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o REF: Expediente No. 12-131459- solicitud de patente de invencién a
§ favor de SIGNAL PHARMACEUTICALS, LLC Titulo

COMPOSICIONES Y KIT QUE COMPRENDEN INHIBIDORES DE
CINASATOR

RESPUESTA A EXAMEN DE FONDO

JUAN PABLO CADENA SARMIENTO, portador de la tarjeta profesional No. 57.492 del
C.S.J., obrando como apoderado de la sociedad solicitante me permito dar respuesta al
oficio numero 19053 relacionado con la patentabilidad de la presente invencién y

notificado por fijacién en lista el 15 de Octubre de 2013.

Nos permitimos presentar a consideracién del sefior examinador un nuevo pliego
reivindicatorio, compuesto por cuatro (4) reivindicaciones, el cual reemplaza el pliego
anterior, en donde no se amplia en ningin momento la materia inicialmente

divulgada, y se encuentra enteramente sustentado en la descripcién.

Adicionalmente, solicitamos el cambio del titulo de la presente solicitud por
“COMPOSICIONES Y KIT QUE COMPRENDEN INHIBIDORES DE CINASA TOR”, en
respuesta a la objecion del sefior Examinador. De esta manera, consideramos que el

nuevo titulo va acorde al alcance de la invencién.
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Teniendo en cuenta que las reivindicaciones 1-8, 11-24 y 26-29 han sido eliminadas

del pliego reivindicatorio, damos por superada la objecién de excepcién a la

patentabilidad emitida por su Despacho. Por tanto, la totalidad del nuevo pliego

reivindicatorio es plenamente patentable.

Claridad

Nos permitimos presentar unas nuevas reivindicaciones 1 a 4, las cuales

corresponden de manera general a las anteriores reivindicaciones 9, 10 y 25, pero

especifican de manera clara la estructura del compuesto inhibidor de cinasa TOR. De

3 esta manera, la nueva reivindicacién 1 establece:

1. Una composicién farmacéutica que comprende un inhibidor de cinasa TOR y uno
0 mds agentes que modulan los niveles de AMP, la recaptacién de glucosa, el
metabolismo o una respuesta al estrés, y un portador, excipiente o diluente

farmacéuticamente aceptable,

en donde el inhibidor de cinasa TOR es un compuesto que tiene la formula (IV):

R2
R N rL 0
[
/
N N RS
H (1v)

o una sal, clatrato, solvato, esteroisomero o tautomero farmacéuticamente

aceptable del mismo, en donde:

R? es alquilo C;.g sustituido o no sustituido, arilo Ce.14 sustituido o no sustituido,
cicloalquilo Cs.;0 sustituido o no sustituido, heterociclilo de 3-10 miembros
sustituido o no sustituido en el cual uno a cuatro de los dtomos de carbono del
anillo son independientemente reemplazados con un heterodtomo del grupo que

consiste de 0, Sy N, o heterociclilo de 3-10 miembros sustituido o no sustituido en
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el cual uno a cuatro dtomos de carbono del anillo son independientemente

reemplazados con un heterodtomo del grupo que consiste de O, S y N-alquilo C.g;

R? es H, alquilo C1.g sustituido o no sustituido, cicloalquilo Cs.10 sustituido o no
sustituido, heterociclilo de 3-10 miembros sustituido o no sustituido en el cual
uno a cuatra de los dtomos de carbono del anillo son independientemente
reemplazados con un heterodtomo del grupo que consiste de O, S y N,
heterociclilo de 3-10 miembros sustituido o no sustituido en el cual uno a cuatro
dtomos de carbono del anillo son independientemente reemplazados con un
heterodtomo del grupo que consiste de O, S y N-alquilo C1. alquilo C.g-arilo Cs.14
sustituido o no sustituido, o cicloalquilo Cs.jp-alquilo Ci.g sustituido o no

sustituido;
R3 es H, o un alquilo C1.g sustituido o no sustituido,

y en donde el inhibidor cinasa TOR no es un 6-(4-hidroxifenil)-4-(3-metoxibencil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona, 6-(4-(1H-1,2,4-triazol-5-il)fenil)-3-
(ciclohexilmetil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona, (R)-6-(4-(1H-
1,2,4-triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-dihidropirazino[2,3-b]pirazin-
2(1H)-ona o  7-(4-hidroxifenil)-1-(3-metoxibencil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona.

De esta manera, la reivindicacién en mencién supera la totalidad de objeciones de

claridad emitidas por su Despacho, por cuanto se presenta una definicién puntual del

compuesto de formula IV, y de esta manera, los términos objetados se constituyen
como una caracterizacion técnica funcional adicional que permite la debida
comprensién del alcance de la invencién, mds aun al tener en cuenta que los términos

en cuestién son plenamente conocidos por el normalmente versado en la materia.

Adicionalmente, la nueva reivindicacion 4 establece un grupo especifico a partir del

cual se selecciona el compuesto de interés tanto para composicién como para los kit

reivindicados.
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Ahora bien, notamos que el sefior Examinador consideré que las anteriores
reivindicaciones 10 y 25, nuevas reivindicaciones 2 y 3, carecen de sustento en la
descripcion, y por tanto, sugiere la eliminaciéon de las mismas. Frente a dicho
acercamiento, nos permitimos mostrar nuestro profundo desacuerdo ya que la

descripci6n establece de manera clara lo siguiente:

Ademds se proporcionan en la presente equipos que comprenden uno o mds
contenedores llenados con un inhibidor de TOR cinasa o una composicién
farmacéutica del mismo, reactivos para detectar pérdida o mutacién del gen o
proteina LKB1, o pérdida o mutacién del gen o proteina AMPK, o ambos, en un
cdncer de paciente o en un paciente que tiene un sindrome tumoral, e
instrucciones para detectar pérdida o mutacién del gen o proteina LKB1, o
pérdida o mutacién del gen o proteina AMPK, o ambos, en un cdncer de paciente
0 en un paciente que tiene un sindrome tumoral. En una modalidad, el equipo
ademds comprende instrucciones para administrar un inhibidor de TOR cinasa o

una composicién farmacéutica del mismo en un paciente en necesidad del mismo.

Ademds se proporcionan en la presente equipos que comprenden uno o mds
contenedores llenados con un inhibidor de TOR cinasa o una composicién
farmacéutica del mismo, reactivos para detectar un nivel reducido de proteina
pPAMPK y/o actividad de AMPK en un cdncer de paciente o en un paciente que
tiene un sindrome tumoral, e instrucciones para detectar un nivel reducido de
proteina pAMPK y/o actividad de AMPK en un cdncer de paciente o en un
paciente que tiene un sindrome tumoral. En una modalidad, el equipo ademds
comprende instrucciones para administrar un inhibidor de TOR cinasa o una

composicién farmacéutica del mismo en un paciente en necesidad del mismo.

De esta manera, las reivindicaciones en mencién cuentan con el sustento requerido

para la divulgacién de un kit o equipo, y por tanto, no comprendemos la objecién de su

Despacho.



-

BRIGARDL | i
C

FAX: (571) 742 22 00
www.bc.com.co
PROPIEDAD INTELECTUAL

En este sentido, consideramos pertinente aclarar al sefior Examinador que de acuerdo
con la Decisién 486, en su articulo 28 se establece claramente que la descripcién debe
divulgar la invencién de manera suficientemente clara y completa para su
comprensién y para que una persona capacitada en la materia técnica
correspondiente pueda ejecutarla. Para dicho fin, el articulo en mencién establece que

los requisitos que debe cumplir la descripcién de una invencién son los siguientes:

a) el sector tecnoldgico al que se refiere o al cual se aplica la invencién;

b) la tecnologia anterior conocida por el solicitante que fuese util para la
comprensién y el examen de la invencién, y las referencias a los
documentos y publicaciones anteriores relativas a dicha tecnologia;

¢) una descripcién de la invencién en términos que perrhitan la comprensién
del problema técnico y de la solucién aportada por la invencién,
exponiendo las diferencias y eventuales ventajas con respecto a la
tecnologia anterior;

d) una resefia sobre los dibujos, cuando los hubiera;

e) una descripcién de la mejor manera conocida por el solicitante para .
ejecutar o llevar a la prdctica la invencién, utilizando ejemplos y

referencias a los dibujos, de ser éstos pertinentes; y,

f) una indicacién de la manera en que la invencién satisface la condicién de
ser susceptible de aplicacién industrial, si ello no fuese evidente de la

descripcién o de la naturaleza de la invencién. (énfasis fuera de texto)

Asi las cosas, a partir de una lectura detallada de la descripcién vemos que todos y
cada uno de los requisitos se cumplen a cabalidad con la descripcién presentada,
teniendo en cuenta que la inclusién de ejemplos es opcional, y en consecuencia, el
normalmente versado en la materia cuenta con toda la informacién requerida para

ejecutar o llevar a cabo la invencion.

Finalmente, en lo que respecta a las expresiones objetadas en las reivindicaciones 10 y
25, consideramos que el normalmente versado en la materia se encuentra en plena
capacidad para la compresién de las mismas, y por tanto, se encuentra en capacidad
de ejecutar debidamente los procesos de deteccién a partir de los reactivos en

mencion. Lo anterior puede ser debidamente ejecutado mediante conocimientos del
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estado del arte, tal como se ilustra en el articulo cientifico incluido como anexo del

presente memorial (Shaw et al.).

