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COMBINATION THERAPEUTICS AND METHODS FOR THE TREATMENT OF
NEURODEGENERATIVE AND OTHER DISEASES

Related Application

This application claims the benefit of U.S. Provisional Patent Application No. 61/730,761,

filed November 28, 2012, the entire contents of which are incorporated herein by reference.

Statement Regarding Federal Support

This invention was made with Federal support including National Institutes of Health Grant

No. 1R44AG034760-01A1.

Field of Invention

Inventions of the present application are directed to the treatment of neuro-degenerative
diseases such as Hutchinson Disease, Parkinson’s disease, Down’s syndrome and
Alzheimer’s disease and virus latency diseases such as HIV and Herpes, cancers such as
prostate, melanomas, lymphomas and renal cancers, esophageal and opthalmic diseases such

as glaucoma.

Background of the Invention

Neurodegenerative diseases, such as Alzheimer’s disease, Hutchinson’s Disease, Parkinson’s
disease, Kuru, Creutzfeldt - Jakob disease and other spongiform encephalopathies remain
major health problems. With respect to Alzheimer’s, Hutchinson’s and Parkinson’s diseases,
these diseases tend to manifest themselves in older individuals and as the diseases progress;
the afflicted individuals are less able to care for themselves. With respect to cancers such as,
by way of example, without limitation, prostate cancer, Bryostatin 1 inhibits phorbol ester-
induced apoptosis in prostate cancer cells by differentially modulating protein kinase C
(PKC) delta translocation and preventing PKCdelta-mediated release of tumor necrosis
factor-alpha. With respect to virus latency diseases such as HIV latency, Bryostatin-1, as
well as many PKC agonists, activates cellular transcription factors such as NF-kB that binds

the HIV-1 promoter and regulates its transcriptional activity. In HIV-1 latency the viral
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promoter is less accessible to cellular transcription factors because nuclear histones
surrounding the viral promoter are deacetylated (compacted chromatin). Thus HDAC
inhibitors may increase the aceytation of histones (relaxed chromatin) and then transcription
factors may have an easy access to the HIV promoter. With respect to opthalmic disease,
such as by way of example, without limitation, glaucoma, the presence of beta amyloid is
associated with elevated intra ocular pressure. Currently there are very limited means to treat

these diseases.
It is therefore highly desirable to have effective therapeutics, combination therapeutics that
act synergistically, effective methods of formulation and simple methods of administration

(e.g. oral formulations) without the need for specially trained healthcare providers.

Summary of the Invention

Embodiments of the present invention are directed to single and combination therapies, drug
delivery systems, dosage forms and methods for the treatment of neurodegenerative diseases,
cancers, viral latencies and optical diseases.  The neurodegenerative diseases which are the
object of treatment in the present invention are exemplified by Alzheimer’s disease,
Hutchinson’s Disease, Parkinson’s disease, Kuru, Creutzfeldt - Jakob disease, Down’s
syndrome and spongiform encephalopathies. Other diseases include cancers such as prostate
cancer and viral latencies such as HIV and herpes. The embodiments directed to an article of
manufacture comprise a dosage form comprising an effective amount of a byostatin or Bryoid
with an effective amount of a Retinoid. As used herein, the term “dosage form” refers to a
means for administering a drug, such as by way of example, without limitation, capsules,
tablets, pills, films ,ointments, creams, solutions, suspensions, acrosals, pastes, drops,

suppositories, powders for reconstitution, injectables, intravenous solutions and the like.

As used herein, the term “a bryostatin” or “Bryoid” refers to any and all bryostatins and
derivatives thereof. Twenty bryostatins have been identified and certain examples feature a
bryostatin that is bryostatin-1. Embodiments of the present invention feature a first Bryoid
composition having a molecular weight of approximately 896 — 898 Amu (Mass + Sodium)
having a purity of approximately 50 % to a crystal forming purity. The first Bryoid
composition can also be characterized as a Bryoid compound having a molecular weight of

approximately 873-875 Amu (monoisotopic mass) having a purity of approximately 50% and

2
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a crystal forming purity. The first Bryoid composition has a measured mass plus sodium of
897.2 Amu and a measured monoisotopic mass of 874.2 Amu. The detailed discussion which

follows will refer to this Bryoid as B10.

Embodiments of the present invention feature a second Bryoid composition having a
molecular weight of approximately 910 — 912 Amu (Mass + Sodium) having a purity of
approximately 50 % to a crystal forming purity. The second Bryoid composition can also be
characterized as a Bryoid compound having a molecular weight of approximately 888-890
Amu (monoisotopic mass) having a purity of approximately 50% and a crystal forming
purity. The second Bryoid composition has a measured mass plus sodium of 911.5 Amu and
a measured monoisotopic mass of 888.9 Amu. The detailed discussion which follows will

refer to this Bryoid as B12.

Embodiments of the present invention feature a third Bryoid composition having a molecular
weight of approximately 868 — 870 Amu (Mass + Sodium) having a purity of approximately
50 % to a crystal forming purity. The third Bryoid composition can also be characterized as a
Bryoid compound having a molecular weight of approximately 846 - 848 Amu (monoisotopic
mass) having a purity of approximately 50% and a crystal forming purity. The third Bryoid
composition has a measured mass plus sodium of 869.5 Amu and a measured monoisotopic

mass of 846.6 Amu. The detailed discussion which follows will refer to this Bryoid as B14B.

Embodiments of the present invention feature a fourth Bryoid composition having a
molecular weight of approximately 895 — 897 Amu (Mass + Sodium) having a purity of
approximately 50 % to a crystal forming purity. The fourth Bryoid composition can also be
characterized as a Bryoid compound having a molecular weight of approximately 872 - 874
Amu (monoisotopic mass) having a purity of approximately 50% and a crystal forming
purity. The fourth Bryoid composition has a measured mass plus sodium of 895.5 Amu and a
measured monoisotopic mass of 872.6 Amu. The detailed discussion which follows will

refer to this Bryoid as B14C.

These Bryoid compounds of the present invention have molecular weights that are different

than the molecular weights of bryostatins 1-20.
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As used herein, crystal forming purity means the composition has a purity which enables the
composition to form crystals. Normally, such purity is greater than 90%, and more often
greater than 95% purity. Examples presented in this application feature compositions having
a purity greater than 99%. Crystal purity would comprise compositions in which no

impurities can be detected, but is not so limited.

The first Bryoid, second Bryoid, third Bryoid, and fourth Bryoid described above are the
subject of a co-pending patent application of the present inventor and applicant filed
November 27, 2012, serial number US 61/730,227. The entire contents of the co-pending

application are incorporated by reference.

Embodiments of the present invention feature a Bryoid present in an amount to stimulate the
production of alpha secretase. For example, a Bryoid is present for administration in a dose
of 0.1 — 50 micrograms per square meter of surface area per week. Another embodiment of
the present invention features a Bryoid present for administration in a dose of 5- 10

micrograms per square meter of surface area per week.

Further embodiments of the article of manufacture comprise a Retinoid. The Retinoid is
bioavailable in an oral form and selected from the group comprising retinoic acid, retinol,
retinol acetate, retinol palmitate, 13-cis-retinoic acid, and bexarotene. The Examples will
feature the retinoid, retinoic acid. The Examples feature the Retinoid in an amount to
increase expression of alpha secretase. For example, without limitation, the retinoid is

present in a dose of 1.0 — 240 mg per day.

Embodiments of the present invention feature nanospheres comprising a biopolymer which is
resistant to acid. For example, without limitation, one biopolymer is a poly (D, L-lactide-
coglycoside). This biopolymer has two components. Embodiments of the present invention
feature a poly (D, L-lactide-co-glycoside) having a ratio of lactide and glycoside of 25-75 %
lactide with the remaining comprising glycoside. A common ratio is 50:50 lactide to
glycoside as determined by weight. This biopolymer is resistant to gastric acid degradation
and allows oral delivery of the drug to the small intestine for absorption. Nanospheres are

about 1 to 1000 nanometers in diameter.
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Embodiments of the present invention feature spheres that are lyophilized for reconstitution
in an aqueous solution. Another embodiment features spheres held in suspension for oral
administration and/or held in an oral dosage form selected from the group of tablets, capsules,
gel caps, and powders. Suspensions for oral administration are preferably flavored to

improve patient acceptance.

