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Señora 

Directora de la Dirección de Nuevas Creaciones  

Superintendencia de Industria y Comercio  

Ministerio de Comercio, Industria y Turismo 

E. S. D. 

 

 

 

Re.:Expediente No. NC2022/0004380 

Solicitud de Patente PCT entrada en Fase Nacional, para: “COMPOSICIÓN 

QUE COMPRENDE QUERCITINAM KAEMPFEROLM ÁCIDO P-CUMÁRICO 

Y RUTINA PARA LA PROTECCIÓN COGNITIVA DE LOS POLINIZADORES 

CONTRA LOS PLAGUICIDAS” (nuevo título) 

Solicitantes:  COLEGIO MAYOR DE NUESTRA SEÑORA DEL ROSARIO 

 ARIZONA BOARD OF REGENTS ON BEHALF OF THE 

UNIVERSITY OF ARIZONA 

 PONTIFICIA UNIVERSIDAD JAVERIANA 

 

 

RESPUESTA A EXAMEN DE FONDO 

 

 

Yo, MARGARITA CASTELLANOS ABONDANO, mayor de edad, identificada y 

domiciliada como aparece al pie de mi firma, obrando en mi calidad de apoderada 

de las sociedades solicitantes del asunto citado en la referencia, en atención a su 

oficio No. 15431 notificado el 3 de septiembre de 2024, y para el cual solicité 

oportunamente prórroga el pasado 20 de noviembre de 2024, me permito dar 

respuesta al mismo de la siguiente manera: 

 

1. Modificación a las Reivindicaciones  

 

De acuerdo con lo establecido en el Artículo 34 de la Decisión 486 y en vista de las 

observaciones realizadas por el Examinador, se presenta en esta oportunidad un 

nuevo pliego reivindicatorio conformado por 18 reivindicaciones. Las modificaciones 

introducidas son las siguientes: 
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• Se modificó la reivindicación 1 para incorporar las características reivindicadas 

en las anteriores reivindicaciones 5 y 11, las cuales definen aún más el 

subconjunto de compuestos fenólicos y su rango de concentración en la 

composición. Estas modificaciones se encuentran sustentadas, por ejemplo, 

en las reivindicaciones anteriores, ya que limitan las alternativas previamente 

reivindicadas.  

 

• No se incluye las anteriores reivindicaciones 5, 6 y 11, en vista de la 

modificación antes mencionada.  

 

• Se puede hallar sustento para las modificaciones a las anteriores 

reivindicaciones 7-8 (ahora reivindicaciones 5-6) en, por ejemplo, la Tabla 1, 

páginas 20-24 de la memoria descriptiva (referencia con respecto a la memoria 

descriptiva de la solicitud internacional equivalente, publicada como WO 

2021046388 A1). 

 

• Se incluyó una nueva reivindicación 18, para la cual se puede hallar sustento 

en, al menos, los Ejemplos 3, 4, y página 35, línea 17 a página 36, línea 29, de 

la memoria descriptiva (referencia a la publicación internacional antes 

mencionada).  

 
Estas modificaciones no amplían el objeto inicialmente solicitado y se encuentran 

debidamente soportadas en la Descripción, según se allegó inicialmente. 

 

2. Modificación al Título de la Solicitud 

 

Siguiendo la amable sugerencia del Examinador, se ha modificado el título de la 

solicitud para indicar: 

 

“COMPOSICIÓN QUE COMPRENDE QUERCITINAM KAEMPFEROLM ÁCIDO P-

CUMÁRICO Y RUTINA PARA LA PROTECCIÓN COGNITIVA DE LOS 

POLINIZADORES CONTRA LOS PLAGUICIDAS” 

 

De esta manera, se refleja con mayor claridad el objeto reivindicado, atendiendo la 

objeción respectiva.  
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3. Pago por Nuevo Examen de Patentabilidad  

 

Teniendo en cuenta lo mencionado en el literal d), de la sección 1.2.2.5.1., del Título 

X de la Circular Única, así como las modificaciones introducidas a las reivindicaciones 

en esta oportunidad, se presenta junto con este escrito, copia del recibo de la tasa por 

un nuevo examen de patentabilidad. 

 

Se solicita atentamente tener en cuenta este pago y llevar a cabo un nuevo examen 

de patentabilidad.    

 

4. Excepción de Patentabilidad y Reivindicaciones Relativas a un Uso 

 

Considerando que las anteriores reivindicaciones 19 a 21 no han sido incluidas en 

esta oportunidad, la objeción en este sentido se ve superada.  

 

5. Sobre la Claridad y Concisión de las Reivindicaciones 

 

• El Examinador objeta las reivindicaciones 1, 2, 5, 6 y 10 por supuestamente 

no ser concisas debido a que utilizan expresiones como “compuestos 

fenólicos”, “cantidad eficaz”, “carbohidratos”, “proteínas”, “lípidos”, 

“vitaminas”, “minerales”, “flavonoides”, “flavonas”, “flavanonas”, “flavonoles”, 

“isoflavonas”, “antiocianinas”, “chalconas”, “neoflavonoides”, “la composición 

es un alimento”, “un aditivo”, “suplemento alimenticio” y “nutracéutico” que 

según el Examinador configuran un numero demasiado extenso de 

alternativas que imposibilita establecer el alcance de protección. El 

Examinador sugiere acotar a una generalización razonable que tenga soporte 

en la descripción.  

 

Sin manifestarse de acuerdo con la objeción y con el único propósito de avanzar en 

el trámite de la solicitud, los solicitantes modificaron la reivindicación 1 para definir 

en forma más acotada la identidad del uno o más compuestos fenólicos. Además, se 

incluyó la concentración de dicho componente en la composición, de modo que se 

define con concisión suficiente la cantidad del mismo.  

 

La reivindicación 1 como se la acompaña representa una generalización razonable 

de la materia divulgada y ensayada en la memoria descriptiva. Una persona versada 

en la materia sería capaz de comprender perfectamente el alcance de la 

reivindicación 1 y subsiguientes, en función de la divulgación de la memoria 

descriptiva y de los conocimientos generales en el estado de la técnica.  
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De esta manera, las reivindicaciones que se presentan son claras y se encuentran 

enteramente sustentadas en la memoria descriptiva.  

 

Por lo tanto, se considera que la presente solicitud cumple con las disposiciones del 

Artículo 30 de la Decisión 486. 

 

6. Sobre la Descripción 

 

El Examinador considera que la Descripción no divulga la invención de manera 

suficientemente clara y completa, para que una persona capacitada en la materia 

pueda ejecutarla.  