De esta manera, el articulo en mencién establece que los lisados son objeto de
inmunotransferencia con anti-FLAG con el fin de llevar a cabo la deteccién de los
niveles de LKB1 y con anti-myc y anti-GST para permitir la deteccién de la expresién
de los alelos dominantes negativos de AMPK (Ver figura 2D de la pagina 94). Por ende
el normalmente versado en la materia comprende, sin dificultad alguna, que los
lisados en mencién pueden ser usados en la via expuesta para llevar a cabo la

deteccion de interés.

Asi las cosas, el lenguaje empleado en el pliego reivindicatorio es completamente
comprendido por el versado en la materia, y por tanto, el mismo resulta adecuado a la

: luz de los requerimientos de la Decisién 486.
En consecuencia, consideramos que el nuevo pliego reivindicatorio es claro y
comprende un alcance completamente razonable, motivo por el cual solicitamos
& respetuosamente al sefior Examinador que acepte el mismo como claro y conciso.

Unidad de invenciéon

Teniendo en cuenta que el pliego reivindicatorio ha sido modificado con el fin de

centrar sus ensefianzas en los compuestos inhibidores de cinasa TOR de formula (IV),

damos por superada la objecién de unidad de invencién emitida.
Novedad y nivel inventivo
Teniendo en cuenta las modificaciones realizadas sobre el pliego reivindicatorio,

consideramos que ninguna de las referencias D1 a D3 afecta la novedad de la presente

invencion, toda vez que las referencias en mencién no revelan a lo largo de sus

divulgaciones composiciones o kits que comprendan compuestos de formula 1V, los

cuales permitan la deteccién de la pérdida o mutacién del gen o proteina LKB1 y/o

AMPK, tal como y se revela en el nuevo pliego reivindicatorio.
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De esta manera, al tener en cuenta que las reivindicaciones 1 a 3 se encuentran
directamente asociadas a los compuestos de formula IV, las mismas cumplen a

cabalidad con el requisito de novedad a la luz del arte previo.

En este sentido, es pertinente llamar la atencién del sefior Examinador sobre los
siguientes aspectos que, ademds, permiten evidenciar que la presente solicitud es
plenamente patentable por cuanto no es posible deducir la materia divulgada a partir

de las enseflanzas de las referencias citadas por el sefior Examinador.

(1) La referencia D1 (WO 2010/062571) corresponde a una referencia que
ademas de no revelar exactamente la estructura de la férmula (IV) con sus

respectivos sustituyentes, se aleja de cualquier aspecto relacionado con una

condicién asociada a la pérdida o mutacién del gen o la proteina LKB1 v/o

AMPK. Asi las cosas, al tener en cuenta que la presente invencién se
constituye como una solucién a la necesidad existente de herramientas
farmacéuticas ~tales como composiciones y kits- que sean de utilidad en el
manejo de las condiciones patolégicas asociadas al cdncer o a un sindrome
tumoral que se caracteriza por la pérdida o mutacién del gen o proteina
LKB1 y/o AMPK, es claro que el normalmente versado en la materia no
encontraria motivacién alguna para acudir a las ensefianzas de D1 para dar |
solucién al problema en cuestién, y aun si lo hiciera, no encontraria
motivacion alguna que lo llevara al desarrollo de la composicién y los kit

acé reivindicados.

(i)  La referencia D2 (WO 2006/018182) corresponde a una referencia que
centra sus ensefianzas en composiciones farmacéuticas para el tratamiento
de condiciones proliferativas, mediante los siguientes compuestos de

formula I:



Calle 70 A No. 4 - 41
. B RI GA R D BOGOTA ~ COLOMBIA
TEL: (671) 744 22 00
CASTRO FAX: (571) 742 22 00
www.bc.com.co

(iii)

PROPIEDAD INTELECTUAL

D2

De esta manera, la referencia D2 se relaciona con compuestos que

contienen el nucleo 1,5,6,7-tetrahidropteridino sustituido con un grupo N-

arilo.

Lo anterior permite evidenciar de manera directa la diferencia estructural
existente entre la presente invencién, puesto que esta dltima evidencia un

nicleo imidazo[4,5-b]pirazina, tal como se evidencia a continuacién:

RZ
R! N\ N (o}
=
N N R3 »
H Invencion

Asi las cosas, resulta evidente la diferencia estructural existente entre los
compuestos de formula [ de D2 y los compuestos de formula IV aci
reivindicados, y por tanto, la referencia en cuestién dista del alcance de la
presente invencién. En consecuencia, no existe ninguna razén que
justifique la modificacién de las divulgaciones de D2 con fines de llegar a la

materia aca reivindicada.

Finalmente, la referencia D3 (US 2009/023724) corresponde a un
documento que centra sus ensefianzas en compuestos que cuentan con una
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estructura caracterizada por corresponder a un sistema de anillo biciclico
fusionado de 6-5 miembros, dentro de los cuales se destaca de manera
particular el nicleo imidazo[5,5-b]pirazinas. A continuacién se presenta la
estructura en mencién:

i
L X N
RI/ N \/il
Y 2 B
™~ 7 Q/

D3

De esta manera, la referencia en cuestién  incluye cerca de 267
compuestos, de los cuales Unicamente tres cuentan con un sistema de
anillo biciclico fusionado de 6-6 miembros -es decir, pirazino[2,3-
blpirazinas-. No obstante lo anterior, ninguno de los compuestos en
mencién cae dentro del alcance de la presente invencién.

Sumado a lo anterior, notamos que la referencia D3 incluye cerca de 210
ejemplos de compuestos sintéticos que contienen el nicleo imidazo[4,5-
b]pirazina, de los cuales no se divulga ninglin aspecto relacionado con la
actividad biolégica de los mismos. Asf las cosas, notamos que solamente el
ejemplo 78 se relaciona con el nicleo pirazino[2,3-b]pirazina, pero dicho
ejemplo tampoco resulta ser de interés para el alcance de la presente
invencién.

Teniendo en cuenta lo anterior, es claro que las divulgaciones de la
referencia D3 distan considerablemente del alcance de la presente
invencién, por cuanto los nicleos que caracterizan a los_compuestos
resultan sustancialmente diferentes. En consecuencia, dicha referencia no
motiva de ninguna manera al versado en la materia a la obtencién de la
composicién y los kit acé reivindicados, con el fin de dar manejo a las
condiciones patolégicas asociadas al cdncer o a un sindrome tumoral que se
caracteriza por la pérdida o mutacién del gen o proteina LKB1 y/o AMPK.

Asi las cosas, al analizar en profundidad las divulgaciones de las referencias D1 a D3,
es posible concluir que en ausencia de una ensefianza, o sugerencia, para el
desarrollo de un compuesto como el acé reivindicado, la presente invencién ademas
de novedosa, es inventiva a la luz del arte previo.
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En vista de lo anteriormente expuesto, respetuosamente solicitamos el retiro de las
objeciones de la presente solicitud y la concesién del privilegio solicitado, ya que en

opinidn del solicitante cumple con todos los requisitos establecidos en la decisién 486.

Anexos

Nuevo pliego reivindicatorio.

e

JUAN PABLO CADENA SARMIENTO
T.P. No.57.492 del C.S.].
C.C.80.410.337 de Usaquén

Calle 70 ANo. 4 - 41

\O



REIVINDICACIONES

Una composicién farmacéutica que comprende un inhibidor de cinasa TOR y
uno o mas agentes que modulan los niveles de AMP, la recaptacién de glucosa,
el metabolismo o una respuesta al estrés, y un portador, excipiente o diluente

farmacéuticamente aceptable,

en donde el inhibidor de cinasa TOR es un compuesto que tiene la formula (IV):

RZ
R! N\ N (o)
=
N N R

()

o una sal, clatrato, solvato, esteroisomero o tautomero farmacéuticamente

aceptable del mismo, en donde:

R! es alquilo Cis sustituido o no sustituido, arilo Ce.14 sustituido o mno
sustituido, cicloalquilo Ca.1o sustituido o no sustituido, heterociclilo de 3-10
miembros sustituido o no sustituido en el cual uno a cuatro de los 4tomos de
carbono del anillo son independientemente reemplazados con un heterodtomo
del grupo que consiste de 0, Sy N, o heterociclilo de 3-10 miembros sustituido
0 no sustituido en el cual uno a cuatro itomos de carbono del anillo son
independientemente reemplazados con un heterodtomo del grupo que consiste
de O, Sy N-alquilo C1.s;

R? es H, alquilo Ci.s sustituido o no sustituido, cicloalquilo Cs-10 sustituido o no
sustituido, heterociclilo de 3-10 miembros sustituido o no sustituido en el cual
uno a cuatro de los dtomos de carbono del anillo son independientemente
reemplazados con un heterodtomo del grupo que consiste de O, S y N,
heterociclilo de 3-10 miembros sustituido o no sustituido en el cual uno a
cuatro 4tomos de carbono del anillo son independientemente reemplazados
con un heterodtomo del grupo que consiste de O, Sy N-alquilo Ci.s, alquilo Ci-s-
arilo Ce-14 sustituido o no sustituido, o cicloalquilo C3.10-alquilo Ci.s sustituido o

no sustituido;

R3 es H, o un alquilo C1.g sustituido o no sustituido,



y en donde el inhibidor cinasa TOR no es un 6-(4-hidroxifenil)-4-(3-
metoxibencil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona,  6-(4-(1H-1,2,4-
triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-
ona, (R)-6-(4-(1H-1,2,4-triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona ) 7-(4-hidroxifenil)-1-(3-
metoxibencil)-3,4-dihidropirazino([2,3-b]pirazin-2(1H)-ona.

