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P-2020/44705

SUPERINTENDENCIA DE INDUSTRIA Y COMERCIO
DIRECCION DE NUEVAS CREACIONES
E. S. D.

Re: Expediente No. NC2020/0011188
Solicitud de patente a hombre de SINEW PHARMA INC.

Yo, CAROLINA DAZA MONTALVO identificada como aparece al pie de mi firma,
domiciliada en la Carrera 11 No. 86-53, obrando como apoderada de la sociedad SINEW
PHARMA INC, domiciliada en Taiwan, China, solicitante de la patente de la referencia,
en respuesta al Oficio No. 12367 notificado mediante notificacién electrénica el 17 de
julio de 2024, relacionado con el tercer concepto técnico de fondo, atentamente me
permito presentar la siguiente informacion:

1. Titulo

En primera medida, con respecto a la observacidén sobre la falta de relacién del titulo
con el objeto de la solicitud contenido en la descripcién y las reivindicaciones, me
permito sefalar que, siguiendo la sugerencia del Examinador, el solicitante ha
modificado el titulo como se muestra a continuacion:

“"COMPOSICIONES QUE COMPRENDEN NARINGENINA, KAEMPFEROL O LUTEOLINA
PARA REDUCIR LA TOXICIDAD DEL ACETAMINOFEN (APAP)"”

Teniendo en cuenta que el nuevo titulo refleja de una mejor manera el objeto de la
solicitud, amablemente solicito que la objecion al respecto se dé por superada.

2, Modificacion a la solicitud
Con fundamento en la facultad que confiere el Articulo 34 de la Decisién 486 al

solicitante para modificar la solicitud de patente en cualquier momento del tramite,
presento junto con este memorial un nuevo capitulo reivindicatorio, el cual consta de
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cinco (5) reivindicaciones, el cual reemplaza completamente la versidon previamente
presentada.

Las modificaciones se resumen a continuacion:

2.1 Se ha incluido la nueva reivindicacion 4 dirigida a una composicién de las
reivindicaciones precedentes que adicionalmente comprende una cantidad
terapéuticamente eficaz de APAP. Esta nueva reivindicacion encuentra soporte
en la pagina 5, lineas 23 y 24 y pagina 8, lineas 27 a 30 de la descripcion.

2.2 Se ha incluido la nueva reivindicacion 5 dirigida a una composicién de las
reivindicaciones precedentes en la que el ingrediente activo esta incluido en
una cantidad de 1 a 200 mg. Esta nueva reivindicacién encuentra soporte en
la seccién 1.2. de la pagina 9 de la descripcion.

El solicitante se permite manifestar que las modificaciones presentadas en esta
oportunidad no implican una ampliacion de la proteccidn que corresponderia a la
divulgacion contenida en la solicitud inicial, por lo que es posible afirmar que el capitulo
reivindicatorio presentado junto a este memorial se ajusta a las disposiciones del
Articulo 34 de la Decisién 486/00.

3. Pago de tasas

Considerando que el presente memorial se presenta junto con modificaciones a las
reivindicaciones, se anexa el comprobante de pago correspondiente a la tasa de
modificacion, segun lo establecido en la Resolucion No. 59669 de 2020.

Adicionalmente, me permito resaltar que junto a la presente respuesta no se realiza el
pago de la tasa por concepto de reivindicaciones adicionales, toda vez que el nuevo
capitulo reivindicatorio tiene menos de 10 clausulas.

4, Claridad, concision y soporte de nuevas reivindicaciones

El solicitante manifiesta que mediante la presentacion del nuevo capitulo reivindicatorio
quedan subsanadas la totalidad de las objeciones, de modo tal que las nuevas
reivindicaciones proporcionan claridad y concisién a la invencion descrita, a la vez que

cuentan con el debido sustento en la descripcidn de la solicitud.

Con respecto a las objeciones puntuales del examinador se presentan las siguientes
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aclaraciones:

4.1 El Examinador considera que las reivindicaciones 1 a 3 no se encuentran
sustentadas en la descripcidon, dado que la solicitud solo demuestra que se
administré una serie de compuestos a "(...) una dosis de menos de o
equivalente a 200 mg por 60 kg del peso corporal de la persona de la
administracion de dosis oral individual (...)” lo cual se relaciona con las
cantidades en las que se administran los compuestos, mas no con que se
desarrollen composiciones farmacéuticas.

El Solicitante manifiesta su desacuerdo. La descripcidn describe cada componente, sus
efectos, asi como una composicidn que los contiene, por ejemplo, en las paginas 4,
lineas 37 y 38, pagina 5, lineas 1 a 3, pagina 6, lineas 14 a 16, Tabla 1, pagina 11,
lineas 36 a 38 y pagina 12, lineas 1 a 6 de la descripcidn.

La descripcién también describe en las paginas 7 y 8 que, para el propdsito de transporte
y absorcién, una cantidad efectiva de un ingrediente activo de acuerdo con la presente
invencion puede formularse con un vehiculo farmacéuticamente aceptable para formar
una forma adecuada de una composicidon farmacéutica y proporciona ejemplos de la
forma de una composicion farmacéutica tal como tabletas, pildoras, polvo, pastillas,
paquetes, trociscos, elixires, suspensiones, lociones, soluciones, jarabes, capsulas de
gelatina suave y dura, supositorios, fluido esterilizado para inyeccion y polvo
empaquetado.

La descripcidon ensefa ademas en la pagina 8 que la preparacién de una composicion
parenteral apropiada bajo condiciones estériles puede lograrse con técnicas
farmacoldgicas estandar bien conocidas por las personas expertas en la materia.

La persona normalmente versada en la materia puede comprender la presente invencidn
y preparar la composicién como se reivindica basandose en la divulgacién de la
descripcion en combinacion con su conocimiento.

En consecuencia, se solicita dar por superadas las objeciones en este aspecto.
4.2 El Examinador asegura que el capitulo reivindicatorio no es claro ni conciso
puesto que no se menciona la concentracién o cantidad de cada uno de los

compuestos en la formulacidon, abarcando asi un indeterminado nimero de
composiciones que no se encuentran debidamente sustentadas en la solicitud.
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El Solicitante manifiesta su desacuerdo. La novedad y nivel inventivo de la composicion
reclamada reside en los ingredientes que se combinan y no en las proporciones
especificas entre ellos. En este sentido, la reivindicacidén independiente 1 se refiere a un
grupo limitado de ingredientes adecuadamente definidos por su nombre.

Adicionalmente, la cantidad de los ingredientes puede cambiar dependiendo de diversos
motivos, tales como la via y frecuencia de administracién, el peso corporal y el individuo
gue recibe dicho producto farmacéutico y el propdsito de la administracion. La persona
versada en la materia podra determinar la cantidad en cada caso en funcién de la
divulgacion de la descripcidn, los métodos establecidos y su propia experiencia.

Ahora, la descripcién menciona en la seccién 1.2. de la pagina 9 que la cantidad de
ingrediente activo puede ser menor o equivalente a 200 mg por persona de 60 kg de
peso corporal. En consecuencia, se ha incluido la nueva reivindicacién dependiente 5
dirigida a esta modalidad de la invencidn.

Teniendo en cuenta que el capitulo reivindicatorio es claro y conciso, se solicita dar por
superadas las objeciones en este aspecto.

5. Descripcion

El examinador indica que la descripcion no divulga la materia reclamada de manera
suficiente para que una persona normalmente versada en la materia pueda ejecutarla
o reproducirla, por lo que no cumpliria con las disposiciones del Art. 28 de la Decision
Andina 486.

En particular, el Examinador considera que la solicitud no demuestra el desarrollo de
ninguna composicidén farmacéutica, por el contrario, solo evidencia ensayos bioldgicos
en los que se administra una serie de compuestos a una dosis de menos de o equivalente
a 200 mg por 60 kg del peso corporal, lo que no permite que una persona versada en
la materia pueda desarrollar composiciones farmacéuticas como lo pretende el
solicitante.

El Solicitante manifiesta su desacuerdo y reitera que la descripcién divulga las

caracteristicas de la presente invencién de manera suficiente y proporciona ejemplos
representativos para respaldar la viabilidad de la invencion reivindicada.
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La invencidon puede ser entendida y llevada a cabo por una persona normalmente
experta en la técnica basandose en la divulgacién de la descripcién (paginas 4, lineas
37y 38, pagina 5, lineas 1 a 3, pagina 6, lineas 14 a 16, Tabla 1, pagina 11, lineas 36
a 38 y pagina 12, lineas 1 a 6) junto con el conocimiento y la tecnologia convencionales
en el estado de la técnica.

Por lo tanto, la descripcion proporciona toda la informacidon necesaria para llevar a cabo
la invencion y cumple con los requisitos legales establecidos en la Decision Andina 486.

6. Nivel inventivo

El examinador establece en su concepto técnico que las antiguas reivindicaciones 1 a
3 no cumplirian con el requisito de nivel inventivo a la luz de las ensefianzas de los
documentos EP3069733 (D1) y US20140038921 (D4).

El Examinador considera que la diferencia entre la invencién de la reivindicacion 1 y la
composicién de D1 es la combinacidon con otros agentes que reducen la hepatoxicidad
generada por el metabolismo del CYP2E1 en el higado, como la naringenina, el
kaempferol o la luteolina.

Sin embargo, el Examinador considera que dicha diferencia no proporciona un efecto
técnico diferente al que ya proporcionaban las composiciones D1, que ya reducian la
hepatotoxicidad del paracetamol con disminuciones estadisticamente significativas en
los niveles de AST, ALT, GSP. Ademas, el examinador reitera que la solicitud no
proporciona evidencia del desarrollo de una composicién farmacéutica que comprenda
las combinaciones reivindicadas.

Finalmente, el examinador afirma que dicha diferencia ya se anticipa en D4, que
demuestra la toxicidad reducida de un farmaco antituberculoso cuando se combina con
un inhibidor de CYP2E1 (Kaempferol), manitol, sacarina, sucralosa, fosfato dicalcico o
crospovidona.

Con respecto a lo anterior, me permito resaltar las disposiciones del articulo 18 de la
Decisiéon 486 de la Comisién de la Comunidad Andina, que establecen que “se
considerara que la invencidn tiene nivel inventivo, si para una persona del oficio
normalmente versada en la materia técnica correspondiente, esa invencion no hubiese
resultado obvia ni se hubiese derivado de manera evidente del estado de la técnica”.

clarkemodet.com



Carrera 11 No. 86-53, Piso 3

Edificio Segovia
Clarke + 110221 Bogotd, Colombia

T (+57) 1618 10 88
MOdet F (+57) 1 63508 24

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

Ahora bien, dichas condiciones no se cumplen para el caso en cuestion, pues, tal como
se mostrard mas adelante, las caracteristicas técnicas mencionadas en las nuevas
reivindicaciones no pueden derivarse de manera obvia o evidente a partir de las
enseflanzas del estado de la técnica representadas en los documentos D1 y D4, y, por
lo tanto, la materia reclamada es inventiva a la luz del arte previo.

Como reconoce el examinador, D1 no revela composiciones con naringenina,
kaempferol ni luteolina. Sin embargo, el examinador afirma que las personas expertas
en la materia estarian motivadas a incluir naringenina, kaempferol y luteolina de D4 en
la composicion de D1, porque D4 ensefia que estos compuestos son inhibidores de
CYP2EL.

El Solicitante manifiesta su desacuerdo. En primer lugar, no cualquier compuesto
inhibidor de CYP2E1 funciona como agente para reducir la toxicidad causada por APAP.
Como se muestra en D1, Tablas 2-3, el Tween 20 exhibe una alta actividad inhibidora
de CYP2E1 (80,6 £ 1,9y 55,4 +£ 1,9, 16,5 uM), pero no muestra un efecto protector en
la reduccién de la hepatotoxicidad de APAP como evidencia Kelava et al. (Canadian
journal of physiology and pharmacology, 88(10), 960-967, Anexo 1).

Kelava et al. describe los efectos de varios vehiculos farmacoldgicos sobre la lesién
hepatica inducida por paracetamol. En particular, la Tabla 1 muestra que el nivel de ALT
en el grupo de solucidn salina sin administracion de paracetamol es de 20 = 1,5 U/Ly
gue en el grupo de solucién salina con administracion de paracetamol se eleva a 6747,5
+ 2290,4 U/L, lo que indica que se ha producido dafio hepatico por paracetamol;
mientras que en el grupo de Tween 20, el nivel de ALT sigue siendo tan alto como
5268,6 £ 2512,6, lo que indica que el Tween 20 no reduce la hepatotoxicidad causada
por paracetamol.

Como evidencia de lo anterior, también se hace referencia al resumen de Kelava et al.,
linea 12, y la pagina 3, Resultados, lineas 8-9. En concreto, aunque el Tween 20 es un
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potente inhibidor del CYP2E1l, no puede reducir la hepatotoxicidad causada por el
acetaminofeno como se esperaba.

Ahora, el documento D4 describe una composicion farmacéutica para tratar
enfermedades tuberculosas que comprende uno o mas farmacos antituberculosos, como
isoniazida, rifampicina, pirazinamida y etambutol, y cantidades farmacéuticamente
eficaces de sustancias que pueden reducir los efectos secundarios de los farmacos
antituberculosos.

Sin embargo, el documento D4 no se refiere a una composicidén para reducir la toxicidad
causada por APAP. De hecho, los farmacos antituberculosos y la APAP no son lo mismo.
Distintos farmacos implican distintos mecanismos para provocar efectos secundarios.
Algunos ingredientes Uutiles para reducir la toxicidad causada por los farmacos
antituberculosos pueden no ser utiles para reducir la toxicidad causada por APAP;
algunos incluso aumentan el riesgo de toxicidad.

