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We have read with great interest the recent article from Espino-
sa-Ortega et al1 and the commenting letter by Mahler et al2 on 
the reliability of line immunoassay (LIA) versus immunoprecip-
itation (IP) in the detection of myositis-specific autoantibodies 
(MSAs) for the diagnosis of idiopathic inflammatory myopathies 
(IIM). Even if the search for MSA by dot immunoassay (DIA) or 
LIA has been used for over a decade and represents a ‘non-cri-
teria’ test to assist clinicians in IIM diagnosis, MSAs have been 
included in classification criteria only for a couple of years.3 
However, initial studies on the clinical utility of the DIA/LIA 
methods in diagnosing IIM were conducted on a restricted panel 
of MSA and mainly on selected IIM patients.4

Only recently have real-life studies on larger series of patients 
and using a larger panel of MSA-related antigens been published, 
highlighting on one side a great intra-method analytical vari-
ability of DIA/LIA in detecting MSA,5 and on the other side 
their weak correlation with IP.6 Considering the controversial 
data between Espinosa-Ortega’s1 and Cavazzana’s7 8 studies, 
it is emblematic that there is still no concordance among LIA 
and IP even for anti-Jo1, the most common MSA and the first 
discovered in this group of diseases. The low agreement of IP 
versus other methods, evidenced by recent studies,2 6 7 9 raises the 
question of whether IP should still be considered the reference 
method for detecting MSA.

Another study that has opened Pandora’s box is Vulste-
ke’s10 which compared three different DIA/LIA assays showing 
significant differences in diagnostic performance which, 
however, varied according to the MSA considered. This great 
variability clearly demonstrates the urgent need to harmonise 
methods, and that their clinical validation against the reference 
IP method remains an issue.8 9 In addition, studies conducted 
so far are retrospective, including patients diagnosed using 
previous criteria,11 and mostly performed on cohorts in which 
there was a very small number of some MSA, representing a 
further bias for comparative analysis.12 13 Nevertheless, today 
some tools have emerged that may help to improve the spec-
ificity of MSA detection by DIA/LIA and to confirm the diag-
nosis of MSA-associated IIM (table 1). Among these tools, our 
group has observed the importance of the agreement between 
DIA/LIA results and a compatible HEp-2 IIF pattern, showing 
a concordance of around 50% in IIM patients.14 Recently, 

Piette et al have confirmed these data, suggesting caution in 
interpreting the results in case of low-positive MSA signal 
intensity.5 This may be due to a cut-off that is not well set in 
some cases, since combining different antigens in a single assay 
may produce suboptimal performance for each MSA. Creating 
MSA-related cut-off values could help to improve this issue. 
Moreover, since MSA are usually mutually exclusive, the 
simultaneous detection of two or more MSA might indicate 
possible false-positive results and the need for MSA positive 
findings to be confirmed by another method.

Even if DIA/LIA are promising MSA-detection technologies, 
their use in IIM diagnostics is still a challenge. Prospective and 
multicentre studies are needed to validate these new methods 
and clarify whether they can be reliably used instead of the refer-
ence IP method.

Maria Infantino,   1 Mariangela Manfredi,1 Nicola Bizzaro2

1Laboratorio Immunologia e Allergologia, Ospedale S Giovanni di Dio, Firenze, Italy
2Laboratorio di Patologia Clinica, Ospedale San Antonio, Tolmezzo, Italy

Correspondence to Dr Maria Infantino, Laboratory of Immunology and 
Allergology, Ospedale San Giovanni di Dio, Firenze FI 50143, Italy;  
 maria2. infantino@ uslcentro. toscana. it

Contributors MI, MM and NB contributed to the design and to the writing of the 
manuscript.

Funding The authors have not declared a specific grant for this research from any 
funding agency in the public, commercial or not-for-profit sectors.

Competing interests None declared.

Patient consent for publication Not required.

Provenance and peer review Not commissioned; internally peer reviewed.

© Author(s) (or their employer(s)) 2019. No commercial re-use. See rights and 
permissions. Published by BMJ.

To cite Infantino M, Manfredi M, Bizzaro N. Ann Rheum Dis Epub ahead of print: 
[please include Day Month Year]. doi:10.1136/annrheumdis-2019-216217

Received 24 August 2019
Accepted 30 August 2019

Ann Rheum Dis 2019;0:1–2. doi:10.1136/annrheumdis-2019-216217

RefeRences
 1. Espinosa-Ortega F, Holmqvist M, Alexanderson H, et al. Comparison of autoantibody 

specificities tested by a line blot assay and immunoprecipitation-based algorithm in 
patients with idiopathic inflammatory myopathies. Ann Rheum Dis 2019.

 2. Mahler M, Vulsteke J-B, Bossuyt X, et al. Standardisation of myositis-specific 
antibodies: where are we today? Ann Rheum Dis 2019:annrheumdis-2019-216003.

 3. Lundberg IE, Tjärnlund A. Response to: ’2017 EULAR/ACR classification criteria 
for adult and juvenile idiopathic inflammatory myopathies and their major 
subgroups: little emphasis on autoantibodies, why?’ by Malaviya. Ann Rheum Dis 
2018;77:e78.

 4. Ghirardello A, Rampudda M, Ekholm L, et al. Diagnostic performance and validation 
of autoantibody testing in myositis by a commercial line blot assay. Rheumatology 
2010;49:2370–4.

 5. Piette Y, De Sloovere M, Vandendriessche S, et al. Pitfalls in the detection of myositis 
specific antibodies by lineblot in clinically suspected idiopathic inflammatory 
myopathy. Clin Exp Rheumatol 2019.

 6. Damoiseaux J, Vulsteke J-B, Tseng C-W, et al. Autoantibodies in idiopathic 
inflammatory myopathies: clinical associations and laboratory evaluation by mono- 
and multispecific immunoassays. Autoimmun Rev 2019;18:293–305.

 7. Cavazzana I, Fredi M, Franceschini F. Semiquantitative analysis of line blot assay for 
myositis-specific and myositis-associated antibodies: a better performance? Ann 
Rheum Dis 2019:annrheumdis-2019-215884.

 8. Cavazzana I, Fredi M, Ceribelli A, et al. Testing for myositis specific autoantibodies: 
comparison between line blot and immunoprecipitation assays in 57 myositis sera. J 
Immunol Methods 2016;433:1–5.

 9. Mahler M, Betteridge Z, Bentow C, et al. Comparison of three immunoassays for the 
detection of myositis specific antibodies. Front Immunol 2019;10:848.

 10. Vulsteke J-B, De Langhe E, Claeys KG, et al. Detection of myositis-specific antibodies. 
Ann Rheum Dis 2019;78:e7.

Correspondence

Table 1 Tools to improve specificity of MSA detection by dot blot 
(DIA) or line immunoassay (LIA)

Study

HEp-2 IIF pattern compatible with myositis-specific 
antibodies detected by DIA/LIA

Picard et al15

Aggarwal et al16

Infantino et al17

Infantino et al14

High signal intensity of DIA/LIA measured by 
densitometric quantitation

Cavazzana et al7

Bundell et al18

Lecouffe-Desprets et al19

No coexisting MSAs (ie, isolate antibody reactivity) Infantino et al14

Lega et al20

MSA positivity confirmed by another method 
(immunoenzymatic or fluoroimmunoenzymatic method, 
chemiluminescence, immunoprecipitation)

Cavazzana et al8

Damoiseaux et al6

DIA, dot immunoassay; LIA, line immunoassay; MSA, myositis-specific autoantibody.
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