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1. Documentos estudiados
Descripcion: Radicacion 11-130828-00000 | 04/Octubre/2011
Reivindicaciones: Radicacion 11-130828-00000 | 04/Octubre/2011
Oposiciones: Radicacion 11-130828-00004 | Synthesis S.A.S 16/Julio/2012
Respuesta  de la | Radicacion 11-130828-00007 | 14/Enero/2013
solicitante:
Prioridades: US 61164653 30/Marzo/2009
JP 2009082521 30/Marzo/2009

2. Analisis de la Prioridad

Se acepta la reivindicacion de prioridad porque ésta solicitud fue presentada dentro
del plazo establecido (Art. 9 D 486) y su contenido técnico corresponde con el de la
prioridad reivindicada.

3. Objeto de la invencion

De acuerdo con lo establecido en el numeral 1.2.2.2 del Titulo X de la Circular Unica
para efectos del examen de patentabilidad, se tendr4 en cuenta la tasa pagada por
el solicitante al momento de comenzar el examen para las reivindicaciones
adicionales, por tanto, se estudiaran las reivindicaciones 1 a 39 .
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Titulo de la solicitud: “Composicion de liposoma”.

El problema planteado en esta solicitud consiste en la necesidad de desarrollar una
composicidon de liposoma con una alta concentracion de agente activo y un método
de carga del farmaco con alta eficiencia de atrapamiento.

Para resolver este problema técnico la solicitud en estudio proporciona una
composicién liposomal de eribulina o una sal farmacol6gicamente aceptable con una
alta tasa de atrapamiento y estabilidad de retencion.

El objeto de la presente solicitud se relaciona con la Clasificacion Internacional de
Patentes (CIP): A61K 9/127 // 38/06

4. De la solicitud de patente

Titulo

El titulo no corresponde con el objeto de la solicitud porque no hace referencia al
principio activo eribulina, el cual es un elemento caracteristico de la formulacion, por
lo cual se sugiere a la solicitante hacer la correccion necesaria.

Reivindicaciones (Art 30 D 486, Art 22 PCT)

La reivindicacion 1 no es clara porque no define todos los elementos de la
composicién, sus caracteristicas especificas ni la proporcion de los mismos.

La reivindicacién 4 no es clara porque define la concentracion de la sal de amonio en
la fase interna del liposoma igual o mayor a 10mM, sin embargo, a partir de los
resultados de la tabla 5 se desprende que concentraciones superiores a 2mM
generan una disminucion significativa en la eficiencia de atrapamiento del agente
activo, por lo cual se sugiere a la solicitante hacer la correccion necesaria.

Las reivindicaciones 5 a 9 no son claras porgue las definiciones de sal, base, acido
y/lo aminoacido son géneros funcionales, se sugiere restringir la solicitud a una
razonable generalizacion de los compuestos que se han evaluado y que se
encuentran debidamente sustentados.

La reivindicacion 12 no es clara porque siendo dependiente amplia las
caracteristicas de las reivindicaciones de las cuales depende, por lo cual se sugiere
a la solicitante hacer la correccion necesaria.

Las reivindicaciones 13 a 18 no son claras porque definen las caracteristicas de la
fase externa del liposoma, la cual no corresponde a un elemento del liposoma ni de
la composicién de la reivindicacién 1, ya que dicha fase externa se emplea en el
método de obtencion del liposoma pero no se encuentra en la composicion final, mas
aun cuando la composicion es sélida como lo indica la reivindicacion 2, por lo cual se
sugiere a la solicitante definir la composicién por las caracteristicas especificas de
los elementos de la formulacion y la proporcidén de los mismos.
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La reivindicacion 18 no es clara toda vez que no se evidencia la necesidad de definir
un disclaimer (exclusion), el cual es evidente a partir de la lectura de la descripcion
de la invencion y de los ejemplos comparativos de la misma, en los cuales no se
empled ciclodextrina en la obtencion de la formulacion tipo liposoma.

La reivindicacién 26 no es clara en su redaccion ya que menciona una tercera etapa
en la que el compuesto activo se introduce en la fase interna del liposoma del liquido
de dispersion de liposoma, lo cual no corresponde con la descripcién de la invencion.

La reivindicacién dependiente 30 no es clara en su redaccion ya que define una
etapa por el pH de la fase externa que se habia establecido en las reivindicaciones
28y 29.

El capitulo reivindicatorio no es conciso porque contiene un excesivo niumero de
reivindicaciones independientes, lo cual hace dificil definir cual es el objeto que se
busca proteger.

5. Andlisis de las Oposiciones

Argumentaciones de Synthesis S.A.S

La sociedad opositora sefiala que el documento MX2009007089 equivalente a la
publicacion internacional WO2008080367 ensefia liposomas que permiten reducir la
distribucion de un ingrediente activo en tejidos normales, pero incrementan la
acumulacion de farmaco en tejidos tumorales, mejorando de este modo el indice
terapéutico del farmaco. Los liposomas divulgados en el documento citado por la
sociedad opositora se encuentran recubiertos por un lipopéptido compuesto
basicamente por tres estructuras: un fragmento lipidico, un oligopéptido activo y un
oligopéptido espaciador entre los otros dos fragmentos. Los fosfolipidos presentes
son de preferencia fosfatidilcolina y fosfatidilglicerol. Por lo anterior, la sociedad
opositora concluye que la materia reclamada carece de nivel inventivo porque no
presenta un efecto ventajoso frente a lo divulgado en la publicacién que se cita.

Respuesta de la Solicitante

La sociedad solicitante indica que la invencién se refiere a una composicion de
liposoma con una alta relacion de atrapamiento y estabilidad de retencion del
compuesto activo eribulina o sus sales farmacoldégicamente aceptables y sefiala que
la publicacion citada por la opositora de ninguna manera afecta el nivel inventivo de
lo reclamado porque a partir de sus ensefianzas se concluye que el disefio de un
liposoma no se puede considerar trivial y requiere de ciertas consideraciones a nivel
estructural como es el hecho de que 1) el farmaco se pueda encapsular y presente
una carga suficiente, 2) el farmaco no se libere durante el periodo de
almacenamiento, 3) no exista fuga de farmaco notable durante la circulacién en
sangre del liposoma y 4) el farmaco se libere efectivamente, se acumule y ejerza sus
efectos terapéuticos en la region tumoral. Asi, al considerar los ejemplos concretos
de la publicacion que corresponden a mitoxantrona y adriamicina la sociedad
opositora concluye no todos los farmacos son aptos para ser incluidos dentro de
estructuras liposomales y que por tanto para llevar a cabo la adaptacion de un
farmaco en particular se deben tener en cuenta sus propiedades estructurales.

Por otra parte, la sociedad solicitante concluye que de ninguna manera se puede
afirmar que D1 sugiera una composicion liposomal de eribulina ya que al comparar
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las estructuras de los compuestos que han sido formulados en el documento D1 se
evidencian claras diferencias en su estructura quimica y funcional, ya que mientras
mitoxantrona es un derivado de antracen-diona, y adriamicina es un derivado de
tetracen-diona, el principio activo formulado en el liposoma reclamado por la solicitud
es de tipo macrociclico. Asimismo, la solicitante sefiala que la composicion
reclamada es el resultado del estudio cuidadoso de las propiedades fisicoquimicas
del principio activo eribulina que ademas presenta una relaciéon de atrapamiento
mayor al 90% y unos resultados especificos en cuanto a su farmacocinética, por
cuanto el area bajo la curva del principio activo cuando se administra a partir de un
liposoma es mayor frente a la alcanzada por el mesilato de eribulina administrado de
forma libre, esto debido a la mayor migracion y retencion del farmaco al tejido
tumoral cuando se encuentra desde un sistema liposomal.

Respuesta del Examinador Técnico

Realizado el andlisis del documento MX2009007089 equivalente a la publicacion
internacional W0O2008080367 se encuentra que las ensefianzas divulgadas por
dicha anterioridad no afectan el nivel inventivo de la presente solicitud, toda vez que
el documento no ensefia el compuesto eribulina formulado en un liposoma junto con
una sal de amonio y un acido como es el caso de la presente solicitud, por tanto el
documento WO2008080367 no se tendra en cuenta dentro del andlisis de
patentabilidad.

6. Determinacion del Estado de la Técnica
El estado de la técnica se determind con base en la fecha de presentacion

internacional: marzo 30 de 2009, y se encontraron los siguientes documentos que
anticipan el objeto de esta solicitud.

item Documento Titulo Fecha de
Publicacién
D1 US2007116753 “Liposomes useful for drug delivery” 24/Mayo/2007
D2 US2007112176 “Lipid membrane structure containing 17/Mayo/2007
anti-mt-mmp monoclonal antibody”

D3 | Peleg-Shulman, T., et al. “Characterization of sterically stabilized

Biochimica et Biophysica cisplatin liposomes by nuclear magnetic 2001

Act 1510 (2001) 278-291 resonance”

El documento D1' divulga una composicién liposomal que contiene en la fase interna
un compuesto de amonio sustituido y/o un poli anion (Pag. 4, Parr. [0065]), donde
dicho compuesto de amonio primario, secundario o terciario (Pag. 5, Parr. [0070] a
Pag. 6, [0073]) y dicho poli anion puede ser un anion divalente, trivalente,
polivalente, un anién polimérico polivalente, un poliol polianionizado o un azucar
polianionizado seleccionados preferiblemente de: sulfato, fosfato, borato, pirofosfato,
tartrato, succinato, maleato, citrato, etilenglicol, glicerol, treitol, eritritol, pentaeritritol,
manitol, glucitol sorbitol, sorbitan, xilitol, lactitol, maltitol, fructitol, inositol y
monosacaridos de tipo pentosa y hexosa (Pag. 6, Parr. [0076] a Pag. 7, [0077]).
Asimismo, el documento sefiala que para aumentar la velocidad de liberacion del
farmaco atrapado en la fase interna se pueden utilizar una mezcla del aztcar o poliol

1 http://worldwide.espacenet.com/publicationDetails/description?
CC=US&NR=2007116753A1&KC
=A1&FT=D&ND=3&date=20070524&DB=worldwide.espacenet.com&locale=en_EP
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con uno 0 mas aniones mono o polivalentes como cloruro, sulfato y fosfato (Pag. 8,
Parr. [0080]). Dicho farmaco corresponde a un farmaco con actividad antitumoral o
antineoplasico seleccionado analogos de hormonas, inhibidores de microtubulos,
agentes alquilantes, antimetabolitos, antibiéticos, inhibidores de topoisomerasas,
entre otros (Pag. 8, Parr. [0085] a Pag. 9, [0087]). Los liposomas se encuentran
formados preferiblemente por lipidos como lecitina, colesterol y un polimero
anfipatico (Pag. 11, Parr. [0099]) y presentan un contenido de la sal de amonio y/o
poli anién de entre 10mM y 1M (Pag.11, Parr. [0104]). Especificamente, los ejemplos
1y 2 del documento divulgan una formulacion liposomal y el método de obtencién de
la misma. Dichos liposomas presenta una bicapa lipidica formada por:
diestearoilfosfatidil colina, colesterol y N-(metoxi-poli(etilenglicol)-oxicarbonil)-
diestearoilfosfatidiletanolamina, los cuales se disuelven en cloroformo en una
relacion molar de 3:2:0.015 y el cloroformo se remueve por rotaevaporacion.
Posteriormente, la capa lipidica se hidrata con una solucion acuosa de sulfato de
dialquil o trialquilamonio (dimetil-, dimetiletanol-, dietil, trimetil, trietil-sulfato de
amonio) 0.2M con una osmolaridad entre 472 y 559 mmol/Kg y un pH entre 5.33 y
5.85 (Pag. 15 tabla 1) a 60°C por 30 min. La suspension es extruida a presion a
través de membranas de 0.1um y la sal de amonio no atrapada es removida por
filtracion en gel (Sephadex G75) y los liposomas son eluidos con solucién salina-
HEPES pH 7.2-7.4. Finalmente, doxorrubicina liofilizada (5 partes de lactosa por 1
parte de farmaco) se adiciona a los liposomas a una concentraciéon de 150ug de
farmaco/pmol de fosfolipidos del liposoma y la mezcla se incuba a 55°C por 30 min'y
se enfria en hielo por 10 min. El farmaco no atrapado en la fase interna del liposoma
es removido por filtraciébn en gel (Sephadex G75) y los liposomas son eluidos con
solucion salina-HEPES pH 7.4 (Pag.11, Parr. [0123-0124]).