Por ejemplo, el documento D4 describe que la quercetina, como inhibidor del CYP2E1 o
de la amidasa, es util para reducir los efectos secundarios de los farmacos
antituberculosos. Sin embargo, Pingili et al. (Drug Development and Industrial
Pharmacy, 41(11), 1793-1800, Anexo 2) describe que la quercetina, puede aumentar
la exposicion al paracetamol (acetaminofén) y aumentar el riesgo de toxicidad hepatica

(titulo, resumen, pagina 7, columna izquierda, lineas 16-18).

En estas circunstancias, la persona versada en la materia no estaria motivada a
combinar D1 con D4 para incluir los ingredientes para reducir la toxicidad causada por
los farmacos antituberculosos en la composicion de D1 para reducir la toxicidad causada
por APAP vy llegar a la presente invencion.

En consecuencia, los documentos D1 y D4 no hacen que la presente invencion
sea obvia.

Finalmente, como se ha explicado a lo largo del tramite de la solicitud, la presente
invencion proporciona efectos sorprendentes.

En este sentido, se hace referencia a la Tabla 1 de la descripcidn. En el grupo de control

de toxicidad, el BUN (87,8 + 6,6 mg/dl) y la creatinina (1,13 £ 0,17 mg/dl) séricos
aumentaron significativamente en comparacion con el grupo de control normal (18,7 +
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2,5 mg/dly 0,29 £+ 0,04 mg/dl) (p < 0,005), lo que indica que la funcién renal estaba
dafada en el grupo de control de toxicidad.

En el grupo de prueba, la naringenina, el kaempferol y la luteolina solos mostraron BUN
(36,0 £ 7,8 mg/dlI) (31,5 £ 7,6 mg/dl a 58,8 £ 7,0 mg/dl) (23,7 £ 4,4 mg/dl a 31,5 £
7,3 mg/dl) y creatinina (0,32 = 0,03 mg/dl) (0,38 + 0,09 mg/dl a 0,70 £ 0,09 mg/dl)
(0,25 £+ 0,07 mg/dl a 0,43 £ 0,08 mg/dl) séricos; y Eudragit S100, Pluronic F68,
Sucralosa y Manitol solos mostraron BUN (24,4 £ 2,8 mg/dL), (29,1 £ 3,4 mg/dL),
(33,6 £ 2,7 mg/dL), (41,0 £ 2,6 mg/dL) y creatinina (0,32 £ 0,07 mg/dL), (0,37 £
0,13 mg/dL), (0,40 £+ 0,15 mg/dL), (0,56 + 0,13 mg/dL) séricos.

Sorprendentemente, la naringenina, el kaempferol o la luteolina, en combinacion con
Eudragit S100 y Pluronic F68, mostraron efectos mejorados en la recuperacién de la
funcién renal, muy cerca o incluso mejores que un nivel normal, en comparacién
con los compuestos solos.

Especificamente, una combinaciéon de Naringenina, Pluronic F68 y Eudragit S100 mostré
el BUN (20,3 = 4,1 mg/dL) y creatinina (0,22 + 0,04 mg/dL) séricos, una combinacién
de Kaempferol, Manitol y Sucralosa mostré el BUN (16,2 = 2,8 mg/dL) y creatinina
(0,18 = 0,03 mg/dL) séricos, una combinacién de Naringenina, Manitol y Sucralosa
mostré el BUN (15,0 = 3,0 mg/dL) y creatinina (0,19 + 0,03 mg/dL) séricos, y una
combinacién de Eudragit S100, sucralosa y Luteolina mostré el BUN (16,7 + 2,8 mg/dL)
y creatinina (0,19 £+ 0,03 mg/dl) séricos, muy cerca o incluso mejor que un nivel
normal.

En consecuencia, la presente invencién proporciona una combinacién particular de
compuestos que tienen efectos superiores en la prevencién, reduccién o erradicacién de
la nefrotoxicidad causada por APAP, que no es predecible a partir de las referencias
citadas.

Teniendo en cuenta lo anteriormente expuesto, queda claro que las caracteristicas de
la materia reclamada en el capitulo reivindicatorio presentado junto al presente
memorial no se derivan de manera obvia o evidente de las ensefianzas de D1 y D4. Por
lo tanto, la presente solicitud cumple con el requisito de nivel inventivo estipulado en el
articulo 18 de la Decisidon 486.
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7. Conclusiones

Con las modificaciones introducidas y los argumentos presentados puede concluirse
que:

i) El nuevo titulo de la solicitud es claro y se relaciona con el objeto reclamado,
cumpliendo asi con el literal d) del articulo 27 de la Decisiéon 486 de 2000;

i) Las modificaciones del nuevo pliego reivindicatorio se ajustan a las
disposiciones del Articulo 34 de la Decision 486;

iii) La invencion de la presente solicitud es clara y cuenta con el debido sustento
en el capitulo descriptivo, a la vez que se encuentra divulgada de manera
suficientemente completa, cumpliendo asi con los requerimientos de los
Articulos 30 y 28 de la Decision 486;

iv) La invencién reivindicada no hubiese resultado obvia ni se hubiese derivado
de manera evidente del estado de la técnica por una persona del oficio
normalmente versada en la materia técnica, cumpliendo asi con el
requerimiento del Articulo 18 de la Decision 486.

Por tanto, atentamente me permito solicitar a ese Despacho otorgar el privilegio de
patente solicitado a la solicitud en estudio, toda vez que cumple a cabalidad con los
requerimientos de la Decisién 486 de 2000.

Asimismo, respetuosamente solicito a ese Despacho pronunciarse en relacion con todos
los argumentos presentados en este memorial dando estricta aplicaciéon al principio del
debido proceso consagrado en el articulo 29 de la Constitucidn Nacional.

8. Anexos

- Nuevo capitulo reivindicatorio que incluye cinco (5) reivindicaciones.

- Recibo de pago por concepto de modificacion al pliego reivindicatorio.

- Anexo 1: Articulo Canadian journal of physiology and pharmacology,
88(10), 960-967.

- Anexo 2: Articulo Drug Development and Industrial Pharmacy, 41(11),
1793-1800.
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NC2020/0011188 (2020/44705)
Reivindicaciones presentadas como parte de la respuesta al Oficio N° 12367

REIVINDICACIONES

1. Una composicién que comprende:

un ingrediente activo, que comprende naringenina, kaempferol o
luteolina, en combinacion con poli(acido metacrilico-metacrilato de metilo),
copolimero en bloque de polioxietileno-polioxipropileno, manitol y/o sucralosa;
Yy

un vehiculo farmacéuticamente aceptable,

en donde la composicién comprende de 0.1% a 100% en peso del

ingrediente activo, en base al peso total de la composicién.

2. La composicién de acuerdo con la reivindicacién 1, en donde el ingrediente
activo incluye una combinacidn de poli(acido metacrilico-metacrilato de metilo),

copolimero en bloque de polioxietileno-polioxipropileno y naringenina.

3. La composicién de acuerdo con la reivindicacién 1, en donde el ingrediente

activo es una combinacién seleccionada del grupo que consiste en:

- una combinacion de copolimero de poli(acido metacrilico-metacrilato de
metilo), sucralosa y luteolina;
- una combinacion de kaempferol, manitol y sucralosa; y

- una combinacién de naringenina, manitol y sucralosa.

4. La composicién de cualquiera de las reivindicaciones 1 a 3, que ademas

comprende una cantidad terapéuticamente efectiva de APAP.

5. La composicién de cualquiera de las reivindicaciones 1 a 3, en la que cada
ingrediente activo esta incluido en la composicién en una cantidad de 1 a 200

mg.



Pagination not final/Pagination non finale

Influence of small doses of various drug vehicles
on acetaminophen-induced liver injury

Tomislav Kelava, Ivan Cavar, and Filip Culo

Abstract: The biological effects of drug vehicles are often overlooked, often leading to artifacts in acetaminophen-induced
liver injury assessment. Therefore, we decided to investigate the effect of dimethylsulfoxide, dimethylformamide, propy-
lene glycol, ethanol, and Tween 20 on acetaminophen-induced liver injury. C57BL/6 male mice received a particular drug
vehicle (0.6 or 0.2 mL/kg, i.p.) 30 min before acetaminophen administration (300 mg/kg, i.p.). Control mice received ve-
hicle alone. Liver injury was assessed by measuring the concentration of alanine aminotransferase in plasma and observing
histopathological changes. The level of reduced glutathione (GSH) was assessed by measuring total nonprotein hepatic
sulfhydrils. Dimethylsulfoxide and dimethylformamide (at both doses) almost completely abolished acetaminophen toxic-
ity. The higher dose of propylene glycol (0.6 mL/kg) was markedly protective, but the lower dose (0.2 mL/kg) was only
slightly protective. These solvents also reduced acetaminophen-induced GSH depletion. Dimethylformamide was protective
when given 2 h before or 1 h after acetaminophen administration, but was ineffective if given 2.5 h after acetaminophen.
Ethanol at the higher dose (0.6 mL/kg) was partially protective, whereas ethanol at the lower dose (0.2 mL/kg) as well as
Tween 20 at any dose had no influence. None of the vehicles (0.6 mL/kg) was hepatotoxic per se, and none of them was
protective in a model of liver injury caused by D-galactosamine and lipopolysaccharide.

Key words: acetaminophen, dimethylsulfoxide, dimethylformamide, propylene glycol, ethanol, Tween 20, liver injury.

Résumé : Les effets biologiques des excipients sont souvent négligés, ce qui peut causer des artéfacts dans 1’évaluation
d’une 1ésion hépatique induite par ’acétaminophéene. Nous avons donc décidé d’examiner 1’effet du diméthylsulfoxyde, du
diméthylformamide, du propyleneglycol, de 1’éthanol et du Tween 20 sur ce type de 1ésion. Des souris males C57BL/6 ont
recu un excipient spécifique (0,6 ou 0,2 mL/kg, i.p.) 30 min avant I’administration d’acétaminophéne (300 mg/kg, i.p.).
Les souris témoins n’ont re¢u que 1’excipient. La lésion hépatique a été évaluée en tenant compte de la concentration
d’alanine aminotransférase dans le plasma et des modifications histopathologiques. Le taux de glutathion réduit (GSH) a
été déterminé en mesurant les sulfhydriles hépatiques non protéiques totaux. Le diméthylsulfoxyde et le diméthylforma-
mide (aux deux doses) ont presque totalement supprimé la toxicité de I’acétaminophéne. Le propyléneglycol a eu un effet
protecteur significatif a la dose élevée (0,6 mL/kg), mais un effet négligeable a la faible la dose (0,2 mL/kg). Ces solvants
ont aussi réduit la déplétion de GSH induite par I’acétaminophéne. Le diméthylformamide a eu un effet protecteur lorsqu’il
a été administré 2 h avant et 1 h apreés 1’acétaminopheéne, mais n’a eu aucun effet lorsqu’il a été administré 2,5 h apres
I’acétaminophéne. L’éthanol a eu un effet protecteur partiel a la forte dose, mais aucun a la faible dose. Le Tween 20 n’a
pas eu d’effet. Aucun des excipients (0,6 mL/kg) n’a été hépatotoxique et aucun n’a eu un effet protecteur dans un modele

de Iésion hépatique causée par la D-galactosamine et le lipopolysaccharide.

Mots-clés :
tique.

[Traduit par la Rédaction]

Introduction

Acetaminophen (APAP) is a widely used analgesic and
antipyretic drug that is considered safe at therapeutic doses.
Overdose of APAP causes liver damage and for the last 2
decades is the leading cause of acute hepatic failure in the
Western world (Lee 2004; Norris et al. 2008). The toxicity
of APAP is initiated by formation of a reactive metabolite,
N-acetyl-p-benzoquinoneimine (NAPQI), by liver microso-

acétaminophene, diméthylsulfoxyde, diméthylformamide, propyleneglycol, éthanol, Tween 20, I€sion hépa-

mal enzymes; CYP1A2 and CYP2EI seem to be the most
important isoforms in mice (in humans, CYP2El and
CYP3A4 appear to be the most important isoforms). NAPQI
first depletes glutathione (GSH) and then covalently binds to
cellular proteins (Mitchell et al. 1973; Nelson 1982; Zaher et
al. 1998; Laine et al. 2009). APAP-induced liver injury
(AILI) in mice is the most extensively used model for study-
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ing mechanisms of drug-induced liver injury (Gunawan and
Kaplowitz 2007; Masson et al. 2008).

Some of the major biases in AILI investigations have oc-
curred because the drug vehicles had biological effects per
se, particularly dimethylsulphoxide (DMSO). For example,
El-Hassan et al. (2003) reported a protective effect of the
pancaspase inhibitor Z-VAD-fmk against APAP toxicity in
mice. For controls, they used the cathepsin inhibitor benzy-
loxycarbonyl-Phe-Ala-fluoromethylketone (Z-FA-fmk) and
achieved no protection with this compound. However, they
did not add DMSO to Z-FA-fmk, which was used to dilute
Z-VAD-fmk (El-Hassan et al. 2003). Subsequently, it was
shown that DMSO and not Z-VAD-fmk protected mice
from APAP (Jaeschke et al. 2006). Likewise, it was reported
that natural killer cells have a pathogenic role in AILI (Liu
et al. 2004), but recently it was shown that this happens only
when DMSO is used to help dissolve APAP (Masson et al.
2008).

