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FORMULARIO UNICO DE OPOSICION
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ﬁ'?acrl% 2%1P?T%4N${EILII Eve: 379 FASENACIONALII
Act. 400 OPOSlOBSERVTER

MERCIO

-.00002-0000
Dep. 2020 DIR. NUEVASCR

Folios: 47

Qe

@ OPOSICIONA |
B Patente de invencion. : El Marca Colectiva.
O Patente de Modelo de Utilidad. B Marca de Certificacion,
B Diseno Industrial. : i ﬂ Lema Comerual
= Esquema de Trazacfo para Circuftos: lntegrados i
O Marcas de Produc:tos 0 Servmos ' B
%) Numero del expedlento 09120988
' SQ‘I_q(;‘na}r)te PANA("‘EA BIOTEC LIMITED
SOLICITUD -
PUBLICADA  Apoderado: _

Titulo de Ia nueva creac,mru

“FGRMAS DE DOSIS

o w | IDENTIFICACION
SOLICITANTE DII’QCCIOn Carrera 14 -44 Pis 7‘To‘|‘"r}e"‘b 1
Nacmnahdad 0 Domlcm G '
Lugar de Constltucu)n OLOMBIA :fC’E' | EI Otro D
* BARRANQUILLA | cul
Telstono: Fax: 4=
E.mail 236 84 95 /] Numero | 802, 006,279-4
Nombre: CIELO ANGELA PENA DENT'”““%
RODRIGUEZ ce. [x]
REPRESENTANTE | Direccion: CARRERA 13 No. 119-95
0 APODERADO CE [T ow []
Telefono:(571)213 12 13 Fax: (571)612 19 ; Cual
E-mail: negocios@optimum-co.com Numero 51.940.252  TP.82701

@ FUNDAMENTOS DE LAOPOSICION: |~ .~
Art.14,16,18,20 y 30 ¢ ision 486 de 1a CAN
No cumple con’ los requ1s1 os de patentablhdad

Causal:

Signo opositor:
Justificacion: : e Sy ‘
La presente sohcntud no cumpleicon losire: ‘u1s1t0mdel atentablhdad dado que lo
revelado, ya se encontraba en el estado dela técnica o es posible derivarlo de la
misma tal y como se demostrara en el capitulo “Fundamento de Hechos”.

2000-F04




® comprobante de pagoNo. = __
e ‘ ; i . d
® AnExos
Comprobante de pago de la tasa. /
Bl Poderes, si fuere el caso.
Kl Pruebas de los tundamentos de la oposicion.
B Documentos que acrediten el legitimo interes, si fuere el caso.
Documento que acredita la existencia y representacion legal de las partes, cuando sean
personas jurldicas.

Instrucciones para el diligenciamiento del presente formulario, ver reverso de esta pagina.
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Seiiora Jefe,
DIVISION DE NUEVAS CREACIONES

Superintendencia de Industria y Comercio

E. S. D.

Referencia’ : Expediente N° 09 120988 /

Asunto : Oposicion a la solicitud de patente de Invencién titulada
“FORMAS DE DOSIS MODIFICADAS DE TACROLIMUS”

Solicitante : PANACEA BIOTEC LIMITED

Opositora : GYNOPHARM S.A.

Publicada en la G?a de la Propiedad Ind}aﬁl
N° 612 del 29 de enero de 2010

Yo, CIELO ANGELA PENA RODRIGUEZ, abogada en ejercicio, identificada como
aparece al pie de su firma, con tarjeta profesional No. 82701 del Consejo Superior de .
la Judicatura, en mi condicién de apoderada de la sociedad GYNOPHARM S.A.
conformada bajo las leyes de la Republica de Colombia y domiciliada en la ciudad de
Barranquilla, Colombia, atentamente manifiesto que estando dentro del término de ley
y por orden expresa de mi representada, presento oposicion a la concesion del registro
de la Patente de Invencion titulada “FORMAS DE DOSIS MODIFICADAS DE
TACROLIMUS”, cuyo titular es PANACEA BIOTEC LIMITED, vy pido a Usted
declarar fundada esta oposicion y en -consecuencia negar el registro de la patente

solicitada.

Carrera 13 Ne 11995, Of. 104 Tel. (571)2 1312 13-62050 21 - Fax. (571) 6 1219 79
E-mail: negocios@optimum-co.com - www.optimum-co.com
Bogora Colombia
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1. INTERES PARA ACTUAR

Conforme a lo dispuesto en el articulo 42 de la Decision 486 de 2000 de la
CAN, estando dentro del término estipulado por la ley, manifiesto el legitimo interés
de nuestra representada para oponerse al registro de la patente de la referencia,
atendiendo a que la solicitud pretendida no cumple con los requisitos dispuestos en la
ley como se analizara mas adelante y de ser concedida afectaria directamente la
comercializacién de/‘ﬁéunos productos de mi representada, que contienen, en
particular tacrolimus. Por lo tanto, solicito respetuosamente a ese Despacho se sirva
tener en cuenta la presente oposicion dentro del tramite administrativo que se surte en

esta Superintendencia.

2. FUNDAMENTOS DE HECHOS

2.1.La solicitud objeto de la presente fue presentada el 27 de octubre de 2009
reivindicando prioridad bajo la solicitud IN2007MU0Q0583 del 2007-03-29; y fue
publicada en Colombia, en la Gaceta de la Propiedad Industrial N° 612 del 29 de
enero de 2010, cuya publicacion internacional corresponde a la W02009/022354
del 2009-02-19.

2.2.1a solicitud colombiana 09 120988 objeto de la presente oposicion, se refiere a
una forma de dosificacion de tacrolimus, de liberacion modificada que libera dos o
més cantidades de tacrolimus a la administracion oral; la primera cantidad de
tacrolimus se libera desde la unidad de dosificacion de liberacion inmediata en
forma substancialmente inmediata dentro de 0-2 horas, seguida por un intervalo de
tiempo desde 1-10 horas, durante el cual no se libera tacrolimus desde la forma de

dosificacion, después de lo cual se libera una segunda cantidad de tacrolimus,

Carrera 13 N 119:95, Of. 104 Tel. (571)2 1312 13- 6205021 - Fax. (571) 6 12 19 79
E-mail: negocios@optimum-co.com - www.optimum-co.com
Bogota Colombia
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desde la unidad de dosificacion de liberacion retardada, tanto inmediatamente, es
decir, dentro de 0,2 horas, como durante un periodo que varia de 2-12 horas desde
su liberacién inicial desde la unidad de dosificacion de liberacion retardada. La
forma de dosificacion puede comprender ademds una cantidad adicional de
tacrolimus para proveer un pulso adicional de tacrolimus. Las formas de
dosificacion de tacrolimus exhiben biodisponibilidad mejorada y reducen el “flux”
o fluctuacion sobre composiciones existentes de tacrolimus. También se describe

un procedimiento para preparar las formas de dosificacion.

2.3.Ahora bien, con base en el articulo 14 de la Decision 486 de la CAN consagra lo

siguiente: “Los paises miembros otorgardn patentes para las invenciones, sean de producto o
procedimiento, en todos los campos de la tecnologia, siempre que sean nuevas, tengan nivel
inventivo y sean susceptibles de aplicacion industrial”. Asi las cosas, las invenciones
objeto de patente deben ser nuevas y tener nivel inventivo. Bien, pues antes de la
fecha de prioridad de esta solicitud se encuentran los siguientes documentos que

afecta la patentabilidad de la presente solicitud:

¢ DI: US2006159766 publicada el 20 de julio de 2006.

2.4.Ahora Dbien, el documento DI, particularmente en la descripcion revela

composiciones de tacrolimus en nanoparticulas. Segun este dcoumento D1, revela
la composicion que comprende particulas de tacrolimus que pueden tener un
tamano efectivo medio de particulas de menos de 2000 nm y al menos una
superficie del estabilizador. Particularmente, en el parrafo 10168] revela las formas
de dosificacion de liberacion modificada de tacrolimus que incluye un componente
de liberacion inmediata que da lugar a un primer pico en ¢l
perfil de plasma y un componente de liberacion modificada, dando lugar a un

segundo pico en el perfil plasmatico. Igualmente en el documento anterior D1, se

Carrera 13 Ne 11995, Of. 104 Tel. (571)2 13 12 13 -6 205021 - Fax. (571) 6 12 19 79
E-mail: negocios@optimum-co.com - www.optimum-co.com
Bogota Colombia
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sefalan formas de dosificacion de drogas como el tacrolimus, en el que las dosis de
medicamentos se liberan en intervalos espaciados de tiempo mediante la
formulacion de un componente de liberacion inmediata y un componente de
liberacion retrasada y donde se evidencia el uso de los estabilizadores de superficie,
asi como recubrimientos de liberacion modificada y materiales de matriz de
liberacion modificada. Asi las cosas, .como lo evidencia dicho documento D1, la
presente solicitud no es novedosa pues lo revelado ya se encontraba en el estado de
la técnica.

2.5.En consecuencia y de acuerdo a lo descrito anteriormente, se deriva que la solicitud
colombiana 09 120988 no puede pretender un monopolio por patente toda vez
que lo que pretende no cumple con uno de los tres requisitos necesarios para su

proteccion.
2.6.Que por consiguiente, respecto a la solicitud pretendida se tiene que:

2.6.1. CARECE DE NOVEDAD: Segiin la decision 486 de la Comunidad Andina de

Naciones, Articulo 16.- “Una invencion se considerard nueva cuando no estd
comprendida en el estado de la técnica. El estado de la técnica comprenderd todo lo que
haya sido accesible al piblico por una descripcion escrita u oral, wutilizacion,
comercializacion o cualquier otro medio antes de la fecha de presentacion de la solicitud
de patente o, en su caso, de la prioridad reconocida.”. A la fecha de prioridad, 29 de
marzo de 2009 ya era conocido, pues como se demostro, era parte del arte
anterior con base en el documento DI, una forma de dosificacion de
tacrolimus, de liberacién modificada que libera dos o mds cantidades de
tacrolimus a la administracién oral, sobre el cual busca proteccion en el

capitulo reivindicatorio.

Carrera 13 Ne 119:95, Of. 104 Tel. (571)2 13 12 13 - 6 20 50 21 - Fax. (571061219 79
E-mail: negocios@optimum-co.com - www.optimum-co.com
Bogota Colombia
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2.7. Dado lo anterior, es posible deducir que la solicitud y lo reivindicado no es
objeto de patentabilidad pues es contrario a lo que dicta la Decision 486 de la
Comunidad Andina de Naciones, Articulo 14.- “Los Paises Miembros otorgardn
patentes para las invenciones, sean de producto o de procedimiento, en todos los campos de la
tecnologia, siempre que sean nuevas, tengan nivel inventivo y sean susceptibles de aplicacion
industrial.”. La solicitud pretendida no cumple con uno de los tres requisitos de

patentabilidad.

2.8.  Por todo lo anterior, atentamente solicito a usted que se sirva declarar fundada
la presente oposicion y en consecuencia negar el registro a la solicitud de patente
titulada “FORMAS DE DOSIS MODIFICADAS DE TACROLIMUS”, cuyo
titular es PANACEA BIOTEC LIMITED, solicitud Colombiana que aparecio
publicada en la Gaceta de la Propiedad Industrial N° 612 del 29 de enero de 2010.

3. PRUEBAS

De conformidad con lo dispuesto por las normas vigentes, solicito a usted. tener

como prueba en este asunto los siguientes:
e DI1:US2006159766 publicada el 20 de julio de 2006.
4. FUNDAMENTO DE DERECHO
Fundamento esta observacion en las normas legales siguientes:

4.1. Numeral 1 del articulo 586 del Codigo de Comercio.

Carrera 13 No 11995, Of. 104 Tel. (571)2 131213 - 62050 21 - Fax. (571)6 1219 79
E-mail: negocios@optimum-co.com - www.optimum-co.com
Bogota Colombia
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4.2.  Articulo 42 de la Decision 486 de la Comision del Acuerdo de Cartagena.
4.3.  En las demds normas concordantes.
5. ANEXOS

Para los efectos correspondientes anexo al presente escrito los siguientes documentos:

1. Poder para actuar en el presente.

Documento que acredita al representante legal de GYNOPHARM S.A.

Recibo de caja del respectivo pago de tasa.

Rl

Copias de los documentos:

e DI1: US2006159766 publicada el 20 de julio de 2006.

Carrera 13 N° 11995, Of. 104 Tel. (571) 2 1312 13- 62050 21 - Fax. (571)6 1219 79
E-mail: negocios@optimum-co.com - www.optimum-co.com
Bogota Colombia
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6. NOTIFICACIONES

Para efectos de notificaciones que por disposicion del articulo 50 del Decreto
01 de 1984 debe hacer su Despacho, informo que mi representada y la suscrita
recibiremos notificaciones en la Secretaria de su Despacho o en mis oficinas situadas

en la Carrera 13 Ne 11995, Of. 104 de esta ciudad de Bogoti.

. Senor Superintendente,

N

L:éﬁ“‘"
.

CIELO ANGELA PENA RODRIGUEZ
C.C. 51’940.252 de Bogota
T.P.A. 82701 del C.S. de la].

*

Carrera 13 Ne 11995, OF. 104 Tel. (571)2 131213 - 62050 21 - Fax. (571) 6 12 19 79
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Bogota Colombia



SUPERINTENDENCIA DE INDUSTRIA Y COMERCIO

RN SRNn
No. 09-120988- -00002-0000

0

@
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e CONSIGNACTION $tiny

DEPOSITANTE TIPD PABD BANCD CUENTA Na. PAGD FECHA P&O Vr. PASD
GYNOPHARM §.A. CONSIGNACION  BANCO DE BOGOTA 042754387 173531245 12/04/2010 295,000,00
GYNOPHARM S.A. CONSIGNACION  BANCO DE BOGOTA 042754387 173531256  12/04/2010 293,000.00
GYNOPHARM §.8. CONSIGMACION  BANCO DE BOGOTA 042754387 173531260 1270472010 293,000,00
GYNOPHARM S.A. CONSIGNACION  BANCO DE BOGOTA 042754387 175496020 12/04/2010 293,000.00
GYNOPHARM §.4. CONGIGNACION  BANCO DE BOBOTA 042754387 175496926 12/04/2010 293,900.00

may £ 0DNCEPT D ot

CANT. RENTISTICO CONCEPTO

TOTAL CONCEPTO

1 50005-01-04 PRESENTACION DE DBSERVACIDNES /////// 12 MARCAS Y LEMAS COMERCIALES
TATAL :

SON:  DOSCIENTOS NOVENTA ¥ CINCO MIL PESDS

AESPONSARNE.:
+

RECIBD DE CAJA APLICADD AL EXPEDIENTE No.

295,0400

$ 295,000.00
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Yo, LUIS PALACIOS ARAGON, mayor de edad y vecino de la ciudad de Barranquilla
(Colombia), identificado como aparece al pie de mi firma; quien en el presente AdO}mento
actua en calidad de Representante Legal de la sociedid GYNOPHARM S.A¢ sociedad

legalmente constituida y domiciliada en la ciudad de "Barranquilla (Colombia), por el
presente documento otorgo a la doctora CIELO ANGELA PENA RODRIGUEZ,

No. 82701 del C.S. de la J., poder especial, amplio y suficiente, para presentar ante ese
Despacho una remisién de informacion a la solicitud de patente No. 09 120.988, titulada
“FORMAS DE DOSIS MODIFICADAS DE TACROLIM}IS'(, cuyo titul
es PANACEA BIOTEC LIMITED, publicada en la gaceta No. 612 del 29 de ene&
2010.

Nuestro apoderado queda facultado, de manera expresa, para realizar todo tipo de actos
necesarios para llevar a cabo el tramite de dicha remision, incluyendo, sin limitacion,
preparar y presentar solicitudes, hacer declaraciones, pagar tasas, contribuciones, ©
impuestos, recabar los titulos o certificados. Asimismo quedan. autorizados | para 1mpugmr
administrativa todo lo que fuere resuelto en el expediente a que se hace expresa referencia
en el presente poder, con todas las facultades generales y espemﬁcas que fuera requerido
para ella. ot
De la misma manera, ademés de las facultades que le confiere la naturaleza del presente
mandato, se encuentran facultados para recibir, desistir, transigir, sustituir, y reasumir el
presente poder, incoar acciones, interponer recursos y demas facultades conferidas por la

(Colomblg SchBR ZiQ LQ1e1 mes de ___ de 2010.

CIELO ANGELA PENA RODRIGUEZ
C.C. 51’940.252 de Bogota
T.P.A. 82701 del C.S.dela].

. L. o . , N . TN
abogada en ejercicio, identificada como aparece al pie de su firma, con tarjeta profesional *

L]

M
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CERTIELCADO NACIONAL

CAMARA DE COMERCTO DI BARRANQUIT.LA

FECHA: 2010/04/08 HORA: 15:57:11

OPFRACION: 01JES0408254 PAGINA: 1
E I R T B R O I S e O I S P L g e o T U T e ey
CERTTIICADO DE EXILISTENCLA Y PEPRESENTACION LEGAL O DE INSCRIPCION DE
DOCUMENTOS .
EN  JUNTQ DE ESTE ANO  3F RIKGTRA  JUNTA DIRECTIVA DE T.A CAMARA DFE
COMERCTO. LAS INSCRIPCIONES DIY CANDIDATOS DEBEN HACERSE EN LA PRIMERA
QUITNCENA DIV MAYO. PARA  INFORMACTON  DETALLADA  DIRTGIRSE A LA SEDR
PRINCEEAL O COMUNTCARSE AL STGUEENTE TRIEFONO: 2303718-3303716.
Bl SUSCRITC  SECRETARLIO DR LA CAMARA DE COMERCIO DE BARRANQUILLA, CON
FUNDAMENTO EN LAS INSCRTPCTIOMES DEL RFEGISTRO MERCANTIL:
CHRRTTFTCA

551 del 17 de Dic/bre de 1997,
oltorgada en  la NobLawia 3a. de Parganquilla, inscrito(as) en esta
de 1997 bajo ¢l No. 72,965 del

Que  por lIscritura bl ica  No. 3
. . !

Comara  doe  Comercin, ©L 18 do Dic/hre

libhro respectivo, fue constitulda la

anonima denominacda  GYNDIPHARM &.A. , .
CHr R T D F LG AL

Que  dichae  sociedad ha Bidolreformada'pdr;laﬁ siguientes escrituras

v/in document os privaddos:
Numeto  aaaa/mn/dd Notaria No. Insc o Reg aaaa/mmn/dd
R372 0 1999/03/25 Notavia Ea.mdmuBarranquilla 80,373 1999/04/13

CTPRTLFEFTCA

Que de acuerdn  con la(s) escritura(s) arriba citada(s), la sociedad

se rige por las siguientes disposiciones:

DENOMINACION O RAZON s50CTIAL:

GYNOPHARM 5. A o o o o o e e e e e e e e e e e

DOMTCTLTO PRINCTPAT: Parranguilla.

NIT Ne: 802.006,279-1.

MATRTCULA MERCANT LT 24%, 470,
CERY L F1CA

Direc~ion para notificaciones jndiciales:

CR 19 C No 80 - 125 OF ~12.

L he da cindad de Rarranquilla.

Chrreo electronico: mvenegas@gynopharm.com.co
Pagrina Wrlb:
CERTIFICA
DURACTON: L términe de  duracidon de la sociedad se fijd hasta el
TR CONT TR **x

12

WPRES FeN LEGTS ST JGO.01E38-9 TEL: 41255 253 « 890/0/ M
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l¢ de Dic/bre de 2047.
CERTIFICGCHA .