. Un kit que comprende uno o més contenedores llenos con un inhibidor cinasa
TOR o una composicién farmacéutica del mismo, reactivos para detectar
perdida o mutacién del gen o proteina LKB1, perdida o mutacién del gen o
proteina AMPK, o ambos, relacionado con el tipo silvestre, en un cancer del
paciente o un paciente que tiene un sindrome tumoral e instrucciones para
detectar la pérdida o mutacidn del gen o proteina LKB1, pérdida o mutacién del
gen o proteina AMPK, o0 ambos, en un cincer de un paciente o en un paciente

que tiene un sindrome tumoral,

en donde el inhibidor de cinasa TOR es un compuesto que tiene la formula (1V),

RZ
R N N (o}
[
P
N N R?
H

()

o una sal, clatrato, solvato, esteroisomero o tautomero farmacéuticamente

aceptable del mismo, en donde:

R! es alquilo Ci.s sustituido o no sustituido, arilo Ce.1s sustituido o no
sustituido, cicloalquilo Cz.10 sustituido o no sustituido, heterociclilo de 3-10
miembros sustituido o no sustituido en el cual uno a cuatro de los 4tomos de
carbono del anillo son independientemente reemplazados con un heteroatomo
del grupo que consiste de O, S y N, o heterociclilo de 3-10 miembros sustituido
0 no sustituido en el cual uno a cuatro dtomos de carbono del anillo son
independientemente reemplazados con un heterodtomo del grupo que consiste
de O, S y N-alquilo C1.g;

R? es H, alquilo C1.s sustituido o no sustituido, cicloalquilo C3.10 sustituido o no
sustituido, heterociclilo de 3-10 miembros sustituido o no sustituido en el cual
uno a cuatro de los dtomos de carbono del anillo son independientemente
reemplazados con un heterodtomo del grupo que consiste de O, S y N,

heterociclilo de 3-10 miembros sustituido o no sustituido en el cual uno a



N

cuatro dtomos de carbono del anillo son independientemente reemplazados

con un heterodtomo del grupo que consiste de O, S y N-alquilo C1.g, alquilo C1.g-

‘arilo Ce-14 Sustituido o no sustituido, o cicloalquilo C3.10-alquilo Cy.g sustituido o

no sustituido;

R3 es H, o un alquilo C;. sustituido o no sustituido,

y en donde el inhibidor cinasa TOR no es un 6-(4-hidroxifenil)-4-(3-
metoxibencil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona,  6-(4-(1H-1,2,4-
triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-
ona, (R)-6-(4-(1H-1,2,4-triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona ) 7-(4-hidroxifenil)-1-(3-
metoxibencil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona.

. Un kit que comprende uno o mas contenedores llenos con un inhibidor cinasa

TOR o una composicién farmacéutica del mismo, reactivos para detectar un
nivel reducido de los niveles de la proteina pAMPK, la actividad AMPK, o
ambos, relacionado con el tipo silvestre, en un céncer del paciente o un
paciente que tiene un sindrome tumoral e instrucciones para detectar un nivel
reducido de pAMPK y/o actividad de AMPK en un céncer de un paciente o0 en

un paciente que tiene un sindrome tumoral,

en donde el inhibidor de cinasa TOR es un compuesto que tiene la formula (IV),

R2
R’ N\ N (o)
=
N H R3

av)

0 una sal, clatrato, solvato, esteroisomero o tautomero farmacéuticamente

aceptable del mismo, en donde:

R! es alquilo Ci.s sustituido o no sustituido, arilo Cs.14 sustituido o no
sustituido, cicloalquilo Cs.;0 sustituido o no sustituido, heterociclilo de 3-10
miembros sustituido o no sustituido en el cual uno a cuatro de los dtomos de
carbono del anillo son independientemente reemplazados con un heteroitomo
del grupo que consiste de O, S y N, o heterociclilo de 3-10 miembros sustituido
0 no sustituido en el cual uno a cuatro itomos de carbono del anillo son
independientemente reemplazados con un heterodtomo del grupo que consiste
de O, Sy N-alquilo C1.g;

N



R? es H, alquilo Cy.s sustituido o no sustituido, cicloalquilo C3.10 sustituido o no
sustituido, heterociclilo de 3-10 miembros sustituido o no sustituido en el cual
uno a cuatro de los atomos de carbono del anillo son independientemente
reemplazados con un heterodtomo del grupo que consiste de O, S y N,
heterociclilo de 3-10 miembros sustituido o no sustituido en el cual uno a
cuatro atomos de carbono del anillo son independientemente reemplazados
con un heterodtomo del grupo que consiste de O, S y N-alquilo Cy.g, alquilo C1.g-
arilo Ce-14 sustituido o no sustituido, o cicloalquilo Cz.10-alquilo Ci.gsustituido o

no sustituido;

R3es H, o un alquilo C1.g sustituido o no sustituido,

y en donde el inhibidor cinasa TOR no es una 6-(4-hidroxifenil)-4-(3-
metoxibencil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona,  6-(4-(1H-1,2,4-
triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-
ona, (R)-6-(4-(1H-1,2,4-triazol-5-il)fenil)-3-(ciclohexilmetil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona 0 7-(4-hidroxifenil}-1-(3-
metoxibencil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona.

. La composicién farmacéutica de la reivindicacién 1, o el kit de cualquiera de las
reivindicaciones 2 o 3, en donde el inhibidor de cinasa TOR es un compuesto

seleccionado del grupo que consiste de:

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-((trans-4-

metoxiciclohexil)metil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-(cis-4-metoxiciclohexil)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona;

7-(1H-pirrolo(2,3-b]piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-i)fenil)-1-((cis-4-

metoxiciclohexil)metil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-etil-7-(1H-pirrolo[3,2-b]piridin-5-il)-3,4-dihidropirazino[2,3-b]pirazin-
2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-((cis-4-metoxiciclohexil)metil)-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;



7-(1H-benzo[d]imidazol-4-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(1H-pirrolo[2,3-b]piridin-4-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-{6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1- ((¢trans-4-metoxiciclohexil )metil)-
3,4-dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-((¢trans-4-hidroxiciclohexil)metil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-i1)-1-(cis-4-hidroxiciclohexil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-(cis-4-hidroxiciclohexil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-(tetrahidro-2H-piran-4-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-i1)-1-(2-metoxietil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-etil-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-((cis-4-
hidroxiciclohexil)metil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1- (tetrahidro-2H-piran-4-il)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(1H-indol-4-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-dihidropirazino[ 2,3
b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-((trans-4-
hidroxiciclohexil)metil)-3,4-dihidropirazino{2,3-b]pirazin-2(1H)-ona;
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7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-((cis-4-hidroxiciclohexil)metil}-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-(trans-4-hidroxiciclohexil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il}-1-(trans-4-metoxiciclohexil)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona;

7-(6-(1H-1,2,4-triazol-3-il)piridin-3-il)- 1-isopropil-3,4-dihidropirazino{2,3-
b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil}-1-(trans-4-metoxiciclohexil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-(trans-4-hidroxiciclohexil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-(2-metoxietil)-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-isopropil -3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-etil-7-(5-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-hidroxipiridin-4-il)-1-(2-(tetrahidro-2H-piran-4-iletil)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona;

1-isopropil-7-(4-metil-6-(1H-1,2,4-triazol-3-il)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

5-(8-isopropil-7-oxo0-5,6,7,8-tetrahidropirazino[2,3-b]pirazin-2-il)-4-

metilpicolinamida;

7-(1H-indazol-4-il)-1-(2- (tetrahidro-2H-piran-4-il)etil}-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-aminopirimidin-5-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;



7-(2-aminopiridin-4-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(metilamino)piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(6-hidroxipiridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(4-(1H-pirazol-3-il)fenil)-1-(2-metoxietil)-3,4-dihidropirazino{2,3-b]pirazin-
2(1H)-ona;

7-(piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

7-(1H-indazol-4-il}-1-(2-metoxietil)-3,4-dihidropirazino{2,3-b]pirazin-2 (1H)-

ona;

7-(1H-indazol-6-il}-1-(2-metoxietil)-3,4-dihidropirazino{2,3-b]pirazin-2 (1H)-

ona;

7-(pirimidin-5-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

7-(6-metoxipiridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino([2,3-b]pirazin-2(1H)-ona;

1-(2-metoxietil)-7-(1H-pirrolo[2,3-b]piridin-5-i1)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona; '

1-etil-7-(1H-pirrolo[2,3-b]piridin-5-il)-3,4-dihidropirazino[2,3-b]pirazin-
2(1H)-ona;

1-etil-7-(1H-indazol-4-il)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(piridin-4-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

7-(6-aminopiridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H}-ona;
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1-metil-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-6xido de 2-(2-hidroxipropan-2-il)-5-(8-(trans-4-metoxiciciohexil)-7-oxo-
5,6,7,8-tetrahidropirazino[2,3-b]pirazin-2-il)piridina;

4-metil-5-(7-oxo0-8-((tetrahidro-2H-piran-4-il)metil)-5,6,7,8-

tetrahidropirazino[2,3-b]pirazin-2-il)picolinamida;

5-(8-((cis-4-metoxiciclohexil)metil)-7-0x0-5,6,7,8-tetrahidropirazino[2,3-

b]pirazin-2-il}-4-metilpicolinamida;

7-(1H-pirazol-4-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(trans-4-metoxiciclohexil)-7-(4-metil-6- (1H-1,2,4-triazol-3-il)piridin-3-il)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

3-((7-(2-metil-6-(4H-1;2,4-triazol-3-il)piridin-3-il)-2-o0xo-3,4-
dihidropirazino{2,3-b]pirazin-1(2H)-il)metil)benzonitrilo;

1-((trans-4-metoxiciclohexil)metil)-7- (4-metil-6-(1H-1,2,4-triazol-3-il) piridin-
3-il)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