Commonly used vehicles in AILI experiments include
DMSO (El-Hassan et al. 2003), ethanol (ETOH), corn oil
(Donthamsetty et al. 2008), olive oil (Jodynis-Liebert et al.
2005), Tween 20 (Reni¢ et al. 1993), Tween 80 (Kamanaka
et al. 2003), propylene glycol (PG) (Oz and Chen 2008), and
methylcellulose (Harrill et al. 2009). They are used for 2
purposes: (1) to facilitate solution of some other substance
being investigated for its effect on AILI and (or) (2) to help
dissolve APAP itself; in the latter case PG is frequently
used. Despite its obvious importance, the influence of ve-
hicles on AILI is rarely investigated. So far, it has been
shown that DMSO, PG, and ETOH, if injected 15-30 min
before or 1-2 h after APAP administration, reduce its toxic-
ity, most probably by inhibition of cytochrome P450, which
converts APAP to NAPQI. However, most of these investi-
gations were conducted for doses of vehicles larger than
1 mL/kg (Hughes et al. 1991; Thomsen et al. 1995; Lee et
al. 1999), which are 5-10 times higher than doses usually
used in AILI experiments. A notable exception is DMSO,
for which an effective dose-dependent study was conducted
showing a strong protective effect even when DMSO was
administered at a dose of 0.2 mL/kg (Yoon et al. 2006).
The effects of various vehicles, to our knowledge, have not
been compared.

Therefore, we decided to compare the effects of the 3
most frequently used solvents (DMSO, PG, and ETOH) on
AILL as well as to investigate the effects of Tween 20 and
dimethylformamide (DMF), whose influence in this model
have not been investigated. The main object of our study
was to show which vehicles at doses of 0.2 and 0.6 mL/kg
change the intensity of AILI and which do not. Besides
common parameters of APAP toxicity, such as serum ami-
notransferase levels and liver pathohistology, the influence
of APAP on GSH content in liver and microsomal enzyme
activity was also investigated.

Materials and methods

Animals

C57BL/6 mice were raised in an animal colony unit at the
Department of Physiology, School of Medicine, University
of Zagreb, Zagreb, Croatia. Male mice aged 12-16 weeks
and weighing 20-25 g were used in all experiments. The
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cages were stored in rooms with a 12 h light period from
0600 to 1800, a temperature of 21 = 2 °C, and a relative hu-
midity of 50% =+ 5%. The cages were sanitized twice
weekly. All mice were given free access to tap water and
standard mouse chow diet (Diete Standard 4 RF21 Muce-
dola S.r.i., Milan, Italy). All animal protocols followed the
guidelines of and were approved by the Ethics Committee
of the School of Medicine, University of Zagreb.

Chemicals

Pure APAP was a kind gift from the Belupo Pharmaceut-
icals and Cosmetics (Koprivnica, Croatia). Trichloroacetic
acid, ETOH (96%), DMSO, PG, DMF, and phenobarbitone
were purchased from Kemika, Zagreb, Croatia. Reduced L-
glutathione, D-galactosamine (GalN), bovine serum albumin,
and 5,5-dithiobis(2-nitrobenzoic acid) (DTNB) were pur-
chased from Sigma—Aldrich (St. Louis, Mo., USA).

APAP-induced liver injury

A total of 5 experiments were conducted. In all experi-
ments mice were fasted overnight (for 16 h). The next morn-
ing, mice were randomly divided into groups (n = 6-8
animals per group) and received saline, DMSO, DMF, PG,
or Tween 20. All solvents were diluted in saline to a final
volume of 0.2 mL per animal and injected intraperitoneally
at 0.6 mL/kg in the first experiment and 0.2 mL/kg in the
second experiment. Thirty minutes later, APAP (i.p. at
300 mg/kg, in a volume of approximately 0.5 mL per ani-
mal), dissolved in warm saline (37 °C) under mild magnetic
stirring, was administered. Six groups of animals received
only vehicle (i.e., without APAP). Two types of control
groups were included: mice that received saline before
APAP administration and mice given saline alone.

The doses of 0.2 and 0.6 mL/kg were selected by search-
ing the literature and manufacturers’ data on the solubility
of various substances, which were investigated previously
for their effect on AILI, and solubility of APAP. It was
found that effective doses of many substances, as well as
APAP, can be dissolved with doses of solvents within this
range. The data about solvents’ toxicity were also examined;
LDs, for DMSO, DMF, PG, ETOH, and Tween 20 in mice
is reported to be 12.6, 6.2, 9.3, 4, and 2.4 mL/kg (i.p.), re-
spectively (Bartsch et al. 1976). It was also recommended
not to use doses higher than a quarter of LDs, for pharmaco-
logical and toxicological investigations, which gives 0.6 mL/
kg as an upper limit for Tween 20. The preliminary toxico-
logical study was also conducted for the dose of 0.6 mL/kg,
and neither of the vehicles used caused toxicity in mice.

In a majority of published experiments, APAP and inves-
tigated substance were both injected intraperitoneally. To
exclude the effect of the same administration route and pos-
sible interference of chemicals, we conducted the third ex-
periment, which was almost identical to the first experiment
except that APAP was now administered per os, by gastric
lavage.

In the fourth experiment, saline or DMF (0.6 mL/kg, i.p)
was injected 2 h before or 1, 2.5, and 4 h after APAP ad-
ministration.

In the fifth experiment, mice were given phenobarbitone
(300 mg/L) in drinking water for 7 days prior to APAP ad-
ministration, to induce liver microsomal enzymes. DMSO
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(0.2 mL/kg, i.p.) or saline was injected 30 min before APAP
administration.

In all experiments food was returned 4 h after APAP ad-
ministration, and after an additional 3 h mice were anesthe-
tized with Avertin; blood was collected by puncture of the
medial eye angle with heparinized glass capillary tubes, and
the livers were removed for analyses.

It is important to note that the doses of vehicles were ad-
justed to be equal in millilitres per kilogram (not in mg/kg
or mol/kg). This was done deliberately, because the volume
of the solvent is what is important when addition of a sol-
vent is being considered.

Hepatic injury induced by GalN and lipopolysaccharide
(LPS)

Mice were injected simultaneously with GalN (300 mg/
kg, i.p.) and LPS (15 pg/kg, i.p.). Saline, DMSO, DMF,
ETOH, PG, or Tween 20 was injected (0.6 mL/kg, i.p.)
30 min before GalN plus LPS treatment.

Evaluation of liver injury

Alanine aminotransferase (ALT) levels were determined
from plasma by standard laboratory techniques in a clinical
diagnostic laboratory. A portion of the liver was fixed in
10% neutral formalin, processed by histological techniques,
stained with hematoxylin—eosin, and examined for morpho-
logical evidence of liver injury.

Total hepatic nonprotein sulfhydryl content
determination

GSH level was assessed by measuring total hepatic non-
protein sulfhydrils, using the method of Ellman (Ellman
1959). A portion (approximately 100 mg) of liver was ho-
mogenized in Tris—HCI buffer (25 mmol/L, pH 7.4), and
0.1 mL of the homogenate was mixed with 0.2 mL of 5%
trichloroacetic acid, followed by centrifugation at 860g for
10 min. Supernatant was mixed with DTNB. The absorb-
ance was determined at 412 nm. The absorbance was com-
pared with a standard curve prepared using 6 different GSH
concentrations. From the rest of the homogenate, the protein
concentrations were determined using the Bradford method,
using bovine serum albumin as the standard (Bradford
1976), and GSH content was calculated in nanomoles per
milligram of protein.

Measurement of phenobarbitone sleeping time

Influence on duration of phenobarbitone sleeping time
was determined as an in vivo measure of liver microsomal
enzyme activity (Piel et al. 1969; Chan et al. 2009). Mice
(n = 4 per group) were injected with saline, DMSO, DMF,
PG, ETOH, or Tween 20 (0.6 mL/kg), and after 30 min
they received phenobarbitone (50 mg/kg, i.p.). The sleeping
time was defined as the sleep-time period from the loss of
the righting reflex to its complete recovery (Piel et al. 1969;
Henderson et al. 2003; Chan et al. 2009).

Statistical analysis

Data are presented as means + SE. Statistical significance
was evaluated by one-way ANOVA followed by Dunnett’s
multiple comparison tests. Results were considered statisti-
cally significant at P < 0.05.

Table 1. Effects of DMSO, DMF, ETOH, PG, and Tween 20, gi-
ven at a dose of 0.6 mL/kg, on APAP-induced liver injury.

Vehicle APAP GSH (nmol/
(0.6 mL/kg)  (mg/kg) ALT (U/L) mg protein)
Saline 300 6747.5£2290.4 9.8+1.26
DMSO 300 178.6+96.9%* 53.2+1.7*
DMF 300 135+47.7* 56.1x1.0*
ETOH 300 4633.8+2066.4 19.6+5.1
PG 300 441.4+317.8* 46.2+5.7*
Tween 20 300 5268.6+2512.6 9.4+2.5
Saline — 20x1.5 64.9+0.5
DMSO — 30.7£5.7 65.8+0.9
DMF — 27+1.5 57.1+0.28"
ETOH — 32.7+5.2 63.8+1.3
PG — 28.3+4.4 65.1+0.7
Tween 20 — 37.3+7.1 64.5+2.4

Note: Mice were treated with DMSO, DMF, ETOH, PG, Tween 20, or
saline intraperitoneally 30 min before APAP administration (300 mg/kg,
i.p.) or only with DMSO, DMF, ETOH, PG, Tween 20, or saline. GSH
and ALT levels were determined 7 h after APAP. Each value represents
the mean + SE of 6-8 mice. GSH content was measured as total hepatic
nonprotein sulfhydryl content. *, significantly different from mice treated
with saline before APAP administration (ANOVA followed by Dunnett’s
multiple comparison test, p < 0.05); ', significantly different from mice
given only saline (ANOVA followed by Dunnett’s multiple comparison
test, p < 0.05). APAP, acetaminophen; ALT, alanine aminotransferase;
GSH, reduced glutathione; DMSO, dimethylsulphoxide; DMF, dimethyl-
formamide; ETOH, ethanol; PG, propylene glycol.

Results

Effects of drug vehicles on APAP-induced liver injury

In the first experiment, drug vehicles were given 30 min
before APAP administration (300 mg/kg, i.p.). As shown in
Table 1, DMSO, DMF, and PG at a dose of 0.6 mL/kg al-
most completely abolished APAP toxicity; ALT levels were
37, 45, and 15 times lower, respectively, than in the control
group (which received saline before APAP administration).
ETOH only slightly reduced ALT levels, and Tween 20 had
no influence. APAP depleted GSH from liver, and DMF,
DMSO, and PG reduced this depletion. The protective effect
of drug vehicles was clearly visible in histopathological
analysis (Fig. 1); centrilobular necrosis, which was seen in
mice given saline (or Tween 20) before APAP administra-
tion (Fig. 1A, 1C), was almost absent in mice given DMF
(Fig. 1B, 1D) or DMSO before APAP administration.

When given alone (i.e., without APAP treatment), none of
the vehicles had a significant effect on the ALT level; that
is, the concentration of ALT in plasma was similar to that
in plasma from mice given saline. However, DMF slightly
reduced the GSH level in comparison to that in mice given
saline, while other vehicles had no such effect (Table 1).

At a dose of 0.2 mL/kg (second experiment), DMF and
DMSO were similarly effective; ALT levels were, respec-
tively, 15 and 18 times lower than in the control group.
They also significantly inhibited GSH depletion. At this
dose, PG also reduced ALT concentration and blocked GSH
depletion, but not significantly. ETOH and Tween 20 had no
influence. DMF alone had no influence on GSH levels
(Table 2).
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Fig. 1. Effects of drug vehicles on histopathological changes in liver. Hematoxylin—eosin stained liver sections. (A, C) Typical liver sections
(A: 100x original magnification; C: 200x original magnification) from a mouse treated with saline 30 min before APAP administration
(300 mg/kg) showing extensive necrosis of centrilobular hepatocytes. The ALT level measured in the plasma of this mouse was 6480 U/L.
Liver sections of mice treated with Tween 20 before APAP administration looked similar. (B, D) Typical liver sections (B: 100x original
magnification; D: 200x original magnification) from a mouse treated with dimethylformamide (0.6 mL/kg) 30 min before APAP adminis-
tration (300 mg/kg) showing essentially normal histology. The ALT level measured in the plasma of this mouse was 150 U/L. Liver sections
of mice treated with PG or DMSO (0.6 mL/kg) before APAP treatment looked similar.

100 pm
=

Protective effect of drug vehicles was not dependant on
the administration route

In previous experiments, both vehicle and APAP were in-
jected intraperitoneally, with short intervals between the 2
injections, which might cause physical or chemical interfer-
ence of the agents. To exclude this, we conducted an experi-
ment in which APAP was administered per os by gastric
lavage. As shown in Fig. 2, the effect of solvents on concen-
tration of ALT in plasma was very similar to that when
APAP was given intraperitoneally (comparison of data in
Table 1 and Fig. 2).

Protective effect of DMF was dependant on time of DMF
application

To examine the effect of time, DMF was given at various
time points before or after APAP administration. DMF com-
pletely blocked APAP toxicity if given 2 h before APAP ad-
ministration; it was also effective if given 1 h after APAP

administration, but ineffective 2.5 or 4 h after APAP
(Fig. 3).

Phenobarbitone pretreatment had no influence on
protective effect of DMSO

It is known that phenobarbitone induces microsomal en-
zymes and therefore stimulates formation of a toxic metabo-
lite of APAP, NAPQI (Belardinelli et al. 2008). Mice were
pretreated for 7 days with phenobarbitone in drinking water
(300 mg/L) and then received DMSO (0.2 mL/kg, i.p.) or
saline prior to APAP (300 mg/kg, i.p.). As shown in Fig. 4,
DMSO was also highly protective in this model (Fig. 4).