OBJETO SOCIAL: a) La fabricacion de capsulas y otro productos simi-
lares a partir de materiales Lales como gelatinas u olros de distin-
ta naturaleza, gque puedan ser utilirzados como envases ¢ recipilentes
de productos vy sustancias quimicas, Tarmaceulticas y cosnecicas, para
uso y consumo humano y veterinario. b) La investigacion, desarrollo
y fabricacion de toda clase de productos y sustancias quimicas, far-
maceuticas y cosmeticas para uso y CONsSumo humano, animal v vegelal.
c) La compra y venta de meterias primas , insumos y produclbos inter-
medios necesarios para’ los procesos de fabricacion de sustanclas
quimicas, farmaceuticas vy cosmeticas, asi como la comercializacion
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CERTTITCADO NACTLONAL
CAMARA DF COMRRCTO DE BARRANQU I TA
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OPERACTON: 01JK504082549 PAGINA: 3
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operaciones  cowerciales  gqoe  calebre con terceros relativas a su ob-
jeto;  celeobrar v o ejecutar todo tipo de actos y contratos neccesarios
para degsarrollar  sus operacioes; givar, aceptar, otorgar y protestar
Lodoe  tipo de Lituleos wvalores e instrumentos negociables; comprar,
vender vy  consLitulr gravamenas sobre bienes muebles e inmuebles; de-
siagnar  reprosentanteos o apoderados en el pais y en el exterior y, en
general, vealizar cualguier acto o negocio que sea necesario o con-
venientse para el desavrello de su objeto social y para la mejor pro-
Leccion de sus inleresss corporalivos ¢ 1o de sus soCcios.————=—————=—-
R el CA
CAPTIAL o CToNre Acgionest. Valor Acciédn

(G

Autorizacde : - S
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CERTIEFICA

ADMTNILSTRACTON: Seoran funciones de la junta directiva, entre otras:

MiLorizar cualaquier anin o conbrato cuya cuantia sea superior al

equiva'erle en poesos  Solombianns a cincuenta mil dolares de los Fs-
tados Unidos de America (Us5L,0.000.00), liquidados a la tasa de cam-
bio repLesentativa del mercado vigente el dia en que se surta la
aprobacion vy  para enajenar o gravar bilenes inmuebles y demas activos
fijos de 1a socicdad, cuslquicra que sea la cuantia de la transac-
cion. Las demas que le sean propias y no esten atribuidas a otro or-
gano social vy las que le carraspondan en virtud de la ley. la socie-
dad Llendra un  Gorenle  Generval, quien ejercera la administracion vy
vepresentacion  legal  do o la sociedad v tendra las siguientes atribu-

cioncs, entre otras: Bjeracy la representacion legal de la sociedad

en o todos los  aclos vy conlralos que se requieran para el desarrollo

zudéJ ohjelo  cowial, de conformidad con lo previsto en las leyes y;en

tos proesentes  estalulos. Aprobar y celebrar en nombre de la sociedad

toda acto o contrato cuya cuanlia sea igual o inferior al eguivalen-

Lo  an pesos Colowmbilanos a cincuenta mil dolares de los Estados Uni-
FrECCONTINUA ***
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dos de America (US$50.000.00), liquidados a la tasa de cambio repre-

sentativa del mercado vigente el dia en gque se¢ surta la aprobacion o
celebracion del acto. Para enajenar, & cualquier titulo, bienes in-
muebles de la sociedad o constituir gravamenes scobre los mismos, de-
bera obtener la aprobacion de la junta direciiva, cuaiguiera que sea
la cuantia de la transaccion; ¢ las demas funciones gue lo corres-—
pondan como representante legal por disposicion de la ley, de estos
estatutos o de la junta directiva. El Gerente General tendra un su-
plente, designado por la Junta directiva, quien lo reemplazara con
identicas facultades en sus falt agrtempora]es, absolutas o meramente

& la ausencia

acciedentales, sin que sea ne@esl acreditar

del principal . ——==mmmmm e 4:9 ———————

Que segun Acta No. 15 del 18 de Febrero d 008 correspondiente a
la Asamblea de Acc1onjetds en Bogota, de la so
GYNOPHARM  S.A.-—————=—=—== ot e o -
cuya parte pertinente se ins&r;bié§ en esta Camira de Comercio, el
25 de Febrero de 2008
hechos los Siguientes:ndmbrami@ntos; SR
CLASE: Y JUNTA DIRECTIVA

ajo el No. 137,919 del libro respectivo, fueron

Principales
1. Llobet Poal Manuel Ceorxrrxx) 4 670,196
2. Zanatta Reherman Lecnardo Andres CC o Arrxxkxl) 60,271
3. Munoz Marroguin Diego CC.rxxkxxxxT (88, ZJZ
4. Montealegre Gonzalez Andres Leonardo Cooxxxxx*x7G 950,76
Suplentes v
1. Agudelo Pelaez Luis Hernando CCLoArxkxa] A 238,997
2. Aroca Almanza Arleth Ayelina CCx*xFxxx3g 718,415
2. Penaranda Urbina Adriana Paola CCox*x*x»xxh3 120,683
4. tovar Vasquez Ruth CCLorrexaxBln 175,756

CERT LML CA
Que segln Acta No. 18 del 30 de 2ctubre de 2003 corzespondiente a
lta Junta Directiva en Barranguilla, dc la socliedad: GYNOPHARM S.A.
cuya parte pertinente se inscribid en esta Cédmara de Comercio, el
06 de Nov/bre de 2003 bajo el DNo. 107,783 del libro respectivo,
CErk CONTINUA ***
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fucron hechns los siguientos nombramientos:
Cargo/Nombre Identificacién
Gerente Geneoral. /
Palacios Aragon huis Aberto CR.****xd4%%370 788
CPFERTTIFICA
Qua gseglin Acta No. 49 del 02 do Marrzo de 2008 corraespondiente a la
Junte Directiva en Rarranquilla, de la sociedad: GYNOPHARM S$S.A.
cuya parte  pexbinentoe  se  inscribid en esta Cémara de Comercio, el
1T de Marzo de 2002 hajo el No. 138,342 del lihro respectivo,
fueron hechos los siguiantes nombramientos:

Cargo/Nombre S ‘ ' Tdentificacidn
suplente del  Gergnto.
Mollajoli Centurion Andres Fernando CE.*#*xxxkdx3n], 283

CTERTTFEYCA
Que  sequn  Acts  No. 19 del 30 da Abril de 2009 correspondiente a la
, de la sociedad: GYNOPHARM
S.A. cuya parle . paerlincnte se inscribld en esta Camara de Comercio,
el 27 de Mayo de 2009 bhajo ol No. 149,314 del libro respcctivo,
fueron hechos los sigulentes nombramientos:

Asamblea de  Accionmislags- en’ Barranqu:

Cargo/Nombre o ldentificacidn
Revisor [Miscal.
PENALOSA  AUDITORES & ASQCTADOS S .M. Ni.***xx830,095, 635
CERTIFICA
Que  por Documento  Privado del 11 de Mayo de 2009, otorgado en
Bogota por  Porialosa Auditores & Asociados S.A.  inscrito en osta
Camara de Comercio, e}l 27 de Mayo de 2009 bajo el Nro 149,315 del

| .

Libhro respactiveo,  (ueron hechos los siguientes nombramientos:

Cauvgo/Nowbr : Identiflicacidn
Designado: Revismor Fiscal Ppal
Padilla Rowero Lvan  Dario CC.**xx4x80, 025,798
Designado: Revizor Miascal Suplenle
Gomey,  Freciadoe Clara Judith CC.¥xxx*x50 YHYa4,226

CERT I FTCA
Qué  sequn Documento  Privade  doe fecha 10 de Octubre del 2.000, ins-
crito  en  esta Camora  doe Comeraio el 23 de Noviembre del 2.000 hajo
Sl CONTINUA B** '
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el No. 1.872 del 1libro repectivo, consta que el senor RUBEN MINSKI
GONTOVNIK C.C. No. 7.463.982, actuancdo como Presidente y represen-
tante legal de la sociedad GYNOPHARM 3.A., otorga Poder Rspecial,
Amplio vy Suficienta a KAREN JENNIFER FIGUEROA GCARCIA C.C. bMo. 32.-
732.070, para que en nombre y represe

ntacion de la =sociedad suscri-

ba todas 1las declaraciones cambiarias a que esta obligada CYNOPHARM

S.A., en el giro normal de sus negocilos vy operacionss sociales.-=-=-=-
CERTIFICA

Que segun Documento Privado de fecha 10 de Oclubre del 2.000, ins-—

crito en esta Camara de Comercio el 12 de junio del 2.00Z, kajo el
2.164 del 1libro respectivo;consﬁa qu:.el genor JORGE  CASTHELLANOS
MARTINEZ, identificado con C.C.No.19.460.
tante legal de la scociedad GYNOPHARM

0 )Q) detuando  como represen-
special Am-

plio y Suficiente a KAREN FIGUEROA ~ GAR , ada con la

dula de ciudadania No.32.732.070 de QJLZdHQUI la, mediante docu-
mento privado de octubf&alO/“OTO ingcritd  én  la Camara de Comer-
cioc de Barranquilla bajo el Wo.1.8%2 del libro respectivo, para
que en representacion de GYNOFARM 5.2, suscriba las declaracio-
nes cambiarias a “los que esta obligada GINOEARM S.A. en el giro

ordinario de sus negocios v operaciones Sociales.-—mreremmmmemm e
CERTIFICA

Que por Escritura Publica No. 2,404 del 28 de Mayo de 2009,
otorgada en la Notaria la. de Bogeota cuya parte pertlinente se
inscribié en esta Camara de Comercio, el 02 de Julio de 2009 bajo
el No. 3,948 del 1ibro respeClhivO, = = = s o s o oo i s s
consta que el sefor LUIS ALBLRTO PALACIOS ARAGON con No.319788,

en su calidad de Representante ILegal de GYNOPHARM S.A., manilfesto

que confiere poder general, amplio y suficiente a la Doctora —-----—--
CAROLINA MARIA ROMERO CERON, identifice
numero 52.352.190, para que en nombre

1da con cedula de ciudadania
la socicdad GYNOPHARM —---—-
ses de la sociedad Judicial vy

S.A., promueva vy defienda los inter

extrajudicialmente, en toda especie de gestiones y actuaciones ante

las autooridades administrativas o jurisdiccicnales cen especial —----

para: a) Recibir notificaciones de cualesquiera Tipo de actos -—-—----

emanados de las autoridades administrativas o dudiciales. b)) —~=—=—m=
*xACCONTUINUA w**
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T S N N N R O R O R O . T S N S S e O N N A SU AN O b O e I e S M b kS S S A I S O T A S N
Presentar rtecursos por  la  via adwministrativa o judicial, renunciar
a terminos, desistir, conciliar, transigir y modificar. ¢) LElevax
peticiones v golicitar informacion a las avtoridodes -———-—-————m---—~
administrativas y  Jurisdiccionales d) Presentar demandas anlte las

aulLoridades adminisbLralivas v Judiciales.————-==—-mmmmm e m e
»
Qua  en  esta Camarae do Comeraio no aparecen inscripciones posteriores
reforma, disolucidn, liquidacidén o

de documentos  refeorontes  a

nombramiantos de representanltes legales de la expresada sociedad.
crnRrRTIE T CA

Que 50 Ultima Renovaclién fue el: 31 de Marzo de 2010.

La informacion  sobre  embargds ‘de . establecimiento se suministra en

Certificados do Matricunla, la de contratos sujetos a registro, en

Cortificados Vspociales. L - :

LCRR TR TG

Que  los  aclos de .regisbro  aqul cettifiéado%-quedan en firme cinco

dias  habiles  despues de  la “corvrespondlent@ inscripcidn, sliempre

que, dentro de  digho término, no sean objeto de los recursos de

reposicidn anta  esta entiddd, vy/o de .apelacién para ante la

Superintendencia de Industria vy Comercio.

'“WWWJKI&WQEETQJ”“j}

g
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ABSTRACT

The present invention is directed to nanoparticulate 1acroli-
mus compositions. The composition comprising tacrolimus
particles having an effective average particle size of less than
about 2000 nm and at least one surface stabilizer.
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NANOPARTICULATE TACROLIMUS
FORMULATIONS

FIELD OF THE INVENTION

[0001] The present invention is directed to nanoparticulate
compositions comprising (acrolimus. In two exemplary
embodiments of the invention, described are injectable
nanoparticulate tacrolimus compositions and enteric coated
oral dose nanoparticulate tacrolimus compositions, and
methods making and using the same.

BACKGROUND OF THE INVENTION

[0002] Background Regarding Nanoparticulate Active
Agent Compositions Nanoparticulate compositions, first
described in U.S. Pat. No. 5,145,684 (“the "684 patent™). are
particles consisting of a poorly soluble therapeutic or diag-
nostic agent having adsorbed onto or associated with the
surface thereol a non-crosslinked surface stabilizer. The
'634 patent also describes methods of making such nano-
particulate compositions but does not describe compositions
comprising tacrolimus in nanoparticulate form. Methods of
making nanoparticufate compositions are described, for
example, in U.S. Pat. Nos. 5,518,187 and 5,862,999, both
for “Method of Grinding Pharmaceutical Substances;” U.S.
Pat. No. 5.718.388, for “Continuous Method of Grinding
Pharmaceutical Substances;” and US. Pat. No. 5,510.118
for “Process of Preparing Therapeutic Compositions Con-
taining Nanoparticles. ™

[0003] Nanoparticulate compositions are also described,
for example, in U.S. Pat. No. 5,298,262 for “Use of lonic
Cloud Point Modifiers to Prevent Particle Aggregation Dur-
ing Sterilization:” U.S. Pat. No. 5,302,401 for “Method to
Reduce Particle Size Growth During Lyophilization;” U.S.
Pat. No. 5.318.767 for “X-Ray Contrast Compositions Use-
ful in Medical Imaging;” U.S. Pat. No. 5,326,552 for “Novel
Formulation For Nanoparticulate X-Ray Blood Pool Con-
trast Agents Using High Molecular Weight Non-ionic Sur-
factants:™ U.S. Pat. No. 5,328.404 for “Method of X-Ray
Imaging Using lodinated Aromatic Propanedioates;” U.S.
Pat. No. 5.336.507 for “Use of Charged Phospholipids to
Reduce Nanoparticle Aggregation;™ U.S. Pat. No. 5,340,564
for “Formulations Comprising Olin 10-G to Prevent Particle
Aggregation and Increase Stability;” U.S. Pat. No. 5,346,
702 for “Use of Non-lonic Cloud Point Modifiers to Mini-
mize Nanoparticulate Aggregation During Sterilization;”
U.S. Pat. No. 5,349,957 for “Preparation and Magnetic
Properties of Very Small Magnetic-Dextran Particles;” U.S.
Pat. No. 5.352.459 for “Use of Purified Surface Modifiers to
Prevent Particle Aggregation During Sterilization;” U.S. Pat.
Nos. 5,399.363 and 5.494,683, both for “Surface Modified
Anticancer Nanoparticles;” U.S. Pat. No. 5,401,492 for
“Water Insoluble Non-Magnetic Manganese Particles as
Magnetic Resonance Enhancement Agents;” U.S. Pat. No.
5,429,824 for “Use of Tyloxapol as a Nanoparticulate Sta-
bilizer,” U.S. Pat. No. 5,447,710 for “Method for Making
Nanoparticulate X-Ray Blood Pool Contrast Agents Using
High Molecular Weight Non-ionic Surfactants;” U.S. Pat.
No. 5.451.393 for “X-Ray Contrast Compositions Useful in
Medical Imaging:™ U.S. Pat. No. 5,466,440 for “Formula-
tions of Oral Gastrointestinal Diagnostic X-Ray Contrast
Agents in Combination with Pharmaceutically Acceptable
Clays:™ U.S. Pat. No. 5,470,583 for “Method of Preparing
Nanoparticle Compositions Containing Charged Phospho-

Jul. 20, 2006

lipids to Reduce Aggregation;” U.S. Pat. No. 5,472,683 for
“Nanoparticulate Diagnostic Mixed Carbamic Anhydrides
as X-Ray Contrast Agents for Blood Pool and Lymphatic
System Imaging;” U.S. Pat. No. 5,500,204 for “Nanopar-
ticulate Diagnostic Dimers as X-Ray Contrast Agents for
Blood Pool and Lymphatic System Imaging:” U.S. Pat. No.
5,518,738 for “Nanoparticulate NSAID Formulations;™ U.S.
Pat. No. 5,521,218 for “Nanoparticulate lododipamide
Derivatives for Use as X-Ray Contrast Agents;” U.S, Pat.
No. 5,525,328 for “Nanoparticulate Diagnostic Diatrizoxy
Ester X-Ray Contrast Agents for Blood Pool and Lymphatic
System Imaging;” U.S. Pat. No. 5.543.133 for “Process of
Preparing X-Ray Contrast Compositions Containing Nano-
particles;” U.S. Pat. No. 5,552,160 for “Surface Modified
NSAID Nanoparticles;” U.S. Pat. No. 5,560,931 for “For-
mulations of Compounds as Nanoparticulate Dispersions in
Digestible Oils or Fatty Acids;” U.S. Pat. No. 5,565,188 for
“Polyalkylene Block Capolymers as Surface Modifiers for
Nanoparticles;” U.S. Pat. No. 5,569,448 for “Sulfated Non-
ionic Block Copolymer Surfactant as Stabilizer Coatings for
Nanoparticle Compositions;” U.S. Pat. No. 5,571.536 for
“Formulations of Compounds as Nanoparticulate Disper-
sions in Digestible Oils or Fatty Acids;” U.S. Pat. No.
5,573,749 for “Nanoparticulate Diagnostic Mixed Carboxy-
lic Anydrides as X-Ray Contrast Agents for Biood Pool and
Lymphatic System Imaging;” U.S. Pat. No. 5,573,750 for
“Diagnostic Imaging X-Ray Contrast Agents;” U.S, Pal. No.
5,573,783 for “Redispersible Nanoparticulate Film Matrices
With Protective Overcoats;” U.S. Pat. No. 5,580.579 for
“Site-specific Adhesion Within the GI Tract Using Nano-
particles Stabilized by High Molecular Weight. Linear Paly-
(ethylene Oxide) Polymers;” U.S. Pat. No. 5.585.108 for
“Formulations of Oral Gastrointestinal Therapeutic Agents
in Combination with Pharmaceutically Acceptable Clays:”
U.S. Pat. No. 5,587,143 for “Butylene Oxide-Ethylene
Oxide Block Copolymers Surfactants as Stabilizer Coatings
for Nanoparticulate Compositions;” U.S. Pat. No. 5,591.456
for “Milled Naproxen with Hydroxypropyl Cellulose as
Dispersion Stabilizer;” U.S. Pat. No. 5,593,657 for “Novel
Barium Salt Formulations Stabilized by Non-ionic and
Anionic Stabilizers;” U.S. Pat. No. 5,622,938 for “Sugar
Based Surfactant for Nanocrystals;” U.S. Pat. No. 5,628,981
for “Improved Formulations of Oral Gastrointestinal Diag-
nostic X-Ray Contrast Agents and Oral Gastrointestinal
Therapeutic Agents;” U.S. Pat. No. 5,643,552 for “Nano-
particulate Diagnostic Mixed Carbonic Anhydrides as
X-Ray Contrast Agents for Blood Pool and Lymphatic
System Imaging;” U.S. Pat. No. 5,718,388 for “Continuous
Method of Grinding Pharmaceutical Substances;™ U.S. Pat.
No. 5,718.919 for “Nanoparticles Containing the R(-)Enan-
tiomer of Ibuprofen;” U.S. Pat. No. 5,747,001 for *“Aerosols
Containing Beclomethasone Nanoparticle Dispersions;”
US. Pat. No. 5,834.025 for “Reduction of Intravenously
Administered  Nanoparticulate  Formulation  Induced
Adverse Physiological Reactions;” U.S. Pat. No. 6,045,829
“Nanocrystalline Formulations of Human Immunodefi-
ciency Virus (HIV) Protease Inhibitors Using Cellulosic
Surface Stabilizers:” U.S. Pat. No. 6,068,858 for “Methods
of Making Nanocrystalline Formulations of Human Immu-
nodeficiency Virus (HIV) Protease Inhibitors Using Cellu-
losic Surface Stabilizers;” U.S. Pat. No. 6,153,225 for
“Injectable Formulations of Nanoparticulate Naproxen;”
U.S. Pat. No. 6,165,506 for “New Solid Dose Form of
Nanoparticulate Naproxen;” U.S. Pat. No. 6,221,400 for
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“Methods of Treating Mammals Using Nanocrystalline For-
mulations of Human Immunodeficiency Virus (HIV) Pro-
tease Inhibitors;” U.S. Pat. No. 6,264,922 for “Nebulized
Acrosols Containing Nanoparticle Dispersions;” U.S. Pat,
No. 6,267.989 for “Methods for Preventing Crystal Growth
and Parlicle Aggregation in Nanoparticle Compositions;”
U.S. Pat. No. 6,270.806 for “Use of PEG-Derivatized Lipids
as Surface Stabilizers for Nanoparticulate Compositions;”
U.S. Pat. No. 6,316,029 for “Rapidly Disintegrating Solid
Oral Dosage Form,” U.S. Pat. No. 6,375.986 for “Solid Dose
Nanoparticulate Compositions Comprising a Synergistic
Combination of a Polymeric Surface Stabilizer and Dioctyl
Sodium Sulfosuccinate;” U.S. Pat. No. 6,428,814 for “Bio-
adhesive Nanoparticulate Compositions Having Cationic
Surface Stabilizers;” U.S. Pat. No. 6,431,478 for “Small
Scale Mill:” U.S. Pat. No. 6,432,381 for “Methods for
Targeting Drug Delivery to the Upper and/or Lower Gas-
trointestinal Tract:” U.S. Pat. No. 6,582,285 for “Apparatus
for Sanitary Wet Milling:” and U.S. Pat. No. 6,592,903 for
“Nanoparticulate Dispersions Comprising a Synergistic
Combination of a Polymeric Surface Stabilizer and Diocty]
Sodium  Sulfosuccinate;” U.S. Pat. No. 6,656,504 for
“Nanoparticulate Compositions Comprising Amorphous
Cyclosporine:” U.S. Pat. No. 6,742,734 for “System and
Method for Milling Materials;” U.S. Pat. No. 6,745,962 for
“Small Scale Mill and Method Thereof;” U.S. Pat. No.
6,811,767 for “Liquid droplet aerosols of nanoparticulate
drugs:” and U.S. Pat. No. 6.908,626 for “Compositions
having a combination of immediate release and controlled
release characteristics;” all of which are specifically incor-
porated by reference. In addition, U.S. patent application
Ser. No. 20020012675 Al, published on Jan. 31, 2002, for
“Controlled Release Nanoparticulate Compositions™ and
WO 02/098565 for “System and Method for Milling Mate-
rials.” describe nanoparticulate compositions, and are spe-
cifically incorporated by reference.