 

Los solicitantes disienten de la opinión del Examinador y desean poner de presente 

que la memoria descriptiva cumple con lo establecido en el artículo 28 de la Decisión 

486, siendo que, por ejemplo, en las secciones “ANTECEDENTES DE LA 

INVENCIÓN” y “II. COMPOSICIONES” de la memoria descriptiva se describe 

comprensiblemente el problema técnico. Del mismo modo, la memoria divulga 

ampliamente la composición reivindicada la cual viene a resolver dicho problema 

técnico, tal como se expone en los Ejemplos de la presente solicitud. Asimismo, la 

memoria descriptiva cumple con el ítem e) de dicha normativa siendo que se 

describen suficientemente los métodos para llevar a la práctica la invención en, por 

ejemplo, las subsecciones “D. Métodos de elaboración” y “Materiales y métodos”.  

 

En consecuencia, la solicitud cumple con los requisitos establecidos en el Artículo 28 

de la Decisión 486.  

 

7. Sobre la Novedad y el Nivel Inventivo 

 

I. El Examinador afirma que la reivindicación 1, y las reivindicaciones 2-20 

dependientes de la misma, no son novedosas con respecto a D1 o D2. Los solicitantes 

respetuosamente disienten. 

 

Tal como puede establecer una persona normalmente versada en la materia, la 

reivindicación 1 modificada es novedosa porque define una composición que contiene 

uno o más compuestos fenólicos seleccionados entre flavonoles, ácido p-cumárico, o 

una combinación de los mismos, dentro de un rango de concentración preciso de 

0,1 µM a 100 mM.  
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Los documentos D1 o D2, citados por el examinador, no revelan ni sugieren esta 

combinación de compuestos fenólicos ni sus concentraciones definidas.  

 

D1 describe una amplia gama de extractos de micelio (u hongos) pero no divulga ni 

ejemplifica específicamente una composición de flavonoles o ácido p-cumárico 

(véase D1, párrafos [0054], [0073]-[0094]). Específicamente, D1 no revela una 

composición que tenga uno o más flavonoles, ácido p-cumárico, o una combinación 

de los mismos, en una concentración de 0,1 µM a 100 mM. Además, D1 se limita a 

especular sobre la actividad potencial de una amplia gama de compuestos 

individuales que se espera que estén presentes en el extracto de micelio y no 

proporciona ejemplos prácticos que muestren ningún efecto de cualquiera de los 

compuestos individuales. En consecuencia, no hay indicación alguna en D1 sobre las 

concentraciones de estos compuestos individuales en el extracto de micelio y, por lo 

tanto, D1 no enseña ni sugiere que las concentraciones de los compuestos fenólicos 

reivindicados podrían ser eficaces para proteger a los insectos polinizadores de los 

pesticidas.  

 

Del mismo modo, D2 se centra en composiciones que contienen cantidades 

específicas de carbohidratos y proteínas para la salud general de las abejas (D2, 

párrafos [0068]-[0070]). Al igual que D1, D2 no divulga una composición que tenga 

uno o más flavonoles, ácido p-cumárico, o una combinación de los mismos, en una 

concentración de 0,1 µM a 100 mM. Además, D2 no incluye ningún ejemplo práctico 

que demuestre el uso o la eficacia de un único compuesto fenólico, y no proporciona 

ningún dato experimental, protocolo o ejemplo práctico que muestre la preparación, 

prueba o aplicación de los compuestos fenólicos definidos por la reivindicación 1 

modificada. 

 

Además, las proporciones específicas de las reivindicaciones modificadas que se 

acompañan no se enseñan ni se sugieren en D1 ni en D2. Por ejemplo, D2 no enseña 

una composición que contenga quercetina y rutina en una proporción de 1:1, 0,75:25, 

o 0,25:0,75, como se indica en la anterior reivindicación 19 (ahora reivindicación 16). 

La combinación de flavonoles y ácido p-cumárico, en las concentraciones precisas 

mencionadas, representa un conjunto que excluye otros compuestos y mezclas 

fenólicos descritos en D1 o D2, como el ácido ferúlico o el ácido cafeico. 

 

Además de lo anterior, D1 menciona que la composición contiene uno o más 

compuestos fenólicos, como flavonoides y ácido p-cumárico (por ejemplo, D1, 

párrafos [0092], [0118]); sin embargo, esta divulgación parece ser especulativa, ya 

que carece de ejemplos de trabajo o datos experimentales que corroboren el uso de 
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estos compuestos. Esta falta de sustento disminuye la relevancia de D1 como 

divulgación de los compuestos fenólicos específicos reivindicados.  

 

Además, el estudio de Mao et al. (del cual se acompaña una copia) demuestra que 

ciertos compuestos fenólicos, como la quercetina, en combinación con pesticidas 

pueden aumentar su toxicidad en lugar de reducirla. Véase Mao et al., que establece 

en la parte pertinente en la página 1, columna 2, primer párrafo completo (énfasis 

añadido):  

 

"Entre los fitoquímicos más abundantes en la dieta de las abejas melíferas se 

encuentran las agliconas de flavonol. La quercetina y el kaempferol son 

flavonoles que favorecen la germinación del polen y el crecimiento de los 

tubos (12, 13), por lo que desempeñan un papel fundamental en la regulación 

de la fertilidad de las plantas (14). Estos componentes omnipresentes del 

polen son los "principales flavonoles del polen de abeja" (15) y juntos pueden 

constituir el 2-4% del peso seco del polen (16). En el polen recogido por las 

abejas, los niveles varían entre 16,22 y 31,76 mg/100 g (0,016-0,032%) y 

24,0-529,8 μg/g (0,0024-0,05%) (17, 18). Dado que la quercetina no sólo se 

encuentra en el polen (y, por tanto, en el pan de abejas), sino también en el 

néctar y el propóleo (2), las abejas están expuestas regularmente a altas 

concentraciones de quercetina en relación con otros fitoquímicos distribuidos 

de forma más idiosincrásica durante la mayor parte de su vida. Al menos seis 

de los 28 citocromos P450 de las abejas melíferas de las subfamilias CYP6 y 

CYP9 asociados al metabolismo de xenobióticos (2, 4) metabolizan la 

quercetina. Esta capacidad de desintoxicación aparentemente 

redundante sugiere que la quercetina representa un desafío fisiológico 

potencial para las abejas melíferas.  