Asimismo, en el ejemplo 7 se divulga el uso de las sales citrato, sulfato, pirofosfato,
trifosfato, polifosfato y sulfato de trimetilamonio en solucién acuosa con un pH entre
5.1y 5.5 (Pag.17, Parr. [0141], tabla 4). La capa lipidica se hidrata con una solucion
de dichas sales de trimetilamonio a 60°C por 15-20 min. La suspension es extruida a
presion a través de membranas de 0.1um y la sal de amonio no atrapada es
removida por filtracion en gel (Sephadex G75) y los liposomas son eluidos con
amortiguador MES-Dextrosa (50g/L dextrosa, Mes 0.975 g/L y NaOH hasta pH 6.4).
Finalmente, una solucion de irinotecan en HCI 0.001N se mezcla con los liposomas
en amortiguador MES-Dextrosa a una concentracion de 150ug de farmaco/umol de
fosfolipidos del liposoma y la mezcla se incuba a 55°C por 30 min y se enfria en
hielo por 10 min. El farmaco no atrapado en la fase interna del liposoma es removido
por filtracion en gel (Sephadex G75) y los liposomas son eluidos con amortiguador
MES-Dextrosa (Pag. 16, Parr. [0130] a Pag. 17, [0145]).

El documento D2? divulga una estructura de membrana lipidicas que contiene un
anticuerpo monoclonal anti-metaloproteinasa de matriz de tipo membrana (anti-MT-
MMP) (Pag. 2, Parr. [008]), donde dichos lipidos corresponden a fosfolipidos o
derivados del mismo seleccionados de fosfatidiletanolamina, fosfatidilcolina,
fosfatidilserina, fosfatidilinositol, fosfatidilglicerol, cardiolipina, esfingomielina,
caramida, derivados de ceramida, plasmalogeno y &cido fosfatidico (Pag. 2, Parr.
[0012]) y un lipido derivado de polietilen glicol (Pag. 2, Parr. [0013]). Ademas del

2 http://worldwide.espacenet.com/publicationDetails/description?
CC=US&NR=2007112176A1&KC
=A1&FT=D&ND=3&date=20070517&DB=worldwide.espacenet.com&locale=en_EP

Expediente 11-130828- -8 ler Art 45.



: Pros ad
Indusiria vy Comercio p S
SUPERINTENDENCIA

anti-MT-MMP dicho estructura incorpora un farmaco antitumoral dentro de los que se
incluye el farmaco E7389% (eribulina mesilato) (Pag. 7, Parr. [0053-0054]).
Especificamente, el documento divulga en el ejemplo 1 liposomas que comprenden
fosfatidilcolina hidrogenada, colesterol y polietienglicol-[-
diesterearoilfosfatidiletanolamina-m-maleinimida en diferentes proporciones (Pég.
11, tabla 1) los cuales se disuelven en una mezcla de cloroformo:metanol (3:1) y se
rotaevapora para eliminar los solventes. Luego a la capa lipidica seca se le adiciona
una solucién acuosa de sulfato de amonio (155mM) pH 5.5 y se calienta a 65°C. La
dispersion de lipidos es homogenizada vy filtrada para obtener liposomas con un
diametro de 100nm. Dichos liposomas se diluyen en SSN (fase externa) y se
mezclan con una solucion de doxorrubicina (3.3 mg/ml en SSN) relacién 4.6 e
incubados a 65°C por 1h. La tasa de encapsulacién del farmaco en las diferentes
formulaciones se encuentra alrededor del 100% y un diametro de 100nm (Pag. 10,
Parr. [0069] a Pag. 11, [0077]).

El documento D3 divulga liposomas pegilados de cisplatino estables en plasma
(resumen), los cuales comprenden una estructura de lipidos que corresponden a
fosfatidil colina hidrogenada (HSPC), colesterol y diesterearoilfosfaidiletanolamina
derivatizada con PEG (PEG-DSPE) en una proporciéon de 51:44:5. Dichos lipidos
disueltos en etanol son mezclados con una solucion del farmaco antineoplasico
disuelto en NaCl 0.9% y agitada por 1h a 65°C y posteriormente extruida a través de
membranas de 200 y 100nm. Los liposomas precipitados a temperatura ambiente
son dializados frente a una solucién de NaCl 1mM con 10% de sacarosa hasta
alcanzar el equilibrio y finalmente se adiciona buffer de histidina (pH 6.5) hasta una
concentracion final de 10mM (P&g. 280, Parr. [005 a 006].

Examen de Patentabilidad (Art 14 D486)
Novedad (Art 16 D 486)
Reivindicacién 1

La reivindicacién 1 consiste en una composicion de liposoma caracterizada porque
contiene en la fase interna del liposoma: eribulina o una sal farmacol6gicamente
aceptable de la misma.

Caracteristicas esenciales D2
Composicion de liposoma caracterizada porque | Composicion de estructura de membrana
contiene en la fase interna del liposoma: lipidicas caracterizada porque contiene en la

fase interna del liposoma:

un anticuerpo monoclonal anti-metaloproteinasa
de matriz de tipo membrana (anti-MT-MMP)
(Pag. 2, Parr. [008])

eribulina o una sal farmacolégicamente aceptable | eribulina mesilato (Pag. 7, Parr. [0053-0054])

de la misma

sulfato de amonio (155mM) pH 5.5

Las caracteristicas esenciales de la composicion de la reivindicacion 1 habian sido
divulgadas previamente en el documento D2, el cual divulga una estructura de
membrana lipidicas que contiene un anticuerpo monoclonal anti-metaloproteinasa de
matriz de tipo membrana (anti-MT-MMP) (Pag. 2, Parr. [008]), donde dichos lipidos

3 http://pubchem.ncbi.nlm.nih.gov/summary/summary.cgi?
cid=17755248&loc=ec_rcs
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corresponden a fosfolipidos o derivados del mismo seleccionados de
fosfatidiletanolamina, fosfatidilcolina, fosfatidilserina, fosfatidilinositol,
fosfatidilglicerol, cardiolipina, esfingomielina, caramida, derivados de ceramida,
plasmalogeno y acido fosfatidico (Pag. 2, Péarr. [0012]) y un lipido derivado polietilen
glicol (Pag. 2, Parr. [0013]). Ademas del anti-MT-MMP dicho estructura incorpora un
farmaco antitumoral dentro de los que se incluye el farmaco E7389 (eribulina
mesilato) (Pag. 7, Parr. [0053-0054]). Especificamente, el documento divulga en el
ejemplo 1 liposomas que comprenden fosfatidilcolina hidrogenada, colesterol y
polietienglicol-U-diesterearoilfosfatidiletanolamina-m-maleinimida ~ en diferentes
proporciones (Pag. 11, tabla 1) los cuales se disuelven en una mezcla de
cloroformo:metanol (3:1) y se rotaevapora para eliminar los solventes. Luego a la
capa lipidica seca se le adiciona una solucion acuosa de sulfato de amonio (155mM)
pH 5.5 y calentado a 65°C. La dispersion de lipidos es homogenizada y filtrada para
obtener liposomas con un didmetro de 100nm. Dichos liposomas se diluyen en SSN
(fase externa) y se mezclan con una solucion de doxorrubicina (3.3 mg/ml en SSN)
relacion 4:6 e incubados a 65°C por 1h. La tasa de encapsulacion del farmaco en las
diferentes formulaciones se encuentra alrededor del 100% y un didmetro de 100nm
(Pag. 10, Parr. [0069] a Pag. 11, [0077]).

Las caracteristicas esenciales de la composicion liposomal de la reivindicacion 1,
habian sido divulgadas previamente en el documento D2, el cual divulga vesiculas
gue comprenden en la fase interna anti-MT-MMP, eribulina mesilato (Pag. 7, Parr.
[0053-0054]) y sulfato de amonio 155mM (P&g. 10, Parr. [0069] a P4ag. 11, [0077]).

En consecuencia, la reivindicacion 1 carece de novedad, segun lo divulgado en el
documento D2.

Las reivindicaciones dependientes 2 a 4 no mencionan alguna caracteristica que
hagan novedosa a la composicion de la reivindicacion 1, por lo cual se considera que
no son nuevas.

Nivel Inventivo (Art 18 D 486)
Reivindicacién 12

La reivindicacion 12 consiste en una composicion de liposoma caracterizada porque
contiene en la fase interna del liposoma: eribulina mesilato, sulfato de amonio y
acido citrico.