[0004] Amorphous small particle compositions are
described. for example, in US. Pat. No. 4,783.484 for
“Particulate Composition and Use Thereof as Antimicrobial
Agent:” US. Pat. No. 4,826,689 for “Method for Making
Uniformly Sized Particles from Water-Insoluble Organic
Compounds:” U.S. Pat. No. 4,997,454 for “Method for
Making Uniformly-Sized Particles From Insoluble Com-
pounds:” U.S. Pat. No. 5,741,522 for “Ultrasmall, Non-
aggregated Porous Particles of Uniform Size for Entrapping
Gas Bubbles Within and Methods;” and U.S. Pat. No.
5.776.496. for “Ultrasmall Porous Particles for Enhancing
Ultrasound Back Scatter” all of which are specifically incor-
porated herein by reference.

Background Regarding Tacrolimus

[0005] Tacrolimus, or FK-506, is a macrolide immuno-
suppressant which is reputed to be 100 times more effective
than cyclosporine. It is produced by fermentation of Strep-
tomyces isukubaensis, a monotypic species of Streptomyces.
U.S. Pat. No. 4.894,366 and EPO Publication No. 0184162
describe tacrolimus and are herein incorporated by reference
in their entirety.

[0006] Tacrolimus is sold under the trade name PRO-
GRAF® (available from Fujisawa USA, Inc.) and sup-
presses some humoral immunity and. to a greater extent,
cell-mediated reactions such as allograft rejection, delayed-
type hypersensitivity. collagen-induced arthuritis, experimen-
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tal allergic encephalomyelitis, and graft versus host disease.
Accordingly, tacrolimus prolongs survival of a host and
transplanted graft in animal transplant models of liver,
kidney, heart, bone marrow, small bowel and pancreas, lung
and trachea, skin, cornea, and limb.

[0007] More specifically, experimental evidence suggests
that tacrolimus binds to an intracellular protein, FKBP-12. A
complex of tacrolimus-FKBP-12, caleium. calmodulin, and
calcineurin is then formed, and the phosphatase activity of
calcineurin inhibited. This effect may prevent dephospho-
rylation and translocation of nuclear factor of activated
T-cells (NF-AT), a nuclear component thought to initiate
gene transcription for the formation of lymphokines (such as
interleukin-2, gamma interferon). The net result is the inhi-
bition of T-lymphocyte activation (i.e., immunosuppres-
sion).

[0008] Tacrolimus has an empirical formula of
C44HgoNO, ,.H,0 and a formula weight of 822.05. Tacroli-
mus appears as white crystals or crystalline powder and is
practically insoluble in water, freely soluble in ethanol. and
very soluble in methanol and chloroform. Tacrolimus has the
following chemical structure:

H:cO H  OCH;

[0009] (See, The Merck Index, Twelfth Edition. 9200
(Merck & Co., Inc., Rahway. N.J., 1996).

[0010] Absorption of tacrolimus from the gastrointestinal
tract after oral administration is incomplete and variable.
The absolute bioavailability of tacrolimus is 17£10% in
adult kidney transplant patients (N=26), 22+6% in adult
liver transplant patients (N=17), and 18+5% in healthy
volunteers (N=16).

[0011] A single dose study conducted in 32 healthy vol-
unteers established the bioequivalence of the | mg and 5 mg
capsules. Another single dose study in 32 healthy volunteers
established the bioequivalence of the 0.5 mg and 1 mg
capsules. Tacrolimus maximum blood concentrations (C,,,,..)
and area under the curve (AUC) appeared to increase in a
dose-proportional fashion in 18 fasted healthy volumteers
receiving a single oral dose of 3 mg, 7 mg, and 10 mg.

[0012] In I8 kidney transplant patients. tacrolimus trough
concentrations from 3 to 30 ng/mL measured at 10-12 hours
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post-dose (C,,;,,) correlated well with the AUC (correlation
coeflicient 0.93). In 24 liver transplant patients over a
concentration range of 10 to 60 ng/mL, the correlation
coeflicient was 0.94.

[0013]  With respect 10 food effects, the rate and extent of
tacrolimus absorption were greatest under fasted conditions.
The presence and composition of food decreased both the
rate and extent of tacrolimus absorption when administered
to 15 healthy volunteers. The effect was most pronounced
with a high-fat meal (848 kcal, 46% fat): mean AUC and C
max were decreased 37% and 77%, respectively; Tmax was
lengthencd 5-fold. A high-carbohydrate meal (668 keal, 85%
carbohydrate) decreased mean AUC and mean C max by
28% and 65%, respectively.

[0014] In healthy volunteers (N=16), the time of the meal
also aflected tacrolimus bioavailability. When given imme-
diately following the meal, mean C,,,,, was reduced 71%,
and mean AUC was reduced 39%, relative to the fasted
condition. When administered 1.5 hours following the meal,
mean C,,.. was reduced 63%, and mean AUC was reduced
39%. relative to the fasted condition.

[0015] 1In 11 liver transplant patients, tacrolimus adminis-
tered 15 minutes after a high fat (400 kcal, 34% fat)
breakfast, resulted in decreased AUC (27£18%) and C
(50£19%), as compared to a fasted state.

max

{0016] Plasma protein binding of tacrolimus is approxi-
mately 99% and is independent of concentration over a
range of 5-50 ng/mL. Tacrolimus is bound mainly to albu-
min and alpha-1-acid glycoprotein, and has a high level of
association with erythrocytes. The distribution of tacrolimus
between whole blood and plasma depends on several fac-
tors. such as hematocrit, temperature at the time of plasma
separation, drug concentration, and plasma protein concen-
tration. In a U.S. study. the ratio of whole blood concentra-
tion to plasma concentration averaged 35 (range 12 to 67).

[0017] In patients unable to take oral PROGRAF® cap-
sules, therapy may be initiated with PROGRAF® injection.
When considering the uses of PROGRAF® injection, it
should be noted that anaphylactic reactions have occurred
with tacrolimus injectables containing castor oil derivatives.
Therefore, PROGRAF® injection is contraindicated in
patients with a hypersensitivity to HCO-60 (polyoxyl 60
hydrogenated castor oil). The initial dose of PROGRAF®
should be administered no sooner than 6 hours after trans-
plantation. The recommended starting dose of PROGRAF®
injection is 0.03-0.05 mg/kg/day as a continuous IV infu-
sion. Adult patients should receive doses at the lower end of
the dosing range. Concomitant adrenal corticosteroid
therapy is recommended early post-transplantation. Con-
tinuous intravenous (IV) infusion of PROGRAF® injection
should be continued only until the patient can tolerate oral
administration of PROGRAF® capsules.

[(06018] PROGRAF® injection must be diluted with 0.9%
Sodium Chloride Injection or 5% Dextrose Injection to a
concentration between 0.004 mg/mL and 0.02 mg/mL. prior
to use. Diluted infusion solution should be stored in glass or
polyethylene containers and should be discarded afier 24
hours. The diluted infusion solution should not be stored in
a PVC container due to decreased stability and the potential
for extraction of phthalates. In situations where more dilute
solutions are utilized (e.g., pediatric dosing, etc.), PVC-free
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tubing should likewise be used to minimize the potential for
significant drug adsorption onto the tubing. Parenteral drug
products should be inspected visually for particulate matter
and discoloration prior to administration, whenever solution
and container permit. Due to the chemical instability of
PROGRAF® in alkaline media, PROGRAFR injection
should not be mixed or co-infiised with solutions of pH 9 or
greater (e.g., ganciclovir or acyclovir).

[0019] If1V therapy is necessary, conversion from IV to
oral tacrolimus is recommended as soon as oral therapy can
be tolerated. In a patient receiving an IV infusion, the first
dose of oral therapy should be given 8-12 hours after
discontinuing the IV infusion. The recommended starting
oral dose of Tacrolimus capsules is 0.10-0.15 mg/kg/day
administered in two divided daily doses every 12 hours.
Co-administered grapefruit juice has been reported to
increase tacrolimus blood trough concentrations in liver
transplant patients. Dosing should be titrated based on
clinical assessments of rejection and tolerability.

[0020] There is currently a need for tacrolimus formula-
tions that have enhanced solubility characteristics which. in
furn, provide enhanced bioavailability upon administration
to a patient, as well as reduced fed/fasted absorption vari-
ability. The present invention satisfies these needs by pro-
viding methods and compositions comprising a nanoparticu-
late formulation of tacrolimus. Such formulations include
injectable nanoparticulate formulations of tacrolinms that
eliminate the need to use polyoxyl 60 hydrogenated castor
oil (HCO-60) as a solubilizer, and enteric coated nanopar-
ticulate formulations of tacrolimus. Nanoparticulate tacroli-
mus compositions are desirable because with a decrease in
particle size, and a consequent increase in surface area, a
composition is rapidly dissolved and absorbed following
administration.
SUMMARY OF THE INVENTION

[0021] The present invention is directed to tacrolimus
formulations comprising nanoparticulate tacrolimus having
an effective average particle size of less than about 2000 nm
and at least one surface stabilizer. In one embodiment of the
invention, an injectable nanoparticulate tacrolimus formu-
lation is provided, comprising tacrolimus particles having an
effective average particle size of less than about 600 nm and
at least one surface stabilizer. In other embodiments, the
injectable formulation can comprise tacrolimus having an
effective average particle size of less than about 550 nm. less
than about 500 nm, less than about 450 nm. less than about
400 nm, less than about 350 nm, Iess than about 300 nm, less
than about 250 nm, less than about 200 nm, less than abowt
150 nm, less than about 100 nm, less than about 75 nm, or
less than about 50 nm. In one embodiment, the surface
stabilizer is a povidone polymer.

[0022] The injectable nanoparticulate tacrofimus formula-
tions of the invention eliminate the need to use polyoxyl 60
hydrogenated castor oil (HCO-60) as a solubilizer. This is
beneficial, as in convention non-nancparticulate injectable
tacrolimus formulations comprising polyoxyl 60 hydroge-
nated castor oil as a solubilizer, the presence of (his solu-
bilizer can lead to anaphylactic shock (i.e., severe allergic
reaction) and death. In addition, the injectable nanoparticu-
late tacrolimus formulations of the invention provide for
formulations comprising high tacrolimus concentrations in
low injection volumes, with rapid drug dissolution upon
administration.
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(0023] The present invention also describes pharmaceuti-
cal compositions comprising enteric-coated tacrolimus.
Such formulations comprise nanoparticulate tacrolimus,
having a particle size of less than about 2000 nm, and at least
one surface stabilizer. The enteric coated dosage forms of
the present invention may be provided in formulations
which exhibit a variety of release profiles upon administra-
tion to a patient including, for example, an immediate-
release (IR) formulation, a controlled-release (CR) formu-
lation that allows once per day administration (or alternate
time periods. such as once weekly or once monthly), and a
combination of both IR and CR formulations. Because CR
forms of the present invention can require only one dose per
day. such dosage forms provide the benefits of enhanced
patient convenience and compliance. The mechanism of
controlled-release employed in the CR form may be accom-
plished in a variety of ways including, but not limited to, the
use of erodable formulations, diffusion-controlled formula-
tions, and osmotically-controlled formulations.

[0024] In another aspect of the invention there is provided
a method of preparing the nanoparticulate tacrolimus for-
mulations of the invention. The method comprises: (1)
dispersing tacrolimus in a liquid dispersion medium; and (2)
mechanically reducing the particle size of the tacrolimus to
the desired effective average particle size, e.g., less than
about 600 nm for injectable compositions or less than about
2000 nm for non-injectable or enteric-coated compositions.
At least one surface stabilizer can be added to the dispersion
media either before, during, or afler particle size reduction
of tacrolimus. In one embodiment for the injectable com-
position. the surface stabilizer is a povidone polymer with a
molecular weight of less than about 40,000 daltons. Prefer-
ably. the liquid dispersion medium is maintained at a physi-
ologic pH, for example, within the range of from about 3 to
about 8, during the size reduction process.

[0025] The present invention is also directed to methods of
treating a mammal, including a human, using the nanopar-
ticulate tacrolimus formulations of the invention for the
prophylaxis of organ rejection, and specifically in patients
receiving allogenic liver or kidney transplants. Such meth-
ads comprise the step of administering to a subject a
therapeutically effective amount of a nanoparticulate tac-
rolimus formulation of the invention, such as but not limited
1o an injectable or enteric-coated nanoparticulate tacrolimus
formulation.

[0026] The nanoparticulate tacrolimus formulations of the
present invention may optionally include one or more phar-
maceutically acceptable excipients, such as non-toxic physi-
ologically acceplable liquid carriers, pH adjusting agents, or
preservatives,

[0027] Both the foregoing general description and the
following detailed description are exemplary and explana-
tory and are intended to provide further explanation of the
invention as claimed. Other objects, advantages, and novel
features will be readily apparent to those skilled in the art
from the following detailed description of the invention.

BRIEF DESCRIPTION OF THE DRAWINGS

[0028] FIG. 1. Light micrograph using phase optics at
100x of unmilled tacrolimus.

[0029] FIG. 2. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
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late tacrolimus (Camida LL.C) with 2% (w/w) polyvinylpyr-
rolidone (PVP) K29/32 and 0.05% (w/w) dioctyl sulfosuc-
cinate (DOSS).

[0030] FIG. 3: Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC) with 2% (w/w) polyvinylpyr-
rolidone (PVP) K29/32 and 0.05% (w/w) dioctyl sulfosuc-
cinate (DOSS) following one week of slorage under
refrigeration.

[0031] FIG. 4. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC), with 2% (w/w) PVP K12 and
0.15% (w/w) sodium deoxycholate.

[0032] FIG. 5. Light micrograph using phase optics at
100x of an aqueous dispersion of 20% (w/w) nanoparticu-
late tacrolimus (Camida LILC), with 3% (w/w) Plasdone®
$630 (random copolymer of vinyl pyrrolidone and viny
acetate in a 60:40 ratio).

[0033] FIG. 6. Light micrograph using phase optics at
100x of an aqueous dispersion of 20% (w/w) nanoparticu-
late tacrolimus (Camida LLC), with 3% (w/w) Plasdone(®
S630 (random copolymer of vinyl pyrrolidone and vinyl
acetate in a 60:40 ratio) following one week of storage under
refrigeration.

[0034] FIG. 7. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC), with 2% (w/w) hydroxypro-
pylcellulose (HPC-SL) and 0.1% (w/w) DOSS.

[0035] FIG. 8. Light micrograph using phase oplics at
100x of an aqueous dispersion of 5% (w/w) nanoparticulate
tacrolimus (Camida LLC), with 1% (w/w) HPC-SL and
0.15% (w/w) DOSS.

[0036] FIG. 9. Light micrograph using phase oplics al
100x of an aqueous dispersion of 5% (w/w) nanoparticulate
tacrolimus (Camida LLC), with 1% (w/w) HPC-SL and
0.15% (w/w) DOSS following twelve days of storage under
refrigeration.

[0037] FIG. 10. Light micrograph using phase opfics at
100x of an aqueous dispersion of 5% (w/w) nanoparticulate
tacrolimus (Camida LLC), with 1% (w/w) HPC-SL and
0.1% (w/w) sodium deoxycholate.

[0038] FIG. 11. Light micrograph using phase optics at
100x of an aqueous dispersion of 5% (w/w) nanoparticulate
tacrolimus (Camida LLC). with 1% (w/w) HPC-SL and
0.1% (w/w) sodium deoxycholate following twelve days of
storage under refrigeration.

[0039] FIG. 12. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC), with 2% (w/w) hydroxypro-
pylmethy! cellulose (HPMC) and 0.05% (w/w) DOSS.

[0040] FIG. 13. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC), with 2% (w/w) hydroxypro-
pylmethyl cellulose (HPMC) and 0.05% (w/w) DOSS fol-
lowing one week of storage under refrigeration.

[0041] FIG. 14. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC) with 2% Pluronic® F108.
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[0042] FIG. 15. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC) with 2% Pluronic(® F 108
following one week of storage under refrigeration.

[0043] FIG. 16. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC) with 2% Tween® 80.

[0044] FIG. 17. Light micrograph using phase optics at
100x of an aqueous dispersion of 10% (w/w) nanoparticu-
late tacrolimus (Camida LLC) with 2% Tween® 80 follow-
ing one week of storage under refrigeration.

DETAILED DESCRIPTION OF THE
INVENTION

A. Introduction

[0045] The present invention is directed to compositions
comprising a nanoparticulate formulation of tacrolimus and
methods of making and using the same. The compositions
comprise {acrolimus having an effective average particle
size of less than about 2000 nm and at least one surface
stabilizer.

[0046] Two examples of nanoparticulate tacrolimus dos-
age forms are an injectable nanoparticulate tacrolimus dos-
age form and an enteric coated nanoparticulate tacrolimus
dosage form. although any pharmaceutically acceptable
dosage form can be utilized. Examples of enteric coated
dosage forms include, but are not limited to, solid disper-
sions or a liquid filled capsules of tacrolimus.

[0047] The dosage forms of the present invention may be
provided in formulations which exhibit a variety of release
profiles upon administration to a patient including, for
example. an IR formulation, a CR formulation that allows
once per day administration, and a combination of both IR
and CR formulations. Because CR forms of the present
invention can require only one dose per day (or one dose per
suitable time period, such as weekly or monthly), such
dosage forms provide the benefits of enhanced patient
convenience and compliance. This is particularly beneficial
for an immosuppressant, as patient non-compliance with a
dosage administration protocol can result in organ rejection.
The mechanism of controlled-release employed in the CR
form may be accomplished in a variety of ways including,
but not limited 1o, the use of erodable formulations, diffu-
sion-controlled formulations, and osmotically-controlled
formulations.

[0048] The compositions described herein comprise nano-
particulate tacrolimus and at least one surface stabilizer. For
the injectable compositions, the nanoparticulate tacrolimus
preferably has an effective average particle size of less than
about 600 nm. For the enteric coated compositions, the
nanoparticulate tacrolimus has an effective average particle
size of less than about 2000 nm.

[0049] Advantages of the nanoparticulate tacrolimus for-
mulations of the present invention over conventional forms
of tacrolimus (e.2., non-nanoparticulate or solubilized dos-
age forms) include, but are not limited to: (1) increased
water solubility; (2) increased bioavailability; (3) smaller
dosage form size due to enhanced bioavailability; (4) lower
therapeutic dosages due to enhanced bioavailability; (5)
reduced risk of unwanted side effects due to lower dosing;
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(6) enhanced patient convenience and compliance; and (7)
more effective prophylaxis of organ rejection after organ
replacement surgery. A further advantage of the injectable
nanoparticulate tacrolimus formulation of the present inven-
tion over conventional forms of injectable tacrolimus is the
elimination of the need to use polyoxyl 60 hydrogenated
castor oil (HCO-60) as a solubilizer. A further advantage of
the enteric coated nanoparticulate tacrolimus is a reduced
risk of unwanted side effects due to the enteric coating.

[0050] The present invention also includes nanoparticulate
tacrolimus compositions, together with one or more non-
toxic physiologically acceptable carriers, adjuvants. or
vehicles, collectively referred to as carriers. The composi-
tions can be formulated for parenteral injection (e.g., intra-
venous, intramuscular, or subcutaneous), oral administration
in solid, liquid, or aerosol form, vaginal, nasal, rectal, ocular,
local (powders, ointments or drops), buccal, intracisternal,
intraperitoneal, or topical administration, and the like.

B. Definitions

[0051) The present invention is described herein using
several definitions, as set forth below and throughout the
application.

[0052] The term “effective average particle size of less
than about 2000 nm”, as used herein means that at least 50%
of the tacrolimus particles have a weight average size of less
than about 2000 nm, when measured by, for example,
sedimentation field flow fractionation, photon correlation
spectroscopy, light scattering, disk centrifugation. and other
techniques known to those of skill in the art.

