viva). The drug doxorubicin HCI (Sigma) was
dissolved as a stock solution (20 mM) in the same buffer. The
molecular cage DM-Nitrophen (1-(2-nitro-4,5-dimethox-
yphenyl)-N,N,N',N'-tetrakis [(oxycarbonyl)methyl]-1,2-
ethandiamine) (EMD-Calbiochem) was prepared according
to the producer recommendations. The liposome formula-
tions were based on lecithin lipids (soy bean PC, Avanti), a
suitable substrate for the PLA, enzyme. The lipids were dis-
solved in chloroform, vacuum dried, and subsequently
hydrated in a Hepes buffer containing PLLA,, DM-Nitrophen
(25 mM), Doxorubicin (2 mM), CaCl, (5 mM) and 150 mM
KCl, pH=7.5. The PLA, enzyme amount was calculated in
such a way to ensure complete hydrolysis of the PC liposomes
(1 mg/ml lipids) in about 10 minutes. Due to the high affinity
of DM-Nitrophen for Ca**, a ratio of 5:1 for these compo-
nents assured a very low concentration of divalent Ca®* at
equilibrium (dark concentration). A control sample was pre-
pared in a similar manner but without DM-Nitrophen or Ca**
added, containing in turn 0.1 mM EDTA to chelate the Ca>*
traces. The liposomes were prepared by extrusion (400 nm
diameter), using a mini extruder (Avanti). The removal of the
unreacted components as well as the buffer exchange was
performed by centrifugation and re-suspension.

The samples were placed in the plate’s wells for fluores-
cence reading in a kinetic mode (Gemini XP-S fluorometer,
thermostated at 37° C.). The fluorescence was measured with
setting the excitation at 480 nm and the emission at 590 nm.
A secondary light pulse (355 nm) was obtained from the
fluorometer lamp source, setting a dual excitation. The drug
release was estimated from fluorescence dequenching mea-
surements. One sample was subjected to an extensive lysis by
the use of a detergent (1% Triton X100), which destabilized
the liposome structure and produced a complete drug release
(100%).

Having all components (drug, enzyme, caged Ca**) incor-
porated into lecithin liposomes, a UV flash provided by the
fluorometer (355 nM) was used to free the Ca®* from their
cages and to activate the PLA, enzyme. Since the PLA,
enzyme activity correlated with drug release, the kinetics of
the drug release process was estimated from fluorescence
dequenching (FIG. 2). As shown FIG. 2, the PLA, enzyme
was activated by the Ca* ions released from the cage by UV
photolysis, and the drug was released from the liposomes
(triangles). The sample containing EDTA as ion chelator
(circles) showed no drug release upon UV exposure, presum-
ably because the PLA, enzyme was not activated due to
sequestration of Ca**. Together, these results showed that
UV-triggered release of a Ca®* cofactor may be used to con-
trol drug released by lipase-mediated liposome degradation.

Example 2
UV-Fluorescence of X-Ray Excited Particles
The nano-scintillator LaF,Ce®* water soluble nanopar-

ticles were synthesized using the procedures described in the
literature (Liv, Y. etal. Journal of Applied Physics 2008, 103,
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063105; Wang, C. et al. Journal of Applied Physics 2005, 97,
083506). While in solution, the nanoparticles were exposed to
X-ray beams generated by a Faxitron, X-ray generating
machine, with energies up to 100 KeV. The fluorescent signal
was collected by using a collimator and an optical fiber, and
recorded with an Ocean Optics Spectrometer. The spectrum
(depicted in FIG. 3) had a maximum of approximately 353
nm, and a range covering 330-370 nm, which matches the
wavelength required for photolysis of the molecular cages
described in Example 1.
We claim:
1. A composition comprising a liposome having a lipid bi
layer, the liposome containing
a) an agent;
b) phospholipase A2 or phospholipase C capable of releas-
ing the agent from the liposome when in the presence of
a calcium co-factor; and

¢) a DM-Nitrophen sequestering the calcium co-factor
capable of activating the phospholipase, wherein the
calcium co-factor is required for activating the lipase.

2. The composition of claim 1, wherein the molecular cage
is photolabile.

3. The composition of claim 1 wherein the phospholipase
A2 or phospholipase C is capable of hydrolyzing at least one
lipid in the liposome.

4. The composition of claim 1, wherein the agent com-
prises a chemotherapeutic agent, a polypeptide, a toxin, a
radiotherapeutic agent, a radiosensitizing agent, an imaging
agent or combinations thereof.

5. The composition of claim 1, wherein the liposome fur-
ther comprises a targeting molecule.

6. The composition of claim 1, wherein the liposome fur-
ther comprises at least one polypeptide capable of localizing
to the lipid layer and a protease.

7. The composition of claim 1, further comprising a nano-
scintillator capable of emitting UV light upon excitation.

8. The composition of claim 7, wherein the nano-scintilla-
tor is responsive to radiation.

9. The composition of claim 8, wherein the nano-scintilla-
tor is responsive to X-radiation.
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10. A method of delivering an agent to a target in a subject,
the method comprising:

a) administering the liposome of claim 1 to the subject; and

b) exposing the target to light, whereby the light releases

the calcium co-factor from DM-Nitrophen, the co-factor
activates phospholipase A2 or phospholipase C and
phospholipase A2 or phospholipase C releases the agent
from the liposome.

11. A method of delivering an agent to a target in a subject,
the method comprising:

a) administering the liposome of claim 7 to the subject; and

b) exposing the target to radiation, whereby the radiation

activates the nano-scintillator to emit UV light which
releases the calcium co-factor DM-Nitrophen, the cal-
cium co-factor activates phospholipase A2 or phospho-
lipase C and phospholipase A2 or phospholipase C
releases the agent from the liposome.

12. The method of claim 10, wherein the target comprises
a tumor.

13. The method of claim 10, wherein the liposome is
administered to a patient before exposing the target to light.

14. The method of claim 11, wherein the liposome is
administered to a patient before exposing the target to radia-
tion.

15. A method of controlled drug release, the method com-
prising the method of claim 10, wherein the agent is released
in a localized area.

16. A method of treating a condition responsive to the
agent, the method comprising administering the liposome of
claim 1.

17. The method of claim 16, wherein the condition is
cancer.

18. The method of claim 11, wherein the target comprises
a tumor.

19. A method of controlled drug release, the method com-
prising the method of claim 11, wherein the agent is released
in a localized area.
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