RELATORIO DE ENSAIO

AVALIACAO DA ATIVIDADE MICOBACTERICIDA — TESTE CONFIRMATORIO
Wycobacterium abscessus subsp. bolletii
AA13 - 038276.R

Cliente: THECH DESINFECCAQC LTDA

Eridlsran: RUA FAGUNDES FILHO, 191 - CONJUNTO 142 -
VL MONTE ALEGRE 04300-10 SAO PAULO - SP

Protocolo Ecolyzer; 038276.R

Inicio do Processo: 09/09/2016

Recebimento da Amosira: 09/09/2016

Inicio do Ensaio: 26/10/2016

Término do Ensaio: 26/01/2017

Emissdo do Relatério: 07/03/2017

Amostra: VOXILCN AN
(%) 4cido peracético: 0,25; peréxido de hidrogénio:
5.0; acido acético: 4,0; benzotriazol: 0,0798; fosfato

i T . de sodio monaobasico anidro: 0,1246; fosfato de

Gemposigdo Quimica Declarada: sodio bibasico anidro: 1,1214; hexametafosfato de
sédio: 0,0252; mofibdate de sodio: 0,0490; agua:
89,35.

Quantidade de amostra recebida (mL ou g): 6000,00

Lote/Val.l Fab. Declarada: 102501601 09/03/2018 06/09/2016

Quantidade de amostra utilizada (g ou mL): 150

METODOLOGIA

O ensalo para Avaliagdo da Atividade Micobactericida, Teste Confirmatério & baseado na intreducéo de
cilindros carreadores, previamente contaminados com microrganismos alvos em tubos de ensaio contendo
amostra teste (desinfetante), onde permanecem em contato pelo tempo solicitado/estipulado.
Posteriormente, os cilindros sao transferidos para tubos de ensaio contendo meio de cultura adequado, e
aliquotas dos tubos contendo neutralizante sfo transferidas para os meios de subcultura. Os tubos sdo
incubados por 60 dias, e mais 30 dias adicionais caso n&o ocorra crescimento na primeira leitura.

Método Confirmatério para Avaliacdo da Atividade Micobactericida de Desinfetantes. Rio de Janeiro
INCQS/FIOCRUZ - 65.3240.009 — Rev. 00 — 2016.

CONDIGOES DO ENSAIO
Faixa de temperatura da amostra durante o ensaio: 20°C+1.

Faixa de temperatura de incubacao: 36°C+1.

TECNICA ANALITICA

Meétodo Confirmatoério para a Avaliagio da Atividade Micobactericida de Desinfetantes.
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RELATORIO DE ENSAIO

AVALIACAO DA ATIVIDADE MICOBACTERICIDA — TESTE CONFIRMATORIO
Mycobacterium abscessus subsp. bolletii
AA13 — 038276.R

Laboratdério de Ensaio acreditado pela Cgcre de acordo com a ABNT NBR ISO/IEC 17025, sob o niimero CRL 639

RESULTADO
}_—Miqrorganismo Teste Mycobacterium abscessus subsp. bolletii INCQS n® 00594)
| Diluigao de Uso Puro
_Tempo de Contato 10 minutos

Eliminagéo de 10 dos 10 cilindros
I?_t_asu!tado Auséncia de crescimento em 20 dos 20 tubos de subcultura.

CRITERIO DE ACEITACAO

A amostra & considerada satisfatéria quando o microrganismo teste for eliminado nos 10 cilindros
utilizados, e nao devera haver crescimento microbiano nas aliquotas de 2 mL semeadas nos dois meios de
subcultura. (especificagéo fornecida pelo método analitico)

As opinides e interpretages expressas abaixo nao fazem parte do escopo da acreditagao deste Isboratorio.
CONCLUSAO

De acordo com os resultados obtidos no ensaio, a amostra pode ser considerada SATISFATORIA na

eficacia micobactericida frente & Mycobacterium abscessus subsp. bolletii (INCQS n® 00594), quando
utilizada pura e tempo de contato de 10 minutos.

- Os resUitados referem-se Onica e exclusivamente 2o0s itens ensaiados,
- Amostragem realizada peio cliente.

- As amostras foram analisadas como recebidas, isentando o laboratério de qualquer respensabilidade referente zos procedimentos e dados de
amosiragem, preservacio e envio das amostras.

~ Este relatério atende os requisitos da NBR ISOMIEC 17025, o qual garante a rastreabilidade dos d@o@\gegos ens&io.
sdfito da Efolyzer.

