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Resumo

Devido a pandemia o uso de desinfetantes tornou-se um ato importante do dia a dia. O
triclosano (TCS) é um dos agentes antimicrobianos usados em desinfetantes, cosméticos,
pastas de dentes e detergentes. Este composto é um disruptor endécrino querendo isto
dizer que interfere com a funcao hormonal, tendo atividade estrogénica e androgénica.
Estudos recentes demonstram que estes compostos podem ser responsaveis pelo
desenvolvimento de varias patologias, nomeadamente a nivel reprodutor, endécrino,
neuroldgico e cardiovascular. Contudo, até a data os efeitos a nivel vascular humano do

TCS ainda nio foram estabelecidos.

Tendo isto em conta, o objetivo deste trabalho consistiu no estudo do efeito do TCS no
tonus arterial e na analise dos possiveis mecanismos envolvidos. Para atingir este
objetivo foram delineados os seguintes objetivos especificos: 1) Analise do efeito direto
do TCS na artéria umbilical humana sem endotélio; 2) Analise do efeito da exposicao de
TCS na contratilidade vascular; 3) Analise dos possiveis mecanismos envolvidos no efeito
genémico do TCS na artéria umbilical humana, principalmente o envolvimento dos

nucleétidos ciclicos e dos canais de céalcio.

Os resultados demonstraram que o TCS exerce um efeito contratil arterial rapido (nao
gendmico). O mecanismo de a¢do do TCS pode estar envolvido com a diminuicao da
sintese de 6xido nitrico. Para além disso, neste mecanismo nao envolve a ativacao dos

canais de calcio do tipo L.

Em suma, o TCS parece prejudicar o sistema cardiovascular. Contudo, os efeitos a nivel
genOmico permanecem por esclarecer. Assim, estudos adicionais s3o necessarios para

compreender melhor o mecanismo de acao do TCS a nivel vascular.

Palavras-chave

Disruptor endocrino; Triclosano; Cardiovascular; Artéria umbilical Humana;
Contracao






Abstract

Due to the pandemic the use of disinfectants has become an important part of everyday
life. Triclosan (TCS) is one of the antimicrobial agents used in disinfectants, cosmetics,
toothpastes and detergents. This compound is an endocrine disruptor, meaning that it
interferes with hormone function, having oestrogenic and androgenic activity. Recent
studies show that these compounds may be responsible for the development of various
pathologies, including reproductive, endocrine, neurological and cardiovascular.
However, to date, the effects at the human vascular level of TCS have not been
established.

With this in mind, the aim of this work was to study the effect of TCS on arterial tone and
to analyse the possible mechanisms involved. To achieve this aim, the following specific
objectives were outlined: 1) Analysis of the direct effect of TCS on human umbilical artery
without endothelium; 2) Analysis of the effect of TCS exposure on vascular contractility;
3) Analysis of the possible mechanisms involved in the genomic effect of TCS on human

umbilical artery, mainly the involvement of cyclic nucleotides and calcium channels.

The results demonstrated that TCS exerts a rapid (non-genomic) arterial contractile
effect. The mechanism of action of TCS may be involved with the decrease of nitric oxide
synthesis. Furthermore, this mechanism does not involve the activation of L-type

calcium channels.

In short, TCS seems to impair the cardiovascular system. However, the effects at the
genomic level remain unclear. Thus, additional studies are needed to better understand

the mechanism of action of TCS at the vascular level.
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Capitulo 1

Introducao

1.1- Disruptores endécrinos

Um disruptor endocrino (ED) é um quimico sintético ou natural que pode alterar véarios
aspetos da sinalizacdo endocrina ao imitar ou inibir as agdes das hormonas endbgenas
[1,2]. Pode alterar uma ou mais vias de sinalizacdo hormonal, o que pode levar a efeitos
negativos na reproducdo, crescimento, sobrevivéncia, alteracdes comportamentais,
inducdo de obesidade que podem ser transmitidos epigeneticamente para as préximas
geracoes [3]. Alguns dos EDs mais conhecidos incluem bifenis policlorados, dioxinas,

alquifenois, ftalatos e bisfenol A [2].

A exposicao a estes compostos pode ser por via oral através do consumo de comida ou
agua, via dérmica, via respiratoria, via intravenosa ou transferéncia biologica através da

placenta e leite materno [4].

O entendimento dos mecanismos de acdo destes quimicos tem crescido
exponencialmente. Primeiramente pensava se que s6 exerciam acOes diretamente para
com os recetores nucleares de hormonas como os recetores de estrogénios, recetores de
androgénios, recetores de progesterona, recetores da tiroide e recetores retinoicos, entre
outros. Contudo, atualmente ji se sabe que eles também podem alterar as vias nao
genOmicas. Assim, os EDs podem atuar por uma grande variedade de mecanismos para
alterar as vias de sinalizacdo hormonal que tanto podem estimular como inibir essas vias
(Figura 1), podendo: imitar total ou parcialmente as hormonas endogenas (estrogénios,
androgénios, hormonas da tiroide) levando a uma ultra estimulacdo; atuar como
antagonistas (anti-estrogénios e anti-androgénios) ligando-se aos recetores das
hormonas endogenas; interferir ou bloquear as hormonas endogenas ou os recetores

destas [4].
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Figura 1: Mecanismos de disrup¢ao endocrina

1.2- Triclosano

O Triclosano (TCS), 5-cloro-2-(2,4-diclorofenoxi) fenol, € um disruptor endécrino, que é
comercialmente conhecido como Irgasan DP 300. Sendo um disruptor endoécrino tem a
capacidade de desregular a fun¢ao endocrina [5], que devido a sua estrutura molecular
pode ter efeitos similares a outros disruptores endocrinos, tais como bifenis policlorados,
éteres difenilicos polibromados, bisfenol A ( BPA) e dioxinas [6]. Especificamente, ja foi
reportado pela agéncia europeia de quimicos que o TCS tem efeitos adversos a nivel dos

recetores de estrogénios e androgénios, da tiroide e alguns efeitos a nivel cardiovascular

[7].

O TCS tem sido amplamente usado em produtos de consumo diario desde 1968,
nomeadamente como constituinte de produtos de higiene pessoal (saboes, pastas
dentifricas, elixires bocais e produtos cosméticos), plasticos e téxteis (roupa
antibacteriana) [8-11], tendo também sido implementado como revestimento de suturas
[12]. As concentracoes de TCS admitidas pela Unido Europeia sdo 0,1-0,3% (m/m) nos
produtos de uso pessoal [13], estando de acordo com a concentracao méaxima admitida
pelo Infarmed, 0,3% (m/m) [14]. No entanto, a Food and Drug Administration (FDA)

considera o maximo admitido como 0% (m/m) desde 2019 [15].



1.2.1- Propriedades fisico-quimicas

O TCS é um po6 branco cristalino, sem cheiro e sem sabor, com um peso molecular de
289,5 g/mol. E usado maioritariamente para aplicaces orais [6,16]. Estruturalmente é
uma molécula com grupos funcionais fenol éter (Figura 2), € lipofilico (logkew = 4,8)
sugerindo que este se acumula no tecido adiposo [17]. E um composto fenoxi-fenol
clorado com um pka de 8,1. Nao é hidrolisado facilmente, no entanto o pH, a presenca
de metais e matéria organica dissolvidos podem afetar a fotossensibilidade do triclosano
[6].

_cl

Cl

Figura 2: Formula estrutural do triclosano

E praticamente insoltvel em 4gua, no entanto, é bastante solivel na maioria dos
solventes organicos nao polares, como por exemplo acetona, etanol a 70% ou 95%,

isopropanol, entre outros (Tabela 1 [18]).

Tabela 1: Tabela da solubilidade do triclosano em diversos solventes

Solvente Solubilidade a 25°C (g Triclosano/ 100g
solvente)
Agua destilada (20°C) 0,001
Acetona >100
Etanol 70% ou 95% >100
Isopropanol >100
Propileno glicol >100
Tween 20 >100




O TCS é um agente antimicrobiano de longo espetro em que a sua atividade depende da
sua concentracao, isto é, a altas concentracoes é bactericida e a baixas concentragoes é
bacteriostatico. Tem um tempo de vida de aproximadamente 11 dias a superficie da 4gua

e é degradado em solo aerébio com um tempo de meia vida de 18 dias [19].

1.2.2- Metabolismo

O TCS pode ser absorvido pela membrana mucosa da cavidade oral, por exposicao
dérmica ou através do trato gastrointestinal. E rapidamente absorvido pela pele devido
as suas propriedades lipofilicas, sendo esta a principal via de absorcao, pois a maior parte
dos produtos que contém TCS sao para aplicacao dérmica [20]. Lin et al. notaram que o
TCS também pode ser absorvido oralmente, o que leva a detecao de metabolitos no
plasma e provoca também a absorcdo via trato gastrointestinal [21]. Em humanos ja
foram detetadas concentragoes de milimolar. Assim, e tendo em consideracao as
quantidades de TCS encontradas nos produtos de consumo humano, todas as vias de
exposicao sao importantes para a exposicao final [22]. Num estudo apresentado em 1992
[23], quando 1,6 mg de triclosano sao aplicados diretamente na pele de ratos, este é
rapidamente absorvido e o pico da concentragdo ocorre entre as 12 e 18 horas seguintes
a exposicao. Além desse estudo, Moss, Howes and Williams demonstraram que o
triclosano penetra mais rapidamente pela pele dos ratos do que pela pele humana e que
apos 24 horas, s6 cerca de 12% da dose se encontrava na pele humana e cerca de 26% na

pele de ratos [24].

No que concerne a distribuicdo desta substancia, os estudos atualmente disponiveis
dizem apenas respeito aos roedores. Kanetoshi e colaboradores foram os primeiros a
demonstrar a metabolizacdo desta substancia a nivel da bilis e do figado. Os autores
demonstraram que nas 24h seguintes a administracao de TCS, os maiores niveis estavam
presentes na bilis com 33,6 ug TCS/g de tecido, seguido do figado que continha cerca de
3,0 ug TCS/g de tecido. As concentracoes nestes dois tecidos mantiveram-se elevadas

durante as 24h seguintes a administracao aquando comparados com os restantes tecidos

[23].

Noutro estudo realizado em ratos, este composto foi detetado nos 15 tecidos analisados
12h apods aplicacdo cutdnea, em que a vesicula biliar e a bexiga continham as
concentracoes mais elevadas enquanto os testiculos, timo e cérebro apresentavam as
concentracoes mais baixas [25]. No mesmo sentido, Geens et al. extrairam tecido adiposo,
tecido cerebral e figado de 8 homens e 3 mulheres, através de autopsia, com idades

compreendidas entre os 9 e 64 anos e administraram uma pequena dose de TCS. Estes



autores concluiram que o figado e o tecido adiposo retinham melhor o TCS administrado

que o tecido cerebral [26].

No referente ao metabolismo do TCS, este pode ser metabolizado por 3 vias: citocromo
P450 (P450), UDP-glucuroniltransferase (UGT) e sulfotransferase (SULT) (Figura 3).

Estas duas tltimas fazem parte do metabolismo de xenobioéticos de fase II [27,28].

O principal metabolito da hidroxilagdo do TCS é o triclosano monohidroxilado. Este, por
sua vez, pode sofrer clivagem dando origem a 2,4-diclorofenol e 4-clorocatecol. Pode
ainda ser formado um quarto metabolito a partir da hidroxilagdo do 2,4 diclorofenol

formando assim o 3,5-diclorocatecol [29].
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Figura 3: Metabolismo do triclosano e respetivos metabolitos

O facto de existirem duas vias de metabolismo de fase II nao é influenciado pela via de
administracdo, no entanto, a razao entre a transformacao do TCS pelas duas vias ja é

influenciada pela espécie [17,30].

A glucuronidacao e sulfatacao do TCS provocam a adicao de 4cido glucurdnico e sulfato,
respetivamente, ao grupo hidroxilo, destruindo assim a natureza translocadora de

protoes e adicionando um grupo carregado/polar ao TCS [11].

O figado é a maior fonte de metabolismo de TCS, no entanto este também ocorre em

niveis minimos na pele. A pele metaboliza primeiramente pela via SULTSs e, apos 24



horas da administracdo encontram-se ambos metabolitos de fase II. Apesar de ser

metabolizado, a forma nao metabolizada do TCS continua a ser a forma predominante

[24].

No figado, exposicoes de 1-5 uM de TCS por 30 min levaram a uma producao igual de
TCS-sulfato e TCS-glucuronil, em exposicoes superiores a 20 uM predominou a

glucuronidagio enquanto doses inferiores a 1 UM levaram a sulfatacgao [31].

Num estudo realizado em 2014, 46 voluntarios, (26 homens e 20 mulheres) com idades
entre os 4 e 80 anos, foram testados e foi detetada tanto a presenca de TCS-sulfato como

TCS-glucuronil. O metabolito principal foi identificado como TCS-glucuronil [32].

