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DESCRIPTION

ADVANTAGEOUS SALTS OF MU-OPIATE RECEPTOR PEPTIDES

CROSS-REFERENCE TO A RELATED APPLICATION
The subject application claims the benefit of U.S. Provisional Application
Serial No. 61/007,617, filed December 13, 2007, which is incorporated herein by reference in

its entirety.

BACKGROUND OF INVENTION
Field of the Invention
This invention relates to salts of peptides that bind with high affinity and selectivity to
the mu (morphine) opiate receptor,; pharmaceutical preparations containing an elfective
amount of the peptide salts; and methods for providing analgesia, relief from gastrointestinal
disorders such as diarrhea, and therapy for drug dependence containing an effective amount

of the peptide salts.

Description of the Related Art

Many peptides have been found that exhibit opiate-like activity by binding to opiate
receptors. Three different types of opiate receptors have been found: delta (8), kappa (k) and
mu (u). The major putative function for opiates is their role in alleviating pain. Other areas
where opiates are well-suited for use in treatment are conditions relating to gastrointestinal
disorders, schizophrenia, obesity, blood pressure, convulsions, and seizures. Although the 8
and « receptors may also mediate analgesia, activation of p receptors is the primary and most
effective means of inducing analgesia, and is the primary mechanism by which morphine
acts.

Because morphine and other compounds with clinical usefulness act primarily at the p
receptor, pharmaceutical compositions having peptides with high affinity and selectivity for
this site are of considerable importance. It would be desirable to produce these peptide

compositions in a simple, efficient, and economical manner.
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BRIEF SUMMARY

The subject invention provides advantageous new salts of mu-opiate receptor
peptides. These salts have been found to have excellent properties in terms of their crystal
structure, stability, solubility, lack of impurities and/or the ability to be produced, with these
advantageous properties, in amounts sufficient for the production of therapeutic
compositions.

Specifically exemplified herein are aspartate, maleate, lactate and hydrochloride salts
of mu-opiate receptor peptides. In a particularly preferred embodiment, the subject invention
provides hydrochloride salts of endomorphin peptides.

The peptides that can be used according to the subject invention have the general
formula Tyr-X; -X; -X5 wherein X is Pro, D-Lys or D-Orn; X, is Trp, Phe or N-alkyl-Phe
wherein alkyl contains 1 to about 6 carbon atoms; and X3 is Phe, Phe-NH,, D-Phe, D-Phe-
NH; or p-Y-Phe wherein Y is NO,, F, Cl or Br.

In a specific advantageous embodiment, the subject invention provides the
hydrochloride salt of a cyclic endomorphin-1 peptide (designated herein as CYT-1010).

The subject invention further provides pharmaceutical compositions comprising these
advantageous salts.

The subject invention further provides therapeutic methods that utilize the salts and
compositions described herein.

The subject invention further provides methods for preparing the salts of the subject

mvention.

BRIEF DESCRIPTION OF FIGURES

Figure 1 shows x-ray diffractogram of CY'T-1010 free base lot VOS060NT1.
Figure 2 shows DSC/TGA overlay of CYT-1010 free base lot VO5060NT.
Figure 3 shows H-NMR spectra of CYT-1010 free base lot VO5060N1.
Figure 4 shows FTIR spectrum of CYT-1010 free base lost VOS060NT.
Figure 5 shows DVS moisture isotherm of CYT-1010 free base.

Figure 6 shows x-ray diffractogram of the primary screen aspartate salt.
Figure 7 shows DSC/TGA overlay of the primary screen aspartate salt.
Figure 8 shows x-ray diffractogram of the primary screen hydrochloride salt.

Figure 9 shows DSC/TGA overlay of the primary screen hydrochloride salt.
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Figure 10 shows x-ray diffractogram of the primary screen lactate salt.

Figure 11 shows DSC/TGA overlay of the primary screen lactate salt.

Figure 12 shows x-ray diffractogram of the primary screen maleate salt.

Figure 13 shows DSC/TGA overlay of the primary screen maleate salt.

Figure 14 shows x-ray diffractograms of the aspartate salt: primary screen sample
(blue trace), scaled-up sample (black trace).

Figure 15 shows DSC/TGA thermograms of the scaled-up sample aspartate salt.

Figure 16 shows DSC overlay of the primary screen sample (upper trace) and the
scaled-up sample (lower trace) of the aspartate salt.

Figure 17 shows H-NMR spectra of the scaled-up sample aspartate salt.

Figure 18 shows FTIR spectrum of the scaled-up aspartate.

Figure 19 shows DVS moisture isotherm of the scaled-up aspartate.

Figure 20 shows x-ray diffractograms of the hydrochloride: primary screen sample
(black trace), scaled-up sample (red trace).

Figure 21 shows DSC/TGA overlay of the scaled-up hydrochloride salt.

Figure 22 shows DSC overlay of the primary screen sample (lower trace) and the
scaled-up sample (upper trace) of the hydrochloride salt.

Figure 23 shows H-NMR spectra of the scaled-up sample hydrochloride.

Figure 24 shows FTIR spectrum of the scaled-up hydrochloride.

Figure 25 shows DVS moisture isotherm of the scaled-up hydrochloride salt.

Figure 26 shows TGA thermograms comparison of CYT-1010 HCI before and after
25°C/75%RH exposure.

Figure 27 shows x-ray diffractograms of CYT-1010 HCI (black) and water slurry
sample (blue trace).

Figure 28 shows x-ray diffractograms of the lactate: primary screen sample (black
trace), scaled-up sample (red trace).

Figure 29 shows DSC/TGA overlay of the lactate scaled-up sample.

Figure 30 shows DSC overlay of the primary screen sample (upper trace) and the
scaled-up sample (lower trace) of the lactate salt.

Figure 31 shows H-NMR spectra of the scaled-up lactate.

Figure 32 shows FTIR spectrum the scaled-up lactate.

Figure 33 shows DVS moisture isotherm of the scaled-up lactate salt.
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Figure 34 shows x-ray dilfractograms of the maleate: primary screen sample (black
trace), scaled-up sample (red trace)

Figure 35 shows DSC/TGA overlay of the maleate scaled-up sample.

Figure 36 shows DSC overlay of the primary screen sample (upper trace) and the
scaled-up sample (lower trace) of the maleate salt.

Figure 37 shows H-NMR spectrum of the scaled-up sample of the maleate salt.

Figure 38 shows spectrum of the scaled-up sample of the maleate salt.

Figure 39 shows DVS moisture isotherm of the scaled-up maleate salt.

Figure 40 shows particle morphology of four scaled-up salts.

Figure 41 shows XRD data for HCI salt.

Figure 42 shows DSC/TGA data for HCI salt.

Figure 43 shows DSC comparison of the scaled-up sample (upper trace) and a small
scale sample (lower trace).

Figure 44 shows XRD data for aspartate salt.

Figure 45 shows DSC/TGA data for aspartate salt.

Figure 46 shows DSC data. Scaled-up aspartate (upper trace), small scale sample

(lower trace.

BRIEF DESCRIPTION OF SEQUENCES

SEQ ID NO:1 1s a peptide useful according to the subject invention.
SEQ ID NO:2 is a peptide useful according to the subject invention.
SEQ ID NO:3 is a peptide useful according to the subject invention.
SEQ ID NO:4 1s a peptide useful according to the subject invention.
SEQ ID NQO:5 is a peptide useful according to the subject invention.
SEQ ID NO:6 is a peptide useful according to the subject invention.
SEQ ID NO:7 is a peptide useful according to the subject invention.
SEQ ID NO:8 is a peptide useful according to the subject invention.
SEQ ID NO:9 is a peptide useful according to the subject invention.
SEQ ID NO:10 1s a peptide useful according to the subject invention.
SEQ ID NO:11 is a peptide useful according to the subject invention.
SEQ ID NO:12 1s a peptide useful according to the subject invention.
SEQ ID NOS:13-26 are additional peptides useful according to the subject invention.
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DETAILED DISCLOSURE

The subject invention provides advantageous salts of peptides that bind to the mu
(morphine) opiate receptor with high affinity, selectivity and potency.

Advantageously, the salts of the subject invention have excellent properties in terms
of their crystallinity, morphology, thermal properties, stoichiometry, hydroscopicity, aqueous
solubility and/or chemical stability.

This invention also provides pharmaceutical preparations containing an effective
amount of one or more of the peptide salts. The subject invention further provides methods
for providing analgesia, relief from gastrointestinal disorders such as diarrhea, anti-
inflammatory treatments, and therapy for drug dependence wherein the methods involve
administering, to a patient in need of such treatment, a composition containing an effective
amount of one or more of the peptide salts of the subject invention.

Initially, 16 salts of a cyclic endomorphin-1 peptide analog were selected for
evaluation. These included fifteen monosalts and one hemisalt. Characterization of these
salts on a 50 mg scale allowed the identification of four particularly advantageous salts: the
aspartate, hydrochloride, maleate, and lactate salts.

The hydrochloride salt exhibited good crystallinity. The stoichiometry of the
hydrochloride salt based on ion chromatography was close to theoretical. The monosalt
appears to form a stable monohydrate at above 5% RH. Chemical stability appears excellent
as well. Accordingly, in a particularly preferred embodiment, the subject invention provides
the hydrochloride salt of endomorphin-1 (and analogs thereof) as well as pharmaceutical

compositions that contain this salt.

Peptides

The peptides that can be used according to the subject invention have the general
formula Tyr-X;-X,-X3 wherein X; is Pro, D-Lys or D-Om; X, is Trp, Phe or N-alkyl-Phe
wherein alkyl contains 1 to about 6 carbon atoms; and X3 is Phe, Phe-NH,, D-Phe, D-Phe-
NH; or p-Y-Phe wherein Y is NO», F, CI or Br. Some preferred peptides of the invention are:

H-Tyr-Pro-Trp-Phe-NH; (SEQ ID NO:1)

H-Tyr-Pro-Phe-Phe-NH; (SEQ ID NO:2)

H-Tyr-Pro-Trp-Phe-OH (SEQ ID NO:3)

H-Tyr-Pro-Phe-Phe-OH (SEQ ID NO:4)
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H-Tyr-Pro-Trp-D-Phe-NH, (SEQ ID NO:5)
H-Tyr-Pro-Phe-D-Phe-NH; (SEQ ID NO:6)
H-Tyr-Pro-Trp-pNO; -Phe-NH, (SEQ ID NO:7)
H-Tyr-Pro-Phe-pNO, -Phe-NH, (SEQ [D NO:8)
H-Tyr-Pro-N-Me-Phe-Phe-NH; (SEQ ID NO:9)
H-Tyr-Pro-N-Et-Phe-Phe-NH, (SEQ ID NO:10)
H-Tyr-Pro-N-Me-Phe-D-Phe-NH; (SEQ ID NO:11)
H-Tyr-Pro-N-Et-Phe-D-Phe-NH; (SEQ 1D NO:12)
H-Tyr-c-[D-Lys-Trp-Phe ] (SEQ ID NO:13)
H-Tyr-c-[D-Lys-Phe-Phe] (SEQ 1D NO:14)
H-Tyr-c-[D-Orn-Trp-Phe] (SEQ ID NO:15)
H-Tyr-c-[D-Orn-Phe-Phe] (SEQ ID NO:16)
H-Tyr-c-[D-Lys-Trp-pNO, -Phe] (SEQ ID NO:17)
H-Tyr-c-[D-Lys-Phe-pNO; -Phe] (SEQ ID NO:18)
H-Tyr-c-[D-Orn-Trp-pNO; -Phe] (SEQ ID NO:19)
H-Tyr-c-[D-Orn-Phe-pNO; -Phe] (SEQ ID NO:20)
H-Tyr-c-[D-Lys-N-Me-Phe-Phe] (SEQ ID NO:21)
H-Tyr-c-[D-Orn-N-Me-Phe-Phe] (SEQ ID NO:22)
H-Tyr-c-|D-Lys-N-Et-Phe-Phe] (SEQ 1D NO:23)
H-Tyr-c-[D-Orn-N-Et-Phe-Phe] (SEQ ID NO:24)
H-Tyr-c-[D-Lys-N-Me-Phe-D-Phe| (SEQ ID NO:25)
H-Tyr-c-[D-Lys-N-Et-Phe-D-Phe | (SEQ ID NO:26)

|
[

The last fourteen peptides listed are cyclic peptides whose linear primary amino acid
sequences are given in SEQ ID NO:13 through SEQ ID NO:26. In this context, the
applicants incorporate herein by reference, in its entirety, U.S. Patent No. 6.303,578.

