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Autoantibodies are the diagnostic hallmark of autoimmune liver diseases. Indirect
immunofluorescence (IFT) is the reference method for the detection of anti-mitochondrial antibodies
(AMA) and anti-liver kidney microsomal type-1 (anti-LKM1) antibodies, and inhibition ELISA (iELISA)
for anti-soluble liver antigen (anti-SLA) antibodies. Given the complexity of these techniques,
commercial ELISAs have emerged as a practical alternative, but without head-to-head validations.
This study evaluated the agreement between three commercial ELISAs and the reference techniques
and the impact of polyreactive immunoglobulin G (plgG), a recently described phenomenon in
autoimmune hepatitis, on commercial ELISAs. Inter-rater reliability was assessed using Cohen-Kappa
coefficient (k). Forty-eight, 46, and 66 samples were analyzed for AMA, anti-LKM1, and anti-SLA,
respectively. For AMA, one commercial assay showed high agreement (k =0.91 (0.78-1.00)) with the
reference method, while the other two showed weak or moderate agreement. For anti-LKM1, only
one commercial assay showed high agreement (k=0.86 (0.71-1.0)). For anti-SLA antibodies only
moderate agreement was achieved (k up to 0.71 (0.52-0.89)). There was a trend towards higher plgG
levels in false-positives in the commercial ELISAs. Patients with high suspicion of autoimmune liver
diseases should be referred to reference laboratories with the capacity of performing gold standard
methods if the initial ELISA-based screening was performed.

Autoantibody testing is the most important screening method for detecting an autoimmune origin in the work-
up of any hepatitis. The diagnosis of autoimmune liver diseases (AILD) is clinically challenging and requires the
combination of biochemical, serological, imaging, and, in the case of autoimmune hepatitis (AIH), histological
features, as pathognomonic features are usually absent. In primary biliary cholangitis (PBC), anti-mitochondrial
antibodies (AMA) constitute the conventional autoantibody for the diagnosis, while anti-liver kidney microsomal
type-1 antibodies (anti-LKM1), and anti-soluble liver antigen antibodies (anti-SLA), are part of the conventional
repertoire for the diagnosis of AIH and relevant for subclassification'2.

Screening for autoantibodies can be performed with immunofluorescence testing (IFT) and various enzyme-
linked immunosorbent assays (ELISAs). While IFT on three rodent tissue sections can detect multiple autoan-
tibodies at once, e.g., antinuclear antibodies (ANAs), anti-smooth muscle antibodies (anti-SMAs), anti-LKM1,
AMA, and anti-liver cytosol antibodies type 1 (anti-LC1), antigen-specificity is typically proven by ELISAs, which
also can be used as a primary screening approach’. Additionally, IFT is insensitive for anti-SLA, the autoantibody
with the highest specificity for AIH, which was first detected by competitive inhibition ELISA (iELISA)**. IFT
and iELISA are complex techniques that require highly qualified personnel and are time-consuming, leading to
the development of commercial ELISAs as a convenient alternative.
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Whereas the current EASL guidelines endorse the detection of ANA, anti-SMA, anti-LKM, and AMA on
rodent tissue sections using IFT? the AASLD guidelines do not elaborate on a specific technique’. Neverthe-
less, IFT is considered the gold standard for antibody detection’, however, discordance between IFT and ELISA
has recently been demonstrated for ANA detection® and also for the detection of anti-LKM1 depending on the
manufacturer of the commercially available ELISA”. Hence, it is important to perform external validation of
these commercial assays, which are often tested in healthy individuals as a comparator prior to their approval,
to avoid misdiagnosis and delays in initiating appropriate treatment.

Recently, the presence of polyreactive immunoglobulin G (pIgG) was reported as a novel marker for the
diagnostic workup of AIH with higher overall accuracy than the conventional ANA and anti-SMA and additional
diagnostic value in seronegative AIH. PIgG binds to a variety of protein and non-protein blocking reagents
commonly used as blocking reagents in ELISAs, which may lead to undesirable cross-reactivity that ultimately
degrades diagnostic accuracy?®.

This study aimed primarily to evaluate the agreement between three currently available commercial ELISA
assays against IFT and an in-house iELISA for the detection of AMA, anti-LKMI, and anti-SLA. The second
aim was to assess whether the presence of high pIgG levels could be associated with false positive (FP) results in
commercial anti-LKM1 and anti-SLA assays.

Material and methods

Study population and sample selection. In this single center study, samples from our institutional
biobank were evaluated. All samples with positive AMA (No.=16) and anti-LKM1 (No.=23) based on IFT, and
anti-SLA (No.=22) based on the in-house iELISA* and complete clinical data were included and compared with
controls with chronic liver disease, negative antibodies and complete clinical data. Patients with replicative viral
hepatitis were excluded from the control group. Samples were matched by age at a ratio of 1:2 in the case of anti-
SLA and AMA and 1:1 in the case of anti-LKM because the number of patients was insufficient for matching.
Matching by age was decided since there is a well-known influence of age on autoantibody positivity, also aiming
to reduce any potential selection bias of control samples’.

Diagnosis of PBC and AIH was based on current guidelines>!°. Because the purpose of this project was
to evaluate inter-assay agreement, the definition of cases and controls was based on the presence or absence of
antibodies using the conventional reference methods, i.e. IFT and the in-house iELISA. The cutoffs used were
based on the current guidelines for the IFT and on local standardized cutoffs for the in-house iELISA>'*!!. For
anti-LKM an IFT cut-off of 1:40 for adults and 1:10 in the case of children®'}, and for anti-LKM1 an iELISA cut-
off of 40% were employed'?. For AMA an IFT cut-off of 1:40'° or an iELISA cut-off of 40% were used'?. Finally,
in the case of anti-SLA, an iELISA cut-off 40% was applied'>'*.

In addition, ALT, AST, and AP were obtained from the patients’ medical records at the time of sample col-
lection, as were IgG levels in the case of anti-LKM and anti-SLA samples for its association with ATH and IgM
levels in the case of AMA for its association with PBC.

