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Solicitud de patente a nombte de UNIVERSITY OF SOUTHERN
CALIFORNIA

Yo, SILVANA MARIA LOPEZ DIAZ identificada como aparece 2l pie de mi firma,
domiciliada en la Carrera 11 No. 86-53, piso 6, obrando como apoderada sustituta de
acuerdo con la sustitucién presentada el 11 de julio de 2013 de la sociedad
UNIVERSITY OF SOUTHERN CALIFORNIA, domiciliada en California, Estados
Unidos de América, solicitante de la patente de la referencia, en respuesta al oficio No.
6333 notificado por fijacién en lista el 3 de junio de 2014 trelacionado con concepto
técnico de fondo, y teniendo en cuenta el memorial presentado el 21 de agosto de 2014,
mediante el cual se solicité una prérroga de 30 dias para dar respuesta al referido oficio,
me permito manifestat:

1 Con fundamento en la facultad que confiere el articulo 34 de la Decisién 486 al
solicitante para modificar la solicitud de patente en cualquier momento del tramite,
presento junto con este memorial nuevo capitulo reivindicatorio, el cual consta de 8
reivindicaciones y reemplaza completamente el capitulo presentado anteriormente. En
el nuevo capitulo reivindicatorio se realizaron las siguientes modificaciones:

11 Como primera medida, se modific la antigua reivindicacién 1, con el fin de
definir el péptido por su estructura, es decir por el numero de secuencia

1.2 Asimismo, se eliminaron las antiguas reivindicaciones 2, 7, 8 y 9, con el fin de
dar concisidn al capitulo reivindicatotio.

En cuanto a estas modificaciones, me petmito decit que las mismas no amplian de
ninguna manera la materia objeto de la presente solicitud y se realizaron con el 4nimo
de superar las objeciones de clandad y nivel inventivo planteadas por el examinador en
su concepto técnico.

En cuanto al nimero de reivindicaciones, atentamente nos permitimos decir que no se
adjunta tasa por reivindicaciones adicionales, toda vez que el nuevo capitulo
retvindicatotio tiene menor nimero de clausulas que el otiginalmente presentado y en

esencia es el mismo objeto pero mas limitado y definido con mayor claridad.
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1. Claridad de la solicitud

Respecto a las objeciones  de claridad, el solicitante manifiesta que mediante la
presentacion del nuevo capitulo reivindicatotio quedan subsanadas la totalidad de las
objeciones, de modo tal que las nuevas reivindicaciones proporcionan claridad y
concision a la invencién descrita, siguiendo las recomendaciones realizadas por el
examinador en su concepto técnico.

Como primera medida, es deseo del solicitante aclarar que el capitulo reivindicatorio
que se debe ser considerado corresponde al presentado en el radicado No. 12-154938-
00005-0000, presentado el 11 de julio de 2013 en respuesta a la oposicién de la sociedad
PROCAPS S.A, el cual contiene 12 reivindicaciones. La anterior aclaracién
considerando que, aunque el examinador en el oficio No. 6333 notificado pot fijacién
en lista el 3 de junio de 2014 informa que se evaluarin 12 reivindicaciones, y no 18
reivindicaciones como se presenta originalmente, en la seccién 4 del mismo documento
indica objeciones a términos que ya se encuentran en dicho capitulo reivindicatorio. La
ptesente respuesta al referido oficio se realizé considerando que el examinador evalud
el capitulo reivindicatotio cotrecto, y cometié Gnicamente un error al indicar el nimero
de radicado de la solicitud.

Habiendo aclarado lo anteriot, el solicitante aclara que la nueva reivindicacién 1 fue
modificada de tal forma que se incluyé el nimero de secuencia del péptido.
Adicionalmente, como podri notar el examinadot, el presente capitulo reivindicatorio
no contiene términos ambiguos, tales como “aproximadamente” y “al menos”, de tal forma
que es posible distinguir la invencién del estado de la técnica.

Por otra patte, se indica al examinador que se eliminaron las antiguas reivindicaciones 2,
7,879, con el fin de dat concisién a la matetia reclamada.

En relacién con la falta de concisién del capitulo reivindicatorio, en cuanto a la materia
reclamada en la nueva reivindicacién 1, que indica que la formulaciéon farmacéutica
comprende (a) y “(b) un péptido que comprende Nie3 A(1-7) (SEQ ID NO:1)”, y la materia
reclamada en la nueva reivindicacién dependiente 2, que describe que “e/ péptido consiste
de Asp-Arg-Nle-Tyr-1le-His-Pro (SEQ ID NO: 1), es deseo del solicitante aclarar el
término “comprende” es un término no limitativo, es decit con este término se indica por -
ejemplo que el péptido puede-incluir aminoacidos adicionales. Por su parte, el término
“consiste de” es un término limitativo, indicando que el péptido no contiene aminoacidos
adicionales. De esta forma, la nueva reivindicacién 2 hace referencia limita las
caracteristicas de la formulacién farmacéutica descrita en la reivindicacién 1, y pot tanto
tiene un alcance distinto. A este tespecto, es televante citar Jla GUIA PARA EXAMEN
DE SOLICITUDES DE PATENTE DE INVENCION Y MODELO DE
UTILIDAD emitida en enero de 2014:

“Cuando una reivindicacion comprenda una expresion de transicion de tipo “cerrado’, el
examinador interpretard que los productos o procedimientos tan silo comprenden los elementos
excpuestos en la reivindicacion. Asi, si una reivindicacion trata de “un_producto consistente
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unzcamente en A, B y C”, el examinador interpretard que el producto tan silo comprende los
clementos A, B y C; de manera que un producto del estado de la técnica que tiene A, B, Cy
D o cualguier otro elemento no anula la novedad, _y por tant, la considerard nueva.

- Cuando una reivindicacion comprenda una expresion de transicion de tipo “abierto”, el
examinador interpretard que los productos o procedimientos incluyen tambicn elementos no
mencionados en la reivindicacion. Asi, si una retvindicacion trata de “un producto_que
comprende A, B y C”, el examinador interpretard que el producto comprende los elementos A,
B, C y cualquier otro elemento no mencionado en la reivindicacion; de manera que un producto
del estado de la técnica gue tiene A, B, C y D o cualquier otro elemento anula la novedad, y
por tanto, la considerard no nueva” (paginas 74-75, seccidn 2.6.5.2) (El subrayado es
nuestro) ’

De esta forma, es clara la diferencia que existe entre el alcance de las presentes
reivindicaciones 1y 2.

En relaciéon con el titulo de la solicitud, el cliente manifiesta una modificacién de este a
“FORMULACIONES TIPO HIDROGEL QUE COMPRENDEN EL PEPTIDO
Nle3 A(1-7) EN COMBINACION CON HIDROXIETILCELULOSA ™.

En consecuencia, nos permitimos informar que las nuevas reivindicaciones 1 a 9 se
ajustan a las disposiciones del articulo 30 de la Decision 486.

2. Nivel Inventivo

El examinador establece en su concepto técnico la falta de nivel inventivo de las
antiguas reivindicaciones 1 a 12 a la luz de los documentos “Rodgers Et al. 2005 Journal of
Peptide Research, Blackwell publishing 1.td. Oxford, 66 (1), 4147 (D1), “US-NIH 2009,
NTC00796744” (D2), y “Matuszewska et al. 1994. Pharm. Res. 11(1), 65-717 (D3).

De este modo, nos permitimos indicar que el articulo 18 de la Decisién 486 establece
que “Se considerard que una invencidn tiene nivel imventivo, si. para una persona del oficio
normalmente versada en la materia técnica correspondiente, esa invencion no bubiese resultado obvia ni
se hubiese derivado de manera evidente del estado de la técnica”.

Lo anterior significa que el analisis de nivel inventivo NO es una comparacion de los
objetos de las anterioridades y la solicitud en estudio. El analisis de nivel inventivo
debe demostrar la obviedad de la invencién y establecer cdmo ésta no contiene un
salto cualitativo, que demuestre su altura inventiva, teniendo en cuenta que se hace
necesario_demostrar que la invencidn analizada carece de nivel inventivo y hubiese
sido obvia para una persona versada en la materia.

Considerando la anterior definicién, es deseo del solicitante presentar argumentos que
demuestran el nivel inventivo de la presente invencién a la luz de las antetioridades
citadas.
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El examinador indica en su repotte técnico que “dentro de la descripcion no hay ningin
ejemiplo que muestre un efecto técnico inesperado al usar como vebiculo HEC y no CMC”. A este
respecto, es deseo del solicitante indicar que en el capitulo descriptivo originalmente
presentado se indica claramente que “proporciond un anmento de 10 veces en la liberacion del
péptido durante un periodo de 24 horas a partir de formulaciones tales como los que comprenden 10%
de carbosximetilcelulosa (CMC), un resultado que seria inesperado para los expertos en la técnica.
Ademds, los datos muestran gue las matrices de HEC son mds biocompatibles que las formulaciones

probadas de HPMC y CMC”.

Lo anterior significa que, contrario a lo indicado por el examinador, si hay evidencia en
el capi descriptivo _originalmente presentado _en relacion con el efecto técnico

inesperado que se logra a través de la eleccién de HEC en lugar de CMC.

Adicional a lo antetior y con el fin de aportar evidencia a la afitmacién incluida en el
capitulo descriptivo en relaciéon con el efecto técnico inesperado, se incluye a
continuacién datos expetimentales en los que se compara el HEC con el CMC.

Durante estudios para determinar el vehiculo de liberacién éptima, se enconttd que el
HEC manifiesta una cinética de liberacién que permite diez veces mas farmaco liberado
en un petriodo de 24 horas. Se calcularon las tasas de liberacién, como una medida de la
potencial biodisponibilidad, siendo significantemente diferente las tasas de liberacién
para diferentes vehiculos. La liberacion acumulada (“Cumulative amount per unit area
(ug/ cm?)” fue significativamente mayor para 2% HEC (106 £ 4.7 ug/cm?) que pata 10%
CMC (10.1 * 1.2 pg/cm?) en un periodo de 24 hotas.
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Asi, en la figura anterior se muestra una comparaciéon de la liberacién de péptido
(“farmaco™) en un periordo de 24 horas usando dos formulaciones que comptrenden
distintos vehiculos, especificamente 2% HEC (linea azul) y 10% CMC (linea negra),
respectivamente. Como se observa claramente, la formulacién que comptrende 2%
HEC presenta una tasa de liberacién de 106 * 4.7 pg/cm?, mientras que la formulacién
que comprende 10% CMC presenta una tasa de liberacién de 10.1 + 1.2 ug/cm?. Pot lo
tanto, las formulaciones que comprenden HEC propotcionan una liberacién del
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tirmaco diez veces mayor en un periodo de 24 horas que las formulaciones que
comprenden CMC, como las del estado de la técnica. Particularmente, es relevante
indicar que las formulaciones inventivas de HEC proporcionan una diez veces mayor
tasa de liberacion con una concentracién que es nicamente una quinta parte de la
concentracion de HMC en las formulaciones que lo contienen (2% HEC vs. 10%
CMC). Consecuentemente, concentraciones menores de HEC en las formulaciones
deben mostrar mayor liberacion de farmaco. Para una persona del oficio normalmente
versada en la técnica es evidente que la formulacién reclamada puede usarse en todos
los rangos reclamados. Estos tesultados son sotprendentes e inesperados.

Considerando todos los anteriorés argumentos, es claro que la materia objeto de la
presente invencion no resulta obvia a la luz de los documentos del estado de la técnica
citados por el examinador y del efecto técnico demostrado anteriormente.

Por lo tanto, se demuestra que la presente invencién tiene nivel inventivo en
concordancia con los lineamientos del articulo 18 de la Decisidn 486/00.

Adicional a los argumentos antetiormente presentados, es deseo del solicitante indicar
que las solicitudes cotrespondientes en Estados Unidos de América y en Europa han
sido concedidas (US 8,536,231 B2; US 8,207,233 B1; US8,207,234 B1; EP 2536422).
Copia de las patentes US 8,536,231 B2, US 8,207,233 B1, US8,207,234 B1 y EP
2536422 se presentan como anexo al presente memorial.

Asi, aunque el solicitante reconoce el principio de independencia de cada Oficina de
Patente, resulta sotprendente que otras Oficinas hayan reconocido el cumplimiento de
los requisitos de patentabilidad de la presente invencién, mientras unicamente la
Oficina de Patentes en Colombia se aparta de dicho ctitetio unanime, sin considerat
que las definiciones de novedad, nivel inventivo y aplicacién industrial son conceptos
universales. , '

Habiendo atendido cabalmente las objeciones ptesentadas por ese despacho,
atentamente solicitamos se conceda el privilegio de patente de invencién a la solicitud
en estudio o si el sefior examinadot considera que subsisten razones para objetar la
presente invencidn, rogamos expedir otro examen de fondo con los debidos motivos y
razones que sustenten su objecién con el fin de que nuestro mandante tenga la
posibilidad de exponer sus atgumentos con base en la interpretacién de los articulos 45
de la Decision 486 -el cual otorga la facultad al examinador para emitir los exdmenes de
fondo-, 35y 59 del Cédigo Contencioso Administrativo que sefiala que: “habiéndose dado
oportunidad a los interesados para excpresar sus opiniones, y con base en las pruebas e informes
disponibles, s¢ tomard la decision que serd_motivada al menos en forma sumaria si dfecta a
particulares™y “(.) deberd proferirse la decisién definitiva. Esta se motivard en sus aspectos de hecho y
de derecho, y en los de convendencia si es el caso”, respectivamente (El subrayado es nuestro).
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En consecuencia, solicitamos a ese despacho pronunciarse en relacidon con todos los
argumentos presentados en este memorial dando estricta aplicacién al principio del
debido proceso consagrado en el articulo 29 de la Constitucién Nacional.

Senor Superintendente,

SILYAI}LA_I\}ARIA LOPEZ DI
C.C. 22.468.787 de Barranquilla

T.P 147463 del CS]
notificaciones@clarkemodet.com.co
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ANEXOS

Patente US 8,536,231 B2
Patente US 8,207,233 B1
Patente US 8,207,234 B1
Concesion Patente EP 2536422 y reivindicaciones



REIVINDICACIONES

1. Una formulacién farmacéutica, que comprende:
(a) de 0.5% a 4% de HEC sobre una base en peso (mg)/volumen (ml), o
sobre una base peso/peso (mg); y
(b) un péptido que comprende Nle3 A(1-7) (SEQ ID NO:1);

caracterizada porque el péptido esta presente en una concentracién de 0.03 % a

1% sobre una base en peso (mg)/volumen (ml), o sobre una base de peso/peso

(mg).

2. La formulacién farmacéutica de la reivindicacién 1, caracterizada porque el
péptido consiste de Asp-Arg-Nle-Tyr-lle-His-Pro (SEQ ID NO: 1).

3. La formulacion farmacéutica de la reivindicacion 1, caracterizada porque
comprende de 1% a 3% de HEC sobre una base en peso (mg)/volumen (ml), o

sobre una base de peso/peso (mg).

4. La formulacion farmacéutica de la reivindicacion 1, caracterizada porque
comprende 2% de HEC sobre una base en peso (mg)/volumen (ml), o sobre una

base de peso/peso (mg).

5. La formulacién farmacéutica de la reivindicacion 1, caracterizada porque la

formulacién comprende una formulacién de hidrogel.

6. . La formulacién farmacéutica de la reivindicacion 2, caracterizada porque
comprende de 1% a 3% de HEC sobre una base en peso (mg)/volumen (ml), o

sobre una base de peso/peso (mg).

7. La formulacion farmacéutica de la reivindicacion 2, caracterizada porque
comprende 2% de HEC sobre una base en peso (mg)/volumen (ml), o sobre una

base de peso/peso (mg).

8. La formulaciéon farmacéutica de la reivindicacion 1, caracterizada porque la

formulacién comprende una formulacién de hidrogel.
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1
METHODS FOR TREATING DIABETIC FOOT
ULCERS

CROSS REFERENCE

This application is a continuation of U.S. application Ser.
No. 13/364,061 filed Feb. 1, 2012 which claims pricrity to
U.S. Provisional Patent Application Ser. No. 61/438,780 filed
Feb. 2, 2011, incorporated by reference herein in their
entirety.