The peptide of SEQ ID NO:1 is highly selective and very potent for the .mu.opiate
receptor, with over 4000-fold weaker binding to delta receptors and over 15,000-fold weaker
binding to kappa receptors, reducing the chances of side-effects.

The peptides of this invention may be prepared by conventional solution-phase
(Bodansky, M., Peptide Chemistry: A Practical Textbook, 2™ Edition, Springer-Verlag, New
York (1993) or solid phase (Stewart, J.M.; Young, J.D. Solid Phase Peptide Synthesis, 2"

edition, Pierce Chemical Company, 1984) methods with the use of proper protecting groups
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and coupling agents. A suitable deprotection method may then be employed to remove
specified or all of the protecting groups, including splitting off the resin if solid phase
synthesis is applied.

Cyclization of the linear peptides can be performed by, for example, substitution of an
appropriate diamino carboxylic acid for Pro in position 2 in the peptides through ring closure
of the 2-position side chain amino and the C-terminal carboxylic functional groups. The
cyclization reactions can be performed with the diphenylphosphoryl azide method (Schmidt,
R., Neuhert, K., Int. .J. Pept. Protein Res. 37:502-507, 1991).

Peptides synthesized with solid phase synthesis can be split off the resin with liquid
hydrogen fluoride (HF) in the presence of the proper antioxidant and scavenger.

The amount of the reactants utilized in the reactions, as well as the conditions
required to facilitate the reactions and encourage efficient completion may vary widely
depending on variations in reaction conditions and the nature of the reactants.

The desired products may be isolated from the reaction mixture by crystallization,
electrophoresis, extraction, chromatography, or other means. However, a preferred method of
isolation is HPLC. All of the crude peptides can be purified with preparative HPLC, and the
purity of the peptides may be checked with analytical HPLC. Purities greater than 95% of the
synthesized compounds using HPL.C have been obtained.

In a preferred embodiment specifically exemplified herein, the peptide is that which is

shown as SEQ ID NO:13 (cyclic endomorphin-1 peptide) and has the following structure:
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C35HaoN6Os
Mol. W1:624.73
C,67.29; H, 6.45; N, 13.45: 0, 12.81
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Pharmaceutical Compositions

The present invention also provides pharmaceutical preparations that contain a
pharmaceutically effective amount of the peptide salts of this invention and a
pharmaceutically acceptable carrier or adjuvant. The carrier may be an organic or inorganic
carrier that is suitable for external, enteral or parenteral applications.

The peptide salts of the present invention may be compounded, for example, with the
usual non-toxic, pharmaceutically acceptable carriers for tablets, pellets, capsules, liposomes,
suppositories, intranasal sprays, solutions, emulsions, suspensions, aecrosols, targeted
chemical delivery systems (Prokai-Tatrai, K.; Prokai, L; Bodor, N., J. Med. Chem. 39:4775-
4782, 1991), and any other form suitable for use. The carriers which can be used are water,
glucose, lactose, gum acacia, gelatin, mannitol, starch paste, magnesium trisilicate, talc, comn
starch, keratin, colloidal silica, potato starch, urea and other carriers suitable for use in
manufacturing preparations, in solid, semisolid, liquid or aerosol form, and in addition

auxiliary, stabilizing, thickening and coloring agents and perfumes may be used.

Therapeutic Methods

The present invention also provides methods for providing analgesia, relief from
gastrointestinal disorders such as diarrhea, and therapy for drug dependence in patients, such
as mammals, including humans, which comprises administering to the patient an effective
amount of the peptides, or salts thereof, of this invention. The diarrhea may be caused by a
number of sources, such as infectious disease, cholera, or an effect or side-elTect of various
drugs or therapies, including those used for cancer therapy. For applying the peptide salts of
the present invention to human, it is preferable to administer them by parenteral or enteral
administration.

The peptide salts of the subject invention can also be used to provide anti-
inflammatory treatments. In this context the applicants incorporate herein by reference, in its
entirety, U.S. 2004/0266805.

The dosage of effective amount of the peptides varies from and also depends upon the
age and condition of each individual patient to be treated. However, suitable unit dosages
may be between about 0.01 to about 100 mg. For example, a unit dose may be from between
about 0.2 mg to about 50 mg. Such a unit dose may be administered more than once a day,

e.g. two or three times a day.
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Experimental Methods

Morphology. A Zeiss Universal microscope configured with a polarized visible light
source was used to evaluate the optical properties of the samples. Specimens were typically
mounted on a microscope slide. Magnification was typically 125X. Observations of
particle/crystal size and shape were recorded. The presence of birefringence was also noted.

Stoichiometry — 'H-NMR. Samples were prepared by dissolving 3-7 mg in
dimethylsulfoxide (DMSO)-ds with 0.05% (v/v) tetramethylsilane (TMS). Spectra were
collected at ambient temperature on a Varian Gemini 300 MHz I'T-NMR spectrometer.

Stoichiometry — Ion Chromatography. Standards solutions were prepared generally
in the 5 to 50 pg/mL range. The samples were dissolved and analyzed with a Dionex DX-
600 ion chromatograph configured with a AminiPac PA 10 column for asparatic acid analysis
and AS4A-SC/AG4A-SC column for maleic, hydrochloric and lactic acids and a conductivity
detector.

Solubility. The solubility of the selected primary screen salts was determined at
ambient temperature in aqueous buffer pH 7 by a visual technique. The solubility of the
scaled-up salts was visually determined in aqueous pH 4.7 and 10 buffers both by the visual
technique and HPLC analysis alongside with the stability samples using the same
chromatographic condition (see section HPLC analysis).

Thermal Properties by Differential Scanning Calorimetry (DSC). DSC data were
collected on a TA Instruments 2910 DSC. In general, samples in the mass range of 1 to 10
mg were crimped in aluminum sample pans and scanned from 25°C to past the melt at 10°
C/minute using a nitrogen purse at 50 mL/min.

Thermal Properties by Thermogravimetric Analysis (TGA). TGA data were collected
on a TA Instruments 2950 TGA. In general, samples in the mass range of 5 to 15 mg were
placed in an open, pre-tared platinum sample pan and scanned from 25 to about 300°C at
10°C/minute using a nitrogen purge.

Optical by Hot Stage Microscopy (HSM). A Zeiss Universal microscope configured
with a polarized visible light source and a Mettler hot stage accessory was used to analyze
CYT-1010 free base. A sample was mounted on a microscope slide with a drop of
immersion oil and a cover glass. Magnification was 400X. Sample was heated from 25°C to
about 300°C at 3 or 10°C/minute. Observations of phase change, recrystallization, evolution

of bubbles, etc. were recorded.
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Crystallinity by X-Ray Powder Diffraction (XRD). Diffraction patterns were
collected using a Bruker D8 Discovery diffractometer configured with an XYZ stage, laser
videomicroscope for positioning, and HiStar area detector. Collection times were 120
seconds at room temperature. A Cu Ka radiation 1.5406A tube was operated at 40kV and
40mA. The X-ray optics consist of a Gobel mirror coupled with a pinhole collimator of 0.5
mm. Theta-theta continuous scans were employed with a sample-detector distance ofd 15
cm, which gives an effective 20 range of 4-40°. Samples were mounted in low background
quartz plates (9 mm diameter, 0.2 mm deep cavity).

Infrared Spectroscopy (FTIR). Infrared spectra were obtained with a Nicolet 510 M-
O Fourier transform infrared spectrometer, equipped with a Harrick Splitpera™ attenuated
total reflectance device. Spectra were acquired from 4000-400 cm™ with a resolution of 4
cm’™, and 128 scans were collected for each analysis.

Solution Stability. The four final salt candidates were dissolved (in duplicate) in
acetonitrile: water: (90:10) with 0.1% TFA at a concentration of 0.3 mg (free base basis) per
mL of solvent. The scintillation vials were sealed. One vial of each salt solution was placed
in a 40™C over for 2 weeks. Another vial of each salt solution was stored at 25°C for 2
week. These solutions (and “time zero” solutions) were analyzed for CYT-1010 by HPLC.

Solid State Stability. Power samples of the four final salt candidates were transferred
(in duplicate) to scintillation vials and sealed. One vial of each salt was placed in a 60°C
over for 2 week. Another vial of each salt was stored at 25°C for 2 week. These samples
(and “time zero” solutions) were analyzed for CYT-1010 by HPLC.

Photo Stability. Samples of the four final salt candidates were transterred (in
duplicate) to crystallizing dishes and sealed with Saran® wrap. One dish of each salt was
also covered with aluminum foil (as the dark controls). Another dish of each salt was not
covered with aluminum foil (as the photoexposed samples). The samples were exposed to
ICH compliant option 2 UV sources to examine their stability with respect to light at
approximately 25°C. Dark controls and time zero samples were also analyzed for
comparison. Samples were analyzed for CYT-1010 by HPLC.

Oxidation Stability. Samples of the four final salt candidates were exposed to a pure
oxygen atmosphere for 2 weeks to examiner their stability with respect to oxidation at 25°C.
Samples were analyzed for CYT-1010 by total area normalization for impurity profile by

HPLC.
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HPLC Analysis. Salt candidates were analyzed by total area normalization (TAN).

The samples were dissolved in acetonitrile:water (90:10) with 0.1% TFA at a free base

concentration of 0.3 mg/mL.