A further embodiment of the present invention is directed to a method of treating neuro-
degenerative disease. The method comprises the steps of administering an effective amount
of a bryostatin held in a plurality of spheres, each sphere comprising a biopolymer and

bryostatin, and each sphere having a diameter of one to 1000 nanometers.

Embodiments of the present method feature a bryostatin selected from the group consisting of
Bryostatins 1-20. Certain examples feature a bryostatin that is bryostatin-1. Several
bryostatins of great potency are bryostatin-3; and the first Bryoid, second Bryoid and third

bryoid referenced above.

Embodiments of the present invention feature bryostatin administered in an amount to
stimulate the production of alpha secretase. For example, bryostatin is administered in a dose
of 0.1 — 50 micrograms per square meter of surface area per week. Another embodiment of
the present invention features a bryostatin administered in a dose of 5- 10 micrograms per

square meter of surface area per week.

Further embodiments of the method comprise co-administration of a retinoid. The retinoid is
bioavailable in an oral form and selected from the group comprising retinoic acid, retinol,
retinol acetate, retinol palmitate, 13-cis-retinoic acid, and bexarotene. The Examples will
feature the retinoid, retinoic acid. The Examples feature the retinoid in an amount to increase
expression of alpha secretase. For example, without limitation, the retinoid is administered in

a dose of 1.0 — 240 mg per day.

One embodiment of the present invention features a biopolymer which is resistant to acid.
For example, without limitation, one acid resistant biopolymer is a poly (D, L-lactide-
coglycoside). Poly (D, L-lactide-co-glycoside) has a ratio of lactide and glycoside. A

preferred ratio is 25-75 % lactide with the remaining comprising glycoside.
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Preferably, the microspheres are lyophilized for reconstitution in an aqueous solution, or held
in suspension for oral administration or held in an oral dosage form selected from the group

of tablets, capsules, gel caps, and powders.

As a further article of manufacture, embodiments of the present invention feature an effective
amount of a bryostatin dissolved in pharmaceutically acceptable oil for oral administration
for the treatment of neuro-degenerative disease. As used herein, the term “pharmaceutically
acceptable oil” refers to oils which are reasonably well tolerated for oral ingestion in small
amounts of 5 to 10 milliliters. Embodiments of the present invention feature olive oil. Other
embodiments comprise, by way of example, without limitation include, cotton seed oil, cod
liver oil, castor oil, safflower oil, peanut oil, sesame oil, corn oil, vegetable oils, oils
originating with animals, and other oils commonly used in the food industry. The oil is

preferably administered in a gel cap.

An effective amount of Bryostatin for humans is about 0.1 to 3.0 mg per day in the
pharmaceutically acceptable oil and approximately 100 micrograms to 2 mg per day as in the

microsphere.

Further embodiments of the article of manufacture comprise a retinoid dissolved in
pharmaceutically acceptable oil for oral administration for the treatment of neurodegenerative
disease, cancer and viral latencies. Preferably, the pharmaceutically acceptable oil has the
retinoid bioavailable in an oral form and selected from the group comprising retinoic acid,
retinol, retinol acetate, retinol palmitate, 13-cis-retinoic acid, and bexarotene. The Examples
will feature the retinoid, retinoic acid. The Examples feature the retinoid in an amount to
increase expression of alpha secretase. For example, without limitation, the retinoid is

present in a dose of 1.0 — 240 mg per day.

Further embodiments of the article of manufacture comprise a bryostatin and retinoid
dissolved in pharmaceutically acceptable oil for oral administration for the treatment of

neuro-degenerative disease, cancer, viral latencies and optical diseases.

A further embodiment of the present invention is directed to a method of treating

neurodegenerative disease, cancer, viral latency and/or optical diseases comprising the steps
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of administering orally an effective amount of a bryostatin dissolved in pharmaceutically

acceptable oil.

Thus, as a treatment for neurodegenerative diseases, embodiments of the present invention
feature dosage forms and methods for the oral administration of an effective amount of a
bryostatin with and without a retinoid. These and other features and advantages of the
present invention will be apparent upon reading the text of the detailed description below as

well as viewing the accompanying drawings.

Brief Description of the Drawings

Figure 1 depicts a microsphere embodying features of the present invention;

Figure 2 depicts an apparatus for making one or more microspheres of the present invention;

Figure 3 shows that Bryostatin-1 induced sAPP-a formation in SH-SY5Y neuroblastoma cells
is increased at 3h by 2 uM and 4 pM retinoic acid. Retinoic acid, an inducer of
ADAM10/alpha-secretase increased the generation of sAPP-a by SH-SYSY cells. Left panel
shows 6E10 western blots for SAPP-a, Right panel shows densitometric analysis. *-p<0.05 vs

control, **-p<0.01 vs control, n=3; and

Figure 4 depicts the effect of retinoic acid (RA, 2 pM) and Bryostatin-1 on the level of
sAPPg in SH-SYS5Y cells. Cells were treated with RA, Bryostatin-1 (10'9M) + RA,
Bryostatin-1 (IO'IOM), RA+Bryostatin-1 (10'10M) for 3h. Representative western blots show
sAPPa recovered from culture medium. Both Bryostatin-1 and RA significantly increased
sAPPa compared to control (p<0.05, p<0.01). Combining RA and Bryostatin-1 significantly

increased sAPPq recovered from culture medium.

Detailed Description of the Invention

Embodiments of the present invention will be described with respect to single and
combination therapy, drug delivery system, dosage form and method for the treatment of

neuro-degenerative diseases exemplified by Alzheimer’s disease, with the understanding that
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the discussion relates to other neuro-degenerative diseases as well, cancers such as prostate
cancer and viral latencies such as HIV and herpes. This discussion will feature the preferred
embodiments of the invention with the understanding that features of the invention are

capable of modification and alteration without departing from the teaching.

Turning first to Figure 1, a microsphere, generally designated by the numeral 11 embodying
features of the present invention is depicted. The microsphere 11, when combined with an
adequate number of like microspheres comprises an effective dose of a bryostatin in a
biopolymer. Each microsphere 11 has a diameter of one to 1000 nanometers. Although
depicted as a microsphere, the article of manufacture may have an irregular shape, roughness,

or be filamentous in form.

As used herein, the term “a bryostatin” refers to any and all bryostatins and Bryoids and
derivatives thereof. = Bryostatins and Bryoids are isolated in accordance with Castor, U.S
Patent 5,750,709 and Castor “Supercritical fluid Isolation of Bryostatin-1, Phase II Final
Report, SBIR Grant No. 5 R44 CA64017-03, April 21 2001.

Certain examples feature a bryostatin that is bryostatin-1. Bryostatin-1 is well characterized
in the art and the structure of such compound need not be reproduced here. Several
bryostatins of high potency are bryostatin-3 and first bryostatin, second bryostatin and third
bryostatin referenced previously and the subject of the co-pending patent application

incorporated by reference.

The bryostatin is administered in an amount to stimulate the production of alpha secretase.
For example, bryostatin is administered in a dose of 0.1 — 50 micrograms per square meter of
surface area per week. Another embodiment of the present invention features a bryostatin

administered in a dose of 5- 10 micrograms per square meter of surface area per week.

In embodiments which feature the co-administration of a retinoid, the retinoid is present in
the same biopolymer, or made separately and combined prior to administration, or

administered at the same time or close in time to have a combined effect with the bryostatin.

The retinoid is bioavailable in an oral form and selected from the group comprising retinoic

acid, retinol, retinol acetate, retinol palmitate, 13-cis-retinoic acid, and bexarotene. Retinoic

8
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acid is available as an orally administered drug and is sold under the pharmaceutical name
Tretinoin and tradename Retin -A®. Without being bound to a particular theory, it is
believed that the retinoid acts synergistically with the bryostatin to increase expression of
alpha secretase. For this purpose, the retinoid is administered in a dose of 1.0 — 240 mg per

day.

