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Perspectiva historica e necessidade de padronizagao
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Dificuldades no Brasil (decada de 90)

Soros de referéncia

Nomenclatura heterogénea

Auséncia de critérios de leitura
Auséncia de classificacao dos padroes
Poucas associacoes

Poucas publicacoes

Parametros de qualidade?
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O Consenso Brasileiro




CONSENSO BRASILEIRO

Francescantonio e colaboradores.

- Nomenclatura e caracterizacao dos
padroes

- Critérios de leitura da lamina com foco
na avaliacdo morfolégica do padréo.

- Grupos de classificacao

- Recomendac0es técnicas (diluicdo de
triagem, diluicao, titulacdo de conjugado,

CQ).

- Terminologia do teste e laudo

- Harmonizacéao

Control

Lado a lado com vocé

AC-0
Negative

- = | HEp-2 IFA

AC-27
Intercellular
bridge

LN

Spindle
fibers

AC.25
Numa Il

Nuclear

BAC-1
Nuclear fine speckled, nucleolar speckled and
discrete bright dots at the metaphase plate

Nuclear coarse speckled and nucleolar BAC-2
homogeneous with metaphase plate staining in
ring (negative chromosomes)

BAC-5
Cytoplasmic dense fine speckled to homogeneous|
staining plus nucleolar homogeneous
. s -~ AC-14
Nuclear with mitotic apparatus positivity, type
intercelullar bridge (CENP-F-like)

Nuclear fine speckled with fluorescence in AC26

mitotic apparatus (NuMA-like)

Nuclear fine speckled with fluorescence on Ac.29
metaphase plate, nucleoli organizim region
(NOR) and cytoplasm (Topo-I-like)

Composite

Complex

AC-16

Fibrilar Filamentous

AC7
Segmental

AC-23) : ace
Rods Discrete dots
and rings

" AC-15
Linear

Dense AC19
fine Speckled|

Cytoplasmic

Fine AC20

Speckled

AC-21
Reticular

Speckled

Nucleolar

; AC-1
Peripheral cmpP
homogeneous Homogeneous 4

Discrete AC-4e
Nuclear fine speckled

Fine
membrane Plain AC-4b

AC-1 fine speckled ACS
Continuos Coarse
AC-1 . BAC4
Dotted Reticular
coarse
AC-13]

Pleomorfic

: PCNA-like
Multiple AC-6

nuclear dots Discrete
Few AC-7 dots

nuclear dots

www.HEp-2.com.br

AC-22
AC8 Polar
Homogeneous
9

Speckled

AC-10

Speckled
AC-3
Centromeric

Interpretation guide

EXPERT LEVEL |COMPETENT LEVEL
(optional report) | (mandatory report)

Chromosome Metaphase Plate

CMP | CMP
v =

Positive Negative Amorphous

AC-2
Dense fine

homogeneous
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CONSENSO BRASILEIRO

- Nomenclatura e caracterizacao dos
padroes

- Critérios de leitura da lamina com foco
na avaliacdo morfologica do padrao.

- Grupos de classificacao

- Recomendac0es técnicas (diluicdo de
triagem, diluicéo, titulacdo de conjugado,

CQ).

- Terminologia do teste e laudo

- Harmonizacéo

Metafase

Anafase

Interpretation guide
A h

EXPERT LEVEL
(optional report)

Chromosome Metaphase Plate

COMPETENT LEVEL
(mandatory report)

CMP CMP CMP
+ ] Amorfa

Positive Negative Amorphous
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- Nomenclatura e caracterizacao dos
padroes

- Critérios de leitura da lamina com foco
na avaliacao morfologica do padrao.

Anafase

Silva MJ, Dellavance A, Andrade LEC, Cruvinel WM.
Rev. Paulista de Reumatologia 2016, 15(3), 35 - 46.



CONSENSO BRASILEIRO

Nucleolus

- Nomenclatura e caracterizacao dos
padroes

- Critérios de leitura da lamina com foco
na avaliacao morfologica do padrao.