3-(7-0x0-8-(2-(tetrahidro-2H-piran-4-il)etil)-5,6,7,8-tetrahidropirazino[2,3-

b]pirazin-2-il)benzamida;

5-(8-((trans-4-metoxiciclohexil)metil)-7-oxo0-5,6,7,8-tetrahidropirazino[2,3-

b]pirazin-2-il)-4-metilpicolinamida;

3-((7-(6-(2-hidroxipropan-2-il)piridin-3-il)-2-oxo-3,4-dihidropirazino[2,3-
b]pirazin-1(2H)-il)metil)benzonitrilo;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-((1R,3R)-3-metoxiciclopentil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-((1S,3R)-3-metoxiciclopentil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

&



7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-((1S,3S)-3-metoxiciclopentil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-({1R,3S)-3-metoxiciclopentil)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona;

7-(1H-indazol-6-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-1-(2-morfolinoetil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(trans-4-hidroxiciclohexil)-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(cis-4-hidroxiciclohexil}-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-(2-morfolinoetil)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona;

1-isopropil-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(1H-imidazo[4,5-b]piridin-6-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-((cis-4-metoxiciclohexil)metil)-7-(2-metil-6-(1H-1,2,4-triazol-3-il)piridin-3-
i1)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(trans-4-hidroxiciclohexil)-7-(6-(2-hidroxipropan-2-il)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2{1H)-ona;

1-(cis-4-hidroxiciclohexil)-7-(6-(2-hidroxipropan-2-il)piridin-3-il)-3,4-

dihidropirazino[2,3-b]pirazin-2(1H)-ona;

4-(7-0x0-8-(2-(tetrahidro-2H-piran-4-il)etil)-5,6,7,8-tetrahidropirazino[2,3-

b]pirazin-2-il)benzamida;



7-(1H-indazol-5-il)-1-(2- (tetrahidro-2H-piran-4-il)etil}-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(1H-pirrolo[2,3-b]piridin-5-il)-1-(2-(tetrahidro-2H-piran-4-ihetil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-metil-6-(4H-1,2,4-triazol-3-i))piridin-3-il)-1-(tetrahidro-2H-piran-4-il)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-((1S,3R)-3-metoxiciclopentil)-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-
iI}-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-((1R,3R)-3-metoxiciclopentil)-7-(2-metil-6-(4H-1,2,4-triazol-3-il) piridin-3-
i1)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-((1R,35)-3-metoxiciclopentil}-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-
il)-3,4-dihidropirazino[2,3-b]pirazin-2{1H)-ona;

1-((15,35)-3-metoxiciclopentil)-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-
il)-3,4-dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(1H-indol-5-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

1-etil-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona; '

7-(1H-indol-6-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H}-ona;

7-(4-(2-hidroxipropan-2-il)fenil)-1-(trans-4-metoxiciclohexil)-3,4-
dihidropirazino{2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-(tetrahidro-2H-piran-4-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H})-ona;

1-((trans-4-metoxiciclohexil)metil)-7-(2-metil-6-(1H-1,2,4-triazol-3-il)piridin-
3-il)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-((cis-4-metoxiciclohexil)metil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;
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1-(2-metoxietil)-7-(4-metil-2- (metilamino)-1H-benzo[d]imidazol-6-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(7-metil-2-0x0-2,3-dihidro-1H-benzo{d]imidazol-5-i1)-1-{(tetrahidro-2H-
piran-4-il)metil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-metil-4-(4H-1,2,4-triazol-3-il)fenil)-3,4-dihidropirazino[2,3-b]pirazin-
2(1H)-ona;

1-(2-metoxietil)-7-(4-metil-6-(1H-1,2,4-triazol-3-il)piridin-3-i1)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-bencil-7-(2-metil-4-(4H-1,2,4-triazol-3-il)fenil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

7-(3-fluoro-4-(4H-1,2,4-triazol-3-il)fenil)-1-(2-metoxietil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(3-fluoro-4-(4H-1,2,4-triazol-3-il)fenil)-(2-(tetrahidro-2H-piran-4-il)etil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(3-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1- (2-metoxietil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(trans-4-metoxiciclohexil)-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-(trans-4-metoxiciclohexil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(5-fluoro-2-metil-4-(4H-1,2,4-triazol-3-il)fenil)-1-(2-(tetrahidro-2H-piran-4-
il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(3-fluoro-2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-(2-(tetrahidro-2H-piran-4-
il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(2-metoxietil)-7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;
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7-(6-(2-hidroxipropan-2-il)piridin-3-il}-1-((trans-4-metoxiciclohexil)metil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(ciclopentilmetil)-7-(6-(2-hidroxipropan-2-il)piridin-3-il)-3,4-
dihidropirazino(2,3-b]pirazin-2(1H)-ona;

7-(4-(2-hidroxipropan-2-il)fenil)-1-(2-metoxietil)-3,4-dihidropirazino[2,3-
b]pirazin-2(1H)-ona;

(S)-7-(6-(1-hidroxietil)piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

(R)-7-(6-(1-hidroxietil)piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino([2,3-b]pirazin-2(1H)-ona;

7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-1-((tetrahidro-2H-piran-4-
il)metil)-3,4-dihidropirazino(2,3-b]pirazin-2(1H)-ona;

7-(4-(2-hidroxipropan-2-il)fenil)-1-(2-(tetrahidro-2H-piran-4-il)etil}-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-(4-(trifluorometil)bencil)-3,4-
dihidropirazino[2,3-b}pirazin-2(1H})-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-(3-(trifluorometil)bencil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il}piridin-3-il)-1-(3-metoxipropil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(4-metil-6-(1H-1,2,4-triazol-3-il)piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-
il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il}-1-(2-metoxietil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-((tetrahidro-2H-piran-4-il)metil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(4-metil-2-(metilamino)-1H-benzo[d]imidazol-6-il)-1-((tetrahidro-2H-piran-
4-il)metil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;
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7-(2-amino-4-metil-1H-benzo{d]imidazol-6-il)-1-({tetrahidro-2H-piran-4-
ilymetil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-metil-6-(4H-1,2,4-triazol-3-il)piridin-3-il)-1- (2-(tetrahidro-2H-piran-4-
yl)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

(R)-7-(6-(2-hidroxipropan-2-il)piridin-3-il}-3-metil-1-(2-(tetrahidro-2H-piran-
4-il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

(5)-7-(6-(2-hidroxipropan-2-il)piridin-3-il)-3-metil-1-(2- (tetrahidro-2H-piran-
4-il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il}piridin-3-il)-3,3-dimetil-1-(2- (tetrahidro-2H-piran-
4-il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(2-amino-4-metil-1H-benzo[d]imidazol-6-i)-1-(2-(tetrahidro-2H-piran-4-
il)etil)-3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(6-(2-hidroxipropan-2-il)piridin-3-il)-1-(2-(tetrahidro-2H-piran-4-il)etil)-
3,4-dihidropirazino(2,3-b]pirazin-2{1H)-ona;

7-(2-metil-4-(1H-1,2,4-triazol-3-il)fenil)-1-(2-(tetrahidro-2H-piran-4-il)etil)-
3,4-dihidropirazino[2,3-b]pirazin-2(1H)-ona;

7-(4-(1H-1,2,4-triazol-5-il)fenil)-1-(2-(tetrahidro-2H-piran-4-il)etil)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona;

1-(1-hidroxipropan-2-il}-7-(2-metil-6-(1H-1,2,4-triazol-3-i)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2(1H)-ona; y

1-(2-hidroxietil)-7-(2-metil-6-(1H-1,2,4-triazol-3-il)piridin-3-il)-3,4-
dihidropirazino[2,3-b]pirazin-2{1H)-ona,

y sales farmacéuticamente aceptables de los mismos.
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Summary

Germline mutations in LKB1, TSC2, or PTEN tumor suppressor genes result in hamartomatous syndromes with shared
tumor biological features. The recent observations of LKB1-mediated activation of AMP-activated protein kinase (AMPK)
and AMPK inhibition of mTOR through TSC2 prompted us to examine the biochemical and biological relationship between
LKB1 and mTOR regulation. Here, we report that LKB1 is required for repression of mTOR under low ATP conditions in
cultured cells in an AMPK- and TSC2-dependent manner, and that Lkb1 null MEFs and the hamartomatous gastrointestinal
polyps from Lkb1 mutant mice show elevated signaling downstream of mTOR. These findings position aberrant mTOR
activation at the nexus of these germline neoplastic conditions and suggest the use of mTOR inhibitors in the treatment

of Peutz-Jeghers syndrome.

Introduction

The LKB1 tumor suppressor is a serine/threonine kinase that
is mutationally inactivated in the autosomal dominant Peutz-
Jeghers syndrome (Boudeau et al., 2003), as well as in some
sporadic lung adenocarcinomas (Sanchez-Cespedes et al.,
2002; Carretero et al., 2004). In the mouse, Lkb1 nullizygosity
is embryonic lethal (circa E9-E11) due to vascular and neural
tube defects (Ylikorkala et al., 2001), and Lkb1 heterozygosity
engenders sporadic hamartomatous gastrointestinal polyps
which phenocopy those of PJS patients (Bardeesy et al., 2002;
Miyoshi et al., 2002; Jishage et al., 2002; Rossi et al., 2002).
Hamartomas are benign tumors consisting of normal cellular
differentiation but disorganized tissue architecture, and are
present in several inherited tumor syndromes, including Cow-
den’s disease/Bannayan-Zonana syndrome and tuberous scle-
rosis complex, which possess germline-inactivating mutations
in the tumor suppressors PTEN and either TSC1 or TSC2, re-
spectively.