- E proibida a reprodugdo parcial deste Relatdrio. A reproducio em pares requer aprovacap pot e
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Sao Paulo, 30/09/2022

Declaracédo de alteracdo de nome da cepa Mycobacterium massiliense

Os Laboratérios Ecolyzer Ltda. CNPJ 02.752.024/0001-22 — localizado a Rua Romao Puiggari, 898,
Vila das Mercés — Sao Paulo-SP, informa por meio desta justificativa técnica que os estudos foram
conduzidos conforme determinado no informe técnico sobre produtos com agdo antimicrobiana de uso
em assisténcia a saude ( RDC n° 35/10), entretanto no ano de 2011 a comunidade cientifica realizou
uma proposta de unificago e reclassificagdo do micro-organismo em questao, resultando na alteracéo
de sua nomenclatura de Mycobacterium massiliense para Mycobacterium abscessus subsp. bolletii,
conforme artigo anexado.

Colocando-nos ao inteiro dispor para prestar quaisquer esclarecimentos adicionais que se fizerem
necessarios, por favor, entrem em contato conosco pelo telefone: (011) 2948-9990.

Atenciosamente,

Assinado de forma digital por
SABRINA
MENCHINI:28194273838
DN: c=BR, 0=ICP-Brasil,

- ou=Secretaria da Receita Federal

"Wy, doBrasil - RFB, ou=RFB e-CPF A1,
" ou=(EM BRANCO),

0u=16894782000190,
ou=videoconferencia,
cn=SABRINA
MENCHINI:28194273838

Sabrina Menchini
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The names ‘Mycobacterium abscessus subsp. abscessus’ and ‘Mycobacterium abscessus
subsp. massiliense’, proposed by Leao et al. (2009, J Clin Microbiol 47, 2691-2698), cannot be
validly published. The purpose of this report is to provide a description in accordance with the
Rules of the Bacteriological Code (1990 Revision). Moreover, the proposal of the name
‘Mycobacterium abscessus subsp. massiliense’ is contrary to Rule 38 and the correct name of

this taxon, at the rank of subspecies, is Mycobacterium abscessus subsp. bolletii comb. nov.
A description of Mycobacterium abscessus subsp. abscessus subsp. nov. and an emended
description of Mycobacterium abscessus are also given.

The species Mycobacterium bolletii (Adékambi et al., 2006a)
and Mycobacterium massiliense (Adékambi et al, 2004,
2006b) cannot be separated from Mycobacterium abscessus
(Moore & Frerichs, 1953; Kusunoki & Ezaki, 1992) by
phenotypic tests and results derived from genotypic
studies, such as DNA-DNA hybridization and RFLP-16S
rRNA, supporting the proposition that the three taxa
actually represent a single species with internal variability.
Consequently, Leao et al. (2009) proposed the union of
M. bolletii and M. massiliense, and the recognition of two
subspecies within M. abscessus: ‘Mycobacterium abscessus
subsp. abscessus and ‘Mycobacterium abscessus subsp.
massiliense’.

In contradiction to the Bacteriological Code (1990 Revision)
(Lapage et al., 1992; De Vos & Triiper, 2000), Leao et al.
(2009) do not provide protologues for the new subspecies
(see Rule 27) and therefore the names ‘Mycobacterium
abscessus subsp. abscessus and ‘Mycobacterium abscessus

A supplementary table is available with the online version of this paper.

subsp. massiliense’ cannot be validly published by citation in
a Validation List.

Moreover, the proposal of ‘Mycobacterium abscessus subsp.
massiliense’ is not in accordance with the Rules:

- The name Mycobacterium bolletii was validly pub-
lished on page 140 of the January 2006 issue of the
International Journal of Systematic and Evolutionary
Microbiology.

-The name Mycobacterium massiliense was validly
published on page 2025 of the September 2006 issue of
the International Journal of Systematic and Evolutionary
Microbiology, by citation in Validation List 111.