DMF and DMSO prolonged phenobarbitone sleeping
time

Sleeping time was measured in mice injected with saline
or drug vehicles (0.6 mL/kg) 30 min before phenobarbitone
administration (50 mg/kg, i.p.). DMSO and DMF signifi-
cantly increased phenobarbitone sleeping time. PG pro-
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Table 2. Effects of DMSO, DMF, ETOH, PG, and Tween
20, given at a dose of 0.2 mL/kg, on APAP-induced liver

injury.

Vehicle APAP GSH (nmol/
(0.2 mL/kg) (mg/kg) ALT (U/L) mg protein)
Saline 300 8767+1663 9.7+0.9
DMSO 300 585+£397%* 44.9+1.7%*
DMF 300 470+188** 4442 9**
ETOH 300 8991+2048 12.1+4.5
PG 300 58301242 17.2+5.5
Tween 20 300 8774+1762 11+2.2
Saline — 25.6x1.6 67.5+1.8
DMSO — 29+1.3 65.6+0.5
DMF — 34.6+3.5 65.7+0.7
ETOH — 24.6+1.9 65.8+1.9
PG — 20.3+0.2 65.3+1.8
Tween 20 — 29.6+3.3 64.1+2.1

Note: Mice were treated with DMSO, DMF, ETOH, PG, Tween
20, or saline intraperitoneally 30 min before APAP administration
(300 mg/kg, i.p.) or only with DMSO, DMF, ETOH, PG, Tween
20, or saline. GSH and ALT levels were determined 7 h after
APAP. Each value represents the mean = SE of 6 mice. GSH con-
tent was measured as total hepatic nonprotein sulthydryl content.
** significantly different from mice treated with saline before
APAP administration (ANOVA followed by Dunnett’s multiple
comparison test, p < 0.01). APAP, acetaminophen; ALT, alanine
aminotransferase; GSH, reduced glutathione; DMSO, dimethyl-
sulphoxide; DMF, dimethylformamide; ETOH, ethanol; PG, pro-
pylene glycol.

Fig. 2. Effects of DMSO, DMF, ETOH, PG, and Tween 20 on
concentration of ALT in plasma, when APAP was given orally.
Mice were treated with DMSO, DMF, ETOH, PG, Tween 20, or
saline (0.6 mL/kg, i.p.) 30 min before APAP administration

(300 mg/kg, per os). ALT levels were determined 7 h after APAP
administration. Each value represents the mean + SE of 6 mice. **
and *#** significantly different from mice treated with saline before
APAP administration (ANOVA followed by Dunnett’s multiple
comparison test; p < 0.01 and p < 0.001, respectively). DMSO, di-
methylsulphoxide; DMF, dimethylformamide; ETOH, ethanol; PG,
propylene glycol; ALT, alanine aminotransferase; APAP, acetami-
nophen; GSH, reduced glutathione.
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longed it only slightly, while Tween 20 and ETOH had no
influence (Table 3).

Effects of drug vehicles on liver injury induced by GalN
and LPS

Treatment of mice with GalN and LPS highly increased
plasma ALT levels (Fig. 5). None of the vehicles had a sig-

Fig. 3. Effect of varying time of DMF application on ALT plasma
levels. Mice were treated with saline or DMF (0.6 mL/kg, i.p.) at
indicated times prior to or after APAP (300 mg/kg, i.p.). ALT le-
vels were determined 7 h after APAP. Each value represents the
mean + SE of 6or 7 mice. * and **, significantly different from
mice treated with saline and APAP (ANOVA followed by Dun-
nett’s multiple comparison test; p < 0.05 and p < 0.01, respec-
tively). DMF, dimethylformamide; ALT, alanine aminotransferase;
APAP, acetaminophen.
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Fig. 4. Effect of DMSO on ALT levels in mice pretreated with
phenobarbitone. Mice were pretreated for 7 days with phenobarbi-
tone in drinking water (300 mg/L) and then treated with DMSO
(0.2 mL/kg, i.p.) or saline prior to APAP (300 mg/kg, i.p.). ALT
levels were determined 7 h after APAP administration. Each value
represents the mean + SE of 8 mice. **, significantly different from
mice treated with saline before APAP administration (Student’s ¢
test, p < 0.001). DMSO, dimethylsulphoxide; ALT, alanine amino-
transferase; APAP, acetaminophen.
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nificant effect on the concentration of ALT, indicating that
they are not protective against liver injury induced by LPS
plus GalN.

Discussion

Although vehicles are generally considered relatively in-
ert, they can induce biological effects that are often over-
looked. AILI is shown to be very sensitive to bias caused
by solvents (Jaeschke et al. 2006; Masson et al. 2008). Our
results show that DMSO and DMF greatly suppress AILI
even at small doses (0.2 mL/kg), PG is somewhat less pro-
tective, and it seems that doses of ETOH (0.2 mL/kg) and
Tween 20 (0.2 and 0.6 mL/kg) have no effect. None of the
vehicles appears to be hepatotoxic itself at the above-men-
tioned doses. The efficacy of vehicles in vivo was not de-
pendent on the route of administration (Fig. 2); that is,
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Table 3. Effects of DMSO, DMF, ETOH,
PG, and Tween 20 (0.6 mL/kg) on pheno-
barbitone sleeping time.

Vehicle (0.6 mL/kg)  Sleeping time (min)

Saline 28.5+5.8
DMSO 60+5*
DMF 55.5+5.4%
ETOH 27+7.2
PG 34.5+6.3
Tween 20 26.7£3.5

Note: Mice were treated with DMSO, DMF,
ETOH, PG, Tween 20, or saline intraperitoneally
30 min prior to phenobarbitone treatment. Each
value represents the mean + SE of 4 mice. *, sig-
nificantly different from mice treated with saline
(ANOVA followed by Dunnett’s multiple compar-
ison test, p < 0.05). DMSO, dimethylsulphoxide;
DMF, dimethylformamide; ETOH, ethanol; PG,
propylene glycol.

Fig. 5. Effects of DMSO, DMF, ETOH, PG, and Tween 20 on ALT
levels in a GalN plus LPS model of liver injury. Mice were treated
with DMSO, DMF, ETOH, PG, Tween 20, or saline (0.6 mL/kg,
i.p.) 30 min prior to GalN plus LPS administration. ALT levels
were determined 7 h after GalN plus LPS administration. Each va-
lue represents the mean + SE of 6 mice. DMSO, dimethylsulphox-
ide; DMF, dimethylformamide; ETOH, ethanol; PG, propylene
glycol; ALT, alanine aminotransferase; GalN, D-galactosamine;
LPS, lipopolysaccharide.
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DMSO, DMF, and PG were protective to a similar extent re-
gardless of whether APAP was administered orally or intra-
peritoneally. The most probable means of protection is
interference with the liver microsomal metabolism of
APAP. This is supported with our findings that PG, DMSO,
and DMF inhibited APAP-induced GSH depletion and pro-
longed phenobarbitone sleeping time. Yoon et al. proposed
that DMSO inhibited microsomal formation of NAPQI in a
competitive manner (Yoon et al. 2006). Therefore, we hy-
pothesized that an experimental model in which microsomal
enzymes are induced prior to APAP administration could be
less sensitive to DMSO. However, our results showed that
mice that received phenobarbitone for 7 days in drinking
water (Guarner et al. 1988; Belardinelli et al. 2008) were
equally protected by DMSO. Aside from its effect on APAP
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metabolism, each of these vehicles can change several other
parameters that play a role in AILI. For example, DMSO
shows antioxidative activity (Jeffery et al. 1988; Dunphy et
al. 2007), and several antioxidants protect against AILI
(Marotta et al. 2009; Reisman et al. 2009). It also demon-
strated adjuvant-like actions on the immune system (Kunze
1975; Yamasaki et al. 1988), which were the cause of bias
in the previously mentioned natural killer cell investigation.

Because DMSO is so frequently a source of bias, we sup-
posed that DMF might be a useful alternative (some of the
substances that we intend to investigate in the future can be
dissolved in both DMSO and DMF). However, DMF
showed a protective effect similar to that of DMSO. There
are no reports about the effect of DMF on oxidative stress
or the immunological system. On the other hand, DMF
shows anticoagulant-like effects (Imbriani et al. 1986), and
some anticoagulants are able to protect from AILI (Ganey
et al. 2007). Since this is the first report about the protective
effect of DMF, we further investigated the effect of time of
administration. It showed a typical pattern for substances
that interfere with APAP metabolism, a very strong protec-
tion if given before or 1 h after APAP administration, but
no protection if given 2.5 h after APAP administration,
when biotransformation of APAP is essentially complete.
DMF inhibits CYP2E1, most probably by suicidal enzyme
inactivation (Tolando et al. 2001).

The protective effects of PG are well known; however,
these were shown in experiments in which high doses of
PG (2-4 mL/kg) were used (Hughes et al. 1991; Thomsen
et al. 1995). Our results demonstrated that even small doses
(0.2 mL/kg, and particularly 0.6 mL/kg) can suppress AILIL
For ETOH, it is generally accepted that its chronic con-
sumption increases AILI, but acute administration, together
with or shortly before APAP administration, suppresses
AILI (Prescott 2000). The dose of 0.2 mL/kg ETOH was
not protective, and the dose of 0.6 mL/kg only slightly de-
creased ALT levels. PG and ETOH can reduce inflammatory
responses and, opposite to the effect of DMSO, inhibit natu-
ral killer activity (Denning and Webster 1987; Oshiro et al.
1990; Chen et al. 2006; Pan et al. 2006).

Detergents such asTween 20 and Tween 80 are also
sometimes added to increase the solubility of lipophilic
drugs in AILI experiments. It appears that Tween 20 at
doses of 0.2 and 0.6 mL/kg has no influence on AILI or
GSH content in the liver. There are no reports about its in-
fluence on the immunological response, oxidative stress,
CYP2EI activity, or coagulation system.

In another common model of liver injury, GalN plus LPS,
none of the vehicles was protective or harmful. Interestingly,
there are reports that show that DMSO is protective against
GalN alone in rats. However, in those experiments the dose
of DMSO was much higher (2.5 mL/kg) (Iida et al. 2007).

To avoid artifacts in AILI investigations it is advisable to
use, when possible, pure saline or distilled water as a drug
vehicle without adding any organic solvent or detergent.
This is possible more frequently than is actually done. For
example, 300 mg/kg of APAP, dissolved in warm saline
under mild magnetic stirring, can be safely administered in
a volume of approximately 0.5 mL per mice, and this is
more than enough to induce AILI. Because PG and DMSO
suppress AILI when used as vehicles for APAP, the dose of
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APAP must be increased to 500 or even 750 mg/kg (Oz and
Chen 2008) to cause similar liver damage. The result is an
unnecessary increase in the APAP dose and application of a
more biologically different organic solvent. Liu et al. re-
ported that 300 mg/kg APAP is not enough to induce AILI
in C57BL/6 mice and concluded that this strain was more
resistant to APAP (Liu et al. 2004). Apparently, this was be-
cause DMSO was added to the APAP vehicle. In our experi-
ence, the 300 mg/kg dose of APAP induces severe hepatitis
in CBA or BALB/c mice and as shown by Harill et al. in
many other mouse strains (Harrill et al. 2009). When sub-
stances with low solubility in water are investigated for their
effect on AILI, the control groups should be formed more
carefully. Typical investigations include a treatment group,
in which the substance of interest is dissolved in an organic
vehicle, and the control group, in which only the vehicle is
used. It would be good to include, at least in the first experi-
ment, one more control group, in which only pure saline or
distilled water is used, to better understand the effect of the
vehicle. The dose of solvent or detergent added to the ve-
hicle should be as small as possible and explicitly noted. It
is probably better to use vehicles that interfere less with
APAP toxicity. This means that Tween 20 and ETOH
should be considered first, and then PG. The usage of
DMSO or DMF should be limited to occasions when it is
inevitable. Alternatively, some water-insoluble substances
become soluble if the pH of the saline solution is changed.
If some general hepatoprotective mechanism is investigated,
it would be helpful to see whether it also protects against the
GalN plus LPS model of hepatotoxicity, since this model
appears to be more resistant to vehicle usage.

Finally, in the effort to avoid a possible experimental arti-
fact with water-insoluble drugs, it is necessary to reduce the
amount of injected biologically active organic solvent (or re-
duce its concentration in in vitro experiments) to the mini-
mum dose possible, use an organic solvent with a smaller
biological effect, or try to dissolve the substance in aqueous
solvent with changed pH. Nonetheless, it is very important
to include control groups in which the effect of the drug ve-
hicle alone is tested.
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Abstract Keywords

Intestinal P-glycoprotein (P-gp) and drug-metabolizing enzymes (DMEs) play an important role  CYP2E1, flavonoids, liver toxicity,

in the first-pass-metabolism (FPM) and pharmacokinetics (PK) of majority of drugs. Paracetamol P-glycoprotein, pharmacokinetics
is primarily metabolized by conjugation reactions and a little amount (~15%) undergoes
cytochrome P450 (CYP2E1)-mediated oxidative metabolism produces a hepatotoxic metabolite,
N-acetyl-p-benzoquinonimine (NAPQI). Quercetin and chrysin are naturally occurring flavon-
oids, reported as modulators of P-gp and DMEs. Therefore, the objective of this study was to
evaluate the effects of quercetin and chrysin on the pharmacokinetics of paracetamol using rats
and non-everted gut sacs in vitro. Paracetamol was given orally (100 mg/kg) to rats alone and in
combination with quercetin (5, 10 and 20 mg/kg) and chrysin (50, 100 and 200 mg/kg) once
daily for 21 consecutive days. Blood samples were collected on the 1st day in single dose
pharmacokinetic study (SDS) and on the 21st day in multiple pharmacokinetic studies (MDS).
The plasma concentrations of paracetamol were determined by HPLC and PK parameters were
calculated by using Kinetica (Version 5.1). The maximum plasma concentration (Cp,,,) and area
under the curve (AUCy_;,) of paracetamol was significantly increased by quercetin and chrysin
co-administration in SDS and MDS. In non-everted rat gut sac method, the absorption of
paracetamol was increased by presence of P-gp inhibitors (verapamil, quinidine and
ketoconazole), quercetin and chrysin (50 ug/mL). Our findings suggested that the quercetin
and chrysin might be inhibited the metabolism of paracetamol; thereby increased the systemic
exposure of paracetamol and may be increased the risk of liver toxicity. Further studies
are needed to evaluate whether the quercetin or chrysin are involved in the formation of
NAPQI by CYP2E1 or not on isolated rat hepatocytes or using cell lines.
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Introduction and CYP3A4. The hepatotoxic metabolite, N-acetyl-p-benzoquin-
one imine (NAPQI) is generated by the activation of CYP2EI
and CYP1A2 on its metabolism. It is a safe and effective drug
but unintentional or intentional misuse is the number one cause
of acute hepatic failure’. In addition, it undergoes significant
first-pass-metabolism (FPM) and is a moderate substrate of
P-glycoprotein (P-gp).