Embodiments of the present invention feature a biopolymer resistant to acid. For the purpose
of the present discussion, resistance to acid refers to stomach acid at a pH of approximately 1
to 3 for a period of time of about 0.5 to 4.0 hours. One biopolymer is a poly (D, L-lactide-
coglycoside). This biopolymer has two components, a lactide and a glycoside component.
Embodiments of the present invention feature a poly (D, L-lactide-co-glycoside) having a
ratio of lactide and glycoside of 25-75 % lactide with the remaining comprising glycoside. A
common ratio is 50:50 lactide to glycoside as determined by weight. This biopolymer is
resistant to acid degradation and allows oral delivery of the drug to the small intestine for

absorption.

Embodiments of the present invention feature microspheres that are lyophilized for
reconstitution in an aqueous solution. Another embodiment features microspheres held in
suspension for oral administration and/or held in an oral dosage form selected from the group
of tablets, capsules, gel caps, and powders. Methods of making tablets, capsules, gel caps
and powders are well known in the art. (Remington, “The Science and Practice of
Pharmacy’- 20™ Edition Lippincott, Williams and Williams).  Suspensions for oral

administration are preferably flavored to improve patient acceptance.

Another embodiment of the present invention features pharmaceutically orally acceptable oil
containing an effective amount of bryostatin. An amount of oil for administration is
determined, and an effective amount of bryostatin is dissolved in such oil in a manner known
in the art. Preferably, the amount of oil which is intended for oral administration is enclosed
in a gel cap in a manner known in the art. For example, Vitamin D and Vitamin E

supplements are often enclosed in gel cap formulations.

The present method and apparatus will be described with respect to Figure 2 which depicts in
schematic form a polymer sphere apparatus, generally designated by the numeral 13. The

polymer sphere apparatus is comprised of the following major elements: a polymer vessel 15,

9
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a Bryostatin drug injection assembly 17, an admixture chamber 19, a depressurization vessel

21, and an orifice nozzle 23.

Polymer vessel 15 is in fluid communication with a supercritical critical or near critical
syringe pump 25 via conduits 27a, 27b and 27c. Supercritical, critical or near critical pump

25 is in fluid communication with a source of supercritical, critical or near critical fluid.

Polymer vessel 15 is also in fluid communication with a modifier syringe pump 31 via
conduit 33 which intersects with conduit 27a at junction 35. Modifier syringe pump 31 is in

communication with a source of modifiers and/or entrainers (not shown).

Polymer vessel 15 is loaded with polymer. This polymer vessel receives supercritical, critical
or near critical fluid from supercritical critical or near critical pump 25 via conduits 27a, 27b
and 27c. Polymer vessel 15 receives modifiers and/or entrainers from modifier pump 31 via
conduit 33. Polymer is dissolved in the supercritical, critical or near critical fluid and
modifier to form a polymer solution. Formation of the polymer solution is facilitated by
circulating the polymers and supercritical, critical or near critical fluid in a loop with a
conduits 27d, 27d, 27¢, 271, and 27g, a master valve 29, a static mixer 31, and a circulation

pump 33.

Polymer vessel 15 is in fluid communication with admixture chamber 19 via conduits 37 and
39. Admixture chamber 19 is also in fluid communication with bryostatin drug injection
assembly 17. Bryostatin drug injection assembly 17 comprises bryostatin drug syringe pump
43, a source of a bryostatin 41 and conduit 45. Bryostatin drug syringe pump 43 is in
communication with a source of bryostatin material and pressurizes and compels such
material through conduit 45. Conduit 45 is in communication with admixture chamber via
conduits 39 which intersects conduit 45 at junction 47. Preferably, junction 47 is a mixing

“T”

Admixture vessel 19 is in the nature of an inline mixer and thoroughly mixes incoming
streams from the polymer vessel 15 and bryostatin drug injection assembly 17. Admixture
vessel 19 is in communication with orifice nozzle 23 via conduit 49. Orifice nozzle 23 is in
the nature of a back pressure regulator and has a nozzle defining one or more orifices which

discharge into depressurization vessel 21 via conduit 51. Preferably, orifice nozzle 23

10
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controls pressure and decompression rates such that a supercritical critical or near critical
carbon dioxide enters the orifice at a rate of about 0.425 mls/min and 0.075 mls/min acetone
or about 0.5 mls/min carbon dioxide and ethanol combined to maintain system pressure at

2,500 psig.

The operating pressure of the system can be preset at a precise level via a computerized
controller (not shown) that is part of the syringe pumps. Temperature control in the system is
achieved by enclosing the apparatus 11 in 1/4" Lexan sheet while utilizing a Neslab
heating/cooling system coupled with a heat exchanger (not shown) to maintain uniform

temperature throughout the system.

In operation, polymeric materials are first packed into the polymer vessel 15. Supercritical
critical or near critical fluid and an ethanolic solution of one or more bryostatin compounds
are charged into the supercritical, critical or near critical syringe pumps 25 and 31,
respectively, and brought to the desired operating pressure. In the alternative, an ethanol

solution of one or more bryostatin compounds is charged into bioactive syringe pump 43.

In formulations featuring one or more bryostatin compounds and one or more retinoid
compounds, supercritical critical or near critical fluid and an ethanolic solution of bryostatin
and a retinoid compounds are charged into the supercritical, critical or near critical syringe
pumps 25 and 31, respectively, and brought to the desired operating pressure. In the
alternative, an ethanol solution of bryostatin and retinoid compounds is charged into

bioactive syringe pump 43.

The system is pressurized with the supercritical critical or near critical fluid via supercritical,
critical or near critical syringe pump 25 to the pressure level equal to that set in modifier
syringe pump 31 and bioactive syringe pump 43, and maintained at this level with the nozzle
orifice 23. The dynamic operating mode for all pumps is set so that each pump can be
operated at its own desired flow rate. The supercritical critical or near critical stream flows
through the polymer vessel 15, dissolves polymer and contacts the one or more bryostatin
compounds, or one or more bryostatin and retinoid compounds, stream at junction 47. The
mixture of supercritical critical nears critical fluid, bryostatin drug, or bryostatin and retinoid,
or retinoid alone and polymer materials is then passed through admixture chamber 19 for

further mixing. Finally, the mixed solution enters orifice nozzle 23 and is injected into a 10%

11
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sucrose solution containing 0.1% polyvinyl alcohol, 40 % ethanol with trace acetic acid in the
depressurization vessel 21. As a result of supercritical fluid decompression, polymer spheres
containing one or more bryostatin compounds, or polymer spheres containing one or more
bryostatin and retinoid compounds, or polymer compounds containing retinoid compounds
are formed in the 10% sucrose solution, 0.1% polyvinyl alcohol, 40 % ethanol with trace
acetic acid. The expanded supercritical fluid exits the system via a vent line on the

depressurization vessel 21.

The polymer nanospheres are in the nature of microspheres 11. These microspheres 11 are

frozen at -80° degrees Centigrade and lyophilized.

Examples

Retinoic acid enhances Bryostatin-1 mediated alpha secretase activity. Figure 3 shows that
Bryostatin-1 induced sAPP-a formation in SH-SY5Y neuroblastoma cells is increased at 3h
by 2 uM and 4 pM retinoic acid. Retinoic acid, an inducer of ADAMI10/alpha-secretase
increased the generation of sAPP-a by SH-SYSY cells. Left panel shows 6E10 western blots
for sAPP-a, Right panel shows densitometric analysis. *-p<0.05 vs control, **-p<0.01 vs

control, n=3; and

Because Bryostatin-1 was able to enhance memory and cognition in our AD model, and was
able to potently stimulate the activity of alpha-secretase in SH-SY5Y neuroblastoma cells, we
investigated whether co-treatment of these cells with retinoic acid (RA, 2 or 4 uM) to
increase a-secretases (ADAMI10, and (and possibly ADAM17, -9, -19) expression should
lead to enhanced overall APP processing. In fact we did find that SH-SY5Y cells, which
were treated with both Bryostatin-1 and 2 pM or 4 pM RA showed greater sAPP-a release

(measured by sAPP-g release) .