Caracteristicas esenciales D1 D2
Composicion de liposoma | Composicion liposomal que | Composicién de estructura de
caracterizada porgue | contiene en la fase interna: membrana lipidicas
contiene en la fase interna caracterizada porque contiene
del liposoma: en la fase interna del liposoma:
eribulina o una sal | un farmaco con actividad | eribulina mesilato (Pag. 7, Parr.
farmacoldgicamente antitumoral o antineoplasico [0053-0054])
aceptable de la misma
sulfato de amonio Un compuesto de amonio primario, | sulfato de amonio (155mM) pH
secundario o terciario (Pag. 5, Parr. | 5.5
[0070] a P&g. 6, [0073]) entre 10mM
y 1M (Péag.11, Parr. [0104])
Acido citrico Un anién divalente, trivalente,
polivalente, un aniéon polimérico
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Caracteristicas esenciales D1 D2
polivalente, un poliol polianionizado
0 un azucar polianionizado
seleccionados preferiblemente de:
sulfato, fosfato, borato, pirofosfato,
tartrato, succinato, maleato, citrato,
etilenglicol, glicerol, treitol, eritritol,

pentaeritritol, manitol, glucitol
sorbitol, sorbitan, xilitol, lactitol,
maltitol, fructitol, inositol Y

monosacaridos de tipo pentosa y
hexosa (Pag. 6, Parr. [0076] a Pag.
7, [0077)).

un anticuerpo monoclonal anti-
metaloproteinasa de matriz de
tipo membrana (anti-MT-MMP)
(Péag. 2, Parr. [008])

El documento D1 se considera el estado de la técnica cercano a la invencion
definida en la reivindicacion 12 porque el documento D1 divulga una composicion
liposomal que contiene en la fase interna un compuesto de amonio sustituido y/o un
poli anion (Pag. 4, Parr. [0065]), donde dicho compuesto de amonio primario,
secundario o terciario (Pag. 5, Parr. [0070] a Pag. 6, [0073]) y dicho poli anién puede
ser un anion divalente, trivalente, polivalente, un anidén polimérico polivalente, un
poliol polianionizado o un azucar polianionizado seleccionados preferiblemente de:
sulfato, fosfato, borato, pirofosfato, tartrato, succinato, maleato, citrato, etilenglicol,
glicerol, treitol, eritritol, pentaeritritol, manitol, glucitol sorbitol, sorbitan, xilitol, lactitol,
mailtitol, fructitol, inositol y monosacéaridos de tipo pentosa y hexosa (Pag. 6, Parr.
[0076] a P&g. 7, [0077]). Asimismo, el documento sefiala que para aumentar la
velocidad de liberacién del farmaco atrapado en la fase interna se pueden utilizar
una mezcla del azdcar o poliol con uno o méas aniones mono o polivalentes como
cloruro, sulfato y fosfato (Pag. 8, Parr. [0080]). Dicho farmaco corresponde a un
farmaco con actividad antitumoral o antineopldsico seleccionado anélogos de
hormonas, inhibidores de microtubulos, agentes alquilantes, antimetabolitos,
antibioticos, inhibidores de topoisomerasas, entre otros (Pag. 8, Parr. [0085] a Pag.
9, [0087]). Los liposomas se encuentran formados preferiblemente por lipidos como
lecitina, colesterol y un polimero anfipatico (Pag. 11, Parr. [0099]) y presentan un
contenido de la sal de amonio y/o poli anion de entre 10mM y 1M (Pag.11, Parr.
[0104])).

Por otra parte, el documento D2 revela una estructura de membrana lipidicas que
contiene un anticuerpo monoclonal anti-metaloproteinasa de matriz de tipo
membrana (anti-MT-MMP) (P&g. 2, Péarr. [008]), donde dichos lipidos corresponden a
fosfolipidos o derivados del mismo seleccionados de fosfatidiletanolamina,
fosfatidilcolina, fosfatidilserina, fosfatidilinositol, fosfatidilglicerol, cardiolipina,
esfingomielina, caramida, derivados de ceramida, plasmalogeno y acido fosfatidico
(Pag. 2, Parr. [0012]) y un lipido derivado polietilen glicol (P4g. 2, Parr. [0013]).
Ademas del anti-MT-MMP dicho estructura incorpora un farmaco antitumoral dentro
de los que se incluye el farmaco E7389 (eribulina mesilato) (Pag. 7, Parr. [0053-
0054]). Especificamente, el documento divulga en el ejemplo 1 liposomas que
comprenden  fosfatidilcolina  hidrogenada, colesterol 'y  polietienglicol--
diesterearoilfosfatidiletanolamina-m-maleinimida en diferentes proporciones (Pég.
11, tabla 1) los cuales se disuelven en una mezcla de cloroformo:metanol (3:1) y se
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rotaevapora para eliminar los solventes. Luego a la capa lipidica seca se le adiciona
una solucion acuosa de sulfato de amonio (155mM) pH 5.5 y calentado a 65°C. La
dispersién de lipidos es homogenizada y filtrada para obtener liposomas con un
diametro de 100nm. Dichos liposomas se diluyen en SSN (fase externa) y se
mezclan con una solucion de doxorrubicina (3.3 mg/ml en SSN) relacion 4.6 e
incubados a 65°C por 1h. La tasa de encapsulacion del farmaco en las diferentes
formulaciones se encuentra alrededor del 100% y un diametro de 100nm (Péag. 10,
Parr. [0069] a Pag. 11, [0077]).

La diferencia entre la invencion, definida en la reivindicacion 12 y la composicién de
D1 consiste en que la formulacion de la anterioridad D1 no ensefa especificamente
el farmaco antitumoral eribulina mesilato.

La diferencia entre la invencion, definida en la reivindicacién 12 y la divulgacion de
D2 consiste en que la formulacion de la anterioridad D2 incluye ademas del farmaco
antitumoral un anticuerpo anti-MMP y no incorpora acido citrico en la fase interna.

El efecto que logra el hecho de incluir acido citrico es obtener un liposoma con una
alta tasa de atrapamiento.

Por lo tanto, el problema técnico objetivo que pretende resolver esta invencion se
puede formular asi: como modificar la composicion liposomal divulgada en D1 para
proveer una composicion de liposoma de eribulina mesilato con alta tasa de
atrapamiento. Sin embargo, la incorporacion de eribulina mesilato en una
formulacién liposomal que ademas incluye sulfato de amonio en la fase interna esta
divulgada en el documento D2.

En consecuencia, la persona del oficio normalmente versada en la materia incluiria
el farmaco eribulina mesilato en la fase interna de un liposoma que incluye sulfato de
amonio revelada en el documento D2 en la composicion liposomal divulgada en el
documento D1 para llegar asi al objeto de la reivindicacion 12 de la solicitud. Por lo
cual se considera obvia.

En conclusion, la reivindicacion 12 no cumple con el requisito de nivel inventivo (Art.
18).

Nivel Inventivo (Art 18 D 486)
Reivindicacién 13

La reivindicacion 13 consiste en una composicion de liposoma caracterizada porque
contiene en la fase interna del liposoma: un compuesto activo, sulfato de amonio y
acido citrico y en la fase externa azlcar, electrolito y aminoacido.

Caracteristicas esenciales D3 D1

Composicion de liposoma | Un liposoma que comprende una | Composicion liposomal que
caracterizada porque | estructura de lipidos que | contiene en la fase interna:
contiene corresponden a fosfatidil colina

hidrogenada (HSPC), colesterol y
diesterearoilfosfatidiletanolamina
derivatizada con PEG (PEG-DSPE)
en una proporcion de 51:44:5 que
contiene:
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Caracteristicas esenciales D3 D1

en la fase interna un | en la fase interna un farmaco con | un farmaco con actividad
compuesto activo, sulfato | actividad antitumoral disuelto en | antitumoral o antineoplasico, un
de amonio y acido citrico NaCl 0.9% compuesto de amonio primario,
secundario o terciario (Pag. 5,
Parr. [0070] a Pag. 6, [0073])
entre 10mM y 1M (P&g.11, Parr.
[0104]) y citrato (Pag. 6, Parr.
[0076] a Pag. 7, [0077)).

y en la fase externa azucar, | Y en la fase externa NaCl 1mM, | Y en la fase externa NaCl 0.9%
electrolito y aminoécido. 10% de sacarosa e histidina 10mM | (Pag. 10, Parr. [0069] a Pag. 11,
(Pag. 280, Pérr. [005 a 006] [0077]).

El documento D3 se considera el estado de la técnica cercano a la invencion
definida en la reivindicacion 13 porque el documento D3 divulga liposomas pegilados
de cisplatino, un compuesto activo antineoplasico, los cuales comprenden una
estructura de lipidos que corresponden a fosfatidil colina hidrogenada (HSPC),
colesterol y diesterearoilfosfatidiletanolamina derivatizada con PEG (PEG-DSPE) en
una proporcion de 51:44:5. Dichos lipidos disueltos en etanol son mezclados con
una solucion del farmaco antineoplasico disuelto en NaCl 0.9% y agitada por 1h a
65°C y posteriormente extruida a través de membranas de 200 y 100nm. Los
liposomas precipitados a temperatura ambiente son dializados frente a una solucion
de NaCl 1mM con 10% de sacarosa hasta alcanzar el equilibrio y finalmente se
adiciona buffer de histidina (pH 6.5) hasta una concentracion final de 10mM (Pag.
280, Parr. [005 a 006].

Por otra parte, el documento D1 divulga una composiciéon liposomal que contiene en
la fase interna un compuesto de amonio sustituido y/o un poli anién (Pag. 4, Parr.
[0065]), donde dicho compuesto de amonio primario, secundario o terciario (Pag. 5,
Parr. [0070] a Pag. 6, [0073]) y dicho poli anion puede ser un anion divalente,
trivalente, polivalente, un anion polimérico polivalente, un poliol polianionizado o un
azucar polianionizado seleccionados preferiblemente de: sulfato, fosfato, borato,
pirofosfato, tartrato, succinato, maleato, citrato, etilenglicol, glicerol, treitol, eritritol,
pentaeritritol, manitol, glucitol sorbitol, sorbitan, xilitol, lactitol, maltitol, fructitol,
inositol y monosacaridos de tipo pentosa y hexosa (Pag. 6, Parr. [0076] a Pag. 7,
[0077]). Asimismo, el documento sefiala que para aumentar la velocidad de
liberacién del farmaco atrapado en la fase interna se pueden utilizar una mezcla del
azucar o poliol con uno o mas aniones mono o polivalentes como cloruro, sulfato y
fosfato (Pag. 8, Parr. [0080]). Dicho farmaco corresponde a un farmaco con actividad
antitumoral o antineoplasico seleccionado analogos de hormonas, inhibidores de
microtubulos, agentes alquilantes, antimetabolitos, antibidticos, inhibidores de
topoisomerasas, entre otros (Pag. 8, Parr. [0085] a Pag. 9, [0087]). Los liposomas se
encuentran formados preferiblemente por lipidos como lecitina, colesterol y un
polimero anfipatico (Pag. 11, Parr. [0099]) y presentan un contenido de la sal de
amonio y/o poli anidn de entre 10mM y 1M (Pag.11, Parr. [0104]).

La diferencia entre la invencion, definida en la reivindicacion 13 y la composicion de
D3 consiste en que la formulacién de la anterioridad D3 no ensefia la incorporacion
de sulfato de amonio ni 4cido citrico en la fase interna del liposoma.

La diferencia entre la invencién, definida en la reivindicacion 13 y la divulgacion de
D1 consiste en que la formulacion de la anterioridad D1 no incluye en la fase externa
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un azucar ni un y aminoécido.

El efecto que logra el hecho de incluir sulfato de amonio y acido citrico es obtener un
liposoma con una alta tasa de atrapamiento.

Por lo tanto, el problema técnico objetivo que pretende resolver esta invencion se
puede formular asi: como modificar el liposoma divulgado en D3 para proveer una
composicién de liposoma de un agente activo con alta tasa de atrapamiento. Sin
embargo, la incorporacion de un agente activo en una formulacion liposomal que
ademas incluye sulfato de amonio y acido citrico en la fase interna esta divulgada en
el documento D1.