The local Ethics Committee (protocol numbers 5582 and 2817-2015, MHH Ethikkommission, Hannover,
Germany) approved this study. Written informed consent was obtained from all subjects in advance. All experi-
ments were performed in accordance with relevant guidelines and regulations.

Evaluation of antibodies by in-house competitive iELISA assays. In-house iELISA was performed
as published®!*. Briefly, antibodies from defined anti-SLA/anti-LKM1 or AMA-positive indicator sera were
coated overnight in a volume per well of 50 pl at room temperature in microtiter plates (Dynatech, el Paso, Texas
for anti-LKM1, and Maxisorp, Nunc, Denmark for AMA and SLA). The supernatants were removed and after a
washing step respective antigens were added. For the generation of the antigens rat liver was homogenized and
centrifuged for 15 min at 3000 rpm. The pellet was discarded and the supernatant was centrifuged at 8500 rpm
for 15 min. The mitochondrial fraction was collected from the pellet and used as antigen in the respective iEL-
ISA. The supernatant was further centrifuged for 60 min at 50,000 rpm, antigens for LKM were collected from
the pellet and antigens for SLA were collected from the supernatant and were added to the respective iELISA.
All antigens were added at a concentration of 100 pg/ml and incubated for 1 h at room temperature. Patient
samples were diluted 1:10 in PBS+ 10 mM EDTA and added to the microtiter plates following two washing steps.
Incubation was done for 1 h at room temperature. Following three additional washing steps, avidin-peroxidase
and sodium perborate dissolved in citrate buffer were added to microtiter plates. The photometric reaction was
stopped after 5 min, and the absorbance was measured. The percentage of inhibition of the indicator serum to its
respective autoantigen was used as a surrogate for the antibody titer. An extended description of the technique
is available in the supplementary data.

Antibody assessment by IFT. IFT was performed by experienced technicians using the recommended
methodology of the guidelines issued in 2004 by the Committee for Autoimmune Serology of the International
Autoimmune Hepatitis Group®. Briefly, a commercial rodent multi-organ substrate panel (kidney, liver and
stomach) was used (LKS Rat wrapped Standard Kit, Aesku.Diagnostics GmbG & Co. Wendelsheim, Germany).
The sera were diluted, starting with a dilution of 1:20 up to 1:160, and applied to the slide to cover the entire tis-
sue section and allow binding of the autoantibodies to the substrates. After washing, the sample was exposed to a
second fluorochrome-labeled antibody. Finally, once washed again, the slides were examined under fluorescence
microscope (Olympus BX60 Microscope, Evident Europe GmbH, Germany), and the antibody staining pattern
was evaluated and interpreted accordingly to the guidelines®.
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Antibody evaluation by commercial ELISA assays. All three antibodies were assessed with three dif-
ferent commercial assays according to the manufacturer’s instructions (Aesku.Diagnostics GmbG & Co. Wen-
delsheim, Germany; Euroimmun Medizinische Labordiagnostika AG, Liibeck; Germany; Inova Diagnostics,
San Diego, California). All assays detect immunoglobulin G (IgG) autoantibodies. In the case of AMA, the three
commercial assays detect antibodies against the antigenic E2 subunits of pyruvate dehydrogenase (PDH-E2),
the 2-oxo-glutarate dehydrogenase complex (OGDH-E2) and the branched-chain 2-oxo-acid dehydrogenase
(BCOADH-E2) (Aeskulisa AMA-M2-G, ref: 3705; Euroimmun Anti-M2-3-ELISA, ref: EA 1622-9601 G; Inova
Diagnostics QUANTA Lite® M2 EP (MIT3) ELISA, ref: 704540). For anti-LKM1 the assays measure IgG against
recombinant cytochrome p450 IID6 (CYP2D6) (Aeskulisa LKM-1, ref: 3703; Euroimmun LKM-1, ref: EA 1622-
9601 G; Inova Diagnostics QUANTA Lite® LKM-1, ref: 708745). Finally, for anti-SLA, all the commercial kits use
recombinant SLA (Aeskulisa SLA/LP, ref: 3704; Euroimmun SLA/LP, ref: EA 1302-9601 G; Inova Diagnostics
QUANTA Lite® SLA, ref: 708775).

Measurement of polyreactive immunoglobulin G (plgG). Measurement of pIgG was performed as
originally described®. Plates (Maxisorp, Nunc, Denmark) were coated with huntingtin-interacting protein 1
related protein (HIPIR) fragment (MGQLQDQQALRHMQASLVRTPLQGILQLGQELKPKSLDVRQE) (Pep-
s4LS GmbH, Heidelberg, Germany) and blocked with Tris-buffered saline (TBS) and bovine serum albumin
(BSA) (Sigma-Aldrich, Germany). The plates were incubated with diluted sera (1:100; v/v) and then a secondary
rabbit anti-human IgG labeled with horseradish peroxidase (Jackson ImmunoResearch Europe Ltd; Philadel-
phia, Pennsylvania) diluted in TBS was applied. The color reaction was performed with 3, 3', 5, 5’ tetramethyl
benzidine according to the manufacturer's instructions (BioLegend, San Diego California), and the optical den-
sity was measured in an ELISA reader (Tecan Sunrise-Basic, Grodig, Austria) at 450 nm. Sera from five reference
samples were used to construct a standard curve using previously defined (20/40/60/80/100) arbitrary units
(AU)8.

Statistical analysis. All statistical analysis was performed using R Statistical Software (version 4.1.2, R
Core Team). The distribution of variables for demographic characteristics was assessed using the Shapiro-Wilk
test. The matching procedure was performed using propensity score matching with the nearest available neigh-
bor, without replacement or caliper, using the Matchlt package'>. Because most numerical variables had a non-
normal distribution, all variables are presented in median and range, while categorical variables are presented in
frequencies and percentages. For comparisons between groups, the Mann-Whitney U test was used for continu-
ous variables and the Chi? test for categorical variables. For comparisons of non-parametric continuous variables
between more than two independent groups, the Kruskal-Wallis test was performed, and the Dunn post-hoc
test was used for multiple comparisons. A p-value of <0.05 was considered statistically significant.