BACKGROUND

Diabetes is common, disabling and deadly. In the U.S,,
diabctes has reached epidemic proportions. According to the
American Diabetes Association, about 24 million people (8%
of the total U.S. population) have diabetes, and nearly two
million new cases are diagnosed in people aged 20 years or
older each year. If current trends continue, 1 in 3 Americans
will develop diabetes at some point in their lifetime, and those
with diabetes will lose, on average, 10-15 years of life expect-
ancy. Importantly, up to 25% of people with diabetes will
develop a diahetic foot ulcer, resulting in 3 million diabetic
foot ulcers annually in the U.S. alone. More than half of all
foot ulcers will become infected, thus requiring hospitaliza-
tion, and 1 in 5 will require an amputation that carries a high
risk of mortality.

Without question, diabetes puts tremendous economic
pressure on the U.S. healthcare system. Total costs (direct and
indirect) of diabetes have reached $174 billion annually, and
people with diagnosed diabetes have medical expenditures
that are over two times higher than medical expenditures for
people without diabetes. Hospitalization costs alone are $16,
000 to $20,000 for a patient with a diabetic foot ulcer, and
direct and indirect costs of an amputation range from $20,000
to $60,000 per patient. A recent study by researchers at the
University of Chicago suggested that treatment costs for dia-
betes in the United Slates would reach $336 billion by the
year 2034, Advanced, cosl-efTective treatmen( modalities for
diabetes and its co-morbidities, including diabetic foot ulcers,
are in great need, yet in short supply, globally. According to
the American Diabetes Association, by the year 2025 the
prevalence of diabetes is expected to rise by 72% to 324
million people worldwide.

SUMMARY OF THE INVENTION

In a first aspect, the present invention provides methods for
treating diabetic foot ulcers, comprising administering to a
human patient suffering from a diabetic foot ulcer an amount
of a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof, effective to treat the diabetic foot ulcer.
In one embodiment, the peptide comprises Asp-Arg-Nle-Tyr-
lle-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof. In vartous.embodi-
ments, the diabetic foot ulcer is one caused, at least in part, by
neuropathy and resulting pressure; the diabetic foot ulcer
compriscs onc or morc calluses; and the diabetic foot uleer is
a chronic ulcer. In a further embodiment, the chronic foot
ulcer has not responded to any other treatment.

In another embodiment, the peptide is administered topi-
cally. In a further embodiment, the peptide is administered as
a topical formulation forming a continuous film covering the
entire area of the diabetic ulcer. In a still further embodiment,
the peptide is administered in a hydrogel formulation. In
another embodiment, the peptide is administered at a concen-
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tration of about 0.03% to about 1% on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis. In a further
embodiment, the peptide is administered in a gel formulation
that about 0.5% to about 4% hydroxyethy! cellulose (HEC)
on a weight (mg)/volume (ml) basis, or on a weight/weight
{(mg) basis.

All embodiments of the first aspect of the invention can be
combined unless the context dictates otherwise.

In a second aspect, the present invention provides pharma-
ceutical formulations, comprising;

(a) about 0.5% to about 4% HEC on a weight (mg)/volume
(m1) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-T), or salt thereof,

wherein the peptide is present at a concentration of about
0.03% to about 1% on a weight (mg)/volume (m!) basis, or on
a weight/weight (mg) basis.

In one embodiment, the peptide comprises Asp-Arg-Nle-
Tyr-lle-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof. In a further embodi-
ment, the pharmaceutical formulation comprises about 1% to
about 3% HEC on a weight (mg)/volume (ml}) basis, or on a
weight/weight (mg) basis. In a still further embodiment, the
pharmaceutical formulation comprises about 2% [1EC on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In another embodiment, the formulation comprises a
hydrogel formulation. All embodiments of the second aspect
of the invention can be combined unless the context dictates
otherwise.

BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 is a graph showing the ulcers healed by visit in the
Per Protocol (PP) patient population taking NorLeu?-A(1-7).

FIG. 2 is a graph showing the percentage of fully healed
ulcers (100% wound closure) in the patient population taking
NorLeu-A(1-7) (also referred to as “DSCI127™).

FIG. 3 is a graph showing the median time to fully healed
ulcers (100% wound closure) in the patient population taking
NorLeu*-A(1-7) (also referred to as “DSC127™).

DETAILED DESCRIPTION OF THE INVENTION

All references cited are herein incorporated by reference in
their entirety. Within this application, unless otherwise stated,
the techniques utilized may be found in any of several well-
known references such as: Molecular Cloning: A Laboratory
Manual (Sambrook, et al., 1989, Cold Spring Harbor Labo-
ratory Press), Gene Expression Technology (Methods in
Enzymology, Vol. 185, edited by D. Goeddel, 1991. Aca-
demic Press, San Diego, Calif), “Guide to Protein Purifica-
tion” in Methods in Enzymology (M. P. Deutshcer, ed., (1990)
Academic Press, Inc.); PCR Protocols: A Guide to Methods
and Applications (Innis, et al. 1990. Academic Press, San
Diego, Calif.), Culture of Animal Cells: A Manual of Basic
Technique, 2" Ed. (R.1. Freshney. 1987, Liss, Inc. New York,
N.Y.), Gene Transfer and Expression Protocols, pp. 109-128,
ed. E. J. Murray, The Humana Press Inc., Clifton, N.l.), and
the Ambion 1998 Catalog (Ambion, Austin, Tex.).

As used herein, the singular forms “a”, “an™ and “the”
include plural referents unless the context clearly dictates
otherwise. “And” as used herein is interchangeably used with
“or” unless expressly stated otherwise.

Allembodiments of any aspect of the invention can be used
in combination, unless the context clearly dictates otherwise.

A



US 8,536,231 B2

3

In a first aspect, the present invention provides methods for
treating diabetic oot ulcers, comprising administering to a
human patient suffering from a diabetic foot ulcer an amount
of a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof, effective to treat the diabetic foot ulcer.

As demonstrated in the examples that follow, the inventors
have demonstrated that the methods of the invention can be
used to trcat diabetic foot ulcers, and provide substantial
improvement over standard therapies. '

Nie3A(1-7) (or Norl.eu®-A(1-7); also referred to as
“DSC127™) is a peptide consisting of the amino acid
sequence Asp-Arg-Nle-Tyr-Tle-His-Pro (SEQ ID NO:1). In
various embodiments, the peptide administered to the human
paticnt may compris¢ or consist of Asp-Arg-Nle-Tyr-lle
(SEQ 1D NO:2), Asp-Arg-Nle-Tyr-Ile-His (SEQ 1D NO:3),
or most preferably Asp-Arg-Nle-Tyr-Tle-His-Pro (SEQ 1D
NO:1), or salts thereof. Nle3A(1-7) or salts thereof may be
chemically synthesized or recombinantly expressed, each of
which can be accomplished using standard methods in the art.

In one embodiment, the peptide, or salt thereof, is admin-
istered at a concentration of about 0.03% to about 1% on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In various further embodiments, the peptide, or salt
thereof, is administered at a concentration of about 0.03% to
about 0.75%; about 0.03% to about 0.5%; about 0.03% to
about 0.25%; about 0.03% to about 0.1%; about 0.03% to
about 0.075%; about 0.03% to about 0.05%; and about
0.03%; all on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.

The human patient may be suffering from Type I diabetes
or Type 11 diabetes, and has a foot ulcer, defined as an open
wound anywhere on the foot (heel, mid-foot, and forefoot).

As used herein, “treating™ a diabetic foot ulcer includes

(a)limiting the progression in size, arca, and/or depth of the
foot ulcer;

(b) reducing size, area, and/or depth of the foot ulcer;

(c) increasing rate of healing and/or reducing time to heal-
ing;

(d) healing of the foot ulcer (100% epithelialization with
no drainage); and .

(e)decreased incidence of amputation or slowing in time to
amputation. .

The foot ulcer may be caused by any underlying pathology,
including but not limited to neuropathy, trauma, deformity,
high plantar pressures, callus formation, edema, and periph-
eral arterial disease. In preferred embodiments, the human
diabetic fool ulcer is one caused, at least in part, by neuropa-
thy and resulting pressure (weight bearing on the extremity
dueto fack of feeling in the foot). As is known to those of skill
in the art, human diabetic foot ulcers tend to be due to neur-
opathy and pressure, which differs significantly from, for
example, murine acute wounds. In a further preferred
embodiment, the diabetic foot ulcer comprises one or more
calluses. : :

Ina further embodiment, the diabetic foot ulcerisa chronic
ulcer. As used herein, a “chronic™ foot ulcer is one that has
been present for at least 7 days with no reduction in size;
preferably at'least 14 days, even more preferably, present at
Icast 21 or 28 days with no reduction in size. In a further
preferred embodiment that can be combined with any of these
embodiments, the chronic foot ulcer has not responded (ie: no
reduction in size, area, and/or depth of the foot ulcer; no
healing of the foot ulcer) to any other treatment.

The peptide or salt thereof may be administered by any
suitable route, preferably via topical administration. In one
embodiment, the methods of the invention can comprise
administering a topical formulation as often as deemed
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appropriate, ie: once per day, twice per day, etc. The methods
may further comprise administration of the peptide, or salt
thereof for as longed as deemed desirable by an attending
physician, for example, until healing of the ulcer. For admin-
istration, it is preferred that the topical formulation form a
continuous film covering the entire area of the ulcer, includ-
ing the margins. In a preferred embodiment, the topical for-
mulation is applied with a thickness of approximately 0.25 to
2 mm,; preferably 0.5 to 1.5 mm; preferably about 1 mm in
thickness.

In one embodiment, the topical administration comprises
administration in a formulation selected from the group con-
sisting of hydrogels, creams, ointments, pastes, and lotions.
The formulations may be applied in any suitable manner,
which may include any wound dressings to seal in the formu-
lation deemed appropriate by the human patient or caregiver.
FExemplary such dressings, include, but are not limited to,
semipermeable films, foams, hydrocolloids, and calcium
alginate swabs. ’

The methods may further comprise debridement in and
around the wound in combination with administration of the
peptide and formulalions thereof. Debridement of all
necrotic, callus, and fibrous tissue is typically carried for
treatment of diabetic foot ulcers. Unhealthy tissue is sharply
debrided back to bleeding tissue to allow full visualization of
the extent of the ulcer and to detect underlying abscesses or
sinuses. Any suitable debridement technique can be used, as
determined by an attending physician. The wound can then be
thoroughly flushed with sterile saline or a non-cytotoxic
cleanser following debridement.

In another embodiment, the topical formulation comprises
about 0.5% to about 4% hydroxyethyl ceflulose (HEC) on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In various further embodiments, the topical formula-
tion may comprise about 1% to about 3% HEC, or about 2%
HEC, on a weight (mg)/volume (ml) basis, or on a weight/
weight (mg) basis. These formulations comprising low per-
centage HEC (ie: 2%) matrices provided a 10-fold increase in
peptide release over a 24 hour period from formulations such
as those comprising 10% carboxymethylcellulose (CMC), a
result that would be uniexpected to those of skill in the art.
Furthermore, the data show that the HEC matrices are mare
biocompatible than HPMC and CMC formulations tested.

The peptides, or salt thereof may be administered together
with one or more (2) a lyoprotectant; (b) a surfactant; (c) a
bulking agent; (d) a tonicity adjusting agent; (e) a stabilizer;
() a preservative and/or (g) a buffer. In some embodiments,
the buffer in the pharmaceutical composition is a Tris buffer,
a histidine buffer, a phosphate buffer, a citrate buffer or an
acetate buffer. The peptides may be administered with a lyo-
protectant, e.g. sucrose, sorbitol or trehalose. In certain
embodiments, the peptides may be administered with a pre-
servative e.g. benzalkonium chloride, benzethonium, chloro-
hexidine, phenol, m-cresol, benzy! alcohol, methylparaben,
propylparaben, chlorobutanol, o-cresol, p-cresol, chlorocre-
sol, phenylmercuric nitrate, thimerosal, benzoic acid, and
various mixtures thereof. In other embodiments, the peptides
may be administered with a bulking agent, like glycine. Inyet
other embodiments, the peptides may be administered with a
surfactant c.g., polysorbate-20, polysorbate-40, polysorbate-
60, polysorbate-65, polysorbate-80 polysorbate-85, polox-
amer-188, sorbitan monolaurate, sorbitan monopalmitate,
sorbitan monostearate, sorbitan monooleate, sorbitan trilau-
rate, sorbitan tristearate, sorbitan trioleaste, or a combination
thereof. The peptides may be administered with a tonicity
adjusting agent, e.g., a compound that renders the formula-
tion substantially isotonic or isoosmotic with human blood.
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Exemplary tonicity adjusting agents include sucrose, sorbi-
tol. gtycine, methionine, mannitol, dextrose, inositol, sodium
chloride. arginine and arginine hydrochloride. In other
embndiments, the peptides may be administered with a sta-
bilizer, ¢.g., a molecule which, when combined with the pep-
tide substantially prevents or reduces chemical and/or physi-
cal instability of the protein of interest in lyophilized or liquid
form. Excmplary stabilizers include sucrose, sorbitol, gly-
cine, inositol, sodium chloride, methionine, arginine, and
arginine hydrochloride, paraben, and combinations of methy!
paraben and propyl paraben.

In all aspects and embodiments of the invention, suitable
acids which are capable of forming salts with the peptides
include, but arc not limited to, inorganic acids such as hydro-
chloric acid. hydrobromic acid. perchloric acid, nitric acid,
thiocyanic acid, sulfuric acid, phosphoric acid and the like;
and organic acids such as formic acid, acetic acid, propionic
acid, glycolic acid, lactic acid, pyruvic acid, oxalic acid,
malonic acid, succinic acid, maleic acid, fumaric acid, anthra-
nilicacid, cinnamic acid, naphthalene sulfonic acid, sulfanilic
acid and the like. Suitable bases capable of forming salts with
the peptides include, but are not limited to, inorganic bases
such as sodium hydroxide, ammonium hydroxide, potassium
hydroxide and the like; and organic bases such as mono-, di-
and tri-alky! and aryl amines (e.g., triethylamine, diisopropy!
amine, methyl amine, dimethyl amine and the like) and
optionally substituted cthanol-amines (c.g., ethanolamine,
diethanolamine and the like).

The peptides or salts thereof can further be derivatized to
provide enhanced half-life, for example, by linking to poly-
ethylene glycol. The peptides or salts thereof may comprise
L-amino acids, D-amino acids (which are resistant to
L-amino acid-specific proteases in vivo), a combination of D-
and L-amino acids, and various “designer™ amino acids (e.g.,
f-methyl amino acids, Ca-methy! amino acids, and N¢.-me-
thyl amino acids, etc.) to convey special properties.

The polypeptides may be the sole active agent in the phar-
maceutical composition, or the composition may - further
comprise one or more other active agents suitable treating
diabetic foot ulcers, such as antibiotics. The methods may be
used in conjunction with other foot ulcer therapies, including
but not limited to negative pressure wound therapy, total
contact casts, removahle cast walkers, half-shoes, becapler-
min, infection control, and hyperbaric oxygen therapy.

The methods may include any other embodiments as dis-
closed in the example that follows. Such embodiments may
be used in any combination inthe methods of the invention,
unless the context clearly dictates otherwise.

In a second aspect, the present invention provides pharma-
ceutical formulations, comprising: )

(2) about 0.5% to about 4% HEC on a weight (mg)/volume
(m1) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof;

wherein the peptide is present at a concentration of about
0.03% to about 1% on a weight (mg)/volume (ml) basis, oron
a weight/weight (mg) basis.

The pharmaceutical formulations are demonstrated herein
to be particularly cffective for treating diabetic foot ulcers,
such as chronic diabetic foot nlcers that are not effectively
treated using standard therapies. ' .

In one embodiment, the peptide comprises Asp-Arg-Nle-
Tyr-Tle-His-Pro (SEQ ID NO:1), or salt thereof. Int another
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1% on a weight (mg)/volume (ml) basis, or on a weight/
weight (mg) basis. In various further embodiments, the pep-
tide, or salt thereof. is present in the formulation at a concen-
tration of about 0.03% to about 0.75%; about 0.03% to about
0.5%; about 0.03% to about 0.25%; about 0.03% to about
0.1%; about 0.03% to about 0.075%; about 0.03% to about
0.05%; and about 0.03%; all on a weight (mg)/volume (m})
basis, or on a weight/weight (mg) basis.