Bryostatin-1 plus retinoic acid 2 UM (red bar) or 4 uM (blue bar) retinoic acid (RA) for 24 h
showed an enhanced alpha secretase processing of APP to sAPP-a. These findings show that
co-treatment of neuron cultures with RA plus Bryostatin-1 exhibit enhanced APP processing
to SAPP-a and suggest that in vivo combinations of RA with Bryostatin-1 may synergistically

enhance a-secretase activation (Figure 1).

12
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This data here suggest that RA plus Bryostatin-1 represent an innovative combination which
(1) increases alpha-secretase levels and (2) activates the more abundant alpha-secretase to (3)

achieve higher overall levels of APP processing to SAPP-a

Retinoic Acid Plus Bryostatin-1

Figure 2 shows that in SH-SY5Y neuroblastoma cells, SAPP  formation is increased by 2
uM retinoic acid (p<0.01) similar to 10°M Bryostatin-1. An additive effect was observed
when retinoic acid (RA) was added at 2 uM concentration with Bryostatin-1 at 10°M and 10°
10

M.

Interestingly, Figure 2 shows that both RA and Bryostatin-1 can each significantly increase
expression of ADAMI10 (the major form of o-secretase) and that in combination there is at
least an additive effect on expression. This would be the first demonstration that Bryostatin-1
increases the expression of -secretase, which is a novel and unanticipated effect of
Bryostatin-1. Therefore, Bryostatin-1 may increase  -secretase processing through 2
independent mechanisms: (i) activation of PKCs which stimulate secretase; and (ii)

increased expression of  -secretase.

It is also possible that the increased abundance of ADAMI0 might reflect increased
ADAMIO stability and not necessarily greater protein synthesis. In any case, the effect on
ADAMI1O0 is novel. ADAM10 mRNA synthesis may be increased by Bryostatin-1 ultimately

leading to greater ¢-secretase.

Oil Based Bryostatin Solutions

Oil based bryostatin solutions are made with the desired amount of bryostatin dissolved in
olive oil with vitamin E as a preservative and lecithin and medium chain triglyceride
emulsifiers to increase bioavailability. The oil with the dissolved bryostatin is encapsulated
in gel capsules with a nitrogen purge and head. In the alternative, the oil with dissolved
bryostatin is administered as a liquid dosage form. In the alternative, the oil with dissolved

bryostatin may also be emulsified and administered as a liquid formulation. Emulsification
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may mask some of the less desirable taste and texture associated with oil based oral

formulations.

Oil based Bryostatin and Retinoic acid Solutions

Oil based bryostatin and retinoic acid solutions are made with the desired amount of
bryostatin and retinoic acid dissolved in olive oil with vitamin E as a preservative and lecithin
and medium chain triglyceride emulsifiers to increase bioavailability. The oil with the
dissolved bryostatin and retinoic acid is encapsulated in gel capsules with a nitrogen purge
and head. In the alternative, the oil with dissolved bryostatin and retinoic acid is
administered as a liquid dosage form. In the further alternative, the oil with dissolved
bryostatin and retinoic acid may also be emulsified and administered as a liquid formulation.
Emulsification may mask some of the less desirable taste and texture associated with oil

based oral formulations.

Bryostatin Microspheres

Microspheres comprising polymers and bryostatin 1 were prepared in accordance with the

methods described above. The results are summarized in Table 1 below.

Table 1: Summary of Polymer Nanoencapsulation of Bryostatin-1 Experiments

Bryo-1
P T Particle y Encapsulation
Expt. No. | SFS ) (mg/100
(bars) (°C) Size (nm) (%)
mls)
ALZ-01- CO,:Acetone::95:5 | 171 45 259 0.0511 114
01
ALZ-02- Freon-22 205 22 973 0.3089 16.8
01
ALZ-03- CO,:Ethanol::85:15 | 171 45 246* 0.0027 71.3
01
ALZ-04- CO,:Acetone::95:5 | 171 45 215* 0.0160 50.8
01
ALZ-05- CO,:Acetone::95:5 | 171 45 254* 0.1323 84.0
01
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ALZ-06- CO,:Acetone::85:15 | 171 45 251* 0.2374 82.3
01

* After lyophilization and reconstitution

The nanospheres appear stable at 4-25°C (Centigrade) for at least one week duration.
Further, the nanospheres appear stable in solutions at about pH 1.13 at 37°C (Centigrade),

similar to a stomach environment.

Results further suggest that nanospheres with bryostatins and bryostatin 1, in particular,
induce alpha-secretase processing of amyloid precursor protein (APP) to s-APP alpha, and
activate protein kinase C (PKC) isoforms alpha, delta and epsilon (measured by membrane
translocation) in the SH-SY5Y neuroblastoma cell line. These events are well-described cell
and pharmacological events associated with prevention of beta-secretase mediated formation
of beta-amyloid, the presumptive cause of dementia in human Alzheimer’s disease and in the

sweAPP/PS1 mouse model of Alzheimer’s disease.

Bryostatin and Retinoid Microspheres

Microspheres comprising polymers and one or more bryostatin and retinoid compounds are

prepared in accordance with the methods described above.

Water Maze Studies

Mouse strain B6C3-Tg carrying mutant Swedish Amyloid precursor protein (sweAPP) and
PS1 (presenilin-1) genes associated with early onset Alzheimer’s disease were subjected to
water maze tests at 5-6 months of age. These tests suggest that mice that received bryostatin-
1 at a dose of 5 micrograms/mouse on alternative days orally in an oil formulation showed
significant protection against Alzheimer’s disease mediated memory loss produced by the

APP/PS1 mutations as compared with memory acquisition skills seen in control animals.

Therefore, we have described the present invention with respect to preferred embodiments
with the understanding that these embodiments are capable of modification and alteration

without departing from the teaching herein. Therefore, the present invention should not be
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limited to the precise details, but should encompass the subject matter of the claims that

follow and their equivalents.
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Claims:

1. A dosage form comprising an effective amount of Bryoid and an effective amount of a
Retinoid for the treatment of one or more diseases for which an enhanced alpha secretase

processing is beneficial.

2. The article of manufacture of claim 1 wherein said Bryoid is selected from the group

consisting of Bryostatin 1-20 and including the first Bryoid, second Bryoid and third Bryoid.

3. The article of manufacture of claim 3 wherein said Retinoid is retinoic acid.

4. The article of manufacture of claim 4 wherein said Retinoid is present in an amount to

increase expression of alpha secretase.

5. The article of manufacture of claim 1 wherein said Bryoid is present in an amount to

stimulate the production of alpha secretase.

6. The article of manufacture of claim 1 wherein said Bryoid is present for administration in

a dose of 0.1 — 50 micrograms per square meter of surface area per week.

7. The article of manufacture of claim 7 wherein said Bryoid is present for administration in

a dose of 5- 10 micrograms per square meter of surface area per week.

8. The article of manufacture of claim 3 wherein said Retinoid is present in a dose of 1.0 —

240 mg per day.

9. The article of manufacture of claim 9 wherein said Retinoid is selected from the group of
oral retinoids consisting of retinoic acid, retinol, retinol acetate, retinol palmitate, 13-cis-

retinoic acid, and bexarotene.

10. As an article of manufacture, an effective amount of a Bryoid and Retinoid in a
biopolymer said biopolymer comprising a plurality of spheres in which said spheres have a
diameter of one to 1000 nanometers, for the treatment of a disease responsive to increases in

alpha secretase activity.
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11. The article of manufacture of claim 10 wherein said biopolymer is resistant to acid.

12. The article of manufacture of claim 11 wherein said biopolymer is a poly (D, L-lactide-

coglycoside).

13. The article of manufacture of claim 12 wherein said poly (D, L-lactide-co-glycoside) has

a ratio of lactide and glycoside of 25-75 % lactide.

14.  The article of manufacture of claim 10 wherein said microspheres are lyophilized for

reconstitution in an aqueous solution.

15. The article of manufacture of claim 10 wherein said microspheres are held in suspension

for oral administration.

16. The article of manufacture of claim 10 wherein said microspheres are held in an oral

dosage form selected from the group of tablets, capsules, gel caps, and powders.
17. A method of treating neurodegenerative disease comprising the steps of administering an
effective amount of a Bryoid and Retinoid held in a plurality of microspheres, said

microspheres comprising a biopolymer and having a diameter of one to 1000 nanometers.