Quercetin, a flavonol has been shown to possess a wide
spectrum of pharmacological effects including antioxidant,
antinociceptive, anti-inflammatory, neuroprotective, anticancerG,
hepatoprotective’ and nephroprotective activities®. Quercetin
inhibits arachidonic acid pathway and platelet aggregation by
inhibiting secretory phospholipase A, and cyclic phosphodiester-
ase, respectively’. Quercetin also suppresses cyclooxygenase
(COX) COX-2 expression by inhibiting the p300 signaling and

- -~ blocking the binding of multiple transactivators to COX-2
Address for correspondence: Siva Reddy Challa, Department of 10 . p p
Pharmacology, KVSR Siddhartha College of Pharmaceutical Sciences, Promoter ) ChrySIH (5,7-@1}.1ydroxyflavone) 15a natltlrally oceur
Polyclinic Road, Siddhartha Nagar, Vijayawada, Andhra Pradesh I8 flavonoid that exhibits many pharmacological effects,

Paracetamol (acetaminophen) is a para-aminophenol derivative,
possesses analgesic and antipyretic activities similar to aspirin. It
is the preferred analgesic and antipyretic for patients in whom
aspirin is contraindicated'. It produces antipyretic effect by
inhibiting prostaglandin synthesis in the brain®. The analgesic
effect of paracetamol is due to selective inhibition of cycloox-
ygenase (COX-2) dependent pathways® and indirect activation
of cannabinoid (CB1) receptors4. Paracetamol is primarily
metabolized by glucuronidation and sulfate conjugation. It is
also a substrate of a cytochrome P450 (CYP) CYP2E1, CYP1A2

520010, India. Tel: +91-9885589543. Fax: 0866 2476086. E-mail:
sivareddypharma@gmail.com; ravindrapingili@gmail.com

including antioxidant'', anticancer, hepatoprotective12 and
nephroprotective'®. Several studies reported that chrysin has
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anti-inflammatory effect by inhibiting several cytokines, nitric
oxide, prostaglandin E and COX-2'".

Moreover, quercetin and chrysin has been reported as modu-
lators of P-gp and drug metabolizing enzymes. Therefore, the
objective of this study was to investigate the effects of the
quercetin and chrysin on the pharmacokinetics of paracetamol
in rats and non-everted rat gut sacs (NEGS) in vitro.

Materials and methods
Drugs and chemicals

Quercetin and chrysin were purchased from Sigma Chemical Co.
(St. Louis, MO). Paracetamol and verapamil were obtained as gift
samples from Lancer Pharmaceuticals Pvt. Ltd, Baddi, India and
Sipra Labs Ltd., Hyderabad, India, respectively. Ketoconazole
and quinidine were obtained from Mylan Pharmaceuticals,
Hyderabad. Methanol, acetonitrile and water of high-performance
liquid chromatography (HPLC) grade were purchased from Finar
Chemicals Ltd, Ahmadabad, India. All other chemicals and
reagents used were of analytical grade.

Experimental animals

Animal experiments were performed according to the institutional
guidelines for the care and use of laboratory animals, and
approved by the animal ethics committee of KVSR Siddhartha
College of Pharmaceutical Sciences (SCOPS), Vijayawada,
Andhra Pradesh, India (993/a/06/CPCSEA). Male Wistar rats
(180220 g) were procured from National Institute of Nutrition
(NIN), Hyderabad, Andhra Pradesh, India. Animals were housed
six per cage and given free access to food (Hindustan Lever,
Mumbai, India) and water ad libitum in animal house at the KVSR
SCOPS. Before starting the experiments, animals were kept under
standard laboratory conditions (12/12h light/darkness, 22 +2°C
and 50-60% humidity) for at least a week.

Experimental protocol

This study consists of a single dose pharmacokinetic study (SDS)
and multiple dose pharmacokinetic study (MDS). In these studies,
animals were treated with paracetamol alone and in combination
with quercetin and chrysin once daily for 21 consecutive days, as
it has been described previously by Venkatesh'>. The doses of
paracetamol, quercetin and chrysin for this study were calculated
and selected based upon the observations from the earlier
experiments. NEGS were used to determine the role of P-gp on
the absorption of paracetamol.

Effect of quercetin on the pharmacokinetics of
paracetamol in SDS and MDS

Five groups of male Wistar rats (n =6 per group), in a parallel
design, received orally the following drugs once daily for 21
consecutive days:

Group I: Control group received 0.5 mL of vehicle (1% sodium
carboxymethyl cellulose).

Group II: Paracetamol (100 mg/kg)16.

Group III: Paracetamol (100 mg/kg) + quercetin (5 mg/kg).
Group IV: Paracetamol (100 mg/kg) + quercetin (10 mg/kg)"”.
Group V: Paracetamol (100 mg/kg) + quercetin 20 (mg/kg).
After treatment, 100puL blood samples were collected from
retro-orbital venous plexus18 at 0.5, 0.75, 1.0, 1.25, 1.5, 2.0, 2.5,
3.0, 4.0, 6.0, 8.0 and 12.0h under slight ether anesthesia on the
Ist day in SDS and on the 21st day in MDS. The blood samples
were centrifuged (Remi, R- 4C Compact model, Mumbai, India)
at 6000rpm for 10min and plasma stored at —20°C until
analysis.

Drug Dev Ind Pharm, Early Online: 1-8

Effect of chrysin on the pharmacokinetics of paracetamol
in SDS and MDS

All Wistar rats were randomly divided into five groups of six
animals in each group. The rats were treated orally with the
following drugs once daily for 21 consecutive days:

Group I: Control group received 0.5 mL of vehicle (1% sodium
carboxymethyl cellulose).

Group II: Paracetamol (100 mg/kg)m.

Group III: Paracetamol (100 mg/kg) + chrysin (50 mg/kg).

Group IV: Paracetamol (100 mg/kg) + chrysin (100 mg/kg)"?.
Group V: Paracetamol (100 mg/kg) + chrysin (200 mg/kg).

After treatment, 100 puL blood samples were collected from
retro-orbital venous plexus18 at 0.5, 0.75, 1.0, 1.25, 1.5, 2.0, 2.5,
3.0, 4.0, 6.0, 8.0 and 12.0h under slight ether anesthesia on the
Ist day in SDS and on the 21st day in MDS. The blood
samples were centrifuged (Remi, R- 4C Compact model, Mumbai,
India) at 6000 rpm for 10 min and plasma stored at —20°C until
analysis.

Extraction of paracetamol from plasma

A single step liquid—liquid extraction method was used to extract
the paracetamol from the rat plasmazo. To an aliquot of 50 puL.
plasma, 1.5 mL ethyl acetate was added, vortex mixed for 5 min
on a Remi vortex mixer and centrifuged at 3000 rpm for 5 min.
The supernatant (1.4mL) was dried and the dry residue was
reconstituted in 200 pL of the mobile phase, then vortex-mixed. A
20-pL aliquot of the resulting solution was injected into HPLC
system for analysis.

Analytical methods

The plasma concentrations of paracetamol were quantitated using
a previously described method by Jan?' and Carmen with some
modifications?’>. A Shimazdu HPLC system (Shimadzu, Kyoto,
Japan) consisted of a pump (LC-20AT VP), C;g column
(Kromasil, 250 x 4.6 mm, 5 p particle size) and a dual wavelength
UV-visible detector (SPD-10A VP). Methanol: water (60:40, v/v)
system was used as mobile phase and filtered through 0.45 pum
membrane filter and ultrasonically (Hwashin Technology, Seoul,
Korea) degassed before use. The injection volume was 20 pL. and
the effluent was monitored at 254 nm with a UV detector at a flow
rate of 1 mL/min. The retention times of blank plasma and
paracetamol were obtained at 2.868 and 3.367 min, respectively
(Figure 1).

Method validation

Seven calibration samples (1, 2, 4, 6, 8, 10 and 20 pg/mL) were
prepared by spiking blank plasma with appropriate volumes of
the working solutions. Calibration curves were constructed
between the concentration and peak area. Intra-day precision
was defined by the percentage of relative standard deviation
(RSD) of five standards at five different concentrations analyzed
on the same day. Inter-day precision was estimated from the
analysis of the five standards on five separate days during
method validation.

Calculation of pharmacokinetic parameters

The plasma concentrations versus time data obtained from each
individual rat were submitted to a non-compartmental pharma-
cokinetic analysis using Thermo Kinetica, Version 5.1 (Thermo
Electron Corporation, Beverly, MA). The maximum plasma
concentrations (Cp,.) and times to achieve maximum plasma
concentrations (f,,x) were obtained directly from the individual
plasma concentration—time curves. Area under the plasma
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Figure 1. Representative chromatograms of (a) blank plasma (2.868); (b) paracetamol 4 pg/mL (3.367); (c) plasma (2.861) + paracetamol (3.390); (d)
plasma sample obtained from rats treated with 100 mg/kg of paracetamol monitored at 254 nm.
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concentration—time curve from time zero to 12h (AUC_;,) was
calculated by the linear trapezoidal rule and AUC,_.,, was
determined by the following formula:

AUC_n = Clasi/Ker + AUCy_12,

where Cj, is the last quantifiable concentration. The apparent
total body clearance or oral clearance (CL/F) was calculated as
follows:

CL/F = dose/AUCy_cc.

The elimination half-life (#;,,) was calculated as 0.693/K,; and the
mean residence time (MRT) was calculated as follows:

MRT = AUMC,_,,/AUC, __.

The area under the first moment curve (AUMC, ) was
calculated from the plasma concentration—time curve. The
volume of distribution (V,/F) was estimated by means of
V,/F =dose/AUC_../K.;. The apparent volume of distribution
at steady state (V/F) was estimated by means of
Vi/F = CL x MRT. The results are presented as the mean + stand-
ard deviation. The level of significance was set at p <0.05.

Non-everted rat gut sac study in vitro

The everted and NEGS are simple and useful in vitro models to
study the drug disposition. The NEGS were prepared using a
method described previously by Ravindra with some modifica-
tions™. Male Wistar rats weighing about 180-220g were
deprived of food for 1 day and provided with only double-distilled
water before the experiments. The rats were anesthetized with
pentobarbital sodium (40 mg/kg) and the small intestine was
dissected out. The intestines were rinsed with ice cold saline in
order to discard the intestinal digesta and the distal ileums
(~10cm each) were taken for the study.

Effect of quercetin and chrysin on paracetamol transport
across non-everted gut sac

The NEGS were used to measure the transfer of paracetamol from
mucosal to serosal compartment (M-to-S). NEGS were loaded
with 1 mL of modified Krebs—Ringer bicarbonate (KRB) buffer
containing paracetamol (100 pg/mL) in the presence or absence of
P-gp inhibitors (verapamil, quinidine and ketoconazole) and
quercetin (50 pg/mL). Each sac was placed in individual 50 mL
Erlenmeyer flasks contain 20 mL of oxygenated (O,/CO,; 95:5)
KRB and incubated at 37°C for 60 min in a shaker bath. The
transport of paracetamol from the M-to-S was measured by
sampling 1 mL of the outer medium (replaced by 1 mL KRB
buffer) at 10, 20, 30, 40, 50 and 60 min. Each experiment was
triplicated and analyzed for paracetamol by HPLC. The same
experiment was repeated with chrysin (50 pg/mL).

Data analysis

All statistics were calculated using Graph Pad Prism 5.0 software
(San Diego, CA). Pharmacokinetic parameter values for groups
were compared using analysis of variance with Tukey’s and
Dunnett’s tests for multiple comparisons. Two-way ANOVA
followed by Bonferroni post-tests to compare to each column to
column. The p value less than 0.05 were considered significant.

Results

Effect of quercetin on the pharmacokinetics of
paracetamol in SDS and MDS

The time-plasma profiles of paracetamol after oral administration
of the paracetamol alone (100 mg/kg) and in combination with
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Figure 2. Mean plasma concentration—-time profiles of paracetamol
(100 mg/kg) following an oral administration of paracetamol to rats
with or without quercetin (a) on 1st day; (b) on 21st day (n=6). (e)
Control (paracetamol), (M) with 5 mg/kg quercetin, (A) with 10 mg/kg
quercetin, (V) with 20 mg/kg quercetin. All values are mean + SD. Bars

represent the standard deviation. *p <0.001, NSp<0.05 when compared

to the paracetamol control group. PCM, paracetamol; QRC, quercetin
(Two-way ANOVA followed by Bonferroni post-tests to compare to each
column to column).

quercetin (5, 10 and 20 mg/kg) in SDS and MDS were shown in
Figure 2. When paracetamol was co-administered with quercetin,
the plasma concentrations of paracetamol were increased signifi-
cantly compared to the paracetamol control (Figure 2). Mean
pharmacokinetic parameters of paracetamol in plasma are
presented in Tables 1 and 2. The Cy,.x was significantly higher
than those obtained when paracetamol was administered alone in
both SDS and MDS. Treatment of rats with quercetin significantly
increased the AUC,_, for paracetamol from 26.44+6.79
to 64.47 +£6.80 (quercetin 20 mg/kg, SDS) and 44.22 +10.66
to 81.49 + 15.74 ng h/mL (quercetin 20 mg/kg, MDS). The ¢, of
paracetamol after quercetin treatments was longer than paraceta-
mol control group. The results indicate that quercetin exerted
the effect to inhibit the elimination of paracetamol and led to the
elevation of Cp,,x and AUCq_... The MRT of paracetamol was
higher when this drug is administered with quercetin but it was
statistically not significant. The CL/F, Vz/F and V/F of
paracetamol were significantly decreased by quercetin in SDS
and MDS.