En consecuencia, la persona del oficio normalmente versada en la materia incluiria
el farmaco en la fase interna de un liposoma que incluye sulfato de amonio y acido
citrico revelada en el documento D1 en la composicion liposomal divulgada en el
documento D3 para llegar asi al objeto de la reivindicacion 13 de la solicitud. Por lo
cual se considera obvia.

En conclusion, la reivindicacién 13 no cumple con el requisito de nivel inventivo (Art.
18).

Las reivindicaciones dependientes 14 a 25 no mencionan alguna caracteristica que
hagan inventiva la composicion de la reivindicacién 13, por lo cual se considera que
no son inventivas.

Nivel Inventivo (Art 18 D 486)
Reivindicacién 26

La reivindicacion 26 consiste en un método de manufactura de la composicion de
liposoma caracterizado porque incluye: (1) una etapa en la cual se proporciona un
liquido de dispersién de liposoma; (2) una etapa en la cual el liquido de dispersiéon de
liposoma se mezcla con el compuesto activo y (3) una etapa en la cual el compuesto
activo se introduce en la fase interna de liposoma del liquido de dispersién de
liposoma.

Caracteristicas esenciales

D2

D1

Un método de manufactura de
la composiciébn de liposoma
caracterizado porque incluye:

Método de obtencién de una
formulacién  liposomal que
comprende:

Método de obtencibn de una
formulacién  liposomal que
comprende:

(1) una etapa en la cual se
proporciona un liquido de
dispersion de liposoma

Una etapa en la cual la capa
lipidica del liposoma se hidrata
con una solucion acuosa de
sulfato de amonio (155mM) pH
5.5 y se calienta a 65°C. La
dispersion de lipidos es
homogenizada y filtrada para
obtener liposomas con un
diametro de 100nm. Dichos
liposomas se diluyen en SSN
(fase externa).

Una etapa en la cual la capa
lipidica del liposoma se hidrata
con una solucibn acuosa de

sulfato de dialquil 0
trialquilamonio (dimetil-,
dimetiletanol-, dietil, trimetil,

trietil-sulfato de amonio) 0.2M
con una osmolaridad entre 472
y 559 mmol/Kg y un pH entre
5.33 y 5.85 (Pag. 15 tabla 1) a
60°C por 30 min. La suspension
es extruida a presién a través
de membranas de 0.1pm vy la
sal de amonio no atrapada es
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Caracteristicas esenciales

D2

D1

removida por filtracion en gel
(Sephadex G75) y los liposomas
son eluidos con solucién salina-
HEPES pH 7.2-7.4.

(2) una etapa en la cual el
liquido de dispersion de
liposoma se mezcla con el
compuesto activo

Una etapa en la cual se mezcla
el farmaco (3.3 mg/ml en SSN)
con una  dispersién de
liposomas (relacion 4:6)

Una etapa en la cual el farmaco
(5 partes de lactosa por 1 parte
de farmaco) se adiciona a la
dispersion de los liposomas a
una concentracion de 150ug de
farmaco/umol de fosfolipidos del
liposoma

una etapa en la cual el
compuesto activo se introduce
en la fase interna de liposoma
del liquido de dispersion de

Una etapa en la cual el farmaco
se introduce en la fase interna
del liposoma incubando a 65°C
por 1h.

Una etapa en la cual el farmaco
se introduce en la fase interna
del liposoma incubando a 55°C
por 30 min y enfriando en hielo

liposoma. por 10 min. El farmaco no
atrapado en la fase interna del
liposoma es removido por
filtracion en gel (Sephadex G75)
y los liposomas son eluidos con
solucion salina-HEPES pH 7.4

(Pag.11, Parr. [0123-0124])).

El documento D2 se considera el estado de la técnica cercano a la invencion
definida en la reivindicacion 33 porque el documento D2 revela una estructura de
membrana lipidicas que contiene un anticuerpo monoclonal anti-metaloproteinasa de
matriz de tipo membrana (anti-MT-MMP) (P&ag. 2, Parr. [008]), donde dichos lipidos
corresponden a fosfolipidos o derivados del mismo seleccionados de
fosfatidiletanolamina, fosfatidilcolina, fosfatidilserina, fosfatidilinositol,
fosfatidilglicerol, cardiolipina, esfingomielina, caramida, derivados de ceramida,
plasmalogeno y acido fosfatidico (Pag. 2, Péarr. [0012]) y un lipido derivado polietilen
glicol (Pag. 2, Parr. [0013]). Ademas del anti-MT-MMP dicho estructura incorpora un
farmaco antitumoral dentro de los que se incluye el farmaco E7389 (eribulina
mesilato) (Pag. 7, Parr. [0053-0054]). Especificamente, el documento divulga en el
ejemplo 1 liposomas que comprenden fosfatidilcolina hidrogenada, colesterol y
polietienglicol-U-diesterearoilfosfatidiletanolamina-m-maleinimida ~ en diferentes
proporciones (Pag. 11, tabla 1) los cuales se disuelven en una mezcla de
cloroformo:metanol (3:1) y se rotaevapora para eliminar los solventes. Luego a la
capa lipidica seca se le adiciona una solucion acuosa de sulfato de amonio (155mM)
pH 5.5 y calentado a 65°C. La dispersion de lipidos es homogenizada y filtrada para
obtener liposomas con un didmetro de 100nm. Dichos liposomas se diluyen en SSN
(fase externa) y se mezclan con una solucion de doxorrubicina (3.3 mg/ml en SSN)
relacion 4:6 e incubados a 65°C por 1h. La tasa de encapsulacion del farmaco en las
diferentes formulaciones se encuentra alrededor del 100% y un didmetro de 100nm
(Pag. 10, Parr. [0069] a Pag. 11, [0077]).

Por otra parte, el documento D1 divulga una formulacién liposomal y el método de
obtencion de la misma. Dichos liposomas presentan una bicapa lipidica formada por:
diestearoilfosfatidil colina, colesterol y N-(metoxi-poli(etilenglicol)-oxicarbonil)-
diestearoilfosfatidiletanolamina, los cuales se disuelven en cloroformo en una
relacion molar de 3:2:0.015 y el cloroformo se remueve por rotaevaporacion.
Posteriormente, la capa lipidica se hidrata con una solucion acuosa de sulfato de
dialquil o trialquilamonio (dimetil-, dimetiletanol-, dietil, trimetil, trietil-sulfato de
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amonio) 0.2M con una osmolaridad entre 472 y 559 mmol/Kg y un pH entre 5.33 y
5.85 (Pag. 15 tabla 1) a 60°C por 30 min. La suspension es extruida a presion a
través de membranas de 0.1um y la sal de amonio no atrapada es removida por
filtracion en gel (Sephadex G75) y los liposomas son eluidos con solucion salina-
HEPES pH 7.2-7.4. Finalmente, doxorrubicina liofilizada (5 partes de lactosa por 1
parte de farmaco) se adiciona a los liposomas a una concentracién de 150ug de
farmaco/umol de fosfolipidos del liposoma y la mezcla se incuba a 55°C por 30 min y
se enfria en hielo por 10 min. El farmaco no atrapado en la fase interna del liposoma
es removido por filtracion en gel (Sephadex G75) y los liposomas son eluidos con
solucion salina-HEPES pH 7.4 (P4g.11, Parr. [0123-0124]). Asimismo, en el ejemplo
7 se divulga el uso de las sales citrato, sulfato, pirofosfato, trifosfato, polifosfato y
sulfato de trimetilamonio en solucion acuosa con un pH entre 5.1y 5.5 (Pag.17, Parr.
[0141], tabla 4). La capa lipidica se hidrata con una solucién de dichas sales de
trimetilamonio a 60°C por 15-20 min. La suspension es extruida a presion a través de
membranas de 0.1um y la sal de amonio no atrapada es removida por filtracion en
gel (Sephadex G75) y los liposomas son eluidos con amortiguador MES-Dextrosa
(50g/L dextrosa, Mes 0.975 g/L y NaOH hasta pH 6.4). Finalmente, una solucién de
irinotecan en HCl 0.001N se mezcla con los liposomas en amortiguador MES-
Dextrosa a una concentracion de 150ug de farmaco/umol de fosfolipidos del
liposoma y la mezcla se incuba a 55°C por 30 min y se enfria en hielo por 10 min. El
farmaco no atrapado en la fase interna del liposoma es removido por filtracién en gel
(Sephadex G75) y los liposomas son eluidos con amortiguador MES-Dextrosa (Pag.
16, Parr. [0130] a Pag. 17, [0145]).

La diferencia entre la invencién, definida en la reivindicacion 26 y la divulgacion de
D2 consiste en que en la etapa 1 del método la anterioridad D2 no hay una
diferencia de pH entre la fase interna del liposoma y la fase externa del liposoma.

La diferencia entre la invencion, definida en la reivindicacion 26 y la composicion de
D1 consiste en que la anterioridad D1 no ensefia especificamente el farmaco
antitumoral eribulina mesilato.

El efecto que logra el hecho de establecer una diferencia de pH entre la fase interna
del liposoma y la fase externa del liposoma es obtener un liposoma con una alta tasa
de atrapamiento y alta estabilidad.

Por lo tanto, el problema técnico objetivo que pretende resolver esta invencion se
puede formular asi: como modificar el método para la obtencién de una composicion
de liposoma divulgada en D2 para obtener una composicion de liposoma de eribulina
mesilato con alta tasa de atrapamiento y alta estabilidad.

Sin embargo, el emplear dentro de la obtencion de la formulacién una etapa en la
cual la fase externa de liposoma de la solucién preparatoria de liposoma se sustituye
o se diluye generando una diferencia de entre 1 y 5 unidades de pH entre la fase
interna del liposoma y la fase externa del liposoma esta divulgada en el documento
D1.

En consecuencia, la persona del oficio normalmente versada en la materia incluiria

una etapa en la cual la fase externa de liposoma de la solucién preparatoria de
liposoma se sustituye o se diluye generando una diferencia de entre 1 y 5 unidades
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de pH entre la fase interna del liposoma y la fase externa del liposoma revelada en el
documento D1 en el método divulgado en el documento D2 para llegar asi al objeto
de la reivindicacion 33 de la solicitud. Asimismo, se debe resaltar que la tasa de
encapsulaciéon del farmaco en las diferentes formulaciones de dicho documento D2
se encuentra alrededor del 100% (Pag. 10, Parr. [0069] a Pag. 11, [0077]), por lo que
D2 divulga una alternativa factible para solucionar el problema de la baja eficiencia
en el atrapamiento de un farmaco en una formulacién liposomal, por lo cual se
considera obvia.

En conclusion, la reivindicacion 26 no cumple con el requisito de nivel inventivo (Art.
18).

Las reivindicaciones dependientes 27 a 33 no mencionan alguna caracteristica que
hagan inventiva el método de la reivindicacion 26, por lo cual se considera que no
son inventivas.