The results of the three commercial assays were compared using contingency tables with the IFT and in-house
iELISA, and analyzed using the Cohen-kappa coeflicient (k) to measure inter-rater reliability using the Psych
package'®. To simplify the interpretation of the k coefficient, a k 0of <0.60 was interpreted as inadequate or low
agreement, a k between 0.61 and 0.79 as a moderate agreement, and a k> 0.80 as a high agreement’.

Alternative cutoffs for each commercial ELISA assay were computed using IFT as standard for AMA, and
iELISA for anti-SLA and anti-LKM1, defining the optimal cut-off as the point maximizing the Youden function.
The Cutpointr package was used to perform the receiver operator characteristic curve (ROC curve) and Youden
Index analysis'®.

Ethics approval statement. This study was approved by the local Ethics Committee (protocol numbers
5582 and 2817-2015, MHH Ethikkommission, Hannover, Germany). Written informed consent was obtained
from all subjects in advance.

Results

Anti-mitochondrial antibodies (AMA). Forty-eight samples were included for the AMA analysis, 16
AMA positive samples based on IFT matched by age to 32 control samples of patients with chronic liver diseases
and negative AMA. Demographic characteristics are shown in Table 1a. When evaluated by the commercial
ELISAs, 9/48 (18.8%) samples tested positive with Aeskulisa (cut-off: 18.1 U/ml), 21/48 (43.8%) samples tested
positive with Euroimmun (cut-off: 20 RU/ml), and 18/48 (37.5%) tested positive with Inova Diagnostics (cut-off:
250).

Agreement between commercial ELISA assays and the IFT as reference for AMA detection was heterogene-
ous, with Inova Diagnostics showing high agreement (x=0.91 (0.78-1.00)), Euroimmun showing moderate
agreement (k=0.61 (0.78-0.96)) and Aeskulisa showing low agreement (k=0.52 (0.27-0.78)) (Fig. 1a). The low
correlation with the Aeskulisa assay came at the expense of high false negative (FN) results (No.=8), whereas
Inova Diagnostics and Euroimmun did not show FN, with IFT as the reference (Table 2a).

We also evaluated the agreement between the commercial ELISAs and the in-house AMA iELISA. Eighteen
(37.5%) samples were positive for AMA as determined by the in-house iELISA. Again, Inova Diagnostics showed
very high agreement (k=0.95 (0.87-1.00)), Euroimmun moderate agreement (k=0.78 (0.61-0.96)), and Aeskulisa
low agreement (k =0.45 (0.20-0.70)) (Fig. 2a). As in the case of IFT, the low correlation from Aeskulisa came at
the expense of high FN results (No.=10) (Table 3a).

There was high agreement between the in-house iELISA and the IFT (x=0.91 (0.79-1.00)). The in-house
iELISA showed no FN results and almost no FP results (No.=2), with the IFT serving as the standard.

For the three commercial assays, alternative local cut-off values were calculated using an AUROC and Youden
index to adjust the cut-off values to the local background, using the IFT as reference, as recommended by the

Scientific Reports |

(2023) 13:10038 | https://doi.org/10.1038/s41598-023-37095-z nature portfolio



www.nature.com/scientificreports/

AMA IFT negative AMA IFT positive
(a) Reference range | (n=32) (n=16) p-value
Age (years) 44.0 [38.0, 53.0] 30.0 [22.5, 37.5] 0.38
Female 14 (60.9) 21(91.3) <0.01
Male 9(39.1) 2(8.7)
PBC diagnosis 0(0.0) 15 (93.8) <0.01
ALT (U/L) <34 47.0 [32.5, 85.5] 34.00 [26.5, 41.0] 0.12
AST (U/L) <31 35.0 [26.5, 54.5] 31.00 [25.0, 45.0] 0.76
AP (U/L) <104 162.0 [84.0, 281.5] 134.00 [73.0, 208.5] 0.37
IgM (g/L) <23 1.1[0.8,1.4] 3.57 [2.3,4.7] <0.01
AMA iELISA positivity 2(6.2) 16 (100.0) <0.01
Anti-LKM IFT negative Anti-LKM IFT positive
(b) (n=24) (n=24)
Age (years) 44.00 [38.0, 53.0] 30.00 [22.5, 37.5] 0.01
Female 14 (60.9) 21(91.3) 0.04
Male 9(39.1) 2(8.7)
AIH diagnosis 15 (65.2) 20 (87.0) 0.17
ALT (U/L) <34 97.00 [42.5, 504.0] 51.0 [18.0, 116.5] 0.04
AST (U/L) <31 93.00 [48.0, 454.0] 37.0 [23.5, 73.0] 0.02
AP (U/L) <104 156.5 [126.5, 196.8] 114.0 [97.0, 144.0] 0.03
1gG (g/L) <16 18.65 [12.0, 22.6] 12.5 [10.6, 15.1] 0.07
anti-LKM1 iELISA positivity 1(4.3) 14 (60.9) <0.01
Anti-SLA iELISA negative | Anti-SLA iELISA positive
(©) (n=44) (n=22)
Age (years) 53.0 [40.0, 66.0] 53.0 [29.8, 65.8] 0.63
Female 27 (61.4) 15(68.2) 0.79
Male 17 (38.6) 7 (31.8)
AIH diagnosis 25 (56.8) 21 (95.5) <0.01
ALT (U/L) <34 82.5[32.5, 386.5] 46.0 [32.0, 166.0] 0.34
AST (U/L) <31 100.5 [47.3, 396.8] 68.0 [31.0, 131.0] 0.10
AP (U/L) <104 142.5 [90.5, 182.3] 97.5 [76.0, 131.3] 0.06
IgG (g/L) <16 18.1 [11.0, 24.0] 18.1[17.1,21.9] 0.53

Table 1. General characteristics of the patients. Patients’ characteristics of the patients’ samples tested

for AMA (a), anti-LKM (b) and anti-SLA (c). Groups are stratified as positive and negative dependent on
their antibody positivity as assessed by the respective reference method. ALT, alanine transaminase; AIH,
autoimmune hepatitis; AMA, anti-mitochondrial antibodies; Anti-LKM1, anti-liver kidney microsomal type
1 antibodies; Anti-SLA, anti-soluble liver antigen antibodies; AP, alkaline phosphatase; iELISA, inhibition
enzyme-linked immunosorbent assay; IFT, indirect immunofluorescent test; IgG, immunoglobulin G; IgM
immunoglobulin M; PBC, primary biliary cholangitis. Data is provided as absolute number (frequency in %)
or median [IQR].