[0053] As used herein, “about” will be understood by
persons of ordinary skill in the art and will vary to some
extent on the context in which it is used. If there are uses of
the term which are not clear to persons of ordinary skill in
the art given the context in which it is used. “about”™ will
mean up to plus or minus 10% of the particular term.

[0054] Asused herein with reference to a stable tacrolimus
particle connotes, but is not limited to one or more of the
following parameters: (1), tacrolimus particles do not appre-
ciably flocculate or agglomerate due to interparticle attrac-
tive forces or otherwise significantly increase in particle size
over time; (2) that the physical structure of the tacrolimus
particles is not altered over time, such as by conversion from
an amorphous phase to a crystalline phase: (3) that the
tacrolimus particles are chemically stable; and/or (4) where
the tacrolimus has not been subject to a heating step at or
above the melting point of the tacrolimus in the preparation
of the nanoparticles of the present invention.

[0055] The term “conventional” or “non-nanoparticulate”
active agent or tacrolimus shall mean an active agent. such
as tacrolimus, which is solubilized or which has an effective
average particle size of greater than about 2000 nm. Nano-
particulate active agents as defined herein have an effective
average particle size of less (han about 2000 nm.

[0056] The phrase “poorly water soluble drugs” as used
herein refers to those drugs that have a solubility in water of
less than about 30 mg/ml, preferably less than about 20
mg/ml, preferably less than about 10 mg/ml, or preferably
less than about I mg/ml.

[0057] As used herein, the phrase “therapeutically eflec-
tive amount™ shall mean that drug dosage that provides the
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specific pharmacological response for which the drug is
administered in a significant number of subjects in need of
such treatment. It is emphasized that a therapeutically effec-
tive amount of a drug that is administered to a particular
subject in a particular instance will not always be effective
in treating the conditions/diseases described herein, even
though such dosage is deemed to be a therapeutically
eflective amount by those of skill in the art.

[0058] The term “particulate” as used herein refers to a
state of matter which is characterized by the presence of
discrete particles, pellets, beads or granules irrespective of
their size. shape or morphology. The term “multiparticulate”
as used herein means a plurality of discrete, or aggregated,
particles. pellets. beads. granules or mixture thereof irre-
spective of their size, shape or morphology.

[0059] The term “modified release” as used herein in
relation to the composition according to the invention or a
coating or coating material or used in any other context
means release which is not immediate release and is taken to
encompass controlled release, sustained release and delayed
release.

[0060] The term “time delay” as used herein refers to the
duration of time between administration of the composition
and the release of tacrolimus from a particular component.

{0061] The 1erm “lag time™ as used herein refers to the
time between delivery of active ingredient from one com-
ponent and the subsequent delivery of tacrolimus from
another component.

C. Features pf the Nanoparticulate Tacrolimus Compositions

[0062] There are a number of enhanced pharmacological
characteristics of the nanoparticulate tacrolimus composi-
tions of the present invention.

[0063] 1. Increased Bioavailability

[0064] The tacrolimus formulations of the present inven-
tion exhibit increased bioavailability at the same dose of the
same tacrolimus. and require smaller doses as compared to
prior conventional tacrolimus formulations. Thus, a nano-
particulate tacrolimus tablet, if administered to a patient in
a fasted state is not bioequivalent to administration of a
conventional microcrystalline tacrolimus tablet in a fasted
state.

(0065] The non-bioequivalence is significant because it
means that the nanoparticulate tacrolimus dosage form
exhibits significantly greater drug absorption. And for the
nanoparticulate tacrolimus dosage form to be bioequivalent
to the conventional microcrystalline tacrolimus dosage
form. the nanoparticulate tacrolimus dosage form would
have to contain significantly less drug. Thus, the nanopar-
ticulate tacrolimus dosage form significantly increases the
bioavailability of the drug.

[0066] Moreover, a nanoparticulate tacrolimus dosage
form requires less drug to obtain the same pharmacological
eflect observed with a conventional microcrystalline tacroli-
mus dosage form (e.g.. PROGRAF®). Therefore, the nano-
particulate tacrolimus dosage form has an increased bio-
availability —as  compared 1o the conventional
microcrystalline tacrolimus dosage form.

[0067] 2. The Pharmacokinetic Profiles of the Tacrolimus
Compositions of the Invention are not Affected by the Fed
or [asted State of the Subject Ingesting the Compositions
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[0068] The compositions of the present invention encom-
pass tacrolimus, wherein the pharmacokinetic profile of the
tacrolimus is not substantially affected by the fed or fasted
state of a subject ingesting the composition. This means that
there is little or no appreciable difference in the quantity of
drug absorbed or the rate of drug absorption when the
nanoparticulate tacrolimus compositions are administered in
the fed versus the fasted state.

[0069] Benefits of a dosage form which substantially
eliminates the effect of food include an increase in subject
convenience, thereby increasing subject compliance. as the
subject does not need to ensure that they are taking a dose
either with or without food. This is significant, as with poor
subject compliance with tacrolimus, an increase in the
medical condition for which the drug is being prescribed
may be observed—i.e., the patient may suffer from organ
rejection.

[0070] The invention also preferably provides tacrolimus
compositions having a desirable pharmacokinetic profile
when administered to mammalian subjects. The desirable
pharmacokinetic profile of the tacrolimus compositions
preferably includes, but is not limited to: (1) a C,,,, for
tacrolimus, when assayed in the plasma of a mammalian
subject following administration, that is preferably greater
than the C . for a non-nanoparticulate tacrolimus formu-
lation (e.g., PROGRAF®), administered at the same dosage:
and/or (2) an AUC for tacrolimus, when assayed in the
plasma of a manmalian subject following administration,
that is preferably greater than the AUC for a non-nanopar-
ticulate tacrolimus formulation (e.g.. PROGRAF®:), admin-
istered at the same dosage; and/or (3) a Tmax for tacrolimus,
when assayed in the plasma of a mammalian subject fol-
lowing administration, that is preferably less than the Tmax
for a non-nanoparticulate tacrolimus formulation (e.g..
PROGRAF®), administered at the same dosage. The desir-
able pharmacokinetic profile, as used herein, is the pharma-
cokinetic profile measured after the initial dose of tacroli-
mus.

[0071] In one embodiment, a preferred tacrolimus com-
position exhibits in comparative pharmacokinetic testing
with a non-nanoparticulate tacrolimus formulation (e.g.,
PROGRAF®), administered at the same dosage. a T, not
greater than about 90%, not greater than about 80%. not
greater than about 70%, not greater than about 60%. not
greater than about 50%, not greater than about 30%. not
greater than about 25%, not greater than about 20%. not
greater than about 15%, not greater than about 10%. or not
greater than about 5% of the T, . exhibited by the non-
nanoparticulate tacrolimus formulation.

[0072] In another embodiment, the tacrolimus composi-
tion of the invention exhibits in comparative pharmacoki-
netic testing with a non-nanoparticulate tacrolimus formu-
lation of (e.g., PROGRAF®), administered at the same
dosage, a C,, which is at least about 50%, at least about
100%, at least about 200%, at least about 300%, at least
about 400%, at least about 500%, at least about 600%, at
least about 700%, at least about 800%, at least about 900%,
at least about 1000%, at least about 1100%, at least about
1200%, at least about 1300%, at least about 1400%, at least
about 1500%, at least about 1600%, at least about 1700%,
at Jeast about 1800%, or at least about 1900% greater than
the C,,,, exhibited by the non-nanoparticulate acrolimus

“Imax

formulation.
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[0073] Inyet another embodiment, the tacrolimus compo-
sition of the invention exhibits in comparative pharmacoki-
netic testing with a non-nanoparticulate tacrolimus formu-
lation (e.g.. PROGRAF®:). administered at the same dosage,
an AUC which is at least about 25%, at least about 50%, at
least about 75%, at least about 100%, at least about 125%,
at least about 150%, at least about 175%, at least about
200%, at least about 225%, at least about 250%, at least
aboul 275%, at least about 300%, at least about 350%, at
least about 400%, at least about 450%, at least about 500%,
al least about 550%, at least about 600%, at least about
750%, at least about 700%, at least about 750%, at least
about 800%, at least about 850%, at least about 900%, at
least about 950%, at least abouwt 1000%, at least about
1050%. at least about 1100%, at least about 1150%, or at
least about 1200% greater than the AUC exhibited by the
non-nanoparticulate tacrolimus formulation (e.g., PRO-
GRAF®R.

[0074] 3. Bioequivalency of the Tacrolimus Compositions
of the Invention When Administered in the Fed Versus the
Fasted Siate

[0075] The invention also encompasses a composition
comprising a nanoparticulate tacrolimus in which adminis-
tration of the composition to a subject in a fasted state is
bioequivalent to administration of the composition to a
subject in a fed state.

[0076] The difference in absorption of the compositions
comprising the nanoparticulate tacrolimus when adminis-
tered in the fed versus the fasted state, is preferably less than
about 35%. less than about 30%, less than about 25%, less
than about 20%. less than about 15%, less than about 10%,
less than about 5%, or less than about 3%.

[0077] In one embodiment of the invention, the invention
cncompasses nanoparticulate tacrolimus, wherein adminis-
tration of the composition to a subject in a fasted state is
bioequivalent to administration of the composition to a
subject in a fed state, in particular as defined by C,_,, and
AUC guidelines given by the U.S. Food and Drug Admin-
istration and the corresponding European regulatory agency
(EMEA). Under US. FDA guidelines, two products or
methods are bioequivalent if the 90% Confidence Intervals
(C1) for AUC and C,,, are between 0.80 to 1.25 (T,
micasurements are not relevant to bioequivalence for regu-
latory purposes). To show bioequivalency between two
compounds or administration conditions pursuant to
Europe’s EMEA guidelines, the 90% CI for AUC must be
between 0.80 to 1.25 and the 90% CI for C,,,,, must between
0.70 to 1.43.

[0078] 4. Dissolution Profiles of the Tacrolimus Compo-
sitions of the Invention

[0079] The tacrolimus compositions of the present inven-
tion have unexpectedly dramatic dissolution profiles. Rapid
dissolution of an administered active agent is preferable, as
faster dissolution generally leads to faster onset of action
and greater bioavailability. To improve the dissolution pro-
file and bioavailability of tacrolimus, it is useful to increase
the drug’s dissolution so that it could aftain a level close to
100%.

[0080] The tacrolimus compositions of the present inven-
tion preferably have a dissolution profile in which within
about 5 minutes at least about 20% of the composition is
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dissolved. In other embodiments of the invention, at least
about 30% or about 40% of the tacrolimus composition is
dissolved within about $ minutes. In yet other embodiments
of the invention, preferably at least about 40%. about 50%.
about 60%, about 70%, or about 80% of the tacrolimus
composition is dissolved within about 10 minutes. Finally. in
another embodiment of the invention, preferably at least
about 70%, about 80%, about 90%, or about 100% of the
tacrolimus composition is dissolved within about 20 min-
utes.

[0081] Dissolution is preferably measured in a medium
which is discriminating. Such a dissolution medium will
produce two very different dissolution curves for two prod-
ucts having very different dissolution profiles in gastric
juices, i.e., the dissolution medium is predictive of in vivo
dissolution of a composition. An exemplary dissolution
medium is an aqueous medium containing the surfactant
sodium lauryl sulfate at 0.025 M. Determination of the
amount dissolved can be carried out by spectrophotometry.
The rotating blade method (European Pharmacopocia) can
be used to measure dissolution.

[0082] 5. Redispersibility Profiles of the Tacrolimus Com-
positions of the Invention

[0083] An additional feature of the tacrolimus composi-
tions of the present invention is that the compositions
redisperse such that the efective average particle size of the
redispersed tacrolimus particles is less than about 2 microns.
This is significant, as if upon administration the nanopar-
ticulate tacrolimus compositions of the invention did not
redisperse to a nanoparticulate particle size, then the dosage
form may lose the benefits afforded by formulating the
tacrolimus into a nanoparticulate particle size. A nanopar-
ticulate size suitable for the present invention is an effective
average particle size of less than about 2000 nm. In another
embodiment, a nanoparticulate size suitable for the present
invention is an effective average panticle size of less than
about 600 nm

[0084] Indeed. the nanoparticulate active agent composi-
tions of the present invention benefil from the small particle
size of the active agent; if the active agent does not redis-
perse into a small particle size upon administration. then
“clumps” or agglomerated active agent particles are formed.
owing to the extremely high surface free energy of the
nanoparticulate system and the thermodynamic driving
force to achieve an overall reduction in free energy. With the
formation of such agglomerated particles. the bioavailability
of the dosage form may fall well below that observed with
the liquid dispersion form of the nanoparticulate active
agent.

[0085] Moreover, the nanoparticulate tacrolimus compo-
sitions of the invention exhibit dramatic redispersion of the
nanoparticulate tacrolimus particles upon administration to a
mammal, such as a human or animal, as demonstrated by
reconstitution/redispersion in a biorelevant aqueous media
such that the effective average particle size of the redis-
persed tacrolimus particles is less than about 2 microns.
Such biorelevant aqueous media can be any aqueous media
that exhibit the desired ionic strength and pH. which form
the basis for the biorelevance of the media. The desired pH
and ionic strength are those that are representative of physi-
ological conditions found in the human body. Such biorel-
evant aqueous media can be, for example. aqueous electro-
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lyte solutions or aqueous solutions of any salt, acid, or base,
or a combination thereof, which exhibit the desired pH and
ionic strength.

[0086] Biorelevant pH is well known in the art. For
example. in the stomach, the pH ranges from slightly less
than 2 (but typically greater than 1) up to 4 or 5. In the small
intestine the pH can range from 4 to 6, and in the colon it can
range from 6 to 8. Biorelevant ionic strength is also well
known in the art. Fasted state gastric fluid has an ionic
strength of about 0. 1 M while fasted state intestinal fluid has
an ionic strength of about 0.14. See e.g., Lindahl et al.,
“Characterization of Fluids from the Stomach and Proximal
Jejunum in Men and Women,”Pharm. Res., 14 (4): 497-502
(1997).

[0087] Itis believed that the pH and ionic strength of the
test solution is more critical than the specific chemical
content. Accordingly, appropriate pH and ionic strength
values can be obtained through numerous combinations of
strong acids, strong bases, salts, single or multiple conjugate
acid-base pairs (i.e., weak acids and corresponding salts of
that acid), monoprotic and polyprotic electrolytes, etc.

{0088] Representative electrolyte solutions can be, but are
not limited 1o, HCI solutions, ranging in concentration from
about 0.001 to about 0.1 M, and NaCl solutions, ranging in
concentration from about 0.001 to about 0.1 M, and mixtures
thereof. For example, electrolyte solutions can be, but are
not limited 1o, about 0.1 M HClI or less, about 0.0] M HCI
or less, about 0.001 M HCl or less, about 0.1 M NaCl or less,
about 0.01 M NaCl or less, about 0.001 M NaCl or less, and
mixtures thereof. Of these electrolyte solutions, 0.01 M HCl
and/or 0.1 M NaCl, are most representative of fasted human
physiological conditions. owing to the pH and ionic strength
conditions of the proximal gastrointestinal tract.

[0089] Electrolyte concentrations of 0.001 M HC1, 0.01 M
HCL. and 0.1 M HCI correspond to pH 3, pH 2, and pH 1,
respectively. Thus, 2 0.01 M HCI solution simulates typical
acidic conditions found in the stomach. A solution of 0.1 M
NaCl provides a reasonable approximation of the ionic
strength conditions found throughout the body, including the
gastrointestinal fluids, although concentrations higher than
0.1 M may be employed to simulate fed conditions within
the human G! tract.

[0090] lixemplary solutions of salts, acids, bases or com-
binations thereof, which exhibit the desired pH and ionic
strength, include but are not limited to phosphoric acid/
phosphate salts+sodium. potassivm and calcium salts of
chloride, acetic acid/acetate salts+sodium, potassium and
calcium salts of chloride, carbonic acid/bicarbonate salts+
sodium, potassium and calcium salts of chloride, and citric
acid/citrate salts+sodium, potassium and calcium salts of
chloride.

[0091] In other embodiments of the invention, the redis-
persed tacrolimus particles of the invention (redispersed in
an aqueous, biorelevant, or any other suitable media) have
an effective average particle size of less than about 1900 nm,
less than about 1800 nm, less than about 1700 nm, less than
about 1600 nm. less than about 1500 nm, less than about
1400 nm, fess than about 1300 nm, less than about 1200 nm,
less than abowt 1100 nm, less than about 1000 nm, less than
about 900 nm. less than about 800 nm, less than about 700
nm, less than about 650 nm. less than about 600 nm, less
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than about 550 nm, less than about 500 nm, less than about
450 nm, less than about 400 nm, less than about 350 nm, less
than about 300 nm, less than about 250 nm, less than about
200 nim, less than about 150 nm, less than about 100 nm, less
than about 75 nm, or less than about 50 nm. as measured by
light-scattering methods, microscopy, or other appropriate
methods. Such methods suitable for measuring effective
average particle size are known to a person of ordinary skill
in the art.

[0092] Redispersibility can be tested using any suitable
means known in the art. See e.g., the example sections of
U.S. Pat. No. 6,375,986 for “Solid Dose Nanoparticulate
Compositions Comprising a Synergistic Combination of a
Polymeric Surface Stabilizer and Dioctyl Sodium Sulfosuc-
cmate.”

[0093] 6. Tacrolimus Compositions Used in Conjunction
with Other Active Agents

{0094] The tacrolimus compositions of the invention can
additionally comprise one or more compounds useful in the
prophylaxis of organ rejection. The compositions of the
invention can be co-formulated with such other active
agents, or the compositions of the invention can be co-
administered or sequentially administered in conjunction
with such active agents. Examples of drugs that can be
co-administered or co-formulated with tacrolimus include,
but are not limited to, cyclosporine, mycophenolic acid.
rapamycin (also known as sirolimus), alemtuzuomab. myco-
phenolate mofetil, corticosteroids, glucocorticosteroids,
doxycycline, interferon beta-1b, malononitrilamide FK778.
azathioprine, Campath-1H, basiliximab, and methotrexate.

D. Compositions

[0095] The invention provides compositions comprising
nanoparticulate tacrolimus particles and at least one surface
stabilizer. The surface stabilizers are preferably adsorbed to
or associated with the surface of the tacrolimus particles.
Surface stabilizers useful herein do not chemically react
with the tacrolimus particles or itself. Preferably, individuat
molecules of the surface stabilizer are essentially free of
intermolecular cross-linkages. In another embodiment. the
compositions of the present invention can comprise two or
more surface stabilizers.

[0096] The present invention also includes nanoparticulate
tacrolimus compositions fogether with one or more non-
toxic physiologically acceptable carriers, adjuvants, or
vehicles, collectively referred to as carriers. The composi-
tions can be formulated for parenteral injection (e.g., intra-
venous, intramuscular, or subcutaneous), oral administration
in solid, liquid, or aerosol form, vaginal, nasal. rectal, ocular,
local (powders, ointments or drops), buccal. intracisternal,
intraperitoneal, or topical administration, and the like. In
certain embodiments of the invention. the nanoparticulate
tacrolimus formulations are in an injectable form or an
enteric coated oral form.

[0097)

[0098] Tacrolimus, also known as FK-506 or Fujimycin, is
a 23-membered macrolide lactone. As used herein, the term
“tacrolimus” includes analogs and salts thereof, and can be
in a crystalline phase, an amorphous phase, a semi-crystal-
line phase, a semi-amorphouse phase, or a mixture thereof.
The tacrolimus in the present invention, when applicable.

1. Tacrolimus
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may be present either in the form of one substantially
optically pure enantiomer or as a mixture, racemic or
otherwise. of enantiomers.

[0099] 2. Surface Stabilizers

(0100} Combinations of more than one surface stabilizer
can be used in the injectable tacrolimus formulation of the
present invention. Suitable surface stabilizers include, but
are not limited to, known organic and inorganic pharmaceu-
tical excipients. Such excipients include various polymers,
low molecular weight oligomers, natural products, and sur-
factants. Surface stabilizers include nonionic, anionic, cat-
ionic. ionic, and zwitterionic surfactants. A preferred surface
stabilizer for an injectable nanoparticulate tacrolimus for-
mulation is a povidone polymer.