No referente a eliminacdo do TCS, a principal via é a urina (57 a 87% da dose
administrada) e a eliminacao através das fezes é a via secundaria (5 a 33% da dose
administrada). Este composto é excretado principalmente nas formas metabolizadas:
TCS-glucuronil e TCS-sulfato. Assim, durante os primeiros 4 dias ap6s a exposicao, entre

24 e 83% do TCS consumido é excretado, atingindo niveis de excre¢ao basais apos 8 dias

[11,30,33].

O triclosano ja foi detetado em véarias matrizes bioldgicas, como urina, sangue, soro e
leite materno (Tabela 2). Por esta razao tém sido realizados alguns estudos de forma a
determinar se a presenca do TCS pode afetar o feto, atravessando a barreira placentaria,
ou mesmo induzir efeitos adversos nas geragoes futuras, como ja foi observado para

outros disruptores endocrinos [34-36].

Tabela 2: Concentracoes de triclosano presentes nos fluidos biol6gicos

Fluido Concentracao Pais Referéncias
(nM)
Soro 4,1-41,4 Espanha [37]
Plasma 0,0035-1200 Austrélia, Suécia [20,38]
Urina 8,3-13090 EUA [38,39]
0,56+1,8 (ndo India [40]
obeso)
0,16+0,27 (obeso)
1,1-7,3 Espanha [37]
0,51+0,53 EUA [41]
Leite materno 0,86-7,3 Espanha [37]
0,062-252 EUA, Austrélia, Suécia [38,42]

1.2.3- Efeitos do Triclosano em animais
O TCS pode afetar os animais a varios niveis, nomeadamente em peixes pela inducao de
apoptose em concentracoes entre 0,16-0,25 mg/L. ao aumentar os niveis de Bcl-2

diminuindo os niveis de Bax, como reportado por Liu et al. [43]. Também em peixes foi



reportada a capacidade do TCS para diminuir os niveis de testosterona, [44] 0 que nao se
verificou em ratos [45]. O efeito mais comummente observado em ratos foi a diminuicao
da concentracdo das hormonas sexuais: estradiol (E2), hormona luteinizante (LH) e
hormona foliculo-estimulante (FSH), e o aumento do namero de abortos espontaneos
maioritariamente relacionados com a alteracdo dos niveis de sulfotransferase de

estrogénios [46-52].

Este composto pode também causar relaxamento das artérias aorta e mesentérica de rato
previamente contraidas com fenileferina [53] causando diminui¢des no output cardiaco,
no entanto, estes mostraram-se reversiveis apds 24h [54]. Em relacao ao peixe-zebra, o
TCS reduz o ritmo cardiaco e a morfologia do coracdo, sendo também observadas
alteracOes nos niveis de superoxido dismutase e lipoproteina de alta densidade (LDH) o
que sugere a ocorréncia de miocardite [55], dados que tinham sido previamente
observados por Saley et al. [56]. Para além disso a exposicao ao TCS aumenta a expressao
de miR-181a-5p levando a diminui¢ao dos vasos sanguineos e das células sanguineas em

peixe-zebra [57].

Como a estrutura do TCS é similar a hormona da tiroide também é esperado que este
interfira com a tiroide. Num estudo realizado em ratos, os niveis de tiroxina diminuiram
apoOs ingestao de 100, 300 e 1000 mg/kg/dia de TCS [58], resultados que foram
verificados por outros autores, mas com concentracoes inferiores [8]. Foi também
observado que concentracoes de 200 mg/kg provocavam pequenas alteracoes a nivel da
histologia da tiroide [59] e que a ingestdo de TCS a 50 mg/kg provocou sintomas de

hipotiroidismo também em ratos [60].

Em suma, o TCS parece estar associado a diminui¢ao dos niveis de hormonas sexuais e
aumento dos abortos espontaneos. Diminui o output cardiaco, leva a diminuicao dos
vasos sanguineos e das células sanguineas em peixe-zebra, também diminui os niveis de
tiroxina, altera a histologia da tiroide e provoca sintomas de hipotiroidismo em ratos.

Assim, o sistema reprodutor parece ser o mais afetado pela exposicao ao TCS.

1.2.4- Efeitos do Triclosano na satide humana

Em humanos foi possivel verificar menores niveis de sulfotransferase de estrogénios
quando detetadas altas concentragoes de TCS, que correspondiam também a existéncia
de abortos espontaneos [61]. Noutro estudo, a exposicio ao TCS também levou a
ocorréncia de aborto espontaneo e a inibicdo de 113-HSD2 da placenta [62]. Sabe-se
também que o TCS influencia a mobilidade dos espermatozoides [63] e afeta a contagem

de foliculos antrais [64].



Estudos in vitro mostraram que as concentragoes de TCS superiores a 50 M afetaram a
viabilidade de células endoteliais das veias do cordao umbilical, [65], e que em células
estaminais embrionérias humanas uma exposi¢ao de 1 uM de TCS inibiu a diferenciacao

destas em cardiomidcitos [66].

Num estudo onde foi analisada a associa¢ao entre a concentracao de 0,3% de triclosano
em pastas de dentes e eventos cardiovasculares, foi observado que este composto nao
tem influéncia em pacientes com doencas cardiovasculares, a nao ser uma diminuicao do
tempo decorrido até ao primeiro evento cardiovascular adverso grave [67]. Noutro estudo
realizado pela mesma equipa concluiu-se que esta concentracao de TCS nas pastas de
dentes nao tem uma influéncia significativa nos biomarcadores inflamatérios de doencas

cardiovasculares [68].

Apesar de existirem alguns estudos que relacionam as concentracgdes urinarias de TCS
com os seus efeitos a nivel das hormonas da tiroide, estes sao inconclusivos [69], uma vez
que nao observaram qualquer efeito [70]. Por outro lado, Berger et al. concluiram que
existia uma relacao inversa entre a concentracao urinaria de TCS e os niveis séricos de

tiroxina total [71].

Em suma, o TCS parece afetar a mobilidade dos espermatoizoide e os foliculos antrais,
para além disso esta associado a abortos espontaneos. A influencia cardiovascular s6 foi
observada em estudos in vitro com a inibi¢do da diferenciagdo celular. No entanto, os
seus efeitos na tiroide nao estdo propriamente definidos porque apesar da concentracao
de TCS estar relacionada com diferencas nas concentracoes das hormonas tiroideias os

estudos sao inconclusivos.

1.3- Cordao Umbilical Humano (HUC)

1.3.1- Caracteristicas morfologicas

O cordao desenvolve-se a partir da vesicula vitelina e do alant6ide. No inicio da gravidez,
aproximadamente no dia 18, uma extensao da vesicula vitelina desenvolve-se numa haste
de conexao, o alant6ide transitério. Entre o dia 28 e 40 a cavidade amniética expande-
se, comprimindo o alantbide e a vesicula vitelina num cordao, criando assim o cordao
umbilical [72]. O cordao vai aumentando o seu tamanho durante o primeiro més é
acompanhado por enrolamento, o seu comprimento médio é de 55 cm, podendo chegar
aos 88 cm. E composto por duas artérias alantoides e duas veias alantoides, que se ligam
aplacenta durante a terceira semana, posteriormente durante o segundo més de gravidez
uma das veias alantoides sofre atrofia. Os vasos sanguineos sao necessarios para a

comunicacdo entre o feto em crescimento e a placenta. As duas artérias transportam
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sangue pobre em oxigénio do feto para a placenta enquanto que, as veias devolvem

sangue rico em nutrientes e oxigénio para o sistema circulatoério do feto [73].

Durante o segundo més de gravidez, a geleia de Wharton’s é desenvolvida. E constituida
por acido hialurénico, hidratos de carbono com grupos glicosil e manosil e previne a

compressao e tor¢ao dos vasos constituintes do cordao umbilical [72].

Algumas das anomalias do corddo umbilical incluem corddes demasiado longos ou
curtos, hiper ou hipoenrolamento, quistos, artéria umbilical singular, raramente um
corddo ausente, tromboses nas artérias e veia, aneurisma da artéria, hematomas e

tumores [72].

Geleia de Wharton Veia umbilical

Artérias umbilicais

Geleia de Wharton

Veia umbilical

Artérias umbilicais

Figura 4: Esquema morfolégico do cordao umbilical humano

1.3.2- Artéria umbilical humana (HUA)

A artéria umbilical humana (HUA) é uma artéria de calibre médio [35] que ndo contém
inervacao auténoma, devido a isso a HUA é regulada por mediadores locais como por
exemplo prostaglandinas e serotonina (5-HT) ou alguns ides como potassio (K+) e calcio
(Caz+) [74-76]. As artérias umbilicais sao compostas por trés camadas facilmente
distinguiveis: a camada mais externa contém células musculares com um ntcleo longo
dispostas circularmente; a camada média é constituida por VSMCs distribuidas em duas
camadas a mais externa é menos definida que a interna e apresenta uma disposicao
circular enquanto a mais interna tem uma aparéncia mais enrugada; e a camada interna
contém células com ntucleo obliquo o que obriga as células a apresentarem uma
disposicao em forma de hélice [35,77]. Todos os vasos sanguineos, exceto os capilares,
sao compostos por uma estrutura de trés camadas compostas pela tnica intima, tinica

média e tnica adventicia [78].



A thnica intima, que é a camada mais interna, é composta por uma camada tnica de
células endoteliais e uma camada fina de tecido conjuntivo. A tinica media é
maioritariamente composta por células musculares lisas vasculares (VSMC) e produz a
forca mecanica e contratil dos vasos sanguineos, as células estao dispostas circularmente
em forma de fuso rodeadas por uma matriz de colagénio e elastina. A camada mais

externa, a tiinica adventicia, ¢ uma banda de tecido conjuntivo que fixa o vaso sanguineo

[79].

1.3.3- Células musculares lisas vasculares (VSMC)

As células musculares lisas vasculares podem ser isoladas a partir das artérias,
nomeadamente da umbilical, sendo estas responsaveis pelos mecanismos de contracao
e relaxamento das artérias [79]. Desta forma sdo responsaveis pelo tonus vascular
respondendo a varios estimulos hormonais e hemodinamicos [35]. A contracio e o
relaxamento das VSMC dependem das substancias vasoativas ou de fatores produzidos
localmente pelas células endoteliais ou pelas células da geleia de Wharton [73]. O balanco
entre os vasodilatadores e vasoconstritores determinam o toénus vascular, e a alteracao
deste balanco pode levar a um aumento de consequéncias pato-fisiologicas [79]. As
VSMC contém um grande niimero de filamentos de actina finos e um niimero menor de
filamentos de miosina grossos que produzem contragdes constantes e de baixa forca

relativamente ao musculo-esquelético.

1.3.4- Mecanismo de contracao vascular

A contracao das VSMCs acontece quando a concentracao intracelular de Ca2* aumenta e
os vasoconstritores exercem as suas influéncias ao aumentar o Ca2* e ou alterar a
sensibilidade dos mecanismos de contratilidade ao Ca2* intracelular [79]. Aumentos na
concentracao de Ca2* intracelular ativam as cinases da cadeia de miosina, fosforilando as
cadeias, o que faz com que a miosina interaja com a actina iniciando assim a contracao
do musculo liso [79]. O aumento da concentracao de Ca2* citosélico livre pode ser
originado por um aumento rapido e transiente devido a libertacao de Ca2* do reticulo
sarcoplasmatico ou por um influxo de Ca2* por canais de Ca2*, o que leva a ativacao da
cinase da cadeia de miosina e a contracao devido a interacao entre os filamentos de actina

e miosina.

A serotonina induz contracées nas VSMC através do influxo de calcio do meio
extracelular a partir de canais de calcio dependentes de recetores e da libertacao de calcio

de reservas intracelulares, enquanto que as contracoes devidas ao cloreto de potassio
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(KCl) sao maioritariamente devidas ao influxo de calcio por canais de calcio dependentes

da voltagem ligados a despolarizacdo da membrana [74].

Diferentes tipos de canais de Ca2* estdo envolvidos no controlo da contracao das VSMC,
como os canais tipo L e tipo T. Os canais tipo T estdo maioritariamente envolvidos na
proliferacao celular, no entanto nao existe muita informacao que ligue estes canais a
contractilidade das VSMC. Por outro lado, os canais tipo L sdo dominantes no que diz
respeito a contractilidade das VSMC pois estao reportados como a via principal de

entrada de Ca2* [75,80].

As endotelinas (ET) sao uma familia de péptidos com 21 aminoacidos produzidas pelas
células endoteliais e atuam no musculo liso vascular provocando vasoconstri¢cdo. Nos
humanos foram identificados 3 recetores para as endotelinas ETa e ETp2 responsaveis
pela vasoconstricao e ETP1 que leva a vasodilatacao pela libertacao de 6xido nitrico. A
vasoconstricdo pela endotelina-1 estd associada a um aumento na concentragao
intracelular de Ca2+. A ligacao da endotelina-1 ao seu recetor ativa a fosfolipase C
levando a producao de dois segundos mensageiros, o inositol trifosfato (IP3) e o
diacilglicerol (DAG). O aumento de Ca2* intracelular é promovido pela libertaciao das
reservas de Ca2* intracelular que sao promovidas pelo IP3 e pelo influxo de Ca2+ através
dos canais de Ca2* dependentes da voltagem presentes na membrana. Apesar da
endotelina-1 ser um potente vasoconstritor, esta também promove a libertacao de outros

fatores contrateis dependentes de endotélio [79].