 

En muchos insectos folívoros, la quercetina tiene efectos fisiológicos y 

conductuales que incluyen toxicidad absoluta, trastornos del desarrollo 

e inhibición de la alimentación (19). Las pruebas directas de los efectos de 

la quercetina en las abejas melíferas son escasas, pero algunos estudios han 

sugerido que este omnipresente componente de la dieta puede interferir con 

el crecimiento y el desarrollo en determinadas circunstancias. Las obreras 

adultas, que normalmente son estériles, inician el desarrollo de los ovarios 

cuando se las alimenta con concentraciones de quercetina correspondientes 

a niveles elevados en la miel (10 mg/100 g de jarabe); esta respuesta puede 

interferir en la determinación de la casta y desestabilizar la colonia (20). 

Guseman et al. (21) demostraron que la quercetina sinergiza la toxicidad del 
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fungicida Pristine (boscalid + piraclostrobin) y del insecticida acetamiprid. 

Aunque los autores atribuyeron el sinergismo a la inhibición de los 

transportadores de resistencia a múltiples fármacos, una explicación 

alternativa coherente con sus hallazgos es que la quercetina actúa como 

inhibidor competitivo de la desintoxicación de estos plaguicidas 

mediada por P450 (10). Dicha inhibición competitiva por la quercetina está 

bien documentada en humanos (22, 23)". 

(énfasis adicionado) 

 

Esta enseñanza alejaría a la persona versada en la materia de la invención 

reivindicada, que muestra que los compuestos fenólicos, incluidos los flavonoles y el 

ácido p-cumárico, mitigan la toxicidad de los pesticidas. Esta divulgación del estado 

del arte desalentaría a la persona versada en la materia a llegar de manera obvia a 

reivindicación 1, según se presenta en esta oportunidad.  

 

Por al menos todos los motivos antes expuestos, las reivindicaciones que se 

acompañan presentan novedad y nivel inventivo sobre los documentos D1 y/o D2.  

 

En consecuencia, el pliego de reivindicaciones es tanto novedoso como inventivo a 

la luz de D1y D2, de acuerdo con lo indicado en los Artículos 16 y 18 de la Decisión 

486. 

 

8. Conclusión 

 

En vista de las modificaciones introducidas en esta oportunidad y los argumentos 

que se presentan, es posible establecer que las reivindicaciones cumplen con los 

requerimientos de la Decisión 486. 
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9. Anexos 

 

• Nuevo pliego reivindicatorio conformado por 18 reivindicaciones. 

• Copia del recibo por concepto de un nuevo examen de patentabilidad.  

• Copia del recibo por concepto de modificaciones a las reivindicaciones. 

• Copia de la publicación Mao et al. “Disruption of quercetin metabolism by 

fungicide affects energy production in honey bees (Apis mellifera)”. 

 

 

Señora Directora, 

 

 

Margarita Castellanos Abondano 
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Teléfono: 7560770 

 

 

 

Bogotá, D.C. 

MCA/jms 

P5754 



SUPERINTENDENCIA DE INDUSTRIA Y COMERCIO

NIT: 800.176.089-2

COMPROBANTE DE RECAUDO SISTEMA SIPI

Radicado: NC2022/0004380    
Recibo: 25-108100
Fecha: 09/01/2025

CASTELLANOS & CO
NI: 8.001.746.411
Consignación No: 1061687

Patente PCT
COMPOSICIONES Y MÉTODOS PARA LA PROTECCIÓN COGNITIVA DE LOS POLINIZADORES CONTRA
LOS PLAGUICIDAS

Detalle del pago
Id. Rentístico Concepto y Servicio Cant. Val. Unit. Subtotal

1 50005-01-01 Solicitud examen de patentabilidad Patente PCT  (DESCUENTO INTERNET) 1 $ 1,530,000 $ 1,530,000

2 50005-01-03 Modificaciones / Correcciones al registro Patente PCT (DESCUENTO INTERNET) 1 $ 226,000 $ 226,000

TOTAL $ 1,756,000

Página 1
Sede Centro: Carrera 13 No.27-00 Pisos 3,4,5 y 10 Bogotá D.C. - Colombia

Web: www.sic.gov.co e-mail:contactenos@sic.gov.co Conmutador:(571)5870000 Contact Center: (571)5920400 



Disruption of quercetin metabolism by fungicide
affects energy production in honey bees
(Apis mellifera)
Wenfu Maoa, Mary A. Schulerb, and May R. Berenbauma,1

aDepartment of Entomology, University of Illinois at Urbana–Champaign, Urbana, IL 61801; and bDepartment of Cell and Developmental Biology, University
of Illinois at Urbana–Champaign, Urbana, IL 61801

Contributed by May R. Berenbaum, January 6, 2017 (sent for review September 7, 2016; reviewed by Zachary Y. Huang and Blair Siegfried)

Cytochrome P450 monooxygenases (P450) in the honey bee, Apis
mellifera, detoxify phytochemicals in honey and pollen. The flavo-
nol quercetin is found ubiquitously and abundantly in pollen and
frequently at lower concentrations in honey. Worker jelly con-
sumed during the first 3 d of larval development typically contains
flavonols at very low levels, however. RNA-Seq analysis of gene
expression in neonates reared for three days on diets with and
without quercetin revealed that, in addition to up-regulating mul-
tiple detoxifying P450 genes, quercetin is a negative transcrip-
tional regulator of mitochondrion-related nuclear genes and
genes encoding subunits of complexes I, III, IV, and V in the oxi-
dative phosphorylation pathway. Thus, a consequence of ineffi-
cient metabolism of this phytochemical may be compromised
energy production. Several P450s metabolize quercetin in adult
workers. Docking in silico of 121 pesticide contaminants of Amer-
ican hives into the active pocket of CYP9Q1, a broadly substrate-
specific P450 with high quercetin-metabolizing activity, identified
six triazole fungicides, all fungal P450 inhibitors, that dock in the
catalytic site. In adults fed combinations of quercetin and the tri-
azole myclobutanil, the expression of five of six mitochondrion-
related nuclear genes was down-regulated. Midgut metabolism
assays verified that adult bees consuming quercetin with myclo-
butanil metabolized less quercetin and produced less thoracic ATP,
the energy source for flight muscles. Although fungicides lack
acute toxicity, they may influence bee health by interfering with
quercetin detoxification, thereby compromising mitochondrial re-
generation and ATP production. Thus, agricultural use of triazole
fungicides may put bees at risk of being unable to extract suffi-
cient energy from their natural food.