TSC1 and TSC2 gene products—hamartin and tuberin, re-
spectively —are components of a complex that negatively regu-
lates mTOR signaling and, correspondingly, inactivation of
TSC1 or TSC2 is associated with elevated mTOR activity

(reviewed in Manning and Cantley, 2003). The PTEN tumor sup-
pressor encodes a lipid phosphatase that serves to dephos-
phorylate the D3 position of phosphatidylinositol-3,4,5-tris-
phosphate and thus biochemically directly opposes the activity
of phosphoinositide 3-kinase (Pl 3-kinase) and its downstream
effectors. Key among downstream Pl3-kinase effectors is the
Akt serine/threonine kinase, which mediates cell proliferation,
survival, and growth. Inactivating mutations in PTEN in the con-
text of inherited syndromes, or in sporadic tumors, such as
those of the prostate, breast, and glia, thus cause elevated Akt
activity (Cantley and Neel, 1999). Akt activates mTOR signaling
by directly phosphorylating and inactivating the TSC2 tumor
suppressor tuberin (Manning et al., 2002; Inoki et al., 2002).
Furthermore, tuberin is constitutively phosphorylated at the
same sites in cells derived from tumors lacking PTEN (Manning
et al., 2002). Activation of the mTOR pathway has been pre-
viously documented in Tsc2- and Pten-deficient tissues and
tumors in vivo (Kwiatkowski et al., 2002; Zhang et al., 2003;
Stambolic et al.,, 1998; Ramaswamy et al.,, 1999; Sun et al,,
1999). Moreover, aberrant cell growth in these systems is spe-
cifically suppressed by treatment with mTOR inhibitors, such
as rapamycin (Neshat et al., 2001; Podsypanina et al., 2001;
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Shi et al., 2002; Kenerson et al., 2002; Jaeschke et al., 2002;
Onda et al., 2002; Kwon et al., 2003).

mTOR is a highly conserved serine/threonine kinase that
regulates protein synthesis and cell growth in all eukaryotes
(Shamiji et al., 2003; Harris and Lawrence, 2003). Two well-
characterized targets of mTOR signaling are S6K1 and 4E-BP1
(Fingar and Blenis, 2004). S6K1 is activated downstream of
mTOR and insulin signaling by multisite phosphorylation, which
stimulates its kinase activity toward downstream substrates,
such as the ribosomal protein $6. mTOR has been shown to
be necessary for the phosphorylation of Thr388 in human S6K1.
S6K1 is a critical modulator of cell growth in mammalian cells,
although the mechanism by which this is mediated is currently
unknown. 4E-BP1 is similarly regulated by multisite phosphory-
lation downstream of mitogen-stimulated mTOR. When hypo-
phosphorylated, 4E-BP1 acts as a repressor of cap-dependent
translation by binding to elF4E and preventing proper formation
of the elF4F translation initiation complex at the 5' end of
mRNAs. Following growth factor stimulation, 4E-BP1 is sequen-
tially phosphorylated on a number of sites, causing its dissocia-
tion from elF4E, thereby promoting cap-dependent translation.

mTOR signaling is inhibited under conditions of low nutri-
ents, such as glucose and amino acids and low intracellular
ATP levels (Shamiji et al., 2003). While mTOR was presumed to
serve as the direct cellular sensor for ATP levels (Dennis et al.,
2001), mounting evidence has implicated AMP-activated protein
kinase (AMPK), a well-characterized sensor of intracellular ATP/
AMP ratios, in the regulation of mTOR activity (Kimura et al.,
2003). Specifically, enforced expression of activated AMPK in
cells not undergoing energy stress showed inhibition of mTOR
signaling, whereas kinase-dead AMPK dominantly inhibited
mTOR signaling in the setting of energy stress (Kimura et al.,
20083). The precise target of AMPK that regulates mTOR signal-
ing has recently come to light in studies establishing that AMPK
directly phosphorylates and enhances the ability of tuberin to
inhibit mTOR signaling (Inoki et al., 2003). Indeed, cells lacking
TSC2 are unable to downregulate mTOR following energy
stress. However, to date, the role of AMPK in the regulation of
mTOR has yet to be validated by genetic means.

The LKB1 tumor suppressor gene encodes a serine/threo-
nine kinase shown recently to be the major upstream kinase of
AMPK (Hawley et al., 2003; Woods et al., 2003; Shaw et al.,
2004). LLKB1 directly phosphorylates Thr172 in the activation
loop of AMPK, a modification that is absolutely required for
AMPK catalytic activity (Stein et al., 2000). AMPK exists as a
heterotrimer in cells, composed of a catalytic kinase subunit ()
and two regulatory subunits (3 and «) (Hardie et al., 2003). The
v subunit contains a series of CBS domains that bind AMP (Scott
et al., 2004) and, once bound to AMP, induces a conformation
change in the AMPK heterotrimer which allows it to serve as a
better substrate for upstream activating kinases such as LKB1
(Kemp et al., 2003). In mammalian cells, there are two catalytic
a subunits with some distinct and some overlapping functions,
as evidenced by germline inactivation of each gene in the mouse
(Viollet et al., 2003; Jorgensen et al., 2004), although mice and
cells doubly deficient for both o subunit genes, and hence genet-
ically devoid of AMPK activity, have yet to be reported. The
presence of 2 B subunit genes and 3 vy subunit genes has
similarly precluded a definitive genetic assessment of AMPK
deficiency in mammalian cells. :

In addition to the two AMPKs, LKB1 has been shown to

activate 11 other AMPK-related kinases, similarly through direct
phosphorylation of their activation loop threonines (Lizcano et
al., 2004). The kinase activity of LKB1 or any of the AMPK-
related kinases is not directly regulated by AMP (Hawley et al.,

. 2003; Shaw et al., 2004; Lizcano et al., 2004; Sakamoto et

al., 2004). These data raise the possibility that, among LKB1-
regulated kinases, the a1 and a 2 AMPK subunits are uniquely
responsive to energy stress, probably reflecting a unique ability
to associate with the AMP binding v subunits. Whether the
activities of the AMPK-related kinases are regulated in response
to other stimuliis not known, however, in LKB1-expressing cells,
several of these kinases appear to be constitutively activated.

Given that LKB1 serves to activate AMPK, and AMPK serves
to negatively regulate mTOR in some contexts, we sought to
determine whether mTOR signaling was aberrantly elevated in
Lkb1 deficient cells as well as in gastrointestinal polyps derived
from Lkb1 mutant mice. Additionally, we sought to determine
whether LKB1 and TSC2-deficient cells shared other biochemi-
cal and physiological properties.

Results

To examine the role of AMPK in the regulation of mTOR signaling
under physiological conditions, we evaluated mTOR activity in
wild-type and Lkb1-deficient mouse embryonic fibroblasts
(MEFs). in normal growth media, Lkb1** and =/~ MEFs show
low AMPK activity, as evidenced by lack of phosphorylation of
the critical AMPK effector acetyl CoA carboxylase (ACC) (Figure
1A). Under these conditions, phosphorylation of S6K1 and its
substrate ribosomal S6 were readily detectable, consistent with
high levels of mTOR activity. On the other hand, in response to
treatment with  5-aminoimidizole-4-carboxamide riboside
(AICAR), which serves as a cell permeable AMP mimetic (Hardie
et al., 2003), AMPK is activated and S6K1 is inhibited in wild-
type cells. Strikingly, in the Lkb1-deficient fibroblasts, AMPK
activation by AICAR is severely attenuated, and levels of active
S6K1 remain high (Figure 1A). In contrast, growth factor signal-
ing to GSK-3, reflective of Akt activity in these cells, is unaffected
by AICAR-induced energy stress. We obtained similar results
following treatment with the AMPK agonist phenformin (data
not shown). To ensure that sustained elevation of mTOR activity
was not a secondary consequence of LKB1 deficiency, we sta-
bly reconstituted immortalized Lkb1~/~ MEFs with retroviruses
encoding wild-type or kinase-dead Lkb1. As seen in Figure 1B,
wild-type but not kinase-dead Lkb1 restored the sensitivity of
S6K1 activity to energy stress. A modest, but reproducible,
effect on S6 phosphorylation was also seen under unstimulated
conditions in wild-type Lkb1-reconstituted cells (Figure 1B,
fane 2).

To address whether other known effectors of mTOR were
similarly deregulated by Lkb1 loss, or if S6K1 was specifically
affected, we examined the regulation of 4E-BP1. The mTOR-
dependent phosphorylation of 4E-BP1 is known to inhibit its
association with elF4E and the 5'-cap complex. The compo-
nents of endogenous cap complexes can be assayed using
7-methyl GTP sepharose as an affinity reagent (Fingar et al.,
2002). As seen in Figure 1C (left panel), 4E-BP1 exists as a
number of species with different mobilities on SDS-PAGE due
to differences in phosphorylation, with the slowest mobility form
being the hyper-phosphorylated form. In growing cells, 4E-BP1
is hyperphosphorylated and very little copurifies in cap com-
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Figure 1. mTOR signaling is not inhibited following
energy stress in LKB1-deficient cells
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B: An immortalized LKB1-/~ MEF cell line was re-
constituted with vector [v), wild-type (wt), or ki-
nase-dead (kd) human LKB1-expressing refrovi-
ruses. Cells were treated as in A. elF4E was used
as aloading control. * represents a crossreactive
band with the onti-LKB1 antisera as character-
ized previously {Shaw et al., 2004},

C: Endogenous ' cap complexes were isolated
from LKB1 primary MEFs as in A. 10% of the total
cell lysate is shown in the left panels; cap com-
plexes purified on 7-methyl sepharose are shown
in right panels. Each was immunoblotted with
total 4E-BP1 and elF4E antibodies. eIF4E is shown
as a loading control.