[0101] Representative examples of surface stabilizers
include hydroxypropyl methylcellulose (now known as
hypromellose). hydroxypropylcellulose, polyvinylpyrroli-
done. sodium lauryl sulfate, dioctylsulfosuccinate, gelatin,
casein, lecithin (phosphatides). dextran, gum acacia, choles-
terol. tragacanth, stearic acid, benzalkonium chloride, cal-
cium stearate, glycerol monostearate, cetostearyl alcohol,
cefomacrogol emulsifying wax, sorbitan esters, polyoxyeth-
vlene alkyl ethers (e.g., macrogol ethers such as cetomac-
rogol 1000). polyoxyeihylene castor oil derivatives, poly-
oxyethylene sorbitan fatty acid esters (eg., the
commercially available Tweens® such as e.g., Tween 20
and Tween 808 (IC1 Speciality Chemicals)); polyethylene
glycols (e.g., Carbowaxes 35508 and 934® (Union Car-
bide)). polyoxyethylene stearates, colloidal silicon dioxide,
phosphates. carboxymethylcellulose calcium, carboxymeth-
yleellulose sodium. methylcellulose, hydroxyethylcellulose,
hypromellose phibalate, noncrystalline cellulose, magne-
sium aluminum silicate, triethanolamine, polyvinyl alcohol
(PVA). 4-(1,1.3.3-tetramethylbutyl)-phenol polymer with
ethylene oxide and formaldehyde (also known as tyloxapol,
superione, and triton), poloxamers (e.g., Pluronics F68® and
F108®. which are block copolymers of ethylene oxide and
propylene oxide): poloxamines (e.g., Tetronic 908(e.g., also
known as Poloxamine 908®. which is a tetrafunctional
block copolymer derived from sequential addition of pro-
pylene oxide and ethylene oxide to ethylenediamine (BASF
Wyandotte Corporation, Parsippany, N.1.)); Tetronic 15088
(T-1508) (BASF Wyandotte Corporation), Tritons X-200®,
which is an alkyl aryl polyether sulfonate (Rohm and Haas);
Crodestas F-110®. which is a mixture of sucrose stearate
and sucrose distearate (Croda Inc.); p-isononylphenoxy-
poly-(glycidol), also known as Olin-10G® or Surfactant
10-G® (Olin Chemicals, Stamford, Conn.); Crodestas
SL-40%  (Croda, Inc.); and SA9OHCO, which is
C18H37CH2(CON(CH3)-CH2(CHOH)4(CH20H)2 (East-
man Kodak Co.); decanoyl-N-methylglucamide; n-decyl
(-D-glucopyranoside; n-decyl (-D-maltopyranoside; n-dode-
¢yl (-D-glucopyranoside; n-dodecyl (-D-maltoside; hep-
tanoyl-N-methylglucamide: n-heptyl-(-D-glucopyranoside;
n-heptyl (-D-thioglucoside; n-hexyl (-D-glucopyranoside;
nonanoyl-N-methylglucamide; n-noyl (-D-glucopyranoside;
octanoyl-N-methylglucamide;  n-octyl-(-D-glucopyrane-
side; octyl (-D-thioglucopyranoside; PEG-phospholipid,
PEG-cholesterol. PEG-cholesterol derivative, PEG-vitamin
A, PEG-vitamin E, lysozyme, random copolymers of vinyl
pyrrolidone and vinyl acetate, and the like. Also, if desirable,
the nanoparticulate tacrolimus formulations of the present
invention can be formulated to be phospholipid-free.
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[0102] Examples of useful cationic surface stabilizers
include, but are not limited to, polymers. biopolymers.
polysaccharides, cellulosics, alginates, phospholipids. and
nonpolymeric compounds, such as zwitterionic stabilizers.
poly-n-methylpyridinium, anthryul pyridinium chloride,
cationic phospholipids, chitosan, polylysine, polyvinylimi-
dazole, polybrene, polymethylmethacrylate trimethylammo-
niumbromide bromide (PMMTMARBr), hexyldesylirimethy-
lammonium bromide (HDMAB), and polyvinylpyrrolidone-
2-dimethylaminoethyl methacrylate dimethyl sulfate. Other
useful cationic stabilizers include, but are not limited to.
cationic lipids, sulfonium, phosphonium, and quariernary
ammonium compounds, such as stearyltrimethylammonium
chloride, benzyl-di(2-chloroethyl)ethylammonivm bromide,
coconut trimethyl ammonium chloride or bromide. coconut
methyl dihydroxyethyl ammonium chloride or bromide.
decy] triethyt ammonium chloride, decy] dimethyl hydroxy-
ethyl ammonivm chloride or bromide, C12-15dimethyl
hydroxyethyl ammonium chloride or bromide, coconut dim-
ethy] hydroxyethyl ammonium chloride or bromide, myri-
sty] trimethyl ammonium methy! sulfate, lauryl dimethyl
benzyl ammoniuvm chloride or bromide, lauryl dimethyl
(ethenoxy)4 ammonium chloride or bromide, N-alkyl (C12-
18)dimethylbenzyl ammonium chloride. N-alkyl (C14-
18)dimethy!-benzyl ammonium chloride, N-tetradecylidm-
ethylbenzyl ammonium chloride monohydrate. dimethyl
didecyl ammonium chloride, N-alkyl and (C12-14) dimethy)
1-napthyimethyl ammonium chloride, trimethylammonium
halide, alkyl-trimethylammonium salts and dialkyl-dimethy-
lammonium salts, lauryl trimethyl ammonium chloride,
ethoxylated alkyamidoalkyldialkylammonium sait and/or an
ethoxylated trialkyl ammonium salt, dialkylbenzene dialky-
lammonium chloride, N-didecyldimethyl ammonium chlo-
ride, N-tetradecyldimethylbenzyl ammonium, chloride
monohydrate, N-alky](C12-14) dimethyl 1-naphikylmethyl
ammonium chloride and dodecyldimethylbenzyl ammo-
nium chloride, dialky] benzenealkyl ammonium chloride.
lauryl trimethy] ammonium chloride, alkylbenzyl methyl
ammonium chloride, alkyl benzyl dimethyl ammonium bro-
mide, C12, C15, C17 trimethy] ammonium bromides, dode-
cylbenzy! triethyl ammonium chioride, poly-diallyldimethy-
lammonium chloride (DADMAC), dimethy] ammonium
chlorides, alkyldimethylammonium halogenides, tricetyl
methyl ammonium chloride, decyltrimethylammonium bro-
mide, dodecyltriethylammonium bromide, tetradecyltrim-
ethylammonium bromide, methy] trioctylammonium chlo-
ride (ALIQUAT 336), POLYQUAT, tetrabutylammonium
bromide, benzyl trimethylammonium bromide, choline
esters (such as choline esters of faity acids). benzalkonium
chloride, stearalkonium chloride compounds (such as
stearyltrimonium chloride and distearyldimonium chloride),
cetyl pyridinium bromide or chloride, halide salts of quat-
emized  polyoxyethylalkylamines, MIRAPOL  and
ALKAQUAT (Alkaril Chemical Company), alkyl pyri-
dinium salts; amines, such as alkylamines, dialkylamines.
alkanolamines, polyethylenepolyamines, N.N-diatkylami-
noalkyl acrylates, and viny] pyridine, amine salts, such as
lauryl amine acetate, stearyl amine acetate, alkylpyridinium
salt, and alkylimidazolium salt, and amine oxides; imide
azolinjum salts; protonated quaternary acrylamides; methy-
lated quaternary polymers, such as poly[diallyl dimethylam-
monium chloride] and poly-[N-methyl vinyl pyridinium
chloride]; and cationic guar.
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[0103] Such exemplary cationic surface stabilizers and
other useful cationic surface stabilizers are described in J.
Cross and E. Singer, Cationic Surfactants: Analytical and
Biological Evaluation (Marcel Dekker, 1994); P. and D.
Rubingh (Editor), Cationic Surfactants: Physical Chemistry
(Marcel Dekker. 1991): and J. Richmond, Cationic Surfac-
tants: Organic Chemistry, (Marcel Dekker, 1990).

[0104] Nonpolymeric surface stabilizers are any nonpoly-
meric compound, such benzalkonium chloride, a carbonium
compound, a phosphonium compound, an oxonium com-
pound. a halonivm compound, a cationic organometallic
compound. a quarternary phosphorous compound, a pyri-
dinium compound. an anilinium compound, an ammonium
compound, a hydroxylammonium compound, a primary
ammonium compound, a secondary ammonium compound,
a lertiary ammonium compound, and quarternary ammo-
nium compounds of the formula NR1IR2R3R4(+). For com-
pounds of the formula NRIR2R3R4(+):

[0105] (i) none of R1-R4 are CH3;
[0106] (ii) one of R1-R4 is CH3:
[0107] (iii) three of R1-R4 are CH3;
[0108] (iv) all of R1-R4 are CH3,

[0109) (v) two of RI-R4 are CH3, one of R1-R4 is
C6H5CH2. and one of RI-R4 is an alkyl chain of seven
carbon atoms or less;

[0110] (vi) two of RI-R4 are CH3, one of R1-R4 is
C6H5CH2. and one of R1-R4 is an alkyl chain of nineteen
carbon atoms or more;

[0111] (vii) two of R1-R4 are CH3 and one of R1-R4 is the
group C6HS(CH2)n, where n>1,

[0112] (vii) two of R1-R4 are CH3, one of R1-R4 is
CG6HSCH2. and one of RI-R4 comprises at least one het-
eroatom:.

[0113] (ix) two of RI-R4 are CH3, one of RI-R4 is
CG6H5CI2, and one of R1-R4 comprises at least one halo-
gen;

[0114] (x) two of R1-R4 are CH3, one of RI-R4 is
C6H5CH2, and one of R1-R4 comprises at least one cyclic
fragment;

[0115] (xi) two of R1-R4 are CH3 and one of R1-R4 is a
phenyl ring: or

[0116] (xii) two of R1-R4 are CH3 and two of R1-R4 are
purely aliphatic fragments.

[0117] Such compounds include, but are not limited to,
behenalkonium chloride, benzethonium chioride, cetylpyri-
dinium chloride, behentrimonium chloride, lauralkontum
chloride, cetalkonium chloride, cetrimonium bromide, cet-
rimonium chioride, cethylamine hydrofluoride, chloraliyl-
methenamine chloride (Quaternium-15), distearyldimonium
chloride (Quaternium-5), dodecyl dimethyl ethylbenzyl
ammonium  chloride  (Quaternium-14), Quaternium-22,
Quaternium-26. Quaternium-18 hectorite, dimethylaminoet-
hylchloride hydrochloride, cysteine hydrochloride, dietha-
nolammonium POE (10) oletyl ether phosphate, diethano-
lammonium POE (3)oleyl ether phosphate, tallow alkonium
chloride. dimethyl dioctadecylammoniumbentonite, stear-
alkonium chloride. domiphen bromide, denatonium ben-
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zoate, myristalkonium chloride, laurtrimonium chloride.
ethylenediamine dibydrochloride, guanidine hydrochloride.
pyridoxine HCl, iofetamine hydrochloride. meglumine
hydrochloride, methylbenzethonium chloride, myrtrimo-
nium bromide, oleyltrimonium chioride, polyquaternium-1,
procainehydrochloride, cocobetaine, stearalkonium bento-
nite, stearalkoniumbhectonite, stearyl trihydroxyethyl propy-
lenediamine dihydrofluoride, tallowtrimonium chloride, and
hexadecyltrimethyl ammonium bromide.

[0118] Most of these surface stabilizers are known phar-
maceutical excipients and are described in detail in the
Handbook of Pharmaceutical Excipients, published jointly
by the American Pharmaceutical Association and The Phar-
maceutical Society of Great Britain (The Pharmaceutical
Press, 2000), specifically incorporated lerein by reference.

[0119] Povidone Polymers

[0120] Povidone polymers are preferred surface stabilizers
for use in formulating an injectable nanoparticulate tacroli-
mus formulation. Povidone polymers, also known as poly-
vidon(e), povidonum, PVP, and polyvinylpyrrolidone. are
sold under the trade names Kollidon® (BASF Corp.) and
Plasdone® (ISP Technologies, Inc.). They are polydisperse
macromolecular molecules, with a chemical name of 1-ethe-
nyl-2-pyrrolidinone polymers and 1-vinyl-2-pyrrolidinone
polymers. Povidone polymers are produced commercially as
a series of products having mean molecular weights ranging
from about 10,000 to about 700,000 daltons. To be useful as
a surface modifier for a drug compound to be administered
to a mammal, the povidone polymer must have a molecular
weight of less than about 40,000 daitons, as a molecular
weight of greater than 40,000 daltons would have difticulty
clearing the body.

[0121] Povidone polymers are prepared by, for example,
Reppe’s process, comprising: (1) obtaining 1.4-butancdiol
from acetylene and formaldehyde by the Reppe butadiene
synthesis; (2) dehydrogenating the 1.4-butanediol over cop-
per at 200° to form y-butyrolactone: and (3) reacting y-bu-
tyrolactone with ammonia o yield pyrrolidone. Subsequent
treatment with acetylene gives the viny! pyrrolidone mono-
mer. Polymerization is carried out by heating in the presence
of H,0 and NH,. See The Merck Index. 10 Edition. pp.
7581 (Merck & Co., Rahway, N.J.. 1983).

[0122] The manufacturing process for povidone polymers
produces polymers containing molecules of unequal chain
length, and thus different molecular weights. The molecular
weights of the molecules vary about a mean or average lor
each particular commercially available grade. Because if is
difficult to determine the polymer’s molecular weight
directly, the most widely used method of classifying various
molecular weight grades is by K-values, based on viscosity
measurements. The K-values of various grades of povidone
polymers represent a function of the average molecular
weiglt, and are derived from viscosity measurements and
calculated according to Fikentscher's formula.

[0123] The weight-average of the molecular weight, Mw,
is determined by methods that measure the weights of the
individual molecules, such as by light scattering. Table 1
provides molecular weight data for several commercially
available povidone polymers. all of which are soluble.
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TABLE 1

Mv Mw Mn

Povidone K-Value  (Daltons)**  (Daltonsy**  (Daltons)**
Plasdone 17zl 7000 10,500 3,000
C-15®
Plasdone NS5+ 1S 38.000 62,500 16.500
C30®
Kollidon 12 11-14 3.900 2.000-3.000 1.300
PF®
Kollidon 17 16-18 9.300) 7.000-11.000 2,500
PF®
Kollidon 25 ® 24-32 25,700 28,000-34,000 6.000

*Because the molecular weight is greater than 40,000 daltons. this povi-
done polymer is not useful as a surface stabilizer for 2 drug compound to
be administered parenterally (i.e., injected).

"#Muv is the viscosity-average molecular weight, Mn is the number-aver-
age molecular weight. and Mw is the weight average molecular weight,
Muw and Mn were determined by light scattering and ultra-centrifugation.
and Mv was determined by viscosity measurements,

(0124] Based on the data provided in Table 1, exemplary
preferred  commercially available povidone polymers
include, but are not limited to, Plasdone C-15®, Kollidon 12
PF®, Kollidon 17 PF®, and Kollidon 25®.

[0125] 3. Nanoparticulate Tacrolimus Particle Size

[0126] As used herein, particle size is determined on the
basis of the weight average particle size as measured by
convenlional particle size measuring techniques well known
to those skilled in the art. Such techniques include, for
example. sedimentation field flow fractionation, photon cor-
relation spectroscopy. light scattering, and disk centrifuga-
tion.

[0127] Compositions of the invention, and the enteric
coated compositions in particular, comprise tacrolimus
nanoparticles having an effective average particle size of
less than about 2000 nm (i.e., 2 microns). In other embadi-
ments of the invention, the tacrolimus nanoparticles have an
effective average particle size of less than about 1900 nm,
less than about 1800 nim, less than about 1700 nm, less than
about 1600 nm. less than about 1500 nm, less than about
1400 nm, less than about 1300 nm, Jess than about 1200 nm,
less than about 1100 nm, less than about 1000 run, less than
about 900 nm. less than about 800 nm, less than about 700
nm, less than about 650 nm, less than about 600 nm, less
than about 550 nm, less than about 500 nm, less than about
450 nm, less than about 400 nm, less than about 350 nm, less
than about 300 nm, less than about 250 nm, less than about
200 nm, less than about 150 nm, less than about 100 nm, less
than about 75 nm, or less than about 50 nm, as measured by
light-scattering methods. microscopy, or other appropriate
methods.

[0128] In another embodiment, the nanoparticulate com-
positions cof the present invention, and the injectable nano-
particulate compositions in particular, comprise tacrolimus
nanoparticles that have an effective average particles size of
less than about 600 nm. In other embodiments, the effective
average particle size is less than about 550 nm, less than
about 500 nm, less than about 450 nm, less than about 400
nm, less than about 300 nm, less than about 250 nm, less
than about 200 nm, less than about 150 nm, less than about
100 nm, less than about 75 nm, or less than about 50 nm.

[0129] An “effective average particle size of less than
about 2000 nm” means that at least 50% of the tacrolimus
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particles have a particle size less than the effective average,
by weight, i.e, less than about 2000 nm. If the “effective
average particle size” is less than about 1900 nm, then at
least about 50% of the tacrolimus particles have a size of less
than about 1900 nm, when measured by the above-noted
techniques. The same is true for the other particle sizes
referenced above. In other embodiments, at least about 70%,
at least about 90%, at least about 95%, or at least about 99%
of the tacrolimus particles have a particle size less than the
effective average, i.e., less than about 2000 nm, about 1900
nm, about 1800 nm, etc.

[0130] In the present invention, the value for D50 of a
nanoparticulate tacrolimus composition is the particle size
below which 50% of the tacrolimus particles fall, by weiglt.
Similarly, D90 is the particle size below which 90% of the
tacrolimus particles fall, by weight.

[0131] 4. Concentration of Nanoparticulate Tacrolimus
and Surface Stabilizers

[0132] The relative amounts of tacrolimus and one or
more surface stabilizers can vary widely. The optimal
amount of the individual components depends, for example.
upon physical and chemical attributes of the surface stabi-
lizer(s) selected, such as the hydrophilic lipophilic balance
(HLB), melting point, and the surface tension of water
solutions of the stabilizer, etc.

[0133] Preferably, the concentration of tacrolimus can
vary from about 99.5% to about 0.001%, from about 95% to
about 0.1%, or from about 90% to about 0.5%, by weight,
based on the total combined weight of the tacrolimus and at
least one surface stabilizer, not including other excipients.
Higher concentrations of the active ingredient are generally
preferred from a dose and cost efficiency standpoint.

[0134] Preferably, the concentration of surface stabilizer
can vary from about 0.5% to about 99.999%, from about
5.0% to about 99.9%, or from about 10% to about 99.5%, by
weight, based on the total combined dry weight of tacroli-
mus and at least one surface stabilizer, not including other
excipients.

[0135] 5. Other Pharmaceutical Excipients

[0136] Pharmaceutical compositions of the invention may
also comprise one or more binding agents, filling agents,
lubricating agents, suspending agents, sweeleners, flavoring
agents, preservatives, buffers, wetting agents, disintegrants.
effervescent agents, and other excipients depending upon the
route of administration and the dosage form desired. Such
excipients are well known in the art.

[0137) Examples of filling agents are lactose monohy-
drate, lactose anhydrous, and various starches; examples of
binding agents are various celluloses and cross-linked poly-
vinylpyrrolidone, microcrystalline cellulose, such as
Avicel® PHIOI and Avicel® PH102, microcrystalline cel-
lulose, and silicified microcrystalline cellulose (ProSolv
SMCC™).

[0138] Suitable lubricants, including agents that act on the
flowability of the powder to be compressed, are colloidal
silicon dioxide, such as Aerosil® 200, talc. stearic acid.
magnesium stearate, calcium stearate, and silica gel.

[0139] Examples of sweeteners are any natural or artificial
sweetener, such as sucrose, xylitol, sodium saccharin, cycla-
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mate. aspartame, and acsulfame. Examples of flavoring
agents are MagnasweetR: (trademark of MAFCOQ), bubble
gum flavor. and fruit flavors, and the like.

[0140] Examples of preservatives are potassium sorbate,
methylparaben. propylparaben, benzoic acid and its salts,
other esters of parahydroxybenzoic acid such as butylpara-
ben, alcohols such as ethyl or benzyl alcohol, phenolic
compounds such as phenol. and quarternary compounds
such as benzalkonium chloride.

[0141] Suitable diluents include pharmaceutically accept-
able inert fillers, such as microcrystalline cellulose, lactose,
dibasic calcium phosphate, saccharides, and/or mixtures of
any of the foregoing. Examples of diluents include micro-
crystalline cellulose, such as Avicel® PH101 and Avicele
PH102; lactose such as lactose monoliydrate, lactose anhy-
drous. and Pharmatose® DCL21; dibasic calcium phosphate
such as Emcompress®; mannitol; starch; sorbitol; sucrose;
and glucose.

[0142] Suitable disintegrants include lightly crosslinked
polyvinyl pyrrolidone, corn starch, potato starch, maize
starch, and modified starches, croscarmellose sodium, cross-
povidone. sodium starch glycolate, and mixtures thereof.

[0143] Examples of effervescent agents are cffervescent
couples. such as an organic acid and a carbonate or bicar-
bonate. Suitable organic acids include, for example, citric,
tartaric. malic. fumaric, adipic, succinic, and alginic acids
and anhydrides and acid salts. Suitable carbonates and
bicarbonates include, for example, sodium carbonate,
sodium bicarbonate, potassium carbonate, potassium bicar-
bonate, magnesium carbonate, sodium glycine carbonate,
L-lysine carbonate, and arginine carbonate. Alternatively,
only the sodium bicarbonate component of the effervescent
couple may be present.