ELISA manufacturers and previous publications®. These local cut-off values improved the k-coefficient for Euro-
immun (alternative cut-off: 69.2 RU/ml; k=0.91 (0.78-1.00)) and Inova Diagnostics (alternative cut-off: 42.0 U;
k=0.95 (0.86-1.00)), but not for Aeskulisa (alternative cut-off: 2.7 U/ml, k=0.50 (0.27-0.73)) (Table 4a). ROC
curves are shown in supplementary Fig. 1a.

In summary, the AMA commercial assays show a heterogeneous correlation with the IFT and the in-house
AMA iELISA. Inova Diagnostics shows good agreement, Euroimmun moderate agreement, and Aeskulisa low
agreement with both IFT and the in-house iELISA. The low agreement of Aeskulisa came at the cost of a higher
risk of FN results, limiting its use for screening purposes.

Anti-liver/kidney microsome antibodies type 1 (anti-LKM1). Forty-six samples were evaluated
for the anti-LKM/anti-LKMI analysis, 23 samples of patients with positive anti-LKM as evaluated by the IFT
were compared with 23 control patients. Even though a matching by age was performed, an adequate balance
was not achieved. However, matching guaranteed non-observer-biased selection of control samples. Four chil-
dren (<18 years) were included in this analyses, in whom a corresponding cut-off for IFT (1:10) was applied as
published"!. Additional demographic data are shown in Table 1b. As estimated by commercial ELISAs, 10/46
(21.7%) samples tested positive with Aeskulisa (cut-off: 18.1 U/ml), 18/46 (39.1%) samples tested positive with
Euroimmun (cut-off: 20 RU/ml), and 11/46 (23.9%) tested positive with Inova Diagnostics (cut-off: 25 U/
ml). None of the commercial assays for quantification of anti-LKM1 showed high agreement with the IFT for
quantification of anti-LKM. Euroimmun showed the best but only moderate agreement (k=0.61 (0.38-0.83)),
Aeskulisa showed the lowest agreement (k=0.37 (0.14-0.60)), and Inova Diagnostics also had low agreement
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Figure 1. Classification of samples according to the commercial ELISAs antibody concentrations and the
IFT (a), AMA; (b), anti-LKM). Concentrations given in U/ml. The dashed line represents the cut-off for each
commercial assay (Aeskulisa: 18.1 U/ml, Euroimmun: 20 RU/ml and, Inova Diagnostics: 25 U). Aeskulisa
(12-18 U/ml) and Inova Diagnostics (20.1-24.9 U) can have indeterminate results, indicated by the lower
dashed lines. The color of the dots represents the classification according to the IFT. Cohen-Kappa coeflicient
with confident boundaries between Commercial ELISAs and IFT.

TP FN FP N

(a) AMA

Aeskulisa 8 8 1 30

Euroimmun 16 0 5 27

Inova diagnostics 16 0 5 27
(b) Anti-LKM1

Aeskulisa 9 13 1 22

Euroimmun 16 7 2 21

Inova diagnostics 11 10 0 23

Table 2. Performance of commercial ELISA based on IFT as reference for the detection of AMA and anti-
LKM1. Performance characteristics of different ELISA manufacturers in comparison to IFT as reference
method for AMA (a) and anti-LKM1 (b). AMA, anti-mitochondrial antibodies; Anti-LKM1, anti-liver kidney
microsomal type 1 antibodies; FN, false negative; FP, false positive; TN, true negative; TP, true positive.
Comments: Aeskulisa (range: 12-18 U/ml) and Inova Diagnostics (range: 20.1-24.9 U) can have indeterminate

results, this values were not

included for this analysis.
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Figure 2. Classification of samples according to the commercial ELISAs and the in-house iELISA (a), AMA;
(b), anti-LKM1; (c), anti-SLA. Concentrations given in U/ml. The dashed line represents the cut-oft for each
commercial assay (Aeskulisa: 18.1 U/ml, Euroimmun: 20 RU/ml and, Inova Diagnostics: 25 U). Aeskulisa (12—
18 U/ml) and Inova Diagnostics (20.1-24.9 U) can have indeterminate results, indicated by the lower dashed
lines. The color of the dots represents the classification according to the iELISA. Cohen-Kappa coefficient with
confident boundaries between Commercial ELISAs and iELISA.
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TP FN FP TN

(a) AMA

Aeskulisa 8 10 1 28

Euroimmun 17 1 4 26

Inova diagnostics 17 0 1 29
(b) Anti-LKM1

Aeskulisa 8 6 2 29

Euroimmun 15 0 3 28

Inova diagnostics 10 4 1 19
(c) Anti-SLA

Aeskulisa 15 6 7 33

Euroimmun 15 7 1 43

Inova diagnostics 15 6 2 41

Table 3. Performance of commercial ELISA based on iELISA as reference for the detection of AMA, anti-
LKM1, and anti-SLA. Performance characteristics of different ELISA manufacturers in comparison to iELISA
as reference method for AMA (a), anti-LKM1 (b) and anti-SLA (c). AMA, anti-mitochondrial antibodies;
Anti-LKM1, anti-liver kidney microsomal type 1 antibodies; Anti-SLA, anti-soluble liver antigen antibodies;
FN, false negative; FP, false positive; TN, true negative; TP, true positive. Comments: Aeskulisa (range: 12-18
U/ml) and Inova Diagnostics (range: 20.1-24.9 U) can have indeterminate results, which were not included in
the analysis.