HPLC Conditions
HPLC column: YMC-Pack ODS-A 150 mm, 4.6 mm, 5 micron
Guard Column (optional) None
Column Temp: 25+ 1°C
Sample Temp: ambient
Autosampler Flush: 1:1 Water:CAN
Flow Rate: 1.5 mL/min
Injection Volume: 7 ulL
UV Detection: 215 nm
Run Time: 32 minutes
Analysis Time: 32 minutes
Mobil Phase: A —0.1% TFA in water

B—-0.1% TFA in CAN

Gradient Puym Program*:

Step Time Elapsed Time (minutes) | % A (Aqueous) | % B (organic) | Curve
(minutes)
0.5 0.0 90 10 0
15.0 15.5 5 95 1
5.0 20.5 5 95 0
6.0 26.5 90 10 1
6.0 32.5 90 10 0

Dynamic Vapor Sorption (DVS) (Performed by Surface Measurement Systems Ltd.,
Allentown, PA). Samples were run in an automated dynamic vapor sorption analyzer from 0
to 95% relative humidity and back to 0% relative humidity at 25°C in 5% RH steps. Samples
were predried (to contant mass) under a dry nitrogen stream before analysis. Weight change
as a function of humidity and time was recorded to construct a moisture isotherm and kinetic

plot of water sorption and desorption. Sample masses were generally in the range of 1-5 mg.
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All patents, patent applications, provisional applications, and publications referred to
or cited herein are incorporated by reference in their entirety to the extent they are not
inconsistent with the explicit teachings of this specification.

Following are examples which illustrate procedures for practicing the invention.
These examples should not be construed as limiting. All percentages are by weight and all

solvent mixture proportions are by volume unless otherwise noted.

EXAMPLE 1 — INITIAL EVALUATION

Fifteen acids were selected for detailed evaluation. The acids used during the study

are shown in Table 1.

Table |
Acetic
Aspartic (L)
Citric
Fumaric
Gluconic (D)
Hippuric
Hydrochloric
Lactic

Malic
Maleic
Mucic
Phosphoric
Sulfuric
Succinic
Tartaric (L)

Salts were initially prepared on an approximately 50 mg scale. The free base was
suspended in methanol. All acids, except aspartic and mucic were dissolved in water. Equal
molar portions of the free base and acid solutions were mixed to form the monosalts. Molar
portions of the free base and half-molar acid solutions were mixed to form the hemisalt.
Aspartic and mucic acid were added as dry powders as they were water-insoluble. Free base
suspensions after additions of hydrochloric, sulfuric, maleic, phosphoric, tartaric, and citric
acids became clear and were then evaporated while stirring on a stirplate at ambient
temperature.  The remaining cloudy salt preparations were left stirring capped for
approximately two days to allow the reactions to occur, then evaporated the same way while

stirring on a stirplate at ambient temperature. Salts were vacuum dried at 40°C.



10

15

20

25

WO 2009/076672 PCT/US2008/086838

13

Fifteen salts of the free base were prepared and evaluated for thermal properties and

crystallinity. The different salt forms are shown in Table 2.

Table 2: Salt Forms Evaluated

Acetate Hippurate Mucate Tartrate (L)
Aspartate (L) Hydrochloride Phosphate Gluconate (D)
Citrate Lactate Sulfate Maleate
Fumarate Malate (L) Hemi-sulfate Succinate

EXAMPLE 2 — CHARACTERIZATION OF FREE BASE

XRD analysis indicated that the free base was crystalline as shown in Figure 1. An
overlay of DSC and TGA thermograms can be seen in Figure 2. The DSC thermogram
exhibited multiple thermal events: a small endotherm with an onset temperature of 256.2°C
and an entalphy value of AH = 20 J/g immediately followed by a small exotherm. The
second endothermic peak was a sharp peak with an onset temperature of 286.3°C and an
enthalpy value of 95.7 J/g. TGA thermogram exhibited the weight loss due to volatiles of 2.9
wt % (25°C-150°C).

Hot stage microscopy analysis indicated that the particles of the free base were
irregularly shaped, platy and did not appear birefringent. The melting of the sample was
completed by approximately 288°C. No other thermal events were evident.

H-MHR and FTIR spectra of the free base are shown in Figure 3 and Figure 4,
respectively.

DVS analysis of the free base indicated non-stoichiometric water uptake of up to 1.7
wit% by 90% RH (Figure 5).

The stability data of the free base did not exhibit significant changes in HPLC-TAN

values upon exposure to heat, light, or oxygen (Tables 6-9).

EXAMPLE 3 — CHARACTERIZATION OF PRIMARY SALTS

Fifteen monosalts and one hemisalt were prepared and analyzed by powder X-ray
diffraction. The thermal behavior of the primary salts was studied using DSC and TGA
analysis. The analytical results are summarized in Table 3. As can be seen from the table,
some salts were crystalline, others were low-ordered or amorphous. The crystallinity of some

salts was improved by slurrying them in water for approximately a week. The thermal
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behavior of some salts was complex with the multiple thermal events observed on heating.

Endotherms due to dehydration and/or desolvation for some of the salts were also evident.

Table 3: Crystallinity and Thermal Data of Selected Salts

Salt Crystallinity by XRD DSC results TGA results
(weight loss)

HCl Mono Low-ordered, was ripened Small endotherm at Weight loss 3%
by stirring in water, 230°C with AH=10 by 150°C
crystallintiy improved. J/g, melt with

decomposition at
283°C.

Sulfate Hemi Amorphous, was ripened by
stirring in water, remained
amorphous.

Sulfate Mono crystalline Broad endotherm at ~ | Weight loss 5%
100°C, melt with by 150°C and
decomposition at continued until
283°C. melt

Aspartate Mono Crystalline Endotherm onset: 1.4% (25-150°C).

(L) 270°C, AH=241J/g Stable weight up
(melt + to 225°C
decomposition).

Maleate Mono Low-ordered, was ripened Endotherm onset: Weight loss 2.3%
by stirring in water, 237°C, AH=95 J/g by 150°C, and
crystallinity improved. dramatic wt. loss

after 150°C.

Phosphate Mono Crystalline Broad endotherm at Weight loss 2.2%
~200°C with AH=40 by 150°C, and
J/g, melt with dramatic wt. loss
decomposition at 308°  after 175°C.

Tartrate (I.) | Mono Crystalline Broad endotherm at 2.0% (25-150°C)
86°C, small endotherm
139°C, with with
decomposition at
252°C

Fumarate Mono Crystalline Endotherm onset: 5.3% (25-175°C)
263°C, AH=111 J/g,

Mucate Mono Crystalline A broad endotherm at | 2.7% (25-150°C)
~75-100°C, a double
endotherm at 207°C

Citrate Mono Amorphous, was ripened by
stirring in water, remained
amorphous.

Malate (1) Mono Crystalline Endotherm onset: 1.0% (25-150°C),

260.3°C, AH=157 J/g,

losing weight loss
after 150°C and
up to the melt
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Table 3: Crystallinity and Thermal Data of Selected Salts

Salt Crystallinity by XRD DSC results TGA results
(weight loss)

Hippurate Mono Low-ordered, was ripened
by stirring in water,
crystallinity improved, but
XRD pattern matched free
base starting material, salt
did not form.

Gluconate Mono XRD pattern matched free

(D) base starting material, salt
did not form.

Lactate (I) | Mono Crystalline Endotherm onset: 3.0% (25-150°C)

234°C, AH=116 /g,

Succinate Mono Low-ordered, was ripened A broad endotherm at | 2.5% (25-150°C)
by stirring in water, ~75°C, a double
crystallinity improved. endotherm at 248°C

Acetate Mono Two samples generated:

XRD of one sample
matched free base, other
sample was low-ordered.

Solubility. The solubility of selected salts from the primary screen was determined.
Solubility measurements were made at ambient temperature in an aqueous pH 7.0 buffer.
The results of the solubility measurements are shown in Table 4. Even at a concentration of
0.05 mg/ml, the solutions were still cloudy for all salts indicating the solubility of all salts
was <0.05 mg/mL. Solutions of the lactate, malate and aspartate salts appeared less
hazy/cloudy than others, suggesting their solubility may be slightly higher than the other

forms.

Table 4: Visual Solubility of Primary Salts in Aqueous pH 7.0 Buffer
Salt Visual Solubility (mg/ml)
Aspartate (L) <0.05

Tartrate (L) <0.05

Maleate <0.05

Malate <0.05

Phosphate <0.05

Lactate (L) <0.05

Succinate <0.05
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Table 4: Visual Solubility of Primary Salts in Aqueous pH 7.0 Buffer

Salt

Visual Solubility (mg/ml)

Hydrochloride

<0.05

The evaluation of the primary salts are summarized in Table 5. This evaluation

allowed the selection of four salts for further evaluation: aspartate, hydrochloride, lactate and

maleate.

Table 5. Summary of Salt Forms of the Primary Salt Screen

Salt Form Comments

Aspartate (L) Single melting endotherm, small amount of volatiles, appears
slightly more soluble than most other salts forms.

Maleate Slightly more soluble than most other salt forms, TGA
indicated thermal instability after 150°C.

Lactate (L) Was not as soluble as some others, sample had 3% volatiles,
single melting endotherm.

Hydrochloride Crystallinity was improved by ripening, 3% volatiles, multiple

events in DSC.

Tartrate (L)

XRD pattern was very similar to maleate, was slightly more
soluble, but small additional endotherm in DSC trace could
indicate polymorphic behavior.

Malate XRD pattern was very similar to tartrate, was slightly more
soluble, single endotherm, small amount of volatiles, but loss
of weight after 150°C.

Succinate Salt did not crystallize well, had to be ripened by slurring, one
of the less soluble salts, sample had 2.5% volatiles, a double
endotherm in DSC.

Sulfate Sample had 5% volatiles.

Fumarate TGA weight loss 5.3%.

Mucate Not a promising salt based on thermal behavior.

Phosphate One of the less soluble, multiple endotherms, weight loss

profile is not good.
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Salt Screen Scale-Up. Based on the results of the primary salt screen, four monosalts
were selected for a scale-up to the 400 mg scale: aspartate, hydrochloride, lactate and
maleate. The same preparative procedure was used for the scale-up as was for the primary
salt evaluation.

The characteristics of the four most promising salt forms are described below.
Aspartate

The material was a white crystalline solid. The X-ray diffraction pattern of the batch
is shown in Figure 6. The DSC thermogram exhibited a melting endotherm with an
extrapolated onset temperature of approximately 270°C. It appears to melt with
decomposition. The total volatiles by TGA in a temperature range 25-150°C were 1.4 wt%.
A DSC/TGA overlay plot is shown in Figure 7.

Hydrochloride 7

The hydrochloride salt isolated was a white crystalline solid. The X-ray diffraction
pattern of the batch is shown in Figure 8. The material exhibited a small (8 J/g) endotherm
with an onset temperature of 230°C and the main endotherm with an onset of 282.7°C (the
DSC/TGA overlay is shown in Figure 9). The weight loss observed using TGA at 150°C was
2.9 wt%.
Lactate

The XRD pattern of the lactate salt is shown in Figure 10, it was less crystalline than
the aspartate or hydrochloride. It was a white solid. The DSC thermogram revealed a single
melting endotherm with an onset temperature of 234°C and an entalphy value of 116 J/g.

The sample lost approximately 2.9 wt% at 150°C by TGA as shown in Figure 11.

Maleate

The malate was a slightly off-white crystalline solid, the XRD pattern is shown in
Figure 12. The DSC thermogram had an endotherm with an onset temperature of 236.7°C
and a heat of fusion 93.9 J/g. The TGA thermogram indicated a weight loss of 150°C of 2.3
wt % but the sample started to loose mass at approximately 150°C. The DSC/TGA

thermogram overlay plot is shown in Figure 13.
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EXAMPLE 4 — CHARACTERIZATION OF SCALED-UP SALTS

After the initial evaluation, additional amounts of four salts (aspartate, hydrochloride,
lactate, and maleate) were prepared for further evaluation. These salts were scaled up to
approximately 400 mg to facilitate additional testing and determine if the characteristics of
the solids were reproducible. The results of the scaled-up analyses are summarized below.

