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O clareamento dental é um procedimento estético que usualmente é realizado através de produtos
contendo o peroxido de carbamida, que possui potencial efeito deletério mediado pela formagédo do
peroxido de hidrogénio. O améalgama dental ainda tem sido amplamente utilizado para restauracbes em
dentes posteriores, apesar das controvérsias devido ao seu conteldo de mercurio. O peréxido de
hidrogénio gerado através dos agentes clareadores tem sido considerado por aumentar a liberagéo de
fons metdlicos quando em contato com as restauragdes de amdalgama, porém existem poucos estudos a
respeito dos efeitos tdxicos sinergisticos destes produtos. O objetivo do presente estudo foi investigar os
possiveis efeitos do perdxido de carbamida in vivo ap6s a administragao oral, e in vitro, assim como dos
metais presentes no amalgama dental. Os parametros estudados para a caracterizagdo da toxicidade
foram a atividade da d-aminolevulinato desidratase (d - ALA-D) hepética, os niveis de substancias
reativas com o acido 2-tiobarbitirico (TBARS) no figado, cérebro, rim e na polpa dental de ratos, além do
efeito topico sobre a mucosa do palato, a qual foi investigada por estudo histoldgico. In vivo, a exposigéo
ao peroxido de carbamida ndo modificou os niveis de TBARS no figado ou na polpa dental, e também
ndo alterou a atividade da d - ALA-D hepatica. Entretanto, apenas o peréxido de carbamida a 35%
provocou um aumento na espessura do epitélio, o qual foi associado com um aumento no nimero de
camadas celulares epiteliais, e um aumento na dimensdo da camada celular epitelial basal. O perdxido
de carbamida produziu um aumento significativo na producdo de TBARS in vitro quando testado em
concentracdes extremamente altas no figado, no cérebro e polpa dental. CuSO, e SnCl, produziram um
decréscimo significativo nos niveis de TBARS no figado quando testados em concentra¢gbes de 100 and
200 pM. Por outro lado no cérebro, 100 pM CuSO, causou um aumento na producdo de TBARS. Na
polpa dental, 100 and 200 yM HgCI, causaram um aumento na produc¢do dos niveis TBARS. Quando os
metais constituintes do amalgama e o perdxido de carbamida dissolvido em carbopol foram incubados
concomitantemente, carbopol e 200 yM SnCl, diminuiram significativamente a producdo de TBARS no
cérebro. Carbopol, o veiculo em gel, causou um decréscimo na producédo de TBARS em todos os tecidos.
Concluindo, o peréxido de carbamida, o CuSO, e o HgCl, demonstraram capacidade pro-oxidativa sobre
os tecidos. Portanto, € necessaria uma atengéo especial quando o clareamento é realizado em dentes
com restauragBes de amalgama, pois o tecido pulpar pode ser subjugado pela atividade toxica
concomitante destas substancias.

Palavras-chave: peréxido de carbamida, peréxido de hidrogénio, clareamento dental, d-ALA-D, TBARS.
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ABSTRACT

Tooth bleaching is an aesthetic procedure that is usually carried out with products containing carbamide
peroxide, which has a potential deleterious effect mediated by hydrogen peroxide formation. Dental
amalgam has still been widely used for posterior teeth restorations, despite its mercury content. There is
concern that hydrogen peroxide generated from bleaching agents can cause enhanced metal ion release
from dental amalgam restorations when in contact, but there are few studies about the synergistic
systemic toxic effects of these products. The aim of the present study was to investigate the possible toxic
effects of carbamide peroxide in vivo after oral administration, and in vitro, as dental amalgam metals
toxicity. The parameters studied for characterization of toxicity were hepatic d-aminolevulinate
dehydratase (d - ALA-D) activity, 2-thiobarbituric acid-reactive substance (TBARS) levels in liver, brain,
kidney and dental pulp of rats, and in addition the topic effect over palatal mucosa, which was investigated
by histological study. In vivo, exposure to carbamide peroxide did not change TBARS levels in liver and
dental pulps, or liver d - ALA-D activity. However, only the 35% carbamide peroxide treatment provoked
an increase in the epithelium thickness, which was associated with an elevation in the number of
epithelium cell layers, and an elevation in epithelium basal cell layer dimension. Carbamide peroxide
produced a significant increase in TBARS production in vitro when tested at extremely high concentrations
in liver, brain and dental pulp. CuSO,4 and SnCl, produced a significant decrease in liver TBARS levels
when tested at concentrations of 100 and 200 yM. Otherwise in brain, 100 yM CuSO, caused an increase
in TBARS production. In dental pulp, 100 and 200 yM HgCl, caused an increase in TBARS levels
production. When amalgam metals constituents and carbamide peroxide dissolved in carbopol were
incubated together, carbopol and 200 pyM SnCl, significantly decreased brain TBARS production.
Carbopol, the gel vehicle, caused a decreased TBARS production in all tissues. In conclusion, carbamide
peroxide, CuSO, and HgCl, were found to have some pro-oxidant activity over tissues. Therefore, care is
needed when bleaching treatment is performed in amalgam restored teeth, because pulp tissue may be
overwhelmed by the concomitant toxic activity of these substances.

Key-words: carbamide peroxide, hydrogen peroxide, dental bleaching, d-ALA-D, TBARS.

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

LISTA DE ILUSTRACOES

Figura 1 — Niveis de TBARS hepatico ap0s incubacdo com peroxido de carbamida e gel
(o= T o o] o 1o I 0 IV 11 (o TP 54
Figura 2 — Niveis de TBARS pulpar apés incubagdo com peroxido de carbamida e gel
(o= T o o] o 1o I 0 IV |1 (o TR 54
Figura 3 — Atividade da d-ALA-D hepatica de animais submetidos ao tratamento com
gel carbopol, peréxido de carbamida 24% € 35%........cccceeeeeeeeieeiiiiiiiiiieeeiinns 55
Figura 4 — Niveis de TBARS hepatico de animais submetidos ao tratamento com gel
carbopol, peroxido de carbamida 24% € 35%.........cocoevveeiiiiiiiiiiiee e 56
Figura 5 — Niveis de TBARS pulpar de animais submetidos ao tratamento com gel
carbopol, peroxido de carbamida 24% € 35%.........ccceevveeiiiiiiiiiiiee e, 56
Figura 6 — Niveis de TBARS hepatico apds a incubagcdo com os metais constituintes do
amalgama dental IN VILrO..........uueuueeiiiiiiiieiiee e e ae e e 75
Figura 7 — Niveis de TBARS cerebral ap6s a incubagdo com os metais constituintes do
amalgama dental IN VILrO..........uuuuueeiiiiiiiiiiiee e e e e e e e ae e e 76
Figura 8 — Niveis de TBARS renal apos a incubacdo com os metais constituintes do
amalgama dental IN VILrO..........uuuuueeiiiiiiiiiiiee e ee e e e e ae e e 77
Figura 9 — Niveis de TBARS pulpar apos a incubagdo com os metais constituintes do
amalgama dental IN VILrO..........uuuuueeiiiiiiiiiiiee e e e e e e e ae e e 78
Figura 10 — Niveis de TBARS produzidos pelo efeito do gel carbopol e do perdxido de
carbamida sobre os tecidos hepético, cerebral e renal in vitro...................... 79
Figura 11 — Niveis de TBARS produzidos pelo efeito do perdxido de carbamida sobre os
tecidos hepatico, cerebral € renal in VItrO...........covvvvvieiiiiiiiiiiiiiece, 80

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

Figura 11 — Niveis de TBARS produzidos pelo efeito do peréxido de carbamida e dos
metais componentes do amalgama dental sobre os tecidos hepético, cerebral

LR C=] A= U1 Y/ L (o TP 81

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

LISTA DE TABELAS

Tabela 1 — Quantificagbes do tecido epitelial do palato de animais submetidos ao

tratamento com gel carbopol, peréxido de carbamida 24% e 35%............. 57

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

LISTA DE ABREVIATURAS E SIGLAS

AgNO3 — nitrato de prata

ALA - &cido delta-aminolevulinico

d-ALA-D — delta aminolevulinatodesidratase
ATP — adenosina trifosfato

°C — graus Celcius

CuSQO, - sulfato de cobre

DNA — acido desoxirribonucléico

DTNB - acido 5,5 — ditio-bis(2-nitrobenzéico)
DTT - ditiotreitol

EDTA — acido etileno di-amino tetra-acético
ERO — espécies reativas de oxigénio

GABA - acido-g-aminolevulinico

GPx — glutationa peroxidase

H,0O, — perdxido de hidrogénio

HgCl, — cloreto de mercurio

PC — perdxido de carbamida

PCNA - expresséo imunohistoquimica do antigeno nuclear de proliferagcéo celular
PH — perdxido de hidrogénio

RNA — acido ribonucléico

TBARS - substancias reativas com o acido 2-tiobarbitarico
SH — grupamentos sulfidrilicos ou tiois

SnCl, — cloreto de estanho

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

SOD - superoxido dismutase

ZnCl, — cloreto de zinco

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

LISTA DE ANEXOS E APENDICES

ANEXO 1 — Comprovante aprovacdo comité de ética

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

SUMARIO

L 1 11V [ P viii
N Y I ¥ PP IX
LISTA DE ILUSTRAQC)ES .......................................................................................... X
LISTA DE TABELAS. ...ttt e e e et e e e e e e e e e e Xil
LISTA DE ABREVIATURAS E SIGLAS. ... Xiii
LISTA DE ANEXOS E APENDICES.......ccuiieeeeeeee et XV
SUMARIO ...ttt ettt e et b s er et et et e e e e s e ee e b e e et s ese e etenene e XVi
INTRODUGAO. ..ottt en ettt e et neeaeaeeaenea, 18
1 REVISAO BIBLIOGRAFICA. ...t e, 19
1.1 Clareamento DEeNtal...........oooiiiiiiiiiiiiieiieeiee e e e 19
1.2 Formagao de RadiCalS LIVIES........ccooiiiiiiiiiiiiiie e 23
1.3 Delta Aminolevulinato DesSidratase.........coccoeeiieiiiiiiiiiiiiiiei e 26
1.3.1 — HIiStOrCO € fUNGAOD.......uueiieeiiiiieieee e 27

1.3.2 — CaracteristiCas eStrUtUraiS........cc.uuvrriiiiiiiiiieeeeeie e 27

1.3.3 — IMpOrtancia toXiCOIOGICA. .......ceeeeeeeieee e 28

1.4 AMAIGAMEA DENLAIIO. .....cceee e e e et e e e e e eeeee s 30

2 OBIETIVOS . ..o e e 34
2.1 ODJELIVO GEIal.....ceeeeiieiiiie e 34
2.2 ODbjetivos ESPECITICOS. ....uuiiiiiiiiiiii ettt 34

S ARTIGOS. ...ttt e e e e e e e e e e e e e e e e e e ettt rte e e e e e e e aeaaaaaeeannn 36

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

3.1 Carbamide peroxide induces epithelial palatal hyperplasia but does not

increase TBARS production in VIVO IN FatS........c.coiii i e e 36
3.2 Carbamide peroxide and dental amalgam metals effect in TBARS production
in liver, brain, kidney and pulp of rats in vitro....................ccocciiii il .58
4 CONCLUSOES. ..ottt ettt ettt 82
REFERENCIAS BIBLIOGRAFICAS. ...ttt e, 84
ANEXOS . ...ttt et e e e e e e e e e e e a it e e e e ananraaaaeaaaas 96

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

18

INTRODUCAO

Na estética, contexto mais atual da Odontologia, verifica-se a grande demanda
de pacientes interessados em clarear e remover pigmenta¢cdes dentarias, objetivando a
obtencdo de um sorriso com dentes saudéaveis e brancos. Este anseio faz com que
pacientes e cirurgides-dentistas utilizem técnicas e produtos que clareiem os dentes,
especialmente os dentes vitais (HAYWOOD & HEYMANN, 1989). A preocupac¢do com
a técnica de clareamento dental ministrada pelo paciente relaciona-se ao fato de a
substancia branqueadora ficar em constante contato com os tecidos duros e moles da
boca, possibilitando também a ingestdo acidental do produto (CHRISTENSEN, 1989).