In a further embodiment, the pharmaceutical formulation
comprises ahout 1% to about 3% HEC on a weight (mg)/
volume (ml) basis, or on a weight/weight (mg) basis. These
formulations comprising low percentage HEC (ie: 2%) matri-
ces provided a 10-fold increase in peptide release over a 24
hour period from formulations such as those comprising 10%
carboxymethylcellulosc (CMC), a result that would be unex-
pected to those of skill in the art. Furthermore, the data show
that the HEC matrices are more biocompatible than HPMC
and CMC formulations tested. In a still further embodiment,
the pharmaceutical formulation comprises about 2% HEC on
a weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In another embodiment, the formulation comprises a
hydrogel formulation.

In one embodiment, the formulation is topical gel-based
formulation selected from the group consisting of hydrogels,
creams, ointments, pastes, and lotions. The formulation is
administered so as to form a continuous film covering the
entire arca of the ulcer, including the margins, without run-
ning off. In a preferred embodiment, the topical formulation
is applied with a thickness of approximately 0.25 to 2 mm;
preferably 0.5 to 1.5 mm; preferably about 1 mm in thickness.
In another non-limiting embodiment the formulation is
applied at approximately 0.075 mL per cm? surface area.

In all aspects and embodiments of the invention, suitable
acids which are capable of forming salts with the peptides
include, but are not limited to, inorganic acids such as hydro-
chloric acid, hydrobromic acid, perchloric acid, nitric acid,
thiocyanic acid, sulfuric acid, phosphoric acid and the like;
and organic acids such as formic acid, acetic acid, propionic
acid, glycolic acid, lactic acid, pyruvic acid, oxalic acid,
malonic acid, succinic acid, maleic acid, fumaric acid, anthra-
nilic acid, cinnamic acid, naphthalene sulfonic acid, sulfanilic
acid and the like. Suitable bases capable of forming salts with
the peptides include, but are not limited to, inorganic hases
such as sodium hydroxide, ammonium hydroxide, potassiun
hydroxide and the like; and organic bases such as mono-, di-
and tri-alkyl and aryl amines (e.g., triethylamine, diisopropyl
amine, methyl amine, dimethyl amine and the like) and
optionally substituted ethanol-amines (e.g., ethanolamine,
diethanolamine and the like).

The pharmaceutical formulations may further comprise (a)
a lyoprotectant; (b) a surfactant; (¢) a bulking agent; (d) a
tonicity adjusting agent; (e) a stabilizer; (f) a preservative
and/or (g) a buffer. In some embodiments, the buffer in the
pharmaceutical formulations is a Tris buffer, a histidine
buffer, a phosphate buffer, a citrate buffer or an acetate buffer.
The pharmaceutical formulations may also include a lyopro-
tectant, e.g. sucrose, sorbitol or trehalose. In certain embodi-
ments, the pharmaceutical formulations includes a preserva-
tive e.g.  benzalkonium chloride, benzethonium,
chlorohexidine, phenol, m-cresol, benzyl alcohol, methylpa-
raben, propylparaben. chlorobutanol, o-cresol, p-cresol,
chlorocresol, phenylmercuric nitrate, thimerosal, benzoic
acid, and various mixtures thereof. In other embodiments, the
pharmaceutical formulations includes a bulking agent, like
glycine. In yet other embodiments, the pharmaceutical for-
mulations includes a surfactant e.g., polysorbate-20, polysor-
bate-40, polysorbate-60, polysorbate-65, polysorbate-80
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polysorbate-85, poloxamer-188, sorbitan monolaurate, sorbi-
tan monopalmitate, sorbitan monostearate, sorbitan
monooleate, sorbitan trilaurate, sorbitan tristearate, sorbitan
trioleaste. or a combination thereof. The pharmaceutical for-
mulations may also include a tonicity adjusting agent, e.g., a
compound that renders the formulation substantially isotonic
or isoosmotic with human blood. Exemplary tonicity adjust-
g agents include sucrose, sorbitol, glycine, methionine,
mannitol, dextrose, inositol, sodium chloride, arginine and
arginine hydrochloride. In other embodiments, the pharma-
ceutical formulations additionally includes a stabilizer, e.g., a
molecule - which, when combined with a protein of interest
substantially prevents or reduces chemical and/or physical
inslability of the protein of interest in lyophilized or liquid
form. Excmplary stabilizers include sucrose, sorbitol, gly-
cine, inositol, sodium chloride, methionine, arginine, and
arginine hydrochloride.

The peptides or salts thereof can further be derivatized to
provide enhanced half-life, for example, by linking to poly-
ethylene glycol. The peptides or salts thereof may comprise
[-amino acids, D-amino acids (which are resistant to
[L-amino acid-specific proteases in vivo), a combination of D-
and L-amino acids, and various “designer” amino acids (e.g.,
B-methyl amino acids, Ca-methy! amino acids, and Na-me-
thyl amino acids, etc.) to convey special properties.

The peptide may be the sole active agent in the pharma-
ceutical composition, or the composition may further com-
prise one or more other active agents suitable for treating
diabetic ulcers.

‘The formulations may include any other embodiments as
disclosed in the example that follows. Such embodiments
may be used in any combination in the formulations of the
invention, unless the context clearly dictates otherwise.

EXAMPLE

Randomized, Parailel-Group, Double-Blind,
Placebo-Controlled Phase 2 Clinical Trial to
Cvaluate the Safety and Effectiveness of
NorLeu?-A(1-7) in Treating Subjects with Diabetic
Ulcers

The study was designed as a randomized, parallel-group,
double-blind, placebo-controlled, multi-center trial. After
14-days of best-of-care to evaluate ulcer healing and ensure
the wounds were chronic, four-weeks of active treatment
were then followed by eight weeks of observation and assess-
ment. The study compared the effects of two concentrations
of NorLeu®-A(1-7) and placebo, measuring both clinical effi-
cacy and safcty. Sustained tissve integrity was evaluated for
all subjccts during a follow-up period lasting 12 weeks after
complete wound closure.

Subjects were randomized in a 1:1:] ratio to one of the ™

three treatment groups:

Group 1: Placebo Vehicle Control without NorLew?-A(1-7)
(also referred to as “DSCI127") (2% Hydroxyethyl Cellu-
lose (HEC) with 0.1% methy! paraben, 0.02% propy! para-
ben)

Group 2: 0.03% NorLeu?-A(1-7) in Vehicle

Group 3: 0.01% NorLeu®-A(1-7) in Vehicle
The four-week treatment period required daily application

of the treatment to the wound site. The first application each

week was at the clinic and for the remainder of the week the
patient sel[-administered (he treatment.

30

35

40

45

50

o)
<

6S

8

If wound healing occurred during the treatment or assess-
ment periods a final assessment visit was conducted and the
integrity was assessed 4 and 12 weeks later (usually weeks 16
and 24 of the study).

Inclusion Criteria

The following patients were considered eligible for partici-
pation in the study:

1) Male or female ambulatory subjects who were at least 18

years of age at screening

2)Atstart of Screening Period and upon enroliment into the
study, had at least one chronic non-healing Wagner
Grade 1 or Grade 2 (ulcers of partial or full thickness and
not involving bone, tendon or capsule (probing to tendon
or capsule), and that have no sign of infection or myeli-
tis) plantar neuropathic diabetic ulcer between 1.0-6.0
em? on the midfoot or forefoot, including the toes but
excluding the heel. Non-healing is defined as present for
aminimum of one month but not longer than ten months
with less than 30% reduction in size in response to
treatment (non-study treatment, but including off-load-
ing) during the Screening Period. If more than one ulcer
is present that meets the inclusion criteria, the larger was
studied and treated according to the protocol. Non-study
ulcers were treated according to institutional best prac-
tice, using per protacol offloading,.

3) Have an Ankle Brachial Index (ABI) greater than 0.7 for
neuroischemic or greater than 0.8 for neuropathic DFU.

4) Have a Tissue Oxygen Pressure (TcPO,) greater than 40
mm Hg or great toe systolic pressure greater than 50
mmlig to ensure healing potential.

5) Have Type I or Type 11 diabetes under metabolic control
as confirmed by a glycosylated hemoglobin (HbAlc) of
less than or equal to 12%, and a serum creatinine level of
no greater than 3 mg/dL obtained within 3 months of
study enrollment.

6) Assess the haseline level of neuropathy of the foot using
Semmes-Weinstein filaments. Patients were considered
to have site specific neuropathy sufficient for loss of
protective sensation (LOPS) if they were unable to feel a
#5.07 monofilament applied to at least 5 of the following
7 sites (28) on the study foot:
plantar to toes and metatarsals 1, 3 and 5 (3 sites)
plantar to midfoot medial and lateral (2 sites)
plantar heel (1 site)
dorsal distal first interspace (1 site)

7) Female subjects of child-bearing potential must have
negative pregnancy test at the time of initiation of study
therapy.

8) Female subjects of child-bearing potential must have
been willing to use a medically acceptable method of
birth control, such as Essure®, hormonal contraception
(oral pills, implantable device or skin patch), intrauter-
ine device, tubal ligation or double barrier, during the
treatment and assessment period of study participation.

9) Ability and willingness to understand and comply with
study procedures and to give written informed consent
prior to enrollment in the study or initiation of study
procedures.

Exclusion Criteria

If a subject met any of the following criteria, he or she was
excluded from the study:

1) Has a known hypersensitivity to any of the study medi-

cation components.

2) Exposure to any investigational agent within 30 days of
entry into study.

3) Females who are pregnant or nursing.
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4) Females unwilling to use a medically acceptable method
of birth control, such as Essure®, hormonal contracep-
tion (oral pills, implantable device or skin patch), intrau-
terine device, tubal ligation or double barrier, during the
treatment and assessment period of study participation.

5) Active malignant disease of any kind A subject, who has
had a malignant discase in the past, was treated and is
currently disease-free, may be considered for study
entry. . ’

6) Chronic renal insufficiency (serum creatinine during
screening is greater than 3.0 g/dLL obtained within 3
months of study enrollment),

7) Chronic liver dysfunction evidenced by transaminase
levels greater than twice normal.

8) Recciving hemodialysis or chronic ambulatory perito-
neal dialysis (CAPD) therapy.

9) Resting blood pressure (at the time of the initial visit of
the Screening Period) which exceeds 160 systolic and/or
90 diastolic mmIlg on 3 consecutive readings atleast 15
minutes apart.

10) Prior radiation therapy of the foot with the ulcer under
study.

11} Current use of corticosteroids (within past 8 weeks),
immunosuppressants (within past 8 weeks).

12) Known to be HIV positive.

13) Subjects whose ulcer was primarily ischemic in etiol-
ogy as diagnoscd by an ABI of <0.7 or great toe systolic
pressure <40 mmHg or TcPO2<40 mmHg in the supine
position and <40 mmHg while sitting, measured on the
forefoot with electrode set at 44 C.

14) Sickle-cell anemia, Raynaud’s or other peripheral vas-
cular disease. :

15) Current history of drug abuse.

16) Subjects receiving a biologic agent to include growth
factors and skin equivalents (Regranex™, Apligraft™,
or Dermagraft™) in the past 30 days. )

17) Subjects with uncontrolled diabetes defined as a gly-
cosylated hemoglobin (IIbAlc)>12%, or a serum crea-
tinine level of greater than 3 g/dL obtained within 3
months of study enroliment determined on two scparate
occasions at least 3 weeks apart.

18) Subject with an ulcer which is determined to be clini-
cally infected and requires topical antimicrobials or
agents known to affect wound healing or has been taking
systemic antibiotics for more than 7 days for any reason.

19) Subject with a Wagner Grade 3 or higher DFU, deep
abscess or infection of the joint or tendon, or gangrene or
osteomyeltitis. :

20) An EKG with a marked baseline prolongation of
QT/QTc interval (e.g., repeated demonstration of QTc
interval >450 milliseconds (ms))

A total of 80 subjects were enrolled in the study; 27 were
randomized to the 0.03% dose of NorLeu?-A(1-7), 25 were
randomized to placebo and 28 were randomized to the 0.01%
dose. All subjects also received best standard of care, which
included debridement, wound cleansing, application of an
occlusive dressing and standardized proper off-loading.
Results

Recent results from a Phase 2 clinical trial with NorLeu®-
A(1-7) in patients with diabetic foot ulcers showed that the
proportion of study vlcers healed by 12 weeks as defined by
100% epithelialized with no drainage, as well as all secondary
endpoints. The double-blind, placebo-controlled, multi-cen-
ter clinical trial randomized 80 subjects to receive one of two
doses of NorLeu*-A(1-7) (0.03% and 0.01%) or vehicle pla-
cebo (2% hydroxyethyl cellulose in phosphate buffer with
0.1% methyl paraben and 0.02% propy! paraben) control, in

[

0

"

20

25

30

w
A

50

58

tn

10
addition to best standard of care (which included debride-
ment). The drug was well-tolerated and there were no signifi-
cant adverse events associated with NorLeu®-A(1-7) treat-
ment.

In the Intent-to-Treat (ITT) population (all subjects receiv-
ing any study medication and from whom any post-baseline
data are available): Results show that 54% of the diabetic
wounds treated with 0.03% (high dose) of NorLeu®-A(1-7)
achieved 100% closure in 12 weeks or less, compared with
33% of patients receiving placebo control, and 30% of
patients receiving the 0.01% dose (low dose) of NorLeu?-A
(1-7). Based on odds ratio analysis, patients treated with
NorLeu?-A(1-7) 0.03% were 2.3 times more likely to have
their wounds heal completely as compared to patients treated
with placebo/standard of care.

In the Per Protocol (PP) population (all patients that did not
have a major protocol violation affecting efficacy): Results
show that 65% of the diabetic wounds treated with 0.03%
dose of NorLeu*-A(1-7) achieved 100% closure in 12 weeks
or less, compared with 38% of patients receiving placebo
control, and 28% of patients receiving the 0.01% dose of
NorLeu?-A(1-7). See FIGS. 1-3. Based on odds ratio analy-
sis, patients treated with NorLeu-A(1-7) 0.03% were 3.0
times more likely to have their wounds heal completely as
compared to patients treated with placebo/standard of care.

The high dose of NorLeu?-A(1-7) well exceeded the trial’s
primary endpoint measurement target of an improvement of
15 percentage points in complete healing of wounds within
the 12-week duration of the study for both the ITT (21%
increase) and PP (27% increase) populations compared with
placebo.

The trial was not powered for statistical significance, how-
ever there. was a statistically significant (p=0.049) 50%
improvement in the rate of healing in the PP high-dose popu-

5 lation through 12 weeks of treatment compared with the

contro} arm, as measured by depth of ulcer using covariate
analysis.

The wound healing rates for patients on NorLeu™-A(1-7)
were remarkable with the ITT analysis showing a 21%
increase and the PP analysis showing a 27% increase over the
placebo arm.
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SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 3

<210> SEQ ID NO 1

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3}..(3)

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 1
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-continued

Asp Arg Xaa Tyr Ile His Pro
1 S

<210> SEQ ID NO 2

<211> LENGTH: S

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3)..(3)

<223> OTHER INFORMATION: Xaa is Nle

<400~ SEQUENCE: 2

Agsp Arg Xaa Tyr Ile
1 5

<210> SEQ ID NO 3

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: . Synthetic
«220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3} ..(3}

<223 > OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 3

Asp Arg Xaa Tyr Ile His
1 5

We claim:

1. A pharmaceutical formulation, comprising:

(2) 0.5% to 4% HEC on a weight (mg)/volume (ml) basis,

or an a weight/weight (mg) basis; and
(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or a salt thereof;,

wherein the peptide, or salt thereof is present at a concen-
tration of about 0.03% to about 1% on a weight (mg)/
volume (ml) basis, or on a weight/weight (mg) basis.

2. The pharmaceutical formulation of claim 1, wherein the
peptide, or salt thereof comprises Asp- Arg-N]e Tyr-Ile-His-
Pro (SEQ ID NO:1) or a salt thereof.

3. The pharmaceutical formulation of claim 1, wherein the
peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-1le-His-
Pro (SEQ ID NO:1) or a salt thereof.

4. The pharmaceutical formulation of claim 1, comprising
1% to 3% HEC on a weight (mg)/volume (ml) basis, or on a
weight/weight (img) basis.