Original cut-off | Original k Alternative cut-off | New k
() | AMA®
Aeskulisa 18.1 [U/ml] 0.52(0.27-0.78) | 2.7 [U/ml] 0.50 (0.27-0.73)
Euroimmun 20 [RU/ml] 0.61 (0.78-0.96) | 69.2 [RU/ml] 0.91 (0.78-1.00)
Inova diagnostics | 25 [U] 0.91 (0.78-1.00) | 42.0 [U] 0.95 (0.86-1.00)
(b) | Anti-LKMI®
Aeskulisa 18.1 [U/ml] 0.55(0.28-0.82) | 9.6 [U/ml] 0.69 (0.47-0.92)
Euroimmun 20 [RU/ml] 0.86 (0.71-1.00) | 51.7 [RU/ml] 0.90 (0.78-1.00)
Inova diagnostics | 25 [U] 0.72 (0.50-0.95) | 10.0 [U] 0.85 (0.69-1.00)
(©) Anti-SLA®
Aeskulisa 18.1 [U/ml] 0.53(0.31-0.76) | 34.6 [U/ml] 0.64 (0.44-0.84)
Euroimmun 20 [RU/ml] 0.71(0.52-0.89) | 11.1 [RU/ml] 0.75 (0.57-0.92)
Inova diagnostics | 25 [U] 0.70 (0.51-0.89) | 3.4 [U] 0.61 (0.41-0.81)

Table 4. Original and alternative cut-off values. Reporting of Original and optimized cut-off values. Cohen
Kappa correlation coefficients are shown with corresponding 95% confidence intervals for AMA (a), anti-
LKM1 (b) and anti-SLA (c). *IFT as reference. *In house iELISA as reference.

(k=0.53 (0.31-0.76)) (Fig. 1b). For all three commercial anti-LKM1 assays, moderate or low agreement came at
the expense of high FN results for anti-LKM (Table 2b).

Fifteen (32.6%) samples were positive by the in-house anti-LKM1 iELISA (cut-off: 40%). The agreement
between the in-house anti-LKM1 iELISA and the commercial assays was high in the case of Euroimmun (k=0.86
(0.71-1.00)) (Fig. 2b). Inova Diagnostics showed moderate agreement (k=0.72 (0.50-0.95)) and Aeskulisa
showed low agreement (k of 0.55 (0.28-0.82)) (Fig. 2b), both again at the expense of high FN results (Table 3b).

There was moderate agreement between the in-house iELISA for quantification of anti-LKM-1 and the IFT
for quantification of anti-LKM (k=0.57 (0.34-0.79)). The in-house iELISA showed high FN (No.=9) and almost
no FP (No.=1) results, with the IFT serving as the standard.

Alternative local cut-off values were derived from the Youden Index, using the in-house iELISA as a reference
because the IFT also detects other non-LKM1 antibodies. The results are presented in Table 4b and show slightly
better k-coefficients for all three assays than those with the original cut-off values. ROC curves are shown in
supplementary Fig. 1b.

Finally, we classified the results of the commercial ELISAs as FP, FN, true negative (TN), and true positive
(TP), using the in-house iELISA as a standard. We did not use the IFT as standard because it also detects anti-
LKM other than type 1. We compared pIgG levels between these groups. Although a tendency toward higher
plgG values in FP was noted in the Aeskulisa results was noted, the number of samples with FP results (No.=2)
was not sufficient to show statistical significance (Fig. 3a).

In summary, commercial ELISAs for the detection of anti-LKM1 show only low or moderate agreement with
the IFT. Correlation with the in-house anti-LKM1 iELISA was high in the case of Euroimmun, moderate in the
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Figure 3. Correlation of polyreactive IgG with false positive results of commercial ELISAs. (a), anti-LKM1;
(b), anti-SLA. Polyreactive IgGs (PIgG) values in Arbitrary Units (AU) in relation to the commercial ELISAs
classified as False Negative (FN), False Positive (FP), True Negative (TN), True Positive (TP) with the in-house
iELISA as reference. Statistical significance was evaluated with the Dunn’s post-hoc Test.

case of Inova Diagnostics, and inadequate in the case of Aeskulisa. PIgG interference could not be proven in the
measurement of anti-LKM1 with commercial assays.

Soluble liver antigen antibodies (anti-SLA). Twenty-two samples with positive anti-SLA as evaluated
by the in-house iELISA (cut-off: >40%) were available for analysis, these samples were matched by age with 44
controls. (Table 1c). When evaluated with the commercial ELISAs, 22/66 (33.3%) samples were positive with
Aeskulisa (cut-off: 18.1 U/ml), 16/66 (24.2%) samples were positive with Euroimmun (cut-off: 20 RU/ml) and
17/66 (25.8%) were positive with Inova Diagnostics (cut-off: 25 U). Agreement between the commercial assays
and the in-house anti-SLA iELISA was moderate in the case of Inova Diagnostics (k=0.70 (0.51-0.89)) and
Euroimmun (0.71 (0.52-0.89)), and low in the case of Aeskulisa (k=0.53 (0.31-0.76)) (Fig. 2¢). In all cases at the
expense of a high FN results (Table 3c).

Local cut-off values with the in-house anti-SLA iELISA as reference were calculated for the three commercial
assays, achieving a slight improvement in the agreement of the Aeskulisa and Euroimmun assays, without reach-
ing a high agreement (Table 4c). ROC curves are shown in supplementary Fig. 1c.