Além do risco imposto pelos clareadores dentais, por tratarem-se de substancias
que induzem um processo de oxidagcdo nos tecidos orais, ainda devem ser
consideradas as restauragfes de amalgama dental que também podem ser submetidas
a acado destes agentes (ROTSTEIN et al., 2000). Este material vem sendo utilizado ha
mais de 150 anos na odontologia restauradora, apesar das controvérsias existentes
gquanto a sua seguranca devido a presenca do mercurio em sua composicao
(CLARKSON et al., 2003).

Poucas pesquisas existem para assegurar a utilizacdo, dosagens e indicacao
precisa destes componentes, baseadas na mensuragdo dos efeitos dos clareadores
dentais a curto e longo prazos, assim como no potencial sinergistico destes agentes
com os demais componentes presentes na cavidade oral.

Estes questionamentos, portanto, motivam o presente estudo, visando pesquisar

os efeitos, riscos e indicacdes existentes para a técnica de clareamento de dentes.
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1 REVISAO BIBLIOGRAFICA

1.1 - CLAREAMENTO DENTAL

Na histéria da humanidade, os dentes s@o e continuardo sendo sinal de saude e
beleza. E inquestionavel o fato de que a estética dental € uma das areas que mais vem
sendo difundida, apesar de os profissionais da area odontolégica h4 muito tempo
estarem cientes da sua importancia (POZZOBON, 1998). Em consequéncia, a area dos
materiais odontolégicos foi submetida a um grande avanco tecnolégico, com o
surgimento e a consagragdo de novas técnicas conservadoras, visando promover um
sorriso harménico, como é o caso das técnicas de clareamento dental. Estas técnicas
tém o objetivo de devolver o aspecto natural tanto a dentes vitais quanto a dentes nao-
vitais que por algum motivo tiveram sua cor alterada, o que constitui um aspecto
negativo sobre a estética do sorriso (BARATIERI et al., 1993).

O clareamento dental tem sido relatado na literatura ha mais de um século, e ha
a possibilidade de se optar por varias técnicas de tratamento, de acordo com o
diagnéstico previamente estabelecido. As técnicas denominadas convencionais ou “in
office” sdo aquelas realizadas somente no consultério e geralmente utilizam como
agente clareador o peroxido de hidrogénio em concentracbes de 30 a 35%. Estas
substancias possuem as mais variadas apresentacdes comerciais, quer sob a forma
liquida, quer sob a forma de p6 e liquido que, ao serem misturados formam um gel com
dupla presa. A ativagdo pode ser realizada por reacdo quimica ou por fotoativacao,
através do uso de uma lampada fotopolimerizadora comum, o que confere a técnica
praticidade e facilidade de execugcdo (HAYWOOD, 1992).

Para o clareamento realizado pelo proprio paciente, sob a supervisao direta do
cirurgido-dentista, denominada “técnica caseira supervisionada” ou “técnica da
moldeira”, o agente clareador utilizado € o peréxido de carbamida em concentragdes
gue variam de 10 a 22%, sendo que 0 mais utilizado e de facil acesso é o perdxido de
carbamida na concentragéao de 10% (HAYWOOD & HEYMANN, 1989).
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O mecanismo bésico de agcdo dos agentes clareadores € o0 mesmo, ou seja,
ocorre através de uma reacdo de oxidacdo que atua diretamente sobre os pigmentos
das estruturas dentais, fracionando-os e, como consequéncia, levando a obtencdo do
clareamento (GOLDSTEIN, 1989).

No contexto histoérico, a literatura cita que em 1988, apos a verificagdo de que
alteracdes de cor principalmente na regido antero-superior constituiam um problema
estético, foi descrita a sequéncia clinica de uma técnica de clareamento para dentes
vitais. Nesta técnica, o agente clareador utilizado era o peroxido de hidrogénio 35%
associado ao uso complementar de uma “lampada clareadora”. Além do resultado
estético satisfatorio obtido, com esta técnica um grande nimero de dentes poderia ser
clareado simultaneamente (SWIFT, 1988).

Em 1989 o peréxido de hidrogénio a 35% € considerado o agente clareador de
referéncia, e por sua capacidade de penetragdo tanto em esmalte quanto em dentina,
passa a ser utilizado na técnica convencional com ativacao por luz e calor (GOLDSTEIN
et al., 1989). Nesta técnica convencional, realizada exclusivamente em consultorio, o
agente clareador € mais concentrado, sendo portanto utilizado geralmente em solu¢des
ou preferencialmente na forma de gel. A apresentacdo em gel passou a ser utilizada por
tornar mais facil o controle de aplicacdo, limitando-o somente as &reas dentais
desejadas (BARATIERI et al., 1993).

Em 1989 também foi publicada uma nova opg¢éo de técnica para clareamento de
dentes vitais que foi denominada de “Nightguard Vital Bleaching”. Nesta técnica a
inovacao esta no uso de uma placa protetora de silicone macia e flexivel, dentro da qual
um agente clareador a base de peroxido de carbamida 10% é utilizado durante o
periodo de sono noturno (HAYWOOD & HEYMANN, 1989). O perédxido de carbamida
10%, entretanto, apresenta algumas caracteristicas proprias tais como o fato de ser
muito instavel em contato com tecidos ou saliva e se dissociar em peréxido de
hidrogénio (H,0,) (de 3 a 5%) e uréia (de 7 a 10%). Na sequéncia, o peroxido de
hidrogénio é degradado em oxigénio e agua, enquanto a uréia degrada-se em amoénia e
diéxido de carbono. Foi acrescentado a formulacdo dos peréxidos de carbamida um
polimero denominado carbopol, o que torna o agente clareador mais espesso, melhora
sua aderéncia aos tecidos (HAYWOOD & HEYMANN, 1991), além de prolongar a
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liberacdo de oxigénio em trés a quatro vezes, atingindo periodos de uma a trés horas
de acéo dependendo da concentracéo e das condi¢des ambientais (SOUZA, 1993). No
decorrer deste periodo de tratamento noturno, alguma quantidade de gel poderé ser
liberada da moldeira, podendo ser ingerida, absorvida ou expectorada, o que pode
gerar uma situagdo de risco para 0 paciente, dependendo da quantidade ou
concentragédo administrada (CHRISTENSEN, 1989).

O estudo dos efeitos do peréxido de hidrogénio sobre os tecidos orais ja vem
sendo desenvolvido ha bastante tempo, devido ao seu amplo emprego desde os
primérdios da odontologia (DESESSO et al., 2000). Em 1961, uma investigacao sobre a
acdo do peréxido de hidrogénio sobre os tecidos da mucosa oral revelou um aumento
nos indices mitoticos apos a exposicao destes tecidos durante 30 dias a uma solugéo a
30%. Além disso, o peréxido de hidrogénio também prolongou o periodo mitético,
especialmente a préfase (GARGIULO et al., 1961).

No estudo onde foi empregado o tratamento com uso tépico da solugdo de
peréxido de hidrogénio 1% em gengiva de cdes, foi constatada a ocorréncia de
alteracdes histoldgicas danosas, que variaram de presenca de vacuolos nas células do
tecido epitelial e marcado edema no tecido conjuntivo, até completa destruicdo da
camada coérnea do tecido epitelial, além da presenca de neutrdfilos, linfocitos e
plasmacitos no tecido conjuntivo (MARTIN et al., 1968).

O estudo onde foi utilizado um tratamento com peroxido de hidrogénio 30% por
duas vezes na semana, durante 22 semanas, demonstrou efeito sobre o epitélio de
revestimento da cavidade bucal de hamsters. A substancia provocou hiperceratose e
hiperplasia do tecido epitelial em 19 semanas. Nao foi observado o desenvolvimento de
carcinomas, entretanto, em 4 animais foi observada a presenca de displasia epitelial.
Com esses resultados, os autores concluiram que o peréxido de hidrogénio é uma
substancia capaz de induzir alteracdes patoldgicas, freqientemente associadas com
lesdes cancerigenas (WEITZMAN et al., 1986).

Em investigacdo sobre a acdo dos agentes clareadores, foi verificado que
produtos contendo perdxido de hidrogénio 25-35% ou peroxido de carbamida 10%
provocam lesdes nos tecidos gengivais e mucosa bucal, que se traduzem em

inflamacdes cronicas ou lesdes erosivas, muito frequientemente localizadas nas papilas
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interdentarias. Estas, ao serem analisadas microscopicamente mostraram areas de
necrose por coagulacédo, formacdo de abscessos, separacdo dos tecido epitelial e
conjuntivo, alem de perda das fibrilas coldgenas. Verificou-se também que a aplicacao
de peroéxido de hidrogénio a 30% sobre o epitélio gengival humano causa hiperplasia no
tecido epitelial e aumento da atividade mitética (LARSON, 1990).

A andlise morfolégica das mucosas tratadas em um trabalho experimental
multiplo com peréxido de carbamida 10% evidenciou um aumento da espessura do
epitélio e da camada de ceratina, além do aparecimento de células epiteliais da camada
espinhosa com inclusdes claras em seu citoplasma. Por outro lado, o tecido conjuntivo
ndo mostrou evidéncia de reagdo do tipo inflamatéria (SOUZA, 1993).

Estudos utilizando peroxido de carbamida 10% em cultura de fibroblastos
gengivais humanos concluiram que in vitro esse agente é tOxico, pois inibiu
severamente as fungdes celulares. Entretanto, revelam que in vivo existem enzimas que
guebram o peroxido de hidrogénio liberado por esses produtos, protegendo, assim, 0os
tecidos da cavidade bucal e seus componentes celulares (TIPTON et al., 1995). Estes
mesmos pesquisadores também investigaram o papel da saliva e seus componentes
(lactoperoxidase e mucina salivar) na modulacéo da toxicidade de agentes clareadores,
em fibroblastos gengivais humanos, in vitro. Como resultados, deduziram que a
toxicidade dos agentes clareadores é decorrente da presenca de perdxido de
hidrogénio em sua composi¢cdo, e que as enzimas presentes na saliva e/ou tecidos
bucais desempenham um papel fundamental na protecdo da mucosa.

Em um estudo onde foi pesquisado o efeito do perdéxido de carbamida 10% sobre
a proliferacdo celular da mucosa lingual de ratos Wistar, através da expressao
imunohistoquimica do antigeno nuclear de proliferacdo celular (PCNA), foi observado
gue 0 uso topico do mesmo também induz ao aumento do indice de proliferagdo da
mucosa bucal (ALBUQUERQUE et al., 1998).

Os efeitos dos agentes clareadores sobre as estruturas dentarias ndo sao muito
claros, e muitas controvérsias existem. Alguns investigadores nao indicam grandes
alteracbes nas superficies dentarias quando estas estruturas sdo clareadas com
perdoxido de carbamida (COBANKARA et al., 2004). Entretanto, varios estudos tém

demonstrado alteragcbes estruturais na superficie do esmalte (KAO et al.,, 1991;
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ZALKIND et al., 1996; AKAL et al., 2001; RODRIGUES et al., 2005), dentina (ZALKIND
et al.,, 1996; RODRIGUES et al., 2005) e restauragdes (BAILEY & SWIFT JR., 1992,
HUMMERT et al., 1993; ROBERTELLO et al., 1999; ROTSTEIN et al., 2000; ATTIN et
al., 2004; YALCIN & GURGAN, 2005), quando submetidas aos clareadores dentais. O
clareamento dental também provocou diminuicdo da dureza superficial do esmalte
(AKAL et al.,, 2001; RODRIGUES et al.,, 2005), e diminuicdo da resisténcia de
adesividade entre esmalte e resinas compostas (DISHMAN et al., 1994; ATTIN, et al.,
2004).