5. The pharmaceutical formulation of claim 1 comprising
2% HEC on a weight (mg)/volume (ml) basis, or on a weight/
weight (mg) basis.

6. The pharmaceutical formulation ofclalm 1, wherein the
formulation comprises a hydrogel formulation.

7. The pharmaceutical formulation of claim 1, wherein the
peptide, or salt thereof, is present at a concentration of about
0.03% to about 0.5% on a weight (mg)/volume (ml) basis, or
on a weight/weight (mg) basis.

8. The pharmaceutical formulation of claim 1, wherein the
formulation is selected from the group conclstmg ofa cream,
an ointment, a paste, and a lotion.

9. The pharmaceunca] formulation of claim 1, wherein the
formulation further comprises one or more of (a) a lyopro-
tectant; (b) a surfactant; (c) a bulking agent; (d) a tonicity
adjusting agent; () a sfabilizer; () a preservatwe and (g) a
buflfer.
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10. The pharmaceutical formulation of claim 1, further
comprising one or more other active agents suitable for treat-
ing diabetic ulcers,

11. The pharmaceutical formulation of claim 4, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or a salt thereof.

12. The pharmaceutical formulation of claim 5, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-lle-
His-Pro (SEQ ID'NO:1), or a salt thereof.

13. The pharmaceutical formulation of claim 6, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or a salt thereof.

14. The pharmaceutical formulation of claim 7, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or a salt thereof.

15. The pharmaceutical formulation of claim 8, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or a salt thereof.

16. The pharmaceutical formulation of claim 9, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-le-
His-Pro (SEQ ID NO:1), or a salt thereof.

17. The pharmaceutical formulation of claim 10, wherein
the peptide, or salt thereof consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or a salt thereof.

18. A method for treating diabetic foot ulcers, comprising
administering to a human patient suffering from a diabetic
foot uicer an amount of a pharmaceutical formulation accord-
ing to claim 1 effective to treat the diabetic foot ulcer.

19. The method of claim 18, wherein the peptide, or salt
thereof, comprises Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ 1D
NO:1).

20. The method of claim 18, wherein the peptide, or salt
thereof, consists of Asp-Arg-Nle-Tyr-lle-His-Pro (SEQ 1D
NO:1).
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21. The method of claim 18, wherein the diabetic foot ulcer
is one caused, at least in part, by neuropathy and resulting
pressure.

22. The methad of claim 18, wherein the diabetic foot ulcer
comprises one or more calluses, :

23. The method of claim 18, wherein the diabetic foot ulcer
is a chronic ulcer.

24, The method of claim 23, wherein the chronic foot ulcer
has not responded to any other treatment.

25. The method of claim 18, wherein the peptide, or salt
thereof, is administered topically.

26. The method of claim 25, wherein the peptide, or salt
thereof, is administered as a topical formulation forming a
continuous film covering the entire arca of the diabetic ulcer.

27. The method of claim 25, wherein the peptide, or salt
thereof, is administered in a hydrogel formulation.
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1
METIIODS FOR TREATING DIABETIC FOOT
ULCERS

CROSS REFERENCE

This application claims priority to U.S. Provisional Patent
Application Ser. No. 61/438,780 filed Feb. 2, 2011, incorpo-
rated by reference herein in its entirety.

BACKGROUND

Diabetes is common, disabling and deadly. In the U.S,,
diabetes has reached epidemic proportions. According to the
American Diabetes Association, about 24 million people (8%
of the total U.S. population) have diabetes, and nearly two
million new cases are diagnosed in people aged 20 years or
older each year. If current trends continue, 1 in 3 Americans
will develop diabetes at some point in their lifetime, and those
with diabetes will lose, on average, 10-15 years of life expect-
ancy. Importantly, up to 25% of people with diabetes will
develop a diabetic foot ulcer, resulting in 3 million diabetic
foot ulcers annually in the U.S. alone. More than half of all
foot ulcers will become infected, thus requiring hospitaliza-
tion, and 1 in 5 will require an amputation that carries a high
risk of mortality.

Without question, diabetes puts tremendous economic
pressure onthe U.S, healthcare system. Total costs (directand
indirect) of diabetes have reached $174 billion annually, and
people with diagnosed diabetes have medical expenditures
that are over two times higher than medical expenditures for
people without diabetes. Hospitalization costs alone are $16,
000 to $20,000 for a patient with a diabetic foot ulcer, and
direct and indirect costs of an amputation range from $20,000
to $60,000 per patient. A recent study by researchers at the
University of Chicago suggested that treatment costs for dia-
betes in the United States would reach $336 billion by the
year 2034. Advanced, cost-effective treatment modalities for
diabetes and its co-morbidities, including diabetic foot ulcers,
are in great need, yet in short supply, globally. According to
the American Diabetes Association, by the year 2025 the
prevalence of diabetes is expected to rise by 72% to 324
million people worldwide.

SUMMARY OF THE INVENTION

In a first aspect, the present invention provides methods for
treating diabetic foot ulcers, comprising administering to a
human patient suffering from a diabetic foot ulcer an amount
of a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), orsalt thereof, effective to treat the diabetic foot ulcer.
1n one embodiment, the peptide comprises Asp-Arg-Nle-Tyr-
lle-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof. In various embodi-
ments, the diabetic foot ulcer is one caused, at least in part, by
neuropathy and resulting pressure; the diabetic foot ulcer
comprises one or more calluses; and the diabetic foot ulcer is
a chronic ulcer. In a further embodiment, the chronic foot
ulcer has not responded to any other treatment.

In another embodiment, the peptide is administered topi-
cally. In a further embodiment, the peptide is administered as
a topical formulation forming a continuous film covering the
entire area of the diabetic ulcer. In a still further embodiment,
the peptide is administered in a hydrogel formulation. In
another embodiment, the peptide is administered at a concen-
tration of about 0.03% to about 1% on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis. In a further
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embodiment, the peptide is administered in a gel formulation
that about 0.5% to about 4% hydroxyethyl cellulose (HEC)
on a weight (mg)/volume (ml) basis, or on a weight/weight
(mg) basis.

All embodiments of the first aspect of the invention can be
combined unless the context dictates otherwise.

In a second aspect, the present invention provides pharma-
ceutical formulations, comprising:

(a) about 0.5% to about 4% HEC on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof;,

wherein the peptide is present at a concentration of about
0.03% to about 1% on a weight (mg)/volume (m]) basis, oron
a weight/weight (mg) basis.

In one embodiment, the peptide comprises Asp-Arg-Nle-
Tyr-Ile-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof. In a further embodi-
ment, the pharmaceutical formulation comprises about 1% to
about 3% HEC on a weight (mg)/volume (ml) basis, oron a
weight/weight (mg) basis. In a still further embodiment, the
pharmaceutical formulation comprises about 2% HEC on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In another embodiment, the formulation comprises a
hydrogel formulation. All embodiments of the second aspect
of the invention can be combined unless the context dictates
otherwise.

BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 is a graph showing the ulcers healed by visit in the
Per Protocol (PP) patient population taking NorLeu*-A(1-7).

FIG. 2 is a graph showing the percentage of fully healed
ulcers (100% wound closure) in the patient population taking
NorLeu?-A(1-7) (also referred to as “DSC127™).

FIG. 3 is a graph showing the median time to fully healed
ulcers (100% wound closure) in the patient population taking
NorLeu*-A(1-7) (also referred to as “DSC127").

DETAILED DESCRIPTION OF THE INVENTION

All references cited are herein incorporated by reference in
their entirety. Within this application, unless otherwise stated,
the techniques utilized may be found in any of several well-
known references such as: Molecular Cloning: A Laboratory
Manual (Sambrook, et al., 1989, Cold Spring Harbor Labo-
ratory Press), Gene Expression Technology (Methods in
Enzymology, Vol. 185, edited by D. Goeddel, 1991. Aca-
demic Press, San Diego, Calif.), “Guide to Protein Purifica-
tion” in Methods in Enzymology (M. P. Deutshcer, ed., (1990)
Academic Press, Inc.); PCR Protocols: A Guide to Methods
and Applications (Innis, et al. 1990. Academic Press, San
Diego, Calif.), Culture of Animal Cells: A Manual of Basic
Tecknique, 27" Ed. (R. 1. Freshney. 1987. Liss, Inc. New York,
N.Y.), Gene Transfer and Expression Protocols, pp. 109-128,
ed. E. ]. Murray, The Humana Press Inc., Clifton, N.1.), and
the Ambion 1998 Catalog (Ambion, Austin, Tex.).

As used herein, the singular forms “a”, “an” and “the”
include plural referents unless the context clearly dictates
otherwise. “And” as used herein is interchangeably used with
“or” unless expressly stated otherwise.

All embodiments of any aspect of the invention can be used
in combination, unless the context clearly dictates otherwise.

In a first aspect, the present invention provides methods for
treating diabetic foot ulcers, comprising administering to a
human patient suffering from a diabetic foot ulcer an amount
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of a peptide of at least S contiguous amino acids of Nle3
A(1-7), or salt thereof, effective to treat the diabetic foot ulcer.

As demonstrated in the examples that follow, the inventors
have demonstrated that the methods of the invention can be
used to treat diabetic foot ulcers, and provide substantial
improvement over standard therapies.

Nle3A(1-7) (or NorLeu*-A(1-7); also referred to as
“DSC127") is a peptide consisting of the amino acid
sequence Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID NO:1). In
various embodiments, the peptide administered to the human
patient may comprise or consist of Asp-Arg-Nle-Tyr-Ile
(SEQ ID NO:2), Asp-Arg-Nle-Tyr-Ile-His (SEQ ID NO:3),
or most preferably Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID
NO:1), or salts thereof. Nle3A(1-7) or salts thereof may be
chemically synthesized or recombinantly expressed, each of
which can be accomplished using standard methods in the art.

In one embodiment, the peptide, or salt thereof, is admin-
istered at a concentration of about 0.03% to about 1% on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In various further embodiments, the peptide, or salt
thereof, is administered at a concentration of about 0.03% to
about 0.75%; about 0.03% to about 0.5%; about 0.03% to
about 0.25%; about 0.03% to about 0.1%; about 0.03% to
about 0.075%; about 0.03% to about 0.05%; and about
0.03%; all on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.

The human patient may be suffering from Type I diabetes
or Type 11 diabetes, and has a foot ulcer, defined as an open
wound anywhere on the foot (heel, mid-foot, and forefoot).

As used herein, “treating” a diabetic foot ulcer includes

(2) linviting the progression in size, area, and/or depth of the
foot ulcer;

(b) reducing size, area, and/or depth of the foot ulcer;

(c) increasing rate of healing and/or reducing time to heal-
ng,

(d) healing of the foot ulcer (100% epithelialization with
no drainage); and

(e) decreased incidence of amputation or slowing in time to
amputation:

The foot ulcer may be caused by any underlying pathology,
including but not limited to neuropathy, trauma, deformity,
high plantar pressures, callus formation, edema, and periph-
eral arterial disease. In preferred embodiments, the human
diabetic foot ulcer is one caused, at least in part, by neuropa-
thy and resulting pressure (weight bearing on the extremity
due to lack of feeling in the foot). As is known to those of skill
in the art, human diabetic foot ulcers tend to be due to neur-
opathy and pressure, which differs significantly from, for
example, murine acute wounds. In a further preferred
embodiment, the diabetic foot ulcer comprises one or more
calluses.

In a further embodiment, the diabetic foot ulceris a chronic
ulcer. As used herein, a “chronic” foot ulcer is one that has
been present for at least 7 days with no reduction in size;
preferably at least 14 days; even more preferably, present at
lcast 21 or 28 days with no reduction in size. In a further
preferred embodiment that can be combined with any of these
embodiments, the chronic foot ulcer has not responded (ie: no
reduction in size, area, and/or depth of the foot ulcer; no
healing of the foot ulcer) to any other treatment,

The peptide or salt thereof may be administered by any
suitable route, preferably via topical administration. In one
embodiment, the methods of the invention can comprise
administering a topical formulation as often as deemed
appropriate, ie: once per day, twice per day, etc. The methods
may further comprise administration of the peptide, or salt
thereof for as longed as deemed desirable by an attending
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physician, for example, unti] healing of the ulcer. For admin-
istration, it is preferred that the topical formulation form a
continuous film covering the entire area of the ulcer, includ-
ing the margins. In a preferred embodiment, the topical for-
mulation is applied with a thickness of approximately 0.25 to
2 mm; preferably 0.5 to 1.5 mm; preferably about 1 mm in
thickness.

In one embodiment, the topical administration comprises
administration in a formulation selected from the group con-
sisting of hydrogels, creams, ointments, pastes, and lotions.
The formulations may be applied in any suitable manner,
which may include any wound dressings to seal in the formu-
lation deemed appropriate by the human patient or caregiver.
Exemplary such dressings, include, but are not limited to,
semipermeable films, foams, hydrocolloids, and calcium
alginate swabs.

The methods may further comprise debridement in and
around the wound in combination with administration of the
peptide and formulations thereof. Debridement of all
necrotic, callus, and fibrous tissue is typically carried for
treatment of diabetic foot ulcers. Unhealthy tissue is sharply
debrided back to bleeding tissue to allow full visualization of
the extent of the ulcer and to detect underlying abscesses or
sinuses. Any suitable debridement technique can be used, as
determined by an attending physician. The wound can then be
thoroughly flushed with sterile saline or a non-cytotoxic
cleanser following debridement.

In another embodiment, the topical formulation comprises
about 0.5% to about 4% hydroxyethyl cellulose (HEC) on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In various further embodiments, the topical formula-
tion may comprise about 1% to about 3% HEC, or about 2%
HEC, on a weight (mg)/volume (ml) basis, or on a weight/
weight (mg) basis. These formulations comprising low per-
centage HEC (ie: 2%) matrices provided a 10-fold increase in
peptide release over a 24 hour period from formulations such
as those comprising 10% carboxymethylcellulose (CMC), a
result that would be unexpected to those of skill in the art.
Furthermore, the data show that the HEC matrices are more
biocompatible than HPMC and CMC formulations tested.

The peptides, or salt thereof may be administered together
with one or more (a) a lyoprotectant; (b) a surfactant; (c) a
bulking agent; (d) a tonicity adjusting agent; () a stabilizer;
() a preservative and/or (g) a buffer. In some embodiments,
the buffer in the pharmaceutical composition is a Tris buffer,
a histidine buffer, a phosphate buffer, a citrate buffer or an
acetate buffer. The peptides may be administered with a lyo-
protectant, e.g. sucrose, sorbitol or trehalose. In certain
embodiments, the peptides may be administered with a pre-
servative e.g. benzalkonium chloride, benzethonium, chloro-
hexidine, phenol, m-cresol, benzy! alcohol, methylparaben,
propylparaben, chlorobutanol, o-cresol, p-cresol, chlorocre-
sol, phenylmercuric nitrate, thimerosal, benzoic acid, and
various mixtures thereof. In other embodiments, the peptides
may be administered with a bulking agent, like glycine. In yet
other embodiments, the peptides may be administered with a
surfactant e.g., polysorbate-20, polysorbate-40, polysorbate-
60, polysorbate-65, polysorbate-80 polysorbate-85, polox-
amer-188, sorbitan monolaurate, sorbitan monopalmitate,
sorbitan monostearate, sorbitan monooleate, sorbitan trilau-
rate, sorbitan tristearate, sorbitan trioleaste, or a combination
thereof. The peptides may be administered with a tonicity
adjusting agent, e.g., a compound that renders the formula-
tion substantially isotonic or isoosmotic with human blood.
Exemplary tonicity adjusting agents include sucrose, sorbi-
tol, glycine, methionine, mannitol, dextrose, inositol, sodium
chloride, arginine and arginine hydrochloride. In other
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embodiments, the peptides may be administered with a sta-
bilizer, e.g., a molecule which, when combined with the pep-
tide substantially prevents or reduces chemical and/or physi-
cal instability of the protein of interest in lyophilized or liquid
form. Exemplary stabilizers include sucrose, sorbitol, gly-
cine, inositol, sodium chloride, methionine, arginine, and
arginine hydrochloride, paraben, and combinations of methyl
paraben and propyl paraben.