D: Hela cells (which are LKB1-deficient) were
transiently transfected with vector, FLAG-tagged
wild-type, or kinase-dead LKB1 along with an HA-
tagged S6K1 or an HA-tagged 4E-BP1 construct,

AICAR

AICAR
P-Thr389 S6K1

total S6K1 (a-HA)

LKB1 (a-FLAG)

4E-BP1 (a-HA)

then treated where indicated with 2 mM AICAR for 2 hr. S6K1 immunoprecipitates were immunoblotted for activating phosphorylation of $6K1 as before,
as well as with anti-HA 1o conirol for levels. Lysates were immunoblotted with anti-FLAG to detect levels of LKB1 and with anti-HA to detect phosphorylation-

induced changes in 4E-BP1 mobility on SDS-PAGE.

plexes, and that which does is restricted to the hypophosphory-
lated forms. Notably, treatment of wild-type MEFs with AICAR
significantly increases the level of the hypophosphorylated 4&-
BP1 and concomitantly leads to increased 4E-BP1 association
with the cap complex. Interestingly, Lkb1-deficient cells dis-
played less 4E-BP1 associated with the cap complex, both
under basal conditions and, more markedly, following AICAR
treatment (Figure 1C). This is also reflected in the near absence
of hypophosphorylated 4E-BP1 following AICAR treatment in
the total cell lysates (Figure 1C, top left panel).

To determine whether LKB1 deficiency impacts broadly on
mTOR signaling, we tested the LBK1-mTOR link in a distinct
cell type of human origin—Hel a cells were selected as they are
known to lack LKB1 expression (Tiainen et al., 1999). Following
transduction of wild-type or kinase-dead LKB1 along with HA-
tagged S6K1 or 4E-BP1 constructs, we assayed mTOR activa-
tion of S6K1 by immunoblotting HA immunoprecipitates with
anti-phosphoT389 antisera and mTOR phosphorylation of 4E-
BP1 by mobility shift on SDS-PAGE. As seen in Figure 1D,
introduction of wild-type, but not kinase-dead, LKB1 into Hela
cells restores AICAR-dependent inhibition of S6K1 and 4E-BP1
phosphorylation in response to energy stress, indicating that
LKB1-dependent mTOR regulation is conserved in humans and
in different cell types.

Recent studies have demonstrated that the TSC2 tumor
suppressor protein, tuberin, is a direct target of AMPK and a
critical mediator of AMPK-dependent inhibition of mTOR signal-
ing (Inoki et al., 2003). We sought to examine whether LKB1
can regulate tuberin phosphorylation via AMPK, and whether
AMPK itself is critical for the effects of LKB1 in downregulating
mTOR signaling. First, we examined the ability of purified recom-
binant AMPK preactivated in vitro with LKB1 to directly phos-

phorylate tuberin. As seen in Figure 2A, AMPK activated by wild-
type LKB1 directly phosphorylates tuberin in vitro. Moreover, we
noticed that when tuberin was stoichiometrically phosphory-
lated by AMPK, it underwent a mobility shift when resolved on
low percentage SDS-PAGE gels (Figure 2B). This mobility shift
in tuberin was not observed when tuberin was phosphorylated
by active recombinant Akt, even at levels of tuberin phosphory-
lation comparable to those induced by AMPK (B.D.M., unpub-
lished data). To assess this phosphorylation in vivo, we cotrans-
fected Hela cells with FLAG-tagged tuberin with or without
LKB1. We then examined the mobility of tuberin on SDS-PAGE
following treatment with AICAR. Hela cells expressing wild-
type LKB1 induced a significant reduction in tuberin mobility
after treatment of the cells with AICAR (Figure 2C), suggesting
LKB1-induced AMPK activation and subsequent phosphoryla-
tion of tuberin. AICAR treatment in the absence of LKB1 expres-
sion had no effect on tuberin mobility in Hel.a cells (data not
shown).

in order to more rigorously examine the requirement of
AMPK for LKB1-mediated inhibition of mTOR signaling, we in-
troduced wild-type LKB1 into HelLa cells with or without two
different dominant-negative AMPK constructs—a kinase-dead
a2 allele and a nonactivatible T172A a1 allele (Crute et al., 1998).
As seen in Figure 2D, coexpression of either dominant-negative
AMPK « allele blocked the ability of LKB1 to downregulate S6K1
in AICAR-treated Hela cells.

We next wished to determine whether other known stresses
that inhibit mTOR activity might also function through LKB1/
AMPK. For these experiments, we compared the response of
littermate-matched Lkb1*/* and ~/~ MEFs to littermate-matched
p53-deficient Tsc2*/* and =/~ MEFs. Tsc2~/~ MEFs have been
reported to display aberrantly high levels of mTOR signaling in
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Figure 2. LKB1 activation of AMPK stimulates phosphorylation of tuberin
in vitro and in vivo and is required for LKB1-mediated inhibition of $4K1
activity

A: In vitro kinase assay using FLAG-tagged tuberin as a substrate for LKB1-
activated AMPK. Purified E. coli-produced recombinant AMPK was acti-
voted by anin vitro kinase assay with wild-type LKB1, kinase-dead LKB1, or
untransfected control immunoprecipitates, then isolated and assayed for
its ability to phosphorylate tuberin in vitro,

B: Comporison of recombinant Akt-medioted tuberin phosphorylation
in vitro to recombinant AMPK phosphorylation in vitro. Note that only AMPK-
mediated phosphorylation induces a significant mobility shift in tuberin on
SDS-PAGE.

C: Helo cells were cotransfected with FLAG-tagged tuberin and either
empty vector or wild-type LKB1 and treated with 2 mM AICAR where indi-
cated. Total cell lysates were then immunoblotted with anti-FLAG antisera
to detect the Infroduced tuberin. Note the significant mobillity shift induced
by AICAR treatment of LKB1-expressing cells. AICAR treatment of cells not
expressing wild-type LKB1 had no effect on tuberin mobility (data not
showny}.

D: Hela cells were transfected with HA-tagged $éK1 and FLAG-tagged
wild-type LKB1 along with empty vector, or dominant negative AMPK «1
{GST-tagged) or dominant negative AMPK a2 (myc tagged). Cells were
treated with 2 mM AICAR for 2 hr where indicated. HA immunoprecipitates
were immunoblotted with phospho-Thr389 $6K1 antisera to detect acti-
voted S6K1 and reprobed for total HA-S6K1 levels. Lysates were immunoblot-
ted with anti-FLAG to detect LKB1 levels and with anti-myc and anti-GST to
detect expression of the dominant negative AMPK alieles.

response to a wide variety of cellular stresses (Zhang et al.,
2003). As seen in Figure 3A, Lkb1~/~ cells fail to downregulate
SBK1 activity following AICAR treatment, as shown above. How-
ever, LKB1-deficient cells quite effectively downregulate S6K1
activity following amino acid and growth factor deprivation. In

contrast, in Tsc2™/~cells, S6K1 is not inhibited in response to
any of these stimuli (Figures 3A and 3B). Importantly, rapamycin
inhibited S6K1 activity in all cell types. In order to examine
whether other mitogenic signaling pathways are affected by
the loss of Lkb1, we used phospho-specific antibodies that
recognize activated forms of Erk and Akt. We found that neither
Erk nor Akt activation was enhanced in Lkb1-deficient cells
following any of the aforementioned cellular stresses. In fact,
Akt activation was reduced in LKB1-deficient cells as compared
to wild-type controls under several conditions, including serum
deprivation, serum stimulation, and AICAR treatment (Figure 3).
Similarly, as seen previously (Kwiatkowski et al., 2002; Jaeschke
et al., 2002), Akt activity is dramatically attenuated in the Tsc2-
deficient cells following all stimuli, a phenomenon which has
previously been attributed to a negative feedback loop inhibiting
PI3K/Akt signaling in a number of systems (Garami et al., 2003).

Given these similarities in intracellular signaling, we exam-
ined whether Lkb1~/~ MEFs might share any biological proper-
ties with TSC2~/~ MEFs. One property of LKB1-deficient cells
that we previously characterized was their sensitivity, relative
to wild-type cells, to undergo apoptosis following treatment with
AICAR or other AMPK agonists (Shaw et al., 2004). Notably,
Tsc2™/~ MEFs were recently found to undergo apoptosis under
conditions of glucose deprivation, which also serves to activate
AMPK (Inoki et al., 2003). Interestingly, this property of Tsc2-
deficient MEFs was rescued by concurrent treatment with rapa-
mycin. We therefore investigated whether glucose deprivation
would also selectively lead to the apoptosis of Lkb1-deficient
MEFs and whether this effect could be rescued by rapamycin
treatment. First, we characterized that AMPK signaling and
mTOR was aberrant in LKB1~'~ cells following glucose depriva-
tion, as seen in Figure 3C. As expected, in the LKB1~/~ cells,
phospho-S6 was elevated and phospho-ACC was decreased,
indicating a defect in AMPK signaling in these cells following
glucose deprivation. Using caspase activation—as detected by
PARP cleavage in lysates—as a measure of apoptosis (Shaw
et al., 2004; Inoki et al., 2003), we observed that Lkb1~/~ MEFs
show elevated sensitivity to apoptosis induced by glucose with-
drawal as compared to their wild-type counterparts, and that
rapamycin potently inhibited this apoptotic phenotype (Figure
3C). The PARP cleavage in lysates was mirrored in direct assays
of cell viability (Figure 3D). These results confirm the sensitivity
of LKB1™~ MEFs to glucose deprivation-induced cell death and
the suppression of this effect by rapamycin.