- According to Rule 24b(2), the name Mycobacterium
bolletii therefore has priority over the name Myco-
bacterium massiliense. Data presented by Leao et al
(2009) indicate that these taxa are heterotypic synonyms.
According to Rule 38, if these taxa are considered to be
one species, they must be united under the name
Mycobacterium bolletii, and, according to Rule 50b,
if that species is considered to be a subspecies of

023770 © 2011 IUMS  Printed in Great Biritain
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S. C. Leao and others

M. abscessus, then the name of the subspecies must be
Mycobacterium abscessus subsp. bolleti.

According to Rule 27(2) (Lapage et al, 1992; De Vos &
Triiper, 2000), a reference to a previous effectively published
description is in accordance with the Rules. So, we propose
the valid publication of the names Mycobacterium abscessus
subsp. bolletii comb. nov. and Mycobacterium abscessus subsp.
abscessus subsp. nov. with reference to the study by Leao et al.
(2009) and the correction included in this report. The species
description of M. abscessus is also emended to cover both
M. abscessus subsp. bolletii and M. abscessus subsp. abscessus.

The data from Leao et al (2009), as well as other
publications (Kim et al, 2008; Macheras et al., 2009;
Zelazny et al, 2009; Leao et al., 2010), showed a clear
internal variability at the phenotypic and genotypic levels
in the species M. abscessus. Such a characteristic suggests
strongly that possible future descriptions of other subspe-
cies in the species M. abscessus cannot be discounted.

Emended description of Mycobacterium
abscessus (Moore and Frerichs 1953) Kusunoki
and Ezaki 1992

Mpycobacterium abscessus (abs.ces’sus. L. gen. n. abscessus of
an abscess).

The following properties are displayed in addition to those
listed in the species description by Kusunoki & Ezaki (1992):
alkaline phosphatase, pyrrolidonyl arylamidase and tolerance
to 5% (w/v) NaCl are present. Colonies can be smooth and
grow on 5% sheep blood agar. Several enzymic activities
show within-species variability, such as urease, catalase at
68 °C, f-glucosidase and f-galactosidase. More stable
phenotypic characteristics are absence of growth at >42 °C,
negative result for nitrate reduction and negative result for
utilization of sodium citrate. The mycolic acid pattern,
displayed by using HPLC, is very similar to those of other
related species, showing only minor differences and low
discriminatory power (Leao et al, 2009). M. abscessus has a
single ribosomal operon (rrn operon) per genome
(Domenech et al, 1994; Leao et al, 2009). This species has
two characteristic PRA-hsp65 patterns: type 1, showing BstEII
(bp) (235, 210) and Haelll (bp) (145, 70, 60, 50), and type 2
with BstEIl (bp) (235, 210) and HaellI (bp) (200, 70, 60, 50).
The trait of 711 bp of the rpoB and the trait of 401 bp of the
hsp65 nucleotide sequences show up to 96.6 and 98.7%
within-species similarity, respectively.

Mpycobacterium abscessus (Moore and Frerichs 1953)
Kusunoki and Ezaki 1992 emend. Leao et al. (authorship
reads Leao, Tortoli and Garcia) encompasses two subspe-
cies: Mpycobacterium abscessus subsp. bolletii (Adékambi
et al. 2006a) Leao, Tortoli and Garcia, comb. nov., and
Mpycobacterium abscessus subsp. abscessus (Moore and
Frerichs 1953) Kusunoki and Ezaki 1992, subsp. nov.

The type strain is Hauduroy L948" (=TMC 15437 =
ATCC 19977F =CCUG 20993" =CIP 104536° =DSM
441967 =JCM 135697 =NCTC 130317).

Description of Mycobacterium abscessus subsp.
bolletii (Adékambi et al. 2006a) Leao, Tortoli and
Garcia, comb. nov.

Mpycobacterium abscessus subsp. bolletii (bol.le’ti.i. N.L. gen.
masc. n. bolletii of Bollet, to honour Claude Bollet, a
famous clinical microbiologist and taxonomist).

Basonym: Mycobacterium bolletii Adékambi et al. 2006a.