A prostaglandina H2 e o tromboxano A2 tém a capacidade de se difundir nas VSMC
estimulando os recetores endoperoxido/tromboxano aumentando a concentragdo de
Caz2+ citosolico, provocando contracao. No entanto a sua importancia a nivel fisiologico

continua incerta [79].

A angiotensina II é outro vasoconstritor que atua pelo recetor AT1, o recetor AT2 esta
relacionado com a observacdo de problemas patoldgicos como enfarte do miocardio e

lesoes na pele [79].

1.3.5- Mecanismo de relaxamento vascular

Os mecanismos de relaxamento das VSMC podem ser mediados pela ativacdo da
fosfatase da cadeia leve de miosina, que tem o efeito oposto da cinase da mesma. Os
nucledtidos ciclicos monofosfato de adenosina ciclico (cAMP) e monofosfato de
guanosina ciclico (cGMP) atuam como segundos mensageiros, sendo as principais vias

envolvidas na regulacao da vasodilatacao [75].
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Vérias substancias sdo conhecidas por induzir relaxamento dependente de endotélio
resultando na libertacado de fatores de relaxacdo dependentes de endotélio (EDRF), que
se pensa ser 0xido nitrico (NO) [76]. O NO ¢é sintetizado pela 6xido nitrico sintase (NOS)
que pode ser dependente de Ca2* e calmodulina (cNOS), e independente (iNOS). A cNOS
s6 se liga a calmodulina quando os niveis de Ca2+ intracelular sao elevados, enquanto
que a iNOS est4 fortemente ligada a calmodulina a niveis normais de Ca2+ intracelular
(35-70 nM) [79]. NO tem um papel importante na regulacao do tonus vascular, do tonus
do musculo cardiaco, na inibicdo da agregacao das plaquetas e também é um mediador
de resposta imunoldgica. As acoes biologicas do NO podem ser atribuidas a estimulacao
da guanilil ciclase solavel e a subsequente produc@o de monofosfato de guanosina (GMP)
ciclico e a ativagao da cinase G, que se pensa ser o principal mecanismo responsavel pelo
relaxamento através do NO [81]. Estudos prévios comprovam que o relaxamento, em
algumas células endoteliais, é acompanhado por uma despolarizacdo da membrana.
Essas células libertam um fator que provoca a hiperpolarizagdo da membrana, o fator

hiperpolarizante derivado do endotélio (EDHF) [82].

A vasodilatacao dependente de endotélio provocado pelas plaquetas resulta da resposta
de células endoteliais a adenina 5’-difosfato (ADP), adenina 5’-trifosfato (ATP) e

serotonina.

A prostaciclina também chamada de prostaglandina I2 (PGI2) é produzida
principalmente nas células endoteliais vasculares e na tnica intima, com uma
diminuicao da produgao no sentido da tinica adventicia [79]. A PGI2 exerce o seu efeito
vasodilatador ao estimular o recetor IP de superficie da proteina G, que por sua vez ativa
a adenilil ciclase aumentando os niveis intracelulares de cAMP. Com este aumento a
proteina cinase A diminui a atividade da cinase da cadeia leve de miosina, inibido assim

a contracao [79].

Outro mecanismo de relaxamento é provocado pela pressao que a corrente sanguinea
exerce nos vasos, isto é, em artérias de maior calibre quando o fluxo sanguineo aumenta
existe uma dilatacdo provocada por esse fluxo, atualmente o fendémeno é estabelecido
como dependente de endotélio e pode contribuir para a libertacdo de fatores de

relaxamento dependentes de endotélio (EDRF) [82].
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Capitulo 2

Objetivos

Em animais os efeitos do TCS parecem estar associados a efeitos a nivel reprodutor,
tiroideo e cardiovascular. Estudos anteriores demonstraram que este composto é um
disruptor endocrino, e que pode estar associado a problemas ou ao desenvolvimento de
patologias cardiovasculares. No entanto, em humanos, o nimero de estudos realizados
€ muito escasso, sendo que os efeitos a nivel cardiovascular sdo completamente
desconhecidos. Assim o objetivo principal deste trabalho é verificar quais os efeitos que
o triclosano podera ter a nivel cardiovascular, recorrendo as artérias do cordao umbilical

sem patologia associada.
De forma a atingir o objetivo central foram definidos objetivos especificos:

1. Analise do efeito direto do TCS na HUA sem endotélio
2. Analise do efeito da exposicao de TCS na contratilidade vascular

3. Analise dos possiveis mecanismos envolvidos no efeito gendémico do TCS na HUA
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Capitulo 3

Materiais e Metodologias

3.1- Recolha de cordoes umbilicais humanos (HUC)

Todos os procedimentos realizados com os corddes umbilicais foram aprovados pelo
Comité de ética do "Centro Hospitalar Universitario Cova da Beira E.P.E." (Covilha,
Portugal) e estdo em conformidade com os principios da Declaracao de Helsinquia. As
fracoes de cordao utilizadas para o estudo foram recolhidas no bloco de Obstetricia e
Ginecologia, obtidas de partos que ocorreram entre as 37 e as 42 semanas de gestacao
por via vaginal, com o consentimento informado das maes dadoras. As amostras de
cordao foram colocadas numa solucao salina fisiologica estéril (PSS) e mantidas por 4-
24h, A temperatura de 4°C. A soluciio de PSS foram adicionados antibiéticos (penicilina
(5 U/ml), estreptomicina (5 pug/ml) e anfotericina B (12.5 ng/ml)), e antiproteases
(leupeptina 0.45 mg/1, benzamidina 26 mg/1, e inibidor de tripsina 10 mg/1), de forma a

evitar possiveis contaminacoes e degradacao tecidual, respetivamente.

3.2- Estudos de contractilidade arterial a partir da técnica

de banho de 6rgaos

Comecou-se por isolar as artérias do cordao umbilical de forma a efetuar os estudos de
contratilidade arterial sem endotélio. Para iniciar o isolamento da HUA, o cordao
umbilical foi colocado numa caixa de Petri, com PSS, e de seguida removeu-se
cuidadosamente a geleia de Wharton. As artérias isoladas foram colocadas em 10 mL de
PSS a temperatura de 0-4°C. Passadas 3-12 horas o endotélio foi removido de forma
mecanica pela friccdo com uma linha de algodao introduzida através do limen arterial,
e as artérias sem endotélio foram colocadas num falcon com 10 mL de DMEM, até a

realizacao dos estudos.

As artérias isoladas anteriormente foram cortadas em pedacos retangulares com
aproximadamente 3-5 mm (anéis). Seguidamente, os anéis das HUA foram colocados no
banho de 6rgaos contendo solugao de bicarbonato de Krebs a uma temperatura de 37°C,
onde permaneceram em contacto com gas carbogénio (95% 02 e 5% CO2) de uma forma
continua. Os anéis foram suspensos entre dois ganchos paralelos de aco inoxidavel. A
medicao da tensdo isométrica foi feita utilizando transdutores de for¢a (TRI201, Panlab

SA, Espanha), um amplificador (ML118/D Quad Bridge, ADInstrumentos) e uma
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interface PowerLab/4SP (ML750, ADInstruments) ligada a um sistema computorizado
com o programa “PowerLab Chart5”. Inicialmente e apds a montagem dos anéis no
banho de oOrgaos, estes foram submetidos a uma tensao basal entre 1,5-2,0g, e
equilibrados durante 45 min (periodo de estabilizacdao). Durante esse periodo, a solugao
fisiologica no banho foi trocada ao fim de cada 15 min, correspondendo aos tempos de

lavagem.

Primeiramente os anéis da HUA foram contraidos com serotonina (5-HT, 1 uM) ou
cloreto de potassio (KCl, 60 mM) e, ap6s estabilizagdo da resposta contractil induzida
pelo agente contractil, o efeito vascular do triclosano (TCS: 0,01-10 uM) foi avaliado. As
diferentes concentracbes de TCS foram adicionadas de forma crescente, como
demonstrado na figura 5, apds a estabilizacdo do efeito do agente contratil. Foram
realizados controlos com etanol (o veiculo usado para dissolver o TCS) nas mesmas

condicdes acima referidas.

| Isolamento das artérias }_vl Remocido do endotélio }*» Insergo das a‘rteflas no
banho de orgaos

Contragio com 5-HT 1pM }—L.{

Artérias nao

+TCS 0.01pM ‘ + TCS 1uM | + TCS 5uM ‘ Lavagem
incubadas

| L +TCS 10pM |

+TCS 0.1uM | L +TCS 3uM

Contragiio com KCl 6o0mM

’——{ +NIF 0.(uM || +NIF 1pM |— +NIF 10pM |

Contragao com 5-HT 1uM ‘

L ‘sNPoauM ] +sNP M [/ +SNP 104M || +SNP 100M ———

Lavagem

+NIF o.1uM +NIF 1pM +NIF 10uM

Contracdo com KCl 6omM
+SNP 0.1pM +SNP 1pM +SNP 10pM +SNP 100pM

Figura 5: Esquema da realizagdo do banho de érgaos

Para a realizacdo do efeito genémico do TCS, ap6s a remoc¢do do endotélio, as artérias
foram incubadas por 24 horas a concentracdes de TCS 10 e 1000 uM. Os anéis de HUA
foram contraidos utilizando dois agentes contrateis: serotonina (5-HT; 1uM) ou cloreto
de potassio (KCl; 6omM). De seguida foram adicionadas de forma crescente
concentracoes de nifedipina (0,1; 1; 10 uM) e nitroprussiato de so6dio (0,1; 1; 10; 100 uM)
a artérias diferentes, como demonstrado na figura 5. Todo o procedimento
anteriormente descrito foi realizado na auséncia de luz, uma vez que a nifedipina e o

nitroprussiato de sédio sao agentes foto degradaveis.
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3.3- Solucoes

Tabela 3: Solucoes utilizadas e respetiva composi¢ao

Solucgao Composicao
Solucao salina fisiolégica estéril (PSS) ou NaCl 11o0mM; CaCl, 0,16 mM; KCI smM;
solucdo salina fisioldgica estéril diluida MgCl. 2mM; Hepes 1tomM; NaHCO; 10mM;

KH,PO, 0,5 mM; NaH,PO, 0,5 mM; Glicose
10 mM e EDTA 0,5 mM (pH=7,4)

Krebs Basico Concentrado KCl 5,0 mM; EDTA 0,03 mM; MgS0O,.7H,0O
1,2 mM; KH,PO, 1,2 mM e acido L-ascorbico
0,6 mM

Krebs diluido Krebs Basico Concentrado; CaCl, 0,5 mM;
NaCl 119 mM; NaHCO, 25 mM e Glicose 11
mM (pH=7,4)

Krebs despolarizante (KCl 60 mM) Krebs Béasico Concentrado; CaCl, 0,5 mM;
NaCl 64 mM; KCl 60,0 mM; NaHCO5; 25mM
e Glicose 11 mM (pH=7,4)

3.4- Materiais

Tabela 4: Materiais/equipamentos utilizados no decorrer desta investiga¢@o

Preparacao de solucoes

Material Marca
Balanca digital PLJ 510-3M, Kern
Medidor de pH Metrohm

Banho de orgios

Camara de Banho de 6rgaos Letica

Transdutor de forca

Amplificador ADInstruments

Interface PowerLab/4SP

Software especifico do banho de 6rgaos

Material cirargico especifico F.S.T

3.5- Quimicos
Para a elaboracao desta investigagao foram utilizados os seguintes compostos quimicos:

o triclosano (TCS), a serotonina (5-HT), nifedipina (Nif), nitropussiato de s6dio (SNP) e
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etanol (EtOH). Todos os compostos foram adquiridos através do Sigma-Aldrich Quimica
(Sintra, Portugal). Inicialmente a serotonina e o nitroprussiato de so6dio foram
dissolvidos em &agua destilada, enquanto o TCS e a nifedipina, foram dissolvidos em
etanol. Para as diversas metodologias realizadas foi necessario preparar dilui¢oes de TCS,
NIF, SNP e EtOH. Nos estudos de contractilidade arterial as dilui¢oes foram realizadas
em Krebs diluido. Todas as dilui¢des necessarias foram sempre realizadas no préprio dia

da experiéncia, de modo a nao influenciar os resultados.
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Capitulo 4

Resultados

4.1- Estudos de contratilidade arterial

Os seguintes estudos de contratilidade arterial de artérias umbilicais humanas (HUA)

foram realizados recorrendo a técnica de Banho de Orgaos.

4.1.1- Efeitos vasculares diretos do TCS na contratilidade das HUA
induzida pela serotonina (5-HT)

Anéis vasculares de artérias umbilicais humanas (HUA) foram contraidos com
serotonina (5-HT, 1 uM), sendo atingidas contracoes estaveis depois de 10-15 minutos
(1947 £ 121,24 mg). O efeito vascular do triclosano (TCS 0,01; 0,1; 1; 3; 5 € 10 uM) sobre

esta contracao foi analisado.

O grafico 1 resume os resultados obtidos nas experiéncias realizadas.