As with the anti-LKM1 analysis, we performed a comparison between TP, FN, FP, and TN with pIgG levels
using the in-house anti-SLA iELISA as standard. FP samples from the three commercial kits showed a trend
towards higher pIgG levels in FP samples, however without reaching statistical significance, possibly consequent
to small numbers of FP samples (Fig. 3b).

In summary, none of the commercial anti-SLA ELISAs showed high agreement with the in-house anti-SLA
iELISA, all at the expense of FN results. Alternative cut-off value did not significantly improve the agreement
of the commercial assays with the iELISA. PIgG levels show a non-significant trend in FP samples measured by
the commercial ELISAS.

Discussion

Although IFT is the reference technique for the detection of AMA and anti-LKM, its methodology entails a
variety of challenges. Anti-LKM1 may be easily misdiagnosed as AMA?, especially if the stomach substrate, to
which anti-LKM1 do not bind, is not used. Therefore, highly trained and experienced personnel are required to
correctly interpret the patterns; hence, there is a risk of inter-observer variability. In addition, the procedure is
not automated and therefore time consuming®". Similarly, iELISA for the detection of anti-SLA is also a complex
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and time consuming technique. The difficulty in performing such techniques, together with the identification of
specific antigenic targets for each antibody, has led to the widespread use of commercial ELISAs as a practical and
affordable alternative for the detection of AMA, anti-LKM], and anti-SLA, especially in non-specialized centers
where the diagnostic evaluation of most patients with suspected AILD usually begins. External validation of
these commercial assays is essential to avoid misdiagnosis and misclassification in the evaluation of patients with
suspected AILD. In addition, the recently reported phenomenon of pIgG, especially in patients with untreated
ATH, could lead to cross-reactivity and thus FP results and misclassification of these patients®.

In the case of AMA, the agreement between AMA commercial ELISAs, IFT and the in-house iELISA showed
high variability. The Inova Diagnostics ELISA could replace AMA IFT and AMA iELISA in routine AMA
diagnostic because it has high agreement for AMA detection. On the other hand, Aeskulisa had low agreement.
Therefore, the probability of FN results is too high to use it as a screening tool in the work-up of potential PBC.
The computation of an alternative and local cut-off helped to increase the agreement of the Euroimmun assay
from moderate to high. However, this improvement was not observed for the Aeskulisa assay. Discrepancies
between commercial ELISAs and IFT have been previously reported for AMA detection**?!. Previous reports of
agreement between IFT and commercial AMA ELISAs have described moderate or good agreement, also at the
expense of a lower sensitivity*!. The three assays use different antigens for the detection of AMA. Aeskulisa uses
a native M2 antigen, whereas Inova Diagnostics uses a purified recombinant antigen (MIT3) and Euroimmun
uses a mixture of native (Bovine heart) and recombinant antigens. Assays using recombinant antigens (Inova
Diagnostics and Euroimmun) appear to have a better sensitivity compared to the assay using native antigen
(Aeskulisa), using the IFT and in-house iELISA as a reference, which has also been previously reported®’. In
theory, an assay using native antigens should closely match the characteristics of antigens in clinical samples.
However, their standardization is more difficult than that of recombinant antigens. Our results indicate, how-
ever, that recombinant technology seems to mimic the AMA native antigens present in the IFT and used for the
iELISA better. Antigen conformation has shown to play a pivotal role in the detection of specific epitopes in the
accuracy of solid-phase ELISAs per se?>. With the antigenic properties of commercial tests only being known
by the respective manufacturers, we cannot clarify the exact mechanism leading to the results we observed.

For anti-LKM], all commercial tests showed moderate or inadequate agreement with anti-LKM assessed by
IFT. The correlation improved with respect to iELISA, but only Euroimmun showed a high correlation. Anti-
LKML1 has a clearly identified target, namely CYP2D6". In contrast to AMA, the three commercial assays evalu-
ated use recombinant p450 IID6, which might explain a more homogeneous agreement between the commercial
assays and the reference methods. Contrary to our results, a previous report showed a moderate or even high
correlation between commercial anti-LKM1 ELISAs, which also use recombinant antigens, and IFT”. However,
anti-LKM positivity on IFT is not only anti-LKM1 but might also be anti-LKM2 or any unspecified anti-LKM
antibodies not belonging to classes 1-3, e.g. such as those seen in some drug- or vaccine-induced liver injury?.
Although anti-LKM3 has been detected in 17% of AIH type 2 patients, it needs to be evaluated on human or
primate substrate****. Hence, the difference in our study is not explainable by positivity for anti-LKM3 but more
likely because of non-specified anti-LKM antibodies that are detected by IFT but are not anti-LKM1 as validated
by ELISA. Overall, data is scarce on the role of non-anti-LKM1 anti-LKM antibodies in ATH and only assays to
detect anti-LKM1 are commercially available, limiting the detection of other subtypes to selected specialized
laboratories. The agreement of commercial assays with iELISA for the detection of anti-LKM1 was high (Euro-
immun), moderate (Inova Diagnostics) or inadequate (Aeskulisa). This discrepancy highlights the importance
of adhering to EASL guidelines in terms of using IFT for screening, as it detects not only anti-LKM1 antibodies
but also every subtype, including anti-LKM3 if sera are additionally tested on human or primate tissue****. For
the time being, and based on our results, commercial ELISAs cannot replace IFT for the screening for anti-LKM
but being certified could safely replace self-made iELISAs for the confirmation of anti-LKMI1 presence in patients
with anti-LKM positivity on IFT.

For anti-SLA, none of the commercial assays showed a high correlation with the standard test, iELISA. Also,
for anti-SLA there is a clearly identified antigen, allowing the development of commercial ELISAs*. All three
anti-SLA commercial ELISAs are based on recombinant antigens. However, the high rate of FN in molecular-
based assays could be explained by the fact that these assays only identify antibodies that react with linear
epitopes, as they contain antigens expressed by prokaryotes and not by eukaryotic cells>*. In the case of the
in-house iELISA SLA antigens were derived from rat liver thereby containing their natural conformation as they
are not plate-bound in the iELISA, contrary to commercial assays, but attach to naturally occurring IgGs directed
against SLA, finally keeping their natural conformation and antigenic properties®'.