A acédo dos agentes clareadores sobre restauracfes de amalgama foi relatada
em uma revisao sobre o efeito destes sobre os diversos materiais restauradores. Alguns
estudos laboratoriais registraram aumento na liberacdo de vapores de mercurio quando
restauracfes de améalgama foram expostas a acdo do peroxido de carbamida 10% por
8 horas, durante 14 a 28 dias. Entretanto, essa liberacdo de vapores variou de acordo
com o tipo de améalgama e tipo de agente clareador utilizado (SWIFT & PERDIGAO,
1998). A participacdo do peroxido de carbamida no aumento da liberacdo do mercurio
de restauracdes de amdalgama in vitro também foi documentada por ROTSTEIN et al.,
2000. Este aumento foi observado tanto superficialmente como no liquido circundante
no qual foi armazenado, e a presenca de um biofilme ndo impediu a liberagdo de
grandes quantidades de mercurio destas restauragcbes (HUMMERT et al., 1993;
ROTSTEIN et al., 1997; STEINBERG et al., 2003).

1.2 — FORMACAO DE RADICAIS LIVRES

Radicais livres sdo espécies quimicas capazes de existéncia independente e que
contém um ou mais elétrons ndo-pareados em sua Orbita de valéncia (HALLIWELL &
GUTTERIDGE, 1998). O oxigénio molecular em seu estado fundamental possui
reatividade muito baixa e dois elétrons nédo-pareados, isto €, com spins paralelos
(PRYOR, 1986). A reducdo do dioxigénio pode, entrentanto, ocorrer através de

reducdes univalentes sequenciais, de forma a evitar a restricdo associada ao Principio
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de Exclusdo de Pauli, de acordo com as seguintes reacdes (constituindo as chamadas
formas intermediarias da reducao parcial do oxigénio) (TRAVACIO & LLESUY, 1996):

O, +e ® 0" (1)

O, + e + 2H" ® H0, (2)
H,O, + e + H" ® H,O + HO (3)
HO + e +H ® HO (4)

Estas formas intermediarias caracterizam-se pela acentuada reatividade e sao
distintas do oxigénio no seu estado fundamental (PRYOR, 1986).

No processo respiratério tem-se a formacao de espécies intermedidrias instaveis
de oxigénio, as chamadas Espécies Reativas de Oxigénio (ERO) (em maior ou menor
escala). As EROs sado compostos que em sua maioria apresentam um tempo de vida
incrivelmente fulgaz, da ordem de milésimos a bilionésimos de segundo. Entretanto,
apesar da breve existéncia, possuem um certo instante de vida livre, no qual procuram
adquirir estabilidade, reagindo com a matéria circundante (SIGNORINI & SIGNORINI,
1995).

No processo de transformacfes quimicas, grande parte do oxigénio molecular
reduzido a dgua através das transferéncias de elétrons da cadeia respiratoria. Estima-
se que em torno de 98% do oxigénio consumido em organismos aerébicos é reduzido
de forma tetravalente até H,O (CHANCE et al., 1979), através da reacao da citocromo ¢
oxidase mitocondrial, sem a a concomitante geragao de ERO, permitindo que a principal
via de transferéncia de elétrons e de energia para a sintese de adenosina trifosfato
celular (ATP) participe apenas particularmente da citotoxicidade decorrente dessas
formas deletérias (FRIDOVICH, 1979). Mesmo assim, o principal sitio de formacao
endogena do anion superéxido estaria localizado na cadeia respiratéria (BOVERIS &
CHANCE, 1973), correspondendo a cerca de 2% do oxigénio consumido (CHANCE et
al., 1979; BOVERIS & CADENAS, 1982). A producdo de anion superoxido €
diretamente proporcional ao volume de oxigénio consumido ao nivel mitocondrial
(BOVERIS & CHANCE, 1973; JONES, 1985; DE GROOT & LITTANER, 1989). O
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superoxido formado entdo reage com o perdxido de hidrogénio na reagcdo de Haber-
Weiss, O, + H,0, & O, + OH + OH, produzindo radical hidroxil (OH ). Esta reagéo
ocorre de maneira lenta em pH fisiol6gico (HALLIWELL & GUTTERIDGE, 1998).

O peroxido de hidrogénio, gerado essencialmente em mitocdéndrias e
peroxissomos, € uma molécula que a rigor ndo pode ser considerado um radical livre,
pois ndo possui elétrons ndo pareados, apesar de sua atividade oxidante e elevada
capacidade de difusdo. Por esta caracteristica de instabilidade, o peréxido de
hidrogénio € de facil decomposicao, liberando agua e oxigénio (2H,O, & 2H,0 + Oy)
(HALLIWELL & GUTTERIDGE, 1998). AplOs atravessar as membranas celulares
também podera reagir com ferro e cobre presentes, formando radicais hidroxil (OH),
que s&o radicais livres. Este fendmeno é denominado Reacdo de Fenton (H,0O, + Fe?*
a Fe(lll) + OH + OH " ou H,O, + Cu™ & Cu*" + OH ), e tem grande significado
biolégico devido a sua elevada reatividade e toxicidade (PRYOR, 1986; FRIDOVICH,
1986).

O radical hidroxil reage muito rapidamente com quase todo o tipo de molécula
encontrada no interior das células, como agucares, aminoacidos, fosfolipidios, bases do
acido desoxirribonucléico (DNA) e acidos organicos. Entre os radicais livres, é
considerado o mais reativo. Esta sequéncia de eventos é que da origem as reacdes em
cadeia com os constituintes celulares, oxidando residuos de aminoacidos produzindo
bases de Schiff, podendo levar também a uma alteragdo quimica das bases puricas e
pirimidicas quebrando a fita de DNA, além de danos a proteinas e a outras moléculas
organicas (HALLIWELL & GUTTERIDGE, 1998).

A peroxidacdao lipidica € uma das principais consequéncias da a¢édo dos radicais
livres nas células. O dano causado por ela se manifesta pelas mudancas nas
propriedades das membranas, como permeabilidade, viscosidade, modificacdo na
interacao lipidio-proteina e perda da atividade enzimatica ligada a membrana ou soluvel
no sistema (IVANOV, 1985).

Além da geracao natural das ERO como consequéncia da cadeia respiratoria,
existem algumas condi¢bes favorecedoras da formagdo das mesmas, tais como
exposicdo prolongada a radiacdo solar, tabagismo, acdo de certos farmacos, entre eles
o gel de clareamento dental (DAHLSTROM et al., 1997; VAN OIJEN et al., 1998).
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Conforme previamente citado, o processo do clareamento dental ocorre devido a
degradacdo do perdxido de carbamida em peroxido de hidrogénio como substancia
ativa. Este, por ultimo, ird se degradar até a obtencdo do clareamento dental, que
ocorre através de uma reacao de oxidacdo. A taxa da reacdo da degracdo do perdxido
de hidrogénio € dependente da concentracdo de peréxido de hidrogénio na cavidade
oral e dos niveis de peroxidase salivar. O uso de uma baixa concentracdo de perdxido
de hidrogénio no clareamento dental requer um aumento no tempo de exposi¢cao
(SULIEMAN et al., 2004). Quanto mais tempo levar para eliminar o peréxido de
hidrogénio, maior o tempo de exposi¢cdo as espécies reativas de oxigénio (SINENSKY
et al., 1995).

Como a substancia clareadora permanece em contato com os dentes durante o
periodo do tratamento, o perdxido de hidrogénio pode penetrar no esmalte e na dentina
e se difundir através destes tecidos atingindo as estruturas mais vulneraveis como 0s
prolongamentos odontoblasticos e a polpa dental (SEALE et al., 1981; GOLDSTEIN et
al., 1989), assim como as enzimas pulpares (BOWLES & THOMPSON, 1986).

No estudo in vitro de SINENSKY et al., 1995, foi comprovado que o peroxido de
carbamida € capaz de reduzir os niveis intracelulares de glutationa reduzida. Em
concentragbes aumentadas, foi capaz de induzir a liberacdo da enzima lactato
desidrogenase, o que indica seu poder no dano a integridade da membrana plasmatica

celular, j& que esta é uma enzima intracelular.

1.3 - DELTA AMINOLEVULINATO DESIDRATASE

Como o gel utilizado na técnica do clareamento caseiro pode ser parcialmente
ingerido pelo paciente, e o figado €é o principal 6rgao responsavel pela
biotransformacgédo, podem ser observados neste 6rgdo, mas ndo exclusivamente, varios
efeitos toxicos associados ao tratamento clareador (COMPORTI, 1989). E de interesse
especial neste estudo a enzima hepatica delta-aminolevulinato desidratase (d-ALA-D),
(E. C.: 4.2.1.24) a qual é uma importante metaloproteina que participa do processo de
sintese dos compostos tetrapirrélicos.
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1.3.1 - Histérico e funcao:

A enzima citoplasmética delta-aminolevulinato desidratase, também conhecida
como porfobilinogénio sintase ou 5-aminolevulinato hidroliase foi isolada na década de
50 (DRESEL & FALK, 1953; GIBSON et al.,, 1955). Esta enzima catalisa o0 segundo
passo da via de biossintese dos compostos tetrapirrolicos (CASTELFRANCO & BATLE,
1983). A reacao envolve a condensacao assimétrica de duas moléculas do &cido delta-
aminolevulinico (ALA), com perda de duas moléculas de agua, para formar o composto
monopirrolico porfobilinogénio (GIBSON et al., 1955; SHEMIM et al., 1976; JAFFE et al.,
1992, JAFFE, 1995).

A reacdo catalisada pela d-ALA-D faz parte da rota biossintética dos compostos
tetrapirrdlicos (corrinas, bilinas, clorofilas e hemes). A grande importancia destes
compostos reside no desempenho de papéis metabdlicos importantes, principalmente
como grupo prostético de proteinas. Sdo compostos nitrogenados contendo quatro
pirrdis substituintes, covalentemente ligados formando um anel, freqientemente
complexado com um atomo de metal no centro (WARREN et al., 1998; JAFFE, 2000). O
grupo heme (ferroprotoporfirina) integra a estrutura das proteinas que desempenham
importantes fungbes como: transporte e armazenamento de oxigénio (hemoglobina e
mioglobina), transporte de elétrons (citrocromo a, b e c), reacdes de hidroxilacdo de
xenobioticos e esterdides (citocromo P450) e reacbes de oxi-reducdo (catalases,
peroxidases e triptofano pirrolase) (TIMBRELL, 1991).

1.3.2 — Caracteristicas estruturais:

Todas as enzimas d-ALA-D isoladas até o momento requerem um ion metalico
bivalente para estarem ativas, sendo em sua maioria inibidas por &cido etileno di-amino
tetra-acético (EDTA). Apesar do alto grau de similaridade entre os genes da d-ALA-D
provenientes de diversos organismos, a enzima requer metais diferentes para sua
ativacdo de acordo com a fonte. A d-ALA-D proveniente de animais, leveduras e de

algumas bactérias € uma enzima dependente de zinco (CHEN & NEILANDS, 1973;
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FINELLI et al., 1974), tendo sido demonstrado o envolvimento de residuos de cisteina
na unidao deste metal (DENT et al., 1990; MITCHELL & JAFFE, 1993; SPENCER &
JORDAN, 1994).

A d-ALA-D, independente de sua fonte, € uma enzima de natureza sulfidrilica
(SHEMIN, 1976; TSUKAMOTO et al.,, 1979; BEVAN et al.,, 1980), sendo, portanto,
inibida por agentes bloqueadores de grupos sulfidrilicos, tais como N-etilmaleimida,
iodoacetato (BATLLE et al., 1967; CHAUDHRY et al.,, 1976; TIGIER et al., 1970;
WILSON et al., 1972; BARNARD et al., 1977; SHIBATA & OCHIAI, 1977; TAMAI et al.,
1979; RODRIGUES, 1987), paracloromercuriobenzoato, monoiodoacetamida e acido
5,5 — ditio-bis(2-nitrobenzéico) (DTNB) (BARREIRO, 1867; BATTLE et al., 1967), e por
metais pesados que possuam alta afinidade por grupamentos sulfidrilicos, tais como o
chumbo, o cobre e o mercurio (GIBSON et al., 1955; WILSON et al., 1972; FINELLI et
al., 1975; SHIBATA & OCHAI, 1977; TAMAI et al., 1979; NELSON et al.,, 1981;
GOERING & FOWLER, 1984, 1985; GOERING et al., 1986; RODRIGUES et al., 1989,
1996; BORRALHO et al., 1990; ROCHA et al., 1993, 1995; EMANUELLI et al., 1996). O
efeito do chumbo como inibidor da d-ALA-D parece estar relacionado com a substituicao
do zinco pelo chumbo (GOERING, 1993) e com alteracdes no pH 6timo da enzima
(WIGFIELD & FARRANT, 1979). Outros dados demonstraram que a d-ALA-D é a
principal proteina que liga o chumbo em eritrécitos humanos e ndo a hemoglobina como
se postulava anteriormente (BERGDAHL et al., 1997).