Apis mellifera | cytochrome P450 | flavonol | mitochondria | myclobutanil

With 46 cytochrome P450 genes (P450), the honey bee, Apis
mellifera, has only one-third to one-half the P450 in-

ventory in most other insect genomes (1) and this detoxification
deficit may underlie its susceptibility to interactions among xe-
nobiotics. Honey bees use P450s for detoxification of phyto-
chemicals in honey and pollen (2–4) and mycotoxins (5) in the
hive environment, as well as pyrethroid pesticides and in-hive
acaricides (4). Owing to their generalized diet, honey bees en-
counter a broad diversity of pollen and nectar phytochemicals.
Moreover, as the world’s premier managed pollinator, honey
bees are at risk for encountering a diversity of agrochemicals.
Their reduced CYPome suggests that bees may share with hu-
mans a dependence on a subset of relatively generalized P450s
for most xenobiotic detoxification reactions (6, 7). Just as hu-
mans are vulnerable to food–drug interactions, honey bees also
may be vulnerable to interactions among ingested dietary and
synthetic chemicals.
Potential food–pesticide interactions in bees are significant in

the context of massive contamination of hives in North America
by agricultural pesticides. Residues of >120 pesticides and me-
tabolites have been detected in pollen and honey, as well as in
wax, brood, and adults (8, 9). Additive or synergistic interactions

among many of these contaminants have been documented (10),
and the adverse effects of such interactions are evidenced by
reduced longevity of bees reared in brood comb contaminated
with multiple pesticide residues (11). Along with interacting
synergistically among themselves, pesticides also may interfere
with the ability of bees to metabolize substances in their natural
diet, much as certain medications can interfere with xenobiotic
metabolism in the human diet (7).
Among the most abundant phytochemicals in the honey bee

diet are flavonol aglycones. Quercetin and kaempferol are fla-
vonols that promote pollen germination and tube growth (12, 13)
and thus play central roles in regulating plant fertility (14). These
ubiquitous pollen constituents are “main flavonols of bee pollen”
(15) and together can constitute 2–4% of pollen dry weight (16).
In bee-collected pollen, levels have been variously reported to
range from 16.22 to 31.76 mg/100 g (0.016–0.032%) and 24.0–
529.8 μg/g (0.0024–0.05%) (17, 18). Because quercetin occurs
not only in pollen (and hence in beebread), but also in nectar and
propolis (2), bees are regularly exposed to high concentrations of
quercetin relative to other more idiosyncratically distributed
phytochemicals throughout most of their lifespan. At least six of
the 28 honey bee P450s in subfamilies CYP6 and CYP9 associ-
ated with xenobiotic metabolism (2, 4) metabolize quercetin.
This seemingly redundant detoxification capacity suggests that

Significance

The western honey bee, Apis mellifera, provides essential crop
pollination services, but for 10 years, US beekeepers have ex-
perienced substantial colony losses. Although insecticides have
been implicated in these losses, triazole fungicides affect bees
by inhibiting cytochrome P450 monooxygenases that detoxify
insecticides. These enzymes also detoxify phytochemicals,
including the flavonol quercetin, in their nectar- and pollen-
based diet. RNA-Seq analysis of bee larvae consuming quer-
cetin revealed that it down-regulates multiple mitochondrion-
related nuclear genes involved in energy production. Bees
consuming quercetin together with the triazole myclobutanil
produce less thoracic ATP and thus less energy for flight mus-
cles. Therefore, agricultural use of triazole fungicides in com-
bination with insecticides can potentially harm bees by
compromising their capacity to extract sufficient energy from
their natural diet.
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quercetin presents a potential physiological challenge to
honey bees.
In many folivorous insects, quercetin has physiological and

behavioral effects that include outright toxicity, developmental
disruption, and feeding inhibition (19). Direct tests of the effects
of quercetin on honey bees are rare, but some studies have
suggested that this ubiquitous dietary constituent can interfere
with growth and development under certain circumstances.
Adult workers, which are normally sterile, initiate ovary devel-
opment when fed concentrations of quercetin corresponding to
high levels in honey (10 mg/100 g of syrup); this response can
interfere with caste determination and destabilize the colony
(20). Guseman et al. (21) showed that quercetin synergizes the
toxicity of the fungicide Pristine (boscalid + pyraclostrobin) and
the insecticide acetamiprid. Although the authors attributed the
synergism to inhibition of multidrug resistance transporters, an
alternative explanation consistent with their findings is that
quercetin acts as competitive inhibitor for P450-mediated de-
toxification of these pesticides (10). Such competitive inhibition
by quercetin is well documented in humans (22, 23).
There is one life stage during which honey bees consume only

low levels of quercetin and phytochemicals in general: the first
3 d of larval life, during which nurse bees feed all larvae glandular
secretions called royal or worker jelly. Nabas et al. (24) measured
the total flavonoid content of royal jelly at 1.28 μg/mg (0.128%);
flavonols alone occur in pollen at 15-fold higher concentrations
(16). During this early stage of development, befitting the low
levels of exposure to flavonols, P450-mediated detoxification
activity is apparently low, inasmuch as it is not quantifiable
by standard assays (personal observation). Accordingly, to de-
termine the potential impacts of quercetin on honey bees, we
exposed neonates (the life stage likely most vulnerable to fla-
vonols) to quercetin at ecologically appropriate low levels and
conducted RNA-Seq analysis to compare patterns of gene ex-
pression and thereby identify the physiological processes most
sensitive to disruption by quercetin.
As in older larvae and adults, quercetin consumption in neo-

nates led to the up-regulation of P450 genes associated with
detoxification (2, 4, 10). Unexpectedly, however, RNA-Seq
analysis revealed that quercetin ingestion affected gene expres-
sion in pathways associated with energy production. This finding
suggests a potential consequence of interference with quercetin
detoxification. Consuming honey and pollen contaminated by
pesticides (8, 9, 24), many of which are known P450 inhibitors
(e.g., sterol biosynthesis inhibitor fungicides), could conceivably
compromise energy production by inhibiting quercetin de-
toxification. To determine the potential inhibitory capacity of
pesticide contaminants of hives on quercetin metabolism, we
used in silico docking of 121 pesticides and metabolites into the
active pocket of CYP9Q1, a broadly substrate-specific honey bee
P450 known to metabolize both quercetin and pesticides in-
dividually (4) and thus may be vulnerable to competitive inter-
actions among substrates.
These docking studies identified triazole fungicides as poten-