[0144] 6. Injectable Nanoparticulate Tacrolimus Formula-
tions

[0145] The invention provides injectable nanoparticulate
tacrolimus formulations that can comprise high drug con-
centrations in low injection volumes, with rapid drug dis-
solution upon administration. In addition, the injectable
nanoparticulate tacrolimus formulation of the invention
eliminate the need to use polyoxyl 60 hydrogenated castor
oil (HCO-60) as a solubilizer.

[0146] An exemplary injectable tacrolimus formulation
comprisees, based on % w/w:

Tacrolimus 3-50%

povidone polymer 0.1-50%
preservatives 0.05-0.25%

pH adjusting agent pH about 6 to about 7
water for injection q.s.

[0147] Exemplary preservatives include methylparaben
(about 0.18% based on % w/w), propylparaben (about
0.02% based on % w/w), phenol (about 0.5% based on %
w/w), and benzyl alcohol (up to 2% v/v). An exemplary pH
adjusting agent is sodium hydroxide, and an exemplary
liquid carrier is sterile water for injection. Other useful
preservatives. pH adjusting agents, and liquid carriers are
well-known in the art.
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[0148] The tacrolimus is preferably present in an inject-
able nanoparticulate formulation of the present invention in
an amount of from about 0.01 mg to about 50 mg, preferably
in the amount of from about 0.05 mg to about 20 my.

[0149] 7. Enteric Coated Oral Formulations

[0150] Tacrolimus bicavailability is reduced when admin-
istered with food. Administration with food causes an
increase in the amount of time that the tacrolimus is retained
in the stomach. This increased retention time allows the
tacrolimus to dissolve in the acidic stomach condittons.
Then, when the dissolved drug exits the stomach and enters
the more basic conditions of the upper smatl intestine, the
tacrolimus precipitates out of solution. The precipitated
tacrolimus is poorly absorbed since it must once again
dissolve before it can be absorbed and this process is slow
because of the poor water solubility of tacrolimus. The
dissolving of the drug in the stomach, followed by precipi-
tation, diminishes the enhanced bioavailability that tacroli-
mus can gain from administration as a nanoparticulatc
dosage form, such as a nanoparticulate tacrolimus solid
dispersion, or nanoparticulate tacrolimus liquid filled cap-
sule. Protection of the drug from the low pH conditions of
the stomach would reduce or eliminate this decrease in
bioavailability. In addition, an enteric coating would
decrease or eliminate the nausea and vomiting associate with
tacrolimus administration.

[0151] Therefore, a composition comprising enteric-
coated nanoparticulate tacrolimus is described herein. In one
embodiment, the oral formulation comprises an enteric
coated solid dosage form.

[0152] Solid dosage forms for oral administration include.
but are not limited to, capsules, tablets, pills, powders, and
granules. In such solid dosage forms, the tacrolimus is
admixed with at least one of the following: (a) one or more
inert excipients (or carriers), such as sodium citrate or
dicalcium phosphate; (b) fillers or extenders, such as
starches, lactose, sucrose, glucose, mannitol. and silicic
acid; (c) binders, such as carboxymethylcellulose, alignates.
gelatin, polyvinylpyrrolidone, sucrose, and acacia; (d)
humectants, such as glycerol; (e) disintegrating agents, such
as agar-agar, calcium carbonate, potato or tapioca starch.
alginic acid, certain complex silicates, and sodium carbon-
ate; () solution retarders, such as paraffin; (g) absorption
accelerators, such as quaternary ammonium compounds; (i)
wetting agents, such as cetyl alcohol and glycerol
monostearate; (1) adsorbents, such as kaolin and bentonite;
and (j) lubricants, such as talc, calcium stearate, magnesium
stearate, solid polyethylene glycols, sodium lauryl sulfate, or
mixtures thereof. For capsules, tablets, and pills. the dosage
forms may also comprise butfering agents.

[0153] Drug Release Profiles

[0154] In one embodiment, the enteric-coated (acrolimus
composition described herein exhibits a pulsatile plasma
profile when administered to a patient in an oral dosage
form. The plasma profile associated with the administration
of a drug compound may be described as a “pulsatile profile”
in which pulses of high tacrolimus concentration. inter-
spersed with low concentration troughs, are observed. A
pulsatile profile containing two peaks may be described as
“bimodal”. Similarly, a composition or a dosage form which
produces such a profile upon administration may be said to
exhibit “pulsed release” of tacrolimus.
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[0155] Conventional frequent dosage regimes in which an
immediate release (IR) dosage form is administered at
periodic intervals typically gives rise to a pulsatile plasma
profile. In this case, a peak in the plasma drug concentration
is abserved afier administration of each IR dose with troughs
(regions of low drug concentration) developing between
conseculive administration time points. Such dosage
regimes (and their resultant pulsatile plasma profiles) have
particular pharmacological and therapeutic effects associ-
ated with them. For example, the wash out period provided
by the fall off' of the plasma concentration of tacrolimus
between peaks has been thought to be a contributing factor
in reducing or preventing patient tolerance to various types
of drugs.

[0156] Muliparticulate modified controlled release (CR)
compositions similar 10 those disclosed herein are disclosed
and claimed in the U.S. Pat. Nos. 6,228,398, 6,730,325 and
6.793,936 to Devane et al; ali of which are specifically
incorporated by reference herein. All of the relevant prior art
in this field may be found therein.

[0157] Another aspect of the present invention is a mul-
tiparticulale modified release composition having a first
component comprising a first population of tacrolimus and
a second component comprising a second population of
tacrolimus. The ingredient-containing particles of the sec-
ond component are coated with a modified release coating.
Alternatively or additionally, the second poputation of tac-
rolimus-containing particles further comprises a modified
release matrix material. Following oral delivery, the com-
position in operation delivers the tacrolimus in a pulsatile
manner.

[0158] 1In a preferred embodiment of a multiparticulate
modified release composition according to the invention, the
first component is an immediate release component.

[0159]  The modified release coating applied to the second
population of tacrolimus particles causes a lag time between
the release of active from the first population of tacrolimus-
containing particles and the release of active from the
second population of active tacrolimus-containing particles.
Similarly. the presence of a modified release matrix material
in the second population of tacrolimus-containing particles
causes a lag time between the release of tacrolimus from the
first population of tacrolimus-containing particles and the
release of active ingredient from the second population of
tacrolimus-containing particles. The duration of the lag time
may be varied by altering the composition and/or the amount
of the modified release coating and/or altering the compo-
sition and/or amount of modified release matrix material
utilized. Thus. the duration of the lag time can be designed
to mimic a desired plasma profile.

[0160] Because the plasma profile produced by the mul-
tiparticulate modified release composition upon administra-
tion is substantially similar to the plasma profile produced
by the administration of two or more IR dosage forms given
sequentially, the multiparticulate controlled release compo-
sition of the present invention is particularly useful for
administering tacrolimus for which patient tolerance may be
problematical. This multiparticulate modified release com-
position is therefore advantageous for reducing or minimiz-
ing the development of patient tolerance to the active
ingredient in the composition.

[0161] The present invention further provides a method
for prophylaxis of organ rejection comprising administering
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a therapeutically effective amount of a composition or solid
oral dosage form according to the present invention to
provide pulsed or bimodal administration of tacrolimus.
Advantages of the present invention include reducing the
dosing frequency required by conventional multiple IR
dosage regimes while still maintaining the benefits derived
from a pulsatile plasma profile. This reduced dosing Ire-
quency is advantageous in terms of patient compliance to
have a formulation which may be administered at reduced
frequency. The reduction in dosage frequency made possible
by wilizing the present invention would contribute to reduc-
ing health care costs by reducing the amount of time spent
by health care workers on the administration of drugs.

[0162] The active ingredient in each component may be
the same or different. For example, a composition in which
the first component contains tacrolimus and the second
component comprises a second active ingredient may be
desirable for combination therapies. Indeed, two or more
active ingredients may be incorporated into the same com-
ponent when the active ingredients are compatible with each
other. A drug compound present in one component of the
composition may be accompanied by, for example. an
enhancer compound or a sensitizer compound in another
component of the composition, to modify the bioavailability
or therapeutic effect of the drug compound.

[0163] As used herein, the term “enhancer” refers to a
compound which is capable of enhancing the absorption
and/or bioavailability of an active ingredient by promoting
net transport across the GIT in an animal, such as a human.
Enhancers include but are not limited to medium chain fatty
acids; salts, esters, ethers and derivatives thereol. including
glycerides and triglycerides; non-ionic surfactants such as
those that can be prepared by reacting ethylene oxide with
a fatty acid, a fatty alcohol, an alkylphenol or a sorbitan or
glycerol fatty acid ester; cytochrome P450 inhibitors, P-gly-
coprotein inhibitors and the like; and mixtures of two or
more of these agents.

[0164] The proportion of tacrolimus contained in each
component may be the same or different depending on the
desired dosing regime. The tacrolimus is present in the first
component and in the second component in any amount
sufficient to elicit a therapeutic response. The tacrolimus
when applicable, may be present either in the form of one
substantially optically pure enantiomer or as a mixure,
racemic or otherwise. of enantiomers. The tacrolimus is
preferably present in a composition in an amount of from
0.1-60 mg, preferably in the amount of from 1-30 mg.
Tacrolimus is preferably present in the first component in an
amount of from 0.5-60 mg: more preferably the tacrolimus
is present in the first component in an amount of from 2.5-30
mg. The tacrolimus is present in the subsequent components
in an amount within a similar range to that described for the
first component.

[0165] The time-release characteristics for the release of
tacrolimus from each of the components may be varied by
modifying the composition of each component. including
modifying any of the excipients or coatings which may be
present. In particular the release of tacrolimus may be
controlled by changing the composition and/or the amount
of the modified release coating on the particles, if such a
coaling is present. If more than one modified release com-
ponent is present, the modified release coating for each of
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these components may be the same or different. Similarly,
when modified release is facilitated by the inclusion of a
modified release matrix material, release of the active ingre-
dient may be controlled by the choice and amount of
modified release matrix material utilized. The modified
refease coating may be present, in each component, in any
amount that is sufficient to yield the desired delay time for
cach particular component. The modified release coating
may be preset, in each component, in any amount that is
suflicient to vield the desired time lag between components.

[0166] The lag time or delay time for the release of
tacrolimus from each component may also be varied by
modifying the composition of each of the components,
including modifying any excipients and coatings which may
be present. For example. the first component may be an
immediate release component wherein the tacrolimus is
released substantially immediately upon administration.
Alternatively, the first component may be, for example, a
time- delayed immediate release component in which the
tacrolimus is released substantially immediately after a time
delay. The second component may be, for example, a
time-delayed immediate release component as just described
or, alternatively, a time-delayed sustained release or
extended release component in which the tacrolimus is
released in a controlled fashion over an extended period of
time.

[0167]) As will be appreciated by those skilled in the art,
the exact nature of the plasma concentration curve will be
influenced by the combination of all of these factors just
described. In particular. the lag time between the delivery
(and thus also the onset of action) of the tacrolimus in each
component may be controlled by varying the composition
and coating (if present) of each of the components. Thus by
variation of the composition of each component (including
the amount and nature of the active ingredient(s)) and by
variation of the lag time, numerous release and plasma
profiles may be obtained. Depending on the duration of the
lag time between the release of tacrolimus from each com-
ponent and the nature of the release from each component
(i.e. immediate release, sustained release etc.), the pulses in
the plasma profile may be well separated and clearly defined
peaks (e.g. when the lag time is long) or the pulses may be
superimposed to a degree (e.g. in when the lag time is short).

(0168] In a preferred embodiment, the multiparticulate
modified release composition according to the present
invention has an immediate release component and at least
one modified release component, the immediate release
component comprising a first population of tacrolimus-
containing particles and the modified release components
comprising second and subsequent populations of tacroli-
mus-containing particles. The second and subsequent modi-
fied release components may comprise a controlled release
coating. Additionally or alternatively, the second and sub-
sequent modified release components may comprise a modi-
fied release matrix material. In operation, administration of
such a multiparticulate modified release composition hav-
ing. for example, a single modified release component
results in characteristic pulsatile plasma concentration levels
of the tacrolimus in which the immediate release component
of the composition gives rise to a first peak in the plasma
profile and the modified release component gives rise to a
second peak in the plasma profile. Embodiments of the
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invention comprising more than one modified release com-
ponent give rise to further peaks in the plasma profile.

[0169] Such a plasma profile produced from the adminis-
tration of a single dosage unit is advantageous when it is
desirable to deliver two (or more) pulses of tacrolimus
without the need for administration of two (or more) dosage
units.

[0170] Enteric Coating

[0171]  Any coating material which modifies the release of’

the tacrolimus in the desired manner may be used. In
particular, coating materials suitable for use in the practice
of the invention include but are not limited to polymer
coating materials, such as cellulose acetate phthalate. cellu-
lose acetate trimaletate, hydroxy propyl methylcellulose
phthalate, polyvinyl acetate phthalate, ammonio methacry-
late copolymers such as those sold under the Trade Mark
Eudragit® RS and RL, poly acrylic acid and poly acrylate
and methacrylate copolymers such as those sold under the
Trade Mark Eudragit® S and L, polyvinyl acetaldiethy-
lamino acetate, hydroxypropyl methyleellulose acetate suc-
cinate, shellac; hydrogels and gel-forming malerials. such as
carboxyvinyl polymers, sodium alginate, sodium carmel-
lose, calcium carmellose, sodium carboxymethyl starch,
poly viny] alcohol, hydroxyethy! cellulose, methy! cellulose.
gelatin, starch, and cellulose based cross-linked polymers—
in which the degree of crosslinking is low so as to facilitate
adsorption of water and expansion of the polymer matrix.
hydoxypropyl cellulose, hydroxypropyl methylcellulose,
polyvinylpyrrolidone, crosslinked starch, microcrystalline
cellulose, chitin, aminoacryl-methacrylate copolymer
(Eudragit® RS-PM, Rohm & Haas), pullulan. collagen,
casein, agar, gum arabic, sodium carboxymethyl cellulose,
(swellable hydrophilic polymers) poly(hydroxyalkyl meth-
acrylate) (m. wt. about 5 k-5.000 k), polyvinylpyrrolidone
(m. wt. about 10 k-360 k), anionic and cationic hydrogels,
polyvinyl alcohol having a low acetate residual, a swellable

mixture of agar and carboxymethy! cellulose, copolymers of

maleic anhydride and styrene, ethylene, propylene or isobu-
tylene, pectin (m. wt. about 30 k-300 k), polysaccharides
such as agar, acacia, karaya, tragacanth, algins and guar,
polyacrylamides, Polyox polyethylene oxides (m. wi. about

100 k-5,000 k), AquaKeep acrylate polymers, diesters of

polyglucan, crosslinked polyvinyl alcohol and poly N-vinyl-
2-pyrrolidone, sodium starch glucolate (e.g. Explotab®:
Edward Mandell C. Ltd.); hydrophilic polymers such as
polysaccharides, methy! cellulose, sodium or calcium car-
boxymethyl cellulose, hydroxypropyl methyl cellulose,
hydroxypropy] cellulose, hydroxyethyl cellulose. nitro cel-
lulose, carboxymethyl cellulose, cellulose ethers. polyeth-
ylene oxides (e.g. Polyox®, Union Carbide), methyl ethyl
cellulose, ethylhydroxy ethylcellulose, cellulose acetate.
cellulose butyrate, cetlulose propionate. gelatin. collagen,
starch, maltodextrin, pullulan, polyvinyl pyrrolidone, poly-
vinyl alcohol, polyvinyl acetate, glycerol fatty acid esters,
polyacrylamide, polyacrylic acid, copolymers of meth-
acrylic acid or methacrylic acid (e.g. Eudragit®, Rohm and
Haas), other acrylic acid derivatives, sorbitan esters, natural
gums, lecithins, pectin, alginates, ammonia alginate,
sodium, calciwm, potassium alginates, propylene glycol algi-
nate, agar, and gums such as arabic, karaya, locust bean,
tragacanth, carrageens, guar, xanthan, scleroglucan and mix-
tures and blends thereof. As will be appreciated by the
person skilled in the an, excipients such as plasticizers.
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lubricants, solvents and the like may be added to the coating,
Suitable plasticizers include for example acetylated
monoglycerides; butyl phthalyl butyl glycolate; dibuty! tar-
trate; diethyl phthalate: dimethy! phthalate; ethyl phthalyl
ethyl glycolate: glycerin; propylene glycol; triacetin; citrate;
tripropioin: diacetin; dibutyl phthalate; acetyl monoglycer-
ide: polyethylene glycols; castor oil; triethyl citrate; poly-
hydric aleohols, glycerol, acetate esters, gylcerol triacetate,
acetyl triethyl citrate, dibenzyl phthalate, dihexyl phthalate,
butyl octyl phthalate, diisononyl phthalate, butyl octyl
phthalate, dioctyl azelate, epoxidised tallate, triisoctyl trim-
ellitate. diethylhexyl phthalate, di-n-octy! phthalate, di-i-
octyl phthalate, di-i-decyl phthalate, di-n-undecy! phthalate,
di-n-tridecyl phthalate, tri-2-ethylhexyl trimellitate, di-2-
ethylhexyl adipate, di-2-ethylhexyl sebacate, di-2-ethyl-
hexyl azelate, dibuty] sebacate.

[0172] When the modified release component comprises a
modified release matrix matedal, any suitable modified
release matrix material or suitable combination of modified
release matrix materials may be used. Such materials are
known to those skilled in the art. The term “modified release
matrix material” as used herein includes hydrophilic poly-
mers, hydrophobic polymers and mixtures thereof which are
capable of modifying the release of tacrolimus dispersed
therein in vitro or in vivo. Modified release matrix materials
suitable for the practice of the present invention include but
are not limited to microcrytalline cellulose, sodium car-
boxymethylcellulose, hydoxyalkylcelluloses such as
hydroxypropylmethylcellulose and hydroxypropyleellulose,
polycthylene oxide, alkylcelluloses such as methylcellulose
and ethylcellulose, polyethylene glycol, polyvinylpyrroli-
done, cellulose acetate, cellulose acetate butyrate, cellulose
acetate phibalate, cellulose acteate trimellitate, polyvinylac-
etate phthalate, polyalkylmethacrylates, polyvinyl acetate
and mixture thereof.

[0173] A multiparticulate modified release composition
according to the present invention may be incorporated into
any suitable dosage form which facilitates release of the
active ingredient in a pulsatile manner. Typically, the dosage
form may be a blend of the different populations of tacroli-
mus-containing particles which make up the immediate
release and the modified release components, the blend
being filled into suitable capsules, such as hard or soft
gelatin capsules. Alternatively. the different individual popu-
lations of active ingredient containing particles may be
compressed (optionally with additional excipients) into
mini-tablets which may be subsequently filled into capsules
in the appropriate proportions. Another suitable dosage form
is that of a multi-layer tablet. In this instance the first
component of the multiparticulate modified release compo-
sition may be compressed into one layer, with the second
component being subsequently added as a second layer of
the multi-layer tablet. The populations of tacrolimus-con-
taining particles making up the composition of the invention
may further be included in rapidly dissolving dosage forms
such as an effervescent dosage form or a fast-melt dosage
form.

[0174] In another embodimenn, the composition according
to the invention comprises at least two populations of
tacrolimus-containing particles which have different in vitro
dissolution profiles.

[0175] Preferably, in operation the composition of the
invention and the solid oral dosage forms containing the
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composition release the tacrolimus such that substantially all
of the tacrolimus contained in the first component is released
prior to release of the tacrolimus from the second compo-
nent. When the first component comprises an IR component,
for example, it is preferable that release of the tacrolimus
from the second component is delayed until substantially all
the tacrolimus in the IR component has been released.
Release of the tacrolimus from the second component may
be delayed as detailed above by the use of a modified release
coating and/or a modified release matrix material.

[0176] In one embodiment, when it 1s desirable to mini-
mize patient tolerance by providing a dosage regime which
facilitates wash-out of a first dose of tacrolimus from a
patient’s system. release of the tacrolimus from the second
component is delayed until substantially ail of the tacrolimus
contained in the first component has been released. and
further delayed until at least a portion of the tacrolimus
released from the first component has been cleared from the
patient’s systeni. In a particular embodiment, release of the
tacrolimus from the second component of the composition in
operation is substantially, if not completely, delayed for a
period of at least about two hours after administration of the
composition.

[0177] The release of the drug from the second component
of the composition in operation is substantially, if not
completely, delayed for a period of at least about four hours.
preferably about four hours, after administration of the
composition.