Aspartate. The material produced in the scale-up batch was analyzed by XRD, DSC,
TGA, H-NMR, and FTIR.

XRD overlay of the scaled-up aspartate salt (black trace) with a small scale batch
(blue) is shown in Figure 14. The DSC/TGA data for the scaled-up aspartate is shown in
Figure 15. Figure 16 shows the DSC overlay plot of the small scale sample with the scaled-
up sample. The scaled-up sample appears to be less crystalline than the small scale sample
despite the fact that the additional ripening in water was done to improve crystallinity. The
DSC thermogram shows a single melt with an earlier melting onset than the small scale
sample, provably due to the lower crystallinity. The sample had 1.7 wt% volatiles.

The aspartic acid content determined by ion chromatography was approximately 13.5
wt%, somewhat lower than the theoretical value for monosalt (17.6 wt%). This may have
contributed to the lower crystallinity of the sample.

The proton FT-NRM spectrum of the aspartate was collected and is shown in Figure
17. The aspirate aliphatic peaks were over lapped by the CYT-1010 aliphatic pcaks, so that
molar ratio could not be determined by NMR.

The FTIR spectrum of the scaled-up aspartate is shown in Figure 18.

DVS analysis of the scaled-up aspartate salt was performed. The aspartate salt may
form a hemihydrate then monohydrate at higher humidity. The moisture sorption isotherm
and kinetic data plot are shown in Figure 19. The shape of the isotherm plot makes it
difficult to be certain whether hydrates form.

The aqueous solubility results at pH 4, pH 7, pH 10 are shown in Table 10.

Hydrochloride

The scaled-up sample of the hydrochloride salt displayed the same XRD pattern as in
the initial evaluation (see XRD plots overlay for the two samples in Figure 20). The thermal
behavior of both batches was also similar. The DSC/TGA thermograms of the scaled-up
sample is in Figure 21 and a comparison of DSC thermograms of the primary and scaled-up

samples is in Figure 22. The material exhibited a small (10.2 J/g) endotherm with an onset
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temperature of 231.3°C and the main endotherm with an onset of 285.9°C. The sample had
lost 2.6 wt% volatiles at 150°C.

Hot stage microscopy of the hydrochloride revealed no changes in particle
morphology up to the melt, which was observed at approximately 280°C. The evolution of
bubbles was evident at 108°C and again at 230°C.

The promoton NMR spectrum (Figure 23) suggests that the stoichiometry of the salt
is approximately 1:1. The FTIR spectrum of the scaled-up hydrochloride salt is shown in
Figure 24.

IC was used to evaluate the chloride content of the scaled-up salt. The IC indicated
the chloride content was 5.2 wt% (theoretical 5.5 wt %).

The DVS analysis suggested a reversible hydrate formation at 5% RH (Figure 25).
Given the approximately 2.5 wt% water uptake, this would imply a monohydrate forms
(theoretical 2.7 wt% water).

A sample of HCl was stored at 25°C and 75% RH for one week and then reweighed,
no weight gain was observed. The exposed sample was analyzed by TGA to check the
thermal profile after the exposure of the sample to humidity. It did not show any additional
weight loss due to moisture. A comparison of TGA thermograms before and after the
humidity exposure is shown in Figure 26.

A slurry of the hydrochloride salt in water was carried out by stirring an excess of the
HCI salt in water on a stirplate for approximately one week. Slurry was filtered and the wet
cake analyzed by XRD to check for any structural changes. XRD patterns of samples before
and after the slurry were essentially the same (Figure 27), suggesting that the XRD pattern
probably represents the monohydrate form of the material.

The stability data of the hydrochloride salt is described below.

The aqueous solubility results at pH 4, pH 7, and pH 10 are shown in Table 10.
Lactate

The scaled-up sample of the lactate salt was crystalline and had the same XRD pattern
as in the initial evaluation. Thermal profiles were also similar (see XRD plots overlay for the
two samples in Figure 28 and DSC/TGA data for the scaled-up sample in Figure 29). DSC
thermogram of the scaled-up sample had a melting endotherm with an onset temperature of
approximately 237.5°C and an enthalpy value of 143 J/g. The total volatiles by TGA were
1.7 wt% at 150°C. A comparison of DSC thermograms of the primary and scaled-up samples

is shown in Figure 30.
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The stoichiometry of the monosalt was evaluated using ion chromatography (IC).
The sample contained approximately 9.8 wt% lactic acid which is lower than the theoretical
expected result (12.6 wt %). To determine why it was lower, a lactic acid solution used for
the preparation of salts (Iisher, assay 88.3%) was analyzed by IC and assay value was
determined to be only 76.8 wt% as opposed to the label claim of 88.3 wt%.

MNR and FTIR spectra of the scaled-up lactate are in Figure 31, and Figure 32,
respectively. The methine peak at ~4.0 ppm integrated to 1.23. This would indicate that the
mole ratio is approximately 1 to 1 (a monosalt).

DVS analysis indicated non-stoichiometric water update of 1-3 wt% in 0-70 % RI
range and up to 6 wt% by 90 %RH (Figure 33). Given the smooth shape of the curve it was
not possible to deduce whether this uptake represents hydrate formation or not.

The aqueous solubility results at pH 4, pH 7, and pH 10 are shown in Table 10.

Maleate

The scaled-up sample of the maleate salt was crystalline. XRD patterns of the
primary screen and scale-up malate salts were very similar as can be seen in Figure 34.

The DSC thermogram exhibited the same thermal behavior as in the initial evaluation.
The weight loss observed at 125°C was ~2 wt%. After additional drying, the volatile content
was 1.5 wt%. The DSC/TGA overlay plot of the scaled-up maleate is shown in Figure 35. A
comparison of DSC thermograms of the primary and scaled-up samples is shown in Figure
36. The thermograms show good repeatability.

The stoichiometry of the monosalt was evaluated using ion chromatography (IC).
The sample contained approximately 14.0 wt% maleic acid which is close to the theoretical
value of 15.7 wt%.

The H-NMR spectrum of the maleate is shown in Figure 37. The FTIR spectrum of
the scaled-up maleate salt is in Figure 38.

DVS analysis (Figure 39) indicated non-stoichiometric water uptake of approximately
3.5 wt% over the 0-95 % RH range. Whether a hydrate formed or not could not really be
deduced from this data.

The aqueous solubility results at pH 4, pH 7, and pH 10 are shown in Table 10.
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EXAMPLE 5 — STABILITY OF SCALED-UP SALTS

The scaled-up aspartate, hydrochloride, lactate, and maleate salts together with the
free base were analyzed in duplicate by total area normalization (TAN) to determine their
impurity profiles. The salts were stressed in solid state using heat, light, and a pure oxygen
atmosphere to determine if the salt forms exhibited different chemical stability
characteristics. The salts were also stressed in solution using heat.

Samples were prepared at a free base concentration of 0.3 mg/mL. The diluent for all
sample preparations was 90:10 acetronitrile;water with 0.1% TFA. All solutions were
sonicated for at least five minutes prior to analysis. Analysis was done over four days. The

impurity profile of the free base, as shown in the table below, was consistent over this time.

CYT-1010 Free Base Impurity Profile'

Form 0.89 0.92 0.95 1.02 1.03 1.14 1.18
Free Base Day 1 | 0.09 0.05 ND 0.53 0.16 ND ND
Free Base Day 2 | 0.12 0.06 ND 0.51 0.13 ND ND
Free Base Day 3 | 0.13 0.07 ND 0.53 0.18 ND ND

"Impurity profile an average of the first three injections of the WI Free Base Injections.

Solution Stability

The solution stability characteristics were cvaluated by collecting HPLC data on
solutions stored in sealed vials for two weeks at approximately 25 and 40°C. The storage
solution consisted of 90:10 acetronitrile:water with 0.1% TFA which is the diluent for the

HPLC assay. Table 6 summarizes the results of the HPLC analyses of these experiments.

Table 6. Solution Stability Results

Salt Time Zero (area |2 weeks at 25°C (area | 2 weeks at 40°C (area %)
%) %)

Free Base 99.2 98.6 98.7

L-aspartate 99.1 98.6 98.6

Maleate 96.2 96.7 97.2

Lactate 99.2 98.5 98.5

Hydrochloride | 99.1 98.5 98.5
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The solution stability data for the free basc and three of four salts, L-aspartate, lactate,
and hydrochloride, showed a decrease between 0.6 and 0.7 area % at 25°C. These
compounds exhibited almost the same decrease in area percent at 40°C. This behavior
suggests that the changes for these compounds were due to exposure to the diluent and not
the heat. On the other hand, the maleate salt showed a 0.5 area % increase at 25°C and an

additional 0.5 area % increase at 40°C.

Solid State Stability
The solid state stability characteristics were evaluated by collecting HPLC data on salt
samples stored in sealed vials at 25 and 60°C for two weeks. Results of the HPLC analyses

are summarized in the Table 7.

Table 7. Solid State Stability Results

Salt Time Zero (area |2 weeks at 25°C (area | 2 weeks at 60°C (area %)
%) %)

Free Base 99.2 98.8 98.7

L-aspartate 99.1 99.1 98.9

Maleate 96.2 96.2 89.1

Lactate 99.2 99.0 98.5

Hydrochloride | 99.1 98.9 98.9

The thermal stability data for the L-asparate and maleate salts did not exhibit
significant changes in assay values upon exposure at 25°C. The lactate and hydrochloride
salts only decreased slightly, a decrease of 0.2 area %, while the free base decreased 0.4 area
% at 25°C. The hydrochloride salt did not exhibit further decrease in area % at 60°C. The
free base decreased slightly in area % and the lactate salt decreased 0.5 area % at 60°C as

compared to 25°C data. The maleate salt showed significant decrease, 7.1 area %.

Photostability

Samples of the four salt candidates were exposed to ICH compliant option 2 UV
sources to examine their stability with respect to light at approximately 25°C. Dark controls
were also analyzed for comparison. Table 8 summarizes the results of the HPLC data on the

photostability samples.
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Table 8. Photostability Stress Results
Salt Time Zero (area |2 weeks Dark Control (area | 2 weeks UV Exposed (area
%) %) %)

Free Base 99.2 99.0 98.9

L-aspartate 99.1 99.1 98.8

Maleate 96.2 96.3 96.3

Lactate 99.2 99.0 98.6

Hydrochloride | 99.1 99.1 99.0

The photostability data for the two of the four salts did not exhibit significant changes
in assay valucs upon exposure. The lactate salt showed the greatest change in area %, a
decrease of 0.6 area % from time zero to exposed, while the free base and L-asparate salt

both decreased 0.3 area % from time zero to exposed.

Oxidation Stability
Samples of the four salts were exposed to a pure oxygen atmosphere to examine their
stability with respect to oxidation at 25°C. Table 9 summarizes the results of the HPLC data

on the photostability.