- Grupos de classificacao
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to use
‘ Titulagcdo do Conjugado

000

160 1220}

Nominal titer: 1/160
Ideal conjugate
dilution: 1/2

- Nomenclatura e caracterizacao dos
padroes

- Critérios de leitura da lamina com foco
na avaliacdo morfologica do padrao. 1/a

1/8
Dilution Dilution

- Grupos de classificacao Diluicio
Triagem —
- Recomendacdes técnicas (diluicéo de ¥ U N 0
triagem, diluicéo, titulagcao de conjugado, q | o
|
|

Q) -8 05 0

- Terminologia do teste e laudo 6o
1/80  1/160  1/320 1/640

- Harmonizacéao
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- Nomenclatura e caracterizacao dos
padroes

- Critérios de leitura da lamina com foco

. , . ~ Nome do teste
na avaliacao morfologica do padréo.

FAN - Pesquisa de Anticorpos Anticelula
- Grupos de classificacao

- Recomendagcdes técnicas (diluicdo de Metodologia
triagem, dilui¢ao, titulacdo de conjugado, IE| HED-2
CQ). P

- Terminologia do teste e laudo

- Harmonizacéo




Control
CONSENSO BRASILEIRO Control@ 45

CBA

- Nomenclatura e caracterizacao dos
padroes

ICAP

HEp-2 cell patterns
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Expert-level re port
Metaphase plate is stained
“Classification tree updated September 2021

- Critérios de leitura da lamina com foco
na avaliacdo morfologica do padrao.

- Grupos de classificacao

- Recomendacdes técnicas (diluicao de
triagem, diluicéo, titulagcao de conjugado,

CQ).

- Terminologia do teste e laudo

www.HEp-2.com.br

- Harmonizacao
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O Consenso
Internacional




Estrutura do ICAP
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https://www.anapatterns.org/chooseLang.php?lang=uk
https://www.anapatterns.org/chooseLang.php?lang=th
https://www.anapatterns.org/chooseLang.php?lang=jp
https://www.anapatterns.org/chooseLang.php?lang=ko
https://www.anapatterns.org/chooseLang.php?lang=gr
https://www.anapatterns.org/chooseLang.php?lang=hu-hu
https://www.anapatterns.org/chooseLang.php?lang=bs
https://www.anapatterns.org/chooseLang.php?lang=ru
https://www.anapatterns.org/chooseLang.php?lang=tk
https://www.anapatterns.org/chooseLang.php?lang=fr
https://www.anapatterns.org/chooseLang.php?lang=cht
https://anapatterns.cn/
https://www.anapatterns.org/chooseLang.php?lang=de
https://www.anapatterns.org/dutch.php
https://www.anapatterns.org/chooseLang.php?lang=it
https://www.anapatterns.org/chooseLang.php?lang=es
https://www.anapatterns.org/view_pattern.php?pattern=4
https://www.anapatterns.org/chooseLang.php?lang=en
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Necessidades e Objetivos do ICAP

X Autoanticorpos sao relevantes biomarcadores

X ACR reconhece IFFHEp-2 ¢ o mo -dipraadd « o

X  Ainda existem divergéncias e duvidas a certa da interpretacao desses
achados.

X Harmmonizar anomenclatura no ambito  mundial
x Estabelecer diretnzes para a realizacao e interpretacao do teste



Usuarios do ICAP

154.233 usuarios no ultimo ano 184 paises
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1. B United States 61430 (29,60%)
2. = Spain 6562 (4,23%)
3. B4 Mexico 6504 (4,19%)
4. Brazil 6406 (4,123%)
5. Em Chile 5576 (2,59%)
6. == India 5250 (3,28%)
7. L1 haly 5223 (3,37%)
8. M Gemmany 4798 (3,00%)
9. Taiwan 3615 (2,33%)
10. 2 Argentina 3521 (2,27%)

I 2 754

20.

21,

22.