7. Conclusion

Los requisitos de Patentabilidad de la presente solicitud estan afectados asi:

Item Documento Reivindicaciones Requisito que afecta

afectadas

D1 US2007116753 12 - 33 Nivel Inventivo

D2 US2007112176 1-4 Novedad
12, 26 — 33 Nivel Inventivo

D3 Peleg-Shulman, T., et al. Biochimica 13-25 Nivel Inventivo

et Biophysica Act 1510 (2001) 278-
291
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En cumplimiento del articulo 45 de la Decision 486 de la Comision de la Comunidad
Andina, se le indica que debe dar respuesta dentro del término de sesenta (60) dias
contados a partir de la fecha de notificacion de la presente comunicacion. En caso de no
dar respuesta al presente requerimiento, o si a pesar de la respuesta subsistieran los
impedimentos para la concesion, se denegara la patente.

Se invita al solicitante se sirva indicar, si asi lo considera, su renuncia al término faltante de
sesenta (60) dias para dar respuesta a este requerimiento y presentarla por escrito.

Finalmente, se le recuerda al solicitante que si como respuesta a este requerimiento llegara
a modificar el capitulo reivindicatorio y éste contenga mas de diez (10) reivindicaciones, no
pagard la tasa de modificacidbn voluntaria pero si la correspondiente al pago por
reivindicacion adicional.

Notifiquese el presente oficio conforme a lo dispuesto en el numeral 5.2, literal e), del
capitulo quinto del titulo primero de la Circular Unica No. 10 de 2001.

_—

—

JOSE LUIS SALAZAR LOPEZ
Diractor de Nuevas Craaciones (c)

El anterior requerimiento fue notificado por fijacion en lista, de fecha 2013-07-30
Elabord: John Fredy Hernandez MontaNo

Revisé: Lyna Del Carmen Mordecay Dunoyer
Revis6: Maria Del Socorro Pimienta Corbacho
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Abstract

Extensive scientific efforts are directed towards finding new and improved platinum anticancer agents. A promising
approach is the encapsulation of cisplatin in sterically stabilized, long circulating, PEGylated 100 nm liposomes. This
liposomal cisplatin (STEALTH cisplatin, formerly known as SPI-77) shows excellent stability in plasma and has a longer
circulation time, greater efficacy and lower toxicity than much free cisplatin. However, so far, the physicochemical
characterization of STEALTH cisplatin has been limited to size distribution, drug-to-lipid ratio and stability. Information on
the physical state of the drug in the liposome aqueous phases and the drug’s interaction with the liposome membrane has
been lacking. This study was aimed at filling this gap. We report a multinuclear NMR study in which several techniques have
been used to assess the physical nature of cisplatin in liposomal formulations and if and to what extent the drug affects the
liposome phospholipids. Since NMR detects only the soluble cisplatin in the liposomes and not the insoluble drug, combining
NMR and atomic absorption data enables one to determine how much of the encapsulated drug is soluble in the
intraliposomal aqueous phase. Our results indicate that almost all of the cisplatin remains intact during the loading process,
and that the entire liposomal drug is present in a soluble form in the internal aqueous phase of the liposomes. © 2001
Elsevier Science B.V. All rights reserved.

Keywords: Cisplatin, NMR; Liposome; PEG

Abbreviations: Cisplatin, cis-DDP, cis-diamminedichloroplatinum(Il); transplatin, trans-DDP, trans-diamminedichloroplatinum(II);
HMG, high mobility group; IXR, intrastrand cross-link recognition; hUBF, human upstream binding factor; LUV, large unilamellar
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1. Introduction

Since it was first discovered by Rosenberg et al. [1],
cisplatin  (cis-diamminedichloroplatinum(Il), cis-
DDP) has become one of the most widely used anti-
cancer drugs in treating a variety of solid tumors,
including testicular, head and neck, and lung tumors
[2]. The cellular target of the drug is the DNA, with
which it forms stable adducts that are responsible for
the drug’s anticancer activity [3].

The drug enters cells by passive diffusion. The low-
er intracellular chloride ion concentration (4 mM vs.
103 mM in the plasma) enables the drug to exchange
its first chloride ligand with a water molecule, thus
forming the positively charged mono-aqua species
that can form covalent monofunctional adducts
with the DNA (see Fig. 1). The monofunctional ad-
duct reacts further, by substitution of its chloride
ligand, to form bifunctional cross-links [4]. The ma-
jor adduct formed between cisplatin and DNA is the
bidentate, 1,2-intrastrand cross-link, cis-Pt-GG, in
which cis-[Pt(NH;3),]** binds two adjacent guanine
N7 atoms (Fig. 1). Nuclear magnetic resonance and
crystallographic studies show that the adduct forma-
tion unwinds the DNA by about —21° and causes a
kink of ~40-58° in the duplex towards the major
groove, and widens the minor groove of the plati-
nated duplex at the lesion site [5,6]. These structural
modifications may be the recognition motifs for high
mobility group domains, such as HMGI, Ixrl and
hUBF, which bind cis-platinated DNA [7,8]. Once
bound by these cellular proteins, the intrastrand
cross-links are shielded from cellular repair mecha-
nisms, resulting in cancer cells becoming more sensi-
tive to the drug.

Platinum anticancer drugs are administered by in-
travenous injection, and within 1 day, 65-98% of the
platinum in the blood plasma is protein bound [9,10].
The binding of cisplatin to proteins reduces the uri-
nary excretion of platinum and causes the deposition
of platinum in tissues. In addition, the binding of
cisplatin to proteins and enzymes is believed to be
the cause of many of the severe side effects exhibited
by the drug, especially ototoxicity and nephrotoxicity
[11,12]. So far, attempts to prevent neuro- and neph-
rotoxicity have failed.

Cisplatin has additional drawbacks, such as low
solubility in aqueous solutions (7 mM, 2.10 mg/ml
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Fig. 1. Cisplatin-DNA adducts.

at 37°C), severe toxicity (i.e., nephrotoxicity, myelo-
suppression, central nervous system impairment) and
side effects such as nausea and vomiting [13]. Ac-
quired multi-drug resistance is known to develop in
patients receiving cisplatin chemotherapy.

Although extensive efforts were devoted to over-
coming these major issues by development of new
generations of platinum derivatives which are less
toxic and more active than cisplatin and/or do not
display cross-resistance, the improvements were min-
imal [14]. An alternative approach is the encapsula-
tion of cisplatin in sterically stabilized 100 nm lipo-
somes, based on the promising animal and clinical
data obtained from Doxil (a STEALTH liposomal
formulation of doxorubicin HCl; ALZA Corpora-
tion, Mountain View, CA) loaded in the aqueous
phase of sterically stabilized 100 nm liposomes
[15,16]. Toxicity, pharmacokinetics, tissue distribu-
tion and therapeutic efficacy of cisplatin encapsulated
in long circulating PEGylated liposomes were re-
cently described [17,18]. As expected, STEALTH cis-
platin has excellent stability in plasma, a much lon-
ger circulation time, better efficacy and lower toxicity
than free cisplatin. However, the characterization of
STEALTH cisplatin has been limited to size distri-
bution, drug-to-lipid ratio, and stability. The physi-
cal and chemical characteristics of the drug in the
liposome’s aqueous phase and the drug’s interaction
with the liposome membrane have not been reported.

NMR is one of the most powerful tools for eval-
uation of liposomal formulations since the aniso-
tropic nature of molecular motion within the lipid
bilayers and the anisotropy of the membrane struc-
ture can be evaluated by this technique [19,20]. One
of the major advantages of NMR applications is that
the method is based on the use of intrinsic reporter
moieties (the various nuclei, i.e., *C, 3'P, 'H, PN,
195pt). Most other approaches, such as fluorescent
techniques and electron spin resonance (ESR), re-
quire the use of bulky external probe moieties. In
the case of cisplatin-loaded liposomes, NMR pro-
vides important information both on the liposome



280 T. Peleg-Shulman et al. | Biochimica et Biophysica Acta 1510 (2001) 278-291

phospholipids (physical state, rate of motion) and on
the platinum complex (oxidation state and coordina-
tion sphere). The combination of NMR and atomic
absorption spectroscopy (AAS) can be used to quan-
tify the amount of soluble platinum in the liposome
formulations.

We report a multinuclear NMR study in which
several techniques were used to assess (a) the physical
and chemical nature of cisplatin in liposomal formu-
lations and (b) the extent to which the drug affects
liposome phospholipids.

2. Experimental procedures

2.1. Preparation and characterization of > N-labeled
cisplatin (cis-Pt(">’NH3),Cl;)

cis-">N-Diamminedichloroplatinum(II) (cisplatin)
was synthesized according to the procedure described
by Boreham et al. [19]. The product was character-
ized by both Pt NMR spectroscopy and by the
thiourea test. Thiourea was added to an aqueous so-
lution of the N-labeled cisplatin, and the solution
was heated to 40-50°C. The appearance of a yellow
color is indicative that the product is in the cis con-
figuration, whereas the appearance of a colorless so-
lution indicates the presence of the frans isomer.

The cis-'">’N-DDP was dissolved in dimethylform-
amide (DMF) and analyzed by 'Pt NMR.

2.2. Preparation of liposomes containing cisplatin

2.2.1. Preparation of > N-cisplatin encapsulated in
sterically stabilized liposomes (STEALTH
cisplatin)

ISN-Cisplatin (8.5 mg/ml) was dissolved in 0.9%
NaCl at 65°C and left at this temperature for 1 h.
Lipids (HSPC/cholesterol/’’PEG-DSPE 51:44:5)
were dissolved in ethanol. The lipids were hydrated
by adding this ethanolic solution to the drug mix-
ture. Final lipid concentration was 150 mg/ml
(15%) in 10% ethanol, at 65°C. The mixture was
kept stirring for 1 h at 65°C, then extruded at
65°C, 11 times through 200 nm pore size polycarbon-
ate filters using the LiposoFast syringe extruder
(Avestin, Ottawa, ON, Canada), followed by extru-
sion through a 100 nm pore size polycarbonate filter.

Sized liposomes (~ 100 nm) were allowed to cool to
room temperature (RT). During the cooling, a heavy
yellow precipitate formed. The supernatant was col-
lected and allowed more standing time at room tem-
perature. More precipitation occurred, and the
supernatant was collected again. The sample was di-
luted twofold and dialyzed against 10% sucrose con-
taining 1 mM NaCl, and 5 times against 100 vols. of
10% sucrose containing 1 mM NaCl at room temper-
ature. Under these conditions, a complete equilibra-
tion with 10% sucrose containing 1 mM NaCl should
occur. Finally, histidine buffer (pH 6.5) was added to
a final concentration of 10 mM. The final liposome
dispersion was a translucent white. Aliquots of the
liposomes and of both precipitates were analyzed by
heteronuclear single quantum coherence (HSQC) at
30°C.

2.2.2. Preparation of cisplatin encapsulated in
sterically stabilized liposomes (STEALTH
cisplatin)

STEALTH cisplatin liposomes (~ 100 nm) were
prepared as described in Section 2.2.1 (except that
commercial cisplatin was used). Sample 4 (Table 1)
was frozen once and then thawed; both the cisplatin
and the liposomes remained intact. Large unilamellar
liposomes were prepared containing 99 mg/ml total
lipids and 1.64 mg/ml Pt.