Effect of chrysin on the pharmacokinetics of paracetamol
in SDS and MDS

The plasma concentration-time profiles of paracetamol after
oral administration of 100mg/kg paracetamol alone and in
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Table 1. Pharmacokinetic parameters of paracetamol after the oral administration of paracetamol (100 mg/kg) to rats in the
presence or absence of quercetin (5, 10 and 20 mg/kg, oral) on 1st day (n=6).

Parameter PCM (100 mg/kg) PCM + QRC (5 mg/kg) PCM + QRC (10 mg/kg) PCM + QRC (20 mg/kg)

Cinax (1ig/mL) 5.04+1.33 5.83 +0.79NS 9.69 + 0.867%#* 11.88 + .14
AUCq_» (g h/mL) 19.71 +4.27 25.68 + 5.85% 36.04 + 1.69% 51.41 +3.96%%*
AUC . (g h/mL) 26.44+6.79 33.89 49,19 41.39 +5.16% %+ 64.47 + 6.80%
fnax (D) 1.16+0.12 1.41 +£0.34"8 1.41 +0.30™ 1.33 +0.408
t12 (h) 4.43+1.31 4.96+1.74™ 332+ 177 439 +0.778
MRT (h) 7.42+2.25 7.89 42178 5.58 +1.76* 7.19 +1.438
CL/F (mL/h) 0.78 +0.17 0.62+0.178 0.48 +0.06™ 0.30+0.03*
V,/F (mL) 491+1.24 427 +1.05™ 2.23 4 1.03%% 1.95 +0.16%%
V/F (mL) 5.67+1.32 473 +0.89™ 2.64 +0.58 % 2.21 4 0.28%

All values are mean + SD. PCM, paracetamol; QRC, quercetin (Two-way ANOVA followed by Bonferroni post-tests to compare
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to each column to column).

*p<0.05, #*p<0.01, ***p <0.001, NSp>0.05 when compared to the paracetamol control group.

Table 2. Pharmacokinetic parameters of paracetamol after the oral administration of paracetamol (100 mg/kg) to rats in the
presence or absence of quercetin (5, 10 and 20 mg/kg, oral) on 21st day (n=6).

Parameter PCM (100mg/kg)  PCM+QRC (5mg/kg)  PCM+QRC (10mg/kg)  PCM + QRC (20 mg/kg)
Cinax (1g/mL) 10.66 +1.34 11.91 +1.45N8 13.68 + 1.79* 16.27 + 1.05%
AUCq_» (g h/mL) 37.59 +6.51 44.90 +3.62* 58.33 + 4,88 68.27 +7.87%%
AUC_o. (ng h/mL) 44.22 +10.66 53.32 +5.90% 64.67 +4.47%* 81.49 + 15.74%
fnae (H) 1.08+0.12 1.16 £0.20N 1.08 £0.12N 1.20+£0.18N5

t12 (h) 3.82+1.63 4.66+1.95™ 3.31+0.88™ 434 +1.23"8
MRT (h) 5.98+1.89 6.46+1.97S 5.47 +0.95™ 6.49 + 1.48"5
CL/F (mL/h) 0.47+0.12 0.37 £0.04™5 0.30 +0.02N8 0.24 +0.04%*

V,/F (mL) 2.41+0.577 2.45+0.84NS 1.47 + 0.38%# 1.52 +0.19%*
V/F(mL) 2.67+0.41 2.37+0.54" 1.70 £ 0.26* 1.58 +0.14%%

All values are Mean + SD. PCM, paracetamol; QRC, quercetin (Two-way ANOVA followed by Bonferroni post-tests to compare

to each column to column).

*p<0.05, #*p<0.01, ***p <0.001, NSp>0.05 when compared to the paracetamol control group.

combination with chrysin (50, 100 and 200 mg/kg) in SDS and
MDS are illustrated in Figure 3. The non-compartmental
pharmacokinetic parameters obtained after the oral administration
of paracetamol alone and in the presence of 50, 100 and
200mg/kg of chrysin are summarized in Tables 3 and 4.
Statistical differences for Cy,x among paracetamol control
group and chrysin co-administered groups were observed
(»<0.001). The AUCy_ of paracetamol increased from
27.98 +£9.86 to 38.99 +5.96, 44.58 +10.38 and 58.53 +13.31 nug
h/mL with 50, 100 and 200 mg/kg of chrysin, respectively, in
SDS. Chrysin did not alter the MRT, #,,.x and #/, of paracetamol
significantly in SDS and MDS. The CL/F and V,/F of paraceta-
mol were significantly decreased by chrysin.

Effect of quercetin and chrysin on paracetamol
absorption

To determine the role of P-gp on the transport of paracetamol,
its transport activity was studied in vitro using gut sacs. This
transport was increased in addition of verapamil, quinidine and
ketoconazole to the serosal compartment with time in all groups
studied (Figure 4). It is known that paracetamol may be
transported or effluxes by P-gp and other ABC members present
in the intestinal epithelium. To further confirm the specific
participation of P-gp in paracetamol transport, repeated these
same experiments, in the presence or absence of known P-gp
inhibitors quercetin and chrysin (50 pg/mL). The results demon-
strated that absorption of paracetamol was increased by quercetin
and chrysin in a concentration-dependent manner at the end of the
incubation period (Figure 4).

Discussion

According to World Health Organization, paracetamol is the
cheapest and most widely used for the relief of the symptoms of
rheumatoid arthritis, osteoarthritis, sprains, strains, sports injuries
and menstrual disorders in the world®*. It is rapidly and almost
completely absorbed from the gastrointestinal tract, primarily
the small intestine by oral administration. Although the small
intestine is regarded as an absorptive organ in the uptake of orally
administered drugs, it also has the ability to metabolize drugs by
numerous pathways involving both phase 1 and phase 2 reactions.
Following usual oral doses, approximately 25% of paracetamol is
metabolized on the first passage. Recent clinical studies have
indicated that the small intestine contributes substantially to the
overall first pass metabolism of many drugs like felodipine,
carvedilol and metoprolol. Some studies have even suggested that
the role of intestinal metabolism is quantitatively greater than that
of hepatic metabolism in the overall first-pass effect®.
Paracetamol is metabolized by glucuronidation (40-67%) and
sulfation (20-46%) into inactive and harmless metabolites. About
5-15% is oxidized by CYP2E1, CYP1A2, CYP3A4 and CYP2A6
resulting in the formation of the NAPQI. NAPQI is highly
reactive as an electrophile and as an oxidant and can cause hepatic
necrosis. Experimental evidence suggests that CYP2EIL is the
most important isoform in paracetamol-induced hepatotoxicity. In
the literature, not only the CYP2E] is in relation to paracetamol
activation and toxicity but also CYPIA2 is reported to be
involved in the metabolic activation of paracetamol%.
Hepatotoxicity due to overdoses of paracetamol has become an
important problem worldwide. Use of herbal drugs in the
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treatment of liver diseases has a long tradition, especially in
Eastern medicine. Flavonoids have been shown to possess a
variety of biological activities at non-toxic concentrations in
organisms. Silymarin is a flavonoid, used exclusively for liver
disease®’. The other flavonoids like quercetin and chrysin also
used for liver diseases. For example, the manufacturer’s recom-
mended dose of chrysin is up to 6 capsules and one or multiple
capsules of quercetin per day. Each capsule contains 500 mg.
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Figure 3. Mean plasma concentration—time profiles of paracetamol
(100 mg/kg) following an oral administration of paracetamol to rats
with or without chrysin (a) on Ist day; (b) on 21st day (n = 6). (e) Control
(paracetamol), () with 50 mg/kg chrysin, (A) with 100 mg/kg chrysin,
(V) with 200 mg/kg chrysin. All values are mean + SD. Bars represent
the standard deviation. *p<0.001, NSp<0.05 when compared to
paracetamol control group. PCM, paracetamol; CRS, chrysin (Two-way
ANOVA followed by Bonferroni post-tests to compare to each column to
column).
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Flavonoid—drug interactions have been increasingly observed due
to the popular use of flavonoid-containing products for disease
prevention and health promotionzg. However, our current under-
standing of the mechanisms underlying most of these interactions
is related predominantly to the modulation of drug metabolizing
enzymes and transporters. In order to better understand and
predict the potential pharmacokinetic interactions of quercetin,
chrysin with paracetamol disposition were investigated in
this study.

The flavonol quercetin has been reported to be potent inhibitor
of the production of both sulfate and glucuronide conjugates of
paracetamol in the cultured cells*. Quercetin has been shown to
increase the bioavailability of paclitaxel in rats in a concentration-
dependent manner due to inhibition of P-gp, CYP2C9 and
CYP3A4%°. In addition, quercetin was found to be a potent
inhibitor of CYP1A2 and CYP2E1’'. Shriner et al. reported
that paracetamol glucuronidation is competitively inhibited by
zidovudine thereby increased the plasma concentration of para-
cetamol in healthy volunteers®”. Rutaecarpine induces the
activities of hepatic CYP 1A2, 2B and 2E1 in rats. When
the rats were pre-treated orally with rutaecarpine for 3 days,
the percentage value of Cy,,x and AUC of paracetamol-sulfate
conjugate were significantly decreased. These results suggest
that rutaecarpine might cause changes in the pharmacokinetic
parameters of paracetamol in rats®’.

In this study, oral co-administration of quercetin with
paracetamol significantly increased the AUC(y_j» and Cpax of
paracetamol in SDS and MDS are shown in Tables 1 and 2.
This study results and literature suggested that quercetin is an
inhibitor of paracetamol metabolism thereby increased the AUC
and Cp,,x of paracetamol. Kamali et al. reported that pre-treatment
with probenecid caused a significant decrease in paracetamol
clearance in healthy volunteers due to inhibition of paracetamol
metabolism®*. Oral co-administration of quercetin with paraceta-
mol, dose-dependently decreased in paracetamol clearance. The
other pharmacokinetic parameters like CL/F, V,/F and Vg of
paracetamol decreased significantly with quercetin combination
were shown in Tables 1 and 2. The paracetamol MRT and 7/,
increased dose-dependently with quercetin co-administration in
SDS and MDS.

The flavone chrysin has been reported to be potent inhibitor
of glucuronidation and sulfation of paracetamol in the cultured
cells®®. Chrysin is reported as a potent inhibitor of CYP1A2* and
CYP2E1?. Chrysin significantly increased the AUC and Cy,y of
the oral paracetamol in both SDS and MDS (Tables 3 and 4).
In rats, administration of chrysin decreased the clearance and #,,,
of paracetamol in SDS and MDS. P-gp plays a significant role in
drug absorption and disposition in animals and humans. Both
CYP3A4 and P-gp function to protect the body from toxic

Table 3. Pharmacokinetic parameters of paracetamol after the oral administration of paracetamol (100 mg/kg) to rats in the presence or
absence of chrysin (50, 100 and 200 mg/kg, oral) on 1st day (n=6).

Parameter PCM (100 mg/kg) PCM + CRS (50 mg/kg) PCM + CRS (100 mg/kg) PCM + CRS (200 mg/kg)

Crnax (Hg/mL) 5.00+1.27 7.01 +0.89 7.94+0.71N 9.48 +0.98%*
AUCy > (ig h/mL) 19.14 +4.01 30.40 +2.41% 34.50 + 6.14%* 42.90 £5.51%*
AUCy .. (ug h/mL) 27.98 +9.86 38.99 +5.96% 44.58 +10.38% 58.53 + 13.31%*
fmax () 1.08 +0.12 1.08+0.12N8 1.04+0.10™ 1.04 +£0.10™
t10(h) 5.30+2.90 4.84 41,948 5.34+1.74N8 6.13 £4.328
MRT (h) 8.54+4.03 7.92+2.38N 7.99 +2.08"5 9.46 +5.36™°
CL/F (mL/h) 0.78 +0.24 0.51 +0.08S 0.47 +£0.12% 0.35 +0.06%*
V,/F (mL) 5.28+1.67 3.49 +0.91%* 3.47 +0.82%* 2.83 4+ 1.2 %
V/F (mL) 5.97+1.34 4.00 +0.67%* 3.63 + 0.69%: 3.08 £ 0.96%%*

All values are Mean + SD. PCM, paracetamol; CRS, chrysin (Two-way ANOVA followed by Bonferroni post-tests to compare to each
column to column).
#p<0.03, *#p<0.01, **¥p <0.001, ¥p>0.05 when compared to the paracetamol control group.
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Table 4. Pharmacokinetic parameters of paracetamol after the oral administration of paracetamol (100 mg/kg) to rats in the presence or
absence of chrysin (50, 100 and 200 mg/kg, oral) on 21st day (n =06).