20 ' TCS
Controlo

15 7

101 | *

G °.T=".
—I}

=10 7

contracao com 5-HT

-

9]
" 1

*

-20 *

% de relaxacao da HUA depois de

-25

-30 T T T T T T T T T T T
0.01 0.1 1 3 5 10

umol/L

Grdafico 1: Efeito do TCS (0,01; 0,1; 1; 3; 5 e 10 uM) sobre as contragoes induzidas por serotonina (5-HT, 1
uM) em HUA. Os dados foram expressos em percentagem (%) de relaxacdo sobre a contracgdo provocada
pela 5-HT. As barras representam a média e as linhas verticais o erro padrao da média (SEM). A andalise
estatistica foi realizada pelo t-student, onde * P<0,05 versus o controlo e pelo teste one-way ANOVA com
teste post hoc Holm-Sidak, onde * P<0,05 versus concentracéoes de TCS.
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Como mostrado no grafico 1, diferencas significativas foram encontradas entre o grupo
controlo (EtOH) e 0 TCS 1, 3, 5 e 10 uM (p<0,05, teste t-student). O TCS 1, 3, 5 e 10 UM
provocou um efeito vasoconstritor (p<0,05, one way ANOVA com teste post hoc Holm-
Sidak), sendo a concentracdo de 10 uM aquela que provocou uma maior constricao

vascular (16,921 + 3,669 %).

4.1.2- Efeitos vasculares diretos do TCS na contratilidade das HUA
induzida pelo cloreto de potassio (KCIl)

Anéis vasculares de artérias umbilicais humanas (HUA) foram contraidos com cloreto de
potéssio (KCl, 60 mM), sendo atingidas contracoes estaveis depois de 10-15 minutos
(2000,52 + 102,64 mg). O efeito vascular do triclosano (TCS 0,01; 0,1; 1; 3; 5 € 10 uM)

sobre esta contracao foi analisado.

O grafico 2 resume os resultados obtidos nas experiéncias realizadas.
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Grafico 2: Efeito do TCS (0,01; 0,1; 1; 3; 5 e 10 uM) sobre as contracoes induzidas por cloreto de potassio
(KCl, 60 mM) em HUA. Os dados foram expressos em percentagem (%) de relaxacdo sobre a contracao
provocada pela KCI. As barras representam a média e as linhas verticais o erro padrdao da média (SEM).
A andlise estatistica foi realizada pelo teste t-student, onde * P<0,05 versus o controlo e pelo teste one-way
ANOVA com o teste post hoc Kruskal-Wallis, onde * P<0,05 versus concentracgoes de TCS.

Como evidenciado no grafico 2, diferencas estatisticamente significativas foram
encontradas entre o grupo controlo (EtOH) e o TCS 5 e 10 uM (p<0,05, teste t-student).

Verifica-se que apenas estas duas concentracoes induzem relaxamento vascular
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significativo. O efeito vasorelaxante do TCS para as concentracoes de 5 e 10 uM (8,582 +
2,638 % e 9,165 + 3,296 %, respetivamente) nao foi significativamente diferentes das
outras concentragoes de TCS (p=0,586, one-way ANOVA com teste post hoc Kruskal-
Wallis).

4.1.3- Analise da exposicao ao TCS na resposta contratil

Anéis vasculares de artérias umbilicais humanas (HUA) incubadas durante 24 horas com
TCS (10 e 1000 uM), foram contraidos utilizando dois agentes contrateis: serotonina (5-
HT; 1 uM) e cloreto de potéssio (KCl; 60 mM). Os dados previamente apresentados
mostram que o TCS induz contracdo em artérias previamente contraidas com 5-HT. A
tabela 5 mostra as diferencas significativas entre a contracao com 5-HT e KCI nos grupos
controlo (sem incubagao), TCS 10 uM e TCS 1000 pM. Os resultados mostram que as

incubacdes com TCS diminuem significativamente a contracdo provocada pela 5-HT.

Tabela 5: Efeito contratil da 5-HT e KCI no grupo controlo, TCS 10 uM e TCS 1000 uM. A andlise foi feita
a partir de uma two-way ANOVA com post hoc Holm-Sidak (*p<0,05).

Agente contratil Controlo TCS 10 ptM TCS 1000 utM
(mg) (mg) (mg)
5-HT (1 uM) 3181,22 + 279,48 | 2870,43 + 258,75% | 1998,35 + 232,54*
KCl (60 mM) 2310,62 + 328,86 2549,77 + 232,54 2038,36 + 252,80

4.1.4- Analise do envolvimento dos nucleétidos ciclicos no efeito
induzido pelo TCS
De forma a analisar o envolvimento dos nucleétidos ciclicos, no efeito induzido pelo TCS,

utilizou-se o nitroprussiato de sédio (SNP), um estimulador da guanil ciclase solavel.

Os graficos 3 e 4 resumem os resultados obtidos das varias experiéncias realizadas, para

5-HT e KCl, respetivamente.
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Grdafico 3: Efeitos do nitroprussiato de soédio (SNP: 0,1; 1; 10 e 100 uM) sobre o efeito do triclosano (TCS;
10 e 1000 uM), em anéis de HUA contraidos com serotonina (5-HT; 1 uM). Os dados foram expressos em
percentagem (%) de relaxagdo sobre a contracao provocada pela 5-HT. As barras representam a média e
as linhas verticais o erro padrao da média (SEM). A andalise estatistica foi realizada pelo teste two-way
ANOVA, onde * P<0,05.
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Grdafico 4: Efeitos do nitroprussiato de sédio (SNP: 0,1; 1; 10 e 100 uM) sobre o efeito do triclosano (TCS;
10 e 1000 uM), em anéis de HUA contraidos com cloreto de potassio (KCl; 60 mM). Os dados foram
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expressos em percentagem (%) de relaxacdao sobre a contracao provocada pela KCI. As barras representam
a média e as linhas verticais o erro padrdo da média (SEM). A andlise estatistica foi realizada pelo teste
two-way ANOVA, onde * P<0,05.

Como apresentado nos graficos 3 e 4 (referentes a 5-HT e KCIl, respetivamente),
diferencas estatisticamente significativas (* p<0,05) foram encontradas entre a
concentracao mais alta e mais baixa de SNP, nos grupos de TCS no grafico 3, enquanto
no grafico 4 estas diferencas foram encontradas entre todos os grupos e as concentracoes
de SNP.

Em suma os dados obtidos referentes ao envolvimento dos nucleétidos ciclicos no efeito
do TCS, demonstraram que o efeito conjunto do SNP e TCS ¢é semelhante ao efeito do
SNP sozinho para a 5-HT, no entanto na contracao com KCl a concentracao de TCS 10
uM potenciou o vasorelaxamento enquanto o TCS 1000 uM reduziu o relaxamento

provocado pelo SNP.

4.1.5- Analise do envolvimento dos canais de calcio no efeito
induzido pelo TCS
De forma a analisar o envolvimento dos canais de calcio, no efeito induzido pelo TCS,

utilizou-se a nifedipina (Nif), um inibidor especifico dos canais de célcio do tipo L (LTCC).

Os gréficos 5 e 6 resumem os resultados obtidos das varias experiéncias realizadas, para

5-HT e KCl, respetivamente.
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Grdafico 5: Efeitos da nifedipina (Nif: 0,1; 1 e 10 uM) sobre o efeito do triclosano (TCS; 10 e 1000 uM), em
anéis de HUA contraidos com serotonina (5-HT; 1 uM). Os dados foram expressos em percentagem (%) de
relaxacao sobre a contracao provocada pela 5-HT. As barras representam a média e as linhas verticais o
erro padrao da média (SEM). A andlise estatistica foi realizada pelo teste two-way ANOVA, onde * P<0,05.
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Grdfico 6: Efeitos da nifedipina (Nif: 0,1; 1 e 10 uM) sobre o efeito do triclosano (TCS; 10 e 1000 uM), em
anéis de HUA contraidos com cloreto de potdssio (KCl; 60 mM). Os dados foram expressos em
percentagem (%) de relaxacdo sobre a contracdo provocada pela KCIL. As barras representam a média e
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as linhas verticais o erro padrao da média (SEM). A andalise estatistica foi realizada pelo teste two-way
ANOVA, onde * P<0,05.

Como evidenciado nos graficos 5 e 6 (referentes a 5-HT e KCl, respetivamente), nao
foram encontradas diferencas estatisticas entre o grupo controlo e os grupos de TCS,
apenas para as concentragoes mais alta e mais baixa no grupo controlo e no grupo TCS
1000 UM apos contracao com 5-HT, no entanto, houve diferencas significativas entre as

concentragoes de Nif de cada grupo para a contragao com KCl (p<0,05).

Em suma, os dados obtidos referentes ao envolvimento dos canais de célcio no efeito do
TCS, demonstram que o efeito conjunto de Nif e TCS é semelhante ao efeito da Nif

sozinha, para todos os agentes contrateis utilizados (5-HT e KCI).
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Capitulo 5

Discussao

O triclosano (TCS) é um antibacteriano usado em produtos de higiene pessoal,
desinfetantes e cosméticos [5]. As concentra¢des admitidas de TCS na Unido Europeia
sdo 0,1-0,3% (m/m), no entanto apesar das concentracoes maximas estarem bem
definidas os efeitos do TCS nao estao totalmente estudados de modo a saber se é seguro
a estas concentracoes [7,14,15]. Os estudos existentes sobre a analise dos efeitos do TCS a
nivel cardiovascular sdo maioritariamente focados em animais, sendo os principais
efeitos observados a diminuicao do output cardiaco e inducdo de vasorelaxamento em
artéria aorta de rato [53,56]. Em humanos a quantidade de estudos é consideravelmente
menor e focam-se maioritariamente em estudos in vitro com linhas celulares, em que o

TCS impede a diferenciacao em cardiomiocitos e leva a apoptose [65,66].

Tendo isto em conta o primeiro objetivo delineado foi a anélise do efeito direto do TCS
na HUA sem endotélio. Usando a técnica de Banho de 6rgaos estudou-se a contratilidade
da HUA, em que o efeito de TCS (0,01; 0,1; 1; 3; 5 e 10 uM) foi analisado apds contracao
com serotonina (5-HT, 1 uM) e cloreto de potassio (KCl, 60 mM). Contragoes estaveis
foram obtidas apos 10-15 minutos para os dois agentes contrateis, estando estes dados
de acordo com Leung e colaboradores, que referem que as contracoes provocadas pelo
(KCl 60 mM) e pela 5-HT em HUA sem endotélio sao semelhantes [83]. No entanto,
alguns estudos também em HUA sem endotélio demonstram que as contracoes

provocadas pela 5-HT sao superiores as contracoes provocadas pelo KCI (60 mM) [84].

Relativamente ao efeito direto do TCS a nivel vascular até a data ainda nao foi realizado
nenhum estudo de contratilidade vascular do TCS em humanos, sendo este um estudo
pioneiro. No entanto o efeito do TCS (1, 3 e 5 uM) ja foi testado em artéria aorta de rato
onde o seu efeito era vasodilatador apos contracao com fenileferina (5 uM) e com uma
solucao fisiolégica com elevada concentracao de potassio (K*) (60 mM) [53]. Os dados
obtidos no presente trabalho demonstram que o TCS provoca um efeito vasoconstritor
na HUA sem endotélio quando contraida previamente com 5-HT, o mesmo ja nao foi
observado quando esta era contraida com KCIl. Concordantemente, em células de aorta
de rato contraidas com KCl o efeito do BPA (disruptor enddcrino estruturalmente similar

ao TCS) provocou relaxacao com o aumento da concentracao [85].

Devido a esta diferenca de respostas houve a necessidade da realizacao de estudos

mecanisticos. As artérias foram incubadas 24 horas com TCS (10 e 1000 uM) antes da
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realizacao da técnica de Banho de 6rgaos. De seguida, a sua contratilidade foi analisada
apo6s contracao com 5-HT (1 uM) e KCl (60 mM). Os resultados obtidos demonstram que
existem diferencas significativas nas contracoes induzidas por 5-HT, sendo que o TCS
inibe a contracgdo. Estes resultados coincidem com resultados previamente obtidos com
outros disruptores endocrinos, em que a contracao com 5-HT era diminuida quando as

artérias eram incubadas com um disruptor endocrino [86,87].

Posteriormente foi usado o nitroprussiato de sédio (SNP) que é um estimulador da guanil
ciclase solavel. Os resultados obtidos mostram que o SNP relaxa as HUA contraidas por
5-HT e KCl, como ja foi demonstrado em estudos anteriores realizados com HUA [81,88].
Quanto as artérias contraidas com KCl o TCS 1000 uM diminuiu o vasorelaxamento
provocado pelo SNP enquanto o TCS 10 uM potenciou o vasorelaxamento. Nas artérias
contraidas com 5-HT o TCS nao influenciou o efeito do SNP. Estes dados voltam a ser
coerentes com o efeito o BPA que, em artérias incubadas, diminui o relaxamento
induzido pelo SNP [89]. Para além disso como previamente comprovado por Barberio e
colaboradores, o BPA diminui a sintese de NO através de uma diminuicao da expressao
de o6xido nitrico sintase endotelial (eNOS), recetor de estrogénio alfa (ERa) e recetor
gamma ativado por proliferadores de peroxissoma (PPARY) em artérias uterinas de ratos
gravidas [9o]. Alguns estudos demonstram a interacao crosstalk que o TCS induz no
recetor de hidrocarboneto de arilo (AhR), ER e PPARY e afeta também a expressao das
NOS [91-95], sendo assim poder se a assumir que a diminuicao do vasorelaxamento
induzido pelo SNP em artérias incubadas com TCS pode ser igualmente pela diminuicao
da sintese de NO.