E. Methods of Making Nanoparticulate Tacrolimus Formu-
lations

[0178] Nanoparticulate tacrolimus compositions can be
made using any suitable method known in the art such as, {or
example, milling, homogenization, or precipitation tech-
niques. Exemplary methods of making nanoparticulate com-
positions are described in U.S. Pat. No. 5,145.684. Methods
of making nanoparticulate compositions are also described
in U.S. Pat. No. 5,518,187 for “Method of Grinding Phar-
maceutical Substances;” U.S. Pat. No. 5,718.388 for “Con-
tinuous Method of Grinding Pharmaceutical Substances:”
U.S. Pat. No. 5,862,999 for “Method of Grinding Pharma-
ceutical Substances;” U.S. Pat. No. 5,665.331 for “Co-
Microprecipitation of Nanoparticulate Pharmaceutical
Agents with Crystal Growth Modifiers:” U.S. Pat. No.
5,662,833 for “Co-Microprecipitation of Nanoparticulate
Pharmaceutical Agents with Crystal Growth Modifiers:”
U.S. Pat. No. 5,560,932 for “Microprecipitation of Nano-
particulate Pharmaceutical Agents;” U.S. Pat. No. 5,543,133
for “Process of Preparing X-Ray Contrast Compositions
Containing Nanoparticles;” U.S. Pat. No. 5,534.270 {for
“Method of Preparing Stable Drug Nanoparticles:” U.S. Pat.
No. 5,510,118 for “Process of Preparing Therapeutic Com-
positions Comtaining Nanoparticles;” and U.S. Pat. No.
5,470,583 for “Method of Preparing Nanoparticle Compo-
sitions Containing Charged Phospholipids 1o Reduce Aggre-
gation,” all of which are specifically incorporated herein by
reference.

[0179] The resultant nanoparticulate tacrolinus composi-
tions or dispersions can be utilized in solid, semi-solid, or
liquid dosage formulations, such as liquid dispersions. gels,
aerosols, ointments, creams, controlled release formulations,
fast melt formulations, lyophilized formulations. tablets.
capsules, delayed release formulations, extended release
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formulations, pulsatile release formulations, mixed imme-
diate release and controlled release formulations, etc.

[0180] Consistent with the above disclosure, provided
herein is a method of preparing the nanoparticulate tacroli-
mus formulations of the invention. The method comprises
the steps of: (1) dispersing tacrolimus in a liquid dispersion
medium; and (2) mechanically reducing the particle size of
(he tacrolimus to the desired effective average particle size,
such as less than about 2000 nm or less than about 600 nm.
A surface stabilizer can be added before, during, or after
particle size reduction of tacrolimus. The liquid dispersion
medium can be maintained at a physiologic pH, for example,
within the range of from about 3.0 to about 8.0 during the
size reduction process; more preferably within the range of
from about 5.0 to about 7.5 during the size reduction
process. The dispersion medium used for the size reduction
process is preferably aqueous, although any media in which
tacrolimus is poorly soluble and dispersible can be used,
such as safllower oil, ethanol, t-butanol, glycerin, polyeth-
ylene glycol (PEG). hexane, or glycol.

[0181] Effective methods of providing mechanical force
for particle size reduction of tacrolimus include ball milling,
media milling. and homogenization, for example, with a
Microfluidizer® (Microfluidics Corp.). Ball milling is a low
energy milling process that uses milling media, drug, stabi-
lizer, and liquid. The materials are placed in a milling vessel
that is rotated at optimal speed such that the media cascades
and reduces the drug particle size by impaction. The media
used must have a high density as the energy for the particle
reduction is provided by gravity and the mass of the attrition
media.

[0182] Media milling is a high energy milling process.
Drug, stabilizer. and liquid are placed in a reservoir and
recirculated in a chamber containing media and a rotating
shafi/impeller. The rotating shaft agitates the media which
subjects the drug to impaction and sheer forces, thereby
reducing the drug particle size.

[0183] Homogenization is a technique that does not use
milling media. Drug, stabilizer. and liquid (or drug and
liquid with the stabilizer added after particle size reduction)
conslitute a process stream propelled into a process zone,
which in the Microfluidizer® is called the Interaction Cham-
ber. The product to be treated is inducted into the pump, and
then forced out. The priming valve of the Microfluidizer®
purges air out of the pump. Once the pump is filled with
product. the priming valve is closed and the product is
forced through the interaction chamber. The geometry of the
interaction chamber produces powerful forces of sheer,
impact, and cavitation which are responsible for particle size
reduction. Specifically, inside the interaction chamber, the
pressurized product is split into two streams and accelerated
to extremely high velocities. The formed jets are then
directed toward each other and collide in the interaction
zone. The resulting product has very fine and uniform
particle or droplet size. The Microfluidizer® also provides a
heat exchanger to allow cooling of the product. U.S. Pat. No.
5,510,118, which is specifically incorporated by reference,
refers to a process vsing a Microfluidizer®.

[0184] Using a particle size reduction method, the particle
size of tacrolimus is reduced to the desired an effective
average particle size, such as less than about 2000 nm for the
enteric coated formulation. and less than about 600 nm for
the injectable tacrolimus formulation.
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[06185] Tacrolimus can be added 10 a liquid medium in
which it is essentially insoluble to form a premix. The
concentration of the tacrolimus in the liquid medium can
vary from about 5 to about 60%, and preferably is from
about 15 to about 50% (w/v), and more preferably about 20
to about 40%. The surface stabilizer can be present in the
premix or it can be added to the drug dispersion following
particle size reduction. The concentration of the surface
stabilizer can vary from about 0.1 10 about 50%, and
preferably is from about 0.5 to about 20%. and more
preferably from about 1 to about 10%, by weight.

(0186] The premix can be used directly by subjecting it to
mechanical means to reduce the average tacrolimus particle
size in the dispersion to less than about 600 nm. It is
preferred that the premix be used directly when a ball mill
is used for attrition. Alternatively, tacrolimus and at least one
surface stabilizer can be dispersed in the liquid medium
using suitable agitation, e.g., a Cowles type mixer, until a
homogeneous dispersion is observed in which there are no
large agglomerates visible to the naked eye. It is preferred
that the premix be subjected to such a premilling dispersion
step when a recirculating media mill is used for attrition.

[0187] The mechanical means applied 1o reduce the tac-
rolimus particle size conveniently can take the form of a
dispersion mill. Suitable dispersion mills include a ball mill,
an attritor mill, a vibratory mill, and media mills such as a
sand mill and a bead mill. A media mill is preferred due to
the relatively shorter milling time required to provide the
desired reduction in particle size. For media milling. the
apparent viscosity of the premix is preferably from about
100 to about 1000 centipoise, and for ball milling the
apparent viscosity of the premix is preferably from about |
up to about 100 centipoise. Such ranges tend 1o afford an
optimal balance between eflicient particle size reduction and
media erosion.

[0188] The attrition time can vary widely and depends
primarily upon the particular mechanical means and pro-
cessing conditions selected. For ball mills, processing times
of up to five days or longer may be required. Alternatively,
processing times of less than 1 day (residence times of one
minute up to several hours) are possible with the use of a
high shear media mill.

[0189] The tacrolimus particles must be reduced in size at
a temperature which does not significantly degrade tacroli-
mus. Processing temperatures of less than about 30 to less
than about 40° C. are ordinarily preferred. If desired. the
processing equipment can be cooled with conventional
cooling equipment. Control of the temperature, e.g.. by
jacketing or immersion of the milling chamber in ice water.
is contemplated. Generally. the method of the invention is
conveniently carried out under conditions of ambient tem-
perature and at processing pressures which are safe and
effective for the milling process. Ambient processing pres-
sures are typical of ball mills, attritor mills, and vibratory
mills.

[0190] Grinding Media

[0191] The grinding media can comprise particles that are
preferably substantially spherical in shape. e.g., beads, con-
sisting essentially of polymeric resin. Alternatively, the
grinding media can comprise a core having a coating of a
polymeric resin adhered thereon.
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[0192] Ingeneral, suitable polymeric resins are chemically
and physically inert, substantially free of metals, solvent,
and monomers. and of sufficient hardness and friability to
enable them to avoid being chipped or crushed during
grinding. Suitable polymeric resins include crosslinked
polystyrenes, such as polystyrene crosslinked with divinyl-
benzene: styrene copolymers; polycarbonates; polyacetals,
such as Delrin® (E.I. du Pont de Nemours and Co.); vinyl
chloride polymers and copolymers; polyurethanes; polya-
mides: poly(tetrafluoroethylenes). e.g., Teflon® (EI. du
Pont de Nemours and Co.), and other fluoropolymers; high
density polyethylenes: polypropylenes; cellulose ethers and
esters such as cellulose acetate; polyhydroxymethacrylate;
polyhydroxyethyl acrylate; and silicone-containing poly-
mers such as polysiloxanes and the like. The polymer can be
biodegradable. Exemplary biodegradable polymers include
poly(lactides). poly(glycolide) copolymers of lactides and
glycolide, polyanhydrides, poly(hydroxyethyl methacylate),
poly(imino carbonates), poly(N-acylhydroxyproline)esters,
poly(N-palmitoyl hydroxyproline) esters, ethylene-vinyl
acetate copolymers, poly(orthoesters), poly(caprolactones),
and poly(phosphazenes). For biodegradable polymers, con-
tamination from the media itself advantageously can
metabolize in vivo into biologically acceptable products that
can be eliminated from the body.

[0193] The grinding media preferably ranges in size from
about 0.01 to about 3 mm. For fine grinding, the grinding
media is preferably from about 0.02 to about 2 mm, and
more preferably from about 0.03 to about 1 mm in size.

[0194] The polymeric resin can have a density from about
0.8 to about 3.0 g/em®.

[0195] 1In a preferred grinding process the particles are
made continuously. Such a method comprises continuously
introducing tacrolimus into a milling chamber, contacting
the tacrolimus with grinding media while in the chamber to
reduce the tacrolimus particle size, and continuously remov-
ing the nanoparticulate tacrolimus from the milling chamber.

{0196] The grinding media is separated from the milled
nanoparticulate tacrolimus using conventional separation
techniques, in a secondary process such as by simple filtra-
tion. sieving through a mesh filter or screen, and the like.
Other separation techniques such as centrifugation may also
be employed.

[0197] Sterile Product Manufacturing

[0198] Development of injectable compositions requires
the production of a sterile product. The manufacturing
process of the present invention is similar to typical known
manufacturing processes for sterile suspensions. A typical

sterile suspension manufacturing process flowchart is as
follows:

Media Conditioning)

|

Compounding

|
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-continued
Paticle Size Reduction

|

Vial Filling

|

(Lyophilization) and’or (Terminal Sterilization}

[0199] As indicated by the optional steps in parentheses.
some of the processing is dependent upon the method of
particle size reduction and/or method of sterilization. For
example, media conditioning is not required for a milling
method that does not use media. If terminal sterilization is
not feasible due to chemical and/or physical instability,
aseplic processing can be used.

F. Methods of Treatment

[0200] In human therapy, it is important to provide a
tacrolimus dosage form that delivers the required therapeutic
amount of the drug in vivo, and that renders the drug
bicavailable in a constant manner. Thus, another aspect of
the present invention provides a method of treating a mam-
mal, including a human, using a nanoparticulate tacrolimus
formulation of the invention for the prophylaxis of organ
rejection, and specifically in patients receiving allogenic
liver or kidney transplants. Such methods comprise the step
of administering to a subject a therapeutically effective
amount of a nanoparticulate tacrolimus formulation of the
present invention. In one embodiment, the nanoparticulate
tacrolimus formulation is an injectable formulation. In
another embodiment, the nanoparticulate tacrolimus formu-
lation is an enteric coated oral formulation.

[0201] One of ordinary skill will appreciate that eflective
amounts of a tacrolimus can be determined empirically and
can be employed in pure form or, where such forms exist, in
pharmaceutically acceptable salt. ester, or prodrug form.
Actual dosage levels of tacrolimus in the enteric-coated
compositions of the invention may be varied 1o obtain an
amount of tacrolimus that is effective to obtain a desired
therapeutic response for a particular composition and
method of administration. The selected dosage level there-
fore depends upon the desired therapeutic effect, the route of
administration, the potency of the administered tacrolimus.
the desired duration of treatment, and other factors.

[0202] Dosage unit compositions may contain such
amounts of such submultiples thereof as may be used to
make up the daily dose. It will be understood. however, that
the specific dose level for any particular patient will depend
upon a variety of factors: the type and degree of the cellular
or physiological response to be achieved; activity of the
specific agent or composition employed; the specific agents
or composition employed; the age, body weight, general
health, sex, and diet of the patient; the time of administra-
tion, route of administration, and rate of excretion of the
agent; the duration of the treatment; drugs used in combi-
nation or coincidental with the specific agent: and like
factors well known in the medical arts.

{0203] The following examples are given to illusirate the
present invention. It should be understood, however. that the
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spirit and scope of the invention is not to be limited to the
specific conditions or details described in these examples but
should only be limited by the scope of the claims that follow.
All references identified herein, including U.S. patents, are
hereby expressly incorporated by reference.

[6204] The following examples are given to illustrate the
present invention. It should be understood, however, that the
spirit and scope of the invention is not to be limited to the
specific conditions or details described in these examples but
should only be limited by the scope of the claims that follow.
All references identified herein, including U S. patents, are
hereby expressly incorporated by reference.

EXAMPLES

Example 1

[0205) The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation. FIG. 1 shows a
light micrograph using phase optics at 100x of unmilled
tacrolimus.

[0206] An aqueous dispersion of 10% (w/w) tacrolimus
(Camida LLC). combined with 2% (w/w) polyvinylpyrroli-
done (PVP) K29/32 and 0.05% (w/w) dioctylsulfosuccinate
(DOSS). was milled in a 10 ml chamber of a NanoMill®
0.0} (NanoMill Systems, King of Prussia, Pa.; see e.g.. U.S.
Pat. No. 6,431.478), along with 500 micron PolyMill®
attrition media (Dow Chemical) (89% media load). The
mixture was milled at a speed of 2500 rpms for 60 minutes.

[0207] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilied
water, using a Horiba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 192 nm, with
a D300l 177 nm and a D90 0f 278 nm. FIG. 2 shows a light
micrograph using phase optics at 100x of the milled tac-
rolimus. In a second measurement in distilled water follow-
ing 1 week of refrigeration at <15° C., the mean tacrolimus
particle size was 245 nm, with a D50 of 219 nm and a D90
of 374 nm. FIG. 3 shows a light micrograph using phase
optics at 100x of the milled tacrolimus following one week
of refrigeration.

[0208] The results demonstrate the successful preparation
of a stable nanoparticulate tacrolimus formulation, as the
mean particle size obtained was 192 nm, and minimal
particle size growth was observed following storage.

Example 2

[0209] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0210] An aqueous dispersion of 10% (w/w) tacrolimus
(Camida LLC), combined with 2% PVP K12 and 0.15%
sodium deoxycholate. was milled in a 10 ml chamber of a
NanoMillR 0.01 (NanoMill Systems, King of Prussia, Pa.;
see e.g., US. Pat. No. 6,431,478), along with 500 micron
PolyMill® attrition media (Dow Chemical) (89% media
load). The mixture was milled at a speed of 2500 rpms for
150 minutes.

[0211] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilled
waler. using a Horiba LA 910 particle size analyzer. The
mean milled tacrolimus particle size was 329 nm, with a
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D50 of 303 nm and a D90 of 466 nm. FIG. 4 shows a light
micrograph using phase optics at 100x of the milled tac-
rolimus.

{0212] The resuits demonstrate the successful preparation
of a stable nanoparticulate tacrolimus formulation. as the
mean particle size obtained was 329 nm.

Example 3

{0213] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0214] An aqueous dispersion of 20% (w/w) tacrolimus
(Camida LLC), combined with 3% (w/w) Pluronic® S630

and 0.05% (w/w) DOSS, was milled in a 10 m] chamber of

aNanoMill® 0.01 (NanoMill Systems, King of Prussia, Pa.:
see e.g., US. Pat. No. 6.431,478). along with 500 micron
PolyMillR attrition media (Dow Chemical) (89% media
load). The mixture was milled at a speed of 2500 rpms for
60 minutes. A light micrograph using phase optics at 10033
of the milled tacrolimus is shown in FIG. 5.

[0215] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilled
water, using a Horiba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 171 nm, with
a D50 of 163 nm and a D90 of 230nm. In a second
measurement in distilled water following 1 week of refrig-
eration at <15° C., the mean tacrolimus particle size was 194
nm, with a D50 of 180 nm and a D90 of 279 run. A light
micrograph using phase optics at 100x of the milled tac-
rolimus following one week of storage under refrigeration is
shown in FIG. 6.

[0216] The results demonstrate the successful preparation
of a stable nanoparticulate tacrolimus formulation, as the
mean particle size obtained was 171 nm. and minimal
particle size growth was observed following storage.

Example 4

[0217] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0218] An aqueous dispersion of 10% (w/w) tacrolimus
(Camida LLC), combined with 2% (w/w) hydroxypropyl-
cellulose (HPC-SL) and 0.1% (w/w) DOSS. was milled in a
10 ml chamber of a NanoMill® 0.01 (NanoMill Systems,

. King of Prussia, Pa.; see e.g.. US. Pat. No. 6.431.478),

along with 500 micron PolyMill® attrition media (Dow
Chemical) (89% media load). The mixture was milled at a
speed of 2500 rpms for 150 minutes. A light micrograph
using phase optics at 100x of the milled tacrolinus is shown
in FIG. 7.

[0219] Following milling, the particle size of the milled
tacrolimus particles was measured, in dejonized distilled
water, using a Horiba LA 910 particle size analyzer. The
mean milled tacrolimus particle size was 389 nm, with a
D50 of 328 nm and a D90 of 614 nm.

[0220] The results demonstrate the successful preparation
of a stable nanoparticulate tacrolimus formulation. as the
mean particle size obtained was 389nm.
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Example 5

(02211 The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0222] An aqueous dispersion of 5% (w/w) tacrolimus
(Camida LLC). combined with 1% (w/w) HPC-SL and
0.15% (w/w) DOSS, was milled in a 10 ml chamber of a
NanoMill® 0.01 (NanoMill Systems, King of Prussia, Pa.;
see e.g., US. Pat. No. 6,431.478), along with 500 micron
PolyMill® attrition media (Dow Chemical) (89% media
load). The mixture was milled at a speed of 5500 rpms for
90 minutes. A light micrograph using phase optics at 100x
of the milled tacrolimus is shown in FIG. 8.

[0223] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilled
water. using a Horiba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 169 nm, with
a D50 of 160 nm and a DY0 of 225 nm. In a second
measurement in distilled water following 12 days of refrig-
eration at <15° C., the mean tacrolimus particle size was 155
nm. with a D50 of 138 nm and a D90 of 216 nm. A light
micrograph using phase optics at 100x of the milled tac-
rolimus following twelve days of storage under refrigeration
is shown in FIG. 9.

[0224] The results demonstrate (he successful preparation
of a stable nanoparticulate tacrolimus formulation, as the
mean particle size obtained was 169 nm, and minimal
change in particle size was observed following storage.

Example 6

[0225] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0226] An aqueous dispersion of 5% (w/w) tacrolimus
(Camida LLC), combined with 1% (w/w) BPC-SL and 0.1%
(w/w) sodium deoxycholate, was milled in a 10 ml chamber
of a NanoMill® 0.01 (NanoMill Systems, King of Prussia,
Pa.. see e.g.. US. Pat. No. 6,431,478), along with 500
micron PolyMill®R attrition media (Dow Chemical) (89%
media load). The mixture was milled at a speed of 5500 rpms
for 75 minutes. A light micrograph using phase optics at
100x of the milled tacrolimus is shown in FIG. 10.

[0227] Folowing milling. the particle size of the milled
tacrolimus particles was measured, in deionized distilled
water. using a Horiba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 1,780 nm,
with a D50 of 220 nm and a DI0 of 6,665 nm. In a second
measurement in distilled water following 12 days of refrig-
eration at <15° C., the mean tacrolimus particle size was
65.100 am, with a D50 of 31,252 nm and a D90 of 175,813
nm. A light micrograph using phase optics at 100x of the
milled tacrolimus following twelve days of storage under
refrigeration is shown in FIG. 11.

[0228] The results demonstrate the unsuccessful prepara-
tion of a stable nanoparticulate tacrolimus formulation, as
significant particle size growth and agglomeration were
observed following twelve days of storage. Moreover, the
light micrograph using phase optics at 100x following
milling also shows the presence of large, possible
“unmilled” crystals.
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Example 7

[0229] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0230] An aqueous dispersion of 10% (w/w) tacrolimus
(Camida LLC) combined with 2% (w/w) hydroxypropylm-
ethylcellulose (HPMC) and 0.05% (w/w) DOSS. was milled
in a 10 ml chamber of a NanoMill® 0.01 (NanoMill
Systems, King of Prussia, Pa.; see e.g. U.S. Pat. No.
6,431,478), along with 500 micron PolyMill® attrition
media (Dow Chemical) (89% media load). The mixture was
milled at a speed of 2500 rpms for 60 minutes. A light
micrograph using phase optics at 100x of the milled tac-
rolimus is shown in FIG. 12.