Parameter PCM (100 mg/kg)

PCM + CRS (50 mg/kg)

PCM +CRS (100mg/kg) ~ PCM + CRS (200 mg/kg)

Cinax (1g/mL) 7.24+0.77 9.06 +0.65™° 11.23 £ 0.74%:% 14.09 + 1.20%#*
AUCy_» (ig h/mL) 30.72 +4.47 39.59 +3.14% 54.86 + 4284 66.15 + 4.63%%
AUC,_« (1g h/mL) 46.43 +10.44 55.60 + 3.87* 87.43 + 12.20% 96.76 + 23.44%%%
) 1.00+0.0 1.08 +0.12N8 1.08 +0.12 1.08 +0.12N
t12 (h) 6.27 +2.67 6.03+1.01N 8.25+1.88" 6.71 £3.67°°
MRT (h) 9.83+3.77 938+ 1.12%8 11.97 +£2.90N 10.16 +£4.23%8
CL/F (mL/h) 0.44 +0.09 0.35+0.028 0.22+0.03™ 0.21 +0.04*
V,/F (mL) 3.76 + 1.00 3.17 +0.61N 2.71 £0.43%% 1.90 & 0.48%
V/F (mL) 4.13+0.94 3.38 +0.45™ 2.71 4034 2.04 +0.29%%

All values are Mean + SD. PCM, paracetamol; CRS, chrysin (Two-way ANOVA followed by Bonferroni post-tests to compare to each

column to column).

*p <0.05, **p <0.01, ***p <0.001, NSp>0‘05 when compared to the paracetamol control group.
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Figure 4. The transport of paracetamol (100 pg/mL) from mucosal to
serosal side in the absence and presence of verapamil, quinidine,
ketoconazole, quercetin and chrysin (50 pg/mL). PCM: paracetamol;
VER: verapamil; QDN: quinidine; KTZ: ketoconazole; QRC: quercetin;
CRS: chrysin. The data represent the mean+SD (n=3). *p<0.001
significantly different compared to the paracetamol group.

accumulation of hydrophobic xenobiotics via metabolism and
excretion. To determine the role of P-gp on the transport of
paracetamol, studied its transport activity across non-everted gut
sac in vitro. The absorption of paracetamol increased in presence
of quercetin, chrysin and verapamil in a concentration-dependent
manner across non-everted gut sacs. It is reported that paraceta-
mol is a P-gp inducer at high doses®’. Carolina et al. reported that
paracetamol is a P-gp inducer at the dose of 0.6 g/kg in rats™,
When compared to paracetamol therapeutic dose, the dose used in
this study is very high. The maximum therapeutic dose of
paracetamol is 4 g/day in humans®®. The dose of paracetamol is
calculated based on the body weight of the animal. The selected
dose of paracetamol is 100 mg/kg which is close to the therapeutic
dose. The results demonstrate that absorption was increased by
quercetin and chrysin in a concentration-dependent manner, at the
end of the incubation period. Quercetin and chrysin are well
known CYP2E1 inhibitors ; thereby increased the absorption of
paracetamol. This study results also revealed paracetamol may be
a P-gp substrate at this dose.

Oxidative stress and NAPQI, hepatotoxic metabolite generated
by CYP2E1 and CYP1A2 activation plays a major role in hepatic
toxicity*’. Dietary flavonoids are natural antioxidants and potent
inhibitors of CYP2E1 and CYP1A2. In vitro studies reveal that the
flavonols (quercetin) and flavones (chrysin) has potent antiox-
idative activity, mainly based on scavenging of oxygen radicals*'.

Conclusion

Inhibition and induction of P-gp and CYP enzymes have been
reported as the causes of drug—drug or drug—food interactions.
This study results suggest that quercetin and chrysin significantly
increased the systemic exposure of paracetamol might be due to
inhibition of metabolism and P-gp. Dosage adjustment is needed
when paracetamol co-administered with either quercetin or
chrysin. Further studies are needed to evaluate whether the
quercetin or chrysin are involved in the formation of NAPQI by
CYP2EI or not on isolated rat hepatocytes or using cell lines.

Acknowledgements

The authors are grateful to N. Venkateswarlu, President and P. Lakshmana
Rao, Secretary of SAGTE for providing necessary facilities. The authors
thank Dr. G. Devalarao, Pricipal and Dr. Buchi. N. Nalluri, Director for
PG studies and Research of KVSR Siddhartha College of Pharmaceutical
Sciences, Vijayawada for their encouragement. The authors are grateful
for the generous gifts of paracetamol and verapamil from Lancer
Pharmaceutical Pvt. Ltd, Baddi, India and Sipra Labs Ltd, Hyderabad,
India, respectively.

Declaration of interest

The authors declare that this research does not have any conflict
of interest with anyone or any institute. This study was supported
by Siddhartha Academy of General and Technical Education
(SAGTE).

References

» 1. Perneger TV, Whelton PK, Klag MIJ. Risk of kidney failure
associated with the use of acetaminophen, aspirin, and non-steroidal
anti-inflammatory drugs. N Engl J Med 1994;331:1675-9.

»2. Flower RJ, Vane JR. Inhibition of prostaglandin synthetase in brain
explains the anti-pyretic activity of paracetamol (4-acetamidophe-
nol). Nature 1972;240:410-11.

»3. Bertolini A, Ottani A, Sandrini M. Selective COX-2 inhibitors and
dual acting anti-inflammatory drugs: critical remarks. Curr Med
Chem 2002;9:1033-43.

»4. Zygmunt PM, Chuang H, Movahed P. The anandamide transport
inhibitor AM404 activates vanilloid receptors. Eur J Pharmacol
2000;396:39-42.

»5. Larson AM, Polson J, Fontana RJ. The Acute Liver Failure Study
Group. Acetaminophen-induced acute liver failure: results of a
United States multicenter, prospective study. Hepatology 2005;42:
1364-72.

»6. Teresita G, Alejandra ER, Américo OJ, Lilian EP. Anti-inflamma-
tory properties of plant flavonoids. Effects of rutin, quercetin and
hesperidin on adjuvant arthritis in rat. Il Farmaco 2001;56:683-7.

»7. Janbaz KH, Saeed SA, Gilani AH. Studies on the protective effects
of caffeic acid and quercetin on chemical-induced hepatotoxicity in
rodents. Phytomedicine 2004;11:424-30.

RIGHTS LI N Hiy


http://informahealthcare.com/action/showLinks?pmid=10822052&crossref=10.1016%2FS0014-2999%2800%2900207-7&coi=1%3ACAS%3A528%3ADC%252BD3cXjsVGnt78%253D&isi=000087141100007
http://informahealthcare.com/action/showLinks?pmid=16317692&crossref=10.1002%2Fhep.20948&coi=1%3ACAS%3A528%3ADC%252BD2MXhtlGns7rF&isi=000233697400019
http://informahealthcare.com/action/showLinks?pmid=11680812&crossref=10.1016%2FS0014-827X%2801%2901111-9
http://informahealthcare.com/action/showLinks?pmid=15330498&crossref=10.1016%2Fj.phymed.2003.05.002&coi=1%3ACAS%3A528%3ADC%252BD2cXnslCgurY%253D&isi=000223501600007
http://informahealthcare.com/action/showLinks?pmid=7969358&crossref=10.1056%2FNEJM199412223312502&coi=1%3ASTN%3A280%3ADyaK2M%252FlvFehtw%253D%253D&isi=A1994PX38200002
http://informahealthcare.com/action/showLinks?pmid=4564318&crossref=10.1038%2F240410a0&coi=1%3ACAS%3A528%3ADyaE3sXms1ymsA%253D%253D&isi=A1972O202700023
http://informahealthcare.com/action/showLinks?pmid=12733982&crossref=10.2174%2F0929867024606650&coi=1%3ACAS%3A528%3ADC%252BD38XktlGhtro%253D&isi=000175926500002

Drug Dev Ind Pharm Downloaded from informahealthcare.com by Academia Sinicaon 03/15/15
For personal use only.

8 R. B. Pingili et al.

»>3.

»9.

10.

>l

> 12.

>13.

>14.

>15.

> 16.

>17.

>18.

> 19.

»20.

>21.

»>22.

»23.

Renugadevi J, Milton PS. Quercetin protects against oxidative
stress-related renal dysfunction by cadmium in rats. Exp Toxicol
Pathol 2010;62:471-8.

Camila AC, Simone CB, Eduardo BS. Quercetin as an inhibitor of
snake venom secretory phospholipase A2. Chem Biol Interact 2011;
189:9-16.

Xiangsheng X, Dingbo S, Liqun L, et al. Quercetin suppresses
cyclooxygenase-2 expression and angiogenesis through inactivation
of P*® signaling. PLoS One 2011;6:¢229-34.

Chaudhuri S, Banerjee A, Basu K, et al. Interaction of flavonoids
with red blood cell membrane lipids and proteins: antioxidant and
antihemolytic effects. Int J Biol Macromol 2007;41:42-8.
Sathiavelu J, Senapathy GJ, Devaraj R, Namasivayam N.
Hepatoprotective effect of chrysin on prooxidant-antioxidant status
during ethanol-induced toxicity in female albino rats. J Pharm
Pharmacol 2009;61:809-17.

Sarwat S, Kriti V, Rehan K. Nephroprotective efficacy of chrysin
against cisplatin-induced toxicity via attenuation of oxidative stress.
J Pharm Pharmacol 2012;64:872-81.

Ha SK, Moon E, Kim SY. Chrysin suppresses LPS-stimulated
proinflammatory responses by blocking NF-kappa B and JNK
activations in microglia cells. Neurosci Lett 2010;485:143-7.
Venkatesh RC, Ravindra BP, Siva RC, et al. Pharmacokinetic
interaction study between quercetin and valsartan in rats and in vitro
models. Drug Dev Ind Pharm 2013;39:865-72.

Tripathi YB, Tiwari OP, Santosh N, Mishra B. Pharmacokinetic-
interaction of Vitex negundo Linn. & paracetamol. Indian J] Med Res
2009;130:479-83.

Sudhir NU, Pankaj VD, Vijendra K, et al. Quercetin pretreatment
increases the bioavailability of pioglitazone in rats: involvement of
CYP3A inhibition. Biochem Pharmacol 2008;75:1670-6.

Shih HF, Yu CH, Pei DLC. Pharmacokinetic and pharmacodynamic
interactions of morin and cyclosporine. Toxicol Appl Pharmacol
2005;205:65-70.

Yunju B, Soyoung L, Sang HK. Chrysin suppresses mast cell-
mediated allergic inflammation: involvement of calcium, caspase-1
and nuclear factor-kB. Toxicol Appl Pharmacol 2011;254:56-64.
Qiongfeng L, Zhiyong X, Biyan P, et al. LC-MS-MS simultaneous
determination of paracetamol, pseudoephedrine and chlorphenir-
amine in human plasma: application to a pharmacokinetic study.
Chromatographia 2008;67:687-94.

Jan J, Jiri K, Lucia ZZ, Josef T. Simultaneous HPLC determination
of tolbutamide, phenacetin and theirmetabolites as markers of
cytochromes 1A2 and 2C6/11 in rat liver perfusate. J Pharm Biomed
Anal 2010;52:557-64.

Carmen FP, Juan LP, Blanca RM, et al. A reliable method of liquid
chromatography for the quantification of acetaminophen and
identification of its toxic metabolite N-acetyl-p-benzoquinoneimine
for application in pediatric studies. Biomed Chromatogr 2011;25:
760-6.

Ravindra BP, Naveen BK, Haroled PL, et al. Influence of quercetin
on the pharmacokinetics of ranolazine in rats and in vitro models.
Drug Dev Ind Pharm 2013;39:873-9.

»24.

»2s.

»26.

»27.

»28.

»29.

»30.

»31.

»>32.

»33.

>34,

»35.

»36.

»37.

38.

»39.

> 40.

»41.

Drug Dev Ind Pharm, Early Online: 1-8

Wynne HA, Campbell M. Pharmacoeconomics of non-steroidal anti
inflammatory drugs (NSAIDS). Pharmacoeconomics 1993;3:
107-23.

Wu CY, Benet LZ, Hebert MF, et al. Differentiation of absorption
and first-pass gut and hepatic metabolism in humans: studies with
cyclosporine. Clin Pharmacol Ther 1995;58:492-7.

Barry HR. Acetaminophen misconceptions. Hepatology 2004;40:
10-15.

Detlef S, Ji DJ, Benno B, Eckhart GH. Herbal products for liver
diseases: a therapeutic challenge for the new millennium.
Hepatology 1999;30:1099-104.

Izzo AA. Herb-drug interactions: an overview of the clinical
evidence. Fundam Clin Pharmacol 2005;19:1-16.

Yasutake M, Narumi S, Koji F. Inhibitory effect of flavonoids on
sulfo- and glucurono-conjugation of acetaminophen in rat cultured
hepatocytes and liver subcellular preparations. Biol Pharm Bull
2004;27:714-17.

Androutsopoulos VP, Papakyriakou A, Vourloumis D, et al. Dietary
flavonoids in cancer therapy and prevention: substrates and inhibi-
tors of cytochrome P450 CYP1 enzymes. Pharmacol Ther 2010;126:
9-20.

Tang Y, Tian H, Shi Y, et al. Quercetin suppressed CYP2EI-
dependent ethanol hepatotoxicity via depleting heme pool and
releasing CO. Phytomedicine 2013;20:699-704.

Shriner K, Goetz MB. Severe hepatotoxicity in a patient receiving
both acetaminophen and zidovudine. Am J Med 1992;93:94-6.
Sang KL, Sudeep RB, Hemin J, et al. The effects of rutaecarpine on
the pharmacokinetics of acetaminophen in rats. Arch Pharm Res
2007;30:1629-34.

Kamali F. The effect of probenecid on paracetamol metabolism and
pharmacokinetics. Eur J Clin Pharmacol 1993;45:551-3.