The regulation of mTOR by LKB1 in vivo is intriguing in light
of the established role of mTOR activation in the pathogenesis
of human tumors. We wished to begin to address the potential
role of mTOR deregulation in the pathogenesis of the hamarto-
matous polyps that characterize LKB1-deficiency in both hu-
mans and mice. We therefore investigated the status of the
mTOR pathway in hamartomatous gastrointestinal polyps aris-
ing in Lkb1*/~ mice. Western blot analyses of lysates from pol-
yps and adjacent gastrointestinal epithelium revealed a promi-
nent elevation in phospho-S6 and phospho-S6K1 (Thr389)
levels in all polyps analyzed (Figure 4A). Furthermore, we de-
tected elevated levels of phospho-4E-BP1 (Ser65), indicating
that mTOR-dependent signaling is elevated in the polyps. This
property appears to be specific to Lkb1 deficiency rather than
secondary to the deregulated growth state of the polyps, since
other growth-associated markers, such as phospho-Erk (Figure
4A) and phospho-Akt levels (data not shown), did not show
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consistent differences between polyp and adjacent normal tis-
sue. These results were extended by immunohistochemical
analyses. While both the normal gastrointestinal epithelium ad-
jacent to the polyp tissue and the polyp stroma showed minimal
immunoreactivity to anti-phospho-S6 antisera, the polyp epithe-
lium showed intense cytoplasmic staining (Figures 4B-4D). The
activation of S6K1 in the polyps was further confirmed and
extended by additional immunohistochemical studies that re-
vealed strong staining for phospho-S6K1 (Thr421/Serd424) spe-
cifically in the polyp epithelium (Figure 4E). The staining pattern
showed both nuclear and cytoplasmic localization consistent
with increased phosphorylation of both the p70 and p85 S6K
isoforms. Importantly, the epithelial cells within the polyp that
contain elevated levels of phospho-S6 and -S6K1 are thought
to be the neoplastic component of the polyp (Hemminki et al.,
1997; Wang et al., 1999, Entius et al., 2001; Bardeesy et al.,
2002).

Discussion

The development of hamartomas is a stereotypical feature of a
number of clinically related human tumor disorders, including
Peutz-Jeghers syndrome, Cowden's disease (and related Pten-
deficiency disorders), and tuberous sclerosis complex (Gomez
et al., 1999; Cantley and Neel, 1999; Devroede et al., 1988). As
previously demonstrated for Pten- and Tsc2-deficient tumors
in vivo, LKB1-deficient tumors are shown here to exhibit ele-
vated levels of S6K1 activity and phospho-4EBP1, indicative of
hyperactivation of mTOR signaling, establishing hyperactivate
mTOR signaling as acommon theme across these distinct tumor
suppressor disorders (Figure 5). In this study, we further demon-
strate that, in cell culture-based systems, LKB1 modulation of

mTOR signaling is mediated through LKB1-dependent phos-
phorylation of AMPK in response to energy stress, and that
phosphorylation of tuberin by AMPK is a likely mechanism to
explain the effects on mTOR signaling. These results provide
strong biochemical and genetic evidence that endogenous
AMPK mediates mTOR inhibition in response to decreased in-
tracellular ATP.

Consistent with mTOR as a key effector in the biology of
LKB1, Tsc2™~ and Lkb1~"~ MEFs share a number of properties
that are uncharacteristic of cells lacking most tumor suppres-
sors. Both cell types are hypersensitive to apoptosis induced
by energy stress, and this adverse response can be rescued
by treatment with the mTOR inhibitor rapamycin. Both also
display attenuated Akt activation under most conditions, which
is in stark contrast to loss of Pten, which causes hyperactivation
of Akt. Finally, immortalized MEFs deficient for either TSC2 or
LKB1 proliferate more slowly than their wild-type littermate-
derived counterparts (R.J.S, N.B., and B.D.M., unpublished
data). Aberrant mTOR signaling might also explain two major
molecular markers of LKB1 loss previously characterized. VEGF
has been shown to be upregulated in embryos and MEFs defi-
cient for LKB1 (Ylikorkala et al., 2001; Bardeesy et al., 2002) or
TSC2 (El-Hashemite et al., 2003; Brugarolas et al., 2003). Of
note, the increase in VEGF protein levels in LKB1-deficient MEFs
is not associated with increased VEGF mRNA levels (Bardeesy
et al., 2002), a finding consistent with data demonstrating VEGF
to be one of several genes whose oncogene-induced recruit-
ment of MRNA to polyribosomes is critically governed by mTOR
signaling (Rajasekhar et al., 2003). Another marker of LKB1
loss is the expression of IGFBP5, the single most upregulated
transcript in LKB1*/~ mouse Gl polyps as compared to normal
surrounding tissue. IGFBP5 mRNA levels are also aberrantly

CANCER CELL : JULY 2004

25



A ++ -l- LKB1 MEFS
B TR — < P.-SE
30kD—> |l—— _JJ < total S6
50 KD =»

SR e RS e g — < P-Erk
0KD—>
l P-S6K1
rsm—b|“-|==.-‘-!| i Thrigo
20 kD> 3
< M e < PHE-BP1
Ser65

N P NGPNTGPNTEP

a-phospho-S6

Figure 4, S6K1 activity is dramatically increased in Gl polyps from LKB1 -
mice as compared o surrounding normal fissue

A: Lysotes were made from polyps or adjocent normal tissue and subjected
to immunoblotting with anti-phospho-56, phospho-Erk, phospho-S6k 1
(Thr389), phospho-4E-BP | (Seré5), or total $6 os a loading control, AICAR-
reated LKB1 MEFs of the indicated genolype are in the righimost two lones
as @ comparison (analogous to those in Figure 1A).

B: Hemotoxylin and eosin (H&E)-stained section shows a polyp (upper) aris-
ing of the pyloric/ducdenal junclion and the adjacent normal duodenal
fissue (lower). The glendular structures of polyp epithelium (pe, arows) are
embedded in the polyp stroma, The normal epithelium of the ducdenum
(ne) and the submucosa (sm) are indicated,

C: Immunohistochemistry of a section adjacent to the fissue shown in B
using anti-phospho-56 antisera shows sirong staining in the polyp epithellum
and weok or absent staining in the polyp stroma and the normal duocdenal
lissue,

D: Higher-power view of the image shown in C demonstrates cyltoplosmic
locaolization phospho-56 staining in the polyp epithelium. The scattered im-
munoreactive cellsin the normal epithelium have a merphology suggestive
ol plasma cells,

E: Immunohistochemistry with anti-phospho-56 kinase antisera shows ele-
vated cyloplasmic and nuclear staining in the polyp epithelium,

high in the LKB1-deficient MEFs (Bardeesy et al., 2002). The
transcription of IGFBP5 has previously been shown to be criti-
cally dependent on mTOR signaling and is inhibited by rapa-
mycin (Duan et al., 1999). Furthermore, IGFBP5 translation is
also dependent on mTOR (Rajasekhar et al., 2003). Thus, hyper-
activation of mTOR signaling in the LKB1-deficienct MEFs, pol-
yps, and embryos is likely to explain their previously noted
elevated levels of VEGF and IGFBPS5.
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Figure 5. Model describing upstream regulation of mTOR signaling by tumar
suppressors mutated in hamartoma syndromes
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activated, resulling in the activation of the Akl sering/threonine kinase. Akl
directly phosphorylates and inactivates the T5C2 tumor suppressor prolein
tuberin. Tuberin serves os a GIPase-activating prolein (GAP) far the small
Ros-like GTPase Rheb. When tuberin is inactivated by Akt, Rheb-GTP levels
increase, leading to increased mTOR activity vio an unknown mechanism,
The Plen tumor suppressor serves to biochemically antogonize PI-3 kinase
activily; hence, in Pten-deficient cells, Akt activity and mTOR activity are
high. In response fo energy stress, cells activate AMPK downstream ol the
LKB1 tumor suppressor. AMPE direcily phosphorylates and activates tuberin,
oveniding the mitogenic signal from Akt, In the obsence of LKB1, AMPK
connot be activaled, nor can mTOR be inactivated, via tuberin, inresponse
to energy stress.

The multiple overlapping clinical features between Peutz-
Jeghers syndrome and Cowden's disease (CD) caused us to
originally hypothesize that LKB1, like PTEN, might negatively
regulate PI3-kinase signaling {Cantley and Neel, 1998). How-
ever, we have observed in a number of biological settings that
Akt activity is not increased in LKB1-deficient cells, and, if any-
thing, is decreased (see Figure 3A). This reduced Akt activation
in the LKB1-deficient cells can also account for the previous
observation of decreased phospho-GSK3 (Ser9) in LKB1-defi-
cient MEFs (Ossipova et al., 2003). These results suggest that
the common biochemical basis underlying the PJS and CD
syndromes is not due to a shared activation of PI3K/Akt signal-
ing but rather to upregulation of mTOR signaling in both LKB1-
and Pten-deficient cells.