18. The method of claim 17 wherein said Bryoid is selected from the group consisting of

bryostatin 1-20 and including a first Bryoid, second Bryoid and third Bryoid.

19. The method of claim 17 wherein said retinoid is retinoic acid.

20. The method of claim 19 wherein said retinoid is present in an amount to increase

expression of alpha secretase.

21. The method of claim 17 wherein said Bryoid is present in an amount to stimulate the

production of alpha secretase.
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22. The method of claim 17 wherein said Bryoid is administered in a dose of 0.1 — 50

micrograms per square meter of surface area per week.

23. The method of claim 22 wherein said Bryoid is administered in a dose of 5- 10

micrograms per square meter of surface area per week.

24. The method of claim 20 wherein said retinoid is administered in a dose of 1.0 — 240 mg

per day.

26. The article of method of claim 20 wherein said retinoid is selected from the group of oral

retinoids consisting of retinoic acid, retinol, retinol acetate, retinol palmitate, 13-cis-retinoic

acid, and bexarotene.

27. The method of claim 17 wherein said biopolymer is resistant to acid.

28. The method of claim 27 wherein said biopolymer is a poly (D, L-lactide-coglycoside).

29. The method of claim 28 wherein said poly (D, L-lactide-co-glycoside) has a ratio of
lactide and glycoside of 25-75 % lactide.

30. The method of claim 17 wherein said microspheres are lyophilized for reconstitution in

an aqueous solution.

31. The method of claim 17 wherein said microspheres are held in suspension for oral

administration.

32. The method of claim 17 wherein said microspheres are held in an oral dosage form

selected from the group of tablets, capsules, gelatin capsules, and powders.
33. As an article of manufacture, an effective amount of a Bryoid and Retinoid dissolved in

an orally acceptable oil medium for oral administration for the treatment of

neurodegenerative disease, cancers, viral latency and opthalmic disease.
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34. The article of manufacture of claim 33 wherein said neurodegenerative disease in
selected from the group consisting of Alzheimer’s Disease, Hutchinson’s Disease,
Parkinson’s Disease, Kuru, Creutzfeldt-Jakob Disease, Down’s syndrome and spongiform

encephalopathies.

35. The article of manufacture of claim 33 wherein said cancers is prostate cancer,

melanomas, lymphomas and renal cancers, esophageal and other cancers.

36. The article of manufacture of claim 33 wherein said viral latency is associated with HIV

and herpes.

37. The article of manufacture of claim 33 wherein said effective amount of Bryoid is

approximately 3-10 ug per kilogram body weight per day.

38. The article of manufacture of claim 33 wherein said effective amount of Retinoid is

administered in a dose of 1.0 — 240 mg per day.
39. A method of treating neurodegenerative disease comprising the steps of administering
orally an effective amount of a Bryoid and Retinoid dissolved in an orally acceptable oil

medium.

40. A method of treating neurodegenerative disease comprising the steps of administering

orally an effective amount of a Bryoid and Retinoid by intravenous administration.

41. The method of claim 39 wherein said effective amount of Bryoid is approximately 3-10

ug per kilogram body weight per day.

42. The method of claim 39 wherein said effective amount of Retinoid is administered in a

dose of 1.0 — 240 mg per day.

43. A method of treating cancers comprising the steps of administering orally an effective

amount of a Bryoid and Retinoid dissolved in an orally acceptable oil medium.
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44. A method of treating cancers comprising the steps of administering orally an effective

amount of a Bryoid and Retinoid by intravenous administration.

45. The method of claim 43 wherein said effective amount of Bryoid is approximately 3-10

ug per kilogram body weight per day.

46. The method of claim 43 wherein said effective amount of Retinoid is administered in a

dose of 1.0 — 240 mg per day.

47. A method of treating virus latency comprising the steps of administering orally an

effective amount of a Bryoid and Retinoid dissolved in an orally acceptable oil medium.

48. A method of treating virus latency comprising the steps of administering orally an

effective amount of a Bryoid and Retinoid by intravenous administration.

49. The method of claim 48 wherein said effective amount of Bryoid is approximately 3-10

ug per kilogram body weight per day.

50. The method of claim 48 wherein said effective amount of Retinoid is administered in a

dose of 1.0 — 240 mg per day.
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Gt ) o K, HDAC 4570 T DABG 20 2R (A 1) kAL (RAsth gL e )it ) , I HAR G 5%
KR DAAE G #60k HIV B8l R TRRESE W, w0 (HARRT ) FXIR, B JEmitsE
HAAE SRR N AR OC . U ETAAAE SR A BRI T BORIATT 1KLL o

(00071  [AIUL, I 75 B B A A R 0ETT 7 U R AE F A 9697 77 A 2 B BC i 77 12 DA
S TR B D73 (i, CIRRI R ), TG/ 32 & T TR R R AL 25

ZAAE

[0008] 7 B ¥ St 5 S8 A6 FH 3R 97 A e B AL I R 0 B 9 AR LA S HIR e )
— AT RIE R GG AL T « VRN BTG T TR R AR 2 B A 50 i F
IR IR BR I W AR O A < A% B 2 890 2 B B R R R 45 DA B g A bR 9 491
o FETIE CIEE , 18 WRT SRR s DAL TR IEAR, WA HIV AN o R i b Y S it
Ji R AR, HASHAEN S B RS E E IR Bryoid) 5HMENNUER
(Retinoid) o UHASCH FIATE “FIAL” $R K& A Tt 290 TR, v (EARIRT ) iZ
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£ NI T [ 4 = R I = G oo = S I i I P [T I o TN e R S B < o S
CIRES T PnIIN- ) 7 G Reast == 8

[0009]  WIASCATFHEIARLE “ B &EN R 8L R E IR 152 BT A IrE & &84 2= DL
HATHEY) . CAREME 1M E a2, 3 B3R ST ¢ TR N S E#F R -1 & #E
Fo ARV T R T2 T8 NY) 896 £ 898Amu (Fi& + 4 ) IF H A4l N2 50% £ i
ERIE AL — R E B R A G 5 —RE S RAEGYIER] DFHIEE T T2 A4
873 %= 875Amu ( ML[FINI Z & ) JF B4l L) 50 % Fl Sk B 46 FE (R S R =L 590
B R G R R A SY R E BB + 488 897. 2Amu I HLIN & FA [ A7 R BN 874. 2Amu.
DA HEAIR IR X P & B Z= FRAE B10.

[0010]  ASKRBHRSENE T K% T 0 T8 NZ 910 £ 912Amu (i + 84 ) I HA4iF N%) 50%
TR E A 2R R E R R A A Y. B REEINRASWIE T UEHIEE T 70 T
TN 888 & 890Amu ( FAIN & iR ) H HLAL B N2 50 % AR B 4l B 2R 5 B &
WEY . FBREHMRAAY RIS E + 9908 911. 5Amu FF HIE R F AR RN
888. 9Amu. VLT VFEHR ARG IX P2 & S0 ZARAE B2,

[0011]  AKRBHIRISENE T KT 78 N%) 868 & 870Amu (i + 44 ) I H4lF NZ) 50%
TR LA 2R R E R R A A Y. B REEINRA S IE T LSHEE T 70 T
TN 846 % 848Amu (BRI K iR ) HF HLALEE N2 50 % A AR B 4l B 2R 5 B &
WEY . F=REEMRAAY RIS E + 994 869. 5Amu f H I & B [F AL K= N
846. 6Amu. LU T AN IAKE X TR & #EHI ZFR1E B14B.

[0012] AR BHRSENE T KT T8 N%) 895 & 897Amu (i & + 4 ) I H4lF N%) 50%
2RO A R VYR S #E MR A G . FBIURE s R A SR ] IR IEE T 2+
HONZ) 872 & 874Amu ( BRI K iR ) H HLA B N2 50 % AR B 4l B i 2R 5 B i &
WEY) . FHIYRE SR A AP RIS 5 & + 9974 895. 5Amu FF H & R AL R =N
872. 6Amu. VLT VAN AKX TR & EEHIZFRAE B14C.