In all aspects and embodiments of the invention, suitable
acids which are capable of forming salts with the peptides
include, but are not limited to, inorganic acids such as hydro-
chloric acid, hydrobromic acid, perchloric acid, nitric acid,
thiocyanic acid, sulfuric acid, phosphoric acid and the like;
and organic acids such as formic acid, acetic acid, propionic
acid, glycolic acid, lactic acid, pyruvic acid, oxalic acid,
malonic acid, succinic acid, maleic acid, fumaric acid, anthra-
nilic acid, cinnamic acid, naphthalene sulfonic acid, sulfanilic
acid and the like. Suitable bases capable of forming salts with
the peptides include, but are not limited to, inorganic bases
such as sodium hydroxide, ammonium hydroxide, potassium
hydroxide and the like; and organic bases such as mono-, di-
and tri-alkyl and aryl amines (e.g., triethylamine, diisopropy]
amine, methyl amine, dimethyl amine and the like) and
optionally substituted ethanol-amines (e.g., ethanolamine,
diethanolamine and the like).

The peptides or salts thereof can further be derivatized to
provide enhanced half-life, for example, by linking to poly-
ethylene glycol. The peptides or salts thereof may comprise
L-amino acids, D-amino acids (which are resistant to
L-amino acid-specific proteases in vivo), a combination of D-
and L-amino acids, and various “designer” amino acids (e.g.,
B-methyl amino acids, Co-methyl amino acids, and Na.-me-
thyl amino acids, etc.) to convey special properties.

The polypeptides may be the sole active agent in the phar-
maceutical composition, or the composition may further
comprise one or more other active agents suitable treating
diabetic foot ulcers, such as antibiotics. The methods may be
used in conjunction with other foot ulcer therapies, including
but not limited to negative pressure wound therapy, total
contact casts, removable cast walkers, half-shoes, becapler-
min, infection control, and hyperbaric oxygen therapy.

The methods may include any other embodiments as dis-
closed in the example that follows. Such embodiments may
be used in any combination in the methods of the invention,
unless the context clearly dictates otherwise.

In a second aspect, the present invention provides pharma-
ceutical formulations, comprising:

(a) about 0.5% to about 4% HEC on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof;

wherein the peptide is present at a concentration of about
0.03% to about 1% on a weight (mg)/volume (ml) basis, oron
a weight/weight (mg) basis.

The pharmaceutical formulations are demonstrated herein
to be particularly effective for treating diabetic foot ulcers,
such as chronic diabetic foot ulcers that are not effectively
treated using standard therapies. v

In one embodiment, the peptide comprises Asp-Arg-Nle-
Tyr-lle-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof.

In one embodiment, the peptide, or salt thereof, is present
in the formulation at a concentration of about 0.03% to about
1% on a weight (mg)/volume (ml) basis, or on a weight/
weight (mg) basis. In various further embodiments, the pep-
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tide, or salt thereof, is present in the formulation at a concen-
tration of about 0.03% to about 0.75%; about 0.03% to about
0.5%;

about 0.03% to about 0.25%; about 0.03% to about 0.1%;
about 0.03% to about 0.075%; about 0.03% to about 0.05%;
and about 0.03%; all on a weight (mg)/volume (m]) basis, or
on a weight/weight (mg) basis.

In a further embodiment, the pharmaceutical formulation
comprises about 1% to about 3% HEC on a weight (mg)/
volume (ml) basis, or on a weight/weight (mg) basis. These
formulations comprising low percentage HEC (ie: 2%) matri-
ces provided a 10-fold increase in peptide release over a 24
hour period from formulations such as those comprising 10%
carboxymethylcellulose (CMC), a result that would be unex-
pected to those of skill in the art. Furthermore, the data show
that the HEC matrices are more biocompatible than HPMC
and CMC formulations tested. In a still further embodiment,
the pharmaceutical formulation comprises about 2% HEC on
a weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In another embodiment, the formulation comprises a
hydrogel formulation.

In one embodiment, the formulation is topical gel-based
formulation selected from the group consisting of hydrogels,
creams, ointments, pastes, and lotions. The formulation is
administered so as to form a continuous film covering the
entire area of the ulcer, including the margins, without run-
ning off. In a preferred embodiment, the topical formulation
is applied with a thickness of approximately 0.25 to 2 mm;
preferably 0.5 to 1.5 mm; preferably about 1 mm in thickness.
In another non-limiting embodiment the formulation is
applied at approximately 0.075 mL per cm? surface area.

In all aspects and embodiments of the invention, suitable
acids which are capable of forming salts with the peptides
include, but are not limited to, inorganic acids such as hydro-
chloric acid, hydrobromic acid, perchloric acid, nitric acid,
thiocyanic acid, sulfuric acid, phosphoric acid and the like;
and organic acids such as formic acid, acetic acid, propionic
acid, glycolic acid, lactic acid, pyruvic acid, oxalic acid,
malonic acid, succinic acid, maleic acid, fumaric acid, anthra-
nilic acid, cinnamic acid, naphthalene sulfonic acid, sulfanilic
acid and the like. Suitable bases capable of forming salts with
the peptides include, but are not limited to, inorganic bases
such as sodium hydroxide, ammonium hydroxide, potassium
hydroxide and the like; and organic bases such as mono-, di-
and tri-alkyl and aryl amines (e.g., triethylamine, diisopropyl
amine, methyl amine, dimethyl amine and the like) and
optionally substituted ethanol-amines (e.g., ethanolamine,
diethanolamine and the like).

The pharmaceutical formulations may further comprise (a)
a lyoprotectant; (b) a surfactant; (c) a bulking agent; (d) a
tonicity adjusting agent; (&) a stabilizer; (f) a preservative
and/or (g) a buffer. In some embodiments, the buffer in the
pharmaceutical formulations is a Tris buffer, a histidine
buffer, a phosphate buffer, a citrate buffer or an acetate buffer.
The pharmaceutical formulations may also include a lyopro-
tectant, e.g. sucrose, sorbitol or trehalose. In certain embodi-
ments, the pharmaceutical formulations includes a preserva-
tive eg  benzalkonmium chloride, benzethonium,
chlorohexidine, phenol, m-cresol, benzyl alcohol, methylpa-
raben, propylparaben, chlorobutanol, o-cresol, p-cresol,
chlorocresol, phenylmercuric nitrate, thimerosal, benzoic
acid, and various mixtures thereof. In other embodiments, the
pharmaceutical formulations includes a bulking agent, like
glycine. In yet other embodiments, the pharmaceutical for-
mulations includes a surfactant e.g., polysorbate-20, polysor-
bate-40, polysorbate-60, polysorbate-65, polysorbate-80
polysorbate-85, poloxamer-188, sorbitan monolaurate, sorbi-
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tan monopalmitate, . sorbitan monostearate, sorbitan
monooleate, sorbitan trilaurate, sorbitan tristearate, sorbitan
trioleaste. or a combination thereof. The pharmaceutical for-
mulations may also include a tonicity adjusting agent, e.g., a
compound that renders the formulation substantially isotonic
or isoosmotic with human blood. Exemplary tonicity adjust-
ing agents include sucrose, sorbitol, glycine, methionine,
mannitol, dextrose, inositol, sodium chloride, arginine and
arginine hydrochloride. In other embodiments, the pharma-
ceutical formulations additionally includes a stabilizer,e.g., a
molecule which, when combined with a protein of interest
substantially prevents or reduces chemical and/or physical
instability of the protein of interest in lyophilized or liquid
form. Exemplary stabilizers include sucrose, sorbitol, gly-
cine, inositol, sodium chloride, methionine, arginine, and
arginine hydrochloride.

The peptides or salts thereof can further be derivatized to
provide enhanced half-life, for example, by linking to poly-
ethylene glycol. The peptides or salts thereof may comprise
L-amino acids, D-amino acids (which are resistant to
[L-amino acid-specific proteases in vivo), a combination of D-
and L-amino acids, and various “designer’” amino acids (e.g.,
f-methyl amino acids, Ca-methyl amino acids, and Na-me-
thyl amino acids, etc.) to convey special properties.

The peptide may be the sole active agent in the pharma-
ceutical composition, or the composition may further com-
prise one or more other active agents suitable for treating
diabetic ulcers. '

The formulations may include any other embodiments as
disclosed in the example that follows. Such embodiments
may be used in any combination in the formulations of the
invention, unless the context clearly dictates otherwise.

Example Randomized, Parallel-Group,
Double-Blind, Placebo-Controlled Phase 2 Clinical
Trial to Evaluate the Safety and Effectiveness of
NorLeu?-A(1-7) in Treating Subjects with Diabetic
Ulcers

The study was designed as a randomized, parallel-group,
double-blind, placebo-controlled, multi-center trial. After
14-days of best-of-care to evaluate ulcer healing and ensure
the wounds were chronic, four-weeks of active treatment
were then followed by eight weeks of observation and assess-
ment. The study compared the effects of two concentrations
of NorLeu®-A(1-7) and placebo, measuring both clinical effi-
cacy and safety. Sustained tissue integrity was evaluated for
all subjects during a follow-up period lasting 12 weeks after
complete wound closure.

Subjects were randomized in a 1:1:1 ratio to one of the
three treatment groups:

Group 1: Placebo Vehicle Contro] without NorLeu*-A(1-7)
(also referred to as “DSC127") (2% Hydroxyethyl Cellu-
lose (HEC) with 0.1% mcthyl paraben, 0.02% propyl para-
ben)

Group 2: 0.03% NorLeu’-A(1-7) in Vehicle

Group 3: 0.01% NorLeu?-A(1-7) in Vehicle
The four-week treatment period required daily application

of the treatment to the wound site. The first application each

week was at the clinic and for the remainder of the week the
patient self-administered the treatment.

If wound healing occuirred during the treatment or assess-
ment periods a final assessment visit was conducted and the
integrity was assessed 4 and 12 weeks later (usually weeks 16
and 24 of the study).
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Inclusion Criteria

The following patients were considered eligible for partici-

pation in the study:

1) Male or female ambulatory subjects who were at least 18
years of age at screening

2) Atstart of Screening Period and upon enrollment into the
study, had at least one chronic non-healing Wagner
Grade 1 or Grade 2 (ulcers of partial or full thickness and
not involving bone, tendon or capsule (probing to tendon
or capsule), and that have no sign of infection or myeli-
tis) plantar neuropathic diabetic ulcer between 1.0-6.0
cm? on the midfoot or forefoot, including the toes but
excluding the heel. Non-healing is defined as present for
a minimum of one month but not longer than ten months
with less than 30% reduction in size in response to
treatment (non-study treatment, but including off-load-
ing) during the Screening Period. If more than one ulcer
is present that meets the inclusion criteria, the larger was
studied and treated according to the protocol. Non-study
ulcers were treated according to institutional best prac-
tice, using per protocol offloading.

3) Have an Ankle Brachial Index (ABI) greater than 0.7 for
neuroischemic or greater than 0.8 for neuropathic DFU.

4) Have a Tissue Oxygen Pressure (TcPO,) greater than 40
mm Hg or great toe systolic pressure greater than 50
mmHg to ensure healing potential.

5) Have Type 1 or Type 11 diabetes under metabolic control
as confirmed by a glycosylated hemoglobin (HbAlc) of
less than or equal to 12%, and a serum creatinine level of
no greater than 3 mg/dL obtained within 3 months of
study enrollment.

6) Assess the baseline level of neuropathy of the foot using
Semmes-Weinstein filaments. Patients were considered
to have site specific neuropathy sufficient for loss of
protective sensation (LOPS) if they were unable to feel a
#5.07 monofilament applied to at least 5 of the following
7 sites (28) on the study foot:
plantar to toes and metatarsals 1, 3 and 5 (3 sites)
plantar to midfoot medial and lateral (2 sites)
plantar heel (1 site)
dorsal distal first interspace (1 site)

7) Female subjects of child-bearing potential must have
negative pregnancy test at the time of initiation of study
therapy.

8) Female subjects of child-bearing potential must have
been willing to use a medically acceptable method of
birth control, such as Essure®, hormonal contraception
(oral pills, implantable device or skin patch), intrauter-
ine device, tubal ligation or double barrier, during the
treatment and assessment period of study participation.

9) Ability and willingness to understand and comply with
study procedures and to give written informed consent
prior to enrollment in the study or initiation of study
procedures.

Exclusion Criteria

If a subject met any of the following criteria, he or she was

excluded from the study:

1) Has a known hypersensitivity to any of the study medi-
cation components.

2) Exposure to any investigational agent within 30 days of
entry into study.

3) Females who are pregnant or nursing.

4) Females unwilling to use amedically acceptable method
of birth control, such as Essure®, hormonal contracep-
tion (oral pills, implantable device or skin patch), intrau-
terine device, tubal ligation or double barrier, during the
treatment and assessment period of study participation.
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5) Active malignant disease of any kind A subject, who has
had a malignant disease in the past, was treated and is
currently disease-free, may be considered for study
entry.

6) Chronic renal insufficiency (serum creatinine during
screening is greater than 3.0 g/dL obtained within 3
months of study enrollment).

7) Chronic liver dysfunction evidenced by transaminase
levels greater than twice normal.

8) Receiving hemodialysis or chronic ambulatory perito-
neal dialysis (CAPD) therapy.

9) Resting blood pressure (at the time of the initial visit of
the Screening Period) which exceeds 160 systolic and/or
90 diastolic mmHg on 3 consecutive readings at least 15
minutes apart.

10) Prior radiation therapy of the foot with the ulcer under
study.

11) Current use of corticosteroids (within past 8 weeks),
immunosuppressants (within past 8 weeks).

12) Known to be HIV positive.

13) Subjects whose ulcer was primarily ischemic in etiol-
ogy as diagnosed by an ABI of <0.7 or great toe systolic
pressure <40 mmHg or TcPO2<40 mmHg in the supine
position and <40 mmHg while sitting, measured on the
forefoot with electrode set at 44 C.

14) Sickle-cell anemia, Raynaud’s or other peripheral vas-
cular disease.

15) Current history of drug abuse.

16) Subjects receiving a biologic agent to include growth
factors and skin equivalents (Regranex™, Apligraft™,
or Dermagraft™) in the past 30 days.

17) Subjects with uncontrolled diabetes defined as a gly-
cosylated hemoglobin (HbAlc)>12%, or a serum crea-
tinine level of greater than 3 g/dL obtained within 3
months of study enrollment determined on two separate
occasions at least 3 weeks apart.

18) Subject with an ulcer which is determined to be clini-
cally infected and requires topical antimicrobials or
agents known to affect wound healing or has been taking
systemic antibiotics for more than 7 days for any reason.

19) Subject with a Wagner Grade 3 or higher DFU, deep
abscess or infection of the joint or tendon, or gangrene or
osteomyeltitis.

20) An EKG with a marked baseline prolongation of
QT/QTc interval (e.g., repeated demonstration of QTc
interval >450 milliseconds (ms))

A total of 80 subjects were enrolled in the study; 27 were
randomized to the 0.03% dose of NorLeu®-A(1-7), 25 were
randomized to placebo and 28 were randomized to the 0.01%
dose. All subjects also received best standard of care, which
included debridement, wound cleansing, application of an
occlusive dressing and standardized proper off-loading.
Results

Recent results from a Phase 2 clinical trial with NorLeu?-
A(1-7) in patients with diabetic foot ulcers showed that the
proportion of study ulcers healed by 12 weeks as defined by
100% epithelialized with no drainage, as well as all secondary
endpoints. The double-blind, placebo-controlled, multi-cen-
ter clinical trial randomized 80 subjects to receive one of two
doses of NorLeu®-A(1-7) (0.03% and 0.01%) or vehicle pla-
cebo (2% hydroxyethyl cellulose in phosphate buffer with
0.1% methy! paraben and 0.02% propy! paraben) control, in
addition to best standard of care (which included debride-
ment). The drug was well-tolerated and there were no signifi-
cant adverse events associated with NorLeu®-A(1-7) treat-
ment.
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In the Intent-to-Treat (ITT) population (all subjects receiv-
ing any study medication and from whom any post-baseline
data are available): Results show that 54% of the diabetic
wounds treated with 0.03% (high dose) of NorLeu®-A(1-7)
achieved 100% closure in 12 weeks or less, compared with
33% of patients receiving placebo control, and 30% of
patients receiving the 0.01% dose (low dose) of NorLeu*-A
(1-7). Based on odds ratio analysis, patients treated with
NorLeu’-A(1-7) 0.03% were 2.3 times more likely to have
their wounds heal completely as compared to patients treated
with placebo/standard of care.

