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Abstract

Objectives: Clinical observations in patients with dermatomyositis (DM) and autoantibodies against the melanoma differentiation—associated
protein 5 (MDADB) suggest that the autoantibodies contribute to the pathogenesis of MDAB(+) DM. To gain insight into the role of the anti-MDAb
autoantibodies, we aimed to identify their binding sites on the different domains of the MDA protein.

Methods: \We developed an in-house ELISA to assess the reactivity against the MDAS domains (conformational epitopes) in plasma (n=38) and
serum (n=24) samples from MDAb5(+) patients with varying clinical manifestations and disease outcomes. The reactivities were also assessed
using western blot (linearized epitopes). An ELISA-based depletion assay was developed to assess cross-reactivity among the different MDAb
domains.

Results: All eight plasma samples consistently showed reactivity towards conformational and linearized epitopes on the helicase domains of the
MDADb protein. The ELISA-based depletion assay suggests that anti-MDAbB autoantibodies specifically target each of the three helicase domains.
Twenty-two of the 24 serum samples showed reactivity in the in-house ELISA and all 22 displayed reactivity towards the helicase domains of the
MDA protein.

Conclusions: Our data revealed that the main immunogenic targets of anti-MDAb autoantibodies from MDAbB(+) patients are the helicase
domains. Considering that the helicase domains are responsible for the enzymatic activity and subsequent triggering of an inflammatory re-
sponse, our findings suggest that binding of anti-MDAbS autoantibodies could alter the canonical activity of the MDAb protein and potentially af-
fect the downstream induction of a pro-inflammatory cascade.
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Graphical abstract

Anti-MDAS5 autoantibodies recognize the Helicase domains
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was characterized.

* The reactivity of anti-melanoma differentiation—associated protein 5 (MDAb) autoantibodies from DM patients against the MDAb protein

* In-house ELISA showed that the main binding sites are located on MDADb helicase domains.
* These findings suggest that binding of anti-MDAb autoantibodies could alter MDAb activity.

Introduction

Idiopathic inflammatory myopathies (IIM) or myositis are
rare systemic autoimmune diseases, characterized by muscle
weakness and extra-muscular manifestations such as arthritis,
skin rash and interstitial lung disease (ILD). The majority of
patients have at least one myositis-specific autoantibody and
establishing an association between each myositis-specific au-
toantibody and a distinct set of clinical symptoms has greatly
improved the diagnosis of IIM [1, 2]. Moreover, the recent
addition of B cell-depleting therapies such as rituximab [3, 4]
or antibody-replacement therapies like intravenous immuno-
globulin (IVIG) to the treatment regimen have been shown to
be beneficial [5]. These clinical observations suggest a poten-
tial role for the autoantibodies in the pathogenesis of the dis-
ease, but experimental evidence is largely missing.

One subgroup of particular interest in which to explore
this hypothesis are patients with DM who have autoanti-
bodies against the melanoma differentiation—associated
protein 5 (MDAS). These patients often present with severe
lung, skin and/or joint manifestations, but muscular mani-
festations can be mild or absent. Since the patients are at
high risk of developing a rapidly progressing (and difficult
to treat) form of ILD that can result in respiratory failure

and death [6-9], elucidating the role of the autoantibodies
in the disease process could influence therapeutic strategies
in the future.

Under physiological circumstances, the MDAS protein is
an intracellular sensor of viral and endogenous dsRNA that
upon binding potently induces the type I IFN pathway [10,
11]. The C-terminal domain (CTD) of MDAS is responsible
for RNA recognition and binding, the helicase (Hel) domains
1/2i/2 are responsible for RNA modification through ATP hy-
drolysis and the N-terminal caspase activation and recruit-
ment domains (CARD) are responsible for intracellular
signalling (Fig. 1A) [12, 13]. A recent study confirmed that
overactivation of the type I IFN signalling pathway is a key
feature in MDAS5(+) DM [14]. However, the initial trigger for
this mechanism remains unclear.

Key to understanding the antigen specificity of the autoim-
mune response is to identify the binding sites on the antigen,
or epitopes, that are recognized by the autoantibodies. These
epitopes can be linear or conformational. Linear epitopes are
present in the primary structure of the protein and consist of a
continuous sequence of amino acids. Conformational epito-
pes are present in higher-order protein structures and consist
of discontinuous sequences of amino acids that are only
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brought together upon protein folding. Therefore, conforma-
tional epitopes are lost upon protein denaturation [15].

To better understand the nature of the polyclonal anti-
MDAS autoantibody response in patients, we aimed to iden-
tify the antibody binding sites on the different domains of the
MDAS protein.

Patients and methods
Subjects and clinical evaluation

The first sample collection consisted of plasma from plasma
exchange (PLEX) that was performed on MDAS5(+) patients
from Sorbonne Université (France, n=7) and from
Karolinska Institutet (Sweden, 7= 1) as part of the treatment
strategy.