Overall, commercial assays, especially for anti-LKM1 and anti-SLA, lack agreement compared to the respec-
tive gold standard for antibody detection recommended by current EASL guideline for AILD For anti-extract-
able nuclear antigen antibodies, it has been shown that significant differences in sensitivity and specificity are
observed depending on the methodology?®. For native antigen formulations, overly rigorous purification can
lead to denaturation of the protein, resulting in loss of conformational epitopes relevant for antibody detection.
In the case of recombinant antigens, which are usually expressed in Escherichia coli, antigenic formulations may
be contaminated with E. coli protein that are falsely detected by patients’ IgG, leading to FP results or may lack
post-translational modification from Eukaryotes®. In addition, protein synthesis in E. coli might be flawed in
terms of generation of the necessary secondary and tertiary protein structure thereby giving rise to FN results.

Recently, we have demonstrated the phenomenon of pIgG in AIH patients to be a promising tool for the
diagnosis of AIH®. PIgG binds a variety of protein and non-protein agents typically used as blocking reagents
in ELISAs, potentially leading to FP test results. In this report, the number of FPs was low, therefore, although a
trend towards higher pIgG levels in FP samples was observed, no significant difference was reached. However,
even if this was the case, elevated pIgG levels are an accurate marker of untreated AITH®. Therefore, this would
not imply a risk of misdiagnosis, but rather a risk of misclassification in the case of anti-LKM1 and an inaccurate
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evaluation of the prognosis of the patients, since anti-SLA-positive patients have a higher risk of relapse after
immunosuppression withdrawal and hence often require lifellong immunosuppression®. Patients with high pIgG
levels should undergo serologic reassessment after successful treatment, as pIgG decline within weeks to months
on immunosuppressive therapy. Reassessment should be performed in expert centers or associated expert labo-
ratories, providing the full methodological spectrum of autoantibody testing, especially in patients diagnosed
with commercial ELISAs. Further evaluation of pIgG as a confounder in immunoassays should be carried out
in larger multicentric cohorts to achieve enough statistical power.

This study has obvious limitations. Anti-LKM1 and anti-SLA are rare antibodies in a rare disease, which
prevents the availability of larger cohorts, especially in a single-center study where the cohort was simply lim-
ited to all available antibody-positive samples. Selection by antibody negativity for the control group could be a
source of bias, however, it is important to emphasize that this study was designed to evaluate the agreement of
commercial ELISAs with the recommended reference gold standard techniques for antibody detection and not
the accuracy of these assays for the diagnosis of a specific disease, which would require another study design.

In conclusion, this study shows that commercial ELISAs cannot completely replace the reference methods
IFT and iELISA for the diagnosis of AILD, but can at least partially replace iELISA in a second confirmatory step
after IFT in the diagnostic algorithm. This is consistent with current EASL guidelines, which do not recommend
commercial ELISA techniques as the sole screening method for the diagnosis of AILD because of their often
lower sensitivity. Not all commercial assays in our study had high agreement with the gold standard techniques,
depending on the design and calibration of the assay by the manufacturer but local optimization of the cut-off
only partially alleviated this problem. Hence, if there is a clinical suspicion of an AILD, patients should be referred
to a center with the capacity of performing reference techniques for antibody testing. These results highlight the
relevance of external validation of commercial assays, which are rarely performed, despite their clinical relevance.
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Received: 8 March 2023; Accepted: 15 June 2023
Published online: 20 June 2023