Por outro lado, a modulacdo dos canais i6nicos também é um dos principais efeitos das
acoes ndo gendmicas dos estrogénios. Ja foi descrito que a vasodilata¢ao induzida pelos
estrogénios pode ser devida a uma inibicao dos canais de Ca2* [96]. O calcio extracelular
pode entrar nas VSMC por diferentes tipos de canais de célcio, como os LTCC, cuja

inibi¢ao ja foi associada a vasodilatacdo mediada pelos estrogénios [96,97].

Assim, o passo seguinte foi tentar perceber, se o efeito do TCS também pode ocorrer

devido a uma acao do TCS nos canais de calcio.

Para isso, a nifedipina (Nif), que é um inibidor dos canais de calcio tipo-L, (LTCC) foi
usada e o efeito do TCS (0,01-10 uM) analisado. Os dados obtidos mostram que a Nif
relaxou as HUA contraidas tanto com 5-HT ou KCI. A relaxacao induzida pela Nif foi
também demonstrada em estudos anteriores realizados com HUA [98]. Os dados obtidos
mostraram que o efeito da Nif (inibidor especifico dos LTCC) nas artérias incubadas com

TCS (10 e 1000 uM) foi similar as artérias controlo tanto na contracao com 5-HT como
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na contracao com KCl. Assim, podemos concluir que o mecanismo do TCS nao passa pela
ativacao LTCC.

Em suma, este estudo foi o primeiro a demonstrar os efeitos do TCS a nivel vascular. Os
dados demonstram que o TCS provoca vasoconstricao em artérias umbilicais humanas,
e que essa vasoconstricdo podera ser devida a diminuicdo da sintese de NO pelas

potenciais interacoes que o TCS pode ter com a eNOS, ER e PPARYy.
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Conclusao

O TCS é um composto quimico de utilizacdo quotidiana, principalmente durante a
pandemia COVID-19 onde a utilizacao de desinfetantes foi obrigatoria para a entrada na
maioria dos espacos comerciais. Contudo, estudos recentes demonstraram que este
composto é um disruptor enddcrino e que modula a atividade estrogénica e androgénica,

podendo estar envolvido no aparecimento de patologias.

Neste sentido, este trabalho analisou pela primeira vez o mecanismo de acdo do TCS na
artéria umbilical humana, e foi demonstrado que este exerce um efeito arterial rapido
(ndo genomicos), isto €, induz. O mecanismo de acao pode envolver a diminuicao da
sintese de NO pelas interacgoes crosstalk que o TCS influencia nos ER, AhR e PPARYy, que
por sua vez influenciam a atividade da eNOS. No entanto sdo necessarios mais estudos
para comprovar esta hipotese e melhor entender o mecanismo de acao do TCS a nivel

vascular.
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Abstract: Hygiene is essential to avoid diseases, and this is thanks to daily cleaning and disinfection
habits. Currently, there are numerous commercial products containing antimicrobial agents, and
although they are efficient in disinfecting, it is still not known the effect of the constant use of these
products on human health. In fact, a massive use of disinfectants has been observed due to COVID-19,
but the possible adverse effects are not yet known. Triclosan is one of the antimicrobial agents used
in cosmetic products, toothpaste, and disinfectants. This compound is an endocrine disruptor, which
means it can interfere with hormonal function, with its estrogenic and androgenic activity having already
been stated. Even if the use of triclosan is well-regulated, with the maximum allowed concentration in
the European Union of 0.3% (11/m), its effects on human health are still uncertain. Studies in animals
and humans suggest the possibility of harmful health outcomes, particularly for the reproductive system,
and in a less extent for the cardiovascular and thyroid functions. Thus, the purpose of this review was
to analyse the possible implications of the massive use of triclosan, mainly on the reproductive and
cardiovascular systems and on the thyroid function, both in animals and humans.

Keywords: triclosan; antimicrobial; endocrine disruptor; reproductive system; cardiovascular
system; thyroid

1. Introduction

Triclosan (TCS), 5-chloro-2-(2,4-dichloro phenoxy) phenol, is an endocrine-disrupting
chemical often used as an antiseptic, disinfectant, or preservative [1-6].

An endocrine disruptor is a chemical substance that causes adverse effects in an
organism by disrupting its endocrine function [7]. Many are chemicals present in the
environment, which can be natural or synthetic and that can alter the endocrine functions
by mimicking or inhibiting the action of endogenous hormones [8]. Exposure to these
compounds can lead to alterations in one or more signalling pathways, that may induce
negative effects on reproduction, growth, survival, behavioural, and obesity. These changes
can be passed on to subsequent generations [9,10].

In the European Union, 85% of triclosan is used in personal care products (e.g.,
soaps, toothpaste, mouthwash, and cosmetics), and 10% in plastics and food contact
materials (household utensils), while the remaining 5% is used in textiles (antibacterial
clothing) [1-5,11]. It is also used as a suture coating, but only contributes 0.00016% of the
overall TCS global exposure [12]. It has been used for these purposes since its introduction
in 1968 [1]. Despite being used as a constituent of several products, there are still no defined
regulations for TCS as it is considered tolerable and safe. Most personal care products
contain between 0.1-0.3% (w/w) of triclosan [13]. As for its regulation, the European Com-
mission and the Infarmed impose a maximum of 0.3% [6,14], while the FDA (U.S. Food
and Drug Administration) has been decreasing the maximum allowed over the years [15].

Some studies presented by the European Chemicals Agency have concluded that
triclosan can interfere with estrogenic (ER) and androgenic (AR) receptors and that it
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has adverse effects on the thyroid and cardiovascular systems. Specifically, these studies
have led to the discovery of the vasorelaxant properties of triclosan, of the effects that this
compound may have in miscarriages or malformations of a foetus [16] and its potential
to interfere with the thyroid hormones due to their structural similarity with TCS [17].
Besides the ERs and Ars, there are also other receptors that can be influenced by TCS. The
aryl hydrocarbon receptor (AhR), a transcription factor that activates gene expression in a
ligand-dependent manner, can modulate the function of oestrogen and androgen receptors,
which means they are in crosstalk. TCS was previously tested with AhR because of its
structural similarity to AhR-ligands, where it was discovered that TCS is a partial agonist of
AhRs. Thus, it can be assumed that TCS agonistic activity toward AhR can influence ER and
AR because of the crosstalk between these three receptors. A different receptor also affected
by TCS is peroxisome proliferator-activated receptor gamma (PPARY). This receptor is
expressed in several reproductive tissues, as well as in rodent and human placentas, being
involved in different metabolic processes. It was previously shown that PPARy and AhR
are in crosstalk since PPARY agonists affect the expression of AhR and that AhR agonists
affect PPARy expression. Considering that TCS is a partial agonist of AhR and a weak
agonist of PPARY; it will affect the expression of both AhR and PPARy. Thus, knowing that
TCS interacts with all of these receptors, it is expected that TCS can influence the crosstalk
between PPARY, AhR, ERs and ARs [18-22].

Currently, the literature is still unclear about the potential effects of TCS on organisms
and humans, and the impact on human health of the passive use of these compounds,
mainly during the COVID-19 season, is still completely unknown. Therefore, and based
on this assumption, the aim of this review was to analyse in more detail the possible
implications of the massive use of triclosan, mainly on the reproductive and cardiovascular
systems and on the thyroid function in both animals and humans.

2. Physical and Chemical Properties of Triclosan

Triclosan is a white, odourless, tasteless, crystalline powder with a molecular weight
of 289.5 g/mol. It is commercially known as Irgasan DP 300 and Irgacare MP for oral
applications [23,24].

Structurally, TCS is a molecule with functional groups for phenol ether and it has
a lipophilic nature (log Koy = 4.8), which suggests that it bioaccumulates in adipose
tissue [25]. The chemical structure is a halogenated biphenyl ether which confers similar
properties to many other toxicants, for example, polychlorinated biphenyls (PCBs), poly-
brominated diphenyl ethers (PBDEs), bisphenol A (BPA) and dioxins. It is a chlorinated
phenoxy-phenol compound with a pKa of 8.1. It does not hydrolyse easily; however, the
pH, the presence of metals and dissolved organic matter can affect the photosensitivity of
triclosan [24] (Table 1).

It is almost insoluble in water, relatively soluble in alkaline solutions and soluble in
most non-polar organic solvents (Table 2).

Moreover, TCS also has impurities associated with it such as copper, mercury, lead,
and cadmium, among others [6].
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Table 1. Triclosan general properties [26-29].

CAS No. 3380-34-5
cl
o
Chemical structure i o = ci
cl
Molecular formula CpH7Cl30,
Irgasan DP 300, FAT 80'023, CH 3565,
Commercial name GP41-353, Irgacare MP, Lexol 300,
Cloxifenolum e Ster-Zac
Form Powder or crystalline powder
Colour White
Applications Antimicrobial, antiseptic, and preservative
Nature Hydrophobic /lipophilic
Molecular weight 289.5 g/mol
Density 149 g/cm?
Dissociation constant (pKa) (20 °C) 7.9
Henry constant (Hc) (atm mol~!.m—3) 1.5 x 10~7 (25 °C)
Octanol-water partition coefficient (log Kow) 48
Sorption coefficient (Koc) 18,408
Vapour pressure 4 % 107 Pa (mm Hg a 20 °C)
Triclosan degradation products Methyl-TCS, dioxins, chlorophenol, chloroform
Table 2. Solubility of triclosan in different solvents [27,28].
Solvent Solubilities at 25 °C (g Triclosan/100 g Solvent)
Distilled water (20 °C) 0.001
Acetone >100
Ethanol 70% or 95% >100
Isopropanol >100
Propylene glycol >100
Hexane 8.5
Tween 20 >100
Glycerine 0.15

It is a broad-spectrum antimicrobial agent whose activity depends on its concentra-
tion and formulation, that is, at low concentrations, TCS is bacteriostatic while at high
concentrations it is bactericidal. This antibacterial effect has been widely studied and was
demonstrated to be related with the inhibition of a specific enzyme in fatty acids biosyn-
thesis, the enoyl-acyl carrier protein reductase (ENR). This inhibition will suppress the
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membrane phospholipids and the proliferation of microbial cells. TCS has been considered
safe for humans and animals since ENR is absent in eukaryotes; however recent studies
demonstrate that TCS is considered toxic for eukaryotes [30,31]. It acts primarily on the
cytoplasmic membrane and its entry into the cells appears to be by diffusion [6,23,32,33]
due to the lipophilic properties of TCS. These allow TCS to be incorporated into the phos-
pholipid bilayer, which will disturb phospholipid packing resulting in the formation of
lipid pores and alterations in the membrane permeability to ions and larger molecules.
This mechanism is known as the TCS membranotropic effect. In 2003, Lygre et al. demon-
strated that this was the mode of action by which TCS exerts its toxic effect on eukaryotes,
destabilizing the membrane of a cell or the mitochondria [30,31,34].

This compound has a half-life of approximately 11 days at the water surface and is
degraded in aerobic soil with a half-life of 18 days [2].

3. Metabolism

TCS can be absorbed through several routes, including the mucous membrane of
the oral cavity, dermal exposure, or the gastrointestinal tract. Considering that most
products containing TCS are used for dermal application, its main route of absorption is
the skin, through which it is rapidly absorbed due to its lipophilic properties [35] (Table 3).
Additionally, Wu et al. noted that TCS can also be absorbed orally which leads to the
detection of metabolites in plasma, and also through the gastrointestinal tract [32].

Table 3. Concentration of triclosan in personal care products.

Type of Product and Category ~ Triclosan Concentration (%) References
Oral hygiene
Toothpaste 0.3 [6]
Mouthwash 0.03 [36]
Skin washing products
Liquid soap 0.1 to 0.45 [37]
Shower gel 0.3 [28]
Dishwasher 0.1 [3]
Products applied to the skin

Body lotion 0.3

Facial moisturizer 0.3 [28]
Deodorant 0.3

Concentrations in the millimolar range have been detected in humans; therefore, con-
sidering the amount of TCS found in human consumer products, all exposure routes are
important for the final exposure [38]. In a study presented in 1992 [39] when triclosan
(1.6 mg) was applied directly to the skin of rats, it was rapidly absorbed and the concentra-
tion peak occurred between 12 and 18 h following exposure. Further to this study, Moss,
Howes and Williams demonstrated that triclosan penetrates faster through rat skin than
through human skin and that after 24 h only about 12% of the dose was on human skin
and about 26% on rat skin [40].