2.3. Liposome characterization: analysis of liposome
concentration, size and integrity

Liposomes were characterized for their size distri-
bution using photon correlation spectroscopy [20].
Phospholipid concentration was characterized using
a modified Bartlett procedure [20]. Lipid degradation
was determined using TLC [20,21] and the increase
in levels of non-esterified fatty acids [21].

2.4. NMR measurements

2.4.1. %Pt NMR

195pt NMR measurements were carried out on a
Varian VXR-300S spectrometer having a 7.05 T
magnet equipped with a 5 mm computer-switchable
probe. The platinum chemical shifts were measured
relative to the external reference signal of K,PtCly,
set at —1624 ppm. Data were collected with and
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without broad-band decoupling of the protons, using
a spectral width of 100.0 kHz and acquisition time of
0.010 s. Usually, 350000 pulses or more were ac-
quired and a line broadening of 300 Hz was applied.
The samples were measured, without spinning, at
37°C and 60°C. A capillary containing 2 mg/ml
(4.82 mM) K,PtCl; was added to the NMR tubes
as an internal reference of a known concentration.
The data were apodized using a line broadening
equal to the natural line width (in Hz) prior to pro-
cessing and integration.

2.4.2. 3'P NMR

3P measurements were carried out at room tem-
perature and at 60°C using a 5 mm computer-switch-
able probe. The 3'P chemical shifts were measured
relative to phosphoric acid set at 0 ppm. Data were
collected with broad-band decoupling of the protons,
using a spectral width of 10000 Hz, and an acquisi-
tion time of 1.6 s. Usually, 250 pulses or more were
acquired and a line broadening of 20.0 Hz was ap-
plied. Placebo (control) and cisplatin-loaded lipo-
somes were studied by 'P NMR. The large (~ 100
nm) unilamellar vesicles (LUV) were composed of
hydrogenated phosphatidylcholine (HPC), cholester-
ol and 2*PEG-DSPE at a mole ratio of 55:40:5.
Samples were prepared by mixing 700 pl of the orig-
inal liposome sample with 70 pl of H,O.

2.4.3. HSQC NMR measurements

All ['H, "N] HSQC data were obtained using a
Bruker DXR 400 MHz NMR spectrometer,
equipped with a 5 mm multinuclear inverse detection
probe. The 2D data were recorded using the Bruker
sequence of INVIGSTP (inverse detection 2D 'H-X

correlation via double INEPT transfer, phase sensi-
tive using TPPI with decoupling during acquisition).
SN spins were irradiated during the acquisition
time using the GARP-1 sequence. The >N chemical
shifts were externally referenced to 1.5 M NHyCl in
1 M HCl (65 =0 ppm, 8y =7 ppm); 'H chemical
shifts were externally referenced to TSP (MesSi-
(CD3),CO;Na) (6 =0 ppm). Two to eight transients
were acquired, using an acquisition time of 0.251 s,
spectral widths of 2 kHz in both f, and f; dimen-
sions, and 256 increments of t;. All spectra were
acquired at 300 K (27°C). Spectra were collected in
~20 min. The data were processed using Bruker
software, with no line broadening.

2.4.3.1. Sample preparation for HSQC experi-
ments. The PN-cisplatin (8.5 mg/ml) was dissolved
either in 0.9% NaCl or in 10% sucrose, at 65°C.
Control samples, without lipids, were prepared and
processed according to the same procedures de-
scribed above for STEALTH cisplatin preparation
(see Section 2.2.1). After cooling, histidine buffer
(10 mM, pH 6.5) was added. Treated samples were
stored at 4°C or —20°C.

2.4.4. Quantification of platinum content by
9 pt NMR

K,PtCl; was chosen as an internal reference since
it is a stable compound whose chemical shift (—1624
ppm) is in close proximity to that of cisplatin (—2100
ppm), yet is distant enough to avoid overlapping.
The K,PtCly (2 mg/ml, 4.82 mM), was sealed in a
glass capillary, and concentrated HCl was added to
prevent its hydrolysis. The capillary was inserted into
the 5 mm NMR tube containing the sample, and the

Table 1

Liposomal formulations used for Pt NMR spectroscopy

Parameter Sample 1 Sample 2 Sample 3 Sample 4

Size (nm) 112 125 100 107

cis-DDP (mg/ml) 1.0 1.0 0.9 0.9

Lipid (mM) 104 89 110 110

Linewidth (Hz, 37°C) 848.08 844.51 789.40 797.53

Linewidth (Hz, 60°C) 994.08 1017.44 861.06 868.92

External phase 10% sucrose 0.9% NaCl 3% sucrose 3% sucrose
1 mM NacCl 3.3% NaCl 3.3% NaCl

10 mM histidine
pH 6.5

10 mM histidine
pH 6.5

10 mM histidine
pH 6.5

10 mM histidine
pH 6.5
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(a)

-2080 -2085 -2090 -2095 -2100

Fig. 2. Pt NMR spectra of cis-Pt('*>’NHj3),Cl, (a) with and
(b) without broad-band decoupling.

195pt NMR spectrum was acquired as described
above.

To test the method’s accuracy, three cisplatin
samples of varying concentrations (1.54, 2.0 and
2.31 mg/ml) were measured in the presence of the
capillary at 37°C. The areas under the curves were
integrated relative to the area under the reference
peak, and the elemental platinum concentration
was calculated. To verify the calculated concentra-
tions, AAS was performed.

2.5. Atomic absorption spectroscopy

Atomic absorption measurements were performed
on a Varian SpectrAA Zeeman 300 spectrometer.
The platinum concentration was calculated according
to a calibration curve of a known concentration of a
K,PtCly stock solution (250 ng/ml, 6.02 X 10~* mM).

+-2139.7

-1800 -1900 -2000 -2100 -2200 -2300 -2400 -2500 PP™M

Fig. 3. Pt NMR spectrum of cisplatin encapsulated in lipo-
somes.

3. Results
3.1. Analysis by ' Pt NMR

3.1.1. 1Pt NMR of > N-labeled cisplatin

cis-Pt('>"NH3),Cl, was prepared (see Section 2.1)
and characterized by Pt NMR spectroscopy. The
broad-band decoupled spectrum shows the expected
triplet due to the coupling of two equivalent N
atoms (Fig. 2a). When the broad-band decoupling
was turned off, each of the three Pt resonances
was split to a septet by the six equivalent hydrogens
(Fig. 2b).

3.1.2. Pt NMR of cisplatin encapsulated in
liposomes

195pt NMR measurements of liposome-encapsu-
lated cisplatin clearly show a single chemical shift
(range —1350 to —2700 ppm) at —2139.7 ppm, in-
dicating mainly ( > 90%) one species of Pt(II), which
is the intact cisplatin (Fig. 3). No additional plati-
num peaks were detected, indicating that no other
platinum species (i.e., platinum tri- or tetra-amine)
were formed, though adducts of Pt(II) with large
molecules would not be observed by Pt NMR.

(a)

60 50 40 30 20 ppm

(b)

LA DR B B R B e S S B EE H S L S s S e a m e e

60 50 40 30 20 ppm

Fig. 4. 3'P NMR spectra of (a) cisplatin-containing liposomes
and (b) control liposomes.
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Fig. 5. HSQC spectrum of cis-Pt('>’NH3),Cl, in water (a), and (b) an enlargement of region I. (c) Schematic representation of the spe-

cies detected in the HSQC spectrum of *N-labeled cisplatin.

Pt(II) can undergo a two-electron disproportionation
to give solid Pt(0) and soluble Pt(IV) complexes, es-
pecially when they are heated in non-acidic solutions.
No black precipitate was detected in the samples,
suggesting that no Pt(0) was present, and no peaks
were observed in the '’ Pt NMR in the region be-
tween +1000 and —500 ppm, indicating that no
Pt(IV) complexes were present in the liposomal dis-
persion.

3.2. Analysis by 3P NMR

The 3'P NMR spectra of the liposome formula-
tions described in Table 2 were measured; they dis-
played the slightly asymmetric peaks typical of phos-
pholipid vesicles. The same samples were measured
by Pt NMR to verify their platinum content. At
room temperature, the 3'P peak observed was very

broad. This is in agreement with previous data of
vesicles composed of saturated phospholipids and
cholesterol in their liquid ordered phase, below the
gel-to-liquid crystalline phase transition temperature
(Tw) of the matrix lipids (7, = 52.5°C for HPC) [22].
At 60°C (above T, for HPC), sharp spectra were
obtained for both the control and platinum-contain-
ing liposomes. At 60°C, ~ 10 scans were sufficient to
produce reliable data with high signal-to-noise ratio
(Fig. 4). Peak analysis revealed somewhat asymmet-
ric peaks for both (skewness to the right), as is ex-
pected for phospholipid vesicles. Measurement of the
linewidths at half the height can serve as a criterion
for the interaction of the platinum with the phospho-
lipids in the formulation. Linewidths at half the
height (Av;/,) were determined at 60°C, and values
of 6.3 ppm and 4.2 ppm were obtained for the con-
trol and the cisplatin liposomes, respectively.
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Fig. 6. HSQC spectrum of cis-Pt('**NH3),Cl, encapsulated in
the liposomes; the peak denoted as ‘X’ is unidentified.

3.3. Analysis by HSQC

In a typical HSQC experiment we were able to
observe micromolar concentrations of cisplatin in
~20 min. In addition to the tremendous gain in
sensitivity, HSQC selectively detects only the protons
that are coupled to the '°N, thus ignoring all the
other protons in the solution (from the liposomes)
and simplifying the interpretation of the data. For
an overview of 'H-"N-HSQC NMR, see Section 4.2.

3.3.1. HSQC of " N-labeled cisplatin in water

The HSQC of cis-Pt(’>’NH3),Cl, in water is de-
picted in Fig. 5. The correlation peaks are located
in region I, which is characteristic of Pt(II) com-
plexes. There are no peaks in region II, where the
Pt(IV) peaks are expected. An enlargement of region
I (Fig. 5b) shows that there are three peaks (A, B and

1 2
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Fig. 7. HSQC spectrum of cis-Pt('>*NH3),Cl, following encapsu-
lation in the presence of a histidine buffer; peaks 1-7 are attrib-
uted to cis-Pt('>NH;),Cl,-histidine species.
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Fig. 8. HSQC spectrum of cisplatin following incubation with
N-acetylhistidine.

