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NCCLS...
Serving the World's Medical Science Community Through Voluntary Consensus

NCCLS is an international, interdisciplinary, nonprofit, scope, approach, and utility, and a line-by-line review of its
standards-developing and educational organization that technical and editorial content.
promotes the development and use of voluntary consensus
standards and guidelines within the healthcare community. It Tentative   A tentative standard or guideline is made available
is recognized worldwide for the application of its unique for review and comment only when a recommended method
consensus process in the development of standards and has a well-defined need for a field evaluation or when a
guidelines for patient testing and related healthcare issues. recommended protocol requires that specific data be collected. 
NCCLS is based on the principle that consensus is an effective It should be reviewed to ensure its utility.
and cost-effective way to improve patient testing and
healthcare services. Approved  An approved standard or guideline has achieved

In addition to developing and promoting the use of voluntary reviewed to assess the utility of the final document, to ensure
consensus standards and guidelines, NCCLS provides an open attainment of consensus (i.e., that comments on earlier
and unbiased forum to address critical issues affecting the versions have been satisfactorily addressed), and to identify
quality of patient testing and health care. the need for additional consensus documents.

PUBLICATIONS NCCLS standards and guidelines represent a consensus opinion

An NCCLS document is published as a standard, guideline, or materially affected, competent, and interested parties obtained
committee report. by following NCCLS’s established consensus procedures. 

Standard  A document developed through the consensus less stringent than applicable regulations.  Consequently,
process that clearly identifies specific, essential requirements conformance to this voluntary consensus document does not
for materials, methods, or practices for use in an unmodified relieve the user of responsibility for compliance with applicable
form.  A standard may, in addition, contain discretionary regulations.
elements, which are clearly identified.

Guideline  A document developed through the consensus
process describing criteria for a general operating practice, The comments of users are essential to the consensus
procedure, or material for voluntary use.  A guideline may be process.  Anyone may submit a comment, and all comments
used as written or modified by the user to fit specific needs. are addressed, according to the consensus process, by the

Report  A document that has not been subjected to consensus including those that result in a change to the document when
review and is released by the Board of Directors. published at the next consensus level and those that do not

CONSENSUS PROCESS appendix to the document.  Readers are strongly encouraged

The NCCLS voluntary consensus process is a protocol document.  Address comments to the NCCLS Executive
establishing formal criteria for: Offices, 940 West Valley Road, Suite 1400, Wayne, PA

! The authorization of a project

! The development and open review of documents

! The revision of documents in response to comments by volunteer for participation in NCCLS projects.  Please contact
users the NCCLS Executive Offices for additional information on

! The acceptance of a document as a consensus standard or
guideline.

Most NCCLS documents are subject to two levels of
consensus–"proposed" and "approved."  Depending on the
need for field evaluation or data collection, documents may
also be made available for review at an intermediate (i.e.,
"tentative") consensus level.

Proposed  An NCCLS consensus document undergoes the first
stage of review by the healthcare community as a proposed
standard or guideline. The document should receive a wide and
thorough technical review, including an overall review of its

consensus within the healthcare community. It should be

on good practices and reflect the substantial agreement by

Provisions in NCCLS standards and guidelines may be more or

COMMENTS

NCCLS committee that wrote the document.  All comments,

result in a change, are responded to by the committee in an

to comment in any form and at any time on any NCCLS

19087, USA.

VOLUNTEER PARTICIPATION

Healthcare professionals in all specialities are urged to
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THE NCCLS consensus process, which is the mechanism for moving a document through two
or more levels of review by the patient testing community, is an ongoing process. Users
should expect revised editions of any given document. Because rapid changes in technology
may affect the procedures, bench and reference methods, and evaluation protocols used in
testing, users should replace outdated editions with the current editions of NCCLS documents.
Current editions are listed in the NCCLS Catalog, which is distributed to member organizations,
or to nonmembers on request. If your organization is not a member and would like to become
one, or to request a copy of the NCCLS Catalog, contact the NCCLS Executive Offices.
Telephone: 610.688.0100; Fax: 610.688.0700.