The description is based on that given for Mycobacterium
bolletii by Adékambi et al. (2006a), with the addition of the
description given by Adékambi et al. (2006b) for Myco-
bacterium massiliense. As demonstrated by Leao et al. (2009),
the characterization of a wide set of isolates clearly showed
further within-subspecies variability in this subspecies. Thus,
the phenotypic characteristics of this subspecies show
variation between strains in relation to the characteristics
indicated in the first description given by Adékambi et al.
(2006a). For example, several strains are able to grow in 5%
(w/v) NaCl and others reveal a positive result for urease. The
variability is even stronger when comparing antimicrobial
susceptibility: several strains are susceptible to clarithromy-
cin, in contrast to the resistance described in the initial
report. It is important to mention that discrepancies in
susceptibility tests could be also ascribed to the method used.
Mycobacterium abscessus subsp. bolletii has the properties
given in the emended description of Mycobacterium
abscessus. Additional features that distinguish this subspecies
are the PRA-hsp65 pattern and the rpoB and hsp65 gene
sequence differences. The PRA-hsp65 pattern that charac-
terizes Mycobacterium abscessus subsp. bolletii is Mycobac-
terium abscessus type 2. The trait of 711 bp of the rpoB and
the trait of 401 bp of the hsp65 nucleotide sequences from
Mycobacterium abscessus subsp. bolletii show up to 95.6 and
98.5% similarity, respectively, to Mycobacterium abscessus
subsp. abscessus. This subspecies includes strains of the
species Mycobacterium massiliense described previously
(Adékambi et al., 2004, 2006b).

The type strain is BD® (=CCUG 50184" =CIP 108541"
=JCM 152977).

Description of Mycobacterium abscessus subsp.
abscessus (Moore and Frerichs 1953) Kusunoki
and Ezaki 1992, subsp. nov.

Mpycobacterium abscessus subsp. abscessus (abs.ces’sus. L.
gen. n. abscessus of an abscess).

Rule 40d (formerly Rule 46) of the Bacteriological Code (1990
Revision) (Lapage et al., 1992; De Vos & Triiper, 2000) states
that ‘the valid publication of a subspecific name which
excludes the type of the species automatically creates another
subspecies which includes the type and whose name bears the
same specific and subspecific epithets as the name of the type’.
As  Mpycobacterium bolletii is transferred to the species
Mpycobacterium abscessus (Mycobacterium abscessus subsp.
bolletii comb. nov.), an automatic consequence of this rule
is that the subspecies Mycobacterium abscessus subsp. abscessus

2312
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Two subspecies in Mycobacterium abscessus

(Moore and Frerichs 1953) Kusunoki and Ezaki 1992 must be
created.

At the time of writing, the Judicial Opinion about the
request by Tindall & Garrity (2008) has not been
published. Thus, the authorship of the subspecies
Mycobacterium  abscessus subsp. abscessus follows the
current Rule 40d.

The description is as that given for Mycobacterium abscessus
by Kubica et al. (1972) and Kusunoki & Ezaki (1992).
Mpycobacterium abscessus subsp. abscessus has the properties
given in the emended description of Mycobacterium
abscessus. Additional features that distinguish this subspe-
cies are the PRA-hsp65 pattern and the rpoB and hsp65 gene
sequence differences. Mycobacterium abscessus subsp.
abscessus shows the characteristic PRA-hsp65 pattern
Mpycobacterium abscessus type 1. The trait of 711 bp of
the rpoB and the trait of 401 bp of the hsp65 nucleotide
sequences from Mycobacterium abscessus subsp. abscessus
show up to 95.6 and 98.5% similarity, respectively, to
Mycobacterium abscessus subsp. bolletii.

The type strain is Hauduroy L948" (=TMC 1543" =ATCC
199777 =CCUG 209937 =CIP 104536 =DSM 441967
=JCM 135697 =NCTC 130317).
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Farmacéutico Ltda (04.654.861/0001-44) tinha posse do arquivo com as mesmas caracteristicas que foram
reproduzidas na prova de autenticidade, sendo de Indalabor Indaia Laboratério Farmacéutico Ltda a
responsabilidade, Unica e exclusiva, pela idoneidade do documento apresentado a DAUTIN Blockchain Co.

Este CERTIFICADO foi emitido em 24/03/2023 15:11:17 através do sistema de autenticac@o eletrbnica da
empresa DAUTIN Blockchain Co. de acordo com o Art. 10, § 2° da MP 2200-2/2001, Art. 107 do Cddigo Civil e
Art. 411, em seus 88 2° e 3° do Cddigo de Processo Civil, estando dessa maneira de acordo para o
cumprimento do Decreto 10278/2020.

Para mais informag¢des sobre a operacdo acesse o site https://www.dautin.com e informe o cddigo da
transacao blockchain 0xa7418378327160eb84ef4e9f70ae5597f09¢3cd38d477f09a82546¢c45792f0cc.
Também é possivel acessar a consulta através da rede blockchain em https://blockscout.com/etc/mainnet/

1 Legislacdo Vigente: Medida Proviséria n® 2200-2/2001, Cédigo Civil e Cédigo de Processo Civil.
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