[0013]  AKHPXLEREHMRUAEMEGAR T EEMNR 1-20 W FERNS TE.
(00141 WO SCAIT FH ) A I 40 2 i ko A & W) LA (E A S WD RERE T IR S AR R 4B B o
RAEIEE ST 90%, HHE ST 5% A, AHE AT 2 SLER o T4 s T
9% WG, SRS EEIG A5 VA ZR T Re A I 2 20 &7, (B AR T itk

[0015] b SCHTER IR — SR B e R 30 R R R B SR e R DL AR DU R
LM R AR AHZ M HEE T 2012 4 11 H 27 H 38 A 3L B R Yo & F) #1575 515 US
61/730, 227 W3/, IXANFE[FE AR i 23 A BLS | - B 7 0GR\

[0016] AR HHRISEHE T ST LRI o bl AR BRI R S B E . 2561k,
KBRS T KR mN 0.1 2 50 WO KIF R I . AREK S —A
SEE g F o T UL AR O KR IHIAR 5 & 10 10w A7) s A7 7 DL I F 2R B B 2%
[0017] il S L B RAFEME R, MW R O ARE & A R H I+ B
1% A E A R PR B A B I R R A AN BRI L 13— AR B R DL S AE R T
(bexarotene) MIFEL . S T R AN BEES . STHERI ST 100 o 2 ibEERA &
IRE R 280K U0 ((EAR T ) , M R AR 1.0 2 240 Z2 w5 EAFAE .

[0018] AU [ SEHit 77 58 0 TR & R HLpu it T AE M R S 4K ER . 2801k U ((HA
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BRT ), —MAEMEEYEER O, L- NN - L OlE ) . XFAEYREGEA WA
9y ARWIRISLiE T ZRT NS S LA ERII LLR A 25-T5 % N BRI HH R EE 4
ZHEHIE (D, L- NACHS - 45 - 4%CHg ) o nCAEE & IE, & A E N 50 © 50 FIANACHS -
CATHG o IXFP AR AN B BB R B I B vr DIRiSIE 259 2 /N s ULEER I . 9K
BRIGEAR N 1 2 1000 452K,

[0019] AR HHRISEHE 7 SR TR T TAE KB P B IR IR 59— ANt R T 1%
R OGO E R A/ BRSO B R R EE L B DA SR R R AL ) R
FUBL A ER . A 1 Rt FH B VA A28 R DL W DA s i e sz 4k

[0020] AR B 55— SEHE T G2 B0 — R T #H SR A ) 5 1 o IX P 7 V2 4 i
MABENRET Z DA EESMRIP R, SN ROEEMEEMME R, H
FAEREA 1 & 1000 99K EZ.

[0021]  AEHIHEERISTE T 6Tk E B S 1-20 AR RFA R SR, ik
SRS TAE N E BN R -1 MEEIR. BRI E SR LS #ME -3 ;
DA R b SCHTHR S 38— SR B 3R 38 R B BRI DA AR =R B aE R

[0022] AR AL 5 S0 F LURIBL o bl AL B e I S B ER . 280K U0, &
BEAER DURE R AP J7 KR AR 0. 1 2 50 Ooe R E it o AR ) — AN SLitiTr R8T
DAAEJE T 5 KR THAR 5 25 10 Bl (55 & FH i B B 2%,

[0023]  IXFPT7 VI SEie 7 R A FE I R i L B 2 . ML EE 2 DI AR = AR P mT )
)5 ELIE F L B PR B R A B I A B8 I S TR TS AL B R R I 13— AL B IR LA S A i %
TR SEREGIRE OC T R LB IR . St oS T 3G 0N o« b BgRIA R = MIE &R
2kt (EAPRT ), s R AR 1. 0 28 240 Z 5 ()55 &t

[0024]  AKRBHH)—ASL0 7 RO TR BT R AR AT . 284K (EAR T 1) ,
— PR AR A AR O, L- Nl - ol )« & O, L- NaChE - 35 - 450 )
HAENKZEGS OB R . IR 25-75% WA R I H I3 & 2 ACHS
[0025]  PLifHh, TR BE R T H T 7E K B 5, BOOREF T-AE O1 kit FH 0 2 v Bl PR
RT3 B R0 RHE R DA SR R IR AL 11 R 7 B

[0026] {20 55— Fhiil i, A BH B S 5 58 0% T AR A IR TR 245 % b o 252 1 i
& BRI 2, FLR T DR A DAIS VR T R B A 50 o QAR ST I ARTE “ R 25 % T 822
(I3 7FE BT T L 6 28 10 =St /b & T IRGE G 3t R 7 i 52 FR0ve o A BH A St 7 58 %
TR o e ST e T AR B, (AN PR TSR I | £ R B RRVE 2R A A
ZIRRIH  TFOK I A YR T S, DLRGEE T Tl e i T
EEIRE it

[0027] AT AERNEEMENAAEANTEAY FlE2 Mt 8R40 1 83.02%
DA K TAER A R4 100 fT & 2 =70

[0028] il i 1) H B St 7 S TR MR T B 245 5% LT 422 il R A 2, R T O iRt
F DAL G T7 #0220 3R A0 S Je i DA B8 AR . ik b, PR 25 %% BT 42 il B DL iR
T A AT R AOAIL B 25 FF Lk B A A0 B R PR I AL B IR R T A0 B R AR A R I
13— AL s R A A5 55 20 T HOREAE . SERIAS ¢ T s 3 LB R . Sl o¢ T35 00 « 79
WHERIEFEIW TR 250K U0 (AR T UL, R DR 1.0 2 240 Z 58 I EA7
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o

[0029] il i ) He & St U S8 E AT A T R 24 5 L T B S2 B3 P 1 o SR A AL B R,
FF B At Y CAOE IR 7 o 22 IR A P50 S JRE I3 BETER AR LA SRR

[0030] AT W 53— A St 7 S8 2 A — MR T AN BRI JEIE L T BT AR AN/ B
I PR 53k HL B 11 Rt P AT 28R R P 1 R 24 B mT 3 2 B ik o 1) o R ) 2D 3R
[0031] PRIk, MEOAAN B AL IR RO TT , A W I St 7 58 90 1 F 1 1 ARt FH A7 200 1Y
FEATRIAS AT LSRR 0 15 BRI A R AN VA o AR R W I X S AN L e RS MR AN I 5 £ [ 352 LA
R AR S EC I SC R R B P P R 1 S

B 135t AR

[0032] [ 1 $ifi% 7 AAIAS A W O RRAE O TR

[0033] [ 2 fifi% 7l THIGEA KK — e MR E R E

[0034] & 3 7Rt 1 AE SH-SYSY FUti 4 240 g 4 i v & B4 3R —1 7531 sAPP-a JERAE 3
NP HT 2 MR 4 0 MR BRI . AL SE IR, —Fh ADAMIO/ a — 735 77, 90 ey SH-SY5Y
i 7 /E sAPP-a, 72 BR HE T sAPP-a [) 6E10 P 77 88 55, 45 R T OB A 0T, *p
< 0.05 XFEEXFHR, sok—p < 0. 01 XFHEXFHE, n = 3 ;BA K

[0035] [l 4 ffiz: THLEEER (RA, 2 uM) FNEEEHIE —1 X SH-SYSY 4HMiH sAPP a [R7KF 1
SN, FH RALEBEANZ 1 (10°M) +RA BB HIZR —1 (10 M) \RA+ B EFHIE 1 (10 M) AbFE4H
Hi 3 /NI ARFRMERI P 58 AUR T IR FRIE IR sAPP a o HEEHIE -1 5 RAAHECT XY
HE #5525 480 sAPP a (p < 0.05,p < 0.01) . 414 RA 5EEINE -1 &R IR IR
W sAPP a

BAXiEA N

(00361 A& BH ) St 7 Z 5% T F T-36 97 B 7R I I R D6 191 7 1) o 448 38 A 92 9 1) B
— R BTV 26k R G AL DL R 7 R R, B TR, R R e E B AR
W5 JERE, W RT A BRI s DAROR BRI AR, 1 0 HIV A2 « XS 5 T4 & W B4 gk s
T TT 5, BL T fi#, AR R B HREAE B0 72 AN B BOLHI T L F AT B AR B

[0037] Bl m 1, #5417 ARIIA K B AE A sk, — DA 11 Fame Bk 11 24
5 R HEN R NRHERA G, O A BGE M T AR EYH RGN R . Ak
11 BB 13 1000 90K EA . RE CUHER 2, (2] 5] CLEA AU R HLRE B, BE
K2R,

[0038]  UNASCAT FHRIARIE “ B &R 7 o IR AT AT A FT G & B 30 3 AR 5 B 25 DA S
4. WE Castor f3E E %A 5, 750, 709 Al Castor [ “& &EHIER —1 M8 IE R4 2y
2 (Supercritical fluid Isolation of Bryostatin—1)”, %8 11 M & kss (Phase 11
Final Report),SBIR iS5 5R44CA64017-03,2001 4F 4 H 21 H k4B S REME MR S8
ME= .