References
1. Mack, C. L. et al. Diagnosis and management of autoimmune hepatitis in adults and children: 2019 practice guidance and guidelines
from the American Association for the study of liver diseases. Hepatology 72, 671-722 (2020).
2. Lohse, A. W. et al. EASL clinical practice guidelines: Autoimmune hepatitis. . Hepatol. 63, 971-1004 (2015).
3. Vergani, D. et al. Liver autoimmune serology: A consensus statement from the committee for autoimmune serology of the Inter-
national Autoimmune Hepatitis Group. J. Hepatol. 41, 677-683 (2004).
4. Manns, M. et al. Characterisation of a new subgroup of autoimmune chronic active hepatitis by autoantibodies against a soluble
liver antigen. Lancet (Lond., Engl.) 1,292-294 (1987).
5. Terziroli-Beretta-Piccoli, B., Mieli-Vergani, G. & Vergani, D. Autoimmune hepatitis: Serum autoantibodies in clinical practice.
Clin. Rev. Allergy Immunol. 63, 124-137 (2022).
6. Galaski, J. et al. Update of the simplified criteria for autoimmune hepatitis: Evaluation of the methodology for immunoserological
testing. J. Hepatol. 74, 312-320 (2021).
7. Kerkar, N. et al. Detection of liver kidney microsomal type 1 antibody using molecularly based immunoassays. J. Clin. Pathol. 55,
906-909 (2002).
8. Taubert, R. et al. Quantification of polyreactive immunoglobulin G facilitates the diagnosis of autoimmune hepatitis. Hepatology
75, 13-27 (2022).
9. Vadasz, Z., Haj, T., Kessel, A. & Toubi, E. Age-related autoimmunity. BMC Med. 11, 256 (2013).
10. Hirschfield, G. M. et al. EASL Clinical Practice Guidelines: The diagnosis and management of patients with primary biliary chol-
angitis. J. Hepatol. 67, 145-172 (2017).
11. Mieli-Vergani, G. et al. Diagnosis and management of pediatric autoimmune liver disease: ESPGHAN Hepatology Committee
Position Statement. J. Pediatr. Gastroenterol. Nutr. 66, 345-360 (2018).
12. Gruber, R,, Felber, E., Pape, G. R., Hochtlen-Vollmar, W. & Riethmiiller, G. Detection of autoantibodies against M2, LKM-1, and
SLA in liver diseases by standardized uniform ELISA-techniques. J. Clin. Lab. Anal. 8, 284-292 (1994).
13. Kleiner-Grote, G. R. M., Risse, . M. & Friehs, K. Secretion of recombinant proteins from E. coli. Life Sci. 18, 532-550 (2018).
14. Kanzler, S. et al. Clinical significance of autoantibodies to soluble liver antigen in autoimmune hepatitis. J. Hepatol. 31, 635-640
(1999).
15. Ho, D. E.,, Imai, K,, King, G. & Stuart, E. A. MatchIt: Nonparametric preprocessing for parametric causal inference. J. Stat. Softw.
42,1-28 (2011).
16. Revelle, W. Procedures for Psychological, Psychometric, and Personality Research [R package psych version 2.2.9] (2022).
17. McHugh, M. L. Interrater reliability: The kappa statistic. Biochem. Med. 22, 276 (2012).
18. Thiele, C. & Hirschfeld, G. cutpointr: Improved estimation and validation of optimal cutpoints in R. J. Stat. Softw. 98, 1-27 (2021).
19. Bogdanos, D. P, Invernizzi, P., Mackay, I. R. & Vergani, D. Autoimmune liver serology: Current diagnostic and clinical challenges.
World ]. Gastroenterol. 14, 3374-3387 (2008).
20. Patel, D., Egner, W,, Gleeson, D., Wild, G. & Ward, A. Detection of serum M2 anti-mitochondrial antibodies by enzyme-linked
immunosorbent assay is potentially less specific than by immunofluorescence. Ann. Clin. Biochem. 39, 304-307 (2002).
21. Han, E. et al. Clinical relevance of combined anti-mitochondrial M2 detection assays for primary biliary cirrhosis. Clin. Chim.
Acta 464, 113-117 (2017).
22. Moritz, C. P. et al. Conformation-stabilizing ELISA and cell-based assays reveal patient subgroups targeting three different epitopes
of AGO1 antibodies. Front. Immunol. 13, 6385 (2022).
23. Codoni, G. et al. Histological and serological features of acute liver injury after SARS-CoV-2 vaccination. JHEP Rep. 12, 100605
(2022).
24. Philipp, T. et al. Recognition of uridine diphosphate glucuronosyl transferases by LKM-3 antibodies in chronic hepatitis D. Lancet
344, 578-581 (1994).
25. Strassburg, C. P. et al. Autoantibodies against glucuronosyltransferases differ between viral hepatitis and autoimmune hepatitis.
Gastroenterology 111, 1576-1586 (1996).

Scientific Reports |

(2023) 13:10038 | https://doi.org/10.1038/s41598-023-37095-z nature portfolio



www.nature.com/scientificreports/

26. Volkmann, M. et al. Soluble liver antigen: isolation of a 35-kd recombinant protein (SLA-p35) specifically recognizing sera from
patients with autoimmune hepatitis. Hepatology 33, 591-596 (2001).

27. Herkel, J. et al. Fine specificity of autoantibodies to soluble liver antigen and liver/pancreas. Hepatology 35, 403-408 (2002).

28. Tri, G. P, Wong, R. C. W. & Adelstein, S. Autoantibodies to extractable nuclear antigens: Making detection and interpretation
more meaningful. Clin. Diagn. Lab. Immunol. 9, 1-7 (2002).

29. Zachou, K. et al. Permanent immunosuppression in SLA/LP-positive autoimmune hepatitis is required although overall response
and survival are similar. Liver Int. 40, 368-376 (2020).

Acknowledgements
The authors thank Konstantinos Iordanidis from the “immune tolerance working group” and the team of the
outpatient’s clinic at the MHH for their continuous assistance.

Author contributions

Author contributions to the manuscript: Study concept and design: R.T., B.E. Acquisition of data: A.C.M., N.H.,
S.L., B.E. Analysis and interpretation of data: A.C.M., B.E. Drafting of the manuscript: A.C.M., B.E. Critical revi-
sion of the manuscript for important intellectual content: N.H., S.L., HW.,, E.J., R.T. Statistical analysis: A.C.M.,
B.E. Obtained funding: R.T., B.E. Administrative, technical, or material support: N.H., S.L., H-W,, E.J, R.T., B.E.
Study supervision: B.E.

Funding

Open Access funding enabled and organized by Projekt DEAL. BE was supported by the young clinician scientist
program (PRACTIS) from Hannover Medical School/German Research Foundation. RT was supported by the
advanced clinician scientist program (CORE 100) from Hannover Medical School.

Competing interests

RT and EJ are inventors of the patent for the use of polyreactive IgG for the diagnosis of ATH (patent number:
EP3701264A1). EUROIMMUN Medizinische Labordiagnostika AG and Inova Diagnostics Inc. provided ELISAs
free of charge for other projects of RT and BE. All other authors have nothing to declare regarding this paper.

Additional information
Supplementary Information The online version contains supplementary material available at https://doi.org/
10.1038/541598-023-37095-z.

Correspondence and requests for materials should be addressed to B.E.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2023

Scientific Reports |

(2023) 13:10038 | https://doi.org/10.1038/s41598-023-37095-z nature portfolio


https://doi.org/10.1038/s41598-023-37095-z
https://doi.org/10.1038/s41598-023-37095-z
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Evaluation of immunoserological detection of anti-liver kidney microsomal, anti-soluble liver antigen and anti-mitochondrial antibodies
	Material and methods
	Study population and sample selection. 
	Evaluation of antibodies by in-house competitive iELISA assays. 
	Antibody assessment by IFT. 
	Antibody evaluation by commercial ELISA assays. 
	Measurement of polyreactive immunoglobulin G (pIgG). 
	Statistical analysis. 
	Ethics approval statement. 

	Results
	Anti-mitochondrial antibodies (AMA). 
	Anti-liverkidney microsome antibodies type 1 (anti-LKM1). 
	Soluble liver antigen antibodies (anti-SLA). 

	Discussion
	References
	Acknowledgements