tial competitive inhibitors of P450-mediated detoxification of
quercetin. If a fungicide can inhibit P450-mediated metabolism
of quercetin, then adults ingesting this flavonol together with the
fungicide should display a pattern of gene expression similar to
that displayed by 3-d-old larvae exposed to quercetin. To de-
termine whether inhibition of quercetin detoxification by the
triazole fungicide myclobutanil results in reduced energy pro-
duction in adult workers, we examined the effects of ingesting
quercetin-myclobutanil combinations on the expression of six
mitochondrion-related nuclear genes in adult workers using
quantitative RT-PCR (qRT-PCR) (3, 25).
Because qRT-PCR results were consistent with interference

with mitochondrial function, we conducted two additional ex-
periments to determine whether ingesting quercetin together

with a fungicide interferes with energy production. High rates of
electron transfer from mitochondrial respiratory enzyme mole-
cules produced from oxidation of sugars in thoracic muscles (26–
28) are essential not only for powering forager flight, but also for
enabling colony-level heat production and thus thermoregulation
during winter. Therefore, inhibition of energy production in wing
muscles by quercetin has the potential to affect both individual
and colony performance. Accordingly, we first measured the
efficiency of quercetin metabolism by worker bees in the presence
and absence of dietary myclobutanil. We then evaluated the po-
tential consequences of accumulated unmetabolized quercetin on
energy production by quantifying ATP generation in the thorax of
adult workers consuming quercetin along with myclobutanil.

Results
RNA-Seq Analysis of Larvae Consuming Diets With and Without
Quercetin. We conducted an RNA-Seq analysis of gene expres-
sion in neonate larvae exposed for 3 d to control “bee candy”
diets (comprising sucrose and sugar syrup) and diets to which
0.1 mM or 0.25 mM quercetin had been added. Differentially
expressed genes (DEGs) between each pair of treatments were
identified with edgeR (29). Among the 145 DEGs between
control and 0.1 mM quercetin treatment (Dataset S1), 16 were
down-regulated (11%) and 129 were up-regulated (89%) (Fig. 1A).
However, among the 1,612 DEGs between control and 0.25 mM
quercetin treatment (Dataset S2), the numbers of down-regulated
and up-regulated genes were nearly equal: 744 (46%) and 868
(54%), respectively (Fig. 1A). Among the 28 P450 genes in the
CYP3 clan (to which most detoxifying P450s belong), seven were
up-regulated by both quercetin treatments, two were up-regulated
by the low-quercetin treatment (CYP6AS17 and CYP9R1), and five
(CYP6AS1, CYP9Q1, CYP9Q2, CYP9Q3, and CYP4G11) were up-
regulated by the high-quercetin treatment (Fig. 1B). Expression of
17 P450s (including CYP6AS8, CYP6AS16P, CYP4AZ1, CYP305D1,
and CYP334A1) was unaffected by quercetin consumption; on diets
containing 0.25 mM quercetin, four nuclear receptor genes (Usp, Ecr,
E75, and Hr38) were up-regulated and one nuclear receptor gene
(Hr96) was down-regulated (Fig. 1C).
Beyond its effects on xenobiotic-metabolizing P450s, quercetin

was a negative transcription regulator of mitochondrion-related
nuclear genes. Pathway analyses of the 1,612 DEGs in the
0.25 mM quercetin treatment were carried out against signaling
transduction and metabolism pathways extracted from the
KEGG pathway database (genome.jp/kegg/pathway.html) with
two R packages, Gage (30) and Pathview (31). Two pathways,
the Hippo signaling pathway (Fig. S1) and the oxidative phos-
phorylation pathway (Fig. 2), were overrepresented in the 1,612
DEGs. Among the 11 DEGs in the Hippo signaling pathway,
Mats, an activating subunit of Warts kinase, was down-regulated
by 1.55-fold, whereas all others were up-regulated by 1.4∼2.0-
fold. Although Warts was up-regulated by 1.45-fold, both the
down-regulation of Mats and the up-regulation of F-actin and
dJub genes likely interfere with Yki phosphorylation by Warts.
Moreover, in the oxidative phosphorylation pathway, 15 genes
encoding subunits of complex I, complex III, complex IV, and
complex V were down-regulated by 1.37∼2.58-fold by quercetin.
In addition to functionally annotating the DEGS of the two

quercetin treatments, we performed DAVID functional anno-
tation clustering analysis of the DEGs for each treatment using
the FlyBase IDs of their Drosophila melanogaster orthologs. This
analysis revealed four enriched clusters among the 208 clusters
(Dataset S3). DEGs in cluster 1 are related to larval development,
whereas DEGs in cluster 2 and in clusters 3 and 4 are associated
with membrane-enclosed lumens, especially mitochondrial and
nuclear envelope lumens, and transcription and translation of
nuclear and mitochondrial genes, respectively. Among the DEGs
in clusters 2–4 are 33 nuclear genes related to mitochondria
(Table S1), all of which were down-regulated by 0.25 mM
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quercetin, including nine genes related to the transport of pre-
proteins and metabolites, 23 genes related to the transcription/
translation of mitochondrial genes, and a gene related to mito-
chondrial ATP synthase biogenesis.

Docking Hive-Contaminating Pesticides into the Catalytic Site of
CYP9Q1. To determine the potential inhibitory capacity of
pesticide contaminants of hives, we used in silico docking
of 121 pesticides and metabolites (8) into the CYP9Q1 active