Quality Assurance for the Indirect Immunofluorescence Test for
Autoantibodies to Nuclear Antigen (IF-ANA); Approved Guideline

Abstract

Quality Assurance for the Indirect Immunofluorescence Test for Autoantibodies to Nuclear Antigen (IF-
ANA); Approved Guideline (NCCLS document I/LA2-A) provides guidance for laboratorians who perform 
immunofluorescence tests for autoantibodies to nuclear antigen to detect diseases.  Topics addressed
include substrate and fixative variations, fluorescence-labeled conjugates, reference intervals, test results,
and criteria for classification of systemic lupus erythematosus.

[NCCLS.  Quality Assurance for the Indirect Immunofluorescence Test for Autoantibodies to Nuclear
Antigen (IF-ANA); Approved Guideline.  NCCLS document I/LA2-A (ISBN 1-56238-311-6).  NCCLS, 940
West Valley Road, Suite 1400, Wayne, Pennsylvania 19087, 1996.]
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This publication is protected by copyright.  No part of it may be reproduced, stored in a retrieval system,
or transmitted in any form or by any means (electronic, mechanical, photocopying, recording, or
otherwise) without written permission from NCCLS, except as stated below.

NCCLS hereby grants permission to reproduce limited portions of this publication for use in laboratory
procedure manuals at a single site, for interlibrary loan, or for use in educational programs provided that
multiple copies of such reproduction shall include the following notice, be distributed without charge,
and, in no event, contain more than 20% of the document's text.

Reproduced with permission, from NCCLS publication I/LA2-A, Quality Assurance for the Indirect
Immunofluorescence Test for Autoantibodies to Nuclear Antigen (IF-ANA); Approved Guideline. 
Copies  of the current edition may be obtained from NCCLS, 940 West Valley Road, Suite 1400,
Wayne, Pennsylvania  19087 USA.       

Permission to reproduce or otherwise use the text of this document to an extent that exceeds the
exemptions granted here or under the Copyright Law must be obtained from NCCLS by written request. 
To request such permission, address inquiries to the Executive Director, NCCLS, 940 West Valley Road,
Suite 1400, Wayne, Pennsylvania  19087 USA.

Copyright ©1996. The National Committee for Clinical Laboratory Standards. 
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Foreword

Tests for the detection of antinuclear antibodies are helpful in the evaluation of several systemic
rheumatic diseases, such as systemic lupus erythematosus (SLE), discoid lupus erythematosus, mixed
connective tissue diseases (MCTD), systemic sclerosis, Sjögren's syndrome, polymyositis,
dermatomyositis, and rheumatoid arthritis.  Identification of autoantibodies has proven to be useful in the
diagnosis, management, and treatment of these diseases.

In developing this guideline, the area committee defined quality assurance as the practice that
encompassses all procedures and activities directed toward ensuring that a specified quality of product is
achieved and maintained.  The area committee believes that this guideline addresses some of the critical
issues related to IF-ANA testing, including: criteria for the immunofluorescence ANA test (Section 3);
substrate and fixative variations (Section 4); fluorescence-labeled conjugates (Section 5); microscope
optics (Section 6); semiquantitation of results (Section 7); establishment of reference intervals (Section
8); reporting of test results (Section 9); reference sera for ANA tests (Section 10); ANA-negative SLE
(Section 11); revised criteria for the classification of SLE (Section 12); and special considerations for the
use of other laboratory tests for the detection of ANA (Section 14).

The area committee acknowledges the help and input of the Standards Committee of the Association of
Medical Laboratory Immunologists (AMLI) chaired by Lynn Burek, PhD, of Johns Hopkins University. 
Gerald Miller, PhD, has written a detailed draft of the AMLI document, and many of the suggestions found
in the draft have been incorporated into this guideline.