[0231] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilled
water, using a Hortba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 215 nm. with
a D50 of 196 mn and a D90 of 311 nm. In a second
measurement in distilled water following 1 week of refrig-
eration at <15° C., the mean tacrolimus particle size was 227
nm, with a D50 of 206 nm and a D90 of 337 nm. A light
micrograph using phase optics at 100x of the milled tac-
rolimus following one week of storage under refrigeration is
shown in FIG. 13.

[0232] The results demonstrate the successful preparation
of a stable nanoparticulate tacrolimus formulation, as the
mean particle size obtained was 215 nm, and minimal
particle size growth was observed following storage.

Example 8

[0233] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0234] An aqueous dispersion of 10% (w/w) tacrolimus
(Camida LLC) and 2% (w/w) Pluronic® F108 was milled in
a 10 ml chamber of a NanoMill® 0.01 (NanoMill Systems,
King of Prussia, Pa.; see e.g., U.S. Pat. No. 6,431,478).
along with 500 micron PolyMill®: attrition media (Dow
Chemical) (89% media load). The mixture was milled at a
speed of 2500 rpms for 60 minutes. A light micrograph using
phase optics at 100x of the milled tacrolimus is shown in
FIG. 14.

[0235] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilled
water, using a Horiba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 237 nm, with
a D50 of 212 nm and a D90 of 355 nm. In a second
measurement in distilled water following 1 week of refrig-
eration at <15° C., the mean tacrolimus particle size was 332
nm, with a D50 of 306 nm and a D90 of 467 nm. A light
micrograph using phase optics at 100x of the milled tac-
rolimus following one week of storage under refrigeration is
shown in FIG. 15.

[0236] The results demonstrate the successful preparation
of a stable nanoparticulate tacrolimus formulation, as the
mean particle size obtained was 237 nm, and minimal
particle size growth was observed following storage.

%



US 2006/0159766 Al

ixample 9

[0237] The purpose of this example was to prepare a
nanoparticulate tacrolimus formulation.

[0238] An aqueous dispersion of 10% (w/w) tacrolimus
(Camida LLC) and 2% (w/w) Tween® 80 was milled ina 10
ml chamber of a NanoMill® 0.01 (NanoMill Systems, King
of Prussia, Pa.: see e.g., U.S. Pat. No. 6,431,478), along with
500 micron PolyMillR attrition media (Dow Chemical)
(89% media load). The mixture was milled at a speed of
2500 rpms for 60 minutes. A light micrograph using phase
optics at 100x of the milled tacrolimus is shown in FIG. 16.

[0239] Following milling, the particle size of the milled
tacrolimus particles was measured, in deionized distilled
water. using a Horiba LA 910 particle size analyzer. The
initial mean milled tacrolimus particle size was 208 nm, with
a D30 of 191 nm and a D90 of 298 nm. In a second
measurement in distilled water following 1 week of refrig-
eration at <1 5° C.. the mean tacrolimus particle size was 406
nm, with a D50 of 348 nm and a D90 of 658 nm. A light
micrograph using phase optics at 100x of the milled tac-
rolimus following one week of storage under refrigeration is
shown in FIG. 17.

[0240] The results demonstrate that this formulation is
probably not preferred, as the tacrolimus particle size almost
doubled after one week of storage.

What is claimed is:
1. A nanoparticulate tacrolimus formulation comprising:

(a) particles of tacrolimus having an effective average
particle size of less than about 2000 nm; and

(b) at least one surface stabilizer.

2. 'The composition of claim |, wherein the tacrolimus is
selected from the group consisting of a crystalline phase, an
amorphous phase, a semi-crystalline phase, a semi-amor-
phous phase, and mixtures thereof.

3. The composition of claim 1, wherein the effective
average particle size of the nanoparticulate tacrolimus par-
ticles is selected from the group consisting of less than about
1900 am, Jess than about 1800 1, less than about 1700 nm,
less than about 1600 nm, less than about 1500 nm, less than
about 1400 nm. less than about 1300 nm, less than about
1200 nm. less than about 1100 nm, Jess than about 1000 nm,
less than about 900 nm, less than about 800 nm, less than
about 700 nm, less than about 650 am, less than about 600
nm, less than about 550 nm, less than about 500 nm, less
than about 450 nm. less than about 400 nm, less than about
350 nm. less than about 300 nm, less than about 250 nm, less
than about 200 nm, fess than about 150 nm, less than about
100 nm, less than about 75 nm, and less than about 50 nm.

4. The composition of claim 1, wherein the composition
is formulated:

(a) Tor administration selected from the group consisting
of oral, pulmonary. rectal, opthalmic, colonic,
parenteral, intracisternal, intravaginal, intraperitoneal,
local. buccal, nasal, and topical administration;

(b) into a dosage form selected from the group consisting
of liquid dispersions. solid dispersions, liquid-filled
capsule. gels. aerosols, ointments, creams, lyophilized
formulations. tablets, capsules, multi-particulate filled
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capsule, tablet composed of multi-particulates. com-
pressed tablet, and a capsule filled with enteric-coated
beads of tacrolimus.

(c) into a dosage form selected from the group consisting
of controlled release formulations, fast melt formula-
tions, delayed release formulations, extended release
formulations, pulsatile release formulations, and mixed
immediate release and controlled release formulations:
or

(d) any combination of (a), (b), and (c).

5. The composition of claim 4 formulated for injectable
administration, wherein the tacrolimus has an effective aver-
age particle size of less than about 600 nin.

6. The composition of claim 5, comprising as a surface
stabilizer a povidone polymer having a molecular weight of
about 40,000 daltons or less.

7. The composition of claim 1, which is an enteric-coated
formulation of nanoparticulate tacrolimus.

8. The nanoparticulate enteric-coated formulation of
claim 7, wherein the formulation reduces or eliminates the
nausea and vomiting associated with oral administration of
non-nanoparticulate or solubilized tacrolimus.

9. The composition of claim 1, wherein the composition
further comprises one or more pharmaceuticatly acceptable
excipients, carriers, or a combination thereof.

10. The composition of claim 1, wherein the tacrolimus is
present in an amount selected from the group consisting of
from about 99.5% to about 0.001%. from about 95% to
about 0.1%, and from about 90% to about 0.5%. by weight.
based on the total combined weight of the tacrolimus and at
least one surface stabilizer, not including other excipients.

11. The composition of claim I, wherein the at least one
surface stabilizer is present in an amount selected from the
group consisting of from about 0.5% 1o about 99.999% by
weight, from about 5.0% to about 99.9% by weight, and
from about 10% 1o about 99.5% by weight, based on the
total combined dry weight of the tacrolimus and at least one
surface stabilizer, not including, other excipients.

12. The composition of claim 1, comprising at least one
pnmary surface stabilizer and at least one secondary surface
stabilizer.

13. The composition of claim 1, wherein the surface
stabilizer is selected from the group consisting of an anionic
surface stabilizer, a cationic surface stabilizer, a zwitterionic
surface stabilizer, a non-ionic surface stabilizer. and an ionic
surface stabilizer.

14. The composition of claim 1, wherein the at least one
surface stabilizer is selected from the group consisting of
cetyl pyridinium chloride, gelatin, casein, phosphatides,
dextran, glycerol, gum acacia, cholesterol, tragacanth.
stearic acid, benzalkonium chloride, calcium stearate, glyc-
erol monostearate, cetostearyl alcohol, cetomacrogo! emul-
sifying wax, sorbitan esters. polyoxyethylene alkyl ethers,
polyoxyethylene castor oil derivatives, polyoxyethylene sor-
bitan fatty acid esters, polyethylene glycols, dodecyl mm-
ethy] ammonium bromide, polyoxyethylene stearates, col-
loidal silicon dioxide, phosphates, sodium dodecylsullate,
carboxymethylcellulose calcium, hydroxypropyl celluloses.
hypromellose, carboxymethylcellulose sodium, methylcel-
lulose, hydroxyethylcellulose, hypromeliose phthalate. non-
crystalline cellulose, magnesium aluminum silicate. trietha-
nolamine, polyviny! alcohol. polyvinylpyrrolidone. 4-(1.1,
3,3-tetramethylbutyl)-phenol polymer with ethylene oxide
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and formaldehyde. poloxamers; poloxamines, a charged
phospholipid, dioctylsulfosuccinate, dialkylesters of sodium
sulfosuccinic acid, sodium laury] sulfate, alkyl aryl poly-
ether sulfonates. mixtures of sucrose stearate and sucrose
distearate. p-isononylphenoxypoly-(glycidol). decanoyl-N-
methylglucamide; n-decyl B-D-glucopyranoside; n-decyl
B-D-maltopyranoside; n-dodecyl  B-D-glucopyranoside;
n-dodecyl f-D-maltoside; heptanoyl-N-methylglucamide;
n-heptyl-B-D-glucopyranoside; n-hepty! B-D-thioglucoside;
n-hexyl f-D-glucopyranoside: nonanoyl-N-methylghicam-
ide: n-noyl B-D-glucopyranoside; octanoyl-N-methylgluca-
mide; n-octyl-B-D-ghicopyranoside; octyl §-D-thioglucopy-
ranoside: lysozyme, PEG-phospholipid, PEG-cholesterol,
PliG-cholesterol derivative, PEG-vitamin A, PEG-vitamin
E. random copolymers of vinyl acetate and vinyl pyrroli-
done. a cationic polymer. a cationic biopolymer, a cationic
polysaccharide, a cationic cellulosic, a cationic alginate, a
cationic nonpolymeric compound, a cationic phospholipids,
cationic lipids. polymethyimethacrylate trimethylammo-
nium bromide, sulfonium compounds, polyvinylpyrroli-
done-2-dimethylaminoethyl methacrylate dimethy! sulfate,
hexadecyltrimethyl ammonium  bromide, phosphonium
compounds, quarternary ammonium compounds, benzyl-
di(2-chloroethyl)ethylammonium bromide, coconut tnm-
ethyl ammonium chloride, coconut tnmethyl ammonium
bromide, coconut methy! dihydroxyethyl ammonium chlo-
ride. coconut methyl dihydroxyethyl ammonium bromide,
decyl triethyl ammonium chloride, decyl dimethyl hydroxy-
ethyl ammonium chloride. decyl dimethyl hydroxyethyl
ammonium chloride bromide, C,,_, ;dimethyl hydroxyethyl
ammonium chloride, C,,_, sdimethyl hydroxyethyl ammo-
nium chloride bromide, coconut dimethy! hydroxyethyl
ammonium chloride, coconut dimethy! hydroxyethyl ammo-
nium bromide. myristy] tnmethyl ammonium methyl sul-
phate, lauryl dimethyl benzyl ammonium chioride, lauryl
dimethyl benzyl ammonium bromide, lauryl dimethyl
(ethenoxy), ammonium chloride, laury] dimethyl(ethenoxy),
ammonium  bromide. N-alkyl (C,,.,5)dimethylbenzyl
ammonium  chloride, N-alkyl (C 4 ¢)dimethyl-benzyl
ammonium chloride, N-tetradecylidmethylbenzyl ammo-
nium chloride monohydrate, dimethyl didecyl ammonium
chloride, N-alkyl and (C,.,,)dimethy]l 1-napthylmethyl
ammonium chloride, trimethylammonium halide, alkyl-ri-
methylammonium salts, dialkyl-dimethylammonium salts,
lauryl tamethyl ammonium chloride, ethoxylated alkyami-
doalkyldialkylammonium salt, an ethoxylated trialkyl
ammonium salt, dialkylbenzene dialkylammonium chloride,
N-didecyldimethyl ammonium chloride, N-tetradecyldim-
ethylbenzyl  ammonium,  chloride  monohydrate,
N-alkvl(C),.,4) dimethyl I-naphthylmethyl ammonium
chloride, dodecyldimethylbenzyl ammonium chioride,
dialky! benzenealkyl ammonium chloride, lauryl thmethy]
ammonium chloride, alkylbenzyl methyl ammonium chlo-
ride. alkyl benzyl dimethyl ammonium bromide, C,, thm-
ethyl ammonium bromides, C,s tnmethyl ammonium bro-
mides. C,; tmethyl ammonium bromides. dodecylbenzyl
triethyl ammonium chloride, poly-diallyldimethylammo-
nium chloride (IDADMAC). dimethy] ammonium chlorides,
alkyldimethylammonium  halogenides, tricetyl methyl
ammonium chloride, decyltrimethylammonium bromide,
dodecyltriethylammonium bromide, tetradecyltrimethylam-
monium bromide, methyl trioctylammonium chloride,
POLYQUAT 10™. tetrabutylammonium bromide, benzyl
trimethylammonium bromide, choline esters, benzalkonium
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chloride, stearalkonium chloride compounds. cetyl pyri-
dinium bromide, cetyl pyridinium chloride. halide salts of
quaternized  polyoxyethylalkylamines.  MIRAPOL™,
ALKAQUAT™, alkyl pyridinium salts; amines, amine salts.
amine oxides, imide azolinium salts, protonated quaternary
acrylamides, methylated quaternary polymers. and cationic
guar.

15. The composition of claim 1, additionally comprising
one or more non-tacrolimus active agents.

16. The composition of claim 1, wherein upon adminis-
tration to a mammal the tacrolimus particles redisperse such
that the particles have an effective average particle size
selected from the group consisting of less than about 2
microns, less than about 1900 nm, less than about 1800 nm,
less than about 1700 nm, less than about 1600 nm. less than
about 1500 nm, less than about 1400 nm, less than about
1300 nm, less than about 1200 nm, less than about 1100 nm.
less than about 1000 nm, less than about 900 nm, less than
about 800 nm, less than about 700 nm, less than about 650
nm, less than about 600 nm, less than about 550 nm, less
than about 500 nm, less than about 450 nm, less than about
400 nm, less than about 350 nm, less than about 300 nm, less
than about 250 nm, less than about 200 nm, less than about
150 nm, less than about 100 nm, less than about 75 nm, and
less than about 50 nm.

17. The composition of claim 1, wherein the composition
redisperses in a biorelevant media such that the tacrolimus
particles have an effective average particle size selected
from the group consisting of less than about 2 microns, less
than about 1900 nm, less than about 1800 nm, less than
about 1700 nm, less than about 1600 mn, less than about
1500 nm, less than about 1400 nm, less than about 1300 nm,
less than about 1200 mn, less than about 1100 am, less than
about 1000 nm, less than about 900 nm, less than about 800
nm, less than about 700 nm, less than about 650 nm, less
than about 600 nm, less than about 550 nm, less than about
500 nm, less than about 450 nm, less than about 400 nm, less
than about 350 nm, less than about 300 nm. less than about
250 nm, less than about 200 nm, less than about ] 50 nm, less
than about 100 nm, less than about 75 nm, and less than
about 50 nm.

18. The composition of claim 17, wherein the biorelevant
media is selected from the group consisting of water. aque-
ous electrolyte solutions, aqueous solutions of a salt, aque-
ous solutions of an acid, aqueous solutions of a base. and
combinations thereof.

19. The composition of claim 1, wherein the T, of the
tacrolimus, when assayed in the plasma of a mammalian
subject following administration, is less than the T, for a
non-nanoparticulate tacrolimus formulation, administered at
the same dosage.

20. The composition of claim 19, wherein the T, is
selected from the group consisting of not greater than about
90%, not greater than about 80%, not greater than about
70%, not greater than about 60%, not greater than about
50%, not greater than about 30%, not greater than about
25%, not greater than about 20%. not greater than about
15%, not greater than about 10%, and not greater than about
5% of the T, exhibited by a non-nanoparticulate tacroli-
mus formulation, administered at the same dosage.

21. The composition of claim 19, wherein the composi-
tion exhibits a T, selected from the group consisting of
less than about 6 hours, less than about 5 hours. Jess than
about 4 hours, less than about 3 hours, less than about 2
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hours, less than about 1 hour, and less than about 30 minutes
afier administration to fasting subjects.

22. The composition of claim 1, wherein the C,,, of the
tacrolimus. when assayed in the plasma of a mammalian
subject following administration, is greater than the C, ,, for
a non-nanoparticulate tacrolimus formulation, administered
at the same dosage.

23. The composition of claim 22, wherein the C,, is
selected from the group consisting of at least about 50%, at
least about 100%, at least about 200%, at least about 300%,
at least about 400%, at least about 500%, at least about
600%. at least about 700%, at least about 800%, at least
about 900%, at least about 1000%, at least about 1100%, at
least about 1200%, at least about 1300%, at least about
1400%. at least about 1500%, at least about 1600%, at least
about 1700%, at least about 1800%, or at least about 1900%
greater than the C,, exhibited by a non-nanoparticulate
formulation of tacrolimus, administered at the same dosage.

24. The composition of claim 1, wherein the AUC of the
tacrolimus, when assayed in the plasma of a mammalian
subject following administration, is greater than the AUC for
a non-nanoparticulate tacrolimus formulation, administered
at the same dosage.

25. The composition of claim 24, wherein the AUC is
selected from the group consisting of at least about 25%, at
least about 50%. at least about 75%, at least about 100%, at
least about 125%, at least about 150%, at least about 175%,
at least about 200%, at least about 225%, at least about
250%, at least about 275%, at least about 300%, at least
about 350%. at least about 400%, at least about 450%, at
least about 500%, at least about 550%, at least about 600%,
at least about 750%, at least about 700%, at least about
750%. at least about 800%, at least about 850%, at least
about 900%., at least about 950%, at least about 1000%, at
least about 1050%, at least about 1100%, at least about
1150%, or at least about 1200% greater than the AUC
exhibited by the non-nanoparticulate formulation of tacroli-
mus, administered at the same dosage.

26. The composition of claim 1 which does not produce
significantly different absorption levels when administered
under fed as compared to fasting conditions.

27. The composition of claim 26, wherein the difference
in absorption of the tacrolimus composition of the invention,
when administered in the fed versus the fasted state, is
selected from the group consisting of less than about 100%,
less than about 90%, less than about 80%, less than about
70%. less than about 60%, less than about 50%, less than
about 40%, less than about 30%, less than about 25%, less
than about 20%, less than about 15%, less than about 10%,
less than about 5%, and less than about 3%.

28. The composition of claim 1, wherein administration of
the composition to a human in a fasted state is bioequivalent
(o administration of the composition to a subject in a fed
state.

29. The composition of claim 28. wherein “bioequiva-
lency” is established by:
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(a) a 90% Confidence Interval of between 0.80 and 1.25
for both C,,,,,, and AUC; or

(b) a 90% Confidence Interval of between 0.80 and }.25
for AUC and a 90% Confidence Interval of between
0.70 to 1.43 for C,,,.

30. A method of making a tacrolimus composition con-
prising contacting particles of tacrolimus with at least one
surface stabilizer for a time and under conditions sufficient
to provide a tacrolimus composition having an effective
average particle size of less than about 2000 nm.

31. The method of claim 30, wherein the comtacting
comprises grinding, wet grinding, homogenizing. or precipi-
tation.

32. The method of claim 30, wherein the effective average
particle size of the tacrolimus particles is selected from the
group consisting of less than about 1900 nm, less than about
1800 nrm, less than about 1700 nm, less than about 1600 nm,
less than about 1500 nm, less than about 1000 nm, less than
about 1400 nm, less than abowt 1300 nm, less than about
1200 nm, less than about 1100 nm, less than about 900 nm,
less than about 800 nm, less than about 700 nm, less than
about 650 nm, less than about 600 nm, less than about 550
nm, less than about 500 nm, less than about 450 nm, less
than about 400 run, less than about 350 nm, less than about
300 nm, less than about 250 nm, less than about 200 nm. less
than about 150 nm, less than about 100 nm, less than about
75 nm, and less than about 50 nm.

33. A method for the prophylactic treatment of organ
rejection comprising administering to a subject in need an
effective amount of a tacrolimus composition comprising:

(a) particles of tacrolimus having an effective average
particle size of less than about 2000 nm; and

(b) at least one surface stabilizer.

34. The method of claim 33, wherein the subjeet is a
human.

35. The method of claim 33, wherein:

(a) the tacrolimus composition is injectable: and

(b) the effective average particle size of the tacrolimus

particles is less than about 600 nm.

36. The method of claim 35, wherein the surface stabilizer
is a pavidone polymer having a molecular weight of 40.000
daltons or less.

37. The method of claim 33, wherein the tacrolimus
composition is enteric-coated.

38. The method of claim 37, wherein the enteric-coated
tacrolimus composition is formulated to provide controlled
release of tacrolimus in vivo such that only a single dosage
per day is required to maintain therapeutic blood concen-
trations of tacrolimus.
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