One significant question that remains is whether AMPK is
the only kinase downstream of LKB1 that can downregulate
mTOR via TSC2 phosphorylation or other mechanisms. LKB1
has been demonstrated to activate 11 AMPK-related kinases
in an energy stress-independent manner (Lizcano et al., 2004;
Sakamoto et al., 2004). In different cellular contexts, these ki-
nases may phosphorylate TSC2 or other shared substrates with
AMPK. Indeed, we have observed that LKB1 can regulate basal
mTOR signaling under nonstressed conditions (e.g., Figure 1C).
Additional work will be needed to determine whether any of the
other AMPK-related kinases can regulate TSC2/mTOR, and to
determine which kinase contributes to mTOR regulation in the
pathogenesis of Peutz-Jeghers polyposis. Additionally, phos-
phorylation of TSC2 may not be the only way in which AMPK,
orrelated kinases, negatively regulates mTOR. The recent report
that AMPK can directly phosphorylate mTOR itself, and does
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so under conditions of energy stress, offers another possible
inhibitory signal (Cheng et al., 2004). Therefore, while the lack
of response to energy stress in TSC2-deficient cells argues that
tuberin is important, it may not be the only target of AMPK in
mTOR regulation.

Recently, LKB1 has been demonstrated to be necessary
and sufficient for polarity of single intestinal epithelial cells (Baas
et al., 2004). LKB1 kinase activity was shown to be necessary
for this effect, although which of its 13 downstream effector
kinases might play a role in this process has not been delineated.
Moreover, LKB1 is the mammalian homolog of Par-4 in C. ele-
gans, which was one of the original par mutants identified in a
screen for early embryonic polarity and partitioning defects
(Watts et al., 2000). The Drosophila ortholog of LKB1 is also
essential for early embryonic polarity (Martin and St Johnston,
2003), and some of its role in that process is likely due to its
activation of the Par-1 kinase homolog, which is one of the 11
kinases related to AMPK that have recently been demonstrated
to be activated by LKB1 (Lizcano et al., 2004). Thus, LKB1
uniquely regulates both central metabolism, through AMPK, and
at least some aspects of cell polarity via Par-1 homologs. There-
fore, disruption of LKB1 in the gastrointestinal epithelium would
potentially simultaneously result in aberrant mTOR activation
and defects in cell polarity. Whether LKB1-mediated inhibition
of mTOR plays a role in the establishment of cell polarity remains
to be determined. However, it has been demonstrated that in
yeast, TOR signaling is critically involved in cell polarity (Loewith
et al.,, 2002; reviewed in Harris and Lawrence, 2003).

Together, with the results shown here, it is now evident
that dysregulated activation of mTOR is a common biochemical
feature of several autosomal dominant syndromes character-
ized by the occurrence of hamartomas. These results also sug-
gest that rapamycin and its analogs may be useful for the treat-
ment of polyps arising in PJS patients and possibly in the subset
of lung adenocarcinomas that lack LKB1. The fact that rapa-
mycin can promote survival of LKB1-deficient cells under condi-
tions of energy stress, as previously reported for TSC-deficient
cells, suggests that there may be certain cell types that are
sensitive to growth inhibition by rapamycin, while others may
be refractory. The biological response to mTOR inhibition via
rapamycin (growth arrest versus apoptosis) is also known to
depend on other factors such as p53 status (Huang et al., 2003).
While rapamycin might allow LKB1-deficient cells to survive in
response to energy stress in vitro, it is unlikely that these cells
would continue to proliferate in the presence of rapamycin.
Of course, additional studies will be required to validate these
possibilities, but the similarity of the polyps developed in the
LKB1 heterozygous mice to those in PJS patients suggests that
these mice represent an ideal tool to examine this potential
therapeutic regiment.

Experimental procedures

Reagents and cell lines

Anti-phospho-AMPK (T172), anti-phospho-ACC (S79), anti-phospho-S6K1
(T389), anti-phospho-S6K1 (T421/5424), anti-phospho-GSK-3 (S9), anti-
phaspho ribosomal protein S6 (S235/236), anti-ribosomal protein S6, anti-
elF4E, anti-phospho-Akt (S473), anti-phospho-Erk (T202/Y204), anti-4E-
BP1, and cleaved PARP (mouse-specific) antibodies were obtained from Cell
Signaling Technology (Beverly, MA). Anti-LKB1 antiserum was previously
described (Bardeesy et al,, 2002). Anti-Flag antibodies (M2 monoclonal and
Flag polyclonal) were from Sigma, Anti-HA probe polyclonal antibody was

from Santa Cruz. AICAR was obtained from Toronto Research Chemicals
(Downsview, ON, Canada). Glucose-free media, D-PBS (containing 1 g/l
D-glucose) and dialyzed serum was from Gibco/BRL. Rapamycin was from
Calbiochem. 7-methy| GTP sepharose was obtained from Amersham Phar-
macia. MBP-AMPKa (1-172) fusion protein was a generous gift of Drs. L.
Witters and R. Hurley (Dartmouth Medical School, Hanover, NH). Active
recombinant Akt and AMPK used in Figure 2B were purchased from Upstate
Biotech (Lake Placid, NY) Constructs used: Flag-wild-type LKB1. Flag-kinase
dead (K78l) LKB1 and Flag-tuberin were described previously (Shaw et al.,
2004, Manning et al,, 2002). HA-4E-BP1 and HA-S6K1 were kind gifts of J,
Blenis (Harvard Medical Schoaol, Boston, MA). pEBG- AMPK a1 T172A was
a kind gift of Dr. L. Witters {Dartmouth Medical School, Hanover, NH),
pPCDNA3-AMPKa2 (K45R) kinase-dead was a kind gift of M. Bimbaum (Uni-
versity of Pennsylvania Medical School, Philadelphia, PA). Littermate-derived
LKB1*/* and ~'~ MEFs were prepared as described previously (Bardeesy
et al., 2002) TSC2'~ p53~" and control p53~/~ littermate MEFs were ob-
tained from Dr. D. Kwiatkowski as previously described (Zhang et al., 2003).
Hela cells were obtained from ATCC.

Cell culture

Cells were cultured and retrovirally infected as previously described (Shaw
et al.,, 2004). Hela cells were transiently transfected using HelLaMonster
transfection reagent according to manufacturer’s suggestions (Mirus, Madi-
son, WI). Cells were serum-starved in DMEM without serum 14 hr post-
transfection, then 8 hr later the media was replaced with fresh DMEM with
10% FBS or DMEM with 10% FBS and 2 mM AICAR. For the MEF experi-
ments in Figure 1, cells were plated at 1 % 10° cells/10 cm dish, then the
next day the media was replaced with fresh DMEM with 10% FBS or DMEM
with 10% FBS and 2 mM AICAR. For the MEF experiments in Figures 3A
and 3B, 1 x 10° cells of each genotype were plated and the next day serum-
starved for 24 hr. Cells were either lysed as such or their media replaced
with fresh DMEM with 10% FBS, DMEM with 10% FBS and 2 mM AICAR,
DMEM with 10% FBS and 20 nM rapamycin, or D-PBS with 10% dialyzed
FBS for 90 min. For Figures 3C and 3D, cells were plated and the next day
placed in glucose-free DMEM with 10% dialyzed FBS, with or without 20 nM
rapamycin, Cells were kept in glucose-free media with or without rapamycin
for 24 hr. For MTT assays, cells were plated In 12-well dishes in triplicate
for each condition. MTT assays were performed as previously described
(Shaw et al,, 2004).

Biochemistry

MEFs were lysed in balling SDS-lysis buffer (10 mM Tris [pH 7.5), 100 mM
NaCl, 1% SDS) after the indicated treatments. After trituration, lysates were
equilibrated for protein levels using the BCA method (Pierce) and resalved
on 6%-12% SDS-PAGE gels, depending on the experiment. Gels were
transferred to PVDF and Western blotted according to the antibody manufac-
turer's suggestions. Immunoprecipitations, kinase assays, and 7-methyl GTP
pulldowns were performed as previously described (Shaw et al., 2004, Man-
ning et al., 2002, Fingar et al,, 2002).

Mice colony monitoring and tissue isolation

Lkb1*"~ mice, maintained on an FVB/N genetic background, were monitored
for the development of gastrointestinal polyps as described (Bardeesy et
al., 2002). Mice with clinical signs of disease were suthanized and autopsied.
The mean latency, distribution of polyps, and polyp phenotype were compa-
rable to previous studies (Bardeesy et al., 2002). Polyps and adjacent tissue
were harvested immediately and either processed for histological analysis
or snap frozen In liquid nitrogen for molecular studies. These samples were
then placed frozen into Nunc tubes and homagenized in lysis buffer (20 mM
Tris [pH 7.5), 150 mM NaCl, 1 mM EDTA, 1 mM EGTA, 1% Triton X-100,
2.5 mM pyrophosphate, 50 mM NaF, 5 mM -glycero-phosphate, 50 nM
calyculin A, 1 mM Na3V04, 10 mM PMSF, 4 pg/ml leupeptin, 4 pg/mi
pepstatin, 4 pg/ml aprotinin) on ice for 30 sec using a tissue homagenizer.

Histology and immunohistochemistry

Tissues were fixed in ice-cold 10% formalin overnight and embedded in
paraffin. Forimmunohistochemistry, slides were deparaffinized in xylene and
rehydrated sequentially in ethanol. Antigen retrieval using Antigen Un-
masking Solution (Vector) was performed according to the manufacturer's
instructions. Slides were quenched in hydrogen peroxide (0.3%-3%) to
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block endogenous peroxidase activity and then washed in Automation Buffer
(Blomeda). Slides were blocked in 5% normal serum for 1 hr at room temper-
ature, Slides were incubated at 4°C overnight with primary antibody diluted
in blocking buffer, The avidin-biotin peroxidase complex method (Vector)
was used, and slides were counterstained with hematoxylin, Slides were
dehydrated sequentially in ethanol, cleared with xylenes, and mounted with
Permount (Fisher). The anti-phospho ribosomal protein S6 antibady (S235/
236) and anti-phospho-S6K1(T421/5424) were diluted according to manu-
facturer's suggestions (Cell Signaling Technology, Beverly, MA),
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