Universal Precautions

Because it is often impossible to know which might be infectious, all patient blood specimens are to be
treated with "universal precautions."  Guidelines for specimen handling are available from the U.S.
Centers for Disease Control and Prevention.  NCCLS document, M29-T2, Protection of Laboratory
Workers from Infectious Disease Transmitted by Blood, Body Fluids, and Tissue—Second Edition;
Tentative Guideline, deals specifically with all aspects of this issue.

Key Words

Autoantibodies, antinuclear antibodies, indirect immunofluorescence, nuclear antigen, systemic lupus
erythematosus (SLE), quality assurance.
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Quality Assurance for the Indirect Immunofluorescence Test for
Autoantibodies to Nuclear Antigen (IF-ANA); Approved Guideline

1 Introduction

The rheumatic diseases are characterized by the
presence of one or more autoantibodies that
react with components of the nucleus,
cytoplasm, or surface of cells.  The rheumatic
diseases listed below vary with the type of
autoantibodies and the extent and severity of
lesions in the various organ systems.1-6

! Systemic lupus erythematosus (SLE).

! Discoid lupus erythematosus (DLE).

! Drug-induced lupus erythematosus (LE).

! Mixed connective tissue disease (MCTD). immunologic disorders; however, they are the

! Sjögren's syndrome. diseases.

! Scleroderma/CREST (calcinosis, Ray- The significance of ANAs is as follows:
naud's phenomenon, esophageal dys-
motility, sclerodactyly elangiectasia) ! Useful for screening and diagnostic
syndrome. evaluation of systemic rheumatic

! Rheumatoid arthritis. in ruling out the possibility of SLE.

! Dermatomyositis and polymyositis. ! Some of these diseases have distinct

! Other connective tissue disease syn- the levels of certain specific ANA, such
dromes that have been poorly defined as as antibodies to Ds-DNA, are useful in
to clinical category. Includes syndromes following the causes of the diseases and
associated with infectious diseases (such their responses to therapy.  Titers of IF-
as Lyme disease), tumors, and drug ANA tests do not necessarily correlate
reactions. with severity of disease or response to

Over the past 10 years, there has been a pro-
gressive characterization of the immunochemical ! ANAs can be useful as experimental
and molecular nature of various auto-antigens. reagents in the isolation of nuclear
An increased number of antigen–antibody antigens, especially nonhistone antigens
systems associated with specific diseases have or basic studies in cell biology.
been identified. The terms “autoantibodies to
nuclear antigens” or “antinuclear antibodies” Indirect immunofluorescence and immunoenzyme
(ANAs) have gained widespread use as generic tests are commonly used for ANA screening
descriptions of a group of autoantibodies. because these procedures are practical,
Several features of ANAs and their relationship sensitive, primary antigen–antibody reactions. 
to the rheumatic diseases have been reported.  However, the standardization of the indirect1-6

Some of the ANAs have been used as diagnostic immunofluorescence antibody tests (IF-ANA) has
markers. Such ANAs include antinative DNA and been difficult.   
anti-Sm in SLE, and anti-Scl-70 in diffuse
scleroderma with lung disease; anticentromere in

CREST (calcinosis, Raynaud's phenomenon,
esophageal dysmotility, sclerodactyly, and
telangiectasia); and anti-tRNA synthetases in
dermatomyositis and polymyositis.  Other ANAs
are also found in several of the other diseases,
such as hepatic disorders, tumors, vasculititis,
etc., and can differ markedly in prevalence from
the systemic rheumatic diseases. Such ANAs
include anti-histones in SLE and drug-induced
lupus; anti-U1 ribonucleoprotein (RNP) in SLE
and MCTD; and anti-SS-A/Ro and anti-SS-B/La in
SLE and Sjögren's syndrome.

2 Scope

The ANAs are associated with many

essential hallmark of systemic rheumatic

diseases. A negative test result is helpful

profiles of ANA.  Significant changes in

therapy.

7-9
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