Table 9. Oxidation Stability Results

Salt Time Zero (area %) 2 weeks Oxidation (arca %)
Free Base 99.2 97.7
L-aspartate 99.1 98.8
Maleate 96.2 95.8
Lactate 99.2 98.8
Hydrochloride 99.1 98.7

The oxidative stability data for the frec base had the greatest change with 1.5 area %

decrease. The four salts showed a decrease between 0.3 and 0.4 area %.

EXAMPLE 6 — SOLUBILITY OF SCALED-UP SALTS
Solubility measurements were made at ambient temperatue in pH 4 buffer (potassium

biphthalate buffer 0.05 molar), pH 7 buffer (potassium phosphate mono basic-sodium
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hydroxide buffer 0.05 molar) and pH 10 buffer (potassium carbonate-potassium hydroxide
buffer 0.05 molar). Two approaches were tried. A visual technique and HPLC analysis were
used to determine the solubilities.

By visual technique, solubilities of all four salts and the free base in pH 4, 7 and 10
buffers were less than 0.05 mg/ml.

The results of the solubility determinations by HPLC are shown in Table 10. HPLC
data were collected on solutions stored in sealed vials for approximately one week at 25°C at
pH 4, pH 7, and pH 10. Portions of these solutions were filterd with a Teflon 0.45 micro
filter prior to HPLC analysis. The results were calibrated with a six point calibration curve
ranging from 0.12 to 0.003 mg/ml. The same HPLC conditions were used as listed

previously except the injection volume was increased to 10 pl.

Table 10: Solubility of Salts in Aqueous Buffers

pH Results — mg/ml

Salt pH 4 pH 7 pH 10
Frec Base ND <0.003 0.006
L-aspartate ND <0.003 0.007
Maleate ND <0.003 0.007
Lactate ND <0.003 0.007
Hydrochloride ND <0.003 0.006

The solubility behavior was similar for all five compounds in that the solubility

increased with increasing pH.

EXAMPLE 7 — HPLC IMPURITY PROFILES

Time Zero. Some observations were made concerning the HPLC impurity profile of
the free base and salt samples. First, impurities at 0.89, 0.92, 1.02, and 1.03 RRT (relative
retention time) are detected in the time zero sample preparations of the free base and all four
salts. The largest of these four impurities is the 1.02 RRT impurity which is between 0.4 and
0.5 area % in all five compounds. The maleate salt also has a very large impurity peak at
time zero (2.7 area %) at 1.14 RRT. Thus the maleate salt has a relatively low area % purity

of 96 area %. Time zero impurity profile data is shown in Table 11.
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Table 11. Impurity Profile at Time Zero
Impurity by RRT

Salt 0.87 0.89 0.92 0.95 1.02 1.03 1.14 1.18
Free Base ND 0.09 0.05 ND 0.53 0.16 ND ND
L-aspartate ND 0.05 0.09 0.07 0.46 0.10 0.12 <0.03
Maleate ND 0.11 0.13 0.16 0.40 0.18 2.67 0.11
Lactate ND 0.04 0.08 0.10 0.49 0.13 ND <0.03
Hydrochloride | <0.03 0.04 0.08 0.19 0.49 0.09 ND ND
EXAMPLE 8 — STABILITY

Solution Stability

The solution stability data for the free base and three out of four salts, L-asparate,

lactate, and hydrochloride, showed a decrease between 0.6 and 0.7 area % at 25°C and 60°C.

In all the stability solutions, including the maleate, a new impurity peak appears at 0.21 RRT

that 1s 0.5 to 0.6 area % in size.

This peak is unique to the solution stability samples.

Another difference is seen with the maleate salt. The peak at 1.14 RRT decreases from a

time zero value of 2.7 area % to 1.7 area % at 25°C in solution and to 1.1 area % at 40°C in

solution. This is the same impurity peak that increases to 10 area % in the 60°C solid state

maleate sample. The solution stability impurity profile data is shown in Tables 12 and 13.

Table 12: Solution Stability 25°C Impurity Profile

Impurity by RRT

Salt 0.21 0.89 0.92 0.95 098 | 1.02 | 1.03 |1.14 | 1.18
Free Base 0.50 0.06 0.04 0.06 ND 053 018 |ND |ND
L-aspartate 0.52 ND 0.08 0.12 ND 048 |0.16 | 007 | ND
Maleate 0.62 0.04 0.09 0.18 ND 042 ]0.16 | 171 |0.07
Lactate 0.59 0.05 0.11 0.14 ND 049 (0.15 |ND |ND
Hydrochloride 0.59 ND 0.04 021 050 10.14 |ND |ND
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Table 13: Solution Stability 40°C Impurity Profile

Impurity by RRT

Salt 0.21 1 0.89 092095098 |1.02|1.03 1.14 1.181.32 |2.39

Free Base 0501004 | ND |0.03 | ND 0.51 | 0.18 | ND | ND | ND ND

L-aspartate 0.58 | <0.03 1 0.07 | 0.13 1 <0.03 1047 | 0.15| ND |[ND |ND |[ND

Maleate 0571006 |[0.07}027|<003[043]|0.15|1.14]0.05|ND 0.03

Lactate 0.6210.04 004 0.14|<0.03]0.50|0.16 | ND | ND |<0.03 | <0.03

Hydrochloride | 0.57 | ND | ND | 0.23 10.03 |0.51 }0.15|ND [ND |[ND |0.03

Solid State Stability

For the solid state stability samples, the free base at 25°C and the maleate at 60°C
showed the greatest change in the impurity profile as shown in the tables below. For the free base at
25°C, the 0.89 and 0.92 RRT impurities showed the largest increase as comparcd to time zero data.
For the maleate salt at 60°C, the 1.14 RRT peak increase from 2.7 to 10 area % and while the impurity

at 1.02 RRT decreased from 0.5 area % to a nondetectable level.

Photostability

For the photostability samples, the lactate salt showed the greatest change in the
impurity profile. In the dark control, the 0.89 and 0.92 RRT impurities increased as
compared to time zero data while in the photexposed, the 0.92 and 0.95 RRT impurities

increased significantly.

Oxidative Stability
For the oxidation samples, the free base showed the greatest change in the impurity
profile as shown in Table 14. The 0.89 and 0.92 RRT impurities showed the largest increase

as compared to time zero data. These two impurities increased for all of the salts as well.

Table 14: Oxiation Impurity Profile

Impurity by RRT
Salt 0.87 0.89 0.92 0.95 098 |1.02 | 1.03 |1.14 |1.18
Free Base' 0.04 030 | 0.20 0.04 ND 053 [020 |ND |ND
L-aspartate ND 0.12 0.14 0.09 ND | 048 |0.16 | 0.09 | <0.03
Maleate 0.04 0.36 0.27 0.2} ND 038 [0.15 |2.70 |0.12
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Table 14: Oxiation Impurity Profile

Impurity by RRT

Lactate

<0.03 | 0.24 0.20 0.13 ND 049 {06.15 | ND | <0.03

Hydrochloride 0.05 0.18 0.16 0.22 ND 052 |0.18 |ND |ND

"Different impurity profiles for the two sample preparations.

Morphology of Scaled-up Salts

The particle morphology of the four scaled-up salts was evaluated. Aspartate,

hydrochloride and maleate particles were irregularly shaped, platy and did not appear

birefringent. The lactate particles appeared larger and not as thin as other salts (see Figure

40).

EXAMPLE 9 — PROPERTIES OF SCALED-UP SALTS

Scale-up (on a 300 mg scale) of four salts was done: aspartate, maleate lactate, and
hydrochloride. HCI and aspartate salts were analyzed by XRD, DSC, TGA.

XRD overlay of the scaled-up salt (red) with a small scale batch (black) is in Figure
41. DSC/TGA data for the scaled-up HCl is in Figure 42, Figure 43 shows the DSC
overlay with a small scale sample. Both XRD and DSC data were good matches to the
small scale sample. The salt was relatively dry: amount of volatiles detected for HCI
was 2.6%.

XRD overlay of the scaled-up salt (black) with a small scale batch (blue) is in Figure
44. DSC/TGA data for the scaled-up aspartate is in Figure 45, Figure 46 shows the
DSC overlay with a small scale sample. Scaled-up sample appears to be less
crystalline than the small scale sample despite the fact that the additional ripening in
water was done to improve crystallinity. DSC shows a single melt with an earlier
melting onset than the small scale sample, probably due to reduction in crystallinity.

The sample had 1.7 wt% volatiles.

All patents, patent applications, provisional applications, and publications referred to

or cited herein are incorporated by reference in their entirety, including all figures and tables,

to the extent they are not inconsistent with the explicit teachings of this specification.
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It should be understood that the examples and embodiments described herein are for
illustrative purposes only and that various modifications or changes in light thereof will be
suggested to persons skilled in the art and are to be included within the spirit and purview of

this application.
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CLAIMS
1. A peptide salt wherein the peptide has a sequence selected from SEQ ID NOs: 1-26
and the salt is selected from the group consisting of maleate, hydrochloride, lactate
and aspartate.

2. The peptide salt, according to claim 1, wherein the peptide is SEQ 1D NO:13.

. The peptide salt, according to claim 2, wherein the salt is the hydrochloride salt.

|98

4. A pharmaceutical composition comprising a peptide salt wherein the peptide has a
sequence selected from SEQ ID NOs: 1-16 and the salt is selected from the group

consisting of maleate, hydrochloride, lactate and aspartate.

5. The pharmaccutical composition, according to claim 4, wherein the peptide is SEQ

ID NO:13.

6. The pharmaceutical composition, according to claim 5, wherein the salt is the

hydrochloride salt.

7. A method for treating a condition that is modulated by p- opiate receptor activity,
wherein said method comprises administering, to a patient in need of such treatment a
peptide salt wherein the peptide has a sequence selected from SEQ ID NOs: 1-26 and
the salt is selected from the group consisting of maleate, hydrochloride, lactate and

aspartate.

8. The method, according to claim 7, wherein the peptide is SEQ ID NO:13.

9. The method, according to claim 8, wherein the salt is the hydrochloride salt.
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10. The method, according to claim 7, which is used to provide analgesia or to treat a

condition selected from the group consisting of gastrointestinal disorders,

inflammation, and drug dependence.



WO 2009/076672 PCT/US2008/086838

1/46
2 5 ¥ 3{
:‘;3‘ E‘ g | \ ; \
Tl 33 g
2u A g
53 : g l f\ BT
e ¥ i 1 o W \
Ly \ e \{
o ] " \ % \ r)\\ i \ ) \”‘w
a::-E §! ) \ \ ! 5 } H/ \\\}/‘_\/’\'\
b i N i T
"3 i \\/\,/ \VJ : WMM‘”W
=3 | | S
2«Theta~Scalev
HFite: VOS060NT_01.raw
Operations: Y Scaie Mul 0.833 | imporn
Intensity -
Angle dvaiue  intensity %o
2-Theta = Angstrom Cps %o
7.622 11.58844 0.47 20.1
8.45 10.48522 1.02 44.3
10.82 817017 0.7 30.3
12.58 7.03045 1.04 44.9
14.105 6.27383 1.01 43.5
17.14 5.18917 1.38 58.8
18.0514 4.91023 1.43 61.8
18.781 471836 2.31 100
20.282 4.37476 2.28 BB.6
22.515 3.54573 1.14 481
24.887 3.5747 1.24 2.4

FIG. 1



PCT/US2008/086838

2/46

WO 2009/076672

A WL EO R ESme (rL) eunpaietus ]

i - e gl
& ) . , _.