C) and each peak has additional satellites (Al’, A1”,
A2’ and A2"). The satellites result from the spin-spin
coupling between the Pt (33% natural abundance)
and the protons/'>N [23]. Peak A belongs to cis-
Pt(’'NHj3),Cl,, where the two equivalent nitrogens
give rise to a single peak. Peaks B and C belong to
a single complex of cis-[Pt(:>’NH3),Cl(H,O)]*, where
peak B is ascribed to the nitrogen that is trans to the
aqua ligand, and peak C to the nitrogen that is trans
to the chloride ligand (Fig. 5c). The '»Pt-’N cou-
pling constants can be measured from the distance
between A1’ and Al”, and the ""Pt-'H coupling
constants can be measured from the distance between
A1” and A2". The hydrolysis reaction of cisplatin in
aqueous solutions is not easily observed by '®3Pt
NMR, but is easily observed by HSQC. The results
obtained here are consistent with those reported in
the literature [23] (J('H-'""Pt) ~ 64 Hz, J(">N-1%Pt)
~ 320 Hz).

3.3.2. HSQC of "> N-labeled cisplatin encapsulated in
liposomes

HSQC spectra of cis-Pt(*>’NHj3),Cl, passively en-
capsulated in the aqueous phase of ~100 nm LUV
appear almost identical to the spectrum of the free
drug. Buffers, such as histidine, were added after the
encapsulation was complete, and all excess drug was
removed. However, there is one small difference be-
tween the spectral details of the HSQC of the N-
labeled cisplatin in water and in the liposomes: the
distance between the satellite peaks in the N lipo-
somal cisplatin is somewhat smaller than in the non-
encapsulated compound. The spectrum does not dis-
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Table 2

Liposomal formulations used for 3'P and ' Pt NMR spectroscopy

P (mg/ml)  Phospholipids (mM) Total lipids (mg/ml) Pt (mg/ml) Size* (nm) Avy; (60°C) (ppm)
Control-SSL 2.65 86 109 - 104 6.3
Cisplatin-SSL 9.75 315 403 1.8 116 4.2

2All size distributions were unimodal, S.D. did not exceed 15%.

play any peaks in the Pt(IV) region, indicating that
the process of encapsulation of cis-Pt('>’NHj3),Cl,
into the liposomes did not cause disproportionation
of the cisplatin (Fig. 6). In addition, the lack of a
ISNH; peak in the spectrum suggests that no deam-
ination (loss of the N ligand) occurred and that all
the Pt(II) complexes can be accounted for by the
HSQC experiment. Visible in the spectrum are the
expected cisplatin peaks, as well as an unidentified
peak (marked X); HPLC chromatograms of these
samples detected only very minor impurities (<< 5%)
(results not shown).

3.3.3. HSQC of " N-labeled cisplatin encapsulated in
liposomes in the presence of a histidine buffer

The 'H-N-HSQC spectra revealed peaks addi-
tional to those of the N-labeled compound after
exposing the N-labeled drug to histidine (Fig. 7).
Further experiments in which the "N-cisplatin was
exposed to known quantities of histidine during lipo-
some preparation indicated that these foreign peaks
could be attributed to binding of the drug to the
histidine in the buffer during the encapsulation pro-
cess. We chose to test the reactivity of the '*N-la-
beled cisplatin towards biological buffers. Protected
N-acetylhistidine was used in order to eliminate the
contribution of the histidine amino group. Following
24 h incubation of a 1:1 mole ratio of ’N-cisplatin

Table 3
Quantification of cisplatin content by NMR and AAS

and N-acetylhistidine, various new peaks appeared,
probably belonging to cisplatin-histidine species (Fig.
8). These results were further verified by means of
HPLC; the chromatograms obtained indeed verified
the presence of a cisplatin-histidine species (~ 20—
30% of the platinum detected) (results not shown).
No additional peaks were detected when the '°N-cis-
platin was loaded into the liposomes in the absence
of histidine or when histidine was added after the
unencapsulated drug was removed (see Section
2.2.1). Similar results were obtained when N-BOC-
methionine was incubated for 24 h in the presence of
SN-cisplatin, at a 1:1 mole ratio.

3.4. Solubility studies

3.4.1. Visual precipitation studies

Visual assessment showed that the solubility
of cisplatin is temperature dependent. At 4°C,
1 mg/ml cisplatin was completely soluble; at 37°C,
2 mg/ml; at 65°C, 8§ mg/ml. No yellow precipitation
of cisplatin was detected in any of these cases.

3.4.2. Solubility studies in the aqueous phase and in
the presence of ethanol
We compared the solubility of cisplatin at 1 and
8 mg/ml at room temperature and at 65°C (which are
the relevant temperatures for encapsulation of the

Weighed cis-DDP (mg/ml)

cis-DDP calculated by AA (mg/ml)

cis-DDP calculated by NMR (mg/ml)

18°C 37°C
1.5 1.5 1.4 1.4
2.0 2.0 1.8 1.8
2.3 2.3 2.1 2.1
5.1% 3.7° 2.1 32

2At 60°C, all 5.1 mg/ml cis-DDP could be quantified by > Pt NMR.

®Only 3.7 mg/ml of cis-DDP is accounted for, since some precipitation occurs during the AA measurement, carried out at room tem-

perature.
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Table 4
9Pt NMR linewidths at half the height measured for 2 mg/ml
cisplatin in the presence of 2PEG

2000PEG concentration (%) Linewidth (Hz)

0 939.351
5 759.275
10 604.318
20 498.031
40 283.973

drug in liposomes) in 0.9% NaCl and in 20% ethanol
in 0.9% NaCl. At 1 mg/ml, cisplatin was soluble
under all conditions. At 8 mg/ml, most of the cispla-
tin precipitated at room temperature, but most was
soluble at 65°C. Heating, followed by a decrease to
room temperature, led to the precipitation of most of
the 8 mg/ml of the cisplatin which was dissolved at
65°C, in both the absence and presence of 20% etha-
nol.

3.5. Quantification of cisplatin content by ' Pt NMR

The level of cisplatin in different liposome prepa-
rations was quantified using '>Pt NMR spectrosco-
py and AAS. The platinum content measured by
NMR was verified by AAS (Table 1).

3.6. Effect of " PEG on solubility and linewidth of
cisplatin as measured by ' Pt NMR

3.6.1. Effect of " PEG on solubility of cisplatin
The experiment was carried out at room temper-
ature to isolate the effect of the 2°“"PEG and exclude
the contribution of a rise in temperature. Solubility
was studied using both visual precipitation and '*>Pt
NMR measurements (see Sections 3.4 and 2.4.1).
Cisplatin, 5 mg/ml, was dissolved in the presence of
increasing concentrations of 2°PEG (10%, 20% and
40% 2°PEG). In the presence of 40% 2°°PEG, sol-
ubility was achieved fastest. Ten percent 2*PEG
had almost no effect on the solubility at RT, as the
integrated peak observed was equivalent to ~2.1
mg/ml cisplatin, which is the established solubility
of cisplatin at this temperature. Increasing the con-
centration of 22PEG up to 40% increased the sol-
ubility of cisplatin at RT by ~60%, reaching ~ 3.3
mg/ml, as observed by NMR. The insoluble cisplatin

precipitated as a yellow solid at the bottom of the
NMR test tubes.

3.6.2. Effect of " PEG on the linewidth of the
cisplatin peak in ' Pt NMR

Table 4 shows the effect of increasing the concen-
tration of 22PEG on the linewidth of the cisplatin
peak. The experiment was carried out at room tem-
perature to isolate the effect of the 2°“”PEG and ex-
clude the contribution of a rise in temperature. It was
found that as the *PEG concentration increased,
the linewidth decreased.

4. Discussion

In order to reach tumor sites in a therapeutically
significant way, liposomal formulations must have a
sufficient and stable drug load, as well as long circu-
lation time. The liposomes should be small enough
(~100 nm) so that they can extravasate into the
tumor tissue [15,16,24]. A size of ~ 100 nm imposes
a limitation on the drug loading, especially when it is
passive. The solubility of the drug is limited, and the
drug has low affinity to the lipid membrane. To im-
prove the drug-to-lipid ratio, drug loading was per-
formed at high temperatures (60-65°C), at which the
drug solubility is ~8 mg/ml (4-fold higher than at
room temperature). On completion of the prepara-
tion of loaded LUV, the temperature was lowered to
4°C, a temperature at which the drug solubility is
limited to ~1 mg/ml. This preparation, in which
the drug concentration exceeds its solubility by
8-fold, raised a question regarding the physical state
of the drug and its stability inside the liposomes dur-
ing storage at 4°C. Another important question is
related to the drug-lipid interaction: if and how the
liposome formulation affects the drug and, in turn,
how the drug affects the liposomes. Through the ap-
plication of various NMR techniques, including
195pt, TH-N-HSQC and *'P NMR, we were able
to gather information in an attempt to answer these
questions.

4.1. Effect of cisplatin on liposome lipids

3'P NMR was used to verify the state of phospho-
lipids in vesicle membranes as well as to verify the
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homogeneity of liposomal preparations with respect
to size distribution and number of lamellae
[22,25,26]. Comparison between the cisplatin-con-
taining LUV and the control, cisplatin-free LUV
shows that they differ, although both liposome prep-
arations have identical lipid concentration and sim-
ilar size distribution (see Table 2). This suggests
at least minor interactions between the cisplatin
and the phospholipid, as Av;,, Pt-liposomes (4.2
ppm) <Av;, control (6.3 ppm). The linewidth data
are in good agreement with many previously re-
ported 3'P measurements of 100-200 nm diameter
LUV (ie., Av;, =5 ppm for egg PC/DSPG, 85:15)
[26]. Such linewidths suggest lack of contamination
with MLV, while the shape of the peaks clearly
shows that there are no phospholipids in a hexagonal
type II state [26]. Factors such as the vesicle size, the
grafted PEG moiety or the presence of ethanol are
ruled out as an explanation for the difference in Avy
since they are present and similar in both the cispla-
tin-free and the cisplatin-containing formulations.
Therefore, it is likely that a direct or indirect inter-
action between the drug and the phospholipids, as
well as the effect on hydration due to the preferential
distribution of cisplatin in the PEG layer near the
phospholipid head group (see Section 4.3), are re-
sponsible for the differences in Av/,. Further experi-
ments are necessary in order to clarify the nature of
this interaction.

4.2. Effect of liposomal encapsulation on the chemical
stability of cisplatin

195pt NMR spectroscopy provides information on
the oxidation state of the metal and on the nature of
the four ligands in platinum’s first coordination
sphere. This is due to the fact that the chemical shift
range of Pt complexes spans several thousand ppm
and that the chemical shift is sensitive to both the
oxidation state of the Pt (I and IV) and to the na-
ture of the atom which is bound to the Pt. Pt
NMR is considered one of the most powerful tools
for characterizing platinum complexes. The draw-
backs of platinum NMR stem from the low natural
abundance of the 195 isotope (33%) and from the
chemical shift anisotropy (CSA) relaxation pathway
of the Pt complexes. The quadrupole moment of the
4N ligand causes the peaks to broaden such that the

peak width at half-height (o, ;) for K,PtCly is ~ 50
Hz, for Pt(NH;),Cl, it is ~200 Hz; while for
Pt(NH3)4 it is ~ 1150 Hz. The broadening of the
peaks masks any information about couplings to
the nitrogen ligands (and to the protons) and reduces
the signal-to-noise ratio of the spectrum. Moreover,
195pt NMR spectroscopy cannot be used to study the
binding of Pt complexes to biopolymers since the
slow rotational correlation time will broaden the
peaks beyond detection.