23

24,

25,

State of Sao Paulo

State of Rio de Janeiro
State of Rio Grande dao Sul
State of Parana

State of Minas Gerais
State of Pernambuco
State of Ceara

State of Goias

State of Santa Catarina
Federal District

State of Bahia

State of Paraiba

State of Para

State of Mato Grosso
State of Rio Grande do MNorte
State of Maranhao

State of Espirito Santo
State of Mato Grosso do Sul
State of Piaui

State of Amazonas

State of Sergipe

(not set)

State of Alagoas

State of Fondaonia

State of Tocanting

2754 . 39,39%
a54 [ 12,22%
743 [ 10,63%
493 [ 7,05%
425 [ ©,04%
226 [l 323%

220 315%
211 [ 3.02%
180 [l 270%
179 [l 2,56%
124 W177%
118 J1,69%
56 | 0,80%
53 |076%
51 1073%
46 |066%
40 J057%
37 o53%
28 |040%
20 |0,29%
15 |0,21%
12 1017%
11 |0,16%
3 |0,13%

3 ]0,13%



Organizag¢ao do ICAP

- 3 grupos de padroes (e Negativos)
I CA P é (Nucleares, Citoplasmatico e Mitoticos)
INTERNATIONAL CONSENSUS ON

ANA PATTERNS - 2 divisoes de classificagao
(Nivel competente e nivel especialista)

- 29 padroes reconhecidos (e AC-0)
(AC-XX)




Anti-Cell pattern codes: guia de interpretacao

|| Competent-Level

Placa Metafasica Positiva

. |Expert-level



HEp-2 cell patterns

Negative Nuclear Cytoplasmic Mitotic

- Competent-level
Expert-level report

Metaphase plate is stained % Reference materials available at www.AutoAb.org - PSG

@

www.ANApatterns.org


http://www.autoab.org/

Previous Nomenclature Diffuse

Description Homogeneous and regular fluorescence across all nucleoplasm. The nucleoli maybe stained or not stained depending on cell substrate. Mitotic cells
{metaphase, anaphase, and telophase) have the chromatin mass intensely stained in a homogeneous hyaline fashion.

Antigen Association dsDNA, nucleosomes, histones

Clinical Relevance
First level information

@ About Clinical Relevance & List of Abbreviations

» Found in patients with SLE, chronic autoimmune hepatitis or juvenile idiopathic arthritis

P If SLE is clinically suspected, it is recommended to perform a follow-up test for anti-dsDNA antinodies, alone or in cambination with dsDNA/histone complexes
(nucleosomes/chromating; anti-dsDNA antibodies are included in the classification criteria for SLE (15, 16)

» If chronic autoimmune hepatitis or juvenile idiopathic arthritis is suspected, follow-up testing is not recommended because the respective autoantigens revealing the AC-1
pattern are not completely defined (17)

Notes: Aifhough aufoantibodies fo Topoisomerase | formerly Sci-70) may be reported as nucizar homogeneous, they typically reveal & composiie AC-20 HER-E [IFA pattern;
a5 such, clinical suspicion of 55e may warrant foliow-up festing for reactivify to this aniigen (14, 18)

Aithough AC-7 is the most prevalent paifern in chronic aufoimmune hepatitis, other HEpR-2 IIFA patierns may occur, but also for these patterns the autoaniigens are not
completely defined (19)

First fevel Information references
14, Andrade LEC, Kotz W, Herold i, et al. International consensus on antinuclear antibody patterns: definition of the ac-29 pattern associated with antibodies to DA
topoisomerase | Clin Chem Lab Med 2018,56:1783-8.
15, Conrad K, Schassler W, Hiepe F. Autoantibodies in systemic autoimmune diseases: a diagnostic reference. 2. 3th edn. Autoantigens autoantibodies autoimmunity, 2013,

16. Petri M, Orbai AM, Alarcin GS, et al. Derivation and validation of the systemic lupus international collaborating clinics classification criteria for systemic lupus erythematosus.
Arthritis Rheurn 2012;64: 267 7-56.

17. Conrad K, Schassler W, Hiepe F. Autoantibodies in organ specific autoimmune diseases. a diagnostic reference. 8. 2th edn. Autoantigens autoantinodies autoimmunity, 2017 .