MIMmW mm%

LS BEE

%ng %X”:{;},%

Waky
FIG. 2




WO 2009/076672 PCT/US2008/086838

3/46

FILys gaRysy
s

T s

i

X 3 3 .
fur b S

T T
13 1% it 10 9 & ? 13 E & z

FIG. 3



WO 2009/076672 PCT/US2008/086838

4/46

FSTVT-1040 frae biress 101 VOBOEONT (HSP)
IWe Jun 20 15:22:53 2007

e
a
<
1
1848

Absothance

1009

.05+ /

. v,

DOU iy, o s

4000 1000
NUTEN (om-1)

Oate: Wad Jua 20 {52253 2007 “CYT-1010 irve base ot VOSDEONT (HBP}
| Beeng: 128 Riserca FTHH Lab Analyel Rancall i, Witker
Fesokdon: 4000 proj; DZ0485 nu: GEOOS-2-15

S TS (DTS Hnod 2

FIG. 4



WO 2009/076672

5/46

PCT/US2008/086838

Tamm: 4AE 328
S 00-BRT-Piosa VT 1090 beahasa s
gample Eoeme OV 1010 teehame

{34
.85 4

Dhoonge In Moss (%) By

TVE ienthrmn Flos

§ e SRS 5 By om0t 2 BRES |

Temg, BT C
Wi Feossna -85 T amdh Bpcl stpe e
BegT 1.E0ER.

TRIE - T Seprian: Bnlion

T i

TU Ll ] HE

dnrta Memaosesen| Byvierms LR 2R L00RBEH

D 22 g 207
T 4

Sempe: Hosme DY 1000 bosues

P, o0 o7-Flomss OV 1010 iesbese as

ﬁ%?%j Lhmnge In Blans {dryl P

o -

-k L B

Chargs Inffees ) - Dy

&

} o - ety TageiRy

Temg 25T T Lt
Hoth Floorne 580 fiddned 5ot ot
L BORE

- 100

e gg‘j

L v
L L &g
L

- 5D

Trrget FH {553

- 30

& ey t
Fraam|

a0 b 50 mﬁ?@
- 0

3¢ e e R

B




WO 2009/076672 PCT/US2008/086838

6/46

L
4r4.18332

o
4
d-3.50650

T S 2 )
I ———

4-505732

g d=4 81681

Lin {Cps)
PR I
d-8.2256¢
Th—

Voo
A ‘
\/\“w’/m \\

ww%\j/\

.
p— am— — T - ooy .
=

-+ 2-Theta - Scale
FRiFio: Smm2a-16-a_n%rew

Gpwrstions: Y Senie Mut 0823 | ywaott

Angie dvaiue  Intensity Iintensity
2-Theig ° Angsirom Cps %
7.486 11.78942 0.37 11.3
14.215 £.22561 1.45 442
158.822 5.5985 2.77 84.5
17.522 5.05732 2.58 78.7
18.208 4.61881 2.51 76.4
21.4B1 4.133232 3.28 100

FIG. 6



PCT/US2008/086838

WO 2009/076672

7/46

SSRTARY YL Bl EN B

76 S48

i
-l

2L

i

Lo

i

_% s%,ﬁz»*.:.un.% L

v ary
B

e

eppedke -1 -$TRES FOO YD
skt oL SERES FOOV

i
3 “i

-

FIG. 7




WO 2009/076672 PCT/US2008/086838

8/46

&

stodp ol edadsdodababafotetotefetelatafababstnlotatotabadeledetoladotnt

%

fmE e E e
pazppe
ey

Ve

ak
24
EA]
2z
21
20
"W

1
14
i\

deB 85087
——

Lin {Cps)
33,1588

14

ded 7788

—

,,
N
S S=E08181
<
< [ —
<
el
<
'_{/3
<
=

1w
13
LK

1
———

0.8
o7
o6
(23

10.83505
PR LT

L33
(33
na
a r—T T e T ]
« W S & N

2-Tneta - Scale

g g dat

P
7
3
f

23
>
L
{
P
7
N
X\
2

%,
e

[File: 52824-16-1 repaal_01.raw
Operations: Y Scale Mul 0.875 | import

Angle d value intensity  Intensity
" 2-Theta ©  Angstrom Cps %
8.308 10.63585 0.31 10
10.107 8.74475 0.43 13.¢
14.529 8.09141 0.77 282
15.642 5.66087 1.75 57
17.526 5.05587 1.37 44.6
18.634 4.75788 1.18 37.8
18.764 4.48826 3.06 100
20.85 4.25685 2.72 88.7
22.239 2.57639 2.33 786.1
23.22 3.82758 1.18 38.4
24 574 2.81966 1 32.7.
25.374 2.50718 1.28 41.9
26.22 3.30592 0.7 22.7
27.252 3.268972 .83 27.7
28.228 2.15882 1.5 48.9

F1G. §



PCT/US2008/086838

WO 2009/076672

9/46

EUELTAEE W D0 R A

& i

L5
i

() Binesmding),

4 |

g
5

)

Flowe 00

3

R

w,mw,.am%m_m%
BIPERES LD

Brireg

D ETURE

¥

Wi IR

e

FIG. 9




WO 2009/076672

Lin {Cps)

PCT/US2008/086838

FIG. 10

10/46
:
i "
(.
f i &
ooy
A I
| %\ o \\ g
FE OV
Pl (% R
= ! A ‘ L Vo “\
J g | Vool S ]J i
1 E : ix ' e \\
P Lo |
: Ny / \
] . Y W YA
] g 7 S
] i f’\"\/ il l) e e
' ‘L H' \N”"\
:i \i‘v’/; W ‘V\"‘\w
/‘1 \h“-\‘k
L - - _»-‘\\‘7
2-Theta - Scale
GhlFue: 5a8za-15-14, 01 eaw
CUpsianions Y Scatn Mid 0.B75 1 impon
Angle d vaiue intensity intensity
2-Theta ° Angstrom Cps %
£.558 10.32587 C.61 18.1
14.38 6.1501 1.39 41.3
16.229 5.457186 3.38 100
17.048 5.19683 1.81 53.7
18.831 4.68383 2.3 58.1
_20.3186 4.36749 2.73 B0.9
22.764 2.80314 1.99 59



PCT/US2008/086838

11/46

WO 2009/076672

apsBunATY Yl DIEA FEA {0} erpmediney

SR GIE 33 By ot 1) =
.m; i 3 3 i 3 i i I .

th sy

- 5@

Wsightt (%)

WL 26

SRR Tl -PENEE 8O0
FL-95-PEREG M

#o

£

FIG. 11



WO 2009/076672

Lin (Cps)
-
b
A R ARSI NI RN R NI RN AN R FARARANRESNERENE RS L NS FENENT PN

g G HECE3

12/46

tnt 97505

&
2460213

—
g 0=4.2E0

et
£

e

el

e g Be528018

/ g
[ v hd

; \ ;o
N L

PCT/US2008/086838

F)Pie: 52024.15-5 resmet 61 cmw:
Cmentions: ¥ Sean kiul 0.762 | bmpart

Angie
2-Theta
14.555
15.984
17.814
18.27

20.807

0

2-Theta - Scaie

d valus intensity
Angstrom Cps
£.08083 o502
5.54015 1.72
4.97505 252
4.60213 2.34
4.24543 2.18

FIG. 12

ac

intensity
%o
898.8
88.2
100
83
87



WO 2009/076672 PCT/US2008/086838

13/46

Heal Flow (Wig)

o s & 2 ki £
: 2 ; i 2 . ui
@
g
, B
...'*?i ¥
= "3
kA 9
N |
5 :
A &
ol coxd N
& o i
£
X
5
e
kol 3]
el
=
.
?&ﬁ-
e
X
-
[
X

o
A

&
Exo Up

Vilsight (24

FIG. 13



PCT/US2008/086838

WO 2009/076672

14/46

BRas - WIBLLE

ey suogpeedy

SR REEE e

sachasy o

#2UEY 4B IRRE Dl

g .

oy
i { : M A {
PPN iy v
&m%ﬁ%ﬁw ) .__\T%
Fa &%ﬁfa& 7

e

e

FIG. 14




PCT/US2008/086838
15/46

WO 2009/076672

EPBUEI VL BIEA BSIS {ond enpmiadiuag -

R e
i
-
gk
s

J_.,Eﬂ_mum : LS
Al o R I
w #E|sE g-ae-premn alodn

FIG. 15



PCT/US2008/086838

WO 2009/076672

SpLeITY ] VR I

16/46

7)) eryeladuis

i _ i . i w - _ 55t \ 5 . =

S S————

e .

Fiow (Wi

Mot

FIG. 16



WO 2009/076672 PCT/US2008/086838

17/46

[
KAHELE- Wi BYT-183K. Sopuroatn
521 £

e ¢ gro. w vt
L AR ) sas.e21
sniven: oot 1

. -
FAB0SRMPETT HGurh o T 3
A AKBT JURATYY FOA s DO ]
arprnseseecs gpaEe- ox v

- 3
280
xes
L tdian
wesr e
2092

) ’ T r y
28 18 0 8 B 4 3 3 [ 2 z 2 -0 wom
pu— f e —— et s —
BOTL AKE e Toan 7t
e O Ve 258 3t pren)

FI1G. 17



WO 2009/076672

18/46

PCT/US2008/086838

ot I P51 LT 20-DOB21 2007

035 ..