0
200
400
600
800

1000
1200
1400
1600
1800

C
Y

P6A
Q

1
C

Y
P6A

R
1

C
Y

P6A
S1

C
Y

P6A
S2

C
Y

P6A
S3

C
Y

P6A
S4

C
Y

P6A
S5

C
Y

P6A
S7

C
Y

P6A
S8

C
Y

P6A
S10

C
Y

P6A
S11

C
Y

P6A
S12

C
Y

P6A
S13

C
Y

P6A
S14

C
Y

P6A
S15

C
Y

P6A
S16P

C
Y

P6A
S17

C
Y

P6B
C

1
C

Y
P6B

D
1

C
Y

P6B
E1

C
Y

P9Q
1

C
Y

P9Q
2

C
Y

P9Q
3

C
Y

P9P1
C

Y
P9P2

CY
P9R1

C
Y

P9S1
C

Y
P336A

1
C

Y
P4A

A
1

C
Y

P4G
11

C
Y

P4A
V

1
C

Y
P4A

Z1
C

Y
P15A

1
C

Y
P18A

1
C

Y
P342A

1
C

Y
P343A

1
C

Y
P303A

1
C

Y
P305D

1
C

Y
P306A

1
C

Y
P307B

1
C

Y
P314A

1
C

Y
P315A

1
C

Y
P334A

1
C

Y
P49A

1
C

Y
P301A

1
C

Y
P302A

1

C
PM

control

0.1 mM quercetin

0.25 mM quercetin

CYP3 Clan CYP4 Clan CYP2 Clan Mitochondrial
Clan

0

100

200

300

K
nr

K
nrl

Eg E75
E78
H

r46
Ecr
H

r96
H

nf4
U

sp
H

r78
Tll
H

r51
D

sf
H

r83
PN

…
SV

P
Err
H

r38
ftz-f1
H

r39
H

r4

C
PM

control
0.1 mM quercetin
0.25 mM quercetin

129

868
16

744

0

300

600

900

1200

1500

1800

0.1 mM quercetin 0.25 mM quercetin

D
E

G
 n

um
be

r down-regulated
up-regulated

A

B

C

*

Fig. 1. Ingestion of two concentrations of quercetin
(0.1 mM and 0.25 mM) differentially affects gene ex-
pression in early instar honey bee larvae. (A) Number
of significantly differentially expressed genes in early
instar larvae consuming bee candy containing quer-
cetin relative to early instar larvae consuming bee
candy alone. (B) Expression levels of cytochrome P450
genes extracted from RNA-Seq data. (C) Expression
levels of nuclear receptor genes in RNA-Seq data. As-
terisks indicate genes that are differentially expressed
between control and 0.1 mM quercetin treatment
(green) or 0.25 mM quercetin treatment (blue).

Fig. 2. The oxidative phosphorylation pathway is the only pathway enriched with down-regulated DEGs following consumption of quercetin. The 1,612
DEGs between control and 0.25 mM quercetin treatment were used to identify DEG-enriched pathways from the KEGG pathway database using the two R
packages, Gage (30) and Pathview (31). Differential expression is shown by a color scale ranging from −1 (green, down-regulation) to 1 (red, up-regulation).
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pocket. Of these 121 pesticides, 68 compounds could be
docked into the CYP9Q1 active pocket with a LibDock score
>86 (Dataset S4). These included 42 insecticides, of which 16
were pyrethroids and 10 were organophosphates (including the
in-hive acaricide coumaphos). Both coumaphos and the pyre-
throid in-hive acaricide tau-fluvalinate are metabolized by
CYP9Q1 (4). Also docking into the catalytic site were seven
herbicides and 18 fungicides, including six conazole fungicides
(primarily triazoles) and seven known inhibitors of mitochon-
drial respiratory chain complex II/III. Previous work has shown
that separate pretreatment of adult workers with pyraclos-
trobin, a mitochondrial inhibitor, and three triazoles (myclo-
butanil, propiconazole, and fenbuconazole) increases tau-
fluvalinate toxicity to adult workers (32), an effect attributed
to inhibition of P450-mediated detoxification of this acaricide.
In our in vitro P450 assays with intact midguts of adult work-
ers, myclobutanil reduced the amount of quercetin metabo-
lized from 95% to 82%, indicative of a P450-inhibiting effect
(Fig. S2).

qRT-PCR Analysis to Determine the Effects of Fungicide/Quercetin
Ingestion on Mitochondrion-Related Gene Expression. To deter-
mine whether the inhibition of quercetin detoxification by
myclobutanil (resulting in 13% more unmetabolized quercetin)
results in reduced energy production in adult workers, we first
examined the effects of ingesting quercetin-myclobutanil com-
binations on the expression of six mitochondrion-related nuclear
genes in adult workers using qRT-PCR (Fig. 3 A–D). Compared
with controls, 0.25 and 0.5 mM quercetin up-regulated MRP-
L49, whereas 0.5 mM quercetin down-regulated Ndufb7 and
Tim9 (Fig. 3A). MRP-L49 was up-regulated by 5 ppm and
100 ppm myclobutanil (Fig. 3B). Tim9 also was more abundant
in the 5 ppm myclobutanil treatment. Combinations of 0.1 mM
quercetin and myclobutanil in different concentrations had a less
dramatic effect on the expression of these genes (Fig. 3C).
Whereas Nudfb7 expression was decreased by 0.1 mM quercetin/
5 ppm myclobutanil, Tim8 expression was induced by 0.1 mM
quercetin/100 ppm myclobutanil. In contrast, expression of all
but one of these genes (COX17) was down-regulated by most
combinations of 0.25 mM quercetin and myclobutanil (Fig. 3D).

0

0.5

1

1.5

2

2.5

COX17 MRP-S15 MRP-L49 Ndufb7 Tim8 Tim9

R
Q

control
1 ppm M
5 ppm M
10 ppm M
100 ppm M

*

*

*

0

0.5

1

1.5

2

2.5

3

COX17 MRP-S15 MRP-L49 Ndufb7 Tim8 Tim9

R
Q

control
0.1 mM Q
0.25 mM Q
0.5 mM Q

0

0.5

1

1.5

2

2.5

3

3.5

COX17 MRP-S15 MRP-L49 Ndufb7 Tim8 Tim9

R
Q

0.1 mM Q
0.1 mM Q + 1 ppm M
0.1 mM Q + 5 ppm M
0.1 mM Q + 10 ppm M
0.1 mM Q + 100 ppm M

*

0.00

0.50

1.00

1.50

2.00

2.50

COX17 MRP-S15 MPR-L49 Ndufb7 Tim8 Tim9

R
Q

0.25 mM Q
0.25 mM Q + 1 ppm M
0.25 mM Q + 5 ppm M
0.25 mM Q + 10 ppm M
0.25 mM Q + 100 ppm M

* *

*
*

* *

*
*

*
*

*
*

* *
*

*
*

*

*

*

0
10
20
30
40
50
60
70

0.25 mM Q 5 ppm M 0.25  mM Q + 5 ppm M

nm
ol

/m
g 

pr
ot

ei
n

a a
b

A B

C D

E

Fig. 3. Quercetin (Q)-myclobutanil (M) combinations suppress ATP production in adult worker bees. (A–D) Transcript levels of six mitochondrion-related
nuclear genes in workers measured by qRT-PCR. Asterisks indicate significant differences compared with controls. n = 3, average ± SD. P < 0.05, two-tailed
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COX17 expression was induced by 0.25 mM quercetin/5 ppm
myclobutanil and 0.25 mM quercetin/100 ppm myclobutanil, but
not by any other combination.