Regarding the distribution of this substance, the studies currently available only
concern rodents. Kanetoshi et al. were the first to demonstrate the metabolization of this
substance in the bile and the liver. The authors demonstrated that within 24 h of TCS
administration, the highest levels were present in the bile (33.6 ug TCS/g tissue), followed
by the liver which contained about 3.0 ug TCS/ g tissue. Concentrations in these two tissues
remained high for 24 h after administration when compared to other tissues [39].

In another study performed using rats, this compound was detected in the 15 tissues
analysed 12 h after a skin application, with the gallbladder and bladder containing the highest
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concentrations while the testes, thymus and brain had the lowest concentrations [41]. Similarly,
Geens et al. extracted adipose tissue, brain tissue and liver from eight men and three women
(aged between 9 and 64 years) by autopsy, and measured TCS. These authors concluded that
the liver and adipose tissue were better retainers of TCS than brain tissue [42].

Regarding metabolism itself, TCS can be metabolised by three pathways: cytochrome
P450 (P450), UDP-glucoronyltransferase (UGT) and sulphotransferase (SULT). The latter
two are part of the phase Il metabolism of xenobiotics [26,43].

The main metabolite of TCS hydroxylation is triclosan monohydroxylate. This in turn can
be cleaved to 2,4-dichlorophenol and 4-chlorocatechol. A fourth metabolite can also be formed
from the hydroxylation of 2,4-dichlorophenol, forming 3,5-dichlorocatechol [44] (Figure 1).
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Figure 1. Metabolism of triclosan and its metabolites.

The fact that there are two pathways of the phase II metabolism is not influenced by
the route of administration; however, the ratio between the transformation of TCS by the
two pathways is already influenced by the species [25,45].

Glucuronidation and the sulphation of TCS causes the addition of glucuronic acid
and sulphate, respectively, to the hydroxyl group, thus destroying the proton translocat-
ing nature and adding a charged /polar group to the TCS. This in turn will enhance its
hydrophilic properties and decrease TCS’s ability to accumulate in adipose tissue [3].

The liver is the main site of TCS metabolism; however, it also occurs at minimal
levels in the skin. It is primarily metabolized through the SULT pathway, yet 24 h after
administration, both phase Il metabolites are found. Despite undergoing metabolization,
the unmetabolized form of TCS remains the predominant form [40].

In the liver, the production of metabolites depends on the dose of TCS. For exposures
of 1-5 uM of TCS for 30 min, there was an equal production of TCS-sulphate and TCS-
glucuronyl, and for exposures greater than 20 uM the glucuronidation predominated while
for doses below 1 uM it led to sulphation [46].

In a 2014 study, 46 volunteers, namely, 26 men and 20 women aged between 4 and
80 years, provided urine samples which were tested and both TCS-sulphate and TCS-
glucuronyl were detected. The main metabolite identified was TCS-glucuronyl [47].

Regarding the elimination of TCS, the main route of excretion is through urine (57-87%
of an administered dose) and faeces is the secondary route (5-33% of an administered dose).
This compound is excreted mainly in its metabolised forms: TCS-glucuronic and TCS-
sulphated; thus, during the first 4 days after an exposure, between 24% and 83% of the TCS
consumed is excreted, and only after 8 days does it reach basal excretion levels [3,45,48].
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Triclosan has already been detected in several matrices, such as in urine, blood, serum,
and breast milk (Table 4). For this reason, some studies have been conducted to determine
whether or not the presence of TCS can affect the foetus, through crossing the placental
barrier, or even if it can induce adverse effects in future generations, as already observed
for other endocrine disruptors [49-51].

Table 4. TCS concentrations in biological fluids.

Fluid Concentration (nM) Country Reference
Serum 41414 Spain [52]
Plasma 0.0035-1200 Australia, Sweden [35,53]

8.3-13090 USA [53,54]
0.56 + 1.8 (non-obese)
. India [55]
Urine 0.16 + 0.27 (obese)
1.1-73 Spain [52]
0.51 + 0.53 USA [56]
0.86-7.3 Spain 2]
Breast milk
0.062-252 USA, Australia, Sweden [33,53]

4. Effects on the Reproductive System
4.1. Animals

TCS has been widely studied in animals at the level of the reproductive system. It is
also known that in this system, the effects are mainly due to the modulation of androgenic
and estrogenic receptors.

In a study conducted by Ishibashi et al., several concentrations of triclosan were
tested on embryos and adults of the Oryzias latipes fish. At concentrations of 625, 1250 and
2500 pg/L, no embryos were born, and they found that at 313 ug/L the incubation time
increased significantly; however, fertility was not affected during the study [57].

Liu et al. used zebrafish (Danio rerio) to test the toxic effects of three concentrations
of TCS (0.08, 0.16 and 0.25 mg/L) on the liver. The growth of the zebrafish showed no
significant changes; however, there was an increase of 11.67-19.16% in the zebrafish weights
and of 21.53-47.42% in the liver weights at exposures of 0.16 and 0.25 mg/L. At these con-
centrations, the superoxide dismutase (SOD) activity decreased while the malondialdehyde
(MAD) levels gradually increased with different TCS concentrations. Thus, the authors
demonstrated that exposure to TCS causes oxidative stress in the liver depending on the
exposure time and concentration. This exposure created several hepatocellular changes, an
increased hepatic plaque gap, necrosis, and atrophy, with the last two being concentration
dependent. The same authors also observed a TCS concentration-dependent apoptosis and
they quantified the expression of Bcl-2 and Bax to better understand which pathway of
apoptosis was promoted by TCS. The expression of Bcl-2 at concentrations of 0.16 and 0.25
mg/L was significantly decreased while Bax was increased at concentrations of 0.08 and
0.25 mg/L. This relationship between Bax and Bcl-2 led the authors to hypothesise that
hepatocyte apoptosis is directly related to the exposure of zebrafish to TCS [58].

Recently, Qiao et al. also tested 2, 20 and 200 pg/L of TCS in zebrafish, observing
no mortality or any abnormality in their behaviour during the experiment. Fertilisation
was not affected at any of the concentrations; however, the births decreased. Furthermore,
in males, the testosterone levels decreased with the higher TCS concentration while the
oestradiol and vitellogenin (VTG) levels increased in the 20 and 200 pug/L of TCS groups.
On the other hand, in females, there was only a decrease in the VTG levels at 20 and
200 ug/L of TCS. These results indicate that TCS has an estrogenic influence in zebrafish,
with males being more sensitive than females. There was also a significant decrease in
mature spermatozoa and destruction of the testis structure at the concentration of 200 ug/L
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of TCS, and in females, an increase in the number of immature oocytes was observed at the
same concentration [59].

Another model widely used for in vivo studies are rats. Kumar et al. observed that
the administration of 5 mg/kg/day to male Wistar rats did not induce a significant change
in the testes weight, but higher doses of TCS induced a significant change in the testes and
sexual tissues. The weight of the testes, epididymis, ventral prostate, vas deferens and
seminal vesicles decreased by 20-50% with 10 mg/kg/day and 35-49% with 20 mg /kg /day.
The authors also quantified several hormones and observed a decrease of 38.5% in the
luteinizing hormone (LH), 17% in the follicle stimulating hormone (FSH), 35% in cholesterol,
31% in pregnenolone and 41% in testosterone after a dose of 20 mg/kg/day [60].

Regarding the study of gender differences in reproduction, in the following year, 2010,
Stoker et al. performed a daily administration of TCS (9.375; 37.5; 75; 150 mg/kg) to female
Wistar rats, between the Postnatal day (PND) 22 and the PND 42 (PND = 0, day of birth of the
females used in the study), to examine the effects of TCS on female pubertal development.
They analysed if the time until the opening of the vaginal canal was affected, as well as the
histology of the uterus and ovaries, and some hormones including E2 and LH. The authors
observed that this compound altered the reproductive development and response to exoge-
nous oestrogens. They also observed a lower age for the opening of the vaginal canal with the
administration of 150 mg/kg, which was an estrogenic response of the triclosan since stimula-
tion through oestrogens is required for the canal to open. The serum oestradiol concentrations
at PND 42 were decreased followed by administration of TCS at 37.5 mg/kg and 150 mg/kg,
while the LH levels did not show significant changes. Thus, the study suggested that TCS
increases oestrogen activity with a potential to alter the oestrogen-dependent functions. In
summary, the authors concluded that TCS affects the reproductive development and uterine
responses to exogenous oestrogens in developing females [61].

Two years later, in 2012, Jung et al. analysed the estrogenic activity of TCS using well-
established models, both in vivo and in vitro. For the in vivo approach, female Sprague-
Dawley rats were treated with 17 x-ethinyl-oestradiol (1 mg/kg) and TCS (7.5, 37.5 and
187.5 mg/kg), between PND 19 and 21. The TCS increased the uterine weight and mRNA
expression for complement 3, which is an oestrogen-sensitive gene in the uterus, in imma-
ture mice after a treatment with TCS at 37.5 mg/kg and 187.5 mg/kg. This shows that TCS
has estrogenic activity. In vitro, the estrogenic activity upon TCS exposure was analysed
on the expression of calbindin-D9%k (CaBP-9k), which is a biomarker for the detection
of endocrine disruptors in GH3 cells (i.e., Wistar rat epithelial cells). The expression of
CaBP-9k was increased in the presence of TCS, which demonstrates the endocrine disrupt-
ing nature of TCS [62]. In a similar study by Louis et al., also using female Wistar rats
between PND 19 and 21, doses of ethinyl-oestradiol (0.125, 0.25, 0.5, 1, 2 and 3 pg/kg) or
ethinyl-oestradiol combined with TCS (2.3, 4.69, 9.375 and 18.75 mg/kg) were adminis-
tered orally. No changes in the body weight were observed; however the uterine weight
was increased when ethinyl-oestradiol (1, 2 and 3 pug/kg) was combined with TCS (4.69,
9.375 and 18.75 mg/kg). The expression of CaBP-9K was also analysed, but they found
no changes when treated with TCS alone; however, the coupling of ethinyl-oestradiol and
TCS caused an increase in its expression, but not significantly higher than the expression
increase with the ethinyl-oestradiol alone. The authors concluded that TCS can alter the
uterine response in the presence of low concentrations of ethinyl-oestradiol [63].

Regarding the effects of TCS in Mus musculus rats’ gestation, Crawford et al. compared
several doses of TCS (0, 87, 262, 523 and 785 mg/kg) with BPA. Females receiving the TCS
dose on gestational days 0 and 1 showed no significant differences in the implantation sites
when compared with the control. On gestational day 2, significant differences were already
observed for the 785 mg/kg triclosan dose and on day 3 for the 523 mg/kg triclosan dose.
When exposed to 18 and 785 mg/kg of triclosan from gestational days 1-3, the number of
implantation sites decreased significantly on gestational day 6. The number of implantation
sites was also reduced after an injection of these two doses on gestational day 3 and only of
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the higher dose on gestational day 2 [64]. Thus, this study concluded that TCS may affect
intrauterine implantation when administered in combination with BPA.

In a different study, 3-month-old rats were administered with 1, 10 and 100 mg
TCS/kg/day from gestational day 6. The TCS levels were measured up to gestational
days 11 and 16. An exposure to TCS demonstrated a dose-dependency in increasing foetal
death. The incidence of spontaneous abortion at doses 10 and 100 reached 60% and 80%,
respectively. The level of oestrogen sulphotransferase protein (EST) was decreased at
gestational day 16 at the highest dose, as were its plasma and placental activities. These
abortions were most likely caused by the inhibition of EST activity leading to placental
thrombosis and degeneration [65]. Thus, the authors concluded that higher levels of TCS
may lead to the occurrence of spontaneous abortions due to the inhibition of EST activity.

One year later, in 2016, Feng et al. recorded the total and uterine weights of female mice
throughout gestation after an administration of TCS (0, 30, 100 and 300 mg/kg), and noted a
lower weight gain in the groups where 300 and 600 mg/kg of TCS was administered when
compared to the control; however, significant differences were only found regarding the
uterine weight in the 600 mg /kg group. The tissues presenting the highest concentration of
TCS were the placenta, liver, and kidneys with 12.83, 9.52 and 8.74 ug/g, respectively. In the
placenta, the mean TCS levels following 0, 30, 100 and 300 mg/kg of TCS administrations
were 0.033, 13.05, 28.23 and 55.83 g/ g, respectively. The LH and FSH levels were identical
to the control group, whereas the levels of human chorionic gonadotropin (hCG), prolactin,
progesterone, oestradiol, and testosterone were significantly reduced in all the exposure
groups when compared to the control. Thus, the placenta may be a target of TCS in rats
during the gestation period [66].

In the same way, a study performed by Montagnini et al. tested the effect of low doses
of TCS (0.8, 2.4, and 8.0 mg/ kg) over the course of three generations of Wistar rats named FO0,
F1 (the offspring of F0) and F2 (the offspring of F1). The TCS was orally administered to the
FO generation only between PND 49 and 120 in females, while in males it continued until
PND 140. Thus, weight changes, food consumption during the pre-mating period, sexual
behaviour assessment, male organs of the F1 generation, plasma testosterone quantification,
all sperm parameters, testicular histomorphometry, sexual and physical development of the
F1 and F2 generations and neuronal behavioural tests were accounted for. They concluded
that these concentrations of TCS had no significant effect other than a reduction in the
viability and motility of spermatozoa from the F1 generation being administered with
2.4 mg/Kgat PND 140. Doses administered between PND 49 and PND 140 did not affect
the sperm parameters; therefore, the authors concluded that TCS could have an impact on
gametogenesis during the foetal period [67].