120

a a =}
3 B i g
sdap e b et

Absathinite

e
s

$ID2BAAHE- 12 aspartate- (HEP)

Trear

518

f .
i %
i &
i \‘
R 4
I s
HEAY /
2 /
0.05 ] /ﬂ )
i
nm‘m//«v
4000 2500 a000

{em-1)

Bate: Fi Jol 20 08M48:21:2007

| Boans: 128
i

| Fesolution: 4000

*SRB4-26+ 12 aspanae {HEP;

‘Riotires FFIR Leb ARsivet Rangell M. Melicar

praf: D20495 nb: 58105

e T T L

FI1G. 18



WO 2009/076672 PCT/US2008/086838
19/46
TR 5L 20 . : o B T
Trrs: 108 ET DV tsotherm Plot fnt PPED 85 002 trelk 880
T 72607 Soas SREMEE- 281 D Ml STUER
Bappl. Rierce
) |—¢—Groe 1 B —E— o § Deearp)
%
¥
7 /
5 W/
5 X
£ ¥
g 5 e
L
.
B : : : .
4] W wu 48 B it B L
95 - Tw Eonpticn Betuiior @ Samiae Massvamen Bysiams L U S0850007
Tiete: Bi a0 207 T Tomg: 557 T 1
Time: 1108 am VS Change in Hazs (rof) Plo fdoti: Ficerce 0-85 002 mi

Filer U7-24-07 Fiseros- S20R4RE- 201 2 aln

HRet B7E8E

t 15 ~ iy e Tyt B |
£ - - 00
& G
.‘g g L 7
;m
¥ 8- - 80
¢ P
£ 4 » £
£ E
B * -a g
E
- a2
1050 ;zzs%x__ ado
{;

FIG. 19



PCT/US2008/086838

WO 2009/076672

20/46

BERE - ST

wackupsui sy
ATrEnRRE-ENY Ml
pochuysusimandy
E a2 s SRR TR -5 e T

i N B D1 e
(==

X
[=IE -~

LFoom o
w4

o S

[

- g

i
i1

.-

g
1
5
kS
£

&1

o B I B
ﬂmg}mmawm‘

L2 I ]

ie

FIG. 20



PCT/US2008/086838

WO 2009/076672

21/46

UL Y| SRR, PR

\mat Flow (A0g)

528
¥

mm@

{ri)emeedus)

0]

=7

3 { %

7

O MY BEE

:

hBE2ER

£ Pe-SEvEERe Ak
B PE-BE-ER0RE B0

i
HER IR

o8

Witk

Wl ight (%G

FIG. 21



PCT/US2008/086838

WO 2009/076672

BRSNS W DO SRR

iy, ) migsiaduisg

by v
w\m«m, mﬁww mmw BiE =T = gE
. 1 g .ﬂ 3 W i & m..
b 47
:
MW
§ i,
i B i
4 M | o
= 1 . %
¥ \ 11 is
N ¥ i
S / I m
i SR e ‘
i w. w o ez g | B
4 ,w m,wn ™ F
et e w .
]
- wz
O PE-REERRR ¥y e w
IR L D R

FIG. 22



WO 2009/076672

23/46

VT AMEROY
SehsAtias

PCT/US2008/086838

W Wu PR S

-r S 1),
{ o
‘ | E |
j Y
T T T T ; T -
Xz 12 3 Xt g -8 ? £
Ve ot pra——
.87 bk ERLUIE TR
Gowr EN ERCE M

FIG. 23

T
i How



WO 2009/076672 PCT/US2008/086838

24/46

T EEB M- 2-87 HOLHEF)
“FFrl Ul 20- T08:20 2007 ~
. . B
2
3 g o
L2 8
o TN 8
Y oW % L=
& ;
B R T
| / oy
3 Y .
E ~g B
Oute — 2 ;
3 ol
p g
3 LIy
g D12 \
= = A o
£ : vyl 2
g o PN E
] ®
£ ¥ l J % é“: o
% { ¥ RE
N
1
]
8EDO ao00 2800 2000 160¢ 1000 ‘so0 !
Wevenumners {om-1) "
Date: Fridul 20 10:D:PE- 2007 ~52624-28:37 HOI (HSR] : .
Soener 128 . Fioorea FTIR. LabiAnuves Rendall i, - Wadker
Hesgiution: 4.000 proi: GRO¥ES AL: BEDUE
i
J

s TN ) fgf};ﬁml’, %’*m'ﬂﬂ

F1G. 24



WO 2009/076672

25/46

PCT/US2008/086838

Tl 118EEm
Fl: GR-T-I-Hioerce SRED-BRMa
Bampd Fioortn B2E0S-80-88 HOL

{——t— Dy 1 Soep —B— Oyl 1 Dasarp |

& -

2
1

B
EF

[
:

1.8

ey e Baes (3% - Thy

Temg B7 €
Mt Homes 695 Bt HB.BA0
By Ehnte

Termek BH

e
)

il

i

% Bty Senaent Bnbene L1 UBCBIELE0L

S 37 Aug 2007

Timg: 11 5Sam

g BAT.37 Blooros SEBM 20 34k
Bomple: Piopran 5205 BR-34 HEL

BVE Uhange by Blass vy Plot

{ g - gy ———Taipet B 1

i

B8

Change o Woss (9% -~ By

s,
]
o
fal
R SO
e
o

%&éwjfﬁﬁw

8
Targed BH (5%}

¢ T T : ‘t"“‘e&w&ﬁ F b
500 fBie  f300 35%@

P PR

- 40

ey
Ly

SO

T ming

e
%

DVE . Trs: Berption Boidiee

& borhany Monmaserent Byowers L HE 1nseomy

FI1G. 25



PCT/US2008/086838

WO 2009/076672

DU IHELIEN] B FMFES BB {0 aurpeiadhiuey
sy. sg sy sg s s s

L
pEE]
L3
L

b

Li3
£

. Wﬁm

26/46

. hﬁ@mmm%m BICIEG OFF 1EGIAT  — e ]
Heress s Bae g sy Es OB BENIAD

T

FIG. 26



PCT/US2008/086838

WO 2009/076672

27/46

BlEOG - BB -F

podi seuo e et

MESED & 698160 B - M 5g) + AN

yrodu] teungRIechy
WEIED VE-STTEBES THEAfY

ot .

A e T
S

3 i H 3 £, % i 3 H
JP——— e

/

P

e Sngn,
4 i

\f

)

|
|
%

P

%
¥

Lin (G

FIG. 27



WO 2009/076672

PCT/US2008/086838

28/46

e i,
ke

S,
T,
ey,

8
s
=
=

H
e

£
2

;XMM« e
B

TeSy
@gwﬁ

e ShE
dEdE
L
-l
EEEE

B e ¢
' ‘ 37 - o
k< = . .

-

i

Lin {Cps

FIG. 28



PCT/US2008/086838

WO 2009/076672

29/46

Haat Flow (g}

UGS R R A Ry MM@; M Al schue i

i ik
B 1 s :

e §C4
8

SR R RRES U

Banwst
TP T

o 15

- i

]
&
—

b
A

&

Wiight ¢

FIG. 29



PCT/US2008/086838

WO 2009/076672

i e R R B ]
E

{rw ) mrpedas]
948

30/46

SENE] L-BE-YEREE SLE
HEVEE ¥ E-BI-YROTE enrain

|
|
E
!
§
|
1
5
{

h

!

!

!

i

{

!
4
i

ti
R

T
=

-

Host Flow (g

FIG. 30



WO 2009/076672

31/46

PCT/US2008/086838

&
S »
RERONTE ¥ AL
Lt wo, .
were ol Es eeb)  eree P
. oREC ln 0
iy ok e
g 13
) A2 o
am £ e "
ot LBEE et "
- Jiven " emacraging
au b6 wrerin
o auss arec .
o W e s
awer 4
wr W wrer
o et wh
ast JiRiE way
a “kn. e
£l ‘ea
b “n
i o ewan
4 om
" o
- y
gy
. ssarae
o et
b 16
. s
we e
yoise
i Phrgess
0 EL
=tr c
o v
Ans et
£
- RS
. i
T u T T - T T
13 "1z 11 18 2 [ ? B 5 4 3 1 - oot
Yy Y T e 1 fevryrd e o
e LR TN AR o

FIG. 31



PCT/US2008/086838

WO 2009/076672

32/46

-
7

P Ul 207 10:01;28 2D0°

W

VA "I E2624:25-7 Inttate (HIP)

T

OAG—

Gaugglasgy

T :
§ &
R

oo

hived)

1500

2500

ilved

B0

~WRvenumbae (orr-1)

*E2H24-25-7 lmrine . (HSP)

"B Fridul 20100738 2007

Ficarce FTHR LAD- AnSIyE! HEndall,. Waker

-l Beans: 128

 Pasohmion: 4800

proj: B20495 i 680064

T

~ QU SE

s D el

FIG. 32



WO 2009/076672 PCT/US2008/086838

33/46

Distle: 04 Huy PO s 1 ] ‘ Tomp 358G
Tome T R VS luotherrs Plot hatty, Fioorne 005 5oz IR RAD
Fig pu-00-07-Ererns SEIRGRT ntenals it 2auer
Bamgle: SEEL-DET lnuats

[ —#~Cueis 1 Som ~B—Tptks | Tesom |

ﬁ%
fooEF

#

Changs I Mags 323 Bei

=1

THE - o Bomption Bolaion GBartnge Vouswement Bystens LadU {9as-any

Digin: 116 &g 2000 arel e e : Tamgs ZRE T
. DV Change InBlass refk Plo S
The: 334 pm /& Change frefl Plot Sath: Riooron 585 Spor ol

Filor 080807 -Bicers BE824-25.7 lnnteio s WBef 2REET
Sornpde BRRELZ0.T oty

; e - gy Tangat RH |

7 - - 10

& P@E e

b - T

N 31 |
H i ’ k I 5{;
[ 7 b

g

15 -4t

%
% - an
L

Target FBH 35

Chorgs b Biass (3%~ Pef
L

- 28

4] r T s ;J T T T 1 &”M L 44
B TanE ‘fﬁi@fﬂ? i ot BoED ¢ BEOD L 4500

K ;

Timaioshos

TVE . T B Gndsbns S 5 ; Lo B wpas. BT

F1G. 33



WO 2009/076672 PCT/US2008/086838

34/46

sy e i
oA 2
- om0 9
F sty 2
0 o
B
S s
R

gt
s

s

f:pwﬂzm:lnpm
Fl SRR T4, B e
Tpwaiors: fopoi

5

EHirda. 5053055 % et T4 rea

H T FTETTETA CETTTETETY
Qﬁm!»-@'iwmmwf&@&!*ﬁﬁ%#"iﬂx“Q
U . B o SN o o 4 e @R An e i




PCT/US2008/086838

WO 2009/076672

TGLIRMUSREINY Y| TUIE e
,mkmm

i
o 3|
i

¥

¥

35/46

Hast Floe (g
%j
i

[

FIG. 35



PCT/US2008/086838

WO 2009/076672

RIS | E10 BN, Ry

36/46

W, SF

{0} munedws)

241

A,

BE

ap org

SESEW PGE-PEERD M HD  ————
S-S fEEeE B ————

5t

1
1

e Fow {A

FIG. 36



WO 2009/076672

J——
€100 wasEn B
Lo ommied vveiore e Y g
orecaus 101 AT Ao A
~ ? i S e
nOS oe woutt A
 pea VAT 10
) el -
rovn e, & ¥r
cdabe 0N 28 EET L12H
prevataait (!
k14 - e
aenrsTies T ke 2
v az.0%5 . o
T
i

37/46

®

PCT/US2008/086838

708
x

y o
1 i
i |

—

13 12 11 1w ‘8 k4 $ A R,

sl (8N hieid e

FIG. 37



WO 2009/076672

PCT/US2008/086838

38/46

S E2BRA.RE-4 maeste (HSR)
X Frigul 20401 5542007

Absorbatics

8 o o o4 8 g & o

B% B o8 B8R R BN
dreradps

b

3

2
TS

2

=1

g
e

[
3

seabeinibinnadsaeetpesedinnalipertorretpensbirptos pidesihy

002 <

2 '—_—-W"‘"'W

€

S
<

N

1680

z854

Rt

4000 soac

2800 2000 1000

‘Wavenumbers fem<1)

1500

Dae: Fri Jul 200105 {3084 2007

. Brans: 128

Rasoliion. L.000

*52R24-25-4 Trakete (HBR) l
!
 Ricsrca FTIR Lap-Aniiyst RandsiM. Waiker J
|

prof: 020486 nb: BU0D5

s P T et -QP/WK—

FIG. 38



WO 2009/076672

39/46

PCT/US2008/086838

Dimie 30 e B

Hew ERp

FigT W8-I -Hiene - Bd it
Szrepl. Feroms SRR

&5 -

'ﬁ;.