While 1Pt NMR spectroscopy provides informa-
tion on the oxidation state of the Pt complex and on
the nature of atoms in the first coordination sphere,
it cannot distinguish between a water ligand, a car-
boxy ligand or a phosphate ligand, since they all
bind the Pt through an oxygen atom. N NMR
spectroscopy has been used in conjunction with
195pt NMR spectroscopy to provide the missing in-
formation [23,27]. The "N chemical shift and the
N-193Pt coupling constants are sensitive to the li-
gand that is trans to the N [28]. The lack of *N
causes the !°°Pt resonance to be sharp, and the cou-
pling constants ('3Pt-1SN, *>Pt-'H) can be obtained.
While it is easy to prepare 'N-labeled cisplatin (cis-
Pt(’NHj3),Cl,), direct detection of the >N nucleus is
difficult due to its low sensitivity.

Inverse detection experiments circumvent the
above-mentioned problem by detecting the protons
that are coupled to ’N. This two-dimensional tech-
nique provides information about the chemical shifts
and coupling constants of the '’N, which depend on
the ligands in the first coordination sphere of the Pt,
and on its oxidation state. The main advantage of
using N-labeled cisplatin is the ability to apply het-
eronuclear single or multiple quantum coherence
(HSQC or HMQC) NMR techniques. HSQC and
HMQC are two-dimensional inverse detection meth-
ods that have the proton chemical shifts on one axis
and the N chemical shifts on the second axis.
HSQC and HMQC of !’N-labeled Pt complexes
have been used successfully to detect micromolar
concentrations of Pt complexes.

The initial formulations with the cisplatin included
the addition of a histidine buffer prior to encapsula-
tion in the liposomes. 'H-'"’N-HSQC NMR is sensi-
tive enough to detect even the slightest impurities in
the sample. This was the case with the histidine buff-
er that was used in the process of platinum encapsu-
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lation in the liposomes. It is known that some amino
acids, such as histidine and methionine, may react
with cisplatin [29]. These associations are irreversible,
thus making the drug unavailable and ineffective,
once bound. To avoid any inactivation of cisplatin
by histidine during the preparation of STEALTH
cisplatin, no histidine buffer was added until the en-
capsulation was completed, and any unencapsulated
drug was removed (see Section 3.3.3).

The incubation experiments we have carried out
suggest that there is no contact between the histidine
buffer and "N-cisplatin, and that in STEALTH cis-
platin, the liposomes do not leak and are very stable.
That is, there is no cisplatin associated with the ex-
ternal face of the liposome membrane, and the lack
of leakage of the '’N-labeled cisplatin from the lipo-
somes is proven by the fact that peaks belonging to
cisplatin-histidine species are not observed.

4.3. Physical state of liposome-encapsulated
cisplatin

A very important parameter to be determined re-
garding the platinum encapsulated in the liposomes
is the drug-to-lipid ratio, and what fraction of the
liposomal drug is behaving like water-soluble cispla-
tin. In the case of cisplatin, it is expected that only
the soluble portion of the drug within the liposome
will be bioavailable to act upon cellular DNA; any
cisplatin precipitate may be considered as unavail-
able and ineffective. The comparative study we
have carried out indicated that, unlike atomic ab-
sorption spectroscopy, it was possible to use '°°Pt
NMR measurements in order to selectively quantify
the soluble cisplatin (see Table 3) and thus obtain a
clear indication as to the physical states of the cis-
platin contained in the liposomes. Any platinum in
the solid state (i.e., in a crystalline state or as a pre-
cipitate or even in a suspension of very fine particles)
would be undetected by Pt NMR, as lines will
broaden to such an extent that they would disappear
into the baseline.

The agreement between the Pt NMR and
atomic absorption data for STEALTH cisplatin in-
dicates that nearly all the cisplatin accounted for by
atomic absorption is also detected by Pt NMR,
and is therefore soluble in the intraliposomal aque-
ous phase. This suggests that at 4°C or at room

temperature, the intraliposomal concentration is
higher than 1-2 mg/ml, which is the bulk solubility
limit at these temperatures. Further, the NMR mea-
surements indicate that the solubility of free cisplatin
in the bulk at 18°C in the aqueous phase is limited to
~2 mg/ml, and is increased to at least 8 mg/ml upon
a rise in temperature to 60°C. These results are in
good agreement with the visual precipitation studies
performed (Section 3.4.2). The NMR studies, when
combined with the solubility measurements and
AAS, led us to conclude that the encapsulated cis-
platin does not precipitate in the liposomes. This
result is in good agreement with extended X-ray ab-
sorption fine structure (EXAFS) analysis performed
by Lasic et al. [30]. Since this finding was surprising,
it was imperative to try to determine the factors in
the preparation that yielded a solubility of cisplatin
that is normally obtained only at 65°C.

Ethanol is present during the first stages of lipo-
some formulation, and therefore its effect on the sol-
ubility of cisplatin had to be evaluated. The solubility
studies performed (Section 3.4.2) led us to conclude
that the presence of 20% ethanol did not improve the
solubility of cisplatin and is not responsible for the
higher than expected drug-to-lipid ratio.

Since ethanol had no effect as an enhancer of cis-
platin solubility, other parameters were explored.
The contribution of the grafted PEG was studied,
since PEG is known to affect solubility in both or-
ganic and aqueous media [31-34]. In STEALTH cis-
platin, the liposomes consist of 5 mole% °PEG-
DSPE. This high PEG concentration grafted in prox-
imity to the inner leaflet of the LUV, being in the
transition between brush and mushroom configura-
tions, and highly hydrated [35], can contribute to the
elevated solubility of cisplatin. Therefore, we have
tested the effect of 2°PEG on the solubility of cis-
platin by Pt NMR and by visual assessment stud-
ies. As the concentration of PEG in the solution is
increased, the amount of bound water increases ac-
cordingly, and the amount of unbound water is de-
creased. At 40% PEG, most of the water is bound to
the PEG (as hydration water [35]). The fact that the
solubility of cisplatin increases by some 64% (from
2.1 to 3.3 mg/ml) indicates that cisplatin is soluble in
the PEG hydration water and that its solubility in
this water is greater than its solubility in bulk water.
Therefore, in STEALTH cisplatin, the elevated sol-
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ubility of cisplatin suggests that at least part of the
cisplatin is found in the bound water layer. In addi-
tion, the water structure probably contributes to the
correlation time, f, as the linewidth (Avy)) is re-
duced with the increase in PEG from ~759 Hz at
5% PEG to ~ 284 Hz at 40% PEG (see Table 4). The
nature of this contribution has yet to be determined,
since it would be expected that the opposite would
occur. Since elevated concentrations of PEG increase
the viscosity of the sample, it would be expected that
lines would be broader, whereas the reported results
indicate reduced linewidths.

The intraliposomal water includes bulk water and
hydration water. For a lipid composition with fixed
levels of 2°PEG-DSPE, the liposome’s shape and
size will determine the ratio between bulk and sur-
face hydration water in the intraliposomal aqueous
phase. If a similar shape is assumed, then size alone
will be the determining factor. This can be expressed
as an area/volume ratio that increases as the lipo-
some size decreases. That is, the smaller the lipo-
somes, the larger is the relative fraction of water
associated with the PEG moiety. Therefore, the
smaller the liposomes, the higher is the relative sol-
ubility of cisplatin in the intraliposomal aqueous
phase. Also, the smaller the liposome, the higher is
the fraction of cisplatin in the PEG layer. Therefore,
Avy s, of the liposomal cisplatin should be shorter, as
is demonstrated in Table 1. The contribution of the
altered water activity with cisplatin is suggested by
the HSQC data obtained: (i) The only difference
between the spectrum of cis-Pt('"NHj3),Cl, passively
encapsulated in the aqueous phase of the liposomes
and that of the drug in the bulk medium is that the
distance between the satellite peaks is somewhat
smaller than in the former. (ii) In addition, no peaks
attributed to the aqua species are observed. The 3'P
NMR results described in Section 3.2 and the lack of
peaks attributed to the aqua species support the ex-
planation of ‘low’ average water activity inside the
liposomes, compared to the activity of bulk water.
This is not surprising, since the internal volume of
~ 100 nm liposomes is small, and the PEGylated
lipid, which binds ~180 mol water/mol 2*PEG
moiety [35], reduces the amount of unbound water
inside the liposome. The increasing size of the lipo-
some is accompanied by a net decrease in the ratio
between the volume of the PEG layer and the inter-

nal aqueous volume, as expected from the effect of
LUYV size on the area/volume ratio.

Other parameters which may explain the improved
cisplatin solubility in the intraliposomal aqueous
phase of STEALTH cisplatin include the increase
of liposome size by swelling and/or shape changes
after the liposome preparation was cooled down.
The liposome internal aqueous volume may also in-
crease during the cooling process due to a change in
liposome shape (i.e., from non-spherical to spheri-
cal). Overall, when the liposome size is increased,
the fraction of cisplatin present in the intraliposomal
unbound water is increased. The observed effect of
2000pEG on the linewidth of the cisplatin peak (Table
4) is in agreement with the inverse correlation be-
tween the LUV size and the width of the cisplatin
peak observed (Table 1). This phenomenon repeated
itself at both 37°C and at 60°C, yet was somewhat
more obvious at the higher temperature (Table 1).
This suggests a direct or indirect interaction between
the PEG moiety of the lipopolymer and cisplatin
(probably through water). As the liposome size in-
creases, the amount of unbound water within in-
creases, as there is an increase in the volume per
area. This argument further strengthens our sugges-
tion that cisplatin is also found in the bound water
within the liposome, although this by itself accounts
only for part of the improved solubility, leading to
the higher than expected concentration of cisplatin
found in the liposomes. It is highly likely that encap-
sulation in the small internal volume of the lipo-
somes leads to the formation of a special microenvi-
ronment which further contributes to the very high
drug loading and the higher than expected drug-to-
lipid ratio.

5. Conclusions

Our studies on STEALTH cisplatin show that
NMR is a powerful tool in the characterization of
drug-lipid interactions, the physical state of the drug
inside the liposomes, the chemical stability of the
drug, and the barrier properties of the liposomes.
Several conclusions stem from these NMR studies.

e As long as histidine is added after the drug encap-
sulation, cisplatin remains intact during the load-
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ing process. Encapsulated cisplatin resembles, with
minor differences, the parent compound dissolved
in the aqueous phase.

e All the cisplatin present in the liposomes behaves
like a water-soluble drug, and there is no indica-
tion of any insoluble drug. That is, the drug within
the liposomes does not precipitate or crystallize.

e Drug-membrane interactions exist but are mini-
mal.

e Drug encapsulated in the liposomes is very stable:
no efflux of drug or influx of medium components
was observed.

e Improved cisplatin solubility over bulk solubility is
explained by the contribution of the membrane-
grafted 22PEG and possibly by the small size of
the internal aqueous compartment.
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