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This guideline discusses the nature and causes of interfering antibodies, as well as their
effects on immunoassays and mechanisms by which interference occurs. Methods to
identify and characterize the interferences will be addressed along with assessment of
methods used to eliminate interference.
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Abstract

Clinical and Laboratory Standards Institute document 1/LA30-P—Immunoassay Interference by Endogenous Antibodies;
Proposed Guideline presents information on the origin, nature, and prevalence of circulating endogenous antibodies, which cause
interference with immunoassay results. The mechanisms of the interference along with some specific examples are included. To
address the problem, recommendations for regulatory bodies, reagent manufacturers, and laboratorians are provided.

Clinical and Laboratory Standards Institute (CLSI). Immunoassay Interference by Endogenous Antibodies; Proposed Guideline.
CLSI document I/LA30-P (ISBN 1-56238-633-6). Clinical and Laboratory Standards Institute, 940 West Valley Road, Suite
1400, Wayne, Pennsylvania 19087-1898 USA, 2007.

The Clinical and Laboratory Standards Institute consensus process, which is the mechanism for moving a document through
two or more levels of review by the healthcare community, is an ongoing process. Users should expect revised editions of any
given document. Because rapid changes in technology may affect the procedures, methods, and protocols in a standard or
guideline, users should replace outdated editions with the current editions of CLSI/NCCLS documents. Current editions are
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Foreword

This guideline describes methods for identification and potential elimination of immunoassay interference
caused by antibodies in patient specimens. These circulating endogenous antibodies can cause falsely
increased or decreased results for analytes measured by immunoassay. Interferences are assay-dependent
and often go unrecognized, thus leading to misinterpretation of results. When results falsely signify an
underlying medical condition, unnecessary follow-up testing or treatment can occur. Assay interferences
also can cause failure to recognize disease. Even though in the design and development of immunoassays,
the issue of interfering antibodies has been addressed, complete elimination of interference has not been
possible. Clinicians thus need to be aware of the limitations of immunoassays. Test results that are
inconsistent with other sources of medical information and do not fit the clinical picture should be
considered suspect. This requires awareness of this type of problem and good communication for both
laboratory personnel and the patient’s physician.

Invitation for Participation in the Consensus Process

An important aspect of the development of this and all CLSI documents should be emphasized, and that is
the consensus process. Within the context and operation of CLSI, the term “consensus” means more than
agreement. In the context of document development, “consensus” is a process by which CLSI, its
members, and interested parties (1) have the opportunity to review and to comment on any CLSI
publication; and (2) are assured that their comments will be given serious, competent consideration. Any
CLSI document will evolve as will technology affecting laboratory or healthcare procedures, methods,
and protocols; therefore, it is expected to undergo cycles of evaluation and modification.

The Area Committee on Immunology and Ligand Assay has attempted to engage the broadest possible
worldwide representation in committee deliberations. Consequently, it is reasonable to expect that issues
remain unresolved at the time of publication at the proposed level. The review and comment process is
the mechanism for resolving such issues.

The CLSI voluntary consensus process is dependent upon the expertise of worldwide reviewers whose
comments add value to the effort. At the end of a 60-day comment period, each subcommittee is obligated
to review all comments and to respond in writing to all that are substantive. Where appropriate,
modifications will be made to the document, and all comments along with the subcommittee’s responses
will be included as an appendix to the document when it is published at the next consensus level.

Key Words

Antianimal antibodies, autoantibodies, endogenous antibodies, heterophile antibodies, immunoassay,
interference
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Immunoassay Interference by Endogenous Antibodies; Proposed Guideline

1 Scope

This guideline discusses the nature and causes of interfering antibodies as well as their effects on
immunoassays and mechanisms by which interference occurs. Methods to identify and characterize the
interferences will be addressed along with assessment of methods used to eliminate interference. This
document suggests guidelines for regulatory bodies, manufacturers, and laboratorians in their roles
identifying and eliminating endogenous interfering antibodies in patient specimens. Although examples
of specific assay interferences are included, the document does not intend to describe all methods or
analytes where antibody interference has been reported. The guideline does not address other types of
immunoassay interferences, such as hemolysis, cross-reacting substances, and drug interference except
when the drug is an antibody. The intended users of the guideline are organizations responsible for
regulatory oversight of immunoassay reagent production, manufacturers of immunoassay reagents, and
laboratorians performing immunoassays.

2 Introduction

Because of their sensitivity and specificity, immunoassays are important diagnostic tools allowing
measurement of a wide variety of analytes. Immunoassays, however, are subject to a number of
interferences including those caused by circulating endogenous antibodies. Interference can occur because
of heterophile antibodies, antianimal antibodies, or autoantibodies. The interfering antibodies can give
rise to falsely high or, less commonly, falsely low results. The erroneous result is recognized as being
inconsistent with the patient’s clinical picture, but often it is clinically difficult or impossible to recognize
an assay result as spurious. Additionally, it may be difficult to ascertain by commonly used laboratory
procedures that a given result is erroneous. The laboratory procedures generally used to identify
interfering antibodies are demonstration of a nonlinear response to dilutions, addition of
nonimmunoglobulin protein to block the interfering antibody, or use of an alternate immunoassay. None
of these commonly used procedures, however, can identify interference reliably in all cases. The
magnitude of the problem of antibody interference is unknown with certainty, because wide variation in
prevalence has been described depending on the detection methods used and the populations studied.
Circulating endogenous antibodies may arise from incidental or occupational exposure to foreign protein,
use of antibodies as diagnostic or therapeutic agents, following infection or vaccination, or for unknown
reasons. The interference is variable, complex, and unpredictable because of the wide range of affinities
and avidities found among the various endogenous antibodies that can be encountered. The antibodies
may react with the analyte, the reagent antibodies, or both. There are also reports of antibodies interfering
with the immunoassay detection systems. Interfering antibodies are not only difficult to recognize but are
problematic to eliminate. Nonlinear response to dilutions cannot always be identified in the presence of
interfering antibodies. The interfering antibodies can have high titer or avidity and thus, it may be difficult
to eliminate the interference with blocking agents. Interfering antibodies may react with various types of
assay antibodies and thus may interfere in different assay types. The intent of this document is to increase
awareness of the problem of interfering antibodies and to suggest approaches to minimize their impact on
patient care.

3 Standard Precautions

Because it is often impossible to know what isolates or specimens might be infectious, all patient and
laboratory specimens are treated as infectious and handled according to “standard precautions.” Standard
precautions are guidelines that combine the major features of “universal precautions and body substance
isolation” practices. Standard precautions cover the transmission of all infectious agents and thus are
more comprehensive than universal precautions, which are intended to apply only to transmission of

©Clinical and Laboratory Standards Institute. All rights reserved. 1


https://webstore.ansi.org/Standards/CLSI/LA30-1164682?source=preview

