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Is there no need to perform an additional ENA antibody test
when the ANA screening test is negative! : Association
Analysis between the results of ANA screening test
by IIFA And those of Ro60 and Ro52
autoantibody tests by LIA
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— Abstract

Background: Differently from a theory, the test results of anti-extractable nuclear antigen antibody (ENA Ab) are
sometimes positive when those of antinuclear antibody are negative in the same patient. We performed the association
analysis between the result of ANA and that of R0O60 and Ro52 ENA Abs which are prevalently identified in the
laboratory practice.

Methods: From January 2006 to June 2007, a total of 133 patients’ test results of ANA by indirect
immunofluorescence assay (IIFA) and 13 ENA Abs by line immunoassay (LIA) were analyzed. The patients were
divided into 3 groups depending on the results of Ro antibodies: 1) Ro60 (+)-Ro52 (+), 2) Ro60 (+)-Ro52 (-), 3)
Ro60 (-)-Ro52 (+). The associations between the results of IIFA and those of LIA in between the groups were
analyzed. The associations between the results of IIFA and those of LIA and the prevalence of ENA Abs were analyzed
in the ENA (+) group. The prevalence of ENA Abs in the IIFA (-)-LIA (+) group was analyzed. The distributions
of ENA Abs identified in the same patient were analyzed in LIA (4), IIFA (+)-LIA (+), and IIFA (-)-LIA (+) groups.
Results: There were no statistical differences between the results of ANA and those of ENA Abs in between the groups,
but significant difference was suspected between the Ro60 (+)-Ro52 (+) and the Ro60 (-)-Ro52 (+) groups (p=0.052).
The prevalence of Ro60 and Ro52 were high among 13 ENA Abs identified (18.8% and 24% respectively). Statistically
significant association between the results of ANAs and those of Ro60 was observed (p=0.005). The prevalence of Ro52
was highest in the IIFA (-)-LIA (+) group (28.6%). The numbers of ENA Abs identified in the same patient decreased
in the IIFA (-)-LIA (+) group.

Conclusion: When the autoimmune diseases associated with Ro52 autoantibody are suspected, an ENA profile test should
be performed regardless of the ANA results.
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Table 1. Patients’ sex, age and patterns of ANA screening
tests in the Ro autoantibody- positive patients. A total of 28
patients were positive in the Ro autoantibodies. Among them
4 patients were negative in the ANA screening test.

Sex Male 7
Female 21
Age Mean (sd) 45.1(20.1)
ANA Pattern
Homogenous+speckled
Speckled
Homogenous
Speckled+nucleolar
Discrete speckled
Discrete speckled+homogenous
Homogenous-+nucleolar
Nucleolar
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1. Ro60FHR02 A7V = &
AAL A#e] zto]

% 1339 = Ro60 F-& Ro2 YAL 28 o gom
(21.1%), ©]E Ro60 Z-& Ro52 %A1¢l 28 o = IIFA <%
Aol 22 oA|(78.6%), 4L 6 ol(21.4%) AT} Rob0 &-&
Ro327F ¥/d<1 $kxfe] 1 Blaof|A] IIFA |74<1 6 o
% 5 o|7F Roo0 73-Ro52 /g A} el A, A 14]
= Ro60 %A-Ro52 %A oA #AZE JTH p=0.052).

H 2ol WE ANA A

<2 A224 23, 2007

Ro60 4d-Ro52 &A¢1 =
Apolel A TIFA - A3ghell= 94?‘5& i}om AT
(p=0.101) (Table 2).

Table 2. IIFA positive rates and association between the
groups divided by Ro autoantibody results. Fisher’s exact test
was performed to calculate p values in the cross tabulation
between the groups.

IIFA IIFA positive
Groups by Ro results Positive  Negative rate (%)
Ro60(+)-Ro52(-) (n=5) 5 0 100
0.101
Ro60(-)-Ro32(+) (n=10) 5 5 50
0.052
Ro60(+)-Ro32(+) (n=13) 12 1 92.3

2. LIA 94 oA B2= = A7FadA o] & ANA A
AAL Aate] zto] 9 AEEE A7FIAL] RlE
457 2] LIA %A 3x} ol 1371x]2] #p7FakA| 7}
UAolem o] = Ro52¢F Ro602] HIE7} 7}z 18.8%
2 24%E 7 =9kt LIAOIA %A1<l 13712] A7HaA|
% Roo0 A7FA | A7 2L Azl whe} ANA A A}
Ao FAHLE gk ztol7t AAJTH=0.005).
(Table 3).
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Table 3. Chi-square test between the results of IIFA and
autoantibodies in the LIA positive group. Chi-square may be
problematic when any cell has a joint prevalence of less than
five in the cross tabs. In this case (underlined) Fisher’ s exact
test has a more significant meaning. A total of 45 patients
who were positive in the LIA were included in the analysis.

p values in the analyses of the cross tabulation

Autoantibody Prevalence between autoantibodies and [FA results

No.(%) - —
Pearson chi-square test Fisher sexact test

Ro60 18(18.8)  0.005 0.006

Ro52 23(24.0) 0672 0.749

Jol 5(5.2) 0.104 0.136

Histon 12(12.5)  0.729 1.000

Centromere  7(7.3) 0.066 0.089

RNP 5(5.2) 0.131 0.301

Nucleosome ~ 7(7.3) 0.354 0.654

AMA-M2 2(2.1) 0.500 0.499

La/SSB 4(4.2) 0.182 0.308

Ribosomal P 3(3.1) 0.860 1.000

Pm-SCL 1(1.0) 0.113 0.289

PCNA 5(5.2) 0.104 0.136

Smith 4(4.2) 0.857 1.000
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3. ANA A8 ZARIA] oIt LIAIA 98l ol
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n=1), ribosomal P protein(4.8%, n=1), Pm-SCL(4.8%,
n=1), PCNA(14.3%, n=3), % Smith(4.8%, n=1) A7}
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Figure 1. Prevalence of autoantibodies in the ANA screening
negative-LIA positive group by IIFA
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No. of Autoantibogies
Figure 2. Numbers of different autoantibodies positive at the

same test in a LIA. The autoantibodies positive in LIA were
plotted according to the number of autoantibodies in the

AL A LAY 9@ Rot0% RS2 AZFHA AL A3he] Ao 4

IIFA(-)-LIA(+), IIFA(+)-LIA(+), and LIA(+) groups. A total
of 7 autoantibodies were appeared at the same test in LIA. In
the IIFA(-)-LIA(+) group, the maximum number of
autoantibodies appearing at the same test was three.
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