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The Value of a Negative Antinuclear Antibody
(ANA) Test: An Often Forgotten Result

El valor de una prueba de anticuerpos antinucleares (ANA)
negativa: un resultado a menudo olvidado

Dear Editor:

It is quite clear that medicine is biased towards positive results
and the same applies to the practice of pathology.! One of the
ubiquitous tests in autoimmunity, the antinuclear antibody (ANA)
suffers from this very same fate. A number of guidelines report
on the clinical utility of a positive ANA and dissuade clinicians
from requesting this test in the setting of low pre-test probability

for an ANA-associated autoimmune disorder (AAD).% This is cer-
tainly sound advice and prevents unnecessary investigations and
healthcare expenditure. Yet, it is important to realise the clinical
importance and pitfalls of a negative ANA results which sometimes
becomes forgotten.

The internationally-accepted “gold standard” to measure ANA is
via indirect immunofluorescence on HEp-2 cells.> A negative ANA
test on HEp-2 substrate usually means that there is no significant
detection of IgG ANA (in the nucleus) at a specified dilution of serum
- usually 1:80 to 1:160. There is a move to also classify positive
cytoplasmic and mitotic staining of the HEp-2 substrate as ANA
positive.>* This may improve the sensitivity of detecting AADs and
prompt appropriate further testing and follow-up (Fig. 1).

Fig. 1. Example cytoplasmic staining on the HEp-2 substrate. (A) F-actin staining suggesting the presence of smooth muscle antibodies found in autoimmune hepatitis
and related disorders. (B) Coarse, granular cytoplasmic staining suggestive of anti-mitochondrial antibodies found in primary biliary cirrhosis. (C) Smooth, homogenous
cytoplasmic staining suggestive of anti-ribosomal P antibodies found in systemic lupus erythematosus. (D) Large cytoplasmic dots staining suggestive of anti-GW bodies. All

micrographs are taken at a magnification of 400x.
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The high sensitivity and negative predictive value (NPV)
for systemic lupus erythematosus (SLE) makes the ANA test a
good “rule out” test to essentially exclude this disorder if it
is negative.’ Indeed, the most recent European League Against
Rheumatism/American College of Rheumatology guidelines for
the diagnosis of SLE mandates a positive ANA (>1:80) on the
HEp-2 substrate to be considered for this diagnosis.5 Sensitivi-
ties for detecting other AADs is low-moderate at best; yet also
demonstrates very high NPVs.” Unless there has been a significant
change in clinical picture or there is a suspicion of a laboratory
issue, there is little value in repeating an ANA that is initially
negative.®

Apitfall is that ANA is a screening test and may, in rare instances,
miss low-level specific autoantibodies/anti-extractable nuclear
antigens (ENAs) if more sensitive assays are not performed,’ or
miss anti-ENA that do not produce a characteristic ANA pattern
e.g., anti-Ro52. Therefore, the substrate should be specified in the
report since substrates such as the HEp-2000® (Immunoconcepts)
which has transfected Ro60 increase the detection of anti-Ro60
and hence, a negative result makes the presence of anti-Ro60 less
likely.'©

If there is a high clinical suspicion for an AAD, the clinician
should request further anti-ENA tests and the overall clinical pic-
ture and physician’s interpretation of the patient should prevail.
This is especially of importance since commercial HEp-2 substrates,
whilst generally demonstrating excellent inter-assay and inter-
laboratory agreement, display subtle staining differences that affect
the microscopist’s final interpretation.!! The significance of low
levels of anti-ENA with negative ANA is not well established.

To conclude, clinicians should be aware of the value, implica-
tions and pitfalls of a negative ANA result when considering AADs.
They should also be aware of their laboratory’s definitions of a
“negative” ANA result, the substrate used and whether they report
non-nuclear patterns which may have important implications for
their patients. Importantly, the overall clinical picture of the patient
should be taken into considerations when deciding on the rele-
vancy of a negative ANA test.
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How do Spanish Rheumatologists handle
referral? Survey of knowledge and approach
before and after a training workshop*

(Como manejan la remision los reumatélogos espaiioles?
Encuesta de conocimientos y abordaje antes y después de un
taller formativo

Dear Editor,

The aim of rheumatoid arthritis (RA) treatment is to achieve
remission, but the criteria by which to establish remission are
varied, complex, and unequally stringent!, with the consequent
complication of management. The main criteria are the cut-off

% Please cite this article as: Balsa A, Gonzalez-Alvaro I, Sanmarti R, Coromi-
nas H. ;Cé6mo manejan la remisién los reumatélogos espafioles? Encuesta de
conocimientos y abordaje antes y después de un taller formativo. Reumatol Clin.
2022;18:564-566.

points of composite indices (DAS28, SDAI, or CDAI), Boolean
ACR/EULAR criteria, remission without treatment, or ultrasound
remission?. Once remission is achieved, guidelines recommend
dose reduction without discontinuing any drug (ACR®), tapering
glucocorticoids initially and then biologic therapy (EULAR!), or
tapering glucocorticoids (not classic DMARDs) and establishing a
biologic therapy dose reduction plan (SER%).

Two years ago, we set out to analyse rheumatologists’ knowl-
edge regarding RA remission and its influence on therapeutic
management in the outpatient setting. The rheumatologists com-
pleted a two-fold survey (Appendix B. Supplementary Material)
before and 3 months after attending four scientific workshops on
remission and management of patients in remission (including
the RedoSER tool)’. Respondents were deemed to have elevated
knowledge when >70% answered correctly; a 10-point increase or
decrease in correct answers before and after the workshop implied
variation.
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