18. Dellavance A, Gallindo C, Soares MG, et al. Redefining the Scl-70 indirect immunofluorescence pattern: autoantibodies to DA topoisomerase | yield a specific compound
immunofluorescence pattern. Rheumatology 2009,48:632-7.

19. European Association for the Study of the Liver. EASL clinical practice guidelines: autoimmune hepatitis. J Hepatol 2015,63:971-1004.

Second level information

Maone

Second level informaiion references
Mane

FAQ

Low titer anti-<sDNA serum negative by HEp-2 IFA?
+ CQuestion: Can | have a negative HEp-2 IFA result in a sample with positive Crithidia assay at 1/207 The negative HEp-2 IFAwas confirmed with slides from different
rommmercial brands
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Recomendacoes dos
Consensos Brasileiro e
Internacional

CBA
Consenso Brasileiro de
Autoanticorpos




- HEp-2 cell patterns
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Negative

Cytoplasmic

Mitotic
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Competent-level

Expert-level report

Metaphase plate is stained
*Classification tree updated September 2021
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AC-XX Padrao nao classificado

Shown only in
selected slides




Caracterizacao de padroes negativos

. x  Definicao de referéncias locais.
e s o x  UtiizacBo de soros de referéncia.

x  Considerar aspectos metodologicos que
Interferem (Marca do ki, lote, conjugado,
diluicio, controles, potencia da lampada,...)

Herold, Manfred, Klotz, Werner, Andrade, Luis E.C., Conrad, Karsten, de
Melo Cruvinel, Wilson, Damoiseaux, Jan, Fritzler, Marvin J., von Muhlen,
Carlos A., Satoh, Minoru and Chan, Edward K.L.. "International Consensus
on Antinuclear Antibody Patterns: defining negative results and reporting
unidentified patterns" Clinical Chemistry and Laboratory Medicine (CCLM),
vol. 56, no. 10, 2018, pp. 1799-1802.

Interphase

Figure 2: Examples of AC-0 seen In dIfferent phases of the cell cycle are planned to be Included In the ICAP picture gallery.
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INTERNATIONAL CONSENSUS ON

ANA PATTERNS

Portugués Espafiol ltaliano Dutch Deutsch {§{fh3Z &g8+ Francais  Tirkce Pycckmii Bosanski  Magyar EMnvka 2= 0 HAa:E lna  YipaiHcbka

English

Previous Nomenclature None

Description These images are provided as examples of what are considered as ANA-negative as viewed under a microscope. Since a negative ANA can be
represented by a number of different images, it should be clear that AC-0 should not be regarded as the definite example but used for comparison
purposes only. The guiding feature that links these variable possibilities is the absence of a clear-cut staining in any given subcellular structure. This
definition is both subjective and semi-quantitative at best.

There should be a discussion regarding how ANA-positive vs ANA-negative cut-off is determined. There are general consensus that such cut-offs



- HEp-2 cell patterns
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Negative

Nuclear Cytoplasmic

Mitotic

Competent-level

Expert-level report

Metaphase plate is stained
*Classification tree updated September 2021

Shown only in
selected slides




IMAGE BY : WERNER KLOTZ
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Homoge- ||| Dense fine
neous speckled
AC-1 AC-2

Topo |
ac-29C

IMAGE BY : WERNER KLOTZ & MANFRED HEROLD
INOVA HEP-2

AC-29

IMAGE BY : JUSTIN NICHOLAS & ED CHAN
INOVA HEP-2

Relevancias Clinicas
Anapatterns.org

SLE, chronic autoimmune hepatitis
or juvenile idiopathic arthritis

Commonly found as high titer HEp-
2 lIFA-positive in apparently healthy
individuals or in patients who do not
have a systemic autoimmune
rheumatic disease (SARD)

highly specific for SSc, in particular
with diffuse cutaneous SSc and more
aggressive forms of SSc




Topo |

ac-29C

highly specific for SSc, in particular
with diffuse cutaneous SSc and more
aggressive forms of SSc

IMAGE BY : JUSTIN NICHOLAS & ED CHAN
INOVA HEP-2