Quantification of Rates of Metabolism of Quercetin and of ATP
Production in the Thorax of Adult Workers Consuming Quercetin in
the Presence of Myclobutanil. The amounts of quercetin remaining
unmetabolized in midgut assays were significantly higher for
quercetin-myclobutanil treatments than those in treatments
containing quercetin alone (three replicates of 15 from the same
colony; mean ± SE, 19.10 ± 0.36 vs. 16.37 ± 0.48 μM, re-
spectively; P < 0.001, two-tailed Student’s t test) (Fig. 2). This
finding suggests that more unmetabolized quercetin remains in
the midgut in the presence of ingested myclobutanil than in its
absence. If so, then, consistent with our qRT-PCR findings, bees
consuming quercetin with myclobutanil should produce less ATP
in their thorax. In quantifying ATP generation in the thorax of
adult workers consuming quercetin in the presence of myclobu-
tanil (Fig. 3E), we found that in fact, ATP levels in the thorax of
bees consuming 0.25 mM quercetin/5 ppm myclobutanil were
depressed relative to levels in bees consuming quercetin alone.
This finding is consistent with quercetin-induced interference
with mitochondrial regeneration and ATP production via down-
regulation of mitochondrion-related nuclear genes.

Discussion
Given its long evolutionary association with flavonol-rich foods,
it is not altogether surprising that the honey bee is well endowed
with detoxifying enzymes that metabolize quercetin. Absent a highly
efficient system, such as in life stages that consume only low quan-
tities, quercetin can act as a negative regulator of mitochondrion-
related nuclear gene expression. Taken together, the results of our
docking, qRT-PCR, and metabolism experiments suggest that
ingesting pollen contaminated by myclobutanil may be a hitherto
underappreciated source of stress for honey bees; pesticide in-
hibition of P450-mediated detoxification may increase the exposure
of bees to the biological activities of dietary phytochemicals. The
phytochemical quercetin has the capacity to transcriptionally down-
regulate not only nuclear genes associated with oxidative phos-
phorylation and mitochondrial membrane channel construction,
but also mitochondrial genes associated with tRNA and oxida-
tive phosphorylation. Given the predictable presence of quer-
cetin in the diet of pollen-eating bees, interference with its P450-
mediated detoxification is thus likely to lead to interference with
ATP production and depletion of energy available for flight and
other activities.
Pollen contamination by pesticides is of particular concern for

nurse bees, the chief pollen consumers in the colony. The pro-
duction of worker and royal jelly to feed brood depends on
protein, and thus pollen, intake. Effects of pollen contamination
by fungicides on energy production via inhibition of quercetin
detoxification may be exacerbated by the toxic properties of the
fungicides themselves. Aside from triazoles, other classes of
fungicides, including the quinone outside inhibitors (Qo1), owe
their toxicity to the inhibition of mitochondrial respiratory chain
complex II/III and/or uncoupling of oxidative phosphorylation
(33, 34). Such fungicides, including the strobilurins, are likely to
suppress ATP production to an even greater extent via simul-
taneous inhibition of both quercetin-metabolizing P450s and
mitochondrial respiratory chain complex II/III.
Collectively, our findings in this study suggest that the de-

pendence of honey bees on P450-mediated detoxification of quer-
cetin may render them particularly vulnerable to pesticide-related
inhibition, Such inhibition, particularly of broadly substrate-specific
P450s, may reduce the efficiency with which honey bees process not
only their plant-based food, but also the flavonol-rich resins on
which they rely for producing propolis in many parts of the world
(35). The use of P450-inhibiting fungicides in combination with

insecticides [e.g., during flowering in almond orchards (20)] thus
exposes bees to pesticides that can reduce their ability to detoxify
quercetin and to extract energy from their natural food. Whether
bees exposed to the combination of myclobutanil and quercetin
exhibit altered behavior or performance remains to be determined
via in vivo experiments. Moreover, the extent to which other P450-
inhibiting fungicides found as contaminants in beebread and pollen
alter quercetin metabolism has not yet been characterized. None-
theless, the multiple lines of evidence presented here suggest that
methods for assessing the risks of fungicide exposure to bees may
need to be reevaluated in the interest of sustaining the health of
A. mellifera and the apicultural enterprise.

Materials and Methods
Chemical Sources. Fresh-frozen royal jelly (organic) and myclobutanil were
purchased from GloryBee Foods and LKT Laboratories, respectively. Quer-
cetin, D-glucose, and D-fructose were obtained from Sigma-Aldrich. Bacto
yeast extract was obtained from BD Biosciences.

Honey Bees and Treatments. All of the honey bees used in these experiments
were obtained from the University of Illinois Bee Research Facility in Urbana.
Larvae were reared as described previously (21). We chose to examine the
effects of quercetin ingestion initially in newly hatched larvae because
during the first 3 d of life larvae consume glandular secretions of nurse bees
exclusively and in general have very low levels of P450 activity. Thus, these
larvae should be sufficiently sensitive to low levels of quercetin to reveal the
physiological pathways most affected by its ingestion. In other life stages,
efficient quercetin detoxification would preclude identifying its full physi-
ological impacts on bees. We used a range of quercetin concentrations in the
various experiments consistent with the concentrations found in pollen (2,
6). For RNA-Seq, we used 0.1 and 0.25 mM (3.02 mg/100 g, or 0.003%, and
7.6 mg/100 g, or 0.0076%); for qRT-PCR, we used 0.1, 0.25, and 0.5 mM
(15.1 mg/100 g); and for evaluation of ATP production, we used 25 mM
(7.6 mg/100 g) and 0.5 mM (15.1 mg/100 g). These values comport with con-
centrations of quercetin reported in “bee pollen” (2, 3). Although in solutions,
quercetin can potentially transition from a soluble molecule to a colloidal
aggregate and at higher concentrations can precipitate out of solution, by
incorporating it into bee candy, we could simulate the conditions under which
bees encounter this compound in pollen and avoid molecular transition issues.
For experiments with myclobutanil, the concentrations used were selected
based on the residues reported by Mullen et al. (8), with a maximum of
981 ppb, and by Stoner and Eitzer (36), with a maximum of 4,190 ppb.
Accordingly, we chose concentrations of 1 ppm and 5 ppm (roughly cor-
responding to 981 ppb and 4,190 ppb, respectively).