1.3.3 — Importancia toxicolégica:

Devido a sua natureza tidlica, a enzima d-ALA-D pode ser inibida por uma
variedade de metais pesados e ndo metais que possuam a propriedade quimica de
oxidar grupamentos —SH. Sabe-se que o0 prognéstico de pacientes que sofreram
intoxicagdo por chumbo pode ser avaliado de acordo com a inbicdo da d-ALA-D de
eritrécitos e seu indice de reativagdo por ditiotreitol (DTT) (BONSIGNORE, 1966;
NAKAO et al., 1968; HERNEBERG et al., 1970; MITCHELL et al., 1977; MEREDITH et
al., 1979).
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A inibicdo da d-ALA-D pode prejudicar a rota biossintética do heme, resultando
em consequéncias patologicas (SASSA et al., 1989; GOERING, 1993). Além da
producdo insuficiente de heme, a inibicdo da d-ALA-D pode resultar no acumulo do
subtrato ALA no sangue, com conseqiente aumento na excrec¢ao urinaria do mesmo. O
acumulo de ALA pode estar relacionado com a superproducdo de espécies reativas de
oxigénio (MONTEIRO et al., 1989; PEREIRA et al.,, 1992; BECHARA et al., 1993).
Numerosas observacgdes clinicas tém associado o acimulo de ALA com a patogénese
das porfirias agudas (KAPPAS et al.,, 1995). As porfirias podem resultar de uma
desordem autossbmica recessiva, ou podem ser adquiridas como ocorre em casos de
intoxicacdo por chumbo. A porfiria por deficiéncia de d-ALA-D € caracterizada por
disfun¢des neuroviscerais, neuropatias e acumulo excessivo do precursor porfirinico, o
ALA (GRANICK, 1978).

Pesquisas demonstram que, em ratos, a oxidacao aerobica do ALA promove um
aumento anormal no tamanho de mitocondrias (HERMES-LIMA et al.,, 1990). Em
estudos feitos com equinos e roedores, 0 excesso de ALA induz a liberagéo do ion ferro
da ferritina in vitro, iniciando um processo de peroxidacao lipidica no baco e no figado
destes animais (OTEIZA et al.,, 1994). Isto pode estar associado com o fato de que
pacientes com porfiria intermitente aguda e que, por consequéncia, possuem elevadas
concentracbes de ALA no sangue, apresentam altos niveis eritroctocitarios de
superoéxido dismutase (SOD) e glutationa peroxidase (GPXx).

O ALA gerado no figado e medula 6ssea pode atravessar a barreira
hematoencefalica, sendo distribuido pelo sistema nervoso central, além de outros
0rgaos (McGILLION et al., 1974; 1975). Em nivel neuroquimico, 1 yM de ALA é capaz
de inibir a liberagdo do neurotransmissor acido-g-aminolevulinico (GABA), assim como a
sua ligacdo nos receptores localizados nas membranas sinapticas (BRENNAN &
CANTRILL, 1979; BRENNAN et al., 1980).

Estudos realizados por EMANUELLI et al. (2000) demonstraram que a
administracao intraestriatal de ALA induz convulsdes e assimetria corporal. O ALA
também demonstrou poder inibitério sobre a atividade da Na® K" ATPase de cérebro e
eritrécitos de coelhos (BECKER et al., 1971), além de diminuir a velocidade de
conducédo de impulsos nervosos motores em camundongos (CUTLER et al., 1979).
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Assim, 0 aumento na concentracdo de ALA, devido a inibicdo da enzima d-ALA-D pode
acarretar em consequéncias patolégicas inespecificas, uma vez que a producdo
exagerada de espécies reativas de oxigénio pode atuar nos mais diferentes 6rgaos e

compartimentos celulares dos organismos nos quais sao gerados.

1.4 AMALGAMA DENTARIO

O amalgama dentério tem sido utilizado por mais de 150 anos e consiste de uma
liga de aproximadamente 50% de mercurio combinado com outros metais como prata,
estanho, cobre, zinco e paladio. Desde sua introducéo, tem sido fonte de controvérsia
pelos consagrados riscos gerados pela presenca do mercurio (CLARKSON et al.,
2003). Assim como o mercurio, cada um de seus outros componentes metélicos
também pode ser toxico, dependendo da forma em que se encontram (ROTSTEIN,
1996).

A toxicologia dos metais sempre esteve associada aos eventos a curto prazo.
Atualmente, observam-se ocorréncias toxicolégicas a médio e a longo prazo, cujas
manifestacdes estdo associadas a quantidade de metal necesséria para que células e
orgaos manifestem efeitos toxicologicos. A toxicologia visa determinar as doses e 0s
niveis teciduais e celulares de metal capazes de causar efeitos especificos. Embora a
maioria dos metais afetem multiplos 6rgdos ou sistemas, efeitos exclusivos sobre um
determinado tecido ou 6rgdo podem ser induzidos por um metal especificamente. A
interagdo do elemento toxico com metais essenciais, a formagdo de complexos metal-
proteina, a idade e o estadgio de desenvolvimento do organismo exposto, a forma
quimica ou especiagdo do metal, os habitos de vida e o estado imune do hospedeiro
sdo alguns dos principais fatores que influenciam a toxicidade dos metais
(NORDBERG, 1978; GOYER, 1996; FURST, 1998).

A presenca do mercario na composicdo do améalgama dentario expdem o0s
profissionais assim como o0s pacientes aos efeitos danosos deste metal (WHO, 1991;
CLARKSON, 1997; KOSTYNIAK, 1998). Trata-se de um elemento tdxico, ndo essencial
e de efeito acumulativo (CLARKSON, 1972; 1997). O mercurio pode sofrer varias
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transformagBes metabdlicas. No organismo humano, a oxidacdo do vapor de mercurio
inalado ocorre em parte nos eritrocitos, e apos difusdo, em outros tecidos. Esta
oxidagao ocorre sob influéncia da enzima catalase (MAGOS et al., 1978).

Por ser o mercurio elementar a forma mais volatil, a via respiratéria € a mais
importante quanto a sua captacdo, chegando a retencdo do mesmo a 80% do vapor
inalado (WHO, 1991). O metal nesta forma é completamente absorvido pelas
membranas alveolares, devido as suas caracteristicas de alta difusibilidade e
solubilidade em lipidios (CLARKSON, 1972; WHO, 1991). Apo6s absorvido, parte é
oxidado a cétion bivalente, enquanto o restante permanece na corrente sanguinea e
atravessa as barreiras hematoencefalica e placentaria (CLARKSON, 1972). Apesar de a
absorcdo gastrointestinal do mercurio metélico liquido em ratos ser muito pequena
(0,01%), em humanos foi verificada a presenca de mercurio no sangue apdés a ingestao
acidental de varios gramas deste composto (WHO, 1991).

Como citado anteriormente, 0s niveis teciduais de mercurio dependem da forma
quimica a qual o individuo foi exposto. A deposi¢do do vapor de mercurio inalado sofre
processo de oxidagdo, porém devido a sua lipossolubilidade, uma parte do vapor de
mercurio atravessa as membranas muito mais prontamente que o mercurio bivalente,
onde uma quantidade significativa de vapor entra no cérebro antes de ser oxidado
(WHO, 1991). Estudos realizados em camundongos e macacos demonstram que
guantidades significativas de mercurio sdo transportadas para o cérebro apds a
exposicdo ao vapor de mercurio elementar, chegando os niveis cerebrais de mercurio a
serem dez vezes maiores que apos a exposi¢cdo intravenosa a doses equivalentes de
mercurio mercurico (WHO, 1991). ApOs a exposicao crénica ao vapor de mercurio, 0s
efeitos toxicos mais acentuados séo os neuroldgicos (FRIBERG & VOSTAL, 1972).

O rim é o principal 6rgdo de depdsito de mercurio, tanto apds a administracédo de
vapor de mercurio metalico, quanto apdés a administracdo de sais inorganicos de
mercurio, onde 50-90% da carga corporal do metal esta contida neste 6rgdo (WHO,
1991). O mercurio encontra-se principalmente no coértex renal e nas células dos tabulos
proximais (CLARKSON, 1972; ZALUPS & BARFUSS, 1990; ZALUPS, 1991). A principal
fracdo do mercurio ligado a proteinas renais, estd combinada com metalotioneinas.

Estas proteinas possuem baixo peso molecular e séo ricas em cisteina. Esta ultima
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caracteristica lhes confere alta afinidade por metais, reduzindo assim a toxicidade
intracelular destes (CLARKSON, 1972; ONOSAKA & CHERIAN, 1981; GOERING &
FOWLER, 1985; QUIG, 1998; ASCHNER, 2001; SHANKER, 2001; PEIXOTO et al.,
2003).

A toxicidade do mercurio poderia ser explicada, em grande parte, pela sua
afinidade por grupos sulfidrilas (-SH) (VALLEE & ULMER, 1972; OEHME, 1978;
GOYER, 1996). No interior das células, o metal pode ligar-se a uma variedade de
sistemas enzimaticos, interferindo assim no metabolismo e funcionamento celulares
(SALGADO et al., 1987; WHO, 1991). Com menor afinidade, o mercurio também pode
se combinar com outros ligantes de importancia fisiolégica, como grupamentos fosfatos,
carboxilas, amidas e aminas (WHO, 1991). Mesmo em baixas concentracdes, 0
mercurio pode inibir ou inativar diversas enzimas, podendo ser citadas aqui a Na*,K*-
ATPase (CLARKSON, 1972), Ca*-ATPase (FREITAS et al., 1996), aspartato
aminotransferase, alfa-hidroxibutirato desidrogenase, lactato desidrogenase, ornitina
carbamiltransferase (HILL & SOARES, 1984) e d-ALA-D (ROCHA et al., 1993; 1995;
PEIXOTO, 2000). At¢é o momento nao foi verificado in vivo o alvo responséavel pela
iniciacdo da toxicidade deste metal, pois devido a natureza ubiqua dos grupamentos
sulfidrila nas proteinas, as associacdes do mercario com estas biomoléculas sdo
inespecificas (ROTSTEIN, 1971; WHO, 1991; CLARKSON, 1997).

Outros mecanismos possiveis de toxicidade estéo relacionados a reagéo in vitro
do mercario com moléculas de DNA e &cido ribonucléico (RNA) (EICHHORN & CLARK,
1963; GRUENWEDEL & DAVIDSON, 1996). O metal, além de induzir a quebras no
DNA (CANTONI et al., 1982; 1984a, b; CHRISTIE et al., 1984; 1986), inibe os
mecanismos de reparo (CANTONI & COSTA, 1983) e a sintese proteica (BAER, 1998).
O mercurio também provoca peroxidacdo lipidica e perda da viabilidade celular
(STACEY & KLAASSEN, 1981; STACEY & KAPPUS, 1982). O rim, além de ser o érgao
que sofre grande acumulo de mercurio, sofre reacdo auto-imune com conseqiente
formacdo de anticorpos contra o tecido gromelular (WHO, 1991). O mercurio divalente
também pode atravessar a membrana das células nervosas através de canais de sodio
e calcio, podendo causar despolarizacéo irreversivel e, consequentemente, sérias
disfun¢des neuronais (MIYAMOTO, 1983).
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Por ser a liberagdo do vapor de mercurio dependente do numero e area
superficial das restauragcbes de améalgama, contato oclusal, e outros fatores como
mudancas de temperatura, bruxismo, escovacao dentaria ou mastigacao, torna-se dificil
determinar uma dose média diaria de mercurio liberada (WAHL, 2001). Além disso, a
quantidade de mercurio liberada pelas restauracdes decresce com o passar do tempo
(BERDOUSES et al., 1995).

No trabalho de LOBNER & ASRARI (2003) foi comprovado que o amalgama
dentario € toxico em cultura de células neuronais pela liberacdo de zinco. Estes autores
sugerem a realizacao de outros experimentos com o intuito de medir a concentracéo da
liberacdo de cada metal do amalgama dentario e as possiveis consequéncias destes.

Os resultados deste estudo poderao vir a colaborar no entendimento dos efeitos
toxicos locais e sistémicos provenientes da interacdo destes agentes de clareamento

com 0s metais existentes no améalgama dental.
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2 OBJETIVOS

2.1 OBJETIVO GERAL

O proposito principal desta pesquisa é avaliar o possivel efeito toxico do peréxido
de carbamida e componentes do amalgama dental sobre os tecidos hepético, cerebral,
renal, pulpar e palatal de ratos, assim como verificar uma possivel acdo destas

substancias na atividade da d-ALA-D hepética.

2.2 OBJETIVOS ESPECIFICOS

2.2.1 Avaliar in vitro os efeitos do dano oxidativo do peréxido de carbamida sobre os

tecidos hepatico, cerebral, renal e pulpar, através da determinacéo de TBARS.

2.2.2 Avaliar in vitro por intermédio da determinacdo de TBARS, a acdo do gel de
perdoxido de carbamida associado ao mercurio (HgCl,), cobre (CuSQ,), zinco (ZnCly),
prata (AgNO3) e estanho (SnSQO,), metais componentes da liga do amalgama dental,
assim como a acao isolada destes ultimos sobre os tecidos hepatico, cerebral, renal e
pulpar.

2.2.3 Avaliar in vivo as doses e concentra¢cfes de peroxido de carbamida utilizadas para
o tratamento proposto, considerando sua possivel toxicidade hepatica, por

determinacéo da atividade da d-ALA-D.
2.2.4 Avaliar in vivo a intensidade do dano oxidativo hepatico e pulpar em animais

submetidos ao perdéxido de carbamida no tratamento proposto nas concentracdes
usadas, por intermédio da determinagéo de TBARS.
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2.2.5 Avaliar in vivo o possivel dano tecidual ocasionado pelo contato do gel de
clareamento através da avaliacdo histopatoldgica da mucosa do palato dos animais
submetidos ao tratamento proposto.
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Summary

Objectives: Dental bleaching is a treatment that commonly uses carbamide peroxide
(CP) as active ingredient and has been administered at high concentrations. The aim of
the present study was to investigate the possible toxic effects of CP in vitro and in vivo
after oral administration.

Methods: Twenty-five Wistar rats were exposed to 35%, 24% CP and 1% carbopol gel
via oral topic application for twenty-five days. The parameters studied for
characterization of CP toxicity in vitro and in vivo were d-aminolevulinate dehydratase (d
- ALA-D) activity and 2-thiobarbituric acid—reactive substance (TBARS) levels. The topic
effect over palatal mucosa was also investigated by histological study.

Results: CP produced a statistically significant increase in TBARS production in vitro
when tested at extremely high concentrations 73 and 100 mM (in liver) and 187 mM (in
dental pulp). In vivo, exposure to CP did not change TBARS levels in liver and dental
pulp, or d - ALA-D activity in liver. However, only the 35% CP treatment provoked an
increase in the epithelium thickness, which was associated with an elevation in the
number of epithelium cell layers. 35% CP also caused an elevation in epithelium basal
cell layer dimension and an elevation in the number of mast cells.

Conclusions: In our study, CP was found to have some pro-oxidant activity in vitro, but
not in vivo. The in vivo treatment did not cause systemic toxic effects, but topically 35%
CP showed a cell proliferating activity.
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1. Introduction

Teeth whiteners are substances which are currently used by dentists for
bleaching teeth and are available in a variety of commercial preparations at different
concentrations of carbamide peroxide (CP) as 10, 16, or 35%. CP decomposes into
urea, ammonia, carbon dioxide, and hydrogen peroxide (HP) — its main active
ingredient.’? Carbopol is a water-soluble resin added to prolong the release of active
peroxide and to improve shelf life.®> When is used for home bleaching, drops of tooth
whitener are placed in a tray, which is worn overnight or up to 8 hours. Under clinical
conditions, some tooth whitener may be swallowed, absorbed, or expectorated.
Consequently, it has been recommended that home bleaching treatment cannot be
continued for more than six weeks.*

HP, as a potential toxic reactive oxygen specimen, is mobile and can diffuse
through the soft tissue to react with vulnerable parts of a cell. The slow breakdown of
hydrogen peroxide in an environment containing ferric and ferrous ions will produce
strongly reactive intermediary ions and oxygen, both probably contributing to the
bleaching process.’

It is not known if exposure to HP can overwhelm human oral mucosal antioxidant
defenses, but it is suggested by previous observations that short-term HP application
produces increased mitotic activity and hyperplasia.® Ingestion of large doses of
commercial preparations of teeth whiteners may be acutely toxic and even fatal to
female laboratory rats.” HP was considered to induce pathologic changes frequently
associated with neoplasic lesions.® Other published studies have indicated that HP can
injure dental pulp’® and its enzymes.'® Additionally, HP can cause gingival
inflammation,* severe edema of the tongue and frenulum'? and depress the
microcirculation.*®

The effects of bleaching agents on tooth structure are not clear and some
controversy exists. Some investigators have indicated no major changes in teeth surface
when teeth are bleached with CP. ** However, several studies have demonstrated some

15-18
l

structural alterations on the surface of ename restorations,*®*?! dentin,*®* and

consequently penetrate enamel and dentine.® %2
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d-Aminolevulinate dehydratase (d-ALA-D) [EC 4.2.1.24] is an essencial enzyme in
most organisms, catalyzing the condensation of two molecules of 5-aminolevulinic acid
(ALA) to form the monopyrrole porphobilinogen.?® d-ALA-D inhibition may impair heme
biosynthesis and can result in accumulation of ALA, which has some pro-oxidant
activity.?*

Literature data have proposed that the concentrations of CP and HP should be
increased in order to reduce the treatment period.?® Nevertheless, little is known about
the systemic toxic effects of these compounds. Since the use of these over-the-counter
products are increasing and that they can be occasionally swallowed by the patient or
may remain in contact with the tissues for 3 to 8 hours, it becomes important to
investigate the toxicity of high doses of CP in animal models. Here we used the activity
of d - ALA-D, an enzyme that is sensitive to pro-oxidant situations,?® %’ the thiobarbituric

reactive substances, and histomorphometric quantifications as end points of toxicity.
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2. Materials and Methods

2.1 Chemicals

The three prepared gels employed in the treatment of this study contain 24%,
35% CP and carbopol 1% (vehicle). CP was obtained from a heated mixture of HP
(40%) and triturated urea (60%) under a 100°C water bath until CP crystals were
obtained. After that, CP was mixed with 1% carbopol gel according to the group
concentration and conditioned in a syringe. HP was obtained from Alfa Quimica (Brazil),
urea and 1% carbopol gel from Galena (Sao Paulo, Brazil). 2-Thiobarbituric acid and 5-
aminolevulinic acid were obtained from Sigma (St. Louis, MO, USA). Phosphoric acid
was obtained from Nuclear. Acetic acid was obtained from Merck (Darmstadt,
Germany). Trichloroacetic acid was obtained from Nuclear (Brazil), formalin from Belga
Quimica (Santa Maria, RS, Brazil), and mercuric chloride from Reagen (Brazil).

2.2 In vitro assay

In vitro TBARS assays were conducted using teeth pulps and liver tissues
homogenates. CP concentrations of 36, 73 and 110 mM were used for liver
homogenates and concentrations of 62, 125 and 187 mM were used when teeth pulp
homogenates and CP were incubated together.

2.3 Treatment and tissue preparation

Twenty five Wistar adult rats (aged 2 — 3 months and weighing about 220g) were
purchased from the General Animal House of the Federal University of Santa Maria and
transfered to our own breeding colony. They were maintained at controlled room
temperature (20-25°C) under natural lighting conditions, with water and food (Nuvital-
PR, Brazil). This experiment was conducted with the acceptance of the Santa Maria
University Committee of Ethic for Animals.

Animals were placed randomly in control or experimental groups. Water and food
were removed for 8 h after the administration of tooth whitener or carbopol gel. All
groups were submitted to a gel application every day, at the same hour, and it was given

a 200 m dose of the gel directly in mouth by means of a syringe. One group of seven
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animals was given 24% CP gel, the second group containing eleven animals was
submitted to 35% CP gel, and the last group of seven animals was administered 1%
carbopol gel. The treatment lasted 25 days.

At the end of the treatment period (24 h after the last administration) seven
animals of each group were anesthetized with ether and killed by decapitation. A group
of four animals, which were administered 35% CP peroxide gel, was killed fifteen days
after the end of the treatment. Teeth and liver were quickly removed and placed on ice.
Liver was homogeneized in 10 volumes of 150 mM saline, containing 10 mM Tris-HCI
(pH 7.0) with 10 up-and-down strokes at approximately 1200 rev/min in a Teflon-glass
homogenizer. The liver homogenate was centrifuged at 800 X g using a refrigerated
centrifuge for 10 minutes to give a supernatant fraction that was used in the enzyme and
2-thiobarbituric acid-reactive substance assays (TBARS). The pulp tissues of both
central upper incisors were entirely used. The teeth were carefully opened with a
diamond bur and each one was used in one tube. So, the pulp TBARS assay was done
in duplicate.

Four animals were selected from control, 24% and 35% CP treatment for
histological examinations. This part of the study included the four animal 35% CP
treated group killed fifteen days after the end of the treatment. Palatal tissues of the
animals were carefully removed with a scalpel blade, and were stored in individual vials

containing 10% formalin until the inclusion in paraffin.

2.4 Enzyme assays

d-ALA-D activity was assayed by the method of Sassa®® by measuring the rate of
product (porphobilinogen) formation except that 84 mM potassium phosphate buffer, pH
6.4, and 2.4 mM ALA were used.? *° All experiments were carried out after 10 min of
pre-incubation. The reaction was started 10 min after the addition of the enzyme
preparation by adding the substrate. Incubations were carried out for 1 h at 39 °C for the
liver enzyme. The reaction product was determined using modified Ehrlich's reagent at
555 nm, with a molar absorption coefficient of 6.1x10* M for the Ehrlich-PBG salt. d-
ALA-D requires sulfhydryl compounds such as dithiothreitol (DTT) for maximal activity.
For this reason, DTT was used in this study to activate the enzyme.
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Lipid peroxidation products were evaluated as TBARS, and levels were
determined according to Ohkawa et al.*! Briefly, the reaction mixture contained 200 ni
8.1% SDS, 200 i low-speed supernatant fraction (S3), or entirely dental rat pulp, 500 m
1.267 mol/l acetic acid, 270 mmol/l HCI, pH 3.5, and 500 mi 0.8% TBA. TBARS were
guantified by adding S; directly to the above reaction medium. Samples were incubated
at 100 °C for 60 min and then centrifuged at 1000xg for 15 min at 4 °C. The amount of

TBARS produced was measured at 532 nm, using MDA to construct standard curves.

2.5 Histomorphometric analysis

A total of sixteen biopsy specimens were obtained from the treated animals.
Immediately following excision, specimens were fixed and after 12 h were routinely
processed and embedded in paraffin wax; sixteen 4-5 nm thick deparaffinized sections
were stained with Toluidine blue (Merck, Darmstadt, Germany) according to Enerbéck,*?
for routine light microscopic examination. All specimens were analyzed for epithelium
thickness, keratin thickness, number of cell layers, mast cell number per field and first

basal cell layer thickness (original magnification 400X).

2.6 Statistical analysis
The results are expressed as mean followed by standard error variation (S.E.).
Data were analyzed by one-way ANOVA, followed by Duncan test. Differences among

groups were considered to be significant when p < 0.05.
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3. Results

3.1 Effect of carbamide peroxide in TBARS in vitro

Liver homogenates were incubated with gel carbopol (control group) and
concentrations of 36, 73 and 110 mM CP. 73 and 110 mM CP caused a significant
increase in TBARS production (p < 0,05; Fig. 1-A). However, only the highest
concentration of CP used (187 mM) caused a significant increase in TBARS production
in pulp tissue (p < 0,05; Fig. 1-B).

3.2 Effect of carbamide peroxide in liver d-ALA-D activity and TBARS in vivo

CP treatment did not change d-ALA-D activity in liver both in the presence and
absence of DTT (Fig. 2). The treatment for 25 days with CP did not modify hepatic
TBARS production and TBARS content of pulp (Fig. 3A-B).

3.3 Topic effect of carbamide peroxide on rat palatal mucosa

These results show that there was a significant elevation in epithelium thickness
only in the group of animals that were killed 15 days after the last administration of 35%
CP treatment (p < 0,05). This group also revealed a significant elevation in the number
of epithelial cell layers when compared to control group (p < 0,05). Keratin thickness
was ot affected by carbopol or CP gel (p > 0,05). The group of animals submitted to
35%CP exhibited a significant elevation in the number of mast cells per field and a

significant elevation in basal cell layer thickness in comparison to control (p < 0,05).
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4. Discussion

Bleaching is an oxidation reaction whereby the substance to be bleached donates
electrons to the bleaching agent, and it can be performed by any oxidizing agent. The at
home-procedure employs CP as a vehicle for the delivery of HP, the product of its
degradation (for instance, 10 % CP in the presence of water releases 3.5% HP).*® A low
concentration of HP requires an increase in exposure time, because the rate of the
reaction 2H,0, a 2H,0 + O, is dependent on the HP concentration and the levels of
salivary peroxidase.

Superoxide (0?%), a free radical intermediate, is unstable and then reacts with HP
in the Haber-Weiss Reaction, 0> + H,0, & O, + OH + OH, producing the hydroxyl
(OH) radical. This reaction occurs slowly at physiologic pH. Tolerability of side effects
experienced when using tooth whitening products are believed to be dependent upon
peroxide concentration versus contact time.?

A study of the 10% and 16% CP gel effect on enamel surfaces showed that both
treatments provoked enamel prism markings with exaggerated prism peripheries and
mild to moderate prism core loss, but more prominent with 16% gel,* which is in
accordance with other studies that showed enamel surface alteration after CP
treatment.’” % Anyway, it is important to consider the clinical significance of these
enamel modifications because microscopically, bleaching generally results in less
mineral loss than cola beverages consumption® and it is insignificant compared with
mineral loss caused by microabrasion or adesive techniques.®

In an in vitro study using extracted human teeth, it was verified that pulp chamber
penetration of CP exist, and the amount is proportional to the concentration of the
bleaching agent.® Other study concluded that thinner layers of tooth structure may
permit increased hydrogen peroxide penetration; and the longer the solution is in contact
with the enamel surface, the deeper the penetration and the greater the quantity of
solution to penetrate.* In the present study, CP influenced rat dental pulp only under in
vitro experiments and only under at significant high concentrations (Fig. 2).

The tooth permeability to these agents may explain side-effects, such as tooth

sensitivity, that results in a reversible pulpitis because of chemical irritation produced by
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hydrogen peroxide.® However one possible mechanism by which the pulp may protect
itself from HP is through enzymatic breakdown of the molecule by pulp peroxidase (EC
1.11.1.7)* and catalase (EC 1.11.1.6).* Nevertheless, in contrast to other enzymes,
peroxidases can be inhibited by their substrate HP.** Under in vitro situations, the toxic
potency of bleaching materials could be reduced by treatment with peroxidase.*
Catalase transforms two molecules of HP into two molecules of H,O and 0,.*
Additionally, it was demonstrated that pulp cells are capable of producing an enzyme
called haeme-oxygenase-1, which is an important defensive enzyme under conditions of
oxidative stress. This is specially found in odontoblasts and endothelial cells, subjacent
to the areas of bleached enamel.”® The 24 and 35% CP can be considered an elevated
concentration treatment but it is not possible to measure the exact concentration in pulp
tissue. We suggest that the passage from enamel to pulp may result in a diminished HP
concentration.*

Liver is the main body detoxifying organ and d-ALAD is an important liver enzyme
and catalyzes the second step in the heme biosynthetic pathway.?® This enzyme is very
sensitive to pro-oxidant agents or situations.”* There are no previous studies that
investigate a possible action of CP on this enzyme. Our data indicated that carbopol gel
or CP gel did not change d-ALA-D activity (Fig. 2) or liver TBARS levels (Fig. 3A-B).

HP is a substance that can be neutralized by a diversity of conditions. HP
degradation may occur clinically from oral bacterial catalase,*” and also, some of the
peroxides normally present in mouth may react with salivary peroxidase. All body cells
contain these antioxidant enzymes, but the highest levels are found in the duodenum,
liver, spleen, kidney, blood and mucous membranes.** Probably, in our study, CP was
neutralized partially or totally by salivary peroxidases, gastric and gut catalase*® and gut
glutathione peroxidase (EC 1.11.1.9).9°?

In fact, CP was not a potential systemic toxic substance. However, it was
topically toxic, which is certainly related to the fact that gel adhere to the oral mucosa
resulting in local high concentrations of CP.

In practice, bleaching agents may come into direct contact with gingival
epithelium and there are reports of clinical ulcerations caused by these agents,> which
may have a latent period before coming apparent.>* Fibroblasts are the predominant
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cells in healthy gingival connective tissue and they play a major role in its maintenance.
In vitro studies show toxic effects of peroxides to human fibroblasts. HP proved to cause
loss of maturation, nuclear hyperchromatism, nuclear crowding and cell death of oral
epithelial cells in vitro.>>*® Furthermore, HP is capable of altering the human oral
epithelial cell cycle and morphology.>”*® Local side effects on oral soft tissues caused by
peroxides released into the oral cavity from bleaching systems may include gum burning
or erosions of the gingival and tooth sensitivity.® % >3

In our study, macroscopic evaluation of rat palatal portions did not show any
visual alterations. Otherwise, after the histological process and analysis, we observed an
elevation in basal first cell layer thickness after 35% CP treatment for twenty five days,
which is in accordance with previous report.® An increase in epithelium thickness may be
attributed to an enlargement in cell dimension, an augmented space between them or by
an elevation in cell layer number, signs that can be related to a toxic substance. Also,
we can consider that the topic application of 35% CP caused an elevation in the
epithelium thickness which can be correlated to an elevation in CP gel. This fact is
related to occurrence of cell proliferation induction as reported in previous studies® and

this probability may be justified by and elevation in cell mitosis activity.® **
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5. Conclusion

The results of the present study indicate that CP can be toxic when tested at
elevated concentrations. In fact, we could not find systemic toxicity after exposure to
high concentration for 25 days. Although there are defensive mechanisms against
irritation caused by bleaching agents the data obtained in this study reinforce the need
for caution in the use of dental bleaching, because topically microscopic alterations were
observed.
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Fig. 1-B. Pulp TBARS levels after incubation with CP and carbopol gel (control group) in

Vitro.

a, b Different letters indicate significant difference from control.
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Fig. 2. d-ALA-D activity in liver from control (1% carbopol gel), 24% and 35% CP treated
animals.
ALA DTT: d-ALA-D activity activation by dithiothreitol.
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Fig. 3-A. Hepatic TBARS levels from animals submitted to the treatment of 24%, 35%

CP and 1% carbopol gel (control group).
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Table 1 — Palatal epithelium tissue quantifications from animals submitted to the

treatment with CP and 1% carbopol gel for 25 days (Values are expressed as means

followed by standard error variation).
* significantly different from control

Control (1%

carbopol; n=4)

24% CP (n = 4)

35% CP (n = 4)

35% CP — 15 days

after treatment (n

:4)

Epitelium thickness (mm) 83.74 (12.51) 94.48 (16.53)

Keratin thickness (mm)

15.44 (3.55) 20.44 (4.05)
Number of cell layers

12.13 (1.44) 14.28 (1.81)
Number of mast cells per
i 1.91 (0.15) 3.16 (0.44)
field
Basal cell layer thickness
(um) 8.54 (0.18) 9.29 (0.17)

81.17 (7.23)

43.51 (18,67)

12.36 (0.97)

3,99 (1.06)*

15.41 (1.09)*

146.38 (6.82)*

35.89 (6.84)

20.73 (0.88)*

3.24 (0.15)

8.91 (0.16)
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Abstract

Dental bleaching, an aesthetic modern procedure, is usually carried out with
products containing carbamide peroxide (CP) as active ingredient which when in
contact, affect metal content from amalgam restorations. The aim of the present study
was to investigate the possible toxic effects of dental amalgam metals and CP in vitro.
The parameter studied for characterization of CP and metal constituents of dental
amalgam — mercury [Hg(Il)], copper [Cu(ll)], zinc [Zn(I1)], tin [Sn(ll)] and silver [Ag(])] -
toxicity in vitro was 2-thiobarbituric acid—reactive substance (TBARS) levels in rat liver,
brain, kidney, and dental pulp. CuSO4 and SnCl;, produced a significant decrease in liver
TBARS levels when tested at concentrations of 100 and 200 uM. In brain, 100 pM
CuSO0O4 caused an increase in TBARS production. In dental pulp, 100 and 200 uM HgCl,
caused an increase in TBARS production. Carbopol gel caused a decrease in TBARS
production in all tissues. CP induced an increase in TBARS levels in brain, but did not
change TBARS levels in liver and kidney. When amalgam metals constituents and CP
dissolved in carbopol were incubated together, carbopol and 200 uM SnCl; significantly
decreased brain TBARS production. CP was found to have some pro-oxidant activity,
because provoked an elevation in TBARS production when compared to the

homogenate control levels.
Keywords: carbamide peroxide, carbopol, TBARS, dental amalgam.
Abreviations: Ag, Silver; CP, Carbamide Peroxide; Cu, Copper; Fe, Iron; Hg, Mercury;

Hg®, Elemental mercury vapor; H,O, Hydrogen Peroxide; Pd, Palladium; ROS, Reactive
Oxygen Species; Sn, Tin; TBARS, 2-thiobarbituric acid-reactive substances; Zn, zinc.
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1. Introduction

Tooth bleaching is a dental technique which has been currently used by dentists
for correcting certain tooth discolorations, and a variety of commercial preparations
containing carbamide peroxide (CP) in concentrations ranging from 3-50% are available
(Haywood and Heymann, 1991). CP is a substance which decomposes into hydrogen
peroxide (H20,), its main active ingredient, urea, ammonia and carbon dioxide (Adept,
1991).

The potential deleterious effect of CP may be mediated by H,O, formation, a toxic
specimen that can diffuse and react with vulnerable parts of the cells. It contributes to
bleaching process via formation of strongly reactive intermediary ions and oxygen,
particularly in the presence of ferric and ferrous ions (Halliwell and Gutteridge, 1984).
Clinically, H»O; is known to induce the formation of neoplasic lesions (Weitzman et al.,
1986) and short-term H,O, application can increase mitotic activity and hyperplasia
(Gargiulo et al., 1961). H,O, can also injure dental pulp (Seale et al., 1981) and its
enzymes (Bowles and Thompson, 1986). Additionally, H,O, can cause gingival
inflammation (Martin et al., 1968), severe edema of the tongue and frenulum (Dorman
and Bishop, 1970) and depress the microcirculation (Edwall et al., 1973). Studies on
systemically toxicity proved that the ingestion of large doses of commercial preparations
of teeth whiteners may be acutely toxic and even fatal to female laboratory rats (Cherry
et al., 1993).

Other studies demonstrated that CP, the main component of commercially
prepared gels, can cause tooth morphologic structural alterations in vitro (Novais and
Toledo, 2000), may penetrate through the tooth (Seale et al., 1981; Goldstein et al.,
1989), and consequently alter enamel Ca/P ratio (Rotstein et al., 1996). In line with this,
bleaching can diminish enamel hardness (Akal et al., 2001).

During nightguard bleaching treatment, some tooth whitener is released from the
stent and may be swallowed, absorved or expectorated (Haywood and Heymann, 1989)
and even when the product is applied on anterior teeth, excessive gel may inadvertently
come into contact with amalgam of posterior teeth restorations (Rotstein et al., 2000).
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Dental amalgams are inexpensive restorations that have been in use for over 150
years, and are thought to be more durable and easier to use than other types of fillings.
Amalgams consists mainly of 45-50 % mercury (Hg), 25-30 % silver (Ag), 15-30 % tin
(Sn), 2-30 % copper (Cu), but sometimes other metals such as zinc (Zn) and palladium
(Pd) are added (Phillips, 1986). Consequently, amalgams are potential sources of Hg
and a hazard for human health (Siblerud, 1990; Siblerud and Kienholz, 1994; Clarkson
et al., 2003). In vivo studies have shown that brain, blood and urinary mercury
concentrations correlate with the number of amalgam surfaces present (Fredin, 1987;
Kingman et al.,, 1998). After amalgam removal, temporary elevations in blood
concentrations were also observed (Molin et al., 1990).

Clinically, during corrosion, dental restorations release metals for short-term
(days) and long-term (months) periods which are delivered to the oral environment
(Brune, 1986; Wataha et al., 1991). In addition, external factors can influence Hg
release from amalgam restorations like bruxism (Isacsson et al., 1997), occlusal
contacts, temperature variation (Bjorkman and Lin, 1992), teeth brushing (Wahl, 2001),
laser treatment (Pioch and Mathias, 1998) and chewing gum (Sallsten et al., 1996). Of
particular importance, CP and H;O, can increase Hg and Ag levels on amalgam
surfaces (Rotstein et al., 1997) and also their release to the phosphate buffer solution
(Hummert et al., 1993; Rotstein et al., 2000; Steinberg et al., 2003).

Nowadays, literature data proposes an increase in whitening agents
concentration, so the treatment period can be reduced (Sulieman et al., 2004), but it still
usually requires multiple applications, what can represent a continuous source of
oxidative damage to organism tissues. Nevertheless, little is known about the systemic
toxic effects of these compounds, or their synergistic effect when in contact with
amalgam metal ions. Since the use of these over-the-counter products are increasing
over time, due to the availability to the consumer for use without the supervision of a
dental professional, and that they can be occasionally swallowed by the patient or may
remain in contact with restorations and tissue for hours, it becomes important to
investigate their toxicity them in animal models. In our study we used the 2-thiobarbituric
acid-reactive substances (TBARS) quantifications from pulp, liver, brain and kidney as
end points of toxicity.
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2. Materials and Methods

2.1 Chemicals

The CP prepared gels employed contained CP and carbopol 1% (vehicle). CP
was obtained from a heated mixture of H,O, (40%) and triturated urea (60%) under a
100°C water bath until CP crystals were obtained. After that, CP was mixed with 1%
carbopol gel. H,O, was obtained from Alfa Quimica (Brazil), urea and 1% carbopol gel
from Galena (S&o Paulo, Brazil). 2-Thiobarbituric acid was obtained from Sigma (St.
Louis, MO, USA). Phosphoric acid was obtained from Nuclear. Acetic acid was obtained
from Merck (Darmstadt, Germany). Trichloroacetic acid was obtained from Nuclear
(Brazil). HgCl;, CuSO,4, 2ZnCl,, SnCl, and AgNOs; where obtained from
Sigma (St. Louis, MO, USA) and Merck (Darmstadt, Germany) and were dissolved in
deionized water. Liver bovine catalase was obtained from Sigma (St. Louis, MO, USA).

2.3 Tissue preparation

Animals were anesthetized with ether and killed by decapitation. The pulps of
incisors were used. Liver, brain and kidney were quickly removed and placed on ice.
Tissues were homogeneized in 10 volumes and of 150 mM saline, containing 10 mM
Tris-HCI (pH 7.0) with 10 up-and-down strokes at approximately 1200 rev/min in a
Teflon-glass homogenizer. The homogenate was centrifuged at 800 X g using a
refrigerated centrifuge for 10 minutes to give a supernatant fraction that was used in the
enzyme and 2-thiobarbituric acid—reactive substance assays (TBARS). Metals dissolved
in deionized water and CP gel were incubated alone or together with tissues
homogenates.

2.4 TBARS reaction

Lipid peroxidation products were evaluated as TBARS, and levels were
determined according to Ohkawa et al., 1979. Briefly, the reaction mixture contained
200 m 8.1% SDS, 200 m low-speed supernatant fraction (Si1), 500 m 1.267 mol/l acetic
acid, 270 mmol/l HCI, pH 3.5, and 500 0.8% TBA. TBARS were quantified by adding S;
directly to the above reaction medium. Samples were incubated at 37°C for 120
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minutes, then 10 ni of catalase was added and after 20 min tubes were put in a water
bath at 100 °C for 60 min. Then they were centrifuged at 1000xg for 15 min at 4 °C. The
amount of TBARS produced was measured at 532 nm, using MDA to construct standard

curves.

2.5 Statistical analysis
The results are expressed as mean followed by standard error (S.E.). Data were
analyzed by one-way ANOVA, followed by Duncan test. Differences between groups

were considered to be significant when p < 0.05.
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3. Results

3.1 Effect of HgCl,, CuSQ,, ZnCl,, SnCl, and AgNOs in hepatic, cerebral, renal, and
dental pulp TBARS levels

CuSO04 and SnCl, caused a significant decrease in hepatic TBARS when tested at
100 and 200 yM compared to control (p < 0,05; Figure 1). HgCl, and ZnCl, provoked an
increase in hepatic TBARS but it was not statistically different from control. In brain,
CuSO4 (100 pM) caused a significant increase in TBARS production (p < 0,05; Figure
2). In dental pulps, HgCl, caused a significant increase in TBARS production (p < 0,05;
Figure 4).

3.2 Effect of carbopol gel and CP in liver, brain and kidney TBARS

Statistical analysis indicated that carbopol gel caused a significant decrease in
TBARS production of about 65 (liver), 30 (brain), and 40 (kidney) % when compared to
control (p <0,05; N = 4; Figure 5). In brain, CP caused a small but significant increase in
TBARS production that varied from 15-30 % (p < 0,05; Figure 6A-B). In liver and kidney,
CP did not stimulate TBARS production (p > 0,05; Figure 6A-C).

3.3 Effect of combined incubation with carbopol, CP and metal ions in hepatic,
cerebral and renal TBARS levels

Hepatic TBARS levels were increased by Zn** and simultaneous incubation with
CP did not change the Zn effect on TBARS production (p > 0,05; Figure 7A). In brain,
SnCl, caused a significant decrease in TBARS production and this effect was abolished
by simultaneous incubation with CP. Simultaneous incubation of kidney homogenates to
metals and CP did not cause any significant effect (p > 0,05; Figure 7C).
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4. Discussion

Bleaching treatment is guided by an oxidation reaction which depends on the
active agent concentration. This process commonly uses H>O., either directly or via its
generation by CP degradation (Haywood and Heymann, 1989) that enhances ROS
production in oral environment. H,O, can be potentially toxic to the cells via its
breakdown to the highly reactive hydroxyl radical, which is short-lived reactive (Ward,
1975; DeSesso, 1979), but can potentially react with cellular nucleophiles such as DNA,
causing DNA strand toxicity and rapid cell death (DeSesso, 1979; Fantel, 1996; Wells et
al.,, 1997). As shown in the well-characterized Fenton reaction (Equation 1), this
reduction requires the presence of unchelated ferrous iron:

Fe* + H" + H,0, ® Fe* + OH + H,0 [1]

In a recent in vitro study from our laboratory, we showed that CP increased dental
pulp TBARS production only when tested at high concentrations (187 mM) (Neisse et al.
submitted). As there is no prediction of pulp chamber CP concentration after bleaching
procedure, the mechanism by which the pulp may protect itself from HP is through
enzymatic breakdown of the molecule by pulp peroxidase and catalase (Bowles and
Burns, 1992; Esposito et al., 2003).

Dental set amalgam is a dynamic material, which undergoes many changes
related to the nature of the amalgam matrix and corrosive environment of the mouth
(Hanson and Pleva, 1991).

Hg, the major component of dental amalgam, is thought to generate reactive
oxygen species in vivo and in vitro (Stohs and Bagchi, 1995). Investigation about
metallic ions penetration from restorations into teeth have showed that marked Hg, Cu
and Zn effused from amalgam restorations into enamel and dentin in vitro (Séremark et
al.,, 1968). Additionally, from amalgam components, mercury can have its release
amplified by exposure to agents as CP, which in turns becomes available to the
surrounding tissues (Rotstein et al., 2000) and can penetrate into pulp (Akyuts and
Caglar, 2002). In the present study, we observed that only HgCI, stimulated dental pulp
TBARS production. A number of studies demonstrate the ability of Hg to interact with
soluble and protein bound —SH groups, and may exert toxic effect on transport system
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(Moschén et al., 2001). This interaction can produce reactive oxygen species (ROS)
such as superoxide anion, H,O,, hydroxyl-radical which can induce oxidative injury to
tissues via diverse mechanisms (e.g. lipid peroxidation, DNA damage, alterations of
calcium homeostasis) (Stohs and Bagchi, 1995). Another previous research has shown
that inorganic mercury in neuronal cell bodies result in axonal shrinkage (Pamphlett and
Png, 1998). The results of these studies have interesting implications for the practice of
dentistry since it is likely that both the A-delta and unmyelinated c-fibers found in pulp
tissue are susceptible to toxic damage from Hg (Hahn et al., 1990).

Amalgam restorations are important source of Hg in saliva, which possesses
antioxidant activity exerted by different compounds as antioxidant enzymes and
reducing compounds (Moore et al., 1994). Anyway, a study in vivo confirmed that the
release of Hg from dental amalgam in female rats decreased the salivary total
antioxidant activity, which may be associated with a lessened resistance to further
oxidative injury (Pizzichini et al., 2002). Absorption of amalgam Hg by the oral mucosa,
respiratory and gastrointestinal tract may be toxic to body tissues (Berglund, 1995). It
can cause a variety of systemic adverse effects when elemental mercury vapor (Hg°) is
released from dental amalgam and is inhaled (Vimy and Lorschneider, 1990), absorbed
by lung, gastrointestinal and oral tissues (Hahn et al., 1989), and retained mainly in the
kidney and liver (Hahn et al., 1989; 1990) and central nervous system (Nylander et al.,
1987; Weiner and Nylander, 1993), by retrograde axon transport in primary sensory
neurons (Arvidson and Arvidsson, 1990).

Hg from amalgam may cause neurological disorders (Clarkson, 1989), and has
previously been shown to be a potent inhibitor of enzymes, especially those containing
sulthydryl groups (Edstrom and Mattson, 1976). Otherwise, in an in vitro study
investigating the neurotoxicity of dental amalgam, it was demonstrated that amalgam
toxicity was not mediated by release of Hg, since 200 yM Sn caused 15% cell death. Zn
was the primary toxic substance released and there was enough Zn in the amalgam to
be responsible for the toxicity to nerve cells in culture (Lobner and Asrari, 2003). It has
been considered that different elements have different labilities and Zn is considered to
be relatively labile compared with other dental amalgam metals, which is not

proportional to its mass composition (Wataha and Lockwood, 1998). Only CuSO4
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caused a significant increase in brain TBARS production, which returned to control
values when brain homogenates were incubated with CP and carbopol. When brain
homogenates were incubated with carbopol and SnCl, there was a significant decrease
in TBARS production.

Hg causes oxidative damage to the kidney, inhibiting the antioxidant role of GSH
and forming a reactive Hg-thiol complex, which can interact with H,O, to promote the
oxidation of bio-molecules (Miller and Woods, 1993). The most common effect of
inorganic Hg is nephrotoxicity (Klassen, 1990). In our study, we did not observed an
elevation in kidney TBARS production when tissue homogenates were incubated with
metals alone or with CP.