Lin H, Fan H, Huichang B, et al. Isoform-selective inhibition of
chrysin towards human cytochrome P450 1A2. Kinetics analysis,
molecular docking, and molecular dynamics simulations. Bioorg
Med Chem Lett 2010;20:6008-12.

Tahir M, Sultana S. Chrysin modulates ethanol metabolism in
Wistar rats: a promising role against organ toxicities. Alcohol
Alcohol 2011;46:383-92.

Irena M, Yulia B, Anat EW, et al. High-dose acetaminophen
inhibits the lethal effect of doxorubicin in HepG2 cells: the role of
P-glycoprotein and mitogen-activated protein kinase p44/42 path-
way. J Pharmacol Exp Ther 2007;322:1013-22.

Carolina IG, Agostina A, Silvina V, et al. Induction of intestinal
P-glycoprotein (P-gp) expression and activity by sub-toxic doses
of acetaminophen (AP) in rat intestine and human LS174T cells.
FASEB J 2010;24:758.5.

Alfio B, Anna F, Alessandra O, et al. Paracetamol: new vistas of an
old drug. CNS Drug Rev 2006;12:250-75.

Astha M, Ginpreet K, Meena C. Piperine and quercetin enhances
antioxidant and hepatoprotective effect of curcumin in paracetamol
induced oxidative stress. Int J Pharmacol 2012;8:101-7.
Kandaswami C, Middleton E. Free radical scavenging and antioxi-
dant activity of plant flavonoids. Adv Exp Med Biol 1994;366:
351-76.

RIGHTS LI N Hiy


http://informahealthcare.com/action/showLinks?pmid=20149568&crossref=10.1016%2Fj.jpba.2010.01.028&isi=000276057300017
http://informahealthcare.com/action/showLinks?pmid=22571266&crossref=10.1111%2Fj.2042-7158.2012.01470.x&isi=000303858200013
http://informahealthcare.com/action/showLinks?pmid=17526808&crossref=10.1124%2Fjpet.107.121772&isi=000248887400014
http://informahealthcare.com/action/showLinks?pmid=15133252&crossref=10.1248%2Fbpb.27.714&isi=000221161200024
http://informahealthcare.com/action/showLinks?pmid=20878659&crossref=10.1002%2Fbmc.1511&isi=000291450300004
http://informahealthcare.com/action/showLinks?pmid=20813161&crossref=10.1016%2Fj.neulet.2010.08.064&coi=1%3ACAS%3A528%3ADC%252BC3cXhtlSgsrjO&isi=000284017400001
http://informahealthcare.com/action/showLinks?pmid=20153368&crossref=10.1016%2Fj.pharmthera.2010.01.009&coi=1%3ACAS%3A528%3ADC%252BC3cXjt1KgsL8%253D&isi=000276804200002
http://informahealthcare.com/action/showLinks?pmid=23583009&crossref=10.1016%2Fj.phymed.2013.03.010&coi=1%3ACAS%3A528%3ADC%252BC3sXlvV2ku7g%253D&isi=000344880200006
http://informahealthcare.com/action/showLinks?system=10.3109%2F03639045.2012.707209&pmid=22817837&isi=000318358300007
http://informahealthcare.com/action/showLinks?system=10.3109%2F03639045.2012.693502&pmid=22670860&isi=000318358300006
http://informahealthcare.com/action/showLinks?pmid=17227290&crossref=10.1111%2Fj.1527-3458.2006.00250.x
http://informahealthcare.com/action/showLinks?crossref=10.3923%2Fijp.2012.101.107
http://informahealthcare.com/action/showLinks?pmid=1626578&crossref=10.1016%2F0002-9343%2892%2990687-7&coi=1%3ASTN%3A280%3ABy2A38fgs1Y%253D&isi=A1992JC65500017
http://informahealthcare.com/action/showLinks?pmid=10146960&crossref=10.2165%2F00019053-199303020-00004&coi=1%3ASTN%3A280%3AByuK3cfhsFY%253D
http://informahealthcare.com/action/showLinks?pmid=19942755&coi=1%3ACAS%3A528%3ADC%252BD1MXhsFOmtL3E&isi=000272049900022
http://informahealthcare.com/action/showLinks?pmid=19615871&crossref=10.1016%2Fj.etp.2009.06.006&coi=1%3ACAS%3A528%3ADC%252BC3cXpvVGltrs%253D&isi=000281389400002
http://informahealthcare.com/action/showLinks?pmid=7771265&crossref=10.1007%2F978-1-4615-1833-4_25&coi=1%3ACAS%3A528%3ADyaK2MXpsl2ns74%253D
http://informahealthcare.com/action/showLinks?pmid=18254252&crossref=10.1007%2FBF02977334&isi=000252021000019
http://informahealthcare.com/action/showLinks?pmid=7586942&crossref=10.1016%2F0009-9236%2895%2990168-X&coi=1%3ACAS%3A528%3ADyaK28XktlGlsw%253D%253D&isi=A1995TH58600002
http://informahealthcare.com/action/showLinks?pmid=18329630&crossref=10.1016%2Fj.bcp.2008.01.010&isi=000255473400011
http://informahealthcare.com/action/showLinks?pmid=15239079&isi=000222506000004
http://informahealthcare.com/action/showLinks?pmid=15885265&crossref=10.1016%2Fj.taap.2004.09.006&isi=000229248400006
http://informahealthcare.com/action/showLinks?pmid=21056032&crossref=10.1016%2Fj.cbi.2010.10.016&isi=000287004200002
http://informahealthcare.com/action/showLinks?pmid=8157041&crossref=10.1007%2FBF00315313&coi=1%3ACAS%3A528%3ADyaK2cXkt1Khtbc%253D&isi=A1993MU48200010
http://informahealthcare.com/action/showLinks?pmid=17239435&crossref=10.1016%2Fj.ijbiomac.2006.12.003&coi=1%3ACAS%3A528%3ADC%252BD2sXjslehtr0%253D&isi=000246089000007
http://informahealthcare.com/action/showLinks?pmid=20832301&crossref=10.1016%2Fj.bmcl.2010.08.072&isi=000281963700011
http://informahealthcare.com/action/showLinks?pmid=10498665&isi=000082784600037
http://informahealthcare.com/action/showLinks?pmid=21515303&crossref=10.1016%2Fj.taap.2011.04.008&isi=000291777300007
http://informahealthcare.com/action/showLinks?crossref=10.1365%2Fs10337-008-0560-3&isi=000255751100004
http://informahealthcare.com/action/showLinks?pmid=19505373&crossref=10.1211%2Fjpp.61.06.0015&coi=1%3ACAS%3A528%3ADC%252BD1MXovV2rsLs%253D&isi=000268409900015
http://informahealthcare.com/action/showLinks?pmid=21531755&crossref=10.1093%2Falcalc%2Fagr038&coi=1%3ACAS%3A528%3ADC%252BC3MXot1CksLo%253D&isi=000292046800005
http://informahealthcare.com/action/showLinks?pmid=15660956&crossref=10.1111%2Fj.1472-8206.2004.00301.x&coi=1%3ACAS%3A528%3ADC%252BD2MXhsVCmsrg%253D&isi=000226580900001

) Superintendencia de
\T Industria y Comercio

NIT: 800.176.089-2
COMPROBANTE DE RECAUDO SISTEMA SIPI

SUPERINTENDENCIA DE INDUSTRIA'Y COMERCIO

Radicado: NC2020/0011188
Recibo: 24-94022
Fecha: 25/11/2024

CC: 66.783.790

Consignacién No: 1045073

CAROLINA MERCEDES DAZA MONTALVO

Patente PCT

COMPOSICIONES QUE COMPRENDEN NARINGENINA, KAEMPFEROL O LUTEOLINA PARA REDUCIR LA
TOXICIDAD DEL ACETAMINOFEN (APAP)

Detalle del pago

Id. Rentistico

Concepto y Servicio

Cant.

Val. Unit.

Subtotal

-

50005-01-03 | Modificaciones / Correcciones al registro Patente PCT (DESCUENTO INTERNET)

-

$ 214,000

$ 214,000

TOTAL

Pagina 1

Sede Centro: Carrera 13 No.27-00 Pisos 3,4,5 y 10 Bogota D.C. - Colombia
Web: www.sic.gov.co e-mail:contactenos@sic.gov.co Conmutador:(571)5870000 Contact Center: (571)5920400

$ 214,000




	Systemic exposure of Paracetamol (acetaminophen) was enhanced by quercetin and chrysin co-administration in Wistar rats and in vitro model: risk of liver toxicity
	Introduction
	Materials and methods
	Results
	Discussion
	Conclusion
	Acknowledgements
	Declaration of interest
	References



<<
	/PreserveCopyPage true
	/MonoImageDownsampleType /Bicubic
	/MonoImageDict <<
		/K -1
	>>
	/ParseICCProfilesInComments true
	/PreserveHalftoneInfo false
	/TransferFunctionInfo /Preserve
	/GrayImageMinResolution 150
	/EncodeColorImages true
	/AutoFilterGrayImages true
	/ImageMemory 1048576
	/PDFXRegistryName ()
	/EmbedJobOptions true
	/MonoImageFilter /CCITTFaxEncode
	/PDFXNoTrimBoxError true
	/ASCII85EncodePages false
	/DefaultRenderingIntent /Default
	/GrayImageAutoFilterStrategy /JPEG
	/PDFXCompliantPDFOnly false
	/ColorImageResolution 150
	/GrayImageFilter /DCTEncode
	/DownsampleMonoImages true
	/PreserveDICMYKValues false
	/ColorImageFilter /DCTEncode
	/EncodeGrayImages true
	/GrayImageMinDownsampleDepth 2
	/ParseDSCComments true
	/ColorImageAutoFilterStrategy /JPEG
	/EmbedOpenType false
	/AntiAliasMonoImages false
	/JPEG2000ColorImageDict <<
		/Quality 15
		/TileHeight 256
		/TileWidth 256
	>>
	/ColorImageDepth -1
	/CreateJDFFile false
	/PreserveEPSInfo false
	/PDFXSetBleedBoxToMediaBox true
	/DSCReportingLevel 0
	/NeverEmbed [
	]
	/Optimize true
	/Description <<
		/DEU <>
		/ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
		/NOR <>
		/CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
		/KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
		/ESP <>
		/FRA <>
		/SUO <>
		/JPN <>
		/NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
		/ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
		/CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
		/DAN <>
		/PTB <>
		/SVE <>
	>>
	/CreateJobTicket false
	/EndPage -1
	/MonoImageDepth -1
	/GrayImageResolution 150
	/AutoFilterColorImages true
	/AlwaysEmbed [
	]
	/ColorImageMinResolution 150
	/ParseDSCCommentsForDocInfo true
	/sRGBProfile (sRGB IEC61966-2.1)
	/AutoRotatePages /All
	/MonoImageResolution 600
	/AllowTransparency false
	/GrayACSImageDict <<
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/DoThumbnails false
	/GrayImageDepth -1
	/CompressObjects /Tags
	/ColorImageDownsampleThreshold 1.5
	/AntiAliasGrayImages false
	/AntiAliasColorImages false
	/EmbedAllFonts true
	/ColorImageMinResolutionPolicy /OK
	/PDFXOutputConditionIdentifier ()
	/PreserveFlatness true
	/DownsampleColorImages true
	/MonoImageDownsampleThreshold 1.5
	/PDFXOutputIntentProfile ()
	/GrayImageDict <<
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/UsePrologue false
	/ColorACSImageDict <<
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/JPEG2000GrayACSImageDict <<
		/Quality 15
		/TileHeight 256
		/TileWidth 256
	>>
	/ColorConversionStrategy /sRGB
	/EmitDSCWarnings false
	/MonoImageMinResolutionPolicy /OK
	/UCRandBGInfo /Remove
	/DetectCurves 0.1
	/ColorSettingsFile (None)
	/CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
	/GrayImageDownsampleThreshold 1.5
	/CropColorImages true
	/JPEG2000ColorACSImageDict <<
		/Quality 15
		/TileHeight 256
		/TileWidth 256
	>>
	/MonoImageMinResolution 600
	/CalRGBProfile (sRGB IEC61966-2.1)
	/CompressPages true
	/Binding /Left
	/PDFXTrapped /False
	/PDFX3Check false
	/DetectBlends true
	/JPEG2000GrayImageDict <<
		/Quality 15
		/TileHeight 256
		/TileWidth 256
	>>
	/CompatibilityLevel 1.6
	/GrayImageDownsampleType /Bicubic
	/PDFXOutputCondition ()
	/PassThroughJPEGImages false
	/CannotEmbedFontPolicy /Warning
	/AllowPSXObjects true
	/LockDistillerParams true
	/ConvertImagesToIndexed true
	/GrayImageMinResolutionPolicy /OK
	/PDFXBleedBoxToTrimBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/AutoPositionEPSFiles true
	/PDFXTrimBoxToMediaBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/DownsampleGrayImages true
	/PDFX1aCheck false
	/CropGrayImages true
	/CalGrayProfile (Gray Gamma 2.2)
	/CropMonoImages true
	/SubsetFonts true
	/ColorImageDownsampleType /Bicubic
	/CheckCompliance [
		/None
	]
	/PreserveOPIComments false
	/PreserveOverprintSettings true
	/EncodeMonoImages true
	/MaxSubsetPct 100
	/ColorImageMinDownsampleDepth 1
	/ColorImageDict <<
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/OPM 1
	/StartPage 1
>>
setdistillerparams
<<
	/PageSize [
		612.0
		792.0
	]
	/HWResolution [
		600
		600
	]
>>
setpagedevice



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Sheetfed Coated v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /RelativeColorimetric
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 99
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /ColorImageResolution 225
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 225
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice




