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RESUMO

Introducéo: Evidéncias atuais sugerem que a etiopatogénese do liquen plano oral
(LPO) seja um processo mediado pelas células T, possivelmente associado ao Fator
alfa de Necrose Tumoral. A lectina ligadora de manose é uma proteina multimérica
responsavel pela ativacdo do sistema complemento. Foi sugerido que niveis
reduzidos de MBL, possivelmente associados ao seu polimorfismo (MBL-2),
aumentariam a producgao, in vitro, do TNF-a. O objetivo do presente estudo foi
avaliar o polimorfismo da MBL-2 na possivel patogénese do LPO. A comprovagéao
dessa associagao proporcionara métodos terapéuticos na cura da doenca.

Materiais e métodos: A amostra foi composta por 90 individuos distribuidos em um
grupo experimental (n=45) e um grupo controle (n=45), (média de idade 43 anos;
variando entre 18-67). Foram coletados esfregacos com auxilio de escovas
ginecologicas do tipo Cytobrush. O gene MBL-2 foi amplificado através de um
protocolo de PCR em tempo real, utilizando primers especificos. Para a analise
estatistica foram utilizados o Teste de Mann-Whitney, Teste Exato de Fisher e
Likelihood Ratio.

Resultados: A frequéncia do gendtipo A/A foi de 55,6% no grupo experimental e de
53,3% no controle. Para o gendtipo heterozigoto A/0 42,2% eram do grupo
experimental e 35,6% do controle. 2,2% e 11,1%, respectivamente, apresentaram o
genotipo recessivo 0/0. As frequéncias dos alelos “A” e “0” foram de 77% e 23% no
grupo LPO e de 71,2% e 28,8% no controle, respectivamente. Nao houve diferencga
estatisticamente significante para frequéncia genotipica (p=0,546) nem para alélica
(p=0,497).

Conclusao: Nao houve associagao estatisticamente significante do polimorfismo do
gene MBL-2 com a etiopatogenia do liquen plano oral nesse estudo.

Palavras-chave: liquen plano oral; polimorfismo; lectina ligadora de manose
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ABSTRACT

Background: Current evidence suggests that the etiopathogenesis of oral lichen
planus (OLP) is a T cells mediated process possibly associated with tumor necrosis
factor alpha. Mannose-binding lectin is a multimer protein responsible for the
activation of the complement system. It has been suggested that low levels of MBL,
possibly associated with its polymorphism, may increase in vitro production of TNF-a.
The aim of this study was to evaluate the MBL-2 polymorphisms in OLP
pathogenesis.

Methods: The sample comprised individuals distributed into a group of individuals
with OLP (n = 45) and a group of healthy volunteers (n = 45), (mean age 43 years;
range 18-67). MBL-2 gene was amplified through a real-time PCR. For the statistical
analysis Mann-Whitney, Fisher's exact test and Likelihood Ratio were used.

Results: Data showed that genotype frequencies A/A was 55.6% in OLP patients
and 53.3% in healthy subjects. For the heterozygote genotype A/0 42.2% were
carriers of OLP and 35.6% healthy subjects. 2.2% and 11.1%, respectively, showed
the homozigous mutant 0/0. The allele frequencies "A" and "0" were 77% and 23%
in OLP group and 71.2% and 28.8% in the control, respectively. There was no
statistically significant difference in genotype frequencies (p = 0.546) or for allelic (p =
0.497).

Conclusions: Our findings showed no significant association between MBL-2 gene
polymorphisms in oral lichen planus etiopathogenesis.

Keywords: oral lichen planus; polymorphisms; mannose-binding lectin
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INTRODUCAO

O liguen plano oral (LPO) é uma desordem mucocutanea que pode afetar a
mucosa oral e acomete predominantemente pacientes do sexo feminino com idade
média de 40 anos (1-3). A etiologia do LPO ¢é incerta, entretanto evidéncias atuais
sugerem que seja um processo cronico imunologicamente mediado pelas células T

(4-6).

A patogénese do LPO esta relacionada a mecanismos antigeno-especificos,
através da apresentacdo de antigenos pela camada basal do epitélio seguida de
dano citotdxico promovido por linfocitos T CD8+, e a mecanismos nao-especificos,
relacionados com a degranulacdo de mastécitos e ativagdo de metaloproteinases
(7), que irdo atrair linfécitos T adjacentes a lamina propria e promover a
degeneragdo da camada basal (CB). Apds esse evento de desorganizagao, a CB

nao é reconhecida como propria, ativando assim, o sistema imunoldgico.

Sugere-se ainda que a perda da imunidade do epitélio normal parece ser um
importante evento neste processo e também possivelmente ligado a etiologia de
outras doencgas auto-imunes (8). Outra hip6tese para justificar a ativagao do sistema
imune poderia estar associada ao fato de que alguns complexos decorrentes do
sistema complemento poderiam ser liberados, de forma alternativa e ligar-se a
células das proximidades e estas sofrerem ataque a membrana, esse fendbmeno de
‘lise” de células adjacentes nao envolvidas no processo parece também contribuir
para a injuria tecidual observada em diversas doengas causadas por complexos

imunes (9).

Estudos recentes mostraram que polimorfismo do gene Fator alfa de Necrose

Tumoral (TNF-a) induz a produgao da citocina pré-inflamatéria que esta envolvida
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em reagdes de células T, representando assim, um importante mecanismo na
etiopatogénese do LPO (2,6,10) e em muitos transtornos inflamatérios crénicos (11)
através do recrutamento dos linfécitos, células produtoras de TNF-a (12), das
regides microvasculares em infiltrado inflamatorio sub-epitelial que migram

subsequentemente para o epitélio oral (13).

O TNF-a além de estimular células endoteliais e macrofagos a secretar
quimiocinas, induz a quimiotaxia dos leucdcitos (14). Foi sugerido ainda que o gene
da MBL (Mannose-Binding Lectin) codifica a proteina ligadora de manose
pertencente a familia das colectinas (15). Esta proteina tem um papel importante nas
reagdes imunologicas inatas através de mecanismos moleculares de
reconhecimento de uma ampla variedade de patdégenos incluindo virus, bactérias,
protozoarios e fungos (16); e da ativagao da Via da Lectina do sistema complemento

independente da presenga de anticorpos especificos (17).

O polimorfismo do gene MBL-2 relacionado a secregdo de citocinas pro e
antiinflamatorias em pacientes portadores de doengas imunologicamente mediadas
tem sido estudado, recentemente, e apresentado resultados conflitantes (18)
(Quadro 01). Sabendo que o LPO é uma doenga imunologicamente mediada e que
o TNF-a pode estar relacionado com seu aparecimento (6,10) é possivel que MBL-2,
tenha um papel importante na etiopatogenia do LPO, uma vez que o polimorfismo
deste gene é fortemente associado com a diminui¢do dos niveis séricos de MBL
(17,19,20) e consequentemente com o aumento na producdo de interleucinas,

particularmente IL-6 e TNF-a (11).

Apesar de trabalhos recentes utilizando a PCR em tempo real possibilitarem a

deteccdo de polimorfismos da regiao codificadora do gene MBL-2, a fim de associa-
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los com a etiopatogénese de diversas doengas auto-imunes, a possivel associagao
com o LPO ainda néao foi estabelecida. Baseado nas informacgdes descritas acima,
este trabalho se propbs a avaliar o polimorfismo do gene da MBL-2 na patogénese

do LPO.
MATERIAIS E METODOS

Tratou-se de um estudo experimental aprovado pelo Comité de Etica em
Pesquisa (CEP) sob o protocolo n°® 251/07. Os participantes da pesquisa assinaram
um Termo de Consentimento Livre e Esclarecido (Apéndice 1), foram examinados e
seus dados preenchidos na ficha clinica (Apéndice 2). A amostra foi composta por
um total de 90 individuos, distribuidos em um grupo experimental (n=45), composto
por portadores de liquen plano oral (LPO) e um grupo controle (n=45), composto por

pacientes saudaveis, pareados em género e idade.

Os pacientes portadores de LPO foram examinados na Clinica de
Estomatologia da Universidade Federal de Minas Gerais e os critérios de inclusao
foram: auséncia de utilizacdo de medicacdes sistémicas ou de reacgao liquendide
associada a restauragcbes. Todos os casos de LPO foram confirmados
histologicamente e todos os pacientes foram questionados quanto aos sintomas do
liquen plano oral ou de alteragées dermatolégicas (10). Pacientes fazendo uso de
medicacao sistémica ou acometidos por qualquer alteracdo foram excluidos do

estudo.
Coleta das amostras

As amostras foram constituidas de esfregagcos obtidos a partir da mucosa
jugal bilateral com a utilizacdo de escovas ginecolégicas do tipo Cytobrush (Kolplast®

Comercial Industrial do Brasil Ltda) (21). Foram acondicionadas em tubos de
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ependorff contendo 500uL de solugdo fisioldgica de cloreto de sédio a 0.9%

(Laboratério Tayuyna Ltda.) e congeladas a -20°C para posterior extragao de DNA.
Extracdo de DNA

As amostras foram identificadas e o DNA extraido com o kit de extracao e
purificacdo de DNA Geneclean®(GENECLEAN® Kit, BIO 101, La Jolla, CA) adaptado
de acordo com o protocolo sugerido por Ledo et al. (1999) (22). Nesta etapa, os
materiais clinicos coletados foram centrifugados a 5.000 rpm por 5 minutos, o
sobrenadante descartado e o sedimento (pellet) foi ressuspendido em 400uL de Nal.
Para a extracdo do DNA foram adicionados 10uL de Glass Milk e deixados a

temperatura ambiente por 5 minutos agitando-se esporadicamente.

Em seguida, as amostras foram centrifugadas a 1400 rpm por 5 minutos e o
sobrenadante descartado. Foram adicionados 500uL de New Wash e posteriormente
centrifugado a 1400 rpm por 5 minutos, esta etapa foi realizada duas vezes
perfazendo um total de duas lavagens. Os sobrenadantes finais foram descartados e
incubados a 55°C por 5 minutos no Cool Block (Calor Seco). Apos esta etapa foi
adicionada a agua livre de nuclease (NFW) (Promega® Madison, WI, EUA)
homogeneizando o precipitado. As amostras foram levadas a centrifuga a 1400 RPM
por 5 minutos e o sobrenadante que continha o DNA extraido foi cuidadosamente
pipetado e transferido para um novo ependorff devidamente identificado para ser

estocado a -20°C, até ser utilizado na reagao de amplificagao.
PCR em tempo real e Genotipagem

A deteccao dos polimorfismos do exon 1 do gene da MBL foi baseado na
curva de “melting temperature assay” usando o Rotor Gene™ RG 3000 (Uniscience-

Cobert Research) como plataforma, bem como primers especificos (iniciador forward
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5'-AGGCATCAACGGCTTCCCA-3' e iniciador reverse 5'-
AGAACAGCCCAACACGTACCT-3') (23,24). Os polimorfismos em um unico
nucleotideo (SNPs) séo considerados uma poderosa ferramenta na identificagao de
genes envolvidos na patogénese de diversas doengas (25,26). Os trés SNPs (nas
posicoes -52, -54 e -57 do exon 1 do gene da MBL) foram analisadas no mesmo
produto da PCR em tempo real através da curva de dissociagdo e agrupadas no

alelo “0” quando alguma mutagao ocorrer nos cédons (27).

A amplificacdo do exon 1 da MBL2 foi realizada para um volume final de 25uL
com SyBR Green PCR Master Mix 1X (Applied Biosystems), 0,5 ul de cada primer,
como descrito anteriormente, e cerca de 2uL do DNA genémico molde. A condigéo
termal da reacao iniciou com uma desnaturagcdo a 95°C por 2 minutos seguida por
35 ciclos de uma desnaturacédo a 95°C por 15 segundos e um anelamento e
extensao a 60°C por 1 min. Apds a amplificacdo do exon 1, o produto resultante foi
submetido ao protocolo da Curva de Melting (Rotor Gene™ RG 3000 - Uniscience-

Cobert Researsh) (Figuras 1 e 2).

O protocolo iniciou com um lento aquecimento de 60°C a 95°C e os calculos
referentes a variacdo da emissado do fluoréforo automaticamente realizados pelo
software do programa (Rotor Gene™ RG 3000 versdo 6.0 (build 41) (Uniscience-
Cobert Researsh) gerando as curvas de dissociacdo permitindo a detecgdo dos

SNPs.
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Analise dos dados

Na andlise dos dados foram obtidas medidas estatisticas (técnicas de
estatistica descritiva) utilizando-se de tabelas para as varidveis qualitativas; para as
variaveis quantitativas foram calculadas a medida de tendéncia central (Média) e
variabilidade (desvio padrao). Para analise estatistica inferencial das variaveis idade

e sexo foi utilizado o teste de variaveis nao-paramétricas Mann-Whitney.

Para o calculo da frequéncia genotipica do MBL-2 foi utilizado o teste de
Likelihood Ratio, e para analise da frequéncia alélica foi utilizado o Teste Exato de
Fisher. O nivel de significancia utilizado na decisao dos testes estatisticos foi de 5%.
Os dados foram digitados na planilha Excel e o software utilizado para a obtengao
dos calculos estatisticos foi o SPSS (Statistical Package for the Social Sciences) na

versao 13.
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RESULTADOS

A média de idade dos participantes foi 43 anos (DP:11,06) e as frequéncias
de manifestagdes clinicas podem ser observadas na Tabela 1. Na analise das
médias de idades dos participantes da pesquisa, estratificada por sexo e grupos
estudados, pdde-se observar que no grupo experimental, 32/45 (71,11%) eram do
sexo feminino com idade média de 45,03 anos (DP:10,26), e 13/45 (28,88%) eram
pacientes do sexo masculino, com idade média de 38,53 anos (DP:12,01), contudo,
nao foi observada diferenca estatistica com relagdo as médias de idade entre os

sexos masculino e feminino (p=0,081).

Os resultados da amplificagcdo do gene da MBL-2 através da PCR em Tempo
Real demonstraram que, no grupo experimental, 25/45 (55,6%) apresentaram
genotipo A/A (selvagem normal); 19/45 (42,2%) gendtipo A/O (heterozigoto) e 1/45
(2,2%) individuo portador de gendtipo 0/0 (homozigoto recessivo). Similarmente, no
grupo controle foi possivel observar a presengca do gendtipo selvagem, ou seja,
homozigotos dominantes normais (A/A) em 24/45 (53,3%); 16/45 (35,6%) individuos
apresentaram genoétipo heterozigotos (A/0) e 5/45 (11,1%) homozigotos recessivos
(0/0). Através do teste de Likelihood Ratio foi realizada uma comparagao dos dados
obtidos do grupo controle. Desta maneira, os resultados obtidos indicaram que a
presenca dos gendtipos mutantes ndo foram fatores de risco para o desenvolvimento
das formas de liquen plano (p= 0,546). O numero de individuos com LPO, com seus

respectivos gendtipos para o gene da MBL-2, pode ser observado na Tabela 2.

Na analise da freqléncia alélica foi possivel observar que os dois grupos do
estudo apresentaram frequiéncias semelhantes de ambos os alelos. A frequéncia do
alelo dominante “A” no grupo dos pacientes portadores de LPO foi 69/90 (77%) e no
grupo de pacientes saudaveis foi possivel observar a freqiéncia de 64/90 (71,2%).
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Similarmente, a frequéncia do alelo recessivo “0” foi 21/90 (23%) no grupo dos casos
e 26/90 (28,8%) no grupo dos controles. A presenga de alelos mutantes ndo foram

fatores contribuintes para o desenvolvimento do LPO (p=0,497) (Tabela 3).
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DISCUSSAO

Estudos prévios mostraram evidéncias de um papel modulador da MBL em
doengas autoimunes e acrescentaram que as investigagbes na Dinamarca e em
Hong Kong sugeriram que os alelos mutantes da MBL poderiam estar associados
com a severidade e o inicio precoce da artrite reumatoide (28-31). Garred et al. (32),
assim como Turner (33), sugeriram um protocolo para detecgdo de polimorfismos
neste gene, sendo assim, o alelo selvagem (normal) para o gene MBL é designado

A e a designacgao usual para os alelos variantes € o 0.

Individuos que sdo homozigotos (0/0) para um alelo mutante produzem MBL
em quantidades indetectaveis por ELISA, enquanto os heterozigotos (A/0) para a
mutacdo possuem concentragdes séricas significativamente reduzidas quando
comparados com individuos homozigotos (A/A) para o alelo selvagem (31). Madsen
et al. (34) e Werth et al. (35) acrescentaram que os gendtipos 0/0 e A/0 estédo
associados com a baixa capacidade antigénica e baixos niveis funcionais de MBL

(comparado com o gendtipo A/A).

A frequéncia do alelo “0” para o grupo controle apresentou-se discretamente
mais elevada do que a do grupo experimental, contudo essa diferenca nao foi
estatisticamente significante. Esses resultados mostraram que as semelhangas de
frequéncias entre os alelos dominante e recessivo nao foram fatores contribuintes
para o desenvolvimento das manifestagdes clinicas do liquen plano oral, por outro
lado nos estudos de Boniotto et al. (36) com individuos acometidos pela doenga
celiaca, a frequéncia do alelo mutante “0” foi mais alta quando comparada ao grupo
controle, corroborando com os resultados de Villarreal et al. (37), Lee et al. (38) e

Garred et al (32) que afirmaram que a freqiéncia do alelo mutante “0” também
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encontrava-se significativamente maior nos pacientes portadores de Ilupus

eritematoso sistémico do que nos pacientes saudaveis.

Em relagdo ao estudo genotipico para o LPO, obtido no presente trabalho, foi
observada uma maior prevaléncia do gendtipo selvagem A/A, seguida pelas
frequéncias dos gendtipos heterozigoto A/0 e homozigoto recessivo 0/0
corroborando com os resultados do estudo de Boniotto et al. (39) em pacientes
italianos com doencga celiaca e com os achados de Tsusumi et al. (40) para o lupus
eritematoso sistémico. No entanto, no presente estudo n&o houve diferenca
estatisticamente significante entre o polimorfismo do gene MBL-2 e o aparecimento

do LPO.

Estudos semelhantes envolvendo outras doencas autoimunes, dentre eles os
estudos de Mullighan et al. (26) com individuos portadores da Sindrome de Sjégren
e o estudo recente realizado por Messias-Reason et al. (18) com pacientes
diagnosticados com Pénfigo Folidceo também ndo mostraram associagdo com o
polimorfismo no gene MBL. A possivel associagdo era esperada, uma vez que, o
polimorfismo do gene MBL-2 parece estar envolvido em outros processos auto-
imunes (18,28,31,32,36-40). Jack et al.(11) sugerem que o polimorfismo de MBL-2
induz a uma diminuicdo dos niveis de concentragao da proteina no soro e que
concentracdes diminuidas de MBL aumentam profundamente a producdo de

interleucinas IL-6, IL-1b e do TNF-a..

E sabido ainda que niveis significativamente elevados de TNF-a s&o
encontrados na mucosa oral (41), no soro (42), e nos fluidos orais (43,6) de
pacientes portadores de LPO; e que estudos recentes mostram associacio
significativa entre o polimorfismo do TNF-a. e a etiologia do LPO (2,10,13). E

possivel que a auséncia de uma relagao de causalidade identificada nos resultados
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deste estudo, se deva ao fato de que o gene MBL, assim como a Via da Lectina
facam parte do sistema imune inato, diferentemente do LPO que € uma patologia
mediada pelas células T, principalmente linfocitos T CD8+, que, por sua vez, esta

correlacionada com a imunidade adquirida.

Estudos adicionais, possivelmente com maior numero de individuos
avaliados, poderao elucidar melhor o papel deste gene na modulagdo da resposta

inflamatdria e sua possivel influéncia na etiologia do LPO.
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CONCLUSAO

Resultados preliminares, obtidos nesse estudo, demonstraram que n&do houve
associagao estatisticamente significante do polimorfismo do gene MBL-2 com a

etiopatogenia do liquen plano oral.
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Quadro 1 Estudos sobre o polimorfismo MBL2 em doengas imunologicamente mediadas de 1999 a 2008.

Doencas do
Referéncia sistema Populacéo estudada Resultados
imunolégico
91 pacientes (83 mulheres e 8 A freqliéncia do alelo mutante “0” foi significativa nos pacientes
Garred et al. 1999 LES homens) 250 controles portadores de LES (p= 0,01).
Villarreal et al. 2001 LES 125 pacientes e 138 controles A freqliéncia do alelo mutante “0” foi maior do que nos controles

(p= 0, 007).

Jacobsen et al. .2001

Artrite Reumatoide

68 pacientes e 250 controles

O alelo mutante da MBL aumentou o risco de desenvolvimento da Artrite
reumatoide (p= 0,02).

Ip et al. 2000

Artrite Reumatoide

211 pacientes e 196
controles saudaveis

Pacientes com AR apresentaram alta frequiéncia da mutagao
(p=0,027), comparada aos controles.

Tsutsumi et al. 2001

Sindrome de
Sjogren e LES

266 pacientes e 129 controles

Genotipos homozigotos mutantes 0/0 da MBL aumentaram o risco de
desenvolver LES (p=0,0431) e SS (p=0,0479).

Boniotto et al. 2002

Doenca celiaca

117 pacientes italianos 130
controles

A freqliéncia de homozigoto mutante 0/0 foi significativamente maior (p=
0,04) em pacientes com DC.

Boniotto et al. 2005

Doenca celiaca

120 pacientes (92 mulheres, 28
homens) e 147 controles

A freqiiéncia de homozigoto mutante 0/0 foi significativamente maior em
pacientes com DC do que nos controles (p=0,014)

Lee et al. 2005

LES

96 europeus (90 mulheres, 6
homens)

O alelo mutante “0” foi fator de risco para o aparecimento do lUpus
eritematoso sistémico (p= 0,001)

Messias-Reason et al.

2008

Pénfigo foliaceo

114 pacientes e 100 controles

Deficiéncia de MBL nao esteve correlacionada com o aparecimento de PF
(p=0,32).
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Tabela 1 Frequéncias dos tipos de apresentacgdes clinicas.

Caracteristicas Controles LP
Reticular (n) _ 36
Eritematoso (n) _ 02
Erosivo (n) _ 05
Bolhoso (n) _ 01
Placa (n) _ 01
ManifestacGes dermatolégicas

Presentes (n) _ 05
Ausentes (n) _ 40

Fonte: Amostras da UFMG.
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Tabela 2 Distribuicdo da frequéncia genotipica da MBL-2 no grupo experimental e no

grupo controle.

Grupos
Frequéncia
Genotipica LPO Controles OR P value
A/A 25 (55.6%) 24 (53.3%) 49
A/0 19 (42.2%) 16 (35.5%) 35 )
1.254 p'’=0.546
0/0 1(2.2%) 5 (11.2%) 6
Total 45 45 90

Fonte: Laboratério de Estomatologia da UFPE e Laboratério de Imunopatologia Keizo Asami - LIKA

Legenda:

(1): utilizando o teste de Likelihood Ratio
OLP: Liquen Plano Oral;

OR: Odds Ratio;

A/A: Homozigoto dominante;

A/Q: Heterozigoto;

0/0: Homozigoto Recessivo.

37



MBL-2 polymorphisms in oral lichen planus

Tabela 3 Distribuicdo da frequéncia alélica da MBL-2 no grupo experimental e no

grupo controle

Grupos
Frequéncia
Alélica LPO Controles Total  OR IC (95%) Pvalue
A 69 (77.0%) 64 (71.2%) 133
0 21(23.0% 26 (28.8%) 47 1,33  0,81-1,66 p V'=0,497
Total 90 90 180

Fonte: Laboratdrio de Estomatologia da UFPE e Laboratério de Imunopatologia Keizo Asami - LIKA

Legenda:

(1): Utilizando Teste Exato de Fisher
OLP: Liquen plano oral ;

OR: Odds Ratio;

Cl: Intervalo de Confiancga;

A: Alelo dominante;

0: Alelo recessivo
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Figura 1
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Figura 1 Curva de Melting do grupo experimental obtida pelo Rotor Gene™RG 3000 (Uniscience-

Cobert Research)

Legenda:
A/A: Homozigoto dominante; A/Q: Heterozigoto; 0/0: Homozigoto Recessivo
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Figura 2 Curva de Melting do grupo controle obtida pelo Rotor Gene™ RG 3000 (Uniscience-Cobert

Research)

Legenda:
A/A: Homozigoto dominante; 0/0: Homozigoto Recessivo
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TERMO DE CONSENTIMENTO LIVRE E ESCLARECIDO

NOME DA PESQUISA: “Avaliagdo do polimorfismo da Lectina Ligadora de Manose (MBL-2) em
pacientes portadores de liquen plano oral”.

PESQUISADOR RESPONSAVEL: Andreza Barkokebas Santos de Faria
ORIENTADOR: Prof®. Dr° Jair Carneiro Leao.

OBJETIVO: Determinar o papel do polimorfismo MBL-2 na etiologia do liquen plano oral. A MBL trata-se
de uma proteina envolvida na defesa do organismo humano e essa pesquisa esta voltada para avaliar a
associagao desta com uma les&o da cavidade oral também envolvida com o sistema imunoldgico, o liquen
plano oral.

METODOLOGIA: Pacientes serdo questionados quanto a ocorréncia e freqiiéncia de manifestagdes orais
do liquen plano. Apds os pacientes serem submetidos ao exame clinico, as amostras serao coletadas
a partir da mucosa jugal bilateralmente com a utilizagdo de escovas ginecoldgicas. O
processamento do material coletado sera realizado no Laboratério de Imunopatologia Keizo Asami (LIKA).

JUSTIFICATIVA: Através desse estudo poderemos ajudar a pesquisas futuras desenvolver novas
terapéuticas com o uso da MBL, visando minimizar a susceptibilidade de pacientes a doengas
imunologicamente mediadas.

BENEFICIOS: Os participantes receber&o orientagdes de como diagnosticar e tratar manifestages orais
LPO. Os pacientes serdo submetidos a exame clinico minucioso, sendo avaliadas as condi¢cdes de saude
bucal. Com o resultado destes exames sera orientado de acordo com a necessidade de tratamento
individual e encaminhado para as devidas clinicas especializadas.

RISCOS: O paciente submetido a pesquisa podera correr o risco durante o exame clinico e sofrer
constrangimentos durante a anamnese, porém a pesquisadora tentara minimiza-los.

Eu, ,RG.N°.

Abaixo assinado, tendo recebido as informagbes acima, e ciente dos meus direitos abaixo relacionados,
concordo participar desta pesquisa, para o trabalho de mestrado citado acima a ser realizado na Pds-
graduacao da Universidade Federal de Pernambuco — UFPE, bem como autorizo toda a documentacao
necessaria, a divulgacéo e a publicacdo da mesma, em periddicos cientificos, na area de Odontologia.

Tendo ciéncia do exposto acima, desejo participar da pesquisa.

Recife, de de

Assinatura do paciente

Assinatura do Pesquisador Assinatura da Testemunha 1 Assinatura da Testemunha 2

Contato para guaisquer esclarecimentos durante a pesguisa:

Prof°. Jair Carneiro Leéo

Av Prof. Morais Régo n° 1235, Cidade Universitaria. Programa de Poés-graduagdo em Odontologia
Departamento de Protese da Universidade Federal de Pernambuco, 1° andar.

Tel: 21268817

Andreza Barkokebas

Rua Silvino Lopes n°® 125, apt.1002, Casa Forte

Cel: 81-9149-2227



FICHA CLINICA

IDENTIFICAGCAO DO PACIENTE

Nome:

Género: ( )F ( )M Idade:_ DatadeNasc.._ _/ /  Naturalidade:
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1. GENERAL

Journal of Oral Pathology & Medicine publishes manuscripts of high scientific quality representing original clinical,
diagnostic or experimental work in oral pathology and oral medicine. Papers advancing the science or practice of these
disciplines will be welcomed, especially those which bring new knowledge and observations from the application of
techniques within the spheres of light and electron microscopy, tissue and organ culture, immunology, histochemistry,
immunocytochemistry and molecular biology. Review papers on topical and relevant subjects will receive a high priority and
articles requiring rapid publication because of their significance and timeliness will be included as brief reports not exceeding
three printed pages. All submitted manuscripts falling within the overall scope of the Journal will be assessed by suitably
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Please read the instructions below carefully for details on the submission of manuscripts, the journal's requirements and
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on the preparation and submission of articles and figures.
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2. ETHICAL GUIDELINES

Journal of Oral Pathology & Medicine adheres to the below ethical guidelines for publication and research.

2.1. Authorship and Acknowledgements
Authors submitting a paper do so on the understanding that the work has not been published before, is not being considered
for publication elsewhere and has been read and approved by all authors.

Journal of Oral Pathology & Medicine adheres to the definition of authorship set up by The International Committee of
Medical Journal Editors (ICMJE). According to the ICMJE authorship criteria should be based on substantial contributions to
conception and design of, or acquisition of data or analysis and interpretation of data, and drafting the article or revising it
critically for important intellectual content.



It is a requirement that all authors have been accredited as appropriate upon submission of the manuscript. Contributors who
do not qualify as authors should be mentioned under Acknowledgements.

Acknowledgements: Under acknowledgements please specify contributors to the article other than the authors accredited.
Acknowledge only persons who have made substantive contributions to the study. Authors are responsible for obtaining
written permission from everyone acknowledged by name because readers may infer their endorsement of the data and
conclusions.

2.2. Ethical Approvals

Experimentation involving human subjects will only be published if such research has been conducted in full accordance
with ethical principles, including the World Medical Association Declaration of Helsinki (version, 2002
www.wma.net/e/policy/b3.htm) and the additional requirements, if any, of the country where the research has been carried
out. Manuscripts must be accompanied by a statement that the experiments were undertaken with the understanding and
written consent of each subject and according to the above mentioned principles. A statement regarding the fact that the study
has been independently reviewed and approved by an ethical board should also be included. Editors reserve the right to reject
papers if there are doubts as to whether appropriate procedures have been used.

When experimental animals are used the methods section must clearly indicate that adequate measures were taken to
minimize pain or discomfort. Experiments should be carried out in accordance with the Guidelines laid down by the National
Institute of Health (NIH) in the USA regarding the care and use of animals for experimental procedures or with the European
Communities Council Directive of 24 November 1986 (86/609/EEC) and in accordance with local laws and regulations.

2.3 Clinical Trials
Clinical trials should be reported using the CONSORT guidelines available at www.consort-statement.org. A CONSORT
checklist should also be included in the submission material.

Journal of Oral Pathology & Medicine encourages authors submitting manuscripts reporting from a clinical trial to register
the trials in any of the following free, public clinical trials registries: www.clinicaltrials.gov, http://clinicaltrials-
dev.ifpma.org/, http://isrctn.org/. The clinical trial registration number and name of the trial register will then be published
with the paper.

2.4 Conflict of Interest

All sources of institutional, private and corporate financial support for the work within the manuscript must be fully
acknowledged, and any potential grant holders should be listed. Please see Conflicts of Interest for generally accepted
definitions on conflict of interest? Please enclose this information under the heading "Conflict of Interest Statement".

2.5 Appeal of Decision
Authors who wish to appeal the decision on their submitted paper may do so by emailing the editor with a detailed
explanation for why they find reasons to appeal the decision.

2.6 Permissions
If all or parts of previously published illustrations are used, permission must be obtained from the copyright holder
concerned. It is the author's responsibility to obtain these in writing and provide copies to the Publishers.

2.7 Copyright Assignment

Authors submitting a paper do so on the understanding that the work and its essential substance have not been published
before and is not being considered for publication elsewhere. The submission of the manuscript by the authors means that the
authors automatically agree to assign exclusive copyright to Blackwell Publishing if and when the manuscript is accepted for
publication. The work shall not be published elsewhere in any language without the written consent of the publisher. The
articles published in this journal are protected by copyright, which covers translation rights and the exclusive right to
reproduce and distribute all of the articles printed in the journal. No material published in the journal may be stored on
microfilm or videocassettes or in electronic database and the like or reproduced photographically without the prior written
permission of the publisher.

Authors will be required to sign a Copyright Transfer Agreement (CTA) for all papers accepted for publication. Signature of
the CTA is a condition of publication and papers will not be passed for production unless a signed form has been received.
Please note that signature of the Copyright Transfer Agreement does not affect ownership of copyright in the material.
(Government employees need to complete the Author Warranty sections, although copyright in such cases does not need to
be assigned). After submission authors will retain the right to publish their paper in various medium/circumstances (please
see the form for further details). To assist authors, an appropriate form will be supplied by the editorial office. Alternatively,
authors may like to download a copy of the form from www.wiley.com/go/ctaaglobal.

Authors must send the completed CTA upon receiving notice of manuscript acceptance, i.e., do not send the form at
submission. Please post the completed form back to the Production Editor (contact details below).
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3. MANUSCRIPT SUBMISSION PROCEDURE

Manuscripts should be submitted electronically via the online submission site http://mc.manuscriptcentral.com/jopm. The use
of an online submission and peer review site enables immediate distribution of manuscripts and consequentially speeds up
the review process. It also allows authors to track the status of their own manuscripts. Complete instructions for submitting a
paper is available online and below. For further instructions, please contact Editorial Assistant Anne-Marie Engel at

ame@dadInet.dk

3.1. Getting Started

« Launch your web browser (supported browsers include Internet Explorer 5.5 or higher, Safari 1.2.4, or Firefox 1.0.4 or
higher) and go to the journal's online Submission Site: http://mc.manuscriptcentral.com/jopm.

« Log-in or, if you are a new user, click on "register here".

« If you are registering as new user.

- After clicking on "register here", enter your name and e-mail information and click "Next". Your e-mail information is very
important.

- Enter your institution and address information as appropriate, and then click "Next."

- Enter a user ID and password of your choice (we recommend using your e-mail address as your user 1D), and then select
your areas of expertise. Click "Finish".

« If you are registered as user, but have forgotten your log in details, enter your e-mail address under "Password Help". The
system will send you an automatic user 1D and a new temporary password.

* Log-in and select "Author Centre".

3.2. Submitting Your Manuscript

« After you have logged into your "Author Centre", submit your manuscript by clicking the submission link under "Author
Resources".

« Enter data and answer questions as appropriate. You may copy and paste directly from your manuscript and you may
upload your pre-prepared covering letter.

« Click the "Next" button on each screen to save your work and advance to the next screen.

« You are required to upload your files.

- Click on the "Browse™ button and locate the file on your computer.

- Select the designation of each file in the drop down next to the Browse button.

- When you have selected all files you wish to upload, click the "Upload Files" button.

* Review your submission (in HTML and PDF format) before completing your submission by sending it to the Journal. Click
the "Submit" button when you are finished reviewing.

3.3. Manuscript Files Accepted

Manuscripts should be uploaded as Word (.doc) or Rich Text Format (.rft) files (not write-protected) plus separate figure
files. GIF, JPEG, PICT or Bitmap files are acceptable for submission, but only high-resolution TIF or EPS files are suitable
for printing. The files will be automatically converted to HTML and PDF on upload and will be used for the review process.
The text file must contain the entire manuscript including title page, abstract, text, references, acknowledgements and conflict
of interest statement, tables, and figure legends, but no embedded figures. In the text, please reference figures as for instance
"Figure 1", "Figure 2" etc to match the tag name you choose for the individual figure files uploaded. Manuscripts should be
formatted as described in the Author Guidelines below. Please note that any manuscripts uploaded as Word 2007 (.docx) will
be automatically rejected. Please save any .docx file as .doc before uploading.

3.4. Blinded Review

All manuscripts submitted to Journal of Oral Pathology & Medicine will be reviewed by two experts in the field. Journal of
Oral Pathology & Medicine uses single blinded review. The names of the reviewers will thus not be disclosed to the author
submitting a paper.

3.5. Suggest a Reviewer

Journal of Oral Pathology & Medicine attempts to keep the review process as short as possible to enable rapid publication of
new scientific data. In order to facilitate this process, the name and current email address of a potential international reviewer
whom you consider capable of reviewing your manuscript is requested. Additionally, you may mention non-preferred
reviewers as well.



3.6. Suspension of Submission Mid-way in the Submission Process

You may suspend a submission at any phase before clicking the "Submit" button and save it to submit later. The manuscript
can then be located under “Unsubmitted Manuscripts™ and you can click on "Continue Submission™ to continue your
submission when you choose to.

3.7. E-mail Confirmation of Submission

After submission you will receive an e-mail to confirm receipt of your manuscript. If you do not receive the confirmation e-
mail after 24 hours, please check your e-mail address carefully in the system. If the e-mail address is correct please contact
your IT department. The error may be caused by some sort of spam filtering on your e-mail server. Also, the e-mails should
be received if the IT department adds our e-mail server (uranus.scholarone.com) to their whitelist.

3.8. Manuscript Status
You can access Manuscript Central any time to check your "Author Centre" for the status of your manuscript. The Journal
will inform you by e-mail once a decision has been made.

3.9. Submission of Revised Manuscripts
To submit a revised manuscripts please locate your manuscript under "Manuscripts with Decisions™ and click on "Submit a
Revision". Please remember to delete any old files uploaded when you upload your revised manuscript.

4. MANUSCRIPT TYPES ACCEPTED

Original Research Articles: of high scientific quality representing original clinical, diagnostic or experimental work in oral
pathology and oral medicine. Papers advancing the science or practice of these disciplines will be welcomed, especially those
which bring new knowledge and observations from the application of techniques within the spheres of light and electron
microscopy, tissue and organ culture, immunology, histochemistry, immunocytochemistry and molecular biology.

Review Papers: Journal of Oral Pathology & Medicine commissions review papers and also welcomes uninvited reviews.
Reviews should be submitted via the online submission site: http://mc.manuscriptcentral.com/jopm and are subject to peer-
review.

Case Reports: Please note that Journal of Oral Pathology & Medicine no longer accepts submission of case reports.

Brief Reports: Original research material requiring rapid publication because of their significance and timeliness will be
included as Brief Reports. They should not exceed three pages.

Letters to the Editor: Letters, if of broad interest, are encouraged. Letters should not be confused with Brief Reports. Letters
may deal with material in papers published in Journal of Oral Pathology & Medicine or they may raise new issues, but
should have important implications.

5. MANUSCRIPT FORMAT AND STRUCTURE

5.1. Page Charge
Acrticles exceeding 6 published pages (excluding figures and tables) are subject to a charge of USD163.00 per additional
page. One published page amounts approximately to 5,500 characters (excluding figures and tables).

5.2. Format

Language: The language of publication is English. Authors for whom English is a second language may choose to have their
manuscript professionally edited before submission to improve the English. A list of independent suppliers of editing services
can be found at www.blackwellpublishing.com/bauthor/english_language.asp. All services are paid for and arranged by the
author, and use of one of these services does not guarantee acceptance or preference for publication.

Abbreviations, Symbols and Nomenclature: Use only standard abbreviations (Vancouver System). All units will be metric.
Use no roman numerals in the text. In decimals, a decimal point, and not a comma, will be used. Avoid abbreviations in the
title. The full term for which an abbreviation stands should precede its first use in the text unless it is a standard unit of
measurement. Useful is Baren DN, ed. Units, symbols, and abbreviations. A guide for biological and medical editors and
authors. 4. ed. London: Royal Society of Medicine.

Font: When preparing your file, please use only standard fonts such as Times, Times New Roman or Arial for text, and
Symbol font for Greek letters, to avoid inadvertent character substitutions. In particular, please do not use Japanese or other
Asian fonts. Do not use automated or manual hyphenation.

5.3. Structure
All papers submitted to Journal of Oral Pathology & Medicine should include: title page, abstract, main text, references and



tables, figures, figure legends and conflict of interest statement where appropriate. Manuscripts must conform to the journal
style. Manuscripts not complying with the journal format will be returned to the author(s).

Title Page: Should be part of the manuscript document uploaded for review and include: The title of the article, a running
title of no more than 50 letters and spaces, 2-5 keywords, complete names and institution for each author, corresponding
author's name, address, email address and fax number.

Abstract: is limited to 250 words in length and should contain no abbreviations. The abstract should be included in the
manuscript document uploaded for review as well as inserted separately where specified in the submission process. The
abstract should convey the essential purpose and message of the paper in an abbreviated form. For original articles the
abstract should be structured with the following headings in accordance with Index Medicus (Medical Subject Headings):
background, methods, results and conclusions. For other article types, please choose headings appropriate for the article.

Main Text of Original Articles: should be divided into introduction, material and methods, results and discussion.

Introduction: should clearly state the purpose of the article. Give only strictly pertinent references. Exhaustive literature
reviews are inappropriate.

Materials and Methods: must contain sufficient detail such that, in combination with the references cited, all clinical trials
and experiments reported can be fully reproduced. As a condition of publication, authors are required to make materials and
methods used freely available to academic researchers for their own use. This may for example include antibodies etc. Other
supporting data sets must be made available on the publication date from the authors directly.

(i) Clinical trials: Clinical trials should be reported using the CONSORT guidelines available at www.consort-statement.org.
A CONSORT checklist should also be included in the submission material.

Journal of Oral Pathology & Medicine encourages authors submitting manuscripts reporting from a clinical trial to register
the trials in any of the following free, public clinical trials registries: www.clinicaltrials.gov, http://clinicaltrials-
dev.ifpma.org/, http://isrctn.org/. The clinical trial registration number and name of the trial register will then be published
with the paper. .

(if)Experimental subjects: Experimentation involving human subjects will only be published if such research has been
conducted in full accordance with ethical principles, including the World Medical Association Declaration of Helsinki
(version, 2002 www.wma.net/e/policy/b3.htm) and the additional requirements, if any, of the country where the research has
been carried out. Manuscripts must be accompanied by a statement that the experiments were undertaken with the
understanding and written consent of each subject and according to the above mentioned principles. A statement regarding
the fact that the study has been independently reviewed and approved by an ethical board should also be included. Editors
reserve the right to reject papers if there are doubts as to whether appropriate procedures have been used.

When experimental animals are used the methods section must clearly indicate that adequate measures were taken to
minimize pain or discomfort. Experiments should be carried out in accordance with the Guidelines laid down by the National
Institute of Health (NIH) in the USA regarding the care and use of animals for experimental procedures or with the European
Communities Council Directive of 24 November 1986 (86/609/EEC) and in accordance with local laws and regulations.

(iii) Suppliers: Suppliers of materials should be named and their location (town, state/county, country) included.

Results: Present your results in logical sequence in the text, tables, and illustrations. Do not repeat in the text all the data in
the tables, illustrations, or both: emphasize or summarize only important observations.

Discussion: Emphasize the new and important aspects of the study and conclusions that follow from them. Do not repeat in
detail data given in the Results section. Include in the Discussion the implications of the findings and their limitations and
relate the observations to other relevant studies.

Main Text of Review Articles comprise an introduction and a running text structured in a suitable way according to the
subject treated. A final section with conclusions may be added.

Acknowledgements: Under acknowledgements please specify contributors to the article other than the authors accredited.
Acknowledge only persons who have made substantive contributions to the study. Authors are responsible for obtaining
written permission from everyone acknowledged by name because readers may infer their endorsement of the data and
conclusions. See also above under Ethical Guidelines.

Conflict of Interest Statement: All sources of institutional, private and corporate financial support for the work within the
manuscript must be fully acknowledged, and any potential grant holders should be listed. Please see Conflicts of Interest for
generally accepted definitions on conflict of interest? See also above under Ethical Guidelines.

5.4. References
References should be kept to the pertinent minimum and numbered consecutively in the order in which they appear in the



text. Identify references in text, tables, and legends by Arabic numerals (in parentheses). References cited only in the tables
or figure legends should be numbered in accordance with a sequence established by the first identification of that figure or
table in the text. Use the style of the examples below, which are based on the formats used in Index Medicus. Try to avoid
using abstracts as references. Include manuscripts accepted, but not published; designate the abbreviated title of the journal
followed by (in press). Information from manuscripts not yet accepted, should be cited in the text as personal communication.
The references must be verified by the author(s) against the original documents. Titles should be abbreviated in accordance
with the style used in Index Medicus and the Vancouver System.

We recommend the use of a tool such as EndNote or Reference Manager for reference management and formatting. EndNote
reference styles can be searched for here: www.endnote.com/support/enstyles.asp . Reference Manager reference styles can
be searched for here: www.refman.com/support/rmstyles.asp

Examples of the Journal's reference style:

(1) Standard journal article

(List all authors when 6 or less; when 7 or more, list only the first 3 and add et al.)

BUCHNER A, SCIUBBA JJ. Peripheral epithelial odontogenic tumors: a review. Oral Surg Oral Med Oral Pathol 1987; 63:
688-97.

HEINIC GS, GREENSPAN D, MACPHAIL LA, et al. Oral Histoplasma capsulatum infection in association with HIV
infection: a case report. J Oral Pathol Med 1992; 21: 85-9.

(2) Corporate author
European Collaborative Study. Risk factors for mother-to-child transmission of HIV-1. Lancet 1992; 339: 1007-12.

(3) No author given
Anonymous. “The importance of being early' [leader]. Br Dent J 1991; 170: 167.

(4) Journal supplement

M@LLER-PETERSEN J. Evaluation of diagnostic tests. Design and phases. Scand J Clin Lab Invest 1992; 52: suppl. (208):
35-50.

CROSS SS, SCHOLFIELD JH, KENNEDY A, COTTON DWK. Measuring the fractal dimension of tumour borders. J
Pathol 1992; 168: 117A (abstr).

(5) Journal paginated by issue
HILLAM C. Dentistry in Europe in the 1790's. Dent Historian 1992; 22: (May): 31-4.

(6) Book
PINDBORG JJ. Atlas of diseases of the oral mucosa. Copenhagen: Munksgaard, 1992: 50-66.

(7) Chapter in a book
VAN DER WAAL I. Salivary gland neoplasms. In: PRABHU SR, WILSON DF, DAFTARY DK, JOHNSON NW, eds. Oral
diseases in the tropics. Oxford: Oxford Medical, 1992; 478-86.

(8) Published proceedings paper
DRINNAN AJ. Review of the literature: educational aspects of oral medicine. In: MILLARD HD, MASON DK, eds. World
workshop on oral medicine. Chicago: Year Book Medical, 1989; 5-11.

(9) Agency publication
MUIR C, WATERHOUSE J, MACK T, POWELL J, WHELAN S. Cancer incidence in five continents: Vol. 5. Lyon:
International Agency for Research on Cancer, 1987; IARC Scientific Publications No. 88.

(10) Dissertation or thesis
CHUNGPANICH S. The diagnostic and prognostic potential of nucleolar organizer regions in oral epithelial dysplasia.
MMedSci Thesis, University of Sheffield, 1989.

5.5. Tables, Figures and Figure Legends

Tables: should be numbered consecutively with Arabic numerals. Type each table on a separate sheet, with titles making
them self-explanatory. Due regard should be given to the proportions of the printed page.

Figures: All figures should clarify the text and their number be kept to a minimum. Text on figures should be in CAPITALS.
Line drawings should be professionally drawn; half-tones should exhibit high contrast.

All figures and artwork must be provided in electronic format. Please save vector graphics (e.g. line artwork) in Encapsulated
Postscript Format (EPS) and bitmap files (e.g. half-tones) or clinical or in vitro pictures in Tagged Image Format (TIFF).
Detailed information on our digital illustration standards can be found at
www.blackwellpublishing.com/bauthor/illustration.asp




Unnecessary figures and parts (panels) of figures should be avoided: data presented in small tables or histograms, for
instance, can generally be stated briefly in the text instead. Figures should not contain more than one panel unless the parts
are logically connected

Figures divided into parts should be labeled with a lower-case, boldface, roman letter, a, b, and so on, in the same type size as
used elsewhere in the figure. Lettering in figures should be in lower-case type, with the first letter capitalized. Units should
have a single space between the number and unit, and follow SI nomenclature common to a particular field. Unusual units
and abbreviations should be spelled out in full or defined in the legend. Scale bars should be used rather than magnification
factors, with the length of the bar defined in the legend rather than on the bar itself. In general visual cues (on the figures
themselves) are preferred to verbal explanations in the legend (e.g. broken line, open red triangles etc).

Preparation of Electronic Figures for Publication: Although low quality images are adequate for review purposes, print
publication requires high quality images to prevent the final product being blurred or fuzzy. Submit EPS (lineart) or TIFF
(halftone/photographs) files only. MS PowerPoint and Word Graphics are unsuitable for printed pictures. Do not use pixel-
oriented programmes. Scans (TIFF only) should have a resolution of 300 dpi (halftone) or 600 to 1200 dpi (line drawings) in
relation to the reproduction size (see below). EPS files should be saved with fonts embedded (and with a TIFF preview if
possible).

For scanned images, the scanning resolution (at final image size) should be as follows to ensure good reproduction: lineart:
>600 dpi; half-tones (including gel photographs): >300 dpi; figures containing both halftone and line images: >600 dpi.

Further information can be obtained at Blackwell Publishing's guidelines for figures:
www.blackwellpublishing.com/bauthor/illustration.asp.

Check your electronic artwork before submitting it: www.blackwellpublishing.com/bauthor/eachecklist.asp

Permissions: If all or parts of previously published illustrations are used, permission must be obtained from the copyright
holder concerned. It is the author's responsibility to obtain these in writing and provide copies to the Publishers.

Figure Legends: should be a separate section of the manuscript, and should begin with a brief title for the whole figure and
continue with a short description of each panel and the symbols used: they should not contain any details of methods.

5.6. Supporting Information
Supporting Information, such as data sets or additional figures or tables, that will not be published in the print edition of the
journal, but which will be viewable via the online edition, can be submitted.

It should be clearly stated at the time of submission that the Supporting Information is intended to be made available through
the online edition. If the size or format of the Supporting Information is such that it cannot be accommodated on the journal's
Web site, the author agrees to make the Supporting Information available free of charge on a permanent Web site, to which
links will be set up from the journal's Web site. The author must advise Blackwell Publishing if the URL of the Web site
where the Supporting Information is located changes. The content of the Supporting Information must not be altered after the
paper has been accepted for publication.

The availability of Supporting Information should be indicated in the main manuscript by a paragraph, to appear after the
References, headed "Supporting Information™ and providing titles of figures, tables, etc. In order to protect reviewer
anonymity, material posted on the authors Web site cannot be reviewed. The Supporting Information is an integral part of the
article and will be reviewed accordingly.

6. AFTER ACCEPTANCE

Upon acceptance of a paper for publication, the manuscript will be forwarded to the Production Editor who is responsible for
the production of the journal.

6.1 Proof Corrections

Proofs will be sent via e-mail as an Acrobat PDF (portable document format) file. The e-mail server must be able to accept
attachments up to 4 MB in size. Acrobat Reader will be required in order to read this file. This software can be downloaded
(free of charge) from the following Web site: www.adobe.com/products/acrobat/readstep2.html.
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