More recently, Raj et al. analysed the effects of accumulated TCS on the histopathology
and secretory functions of the epididymis, seminal vesicle, and sperm indices in adult
Swiss-strain rats. Four different doses of triclosan (40, 80, 160 and 320 mg/kg) were
administered for 42 consecutive days. All the concentrations significantly decreased the
epididymal and seminal vesicle weights and led to a decrease in the sperm percentage
and viability, and sperm count; furthermore, the percentage of non-viable spermatozoa
increased. The histology of the epididymis was marked with changes throughout its length
with disorganization and the appearance of vacuoles. The final chromatographic study
showed an accumulation of TCS in the epididymis and seminal vesicle. Thus, Raj et al.
concluded that TCS caused alterations in the epididymis and seminal vesicle, as well as in
the sperm indices, epididymal sialic acid levels and fructose levels of the seminal vesicle [68].

Concerning the effect of this compound on the placenta, in 2010, TCS was tested
on the placental tissue from ewes with gestation periods ranging between 126-130 days.
In this study it was demonstrated that the TCS was a potent inhibitor of placental EST
activity. This inhibition was analysed, and the authors observed that it occurred mainly
competitively; therefore, it can be assumed that TCS occupies the substrate binding sites.
The role of placental EST is not yet fully known; however, alterations in its expression are
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thought to be associated with spontaneous abortions and foetal loss [69], as previously
demonstrated in rats by Wang et al. [65].

In summary, TCS has a variety of reproductive effects in fish, rats and even sheep. The
decreased fertility beyond the induction of abortion was the most observed consequence
in any of the models. This may be due to the way the substance acts on the receptors or
on oestradiol concentrations, as observed by Wang et al., where they demonstrated an
inhibition of EST activity which caused a thrombosis in the placenta. Furthermore, TCS
also appears to affect the serum concentration of several hormones such as LH, FSH, hCG,
pregnenolone and cholesterol, which can lead to reproductive problems such as foetal loss
and decreased fertility in subsequent generations.

4.2. Humans

In humans, TCS has not been widely studied yet, with most of the existing studies
being related to the hormonal levels of EST, FSH and the effects at the foetal-placental level,
namely, spontaneous abortions.

The first authors to demonstrate that TCS could be associated with adverse reproduc-
tive effects were Wang et al., finding an association between urinary TCS concentration
levels and increased spontaneous abortions. These authors recruited a population of
452 women at 14 and 24 weeks of pregnancy with mean ages of 28 and 27 years, respec-
tively. Their E2 levels at low-TCS concentrations were lower than the control; however, at
high-TCS levels there were no changes. The plasma EST levels were reduced at both low-
and high-TCS concentrations, while the EST activity at high-TCS concentrations was lower
compared to the control and the low-TCS concentrations [70]. This increase in the number
of abortions at higher TCS concentrations may be due to decreased EST activity caused by
the TCS, as it was already demonstrated in animals.

Miscarriages may be linked to an inhibition of the placental 113-HSD2 enzyme. In this
sense, Zhang et al. observed that triclosan altered the expression of 113-HSD2 in human
syncytiotrophoblasts and examined the apoptotic mechanism induced by TCS. At concen-
trations of 0.1 uM and higher of TCS, the mRNA levels decreased significantly, and at the
protein level there was a significant inhibition over a similar range of concentrations. There
was also a decrease in the viability of syncytiotrophoblasts in a concentration dependent
manner (0.001-10 uM), with statistical significance at concentrations above 0.1 uM. More-
over, the authors observed that triclosan induced the apoptosis of syncytiotrophoblasts and
that the inhibition of 113-HSD2 was explained by the induction of apoptosis [71].

In 2017, an epidemiological study also demonstrated the association between the
urinary TCS levels of 401 pregnant women (at 16 weeks of gestation) and birth weight,
length, head circumference and length of gestation. Urine was collected at 16 and 27 weeks
of gestation, and TCS was detected in 91% and 83% of the samples, respectively, with
a mean concentration of 16 ng/mL. This study showed a positive association between
the urine triclosan concentration and a moderate reduction in birth weight, length, head
circumference and gestational length [72].

Two years later, Jurewicz et al. analysed the association between triclosan concentra-
tion and ovarian reserve, which is a marker of female fertility. They counted the antral
follicles and quantified the anti-miillerian hormone, follicle stimulating hormone and
oestradiol. The authors recruited 511 menstruating women (25-39 years old) that pro-
vided blood and urine samples. The blood samples were taken at the beginning of the
menstrual cycle, approximately between the second and fourth day, so that the hormones
could be counted, while the antral follicle counts were performed in both ovaries during
the beginning of the follicular phase of the menstrual cycle. Urine TCS concentrations
(0.3-1677.68 ng/mL) were shown to be negatively associated with the antral follicle count,
while the anti-miillerian hormone, follicle stimulating hormone and oestradiol did not
show a statistic relevance. Thus, the authors concluded that TCS may be associated with de-
creased female fertility, although further studies are needed to demonstrate the mechanism
involved in this effect [73].
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The following year, Yuan et al. compared the levels of TCS present in urine with the
sperm quality in a Chinese population, between 2018 and 2019. From the 406 subjects (aged
between 21 and 56), 57.1% had never smoked and 83.5% had never consumed alcoholic
beverages. The parameters analysed included the sperm volume, concentration, count,
total, progressive and non-progressive motility, immobility, percentage of hyperactivated
sperm, mean velocity, curvilinear velocity, straight line velocity, lateral head deviation
amplitude, linearity, sway, beat cross frequency and straightness. TCS was detected in
74.6% of the samples with a mean of 1.7 ug/L. None of the parameters studied were
associated with TCS exposure, although a higher TCS exposure showed higher motility
parameters indicating a potential non-linear influence of TCS on sperm quality [74].

In summary, the effects caused by TCS in humans are very similar to those observed
in animal models. Spontaneous abortion caused by chronic exposure to TCS is the most
observed consequence, although the specific pathway by which it occurs is not yet known.
Furthermore, sperm motility is also disrupted by TCS exposure. Thus, we can conclude
that fecundity /fertility ends up being the most affected by exposure to TCS due to its
influence on both sperm and eggs, which may be a cause of the increased infertility present
in developed countries.

5. Effects on the Cardiovascular System
5.1. Animals

Regarding the cardiovascular system, the effect of TCS has not yet been studied as
much as the reproductive system; however, some effects on the heart rate and cardiovascu-
lar morphology are already known.

In a study conducted by Saley et al., zebrafish were exposed to ImL of 0, 0.4, 40 or
400 ug/L doses, between 8 and 120 h post fertilisation (hpf), and the dose was changed
every 24 h. Doses below 40 ug/L showed minimal changes while a 400 ug/L dose resulted
in a dilated auricle, smaller ventricles and unlooping of the heart. The same concentrations
were used to assess the cardiac function and structure. The heart rate was reduced by 30%
and the beat volume by 40%, which resulted in an output decrease of 60% at the highest
dose. At the highest dose, the diastolic end volume was reduced by 17% whilst the systolic
volume was unaffected, with 80% of the embryos showing regurgitation [75]. Thus, the
authors showed that TCS induces morphological changes in the heart and changes in heart
rhythm, namely, the heart rate.

Once more in zebrafish, Wang et al. studied the influence of TCS and its derivatives,
2,4,6-trichlorocatechol and 2,4-dichlorophenol, in cardiotoxicity. The authors used the three
compounds in a mixture named TCS-DT at 0.28, 0.56 and 0.84 mg/L, during 6 to 120 hpf in
larvae, and they also used 0.14, 0.28 and 0.56 mg/ L between 30 and 90 days after fertilisation
in adult zebrafish. At 48 hpf, the heart rates of the larvae were significantly reduced in the
0.56 and 0.84 mg/L treatments and the ejection fraction showed a concentration-dependent
decrease. At 120 hpf, the looping distance from the atrium to the ventricle increased
significantly with the concentration; thus, the TCS-DT exposure affected the cardiac looping
and led to abnormal ventricles influencing the cardiac function. Moreover, the creatinine
kinase MB and triglyceride levels in the adult hearts increased at all concentrations, the
SOD levels increased at 0.14 and 0.28 mg/L, but decreased at 0.56 mg/L, while the lactate
dehydrogenase (LDH) levels increased at 0.14 mg/L and decreased with the remaining
concentrations. The authors concluded that changes in these activities led to damage in
the cardiomyocytes, suggestive of myocarditis. Overall, this demonstrates that exposure to
TCS-DT affects normal cardiovascular growth and development in zebrafish [76].

Ma et al. studied the relationship between a TCS-induced abnormal expression of
miR-181a-5p and vascular development. The study began by analysing which miRNAs
expressions were affected by TCS exposure, which was miR-181a-5p. Zebrafish embryos
were treated with 62.5, 125 and 250 pg/L of TCS between 4 and 120 hpf. At the lowest
concentration, there was only a small impact on the vascular development and distribution;
however, at the other concentrations, a gradual decrease in the blood flow was noted.
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For 250 pg/L of TCS, the blood flow was mostly confined in the head; however, there
was no distribution of the blood vessels or blood flow in the forebrain and diencephalon.
The distribution of red blood cells decreased by 60% in the group treated with 250 ug/L.
Additionally, exposure to TCS led to an increase in the miR-181a-5p expression. When miR-
181a-5p inhibitors were injected, the number of blood cells increased, while an injection
of an analogue of miR-181a-5p decreased the number of blood cells. Thus, the authors
concluded that the increased expression of miR-181a-5p was due to exposure to TCS,
causing atrophy of the blood vessel development in zebrafish [77].

Cherednichenko et al. analysed the effect of TCS on ryanodine 1 and 2 receptors in
rats. After an administration of 6.25, 12.5, or 25 mg/kg of TCS, the authors observed several
cardiovascular deficits in the rats including a reduced cardiac output, reduced diastolic
volume in the left ventricle, and a reduced maximum time derived from the left ventricular
pressure development. The highest dose group exhibited a 25.3 £ 15.7% decrease of the
cardiac output, implying that TCS had severe cardiovascular effects. There was an 18%
decrease of the exerted force which was significantly lower than the vehicle and placebo
groups after a TCS dose of 40 mg/kg. These deficits were reversible as the rats regained
full strength 24 h after the TCS administration [78].

More recently, the effect of TCS on vascular contractility was evaluated using the aorta
and mesenteric arteries of Sprague-Dawley rats. In mesenteric arteries contracted with
phenylephrine, triclosan induced a concentration-dependent relaxation for arteries with and
without endothelium. Similarly, when vasoconstriction was induced by high concentrations
of potassium, a treatment with triclosan induced relaxation in the mesenteric arteries with
and without endothelium. It was concluded that the mesenteric artery relaxation induced
by the triclosan was independent of the endothelium. Moreover, when examining the
arteries incubated with triclosan 20 min before a vasoconstriction with phenylephrine and
KPSS (a high potassium physiological solution), the authors determined that triclosan
significantly inhibited the contraction. In the aorta, similar results were observed as in
the mesenteric arteries; however, a higher concentration of triclosan was needed for the
relaxation to occur [79].

In summary, it can be stated that TCS affects the cardiovascular system in fish and rats.
The effects range from vascular relaxation to an alteration of the cardiac morphology and
heart rate. Furthermore, these studies also show that not all changes caused by TCS are
irreversible, as presented by Cherednichenko et al., as 24 h after TCS administration, the
rats recovered from some of the deficits presented. However, the molecular mechanisms
underlying these cardiovascular changes remain unclear.

5.2. Humans

Regarding the effects of TCS in humans at the cardiovascular level, the literature is still
very scarce, with only two epidemiological studies and two in vitro studies with human cells.

The first study to demonstrate this association between cardiovascular diseases and
TCS was performed by Cullinan et al. [17]. In this study, the use of toothpaste with
TCS (0.3% m/m) was analysed over a 5 year period in 438 patients aged up to 75 years
with cardiovascular diseases (admitted to the hospital for unstable angina, abnormal
electrocardiogram, and myocardial infarction). The authors observed that the prolonged
use of toothpaste did not lead to an increase in adverse events or secondary cardiovascular
events. Only a small decrease in time to the first serious adverse event was noted between
men in the triclosan group and the placebo group [17].

Resorting to the same population sample, the same research group demonstrated the
effects of using toothpaste with TCS (0.3% m/m) for 5 years on the inflammatory biomarkers
of cardiovascular diseases. These biomarkers included the total cholesterol, C-reactive
protein, low density lipoprotein and endothelial dysfunction. The authors observed no
differences between the placebo group and the TCS group, with only slight decreases or
increases in the serum levels of each of the biomarkers, except for low density lipoprotein,
which decreased in the TCS group compared to the placebo group. Thus, the authors
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concluded that the use of toothpaste with 0.3% TCS has a minimal influence on systemic
markers in patients with cardiovascular disease, showing no clinical significance in terms
of reducing the risk of cardiovascular disease [80].