In the Per Protocol (PP) population (all patients that did not
have a major protocol violation affecting efficacy): Results
show that 65% of the diabetic wounds treated with 0.03%
dose of NorLeu?-A(1-7) achieved 100% closure in 12 weeks
or less, compared with 38% of patients receiving placebo
control, and 28% of patients receiving the 0.01% dose of
NorLeu?-A(1-7). See FIGS. 1-3. Based on odds ratio analy-
sis, patients treated with NorLeu®-A(1-7) 0.03% were 3.0
times more likely to have their wounds heal completely as
compared to patients treated with placebo/standard of care.

The high dose of NorLeu?-A(1-7) well exceeded the trial’s
primary endpoint measurement target of an improvement of
15 percentage points in complete healing of wounds within
the 12-week duration of the study for both the ITT (21%
increase) and PP (27% increase) populations compared with
placebo.

The trial was not powered for statistical significance, how-
ever there was a statistically significant (p=0.049) 50%
improvement in the rate of healing in the PP high-dose popu-
lation through 12 weeks of treatment compared with the
control arm, as measured by depth of ulcer using covariate
analysis.

The wound healing rates for patients on NorLeu®-A(1-7)
were remarkable with the ITT analysis showing a 21%
increase and the PP analysis showing a 27% increase over the
placebo arm.

REFERENCES

1. American Diabetes Association, Consensus development
conference on diabetic foot wound care. Diabetes Care
1999; 22:1354-1360.

2. Pecoraro R E, Reiber G E, Burgess E M, Pathways to
diabetic limb amputation: basis for prevention. Diabetes
Care 1990, 13:513-521.

3. Rodgers K E, Roda N, Felix J C, Espinoza T, Maldonado S,
diZerega G S. Histological evaluation of the effects of
angiotensin peptides on wound repair in diabetic mice.
Experimental Dermatology 2003; 12(6):784-790.

4. Rodgers K, Xiong S, Felix J, Roda N, Espinoza T, Mal-
donado S, diZerega G S. Development of angiotensin (1-7)
as an agent to accelerate dermal repair. Wound Repair
Regen 2001; 9:238-250.

5. Rodgers K E, Espinoza T, Felix J, Roda N, Maldonado S,
diZerega G S. Acceleration of healing, reduction of fibrotic
scar, and normalization of tissue architecture by an angio-
tensin analogue, Norleu®-A (1-7). Plast Reconstr Surg
2003; 111:1195-1206. '

6. Wagner, F J. A classification and treatment program for
diabetic, neuropathic, and dysvascular foot problems. 4m
Acad of Orthopaedic Surgeons. Instructional Course Lec-
ture 1979; 28:143-165.

7. Foster A V, Eaton C, McConville D O, Edmonds M E.
Application of OpSite film: a new and effective treatment
of painful diabetic neuropathy. Diabetes Med 1994; 11(8):
768-772.

)



US 8,207,233 Bl

11

8. Sheehan P, Jones P, Caselli A, Giurini ] M, Veves A. Percent
change in wound area of diabetic foot ulcers over a 4-week
period is a robust predictor of complete healing in a
12-week prospective trial. Diabetes Care 2003; 26:1879-
1882.

9. Rodgers, K E, Abiko M, Girgis W, St. Amand K M, Cam-
peau J D, diZerega G S. Acceleration of dermal tissue
repair by Angiotensin II. Wound Repair Regen 1997,
5:175-183.

10. Rodgers, K E, DeCherney A H, St. Amand K M, Dough-
erty W R, Felix J C, Girgis W, diZerega G S. Histologic
alterations in dermal repair after thermal injury: effects of
topical angiotensin I1. Burn Care and Rehabilitation 1997,
18:381-388.

11.Okuyama N, Roda N, Guerrero A, Dougherty W, Nguyen
T, diZerega G S, Rodgers K E. Effect of angiotensin II on
the viability, vascularity of random flaps in a rat model.
Annals Plastic Surgery Res 1999; 68:913-918.

12. Rodgers K E, Ellefson D D, Espinoza T, Roda N, Mal-
donado S, diZerega G S. Effect of NorLeu’-A (1-7) on scar
formation over time after full thickness incision injury in
the rat. Wound Repair Regen 2005; 13:309-317. -

13. Santos R A, Brosnihan K B, Chappell M C, Pesquero J,
Chemicky C L, Greene L ], and Ferrario C M. Converting
enzyme activity and angiotensin metabolism in the dog
brainstem. Hypertension 1988; 11(suppl 1):1-53-1-57.

14. Santos R A S, Brosnihan K B, Jacobsen D W, DiCorleto P,
and Ferrario C M. Production of Ang-(1-7) by human
vascular endothelium. Hyperternsion 1992; 19(suppl 11):11-
56-11-61.

15. Santos et al. Characterization of a new angiotensin
antagonist selective for angiotensin-(1-7): evidence that
the actions of angiotensin-(1-7) are mediated by specific
angiotensin receptors. Brain Res Bull 1994; 35:293-298.

16. Yamamoto K, Chappell M C, Brosnihan K B, Ferrario C

. M.In vivo metabolism of angiotensin I by neutral endopep-
tidase (EC 3.4.24.11) in spontaneously hypertensive rats.
Hypertension 1992; 19:692-696.

17. Chappell M C, Tallant E A, Brosnihan K B, Ferrario C M.
Processing of angiotensin peptides by NG108-15 neuro-
blastoma X gliomahybrid cell line. Peptides 1990; 22:375-
380.

18. Chappell M C, Jacobsen D W, Tallant E A. Characteriza-
tion of angiotensin Il receptor subtypes in pancreatic acinar
AR42] cells. Peptides 1995; 16:741-747.

19. Chappell M C, Tallant E A, Brosnihan K B, Ferrario C M.
Conversion of angiotensin I to angiotensin-(1-7) by thimet

w

20

25

30

40

45

12
oligopeptidase (E.C.3.4.24.15) in vascular smooth muscle
cells. J Vasc Biol Med 1995, 5:129-137.

20. Daemen MJAP, Lombardi D M, Bosman F T, Schwartz S
M. Angiotensin Il induces smooth muscle cell proliferation
in the normal and injured rat arterial wall. Circ Res 1991;
68:450-56.

21. Dzau V E, Pratt R, Gibbons G, Schunkert H, Lorell B,
Ingelfinger J. Molecular mechanism of angiotensin in the
regulation of vascular and cardiac growth. J Mol Cell Car-
diol 1989; 21 [Suppl I11]:57.

22. Naftilan A J, Pratt R E, Dzau V J. Induction of platelet-
derived growth factor A-chain and c-myc gene expression
by Angiotensin II in culture rat vascular smooth muscle
cells. J Clin Invest 1989; 83:1419-24.

23. Stouffer G A, Owens G K. Angiotensin 11 induced mito-
genesis of spontaneously hypertensive rat derived cultured
smooth muscle cells is dependent on autocrine production
of transforming growth factor-f. Circ Res 1992; 70:820-
28.

24. Koibuchi Y, Lee W S, Gibbons G H, Pratt R E. Role of
transforming growth factor §-1 in the cellular growth
response to Angiotensin II. Hypertension 1993; 21:1046-
50.

25. Kawahara'Y, Sunako M, Tsuda T, Fukazaki H, Fukomoto
Y, Takai Y. Angiotensin II induces expression of the c-fos
gene through protein kinase C activation and calcium ion
mobilization in cultured vascular smooth muscle cells.
BBRC 1988; 150:52-9.

26. Mangiarua E I, Palmer VL, Lloyd L L, McCumbee W D.
Platelet-derived growth factor mediates angiotensin II-in-
duced DNA synthesis in vascular smooth muscle cells.
Arch Physiol Biochem 1997; 105(2):151-7.

27. SuE J, Lombardi D M, Wiener ], Daemen M ], Reidy M
A, and Schwartz M A. Mitogenic effect of angiotensin Il on
the rat carotid arteries and type II or III mesenteric
microvessels but not type T mesenteric microvessels is
mediated by endogenous basic fibroblast growth factor.
Circ Res 1998; 82:321.

28. Rodgers L C. Driver V R, Armstrong D G. Assessment of
the diabetic foot. In Krasner D L, Rodeheaver G T, Sibbald
R G eds. Chronic Wound Care: A Clinical Source Book for
Healthcare Professionals. 4% ed. Malvern P A: HMP Com-
munications, 2007: 549-556.

29. Bolton L, McNees P, van Rijswijk L et al. Wound healing
outcomes using standardized care. JWOCN 2004; 31:65-
71.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 3

<210> SEQ ID NO 1

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

«222> LOCATION: (3)..(3)

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 1

Asp Arg Xaa Tyr Ile His Pro
1 s
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-continued

<210> SEQ ID NO 2

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3)..(3}

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 2

Asp Arg Xaa Tyr Ile

1 5

<210> SEQ ID NO 3

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3)..(3)

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 3

Ile His
5

Asp

Arg Xaa Tyr
1 .

We claim:

1. A method for treating diabetic foot ulcers, comprising
administering to a human patient suffering from a diabetic
foot ulcer an amount of a peptide of at least 5 contiguous
amino acids of Nle3 A(1-7) effective to treat the diabetic foot
ulcer, wherein the peptide is administered topically in a gel
formulation that comprises about 0.5% to about 4% hydroxy-
ethyl cellulose (HEC) on a weight (mg)/volume (ml) basis, or
on a weight/weight (mg) basis.

2. The method of claim 1, wherein the peptide comprises
Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID NO: 1).

3. The method of claim 1, wherein the peptide consists of
Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID NO: 1).

4. The method of claim 1, wherein the diabetic foot ulceris
one causcd, at lcast in part, by neuropathy and resulting
pressure.

5. The method of claim 1, wherein the diabetic foot ulcer
comprises one or more calluses.

6. The method of claim 1, wherein the diabetic foot ulcer is
a chronic ulcer.

7. The method of claim 6, wherein the chronic foot ulcer
has not responded to any other treatment.

8. The method of claim 1, wherein the peptide is adminis-
tered as a topical formulation forming a continuous film cov-
ering the entire area of the diabetic ulcer.

9. The method of claim 1, wherein the peptide is adminis-
tered in a hydrogel formulation.

10. The method of claim 1, wherein the peptide is admin-
istered at a concentration of about 0.03% to about 1% on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis.

11. The method of claim 2, wherein the diabetic foot ulcer
is one caused, at least in part, by neuropathy and resulting
pressure.
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12. The method of claim 2, wherein the diabetic foot ulcer
comprises one or more calluses.

13. The method of claim 2, wherein the diabetic foot ulcer
is a chronic ulcer.

14. The method of claim 13, wherein the chronic foot ulcer
has not responded to any other treatment.

15. The method of claim 2, wherein the peptide is admin-
istered as a topical formulation forming a continuous film
covering the entire area of the diabetic ulcer.

16. The method of claim 2, wherein the peptide is admin-
istered in a hydrogel formulation.

17. The method of claim 2, wherein the peptide is admin-
istered at a concentration of about 0.03% to about 1% on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis.

18. The method of claim 3, wherein the diabetic foot ulcer
is one caused, at least in part, by neuropathy and resulting
pressure.

19. The method of claim 3, wherein the diabetic foot ulcer
comprises one or more calluses.

20. The method of claim 3, wherein the diabetic foot ulcer
is a chronic ulcer.

21. The method of claim 20, wherein the chronic foot ulcer
has not responded to any other treatment.

22. The method of claim 3, wherein the peptide is admin-
istered as a topical formulation forming a continuous film
covering the entire area of the diabetic ulcer.

23. The method of claim 3, wherein the peptide is admin-
istered in a hydrogel formulation.

24. The method of claim 3, wherein the peptide is admin-
istered at a concentration of about 0.03% to about 1% on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis.
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1
METHODS FOR TREATING DIABETIC FOOT
ULCERS

CROSS REFERENCE

This application is a divisional of U.S. application Ser. No.
13/364,061 filed Feb. 1, 2012, and claims priority to U.S.
Provisional Patent Application Ser. No. 61/438,780 filed Feb.
2, 2011, incorporated by reference herein in its entirety.

BACKGROUND

Diabetes is common, disabling and deadly. In the U.S.,
diabetes has reached epidemic proportions. According to the
American Diabetes Association, about 24 million people (8%
of the total U.S. population) have diabetes, and nearly two
million new cases are diagnosed in people aged 20 years or
older each year. If current trends continue, 1 in 3 Americans
will develop diabetes at some point in their lifetime, and those
with diabetes will lose, on average, 10-15 years of life expect-
ancy. Importantly, up to 25% of people with diabetes will
develop a diabetic foot ulcer, resulting in.3 million diabetic
foot ulcers annually in the U.S. alone. More than half of all
foot ulcers will become infected, thus requiring hospitaliza-
tion, and 1 in 5 will require an amputation that carries a high
risk of mortality.

Without question, diabetes puts tremendous economic
pressure onthe U.S. healthcare system. Total costs (direct and
indirect) of diahetes have reached $174 billion annually, and
people with diagnosed diabetes have medical expenditures
that are over two times higher than medical expenditures for
people without diabetes. Hospitalization costs alone are $16,
000 to $20,000 for a patient with a diabetic foot ulcer, and
direct and indirect costs of an amputation range from $20,000
to $60,000 per patient. A recent study by researchers at the
University of Chicago suggested that treatment costs for dia-
betes in the United States would reach $336 billion by the
year 2034. Advanced, cost-effective treatment modalities for
diabetes and its co-morbidities, including diabetic foot ulcers,
arc in great necd, yet in short supply, globally. According to
the American Diabetes Association, by the year 2025 the
prevalence of diabetes is expected to rise by 72% to 324
million people worldwide.

SUMMARY OF THE INVENTION

In a first aspect, the present invention provides methods for
treating diabetic foot ulcers, comprising administering to a
human patient suffering from a diabetic foot ulcer an amount
of a peptide of at least S contiguous amino acids of Nle3
A(1-7), orsalt thereof, effective to treat the diabetic foot ulcer.
In one embodiment, the peptide comprises Asp-Arg-Nle-Tyr-
He-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof. In various embodi-
ments, the diabetic foot ulcer is one caused, at least in part, by
neuropathy and resulting pressure; the diabetic foot ulcer
comprises one or more calluses; and the diabetic foot ulcer is
a chronic ulcer. In a further embodiment, the chronic foot
ulcer has not responded to any other treatment.

In another embodiment, the peptide is administered topi-
cally. In a further embodiment, the peptide is administered as
a topical formulation forming a continuous film covering the
entire area of the diabetic ulcer. In a still further embodiment,
the peptide is administered in a hydroge! formulation. In
another embodiment, the peptide is administered at a concen-
tration of about 0.03% to about 1% on a weight (mg)/volume

10

15

20

25

30

35

40

45

50

55

60

65

2

(ml) basis, or on a weight/weight (mg) basis. In a further
embodiment, the peptide is administered in a gel formulation
that about 0.5% to about 4% hydroxyethyl cellulose (HEC)
on a-weight (mg)/volume (ml) basis, or on a weight/weight
(mg) basis.

All embodiments of the first aspect of the invention can be
combined unless the context dictates otherwise.

In a second aspect, the present invention provides pharma-
ceutical formulations, comprising:

(a) about 0.5% to about 4% HEC on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof;

wherein the peptide is present at a concentration of about
0.03% to about 1% on a weight (mg)/volume (ml) basis, or on
a weight/weight (mg) basis.

In one embodiment, the peptide comprises Asp-Arg-Nle-
Tyr-1le-His-Pro (SEQ ID NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof. In a further embodi-
ment, the pharmaceutical formulation comprises about 1% to
about 3% HEC on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis. In a still further embodiment, the
pharmaceutical formulation comprises about 2% HEC on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In another embodiment, the formulation comprises a
hydrogel formulation. All embodiments of the second aspect
of the invention can be combined unless the context dictates
otherwise.

BRIEF DESCRIPTION OF THE FIGURES

FIG. 1 is a graph showing the ulcers healed by visit in the
Per Protocol (PP) patient population taking NorLeu®-A(1-7).

FIG. 2 is a graph showing the percentage of fully healed
ulcers (100% wound closure) in the patient population taking
NorLeu®-A(1-7) (also referred to as “DSC127”).

FIG. 3 is a graph showing the median time to fully healed
ulcers (100% wound closure) in the patient population taking
NorLeu?-A(1-7) (also referred to as “DSC127™).

DETAILED DESCRIPTION OF THE INVENTION

All references cited are herein incorporated by reference in
their entirety. Within this application, unless otherwise stated,
the techniques utilized may be found in any of several well-
known references such as: Molecular Cloning: A Laboratory
Manual (Sambrook, et al., 1989, Cold Spring Harbor Labo-
ratory Press), Gere Expression Technology (Methods in
Enzymology, Vol. 185, edited by D. Goeddel, 1991. Aca-
demic Press, San Diego, Calif.), “Guide to Protein Purifica-
tion™ in Methods in Enzymology (M. P. Deutshcer, ed., (1990)
Academic Press, Inc.); PCR Protocols: A Guide to Methods
and Applications (Innis, et al. 1990. Academic Press, San
Diego, Calif.), Culture of Animal Cells: A Manual of Basic
Technique, 27° Ed. (R. 1. Freshney. 1987. Liss, Inc. New York,
N.Y.), Gene Transfer and Expression Protocols, pp. 109-128,
ed. E. ]. Murray, The Humana Press Inc., Clifton, N.J.), and
the Ambion 1998 Catalog (Ambion, Austin, Tex.).

As used herein, the singular forms “a”, “an” and “the”
include plural referents unless the context clearly dictates
otherwise. “And™ as used herein is interchangeably used with
“or” unless expressly stated otherwise.

All embodiments of any aspect of the invention can be used
in combination, unless the context clearly dictates otherwise.

In a first aspect, the present invention provides methods for
treating diabetic foot ulcers, comprising administering to a
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human patient suffering from a diabetic foot ulcer an amount
of a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), orsalt thereof, effective to treat the diabetic foot ulcer.

As demonstrated in the examples that follow, the inventors
have demonstrated that the methods of the invention can be
used to treat diabetic foot ulcers, and provide substantial
improvement over standard therapies.

Nie3A(1-7) (or NorLeu®-A(1-7); also referred to as
“DSC127") is a peptide consisting of the amino acid
sequence Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID NO:1). In
various embodiments, the peptide administered to the human
patient may comprise or consist of Asp-Arg-Nle-Tyr-Ile
(SEQ ID NO:2), Asp-Arg-Nle-Tyr-Ile-His (SEQ ID NO:3),
or most preferably Asp-Arg-Nle-Tyr-lle-His-Pro (SEQ ID
NO:1), or salts thereof. Nle3A(1-7) or salts thereof may be
chemically synthesized or recombinantly expressed, each of
which can be accomplished using standard methods in theart.

In one embodiment, the peptide, or salt thereof, is admin-
istered at a concentration of about 0.03% to about 1% on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In various further embodiments, the peptide, or salt
thereof, is administered at a concentration of about 0.03% to
about 0.75%; about 0.03% to about 0.5%; about 0.03% to
about 0.25%; about 0.03% to about 0.1%; about 0.03% to
about 0.075%; about 0.03% to about 0.05%; and about
0.03%; all on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.

The human patient may be suffering from Type I diabetes
or Type 11 diabetes, and has a foot ulcer, defined as an open
wound anywhere on the foot (heel, mid-foot, and forefoot).

As used herein, “treating” a diabetic foot ulcer includes

(a) limiting the progression in size, area, and/or depth of the
foot ulcer,;

(b) reducing size, area, and/or depth of the foot ulcer;

(c) increasing rate of healing and/or reducing time to heal-
ing;

(d) healing of the foot ulcer (100% epithelialization with
no drainage); and

(e) decreased incidence of amputation or slowing in time to
amputation.

The foot ulcer may be caused by any underlying pathology,
including but not limited to neuropathy, trauma, deformity,
high plantar pressures, callus formation, edema, and periph-
eral arterial disease. In preferred embodiments, the human
diabetic foot ulcer is one caused, at least in part, by neuropa-
thy and resulting pressure (weight bearing on the extremity
dueto lack of feeling in the foot). As is known to those of skill
in the art, human diabetic foot ulcers tend to be due to neur-
opathy and pressure, which differs significantly from, for
example, murine acute wounds. In a further preferred
embodiment, the diabetic foot ulcer comprises one or more
calluses.

In a further embodiment, the diabetic foot ulcer is a chronic
ulcer. As used herein, a “chronic™ foot ulcer is one that has
been present for at least 7 days with no reduction in size;
preferably at least 14 days; even more preferably, present at
least 21 or 28 days with no reduction in size. In a further
preferred embodiment that can be combined with any of these
embodiments, the chronic foot ulcer has not responded (ie: no
reduction in size, area, and/or depth of the foot ulcer; no
healing of the foot ulcer) to any other treatment.

The peptide or salt thereof may be administered by any
suitable route, preferably via topical administration. In one
embodiment, the methods of the invention can comprise
administering a topical formulation as often as deemed
appropriate, ie: once per day, twice per day, etc. The methods
may further comprise administration of the peptide, or salt
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thereof for as Jonged as deemed desirable by an attending
physician, for example, until healing of the ulcer. For admin-
istration, it is preferred that the topical formulation form a
continuous film covering the entire area of the ulcer, includ-
ing the margins. In a preferred embodiment, the topical for-
mulation is applied with a thickness of approximately 0.25 to
2 mm; preferably 0.5 to 1.5 mm; preferably about 1 mm in
thickness.

In one embodiment, the topical administration comprises
administration in a formulation selected from the group con-
sisting of hydrogels, creams, ointments, pastes, and lotions.
The formulations may be applied in any suitable manner,
which may include any wound dressings to seal in the formu-
lation deemed appropriate by the human patient or caregiver.
Exemplary such dressings, include, but are not limited to,
semipermeable films, foams, hydrocolloids, and calcium
alginate swabs.

The methods may further comprise debridement in and
around the wound in combination with administration of the
peptide and formulations thereof. Debridement of all
necrotic, callus, and fibrous tissue is typically carried for
treatment of diabetic foot ulcers. Unhealthy tissue is sharply
debrided back to bleeding tissue to allow full visualization of
the extent of the ulcer and to detect underlying abscesses or
sinuses. Any suitable debridement technique can be used, as
determined by an attending physician. The wound can then be
thoroughly flushed with sterile saline or a non-cytotoxic
cleanser following debridement.

In another embodiment, the topical formulation comprises
about 0.5% to about 4% hydroxyethy! cellulose (HEC) on a
weight (mg)/volume (ml) basis, or on a weight/weight (mg)
basis. In various further embodiments, the topical formula-
tion may comprise about 1% to about 3% HEC, or about 2%
HEC, on a weight (mg)/volume (mml) basis, or on a weight/
weight (mg) basis. These formulations comprising low per-
centage HEC (ie: 2%) matrices provided a 10-fold increase in
peptide release over a 24 hour period from formulations such
as those comprising 10% carboxymethylcellulose (CMC), a
result that would be unexpected to those of skill in the art.
Furthermore, the data show that the HEC matrices are more
biocompatible than HPMC and CMC formulations tested.

The peptides, or salt thereof may be administered together
with one or more (a) a lyoprotectant; (b) a surfactant; (c) a
bulking agent; (d) a tonicity adjusting agent; (e) a stabilizer;
() a preservative and/or (g) a buffer. In some embodiments,
the buffer in the pharmaceutical composition is a Tris buffer,
a histidine buffer, a phosphate buffer, a citrate buffer or an
acetate buffer. The peptides may be administered with a lyo-
protectant, e.g. sucrose, sorbito] or trehalose. In certain
embodiments, the peptides may be administered with a pre-
servative e.g. benzalkonium chloride, benzethonium, chloro-
hexidine, phenol, m-cresol, benzyl alcohol, methylparaben,
propylparaben, chlorobutanol, o-cresol, p-cresol, chlorocre-
sol, phenylmercuric nitrate, thimerosal, benzoic acid, and
various mixtures thereof, In other embodiments, the peptides
may be administered with a bulking agent, like glycine. In yet
other embodiments, the peptides may be administered with a
surfactant e.g., polysorbate-20, polysorbate-40, polysorbate-
60, polysorbate-65, polysorbate-80 polysorbate-85, polox-
amer-188, sorbitan monolaurate, sorbitan monopalmitate,
sorbitan monostearate, sorbitan monooleate, sorbitan trilau-
rate, sorbitan tristearate, sorbitan trioleaste, or a combination
thereof. The peptides may be administered with a tonicity
adjusting agent, e.g., a compound that renders the formula-
tion substantially isotonic or isoosmotic with human blood.
Exemplary tonicity adjusting agents include sucrose, sorbi-
tol, glycine, methionine, mannitol, dextrose, inositol, sodium
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chloride, arginine and arginine hydrochloride. In other
embodiments, the peptides may be administered with a sta-
hilizer, e.g., a molecule which, when combined with the pep-
tide substantially prevents or reduces chemical and/or physi-
cal instability of the protein of interest in lyophilized or liquid
form. Exemplary stabilizers include sucrose, sorbitol, gly-
cine, inositol, sodium chloride, methionine, arginine, and
arginine hydrochloride, paraben, and combinations of methy]
paraben and propyl paraben.

In all aspects and embodiments of the invention, suitable
acids which are capable of forming salts with the peptides
include, but are not limited to, inorganic acids such as hydro-
chloric acid, hydrobromic acid, perchloric acid, nitric acid,
thiocyanic acid, sulfuric acid, phosphoric acid and the like;
and organic acids such as formic acid, acetic acid, propionic
acid, glycolic acid, lactic acid, pyruvic acid, oxalic acid,
malonic acid, succinic acid, maleic acid, fumaric acid, anthra-
nilic acid, cinnamic acid, naphthalene sulfonic acid, sulfanilic
acid and the like. Suitable bases capable of forming salts with
the peptides include, but are not limited to, inorganic bases
such as sodium hydroxide, ammonium hydroxide, potassium
hydroxide and the like; and organic bases such as mono-, di-
and tri-alky! and aryl amines (e.g., triethylamine, diisopropy!
amine, methyl amine, dimethy! amine and the like) and
optionally substituted ethanol-amines (e.g., ethanolamine,
diethanolamine and the like).

The peptides or salts thereof can further be derivatized to
provide enhanced half-life, for example, by linking to poly-
ethylene glycol. The peptides or salts thereof may comprise
L-amino acids, D-amino acids (which are resistant to
L-amino acid-specific proteases in vivo), a combination of D-
and L-amino acids, and various “designer” amino acids (e.g.,
f-methyl amino acids, Ca-methy! amino acids, and Na-me-
thyl amino acids, etc.) to convey special properties.

The polypeptides may be the sole active agent in the phar-
maceutical composition, or the composition may further
comprise one or more other active agents suitable treating
diabetic foot ulcers, such as antibiotics. The methods may be
used in conjunction with other foot ulcer therapies, including
but not limited to negative pressure wound therapy, total
contact casts, removable cast walkers, half-shoes, becapler-
min, infection control, and hyperbaric oxygen therapy.

The methods may include any other embodiments as dis-
closed in the example that follows. Such embodiments may
be used in any combination in the methods-of the invention,
unless the context clearly dictates otherwise.

In a second aspect, the present invention provides pharma-
ceutical formulations, comprising;

(a) about 0.5% to about 4% HEC on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-7), or salt thereof;

wherein the peptide is present at a concentration of about
0.03%to about 1% on a weight (mg)/volume (ml) basis, or on
a weight/weight (mg) basis.

The pharmaceutical formulations are demonstrated herein
to be particularly effective for treating diabetic foot ulcers,
such as chronic diabetic foot ulcers that are not effectively
treated using standard therapies. ‘

In one embodiment, the peptide comprises Asp-Arg-Nle-
Tyr-Tle-His-Pro (SEQ 1D NO:1), or salt thereof. In another
embodiment, the peptide consists of Asp-Arg-Nle-Tyr-Ile-
His-Pro (SEQ ID NO:1), or salt thereof.

In one embodiment, the peptide, or salt thereof, is present
in the formulation at a concentration of about 0.03% to about
1% on a weight (mg)/volume (ml) basis, or on a weight/
weight (mg) basis. In various further embodiments, the pep-
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tide, or salt thereof, is present in the formulation at a concen-
tration of about 0.03% to about 0.75%; about 0.03% to about
0.5%; about 0.03% to about (.25%; about 0.03% to about
0.1%; about 0.03% to about 0.075%; about 0.03% to about
0.05%; and about 0.03%,; all on a weight (mg)/volume (ml)
basis, or on a weight/weight (mg) basis.

In a further embodiment, the pharmaceutical formulation
comprises about 1% to about 3% HEC on a weight (mg)/
volume (ml]) basis, or on a weight/weight (mg) basis. These
formulations comprising low percentage HEC (ie: 2%) matri-
ces provided a 10-fold increase in peptide release over a 24
hour period from formulations such as those comprising 10%
carboxymethylcellulose (CMC), a result that would be unex-
pected to those of skill in the art. Furthermore, the data show
that the HEC matrices are more biocompatible than HPMC
and CMC formulations tested. In a still further embodiment,
the pharmaceutical formulation comprises about 2% HEC on
a weight (mg)/volume (ml) basis, or on a weight/weight (ng)
basis. In another embodiment, the formulation comprises a
hydrogel formulation.

In one embodiment, the formulation is topical gel-based
formulation selected from the group consisting of hydrogels,
creams, ointments, pastes, and lotions. The formulation is
administered so as to form a continuous film covering the
entire area of the ulcer, including the margins, without run-
ning off. In a preferred embodiment, the topical formulation
is applied with a thickness of approximately 0.25 to 2 mm;
preferably 0.5 to 1.5 mm; preferably about 1 mm in thickness.
In another non-limiting embodiment the formulation is
applied at approximately 0.075 mL per cm?” surface area.

In all aspects and embodiments of the invention, suitable
acids which are capable of forming salts with the peptides
include, but are not limited to, inorganic acids such as hydro-
chloric acid, hydrobromic acid, perchloric acid, nitric acid,
thiocyanic acid, sulfuric acid, phosphoric acid and the like;
and organic acids such as formic acid, acetic acid, propionic
acid, glycolic acid, lactic acid, pyruvic acid, oxalic acid,
malonic acid, succinic acid, maleic acid, fumaric acid, anthra-
nilic acid, cinnamic acid, naphthalene sulfonic acid, sulfanilic
acid and the like. Suitable bases capable of forming salts with
the peptides include, but are not limited to, inorganic bases
such as sodium hydroxide, ammonium hydroxide, potassium
hydroxide and the like; and organic bases such as mono-, di-
and tri-alkyl and ary] amines (e.g., triethylamine, diisopropyl
amine, methyl amine, dimethyl amine and the like) and
optionally substituted ethanol-amines (e.g., ethanolamine,
diethanolamine and the like).

The pharmaceutical formulations may further comprise (a)
a lyoprotectant; (b) a surfactant; (c) a bulking agent; (d) a
tonicity adjusting agent; (e) a stabilizer; (f) a preservative
and/or (g) a buffer. In some embodiments, the buffer in the
pharmaceutical formulations is a Tris buffer, a histidine
buffer, a phosphate buffer, a citrate buffer or an acetate buffer.
The pharmaceutical formulations may also include a lyopro-
tectant, e.g. sucrose, sorbitol or trehalose. In certain embodi-
ments, the pharmaceutical formulations includes a preserva-
tive eg.  benzalkonium chloride, benzethonium,
chiorohexidine, phenol, m-cresol, benzyl alcohol, methylpa-
raben, propylparaben, chlorobutanol, o-cresol, p-cresol,
chlorocresol, phenylmercuric nitrate, thimerosal, benzoic
acid, and various mixtures thereof. In other embodiments, the
pharmaceutical formulations includes a bulking agent, like
glycine. In yet other embodiments, the pharmaceutical for-
mulations includes a surfactant e.g., polysorbate-20, polysor-
bate-40, polysorbate-60, polysorbate-65, polysorbate-80
polysorbate-85, poloxamer-188, sorbitan monolaurate, sorbi-
tan monopalmitate, sorbitan monostearate, sorbitan
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monooleate, sorbitan trilaurate, sorbitan tristearate, sorbitan
trioleaste, or a combination thereof. The pharmaceutical for-
mulations may also include a tonicity adjusting agent, e.g., a
compound that renders the formulation substantially isotonic
or isoosmotic with human blood. Exemplary tonicity adjust-
ing agents include sucrose, sorbitol, glycine, methionine,
mannitol, dextrose, inositol, sodium chloride, arginine and
arginine hydrochloride. In other embodiments, the pharma-
ceutical formulations additionally includes a stabilizer, e.g., a
molecule which, when combined with a protein of interest
substantially prevents or reduces chemical and/or physical
instability of the protein of interest in lyophilized or liquid
form. Exemplary stabilizers include sucrose, sorbitol, gly-
cine, -inositol, sodium chloride, methionine, arginine, and
arginine hydrochloride.

The peptides or salts thereof can further be derivatized to
provide enhanced half-life, for example, by linking to poly-
ethylene glycol. The peptides or salts thereof may comprise
L-amino acids, D-amino acids (which are resistant to
L-amino acid-specific proteases in vivo), a combination of D-
and L-amino acids, and various “designer” amino acids (e.g.,
f-methyl amino acids, Ca-methyl amino acids, and Na-me-
thyl amino acids, etc.) to convey special properties.

The peptide may be the sole active agent in the pharma-
ceutical composition, or the composition may further com-
prise one or more other active agents suitable for treating
diabetic ulcers.

The formulations may include any other embodiments as
disclosed in the example that follows. Such embodiments
may be used in any combination in the formulations of the
invention, unless the context clearly dictates otherwise.

Example

Randomized, Paralle]-Group, Double-Blind,
Placeba-Controlled Phase 2 Clinical Trial to
Evaluate the Safety and Effectiveness of
NorLeu?-A(1-7) in Treating Subjects with Diabetic
Ulcers

The study was designed as a randomized, parallel-group,
double-blind, placebo-controlled, multi-center trial. After
14-days of best-of-care to evaluate ulcer healing and ensure
the wounds were chronic, four-weeks of active treatment
were then followed by eight weeks of observation and assess-
ment. The study compared the effects of two concentrations
of NorLeu®-A(1-7) and placebo, measuring both clinical effi-
cacy and safety. Sustained tissue integrity was evaluated for
all subjects during a follow-up period lasting 12 weeks after
camplete wound closure.

Subjects were randomized in a 1:1:1 ratio to one of the
three treatment groups:

Group 1: Placebo Vehicle Contro} without NorLeu?-A(1-7)
(also referred to as “DSC127") (2% Hydroxyethyl Cellu-
losc (HEC) with 0.1% mcthy] paraben, 0.02% propyl para-
ben)

Group 2: 0.03% NorLeu®-A(1-7) in Vehicle

Group 3: 0.01% NorLeu?-A(1-7) in Vehicle
The four-week treatment period required daily application

of the treatment to the wound site. The first application each

week was at the clinic and for the remainder of the week the
patient self-administered the treatment.

If wound healing occurred during the treatment or assess-
ment periods a final assessment visit was conducted and the
integrity was assessed 4 and 12 weeks later (usually weeks 16
and 24 of the study).
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Inclusion Criteria

The following patients were considered eligible for partici-

pation in the study:

1) Male or female ambulatory subjects who were at least 18
years of age at screening

2) Atstart of Screening Period and upon enrollment into the
study, had at least one chronic non-healing Wagner
Grade 1 or Grade 2 (ulcers of partial or full thickness and
not involving bone, tendon or capsule (probing to tendon
or capsule), and that have no sign of infection or myeli-
tis) plantar neuropathic diabetic ulcer between 1.0-6.0
cm? on the midfoot or forefoot, including the toes but
excluding the heel. Non-healing is defined as present for
a minimum of one month but not longer than ten months
with less than 30% reduction in size in response to
treatment (non-study treatment, but including off-load-
ing) during the Screening Period. If more than one ulcer
is present that meets the inclusion criteria, the larger was
studied and treated according to the protocol. Non-study
ulcers were treated according to institutional best prac-
tice, using per protocol offloading.

3)Have an Ankle Brachial Index (ABI) greater than 0.7 for
neuroischemic or greater than 0.8 for neuropathic DFU.

4) Have a Tissue Oxygen Pressure (1cPQO,) greater than 40
mm Hg or great toe systolic pressure greater than 50
mmHg to ensure healing potential.

5) Have Type I or Type 11 diabetes under metabolic control
as confirmed by a glycosylated hemoglobin (HbAlc) of
less than or equal to 12%, and a serum creatinine level of
no greater than 3 mg/dL obtained within 3 months of
study enrollment.

6) Assess the baseline level of neuropathy of the foot using
Semmes-Weinstein filaments. Patients were considered
to have site specific neuropathy sufficient for loss of
protective sensation (LOPS) if they were unable to feel a
#5.07 monofilament applied to at least 5 of the following
7 sites (28) on the study foot:
plantar to toes and metatarsals 1, 3 and 5 (3 sites)
plantar to midfoot medial and lateral (2 sites)
plantar heel (1 site)
dorsal distal first interspace (1 site)

7) Female subjects of child-bearing potential must have
negative pregnancy test at the time of initiation of study
therapy.

8) Female subjects of child-bearing potential must have
been willing to use a medically acceptable method of
birth control, such as Essure®, hormonal contraception
(oral pills, implantable device or skin patch), intrauter-
ine device, tubal ligation or double barrier, during the
treatment and assessment period of study participation.

9) Ability and willingness to understand and comply with
study procedures and to give written informed consent
prior to enrollment in the study or initiation of study
procedures.

Exclusion Criteria

If a subject met any of the following criteria, he or she was

excluded from the study:

1) Has a known hypersensitivity to any of the study medi-
cation components.

2) Exposure to any investigational agent within 30 days of
entry into study.

3) Females who are pregnant or nursing.

4) Females unwilling to use a medically acceptable method
of birth control, such as Essure®, hormonal contracep-
tion (oral pills, implantable device or skin patch), intrau-
terine device, tubal ligation or double barrier, during the
treatment and assessment period of study participation.

v
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5) Active malignant disease of any kind A subject, who has
had a malignant disease in the past, was treated and is
currently disease-free, may be considered for study
entry.

6) Chronic renal insufficiency (serum creatinine during
screening is greater than 3.0 g/dL obtained within 3
months of study enrollment).

7) Chronic liver dysfunction evidenced by transaminasc
levels greater than twice normal.

8) Receiving hemodialysis or chronic ambulatory perito-
neal dialysis (CAPD) therapy.

9) Resting blood pressure (at the time of the initial visit of
the Screening Period) which exceeds 160 systolic and/or
90 diastolic mmHg on 3 consecutive readings at least 15
minutes apart. _

10) Prior radiation therapy of the foot with the ulcer under
study.

11) Current use of corticosteroids (within past 8 weeks),
immunosuppressants (within past 8 weeks).

12) Known to be HIV positive.

13) Subjects whose ulcer was primarily ischemic in etiol-
ogy as diagnosed by an ABI of <0.7 or great toe systolic
pressure<40 mmHg or TcPO2<40 mmHg in the supine
position and <40 mmHg while sitting, measured on the
forefoot with electrode set at 44 C.

14) Sickle-cell anemia, Raynaud’s or other peripheral vas-
cular disease.

15) Current history of drug abuse.

16) Subjects receiving a biologic agent to include growth
factors and skin equivalents (Regranex™, Apligrafi™,
or Dermagraft™) in the past 30 days.

17) Subjects with uncontrolled diabetes defined as a gly-
cosylated hemoglobin (HbAlc)>12%, or a serum crea-
tinine level of greater than 3 g/dL obtained within 3
months of study enroliment determined on two separate
occasions at least 3 weeks apart.

18) Subject with an ulcer which is determined to be clini-
cally infected and requires topical antimicrobials or
agents known to affect wound healing or has been taking
systemic antibiotics for more than 7 days for any reason.

19) Subject with a Wagner Grade 3 or higher DFU, deep
abscess or infection of the joint or tendon, or gangrene or
osteomyeltitis.

20) An EKG with a marked baseline prolongation of
QT/QTec interval (e.g., repeated demonstration of QTc
interval>450 milliseconds (ms))

A total of 80 subjects were enrolled in the study; 27 were
randomized to the 0.03% dose of NorLeu*-A(1-7), 25 were
randomized to placebo and 28 were randomized to the 0.01%
dose. All subjects also received best standard of care, which
included debridement, wound cleansing, application of an
occlusive dressing and standardized proper off-loading.
Results

Recent results from a Phase 2 clinical trial with NorLeu*-
A(1-7) in patients with diabetic foot ulcers showed that the
proportion of study ulcers healed by 12 weeks as defined by
100% epithelialized with no drainage, as well as all secondary
endpoints. The double-blind, placebo-controlled, multi-cen-
ter clinical trial randomized 80 subjects to receive one of two
doses of NorLeu?-A(1-7) (0.03% and 0.01%) or vehicle pla-
cebo (2% hydroxyethyl cellulose in phosphate buffer with
0.1% methyl paraben and 0.02% propyl paraben) control, in
addition to best standard of care (which included debride-
ment). The drug was well-tolerated and there were no signifi-
cant adverse events associated with NorLeu?-A(1-7) treat-
ment.
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In the Intent-to-Treat (ITT) population (all subjects receiv-
ing any study medication and from whom any post-baseline
data are available): Results show that 54% of the diabetic
wounds treated with 0.03% (high dose) of NorLeu®-A(1-7)
achieved 100% closure in 12 weeks or less, compared with
33% of patients receiving placebo control, and 30% of
patients receiving the 0.01% dose (low dose) of NorLeu?-A
(1-7). Based on odds ratio analysis, patients treated with
NorLeu?-A(1-7) 0.03% were 2.3 times more likely to have
their wounds heal completely as compared to patients treated
with placebo/standard of care.

In the Per Protocol (PP) population (all patients that did not
have a major protocol violation affecting efficacy): Results
show that 65% of the diabetic wounds treated with 0.03%
dose of NorLeu>-A(1-7) achieved 100% closure in 12 weeks
or less, compared with 38% of patients receiving placebo
control, and 28% of patients receiving the 0.01% dose of
NorLeu-A(1-7). See FIGS. 1-3. Based on odds ratio analy-
sis, patients treated with NorLeu?-A(1-7) 0.03% were 3.0
times more likely to have their wounds heal completely as
compared to patients treated with placebo/standard of care.

The high dose of NorLeu?-A(1-7) well exceeded the trial’s
primary endpoint measurement target of an improvement of
15 percentage points in complete healing of wounds within
the 12-week duration of the study for both the ITT (21%
increase) and PP (27% increase) populations compared with
placebo.

The trial was not powered for statistical significance, how-
ever there was a statistically significant (p=0.049) 50%
improvement in the rate of healing in the PP high-dose popu-
lation through 12 weeks of treatment compared with the
control arm, as measured by depth of ulcer using covariate
analysis.

The wound healing rates for patients on NorLeu®-A(1-7)
were remarkable with the ITT analysis showing a 21%
increase and the PP analysis showing a 27% increase over the
placebo arm.
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SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 3

<210> SEQ ID NO 1

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3})..(3}

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 1

Asp Arg Xaa Tyr Ile His Pro
1 5
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-continued

«210> SEQ ID NO 2

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
<220> FEATURE:

<223> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3}..(3)

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 2

Asp Arg Xaa Tyr Ile
1 5

<210> SEQ ID NO 3

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (3})..(3)

<223> OTHER INFORMATION: Xaa is Nle

<400> SEQUENCE: 3

Asp Arg Xaa Tyr Ile His
1 5

We claim:
1. A pharmaceutical formulation, comprising:
(a) about 0.5% to about 4% HEC on a weight (mg)/volume
(ml) basis, or on a weight/weight (mg) basis; and

(b) a peptide of at least 5 contiguous amino acids of Nle3
A(1-Ty,

wherein the peptide is present at a concentration of about
0.03% to about 1% on a weight (mg)/volume (inl) basis,
or on a weight/weight (mg) basis.

2. The pharmaceutical formulation of claim 1, wherein the
peptide comprises Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID
NO:1).

3. The pharmaceutical formulation of claim 1, wherein the
peptide consists of Asp-Arg-Nle-Tyr-Ile-His-Pro (SEQ ID
NO:1).

4. The pharmaceutical formulation of claim 1, comprising
about 1% to about 3% HEC on a weight (mg)/volume (ml)
basis, or on a weight/weight (mg) basis.

5. The pharmaceutical formulation of claim 1, comprising
about 2% HEC on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.
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6. The pharmaceutical formulation of claim 1, wherein the
formulation comprises a hydrogel formulation.

7. The pharmaceutical formulation of claim 2, comprising
about 1% to about 3% HEC on a weight (mg)/volume (ml)
basis, or on a weight/weight (mg) basis.

8. The pharmaceutical formulation of claim 2, comprising
about 2% HEC on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.

9. The pharmaceutical formulation of claim 2, wherein the
formulation comprises a hydrogel formulation.

10. The pharmaceutical formulation of claim 3, comprising
about 1% to about 3% HEC on a weight (mg)/volume (ml)
basis, or on a weight/weight (mg) basis.

11. The pharmaceutical formulation of claim 3, comprising
about 2% HEC on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.

12. The pharmaceutical formulation of claim 3, wherein
the formulation comprises a hydrogel formulation.

* * * * *
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NEW CLAIMS
1. A peptide of at least 5 contiguous amino acids of Nle3 A(1-7), or salt therof, for the

use of treating diabetic foot ulcers in a human patient, wherein the peptide of at least 5
contiguous amino acids of Nle3 A(1-7), or salt therof, is administered in an amount effective
to treat the diabetic foot uicer,and wherein the peptide is administered topically in a gel
formulation that comprises 0.5% to 4% hydroxyethyl cellulose (HEC) on a weight

(mg)/volume (ml) basis, or on a weight/weight (mg) basis.

2. The peptide for use according to claim 1, wherein the peptide comprises Asp-Arg-Nle-
Tyr-lle-His-Pro (SEQ ID NO:1), or salt therof,.

3. The peptide for use according to claim 1, wherein the peptide consists of Asp-Arg-
Nle-Tyr-lle-His-Pro (SEQ ID NO:1), or salt therof,.

4, The peptide for use according to any one of claims 1-3, wherein the diabetic foot ulcer

is one caused, at least in part, by neuropathy and resulting pressure.

5. The peptide for use according to any one of claims 1-4, wherein the diabetic foot

ulcer comprises one or more calluses.

6. The peptide for use according to any one of claims 1-5, wherein the diabetic foot ulcer
is a chronic ulcer, and wherein the chronic foot ulcer preferably has not responded to any

other treatment.
7. The peptide for use according to any of claims 1-6, wherein the peptide is
administered as a topical formulation forming a continuous film covering the entire area of

the diabetic ulcer.

8. The peptide for use according to claim 7, wherein the peptide is administered in a

hydrogel formulation.
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9. The peptide for use according to any one of claims 1-8, wherein the peptide is
administered at a concentration of 0.03 % to 1% on a weight (mg)/volume (ml) basis, or on a
weight/weight (mg) basis.

10. A pharmaceutical formulation, comprising:
(a) 0.5% to 4% HEC on a weight (mg)/volume (ml) basis, or on a weight/weight
(mg) basis; and
(b) a peptide of at least 5 contiguous amino acids of Nle3 A(1-7), or sait therof,;
wherein the peptide, or salt therof, is present at a concentration of 0.03% to 1% on a

weight (mg)/volume (ml) basis, or on a weight/weight (mg) basis.

11. The pharmaceutical formulation of claim 10, wherein the peptide comprises Asp-Arg-
Nle-Tyr-lle-His-Pro (SEQ ID NO:1), or salt therof,.

12. The pharmaceutical formulation of claim 10, wherein the peptide consists of Asp-Arg-
Nle-Tyr-lle-His-Pro (SEQ ID NO:1), or salt therof,.

13. The pharmaceutical formulation of any one of claims 10-12, comprising 1% to 3%
HEC on a weight (mg)/volume (ml) basis, or on a weight/weight (mg) basis.

14, The pharmaceutical formulation of any one of claims 10-12, comprising 2% HEC on a

weight (mg)/volume (ml) basis, or on a weight/weight (mg) basis.

15.  The pharmaceutical formulation of any one of claims 10-14, wherein the formulation
comprises a hydrogel formulation.
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