In our study CuSO, and SnCl, caused a decrease in liver TBARS. Our data
indicated that this effect was not observed when liver homogenates were incubated with
CP in the presence of amalgam metals. A previous in vitro study also investigated the
effect of HgCl, on hepatic and renal TBARS production, but only when homogenates
were incubated with extremely high concentrations (400 uM) a significant elevation in
TBARS production was observed (Perottoni et al, 2004). When CuSO, was incubated
with brain homogenates, there was a different response of increase formation of TBARS
products. Previous studies indicate that generally, toxicities produced by the transition
metals involve hepatotoxicity, neurotoxicity, and nephrotoxicity. Specific differences in
the toxicities of metal ions may be related to differences in solubilities, absorbability,
transport, chemical reactivity, and the complexes that are formed within the organism.
These specific differences are also related to the target organ, as nature of cell
membranous composition, or specific cell membranous fraction (Stohs and Bagchi,
1995). In line with this, there is ample evidence that metal ions are required for hydroxyl
radical formation, but these ions may be bound at specific sites that are not readily
accessible to some scavengers and chelators (Halliwell and Gutteridge, 1990).

When ions are incubated with a biological system, very often the sensitization
effect of these ions occurs inside the biological entity. In order for this effect to be
expressed, it is essential to transport the metal ion or its complex into the cell. Ligands of
these metal ions may impede or facilitate the transport of these ions or their compounds
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through the cell membrane (Sturm et al., 2006). Therefore these chelates may enhance
or not the effect of amalgam metal ions.

In our study, the effects exerted by metal ions when incubated solely with tissue
homogenates were reduced when carbopol gel was incubated together. Carbopols,
which are very high molecular weight polymers of acrylic acid, have been shown to be
highly sensitive to ions (Kelly et al., 2004). Adhesion capacity of this substance to
mucosa is due to the ability of functional groups (COOH) to form hydrogen bridges to
interpenetrate the mucus layer (Tang et al.,, 2005). The pH value of the dissolution
medium determines the percentage of ionised carbopol acidic groups at the external
layers of the gel matrix (Bonacucina et al., 2004). Carbopol acidic nature when gel is
dissociated may exert a chelating function and explain the reduced effect of metal ions
when incubated together in this in vitro study.
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5. Conclusion

Results from our study indicate that CP can be toxic since it provoked a
significant increase of TBARS when incubated with brain homogenates.

From metals investigated, CuSO, caused an increase in brain TBARS levels and
HgCl, provoked an elevation in pulp TBARS what has important implication for dental
practice.

Consequently, additional care is needed when bleaching treatment is performed
in amalgam restored teeth because this treatment can be a pulp toxicity inducer since
there is a possibility of Hg pulp concentrations rising which was demonstrated to be a

pro-oxidant situation.
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Fig. 1. Hepatic TBARS levels after incubation with amalgam metals constituents (F = 12,593; p = 0,000).

* Sifnificant different from control.
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Fig. 2. Brain TBARS levels after incubation with amalgam metal constituents (F = 2,691; p = 0,020).

* Sifnificant different from control.
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Fig. 3. Kidney TBARS levels after incubation with amalgam metal constituents (F = 1,281; p = 0,281).

* Sifnificant different from control.
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Fig. 4. Pulp TBARS levels after incubation with amalgam metal constituents (F = 6,183; p = 0,000).
* Sifnificant different from control.
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Fig. 5A-C. TBARS levels in some rat tissues after incubation of homogenates and with carbopol and CP.
Liver (N = 4; F = 9,705; p = 0,002), brain (N = 4; F = 0,785; p = 0,525) and kidney (N = 4; F = 2,872; p =

0,103).

* Sifnificant different from control.
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Fig. 6A-C. TBARS levels in some rat tissues after incubation of homogenates with carbopol and CP. Liver
(N =4; F=0,057; p=0,945), brain (N = 4; F = 5,291; p = 0,014) and kidney (N = 4; F = 0,087; p = 0,917).

* Sifnificant different from control.
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Fig. 7-A. Liver TBARS levels after incubation with carbamide peroxide dissolved in carbopol gel and

dental amalgam components. (N = 3; F = 0,950; p = 0,521).
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Fig. 7-B. Brain TBARS levels after incubation with carbamide peroxide dissolved in carbopol gel and

dental amalgam components (N = 3; F = 3,684; p = 0,000).
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Fig. 7-C. Kidney TBARS levels after incubation with carbamide peroxide dissolved in carbopol gel and

dental amalgam components (N = 3; F = 1,548; p = 0,138).

* Sifnificant different from control.

PDF created with pdfFactory trial version www.pdffactory.com



http://www.pdffactory.com
http://www.pdffactory.com

82

4 CONCLUSOES

Os resultados obtidos nestre trabalho permitem concluir que:

- A administracéo oral de peréxido de carbamida 24 e 35% ou gel carbopol por 25 dias
ndo causa um aumento nos niveis de producdo de TBARS nos tecidos hepatico e

pulpar de ratos in vivo.

- A enzima d-ALA-D hepatica de ratos ndo apresenta sensibilidade aos componentes
do gel de clareamento dental (carbopol e peroxido de carbamida) nas concentracdes
utilizadas, ou aos seus produtos de degradacéo in vivo.

- A avaliacdo histologica do epitélio do palato dos ratos submetidos ao tratamento in
vivo demonstra que o peroxido de carbamida 35% causa um aumento na sua
espessura, aumento na dimenséao (altura) das células basais, e aumento do nimero de

camadas de células deste epitélio.

- O peréxido de carbamida causa um aumento nos niveis de TBARS in vitro apenas
quando incubado em concentracfes altas nos tecidos hepético e pulpar. No tecido
cerebral, o poder indutor no aumento dos niveis de TBARS é acentuado, pois
concentracfes mais baixas deste composto ja possuem efeito indutor neste parametro

de toxicidade.

- O gel carbopol causa uma diminuigcdo nos niveis de TBARS dos tecidos hepatico,
cerebral e renal quando comparado com o0s niveis produzidos pelo controle, onde

somente o tecido foi utilizado in vitro.

- O efeito dos metais que constituem o amalgama dental sobre os niveis de TBARS in
vitro nos tecidos é bastante diversificado: no tecido hepatico o CuSO,4 e o SnCl, causam
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uma diminuicdo na producdo de TBARS nas concentragbes estudadas, apesar de no

cérebro, CuSQO, causar um aumento nos niveis TBARS.

- SnCl; causa uma diminuicdo na producdo de TBARS no cérebro quando incubado

juntamente com o peréxido de carbamida in vitro.

- O tecido pulpar dental € suscetivel & acdo do HgCl, nas concentracdes estudadas,
pois esta substancia causa um aumento nos niveis de TBARS, o que salienta a atencéo
necessaria no procedimento de clareamento quando dentes restaurados com

amalgama estdo presentes na cavidade bucal.
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ANEXOS

MINISTERIO DA SAUDE = CONSELHO NACIONAL DE SALDE
COMISSAO NACIONAL DE ETICA EM PESQUISA — CONEPIMS
COMITE DE ETICA EM PESQLISA — LIESM

EXFPEDIENTE N*. 23081.0072853/2004-11

REGISTRO CEPILIFSM; 017/2004
I - Idertificaclo i
Titulo do Projeto: Efeito das diferentes concentragies do perdxida de carbamida e
dos melals do amalgama dental nos niveis de TBARS hepdtico, renal & pulpar & na
gtividade da enzima ALA-D hepédtica de ratos
Pasquisador Rasponadvel: FERNAMDA NEISSE
Instituic®o: LIFSM

Area Temdtica: BIOQUIMICATOXICOLOGIA
Data entrada CEP: 04 08 2004

Data apravacioe CEP: 1910404

Data encaminhamento CONEP (cago necessénio)

I - Objetivos:

Primdrio:

O proplailo principal deste projeto 4 avaliar o possivel efeito tdrico do perdxido de
carbamida e dos componentes do amalgama derdal ssaim coma werificar um g
poasivel agio do perdxido de carbamida ne atividade da enzima ALA-D en
diferenies tecidos de raios.

Secundarios:  1)Avaliar o dano oxidefivo dessas substdncias no tecido hepdticr
rénal & pulpar de ratos;
2} Avaliar a atividade da enzima ALA-D hepdlica;
3} Avaliar microscopicamants & acdo dessas substancias nocivas no
tecido pulpar,

Il — Sumério:

O presente projeto visa 8 acompanhar o possivel efeito Idxico do perdxido de
carbamida & dos componentes do amdlgama dental sobre os fecidos pulpar,
hapdlica & renal da ratos, assim como verificar um & posaivel agdo do perdxido de
carbamida na atividade da ALA-D hepdtics,

Amostia: amosire sara compaosta por ralos Wistar machos provensenles do Biotéria:
Central da LIFSM - nimero aproximadao de 50 animais

Critéripe da Inclusdo & Exclusda:

1} Meatodologia. adequeda — os estudos serdo tanto in vilro quanto in vive, onde
#ardo investigados 0z efeilos do perdxido de carbamida & de componentes da
amdigama sobre os tecidos hepaticos, renais e pulpares dos ratos,

Metodos Estatisticos: adequado — oe resultados obtidos serdo comparados par
andlise de varidncia da uma via se @sles mostrarem distribuicio normal, com
analise de covariancia quande for spropriado. Caso o F seja significativa (p <
0.05) sard aplicedo o leste de Duncan coma confraste

2
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Tarcoor 01 TbHKE 1
Terma de Consentimanio Livee Esclarecido; néo se aplica

Chrpamentio Delalhado:. adequado com valor lotal de R$ 2 075,00

Cronograma (Fluxograma) de Realizagdo das Alividades: adequado, com duragho
da 2 anos

Curriculo do Pasquisadaor: adequedo, tando publicagdes e formagho de pessoeal na
Arpa.

W - Parecar:

Q presenta projeto podera sar olil para se compreender os afeilos adversos oriundos
dos procedimentos de clareamenlo dentério. Dessa forma, colaborando com o
enlendimenio dos efeitos idxicos locaia e sislémicos dos maleriais empregados
nessa procedimento. Vigando com izso, @ diminuir no fuluro, os rscos para O
pacieries.

i SITUAGAD: APROVADD

Santa Maria, 17 de oulubro de 2004,

-\_-__-.- I:F
Prof OF, 'aﬂﬁaffnsﬂmapo.rf,
c@zﬁr.
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Livros Gratis

( http://www.livrosgratis.com.br )

Milhares de Livros para Download:

Baixar livros de Administracao

Baixar livros de Agronomia

Baixar livros de Arquitetura

Baixar livros de Artes

Baixar livros de Astronomia

Baixar livros de Biologia Geral

Baixar livros de Ciéncia da Computacao
Baixar livros de Ciéncia da Informacéo
Baixar livros de Ciéncia Politica

Baixar livros de Ciéncias da Saude
Baixar livros de Comunicacao

Baixar livros do Conselho Nacional de Educacdo - CNE
Baixar livros de Defesa civil

Baixar livros de Direito

Baixar livros de Direitos humanos
Baixar livros de Economia

Baixar livros de Economia Doméstica
Baixar livros de Educacao

Baixar livros de Educacdo - Transito
Baixar livros de Educacao Fisica

Baixar livros de Engenharia Aeroespacial
Baixar livros de Farmacia

Baixar livros de Filosofia

Baixar livros de Fisica

Baixar livros de Geociéncias

Baixar livros de Geografia

Baixar livros de Histdria

Baixar livros de Linguas
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Baixar livros de Literatura

Baixar livros de Literatura de Cordel
Baixar livros de Literatura Infantil
Baixar livros de Matematica

Baixar livros de Medicina

Baixar livros de Medicina Veterinaria
Baixar livros de Meio Ambiente
Baixar livros de Meteorologia
Baixar Monografias e TCC

Baixar livros Multidisciplinar

Baixar livros de Musica

Baixar livros de Psicologia

Baixar livros de Quimica

Baixar livros de Saude Coletiva
Baixar livros de Servico Social
Baixar livros de Sociologia

Baixar livros de Teologia

Baixar livros de Trabalho

Baixar livros de Turismo
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