Regarding the in vitro studies, human embryonic stem cells (hESC) were used, as they
possess the ability to differentiate into cardiomyocytes (CMs). In this study, exposure to TCS
(1 uM) inhibited the differentiation of hESCs into cardiomyocytes and their spontaneous beat-
ing. This inhibition occurred through the interference of triclosan with the gene expression
(of ACTC1, GATA4, and TNNT2) and with excessive methylations in the DNA [81].

A study conducted by Zhang et al., resorting to the use of HUVECs (human umbilical
cord vein endothelial cells), was also performed. In the first group, the cells were treated
with several doses of TCS for 24 h (0, 10, 20, 50 and 100 uM), and in the second group the
cells were first treated with SC79 (PI3K/ Akt activator) or MHY1485 (mTOR activator) and
then treated with TCS at 50 uM for 24 h. After treatment with the activators and TCS for
24 h, the authors demonstrated that these activators were not affected by the dysfunction
caused in HUVECs. In order to verify if TCS induced apoptosis in the HUVECs, a LDH
test was performed demonstrating an increase in the membrane permeability, and in the
caspases 3/7 activity. The levels of BAX and Bcl-2 were also calculated, where the Bcl-2 and
BAXlevels decreased and increased, respectively. These data demonstrate that TCS does
indeed promote endothelial cell apoptosis. Then, the authors also analysed the mechanism
by which TCS induced reactive oxygen species production in HUVECs and the results
showed that the phosphorylation of PI3k, Akt, mMTORC1 and mTORC2 was suppressed.
The final test analysed the migration ability of HUVECs after exposure to TCS by wounding
the culture at confluence, showing that TCS significantly reduced the regeneration ability
compared to the control [82].

In short, TCS at the maximum concentrations currently allowed (e.g., 0.3% (m/m))
does not appear to have significant effects when ingested; however, in in vitro studies that
have already been conducted, this compound at much higher concentrations, was found
to affect the cell viability, to induce apoptosis and to decrease considerably the capacity
for cell regeneration. Thus, we can conclude that studies in humans are still too scarce to
infer an effect of this compound at the cardiovascular level, despite epidemiological studies
pointing in that direction; therefore, it is of paramount importance to see if this compound
bioaccumulates and if the doses allowed by law are really safe for human health.

6. Effects on the Thyroid
6.1. Animals

Regarding studies on thyroid function, these are still very scarce, although the first
study was conducted 15 years ago.

In 2007, Crofton et al. exposed female rats (Long Evans) aged 21-23 days to 0, 10, 30,
100, 300 and 1000 mg/kg/day of TCS for 4 days to test the hypothesis that exposure to TCS
altered T4 (thyroxine) levels. The authors found that the serum T4 concentration decreased
by 28%, 34% and 53% in the 100, 300 and 1000 mg/kg/day triclosan treatments, respec-
tively. The study demonstrated that triclosan decreased the circulating T4 concentration in
female rats [83].

In another study of triclosan toxicity was tested in two different ways. First, Wistar fe-
male rats were exposed to TCS (at 75, 150 or 300 mg/kg/day) from GD7 to PND16, and sec-
ond, the offspring of unexposed females were exposed to TCS (at 0, 50 or 150 mg/kg/day)
from PND 3. The T4 levels were analysed in all four groups (e.g., the control, 75, 150 and
300 mg/kg/day) at gestational day 15 (8 days after the beginning of exposure), showing
a decrease by 59%, 72% and 72%, respectively, for the three concentrations of TCS, and
again at postnatal day 16 (the last day of exposure), where the levels had decreased by 38%,
55% and 58%, respectively, in the females, while in the offspring no significant changes
were observed. The authors concluded that TCS can decrease maternal T4 levels during
gestation and lactation [11].

49



Int. J. Mol. Sci. 2022, 23, 11427

13 0f 19

Resorting to male Wistar rats, Taha et al. tested the effects of compounds with an
oestrogen-like structure, such as TCS, on the thyroid function. The animals were treated
with two concentrations of TCS, namely, 10 and 50 mg/kg, for 60 days. The levels of
the thyroid hormones, FT3 (free-triiodothyronine), FT4 (free-thyroxine), TSH (thyroid
stimulating hormone), T3 (triiodothyronine) and T4, were quantified by the ELISA method.
The concentration of 10 mg/kg showed no significant effect for any of the thyroid hormones;
however, the concentration of 50 mg/kg led to symptoms of hypothyroidism due to changes
in the T3, T4 and TSH levels [84].

Zhang et al. used Sprague-Dawley rats to better understand the mechanism by which
triclosan interfered with thyroid homeostasis. After 31 days of treatment with TCS, thyroid
hormones were quantified in plasma, and the results showed a decrease in all hormones
inversely proportional to the concentration of the TCS administered. At the highest con-
centration (200 mg/kg/d), TT4 (total thyroxine), FT4, TT3 (total triiodothyronine) and FT3
were decreased by 23.1%, 20.5%, 22.0% and 19.1%, respectively. Only the TSH and TRH
(thyrotropin releasing hormone) levels were unaffected. The authors also observed histo-
logical changes in the thyroid, dependent of the concentration of TCS used. Subsequently,
they analysed by which pathway the TCS affected the thyroid and concluded that besides
activating the JNK (c-Jun N-terminal kinase) and p38 pathways in vivo and inducing the
p38 pathway from ROS in vitro, there was also an induction of the TRHr (thyrotropin
releasing hormone receptor) expression through the p38 pathway, which contributed to
the decrease in TPO (thyroid peroxidase). Thus, with this study it was concluded that TCS
affected the thyroid homeostasis and histology through the p38/TRHr pathway mediated
by TPO [85].

In a different approach, Schnitzler et al. tested whether TCS (20, 50 and 100 ug/L)
affected the ontogenetic variation of thyroid hormones in developing Cyprinodon variegatus
larvae. The total thyroid hormone concentrations were measured at 9, 12, 15 and 18 days
post-hatching (dph). The results showed that the TT4 levels varied significantly in all
conditions while the control had a gradual decrease. The T4 concentrations increased up
to 15 dph, which was not observed for the T3 levels or the T3:T4 ratio. The peak of TT3
observed at the 20 ug/L of TCS concentration occurred 2 days after the control, being
indicative of the metamorphosis climax in Cyprinodon variegatus [86].

In summary, TCS decreases the serum levels of T4, T3 and TSH in rats, affecting the
thyroid homeostasis and histology and leading to symptoms of hypothyroidism. The same
was not found in larvae where the T4 levels increased and there were no significant changes
in the other hormones; thus, further studies are needed in this area as the effects of TCS on
the thyroid function in animals are not yet fully defined.

6.2. Humans

As for the TCS effects on human thyroid function, the few studies performed so far
seem to show no adverse effects.

In 2012, the use of toothpastes containing triclosan (0.3% m /m) for 4 years was analysed
and the thyroid effects were observed. All 132 patients, aged up to 75 years old, had a
history of hospital admission for myocardial infarction, unstable angina, and abnormal
electrocardiogram. The authors measured the TSH, FT4, FT3, anti-TGb and anti-thyroid
peroxidase antibody levels; however, no significant association was observed [87].

From the Health Outcomes and Measures of the Environment (HOME) study 2003-2006,
Braun et al. analysed the relationship between maternal (202 women), neonatal (274 infants)
and childhood (153 children) urinary TCS concentration and the corresponding serum thy-
roid hormone levels. The concentration of TCS in urine at 16 weeks of gestation decreased
slightly until birth; however, the opposite occurred in children aged between 1-3 years. At
16 weeks’ gestation, there was no significant association between the TCS levels and thyroid
hormone concentration. At the time of delivery, there was an inverse relationship between
TCS and the TT4 and FT3 levels; however, due to the size of the population that was used
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during the study, the authors could not state that an exposure to TCS would affect the TT4
and FT3 levels [88].

Koeppe et al., using NHANES (National Health and Nutrition Examination Survey)
data from 2007-2008, counted the serum levels of both free and total T3 and T4, thyroglobu-
lin and TSH in 352 adolescents (aged 12-19 years) and 1479 adults (aged 20 years and older),
and compared them with TCS concentrations measured in the urine samples collected. A
positive and significant relationship between TCS and the T3 concentrations was observed
only in the adolescents [89].

Berger et al. analysed the relationship between the presence of different chemicals,
including TCS, with the serum levels of thyroid hormones in 338 pregnant women (aged
1845 years) and 364 new-borns. The levels of TT4, FT4 and TSH were measured in the
pregnant women while in the new-borns, only the TSH was counted. The results showed
an inverse relationship between the urinary TCS concentration and the serum TT4 levels;
however, no relationship was found between the urinary TCS concentrations and the TSH
levels in the new-borns. It was, therefore, concluded that exposure to TCS may influence
thyroid hormone levels during pregnancy [90].

More recently in 2019, the TSH, FT4, TT4, FT3, TT3, thyroid peroxidase antibody
(TPOAD) and thyroglobulin antibody (TgAb) levels were measured in pregnant women at
week 10 of gestation. There was no association between triclosan with the absolute TSH,
FT4 or FT3 concentrations. There was no significant association between TCS and thyroid
function throughout pregnancy. The association of TCS with the TSH or FT4 also had no
changes with a variation of TPOAb. The association of FT4 with the TSH did not change
with the various concentrations of TCS [91]. Thus, the authors concluded that TCS did not
affect the thyroid function.

In a study conducted by the Korean National Environmental Health Survey (KoNEHS),
the relationship between TCS exposure and thyroid hormones (namely, TT3, TT4 and TSH)
was tested. The study population consisted of 2630 men and 3360 women, who provided
blood and urine samples. There was a positive association between TCS exposure and the
serum TSH levels in the women; however, in the men, no significant changes were observed.
As for the serum levels of TT3 and TT4, no changes were noted in either the women or men.
These results lead to postulating that TCS may interfere with thyroid function; however,
more studies are needed to complement the limitations of this study [92].

In a similar study, using data from the environment and reproductive (EARTH) study,
Skarha et al. analysed the interaction between urinary TCS levels with the serum levels of
thyroid function biomarkers (namely, TSH, T4, T3, TPOAb and TgAb) in 317 women. They
reached the same conclusions as Koeppe et al., with the observed urinary TCS concentrations
having had no significant association with the biomarkers of the thyroid function [93].

In summary, most of the studies reviewed did not observe any changes in the thyroid
function upon exposure to TCS, with only one study showing an inverse association
between the TCS concentration and T4 levels; thus, considering that the lack of associations
may be related to a low daily exposure to TCS, more studies are needed to determine the
effects of TCS, since the studies performed so far are contradictory.

7. Conclusions and Future Perspectives

From all the studies presented in this review, we can conclude that in animals, TCS has
clear effects; however, the same is not verified in humans, which may be due to a greater
complexity, a lower TCS exposure or simply due to the difficulty in conducting in vivo studies.

Regarding the effects on the reproductive system, TCS similarly affects both animals
and humans. In animals, TCS causes morphological changes in the male rat sexual organs,
an increased fertilization time in fish and gestation time in rats and causes spontaneous
abortions in sheep by altering the oestrogen sulphotransferase activity. While in humans,
of the most common effects, alterations of the sex hormone levels stand out, and also the
incidence of spontaneous abortion due to the alteration of oestrogen sulphotransferase
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levels as described in animals. It is also possible to observe that TCS affects both the ovarian
reserve and sperm morphology and motility.

In the cardiovascular studies, as far as animals were concerned, TCS caused cardiac
deficits in fish and mice; however, these were reversible in mice after 24 h. It also induced
the relaxation of rat arteries and a long exposure to TCS inhibited their contraction. In
humans, more specific conclusions were only drawn in vitro, in which TCS inhibited the
differentiation of hESCs and had the ability to induce apoptosis in HUVECs.

Finally, from the studies analysing the thyroid function, various concentrations of TCS
were tested in animals, leading to the conclusion that TCS decreased the circulating levels of
T4, T3 and TSH and altered the morphology of the thyroid gland; however, in humans, the
effects were inconclusive, since the studies analysed had a very small population sample
with contradictory results, which reveals the need for further studies relating the TCS
effects for the thyroid gland.

Thus, we can conclude that triclosan continues to be poorly studied, especially at the
cardiovascular and thyroid levels. In this sense, it is essential to carry out more studies
in vitro, ex vivo and in vivo on the effects of TCS on reproduction, especially on male
and female fertility, on cardiovascular effects and on the relationship of thyroid hormone
levels with physiological concentrations of TCS. Even at a low percentage, humans are
still exposed to this endocrine disruptor on a daily basis; therefore, more epidemiological
studies with larger population samples, and in different age groups and different countries
are needed to really understand what effects TCS has on human health.

In summary, we will only know the true danger, or lack thereof, after this endocrine
disruptor is further studied, especially in humans, as it is still a highly used chemical in
cosmetic products and disinfectants in the European Union.
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