A

3

25 1

2

38 4

4 4

Thengs by WMass 1% - Bry

&

DV banthe Pl

|t e 1 Sip ~B=Cyeie 1 DD |

Ty 255 T
Wathr Bicemca 05 Bt BORBAG
WO A7

o ; :
w o
A5

TS - T Borplion Bopslion

L o ]

& Siiecs Wasmramanl Brakyms LI UK 1980000

aole: 30w 20

Time: 228 pm

Hig: 07-80-07 Fiooron 520420 4.dn
Sample: Biooros 52804504

Bis Change fn Mass fdny) Bl

Changs i Mess (1) - Dy

s 1) 1y e Tyt B |

Tomg: 255 7
fialh: Flooms 085 Spot o
kit a7eme

ol

r Bl

-~ Bl

- Tl

- Bl

&
Tirrget FIH(32)

TS Ui Sorplion Bokion

Tone'mine

SEoriacs Mugsmeserd Bymeens L UK 18 6800

FI1G. 39



PCT/US2008/086838

WO 2009/076672

40/46

e

.

F1G. 40



PCT/US2008/086838

WO 2009/076672

41/46

BIBOS - By |-

yodusy 'suoeiad)
MeL 20 YE-9T-rESES Sl
yodwy suopeiadg

mer o eadas 1-91-pZees B

ot 14

1 i 1 : t ¢ 1

A

AT

PN

e
NI

TTTyTTiETT T

A R R I
A== =~ B = i = S = Y = i =}

© W oT MmN -

Lin (Cps)

FI1G. 41



PCT/US2008/086838

WO 2009/076672

42/46

SIUSLLINIISU] VL DO A [ESIBAILN

Heat Flow (Wg)

(0.) simeiradwa

dn ox3g
=74 S.C GS2¢ G/1 Gzl S/ sz
va; 1 | 1 ] 5 1 ' i " I L Om
D.10°162
IOH ¥E-92-ve828 ZL0K10
DM PC-92-47829 8LOWD
\
£ - \ $8
M
i
/ LI &
. st
z- -/ \ O-geaee 5 - -06
A / \i\\\ 2
. PN S B M
e Biroz ot # .
. D.92'LeC
B/rzy o
2.V6°682 J
L= - // ﬁ -G8
] . OV - “ e i
%8E L6 S
2,00°061 S w
~ |
0 - —Lgo1

FIG. 42



PCT/US2008/086838

WO 2009/076672

SIUBWINASU Y1 OO0 EA [2SISAIUN

(D,) ainjesadws |

dn ox3
mmm m,\_.m mm_m mﬁ mwr G/ Gz
i L L | 1 m|
»M i
!
ﬁ [,
\. 4 M_ i
M
[
i _. ” / - m”.. o~
. RO o [* B
3 Sl — \ =
! e
o £ AN i ! >
<t / Iy ' NG S N # |
\ i M M b
! b ! w
7 ! i w e
/ v | o
i i . e e L 7~
\. WN , e T T T N _ N H
/ Yooy - U
- 5 o e e W
- _,_ |
I
1
m
i y-
IOH ve-92-¥282s ZLOMD ————
L-91-$292G6 0L0UD —
0

FI1G. 43



PCT/US2008/086838

WO 2009/076672

44/46

|1eds - B|vy -2

voduy isuoneisdo
Mmer L0 vr-9L-rZezs end [
woduij suopeiadg
MBI ZO ZL-9E-+TRES Um__u_a

T

Lin (Cps)

FIG. 44



PCT/US2008/086838

WO 2009/076672

45/46

SIUSLINASU VI D0°EA [BSIOAILY) (D.) aimessdwa

dn ox3g
mwm m\_JN mwm mﬁ mﬁ mm 74
) I 1 i i 1 wl
sjepedse z71-92-42925 810D ~———
sleledse ¢-91-42825 YOO UD i
D.1G222 w | g
_ 0.9v'892
+ i
i 3
M ——
| 1 S
i . Nert'
P
P W
by 2
Wy -
Uy 9]
iy o
Ly T
M\ -
o
W /,,,
NS R
P N— T T \ T
\M ! > i — T e ,,
e NN Y m N o . e e e -
L T ,/
A -

FIG. 45



PCT/US2008/086838

WO 2009/076672

46/46

SIUBLINNISUL V| S0°EA [ESIBAIN

(D,) @anjesaduwia |

dn ox3
o mﬁ_m mm_m mﬁ Gz G/ 52
- N N i s H
. 08
4 0.67'89Z
SJeHEdSe 219742825 8LOWD
. sleyedse 71-97-$7825 610D
26
. i
,\% - b6
H S
m | e
i , g
5 \ >
T / // - 96
//
A \ .
.
/// N [
i T T
4 et //1/,
6ryvzie T . - 86
| 2045192 T
%ZE 86 T
0.00°051L T
—
0

OGL

FIG. 46



INTERNATIONAL SEARCH REPORT

International application No.

PCT/US2008/086838

A. CLASSIFICATION OF SUBJECT MATTER

CO7K 7/06(2006.01)i, CO7K 7/64(20006.01)i, CO7K 14/705(2006.01)i, A61K 38/08(2006.01)i

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

IPC A61K 38/07,31/4545, CO7K 5/10, CO7D 41/14

Minimum documentation searched (classification system followed by classification symbols)

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

eKIPASS(KIPO internal), PubMed(NCBI), JPO, USPTO, Google

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Sci. Vol. 10(2) pp. 418-422, February, 2001.
See Abstract, Fig 1, 2, Table 2

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
Y US 6,303,578 B1 (James E. Zadina et al.) October 16, 2001. 1-6
See Abstract, Column 2 lines 5-55, Example 1,2
Y US 2003-0139446 A1 (Minzhang Chen et al.) July 24, 2003. 1-6
See Abstract, Paragraph 0013
A Alexander Mcpherson 'A comparison of salts for the crystallization of macromolecules’ Protein 1-6

|:| Further documents are listed in the continuation of Box C.

& See patent family annex.

* Special categories of cited documents:

"A"  document defining the general state of the art which is not considered
to be of particular relevance

"E" earlier application or patent but published on or after the international
filing date

"L"  document which may throw doubts on priority claim(s) or which is

cited to establish the publication date of citation or other

special reason (as specified)

document referring to an oral disclosure, use, exhibition or other

means

"P"  document published prior to the international filing date but later
than the priority date claimed

"o

"T" later document published after the international filing date or priority
date and not in conflict with the application but cited to understand
the principle or theory underlying the invention

document of particular relevance; the claimed invention cannot be
considered novel or cannot be considered to involve an inventive
step when the document is taken alone

document of particular relevance; the claimed invention cannot be

e

e
considered to involve an inventive step when the document is
combined with one or more other such documents,such combination
being obvious to a person skilled in the art

"&" document member of the same patent family

Date of the actual completion of the international search

30 APRIL 2009 (30.04.2009)

Date of mailing of the international search report

30 APRIL 2009 (30.04.2009)

Name and mailing address of the ISA/KR

Korean Intellectual Property Office
Government Complex-Daejeon, 139 Seonsa-ro, Seo-
gu, Daejeon 302-701, Republic of Korea

Facsimile No. 82-42-472-7140

Authorized officer o

PARK, Yeong-Gwan

Telephone No. 82-42-481-8407

Form PCT/ISA/210 (second sheet) (July 2008)




INTERNATIONAL SEFARCH REPORT International application No.
PCT/US2008/086838

Box No. II Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

1. Claims Nos.: 7-10
because they relate to subject matter not required to be searched by this Authority, namely:

Claims 7-10 pertain to methods for treatment of the human or animal body by therapy, as well as diagnostic methods, and thus
relate to a subject matter which this International Searching Authority is not required, under Article 17(2)(a)(i) of PCT and
Rile 39.1(iv) of the Regulations under the PCT, to search.

2. Claims Nos.:
because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:

3. I:l Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. III Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

1. l:l As all required addtional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. I:l As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment
of any additional fee.

3. l:l As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.:

4. l:l No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on Protest I:I The additional search fees were accompanied by the applicant's protest and, where applicable, the
payment of a protest fee.
The additional search fees were accompanied by the applicant's protest but the applicable protest
fee was not paid within the time limit specified in the invitation.
I:I No protest accompanied the payment of additional search fees.

Form PCT/ISA/210 (continuation of first sheet (2)) (July 2008)



INTERNATIONAL SEARCH REPORT

Information on patent family members

International application No.

PCT/US2008/086838
Patent document Publication Patent family Publication
cited in search report date member(s) date
US 6303578 B1 16.10.2001 WO 98427320 A1 01.10. 1998
US 5885958 A 23.03. 1999
EP 0994837 A1 26.04.2000
CA 2284547 AA 01.10. 1998
AU 68683398 A1 20.10. 1998
US 2003-138446 A1 24.07.2003 7A 0403560 A 21.06.2005
WO 03066593 A3 18.12.2003
WO 03066593 A2 14.08.2003
US 6936718 B2 30.08.2002
JP 2005518424 T2 23.06.2005
EP 1448528 A2 25.08.2004
AU 2365439 AA 02.09.2003

Form PCT/ISA/210 (patent family annex) (July 2008)




	Page 1 - front-page
	Page 2 - description
	Page 3 - description
	Page 4 - description
	Page 5 - description
	Page 6 - description
	Page 7 - description
	Page 8 - description
	Page 9 - description
	Page 10 - description
	Page 11 - description
	Page 12 - description
	Page 13 - description
	Page 14 - description
	Page 15 - description
	Page 16 - description
	Page 17 - description
	Page 18 - description
	Page 19 - description
	Page 20 - description
	Page 21 - description
	Page 22 - description
	Page 23 - description
	Page 24 - description
	Page 25 - description
	Page 26 - description
	Page 27 - description
	Page 28 - description
	Page 29 - description
	Page 30 - claims
	Page 31 - claims
	Page 32 - drawings
	Page 33 - drawings
	Page 34 - drawings
	Page 35 - drawings
	Page 36 - drawings
	Page 37 - drawings
	Page 38 - drawings
	Page 39 - drawings
	Page 40 - drawings
	Page 41 - drawings
	Page 42 - drawings
	Page 43 - drawings
	Page 44 - drawings
	Page 45 - drawings
	Page 46 - drawings
	Page 47 - drawings
	Page 48 - drawings
	Page 49 - drawings
	Page 50 - drawings
	Page 51 - drawings
	Page 52 - drawings
	Page 53 - drawings
	Page 54 - drawings
	Page 55 - drawings
	Page 56 - drawings
	Page 57 - drawings
	Page 58 - drawings
	Page 59 - drawings
	Page 60 - drawings
	Page 61 - drawings
	Page 62 - drawings
	Page 63 - drawings
	Page 64 - drawings
	Page 65 - drawings
	Page 66 - drawings
	Page 67 - drawings
	Page 68 - drawings
	Page 69 - drawings
	Page 70 - drawings
	Page 71 - drawings
	Page 72 - drawings
	Page 73 - drawings
	Page 74 - drawings
	Page 75 - drawings
	Page 76 - drawings
	Page 77 - drawings
	Page 78 - wo-search-report
	Page 79 - wo-search-report
	Page 80 - wo-search-report