For experiments onmyclobutanil inhibitionofquercetinmidgutmetabolism,
100 newly emerged worker bees in a standard Plexiglas cage were fed water
and bee candy, amixture of powdered sugar and sucrose syrup (2–4), for 3 d. To
evaluate ATP production, ∼15 newly emerged worker bees were placed in
9-oz (266-mL) Dixie plastic cups covered with cotton cheesecloth and fed water
and bee candy as a control or bee candy containing test compounds as a
treatment. Each treatment was independently replicated three times with the
same colony. On the fifth day, the workers for each sample were collected and
kept in a −80 °C freezer for total RNA and ATP extractions.

RNA Extraction, RNA-Seq Analysis, and qRT-PCR Analyses. RNA extraction,
RNA-Seq analysis, and qRT-PCR analyses were conducted as described pre-
viously (3, 21). In brief, first instars were used for RNA-Seq and qRT-PCR. For
obtaining eggs, an empty frame that had been occupied previously was
equipped with an excluder cage and placed into a hive with a healthy colony
at the University of Illinois Bee Research Facility for cleaning by workers. A
queen was placed into the excluder cage in the evening of the next day,
confined overnight, and then removed. Four mornings later, the frame with
its neonate larvae was removed and brought to the laboratory for larval
grafting. To evaluate the effects of quercetin acid on larval gene expression,
24 newly hatched larvae for each treatment (0, 0.1, and 0.25 mM) were
grafted into a 24-well cell culture plate with 30 μL of the corresponding diet
(21) in each well. For RNA-Seq experiments, 12 neonates for each sample for
each treatment were transferred, and each treatment was independently
replicated three times. The rearing plates were kept in a 34 ± 1 °C dark
incubator at 90% relative humidity in a desiccator of 96% (saturated) K2SO4.
Excess diet in the wells was removed daily with a vacuum and replaced with
fresh diet prewarmed to 34 °C. On the third day, the larvae for the RNA-Seq
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experiments were collected, frozen in liquid nitrogen, and stored at −80 °C
for total RNA extraction.

The following primer sequences were used for qRT-PCR analyses: Tim8,
5′-GCATTAATTCAAGCTCAGAT-3′ (sense), 5′-AGTTAAGCATGTTTCTGTTC-3′ (anti-
sense); Tim9, 5′- TCTGTTCGAGATTTCGTG-3′ (sense), 5′-TTTGCTTTGACATCTCGT-3′
(antisense); MRP_L49, 5′-GGTGTCTGTACGATGTC-3′ (sense), 5′-GATGAATTA-
GTGCGAACG-3′ (antisense); MRP_L15, 5′- AATTTCAACGAGGCAAAG-3′ (sense),
5′-TTAACTTCTGGAGAACCTC-3′ (antisense); Ndufb7, 5′-TAGAGAACGCAATAGGC-3′
(sense), 5′-TGCTCTTTCACAATCTAATC-3′ (antisense); COX17, 5′-AACCTTGTT-
GTGCTTGT-3′ (sense), 5′-ATGTGCTTCTATTAAATCCC-3′ (antisense).

Molecular Model and Docking.Among the honey bee P450s known to detoxify
quercetin, CYP9Q1 was selected as an exemplar owing to its high activity
relative to the CYP6AS P450s. Assays of activity of heterologously expressed
honey bee P450s documented 12.19 pmol substrate.pmol P450.min for
CYP9Q1 vs. 0.50 pmol substrate.pmolP450.min for four CYP6AS P450s. In
addition, CYP9Q1 is broadly substrate-specific relative to the CYP6AS en-
zymes, metabolizing both flavonoids and pesticides (4), and, accordingly, is
likely vulnerable to competitive interactions among substrates. The homol-
ogy model previously developed for CYP9Q1 (4) was used in the docking. The
database used for docking was constructed with the 121 pesticides and me-
tabolites detected in North American bee hives (9). The homology model was
exported as a PDB file to Discovery Studio 3.5 Client (Accelrys); the CYP9Q1-
binding site was created using Define and Edit Binding Site tools. Compounds
in the database were then docked into the binding site using LibDock, with
the conformation method set to high quality and other parameters kept at
their default values. The compounds with a LibDock score >86 were consid-
ered likely substrates or inhibitors of CYP9Q1.

Assays of Myclobutanil Inhibition of Quercetin Midgut Metabolism. We con-
ducted in vitro midgut assays to determine whether the fungicide myclo-
butanil can inhibit quercetin metabolism. For each reaction, midguts of 15
3-d-old worker bees were removed intact and placed in 1mL of 0.1 M phosphate
buffer (pH 7.4). To each of the three reactions for quercetin + myclobutanil

treatments, 1 μL of 250 mM piperonyl butoxide dissolved in dimethyl sulfoxide
was added; to each of the three reactions for the quercetin treatment, 1 μL of
dimethyl sulfoxide was added. All reactions for the two treatments were in-
cubated in a shaking water bath at 35 °C for 10 min. After 1 μL of 20 mM
quercetin dissolved in dimethyl sulfoxide was added to each reaction, the
reactions were incubated continuously for 60 min, quenched by adding 100 μL
of 2N hydrochloric acid, homogenized, and extracted with 1 mL of ethyl ac-
etate. Then 10 μL of the ethyl acetate extract from each reaction was analyzed
on a Phenomenex Synergi 4u Fusion-RP 80A column (150 mm × 2.0 mm, 3 μ)
using the following gradient run (1 mL/min) with water containing 0.1%
formic acid (A) and acetonitrile containing 0.1% formic acid (B): 24% B from
0 to 10 min, followed by 24–48% B from 10 to 18 min. The quercetin content
was quantified at 373 nm by comparison with a standard curve, and means
were compared using Student’s two-tailed t test.

Thoracic ATP Production Assay. The thorax and head were removed from each
of 10 frozen 4-d-old workers and ground in liquid nitrogen with amortar and
pestle. The homogenized material was transferred to 300 μL (volume/head
weight, 2) or 1,200 μL (volume/thorax weight, 3) of 6 M guanidine-HCl in
extraction buffer (100 mM Tris-acetate and 2 mM EDTA, pH 7.75) (37). The
samples were then centrifuged at 130,000 × g for 10 min at 4 °C, after which
the supernatant was diluted 500 times with the extraction buffer. The ATP
level in each sample was measured by an ATPlite Luminescence Assay System
(PerkinElmer). Means were compared between two samples using Student’s
t test and one-way ANOVA with Tukey’s honestly significant difference
(HSD) post hoc test, performed in R.
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