[0039]  FELLSERfM ¢ TR A G SR -1 N E SR . B EEER -1 FEANIS T R I RAE,
HHR ARG e REI . BRSSO UM SRS E &R -3, U
JACHT e 5 — B s ER 5 e RS = e R, DAL 77 FE A K

8



N 105228614 A i MR P 5/8 T

FLRIAR LR FR i ) 32
[0040]  H&EHNE LARIEL o 7B~ A st o 28001k U, & &4 ER DA R P 7 oK 3R
AR 0.1 22 50 fft o KGRI S it FH o AN & B 89 55 — AN St 77 8 ok T DA Al B0~ F- 7 K R TR 5
210 fol e 1 77 e FH 1 o s 2R
(00411 FEC T I (At AL 3 2R ) SETt 77 B, s RAFAE T A — ARG, 5ifE i
FH 2 BARST M i 45 20 A BRI B0 B[R] b 42230t it FH DA o e 21 B 46 208
[0042]  MheE 2= DA ARJE G2 AR W mT R ) 9 Hk B A3 40 2 I 10 o I A0 2 I8 PR R
PR B AR R B 13— AR 2 R DA S A5 7 2 T IR 2 A B I8 mT P A 10 kot FH |1 24540 9 . DA
A YEHTR (Tretinoin) A4 Retin-A® H&E ., AEEE R 40, HEMNEERS
BEER FEEEH LN o 2WEERRE. BTXAE, M EER 1.0 2 240mg
()71 B e A
[0043] AR BHMSLH T 8 TR B BT AR ED . BT A KRR R H K, AR
BT I2LE pH A2 1 2 3 B RP4ERFZ 0.5 2 4. 0 /DN B — PR S
2 (D, L- WAZHR - LR ) - IMAMREMEAMWMH T, NZERM O ZERH 5 A
KRB SET T 8 T INACHE S O ACBR R LE 2N 25-75 % A Bg H HIH R H B & LSS ER )
% (D, L- NACHR - 4% - 258HR )« WLAEENE, W HEE 50 ¢ 50 FINACHE @ L3RR,
TP A= ) 5B ot IR e e B ot e L e F 1 IRt as 26590 22 /N i AR IS
[0044] AR BH ) St 77 28 ) T4 R T A THE K B IR k. n— A setir &
KT ORFE Tt 1 Akt A 0 S A/ BER R T B R R FE L Sk IR DA AR R BE
A1 IR B A A BR A A R B B DA Sk AR R T VA AE ARSI R T R B
(Remington, ‘#2583 552 (The Science and Practice of Pharmacy)’ — 8 20 i
Lippincott, Williams and Williams). kIR0t )8 v A0 308 1 fm DA VAR DA oo 76
Pz
[0045] AR —DEHTRERRT EAAERNENERMNENELA Y EORATEZZ1)
TH o e Lt A g, FF H DAARSE H L T U A AR I e SR IR T Bk R
Prade s, CAASE A 0 07 =R = B R 1 RROkE ) v s NI A o 23Sk 1,
Frged 25 D M4EAE R B AW NS R a4
[0046]  AKBATIEAIZE BN ST 2 KRR, B 2 LB e T REGWEREE, —
AT 13 Hh . AR E R UL T FZu A R GRS 15, & a2 2 W7E 0
HEM 1T BEE 19 ERS 21 DUAAL 2w 23,
[0047] ZREMELS 16 ZLHETE 27a.27b LK 27¢ 5#IlE ¢ n A 8 im SRS 28 25 i
PGB . FBIm S m A BT Im SR 25 SIS n B0 s AR R SR IR I AR 2 18
[0048]  FREWAEAT 1602 ETE 33 5 EEFNESS 2 31 HiAREE, 18 33 /£4% &1 35 4t
5EE 27a MAE . MRS 2R 31 S et / sty ks (Rt ) #id.
[0049] ZEEWAES 15 MBEAREY. RN REMESRLRETE 27a.27b LK 27c W
Il 5 i S B G S 2R 25 UG IR T In AL ElT lm ik . REWAREE 16 B HEE 33 M
PRI 31 BRI / BT o K ZR A VIS A TR I F -l S B I A AR A e
AR CUE SR G . @i R A YA IE 5 Im A a0 m Fm iR e A 81 27d.27d,
27e.27F LA S 27g S IR 29 FFS TR & #% 31 LLALAERA R 33 1 [ml g rh A A SR A i3 538 & WV Wi
9
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[T B o

[0050] RAVIAS I5EHEE 3T EBEE 19RKER. BEE 1905 EEHINER
S SR 17 RAREE . BEIRAYESHAGM 17 AR S E R YRS E 43,
EEEAMERUR 41 DU TE 45. B EHIRAWEN TR 43 5 & &£ = Y0 i k5% @ ¢ 2o
JE B AR Y SR I8 45, Bl 45 2 HEIE 39 584 1%\, 18 39 TEH N 47 4b
508 45 MIAC. fPLiehh, $208 47 ZIRAE “T7,

[0051] BAEAH 19 BAELIEG SN HRmRERkARAMALS 16 G &R
VNS AE 1T RGN BERE 19 2 HEE 49 5L 0 23 EiE. L0 2wt
BE 23 B EAT SR LB R e 2 EE 51 HER R EE %S 21 PR —A 2
AL o g, LT MR 23 288 R ) A ek T 2 DU AS R I A L I S BT s 7+
AR LLZ) 0. 425m] /min 5 0. 075ml/min PERELZ) 0. 5ml/min —EALER S LEEA A HIE
FENFLIO LALESF 2, 500psig RS ST .

[0052]  AJ AL AR NS R B — 80 i BRI s CRos ) B RGiiE s I mE
IREHKE . B E 11 BN 1/4" Lexan R, [FIRFH S #8s (Ko ) #8
L) Neslab In#k / ¥ 51 R G0 LAYERFBEAS 22 G0 0 (1) 35 5118 8 RIE B R G 1R B 351
[0053] FEHAEH, M RAEVME O T RAMAER 156 . KGR IR 80 IE S
PR UL Je— Pl 2 P &5 B30 R AL GV 1 BV V53 0 Bt NGB I 5 I 5 BT I 579 4 4% 25
31, HEAA AR FRERAEE ). EERTRT, B—MEZMHEENFZIL G
BTN D PV ST 3R 43

[0054]  FESCT—FhEl 2 P& sE 40 32 AL & A —Fh Bl 2 PRl 2 240 S il 5 K B I
I i T BT e A A DA S & S 2 M B 3R A W I BV V70 ) At N s 5 i 7 B
WG S SR 25 A0 31 b, H HAT HOA BB fR AR K 77 fE BT R, 4 B BRI = AL
EWA N CEEE UGN VDG 38 43 .

[0055] 2% pHEB I S e Bl I S 4 28 25 FRBIG Ft - I AL Bl I S il R g & 2
S TR FRNESTEE 31 AVEYNE RS S 43 TR B IR 1K 1K, I HLF g
FLIT 23 4EFFAEIXAN KT o W EITH EM S S ERAER R LUMER AR T LIEH B & i
T aE R T I G A BOE IR TR A R AR 15, BIREE,  AEs
47 Wb Pefh— P ER Z M E SR A B — R PR B R AL R AR I
T T TG SRR B B 2R 200 B AR R AL R BRI L R S RS i
FRAEIR GRS &= 19 UMt —BR G . BJa, IBA R N AL RsinE 23 I+ H Ak
TS EIRE RS 21 HHIEH 0. 1% B OHEE40% LS5 H0E 2RI 10 % REREEmcF . 16
R s TR AR R 45 5, 7E 10 % REMEVATRL0. 1% R 2 H5EE .40 % 4 FF S5 s 2R ik
Tl MM EEIN R L SN EAYER B EE MR S EIMRANE RS
FIRAEDER S AEME R EWREDEY . KT RAAS HiRERES 21 -
PHERE IR RSt

[0056] FKAMIHUKEREARER 11 MM . XEHEk 11 78 -80°C (IR ) THRiHFIFH
T

[0057]  sEjafs]

[0058]  AWTHIRIGIR S EEHIE -1 NMFM o /EEM:. B 378 T 7E SH-SY5Y lifh &4

10
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P feg A h B BE AR —1 15 510 sAPP—a JERAE 3 /NI EH 2 n MR 4 u MAR SR IS I . AT TR,
—Ff ADAM10/ « — 2 WA 75 577, B4 0 i SH-SYSY 40 i~ 4 sAPP-a. /R T sAPP-a )
6E10 P57 58 i, A KR T BEE M. s—p < 0.05 X HEXHHE, sek—p << 0. 01 XFLLXTHE, n
=3l

[0059]  PRNEEEHIER -1 REE SR IRATTAY AD BRI AZ AN SN, H HL BR824 77 i) i
SH-SYBY FiAH & AR 4 a — o3 Wb g R, B AFRATTA 9 7 AR (RA, 2 B0 4 u M)
FE R b B IX 4 i DLSE AN a— 43 ARG (ADAM1O, DA K AT B (K] ADAM17. ADAM9. ADAM19) ik 2
TR 1R A APP I T3E5% . SEPR b, FRATHASE KM SR -1 5 2uME 4 M RA &
PRI SH-SYSY 4 i {2 /n 5 i sAPP—a BEJ (Wi sAPP-a BEUITINE ) o

[0060]  HAFHIE —1+ LBPR 2 uM( 05k ) B4 uM(#E5% ) PR (RA) AT 24 /N IR
APP % sAPP-a [y a 43BN T3G 8. XL IR R A RA+ B8 E -1 LR HEM LT
Bi =W DL APP i Tpk sAPP-a [rI35E, I HARBIMK N RA 5 E#EHE -1 A AT UL FE
WeE o - RS (D .

[0061]  IXATERMEIX LR RA+ HEEDER -1 AARAFTIA S, (1) #m o - 7 ibEgK
P U (2) WEHEFEE R a - UWEEE (3) KK APP N TR sAPP- a R & Ak
[0062]  LEEER + HEFHI R -1

[0063] & 2 JnH 7 AE SH-SYSY it & M A, sAPP O 2 n MARZEERIG I (p
<0.01), RMLTF 10°M BEEIEK ~1. HEER RA) L2 n MIREES 10°M A1 10 M [ & 6
PNE —1 — AT, LI 2 A s .

[0064] A& NEMER &, K2t TRASE#HM K -1 A 7] L& H B8
ADAM10 (a - BRI E B R ) MIFRIE, H HA SR RIEE DAL XK E
UCUESEE 40 -1 B0 - /Wb Eg () 2R0K, HON B &40 -1 R aigF B R TUHMER
I, EEENER -1 7T LA 2 NG IHLEHIE N O - 2B in 1« (1) $3 0 O 43 whBE i PKC
WEAL UL (11) OO - 4y ibBE 2R IA 38 .

[0065] it T RE M, BE 0T ADAMLO = 52 AT B8 S B 3G i ) ADAM10 A2 € M 5 B R 26 I ik
WEZHE AR SR EAEAR T, X ADAMLO f1E 287 5. ADAM10 mRNA & %] PA i
EHEANER -1 30, RABEEL o - 2> IEE.

[0066] VR 3k & #E N SR VAR

(00671  FH P 7% S A0V Al T HORG I b 1 5 B0 2 A5 Ik B e R VAL P 4eE R EAE
N7 85 )3 H G e i AT A v = e LA R DAY I AR R RS o FH SR R s Sk
R B R P B T B R EE T . BB B, S A & B3 AR AR )
B . £ E A, ] LA MG & B33 103 I AR iR A« FLiknT
DAFE iz — 2L 15 3oty 255 1 et 700 DG AR AN 75 22 P PR R ot s

[0068] VR 3k 75 #4110 22 FHAH 2R R VA W

(00691  FH T % & A i T RO It A 1100 5 100 2% R R 2 T 1) 453 ek ik 3 100 25 R0 A0 2 R v
W, b 4R R B A NI R 9 ELUR 0 B A R v = R LA A DA AR R .
BRGNS S AR & #E D R A IR i B B T e . e BT R iR
fil AT & A 2R AL B R (I A E MR AR B o 78 55— N BT Rrh, v LA R R
&AM BR 1 ELAE N AR50 o LK AT DA i — -5 9 22 11 R 1) S5 AH 2 1

11
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B T B R R
[0070]  EHEEFIETAER
(00711  #R¥E LTRSS R AWM S EHIER 1 ek, SEMAT TR 1

e
[0072] K 1 :BH&HDER -1 LR RS PR TS MIA
[0073]
SCIGgRE |SFS p T LT Bryo-1 B
[0074]

(e) (c) (nm) (mg/100m1) [(% )
ALZ-01-01 |CO, : TN : :95 : 5 |171 45 259 0.0511 11.4
ALZ-02-01  [Freon—22 205 22 973 0. 3089 16. 8
ALZ-03-01 |CO,: ZH¥ : :85 @ 15 |171 45 246% 0. 0027 71.3
ALZ-04-01 [CO, : Bl : :95 : 5 (171 45 215% 0. 0160 50. 8
ALZ-05-01 [CO, : PNl : :95 : 5 (171 45 254 0.1323 84.0
ALZ-06-01 |CO, : TN : :85 © 15171 45 251% 0.2374 82.3

[0075] * fEGTFAMEEZ )G
[0076]  KERLFAE 4-25°C ($EIRE ) FRaE 2D — AR A Bhak, PrREREF
76 37°C (BICE) FEZ pH 1. 13 A fase, XL T B,
[0077] R t— DR, B E MR ME IR 1 MYPKRERER 5 e FE T4 &
4 (APP) % s—APPa ff) a — 23RN L, 3 Hif 1k SH-SYSY R £ 4H A8 40 i &R 1) 2
Wil C(PKC) IR a . 8 LAK e (HIRGMNE ). XEHE4Z 5L B - 2 WEEN
(17 B — JER RS U A Q1 R AF R A 40 B AN 25 38 4, B — S FE B 1 B e N 28]
IR PR 1B E 78 R R 2 M BR E 7 1) sweAPP/PST /N RS AR (%) S (40 4 o J A
[0078] & HEHNZ AL 2Tk
[0079]  ARHE b SCHTHEIR 1 7 V20 &L B R A W DA R — P ER 2 P & B R AL RS
VIR
[0080]  JKIKEHFF
(00811 X7 15 5. 24 RA] JR % i B T3 AH O 1) S A8 St BLUE B AL AT AR 2R 1 (sweAPP) Al
PS1( F-2Z%& —1(presenilin—1)) JF /N R B6C3-Tg £E 5-6 H W47 KR =l X
SE IR B, 5 7R 0T HE ) A OWL S )12 A2 3R 1S RE A BL , R R 1 MR e T it o) 70 v ) )
RSWOE / ANRIEEEINER -1 (197N R HXS PR /R 2 B I A S 10 B APP/PST 2R4%
PR BRI R 1 R 2 R
[0082]  [Rlit, FATT LG K TR I%E ) St 77 R IR AR B, BT i, IX L S 5 SE BB AE A
it 5 A ST R OIS L R AT IS B AR B . R, A R B R B R A PO 4T T R 9
DA ORI SR A5 RN L 5 R0 1) 3

12
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