The second sample collection consisted of sera from 24
patients diagnosed between 1999 and 2021 at Karolinska
University Hospital (Sweden) and found to be MDAS5(+) by a
commercially available lineblot assay (Euroimmun, Liibeck,
Germany) and/or immunoprecipitation combined with ELISA
[16] kindly performed by Dr T. Mimori (Kyoto, Japan).
Patients were classified according to the 2017 EULAR/ACR
IIM classification criteria [17]. Sera (z=100) from age [mean
(s.D.) 56.0 (15.0) years]| and sex-matched (40% male) healthy
subjects with no suspicion of autoimmune disease were used
to determine the cut-off for MDAS(+) in the in-house ELISA.
Serum and plasma samples were stored at —80°C.

Amyopathic DM was defined by the absence of patient-
reported muscle weakness and laboratory signs of myopathy.
Clinically amyopathic DM was defined by the absence of
patient-reported muscle weakness with some signs of myopa-
thy. Myositis-associated ILD was defined as radiological
observations of inflammation or scarring (fibrosis) and/or ab-
normal pulmonary function tests (total lung capacity; forced
vital capacity; diffusing capacity for carbon monoxide).
Rapidly progressing ILD was defined as rapid worsening of
pulmonary manifestations within 3 months after the diagnosis
of ILD. Disease duration was defined as the time between
patient-reported onset of symptoms and diagnosis. Ethnicity
was reported by the physician. Demographic, laboratory and
clinical data at diagnosis were retrieved from the SweMyoNet
register, the international MYONET (former Euromyositis)
register and clinical records.

The study complied with the Declaration of Helsinki and
the ethical permits were issued by the Regional Ethics
Committee in Stockholm and the Swedish Ethical Review
Authority (DNR 2005/792-31/4, amendment 2020-06900)
and by the Comité de Protection des Personnes ‘Ile-de-France
V’ in Paris, France (NCT05454527). All subjects included in
this study provided written informed consent for the use of
the samples for research purposes. Patients were not actively
involved in this research project, but results from our research
are regularly communicated to the patient representatives at
the Division of Rheumatology at Karolinska Institutet and at
(inter)national conferences with patient participation.

Affinity purification of human anti-MDAb
autoantibodies

Anti-MDAS autoantibodies were purified from plasma sam-
ples (at least 150 ml per sample) using two-step affinity chro-
matography following a standard protocol [18, 19]. First, the
IgG fraction, hereafter referred to as ‘purified IgG’, was
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isolated from the plasma using a Protein G affinity column.
Next, anti-MDAS autoantibodies (hereafter referred to as ‘pu-
rified anti-MDAS autoantibodies’) were purified from the IgG
fraction using an in-house generated MDAS5-coupled column
and used to generate a standard curve to determine the anti-
MDAS5 autoantibody concentration in serum samples. The
IgG concentration of the purified fractions was measured by
NanoDrop (Fisher Scientific GTF AB, Gothenburg, Sweden).
Experimental details of the purification process (yield, purity
and specificity) are described in Supplementary Data S1,
Supplementary Table S1 and Supplementary Fig. S1 (available
at Rheumatology online).

Enzyme-linked immunosorbent assay

An in-house ELISA was developed to determine the reactivity
levels [in optical density (OD) and pg/ml] of samples against
the MDAS protein and to identify the epitopes on the differ-
ent domains of the MDA protein. Eight constructs were
designed based on the crystal structure of the MDAS protein
and the available literature [11] and contained one domain or
a combination of domains of the MDAS protein as presented
in Fig. 1A (Supplementary Data S1.1 and Supplementary
Table S2, available at Rbheumatology online) [20, 21]. A reti-
noic acid-inducible protein I (RIG-I) construct, part of the
same protein family as MDAS, served as a negative control.
Briefly, plates coated with streptavidin (0.5 pg/ml in PBS)
were blocked with 1% BSA in PBS 0.05% Tween20 (PBST)
and incubated for 1h with biotinylated MDAS constructs at
0.25 pg/ml (in PBST 0.1% BSA). Plates were incubated for
1.5 h with samples diluted in PBST 0.1% BSA. A secondary
horseradish peroxidase (HRP)-conjugated F(ab’), Fragment
Goat Anti-Human IgG (Jackson ImmuResearch Europe Ltd,
Ely, UK) was diluted 1:10 000 (in PBST 0.1% BSA) and incu-
bated for 30 min. The assay was developed by incubating the
plates with 3,3,5,5'-tetramethylbenzidine substrate for 5 min
and the reaction was stopped by adding 0.1 M H,SO,. The
OD was measured at 450 nm using the SpectraMax Plus 384
microplate reader. Anti-MDAS autoantibody levels in sera
were estimated by interpolating the OD values from a sigmoi-
dal 4PL log;o(x) standard curve, which consisted of a serial
dilution of anti-MDAS autoantibodies purified from five
plasma samples from PLEX that were pooled in equal parts.
Samples included plasma (and corresponding purified IgG)
and sera from patients with MDA5(+) DM and sera from
healthy subjects. MDAS(+) plasma samples were diluted
1:5000 and the corresponding purified IgGs were incubated
at 1pg/ml. MDAS5(+) sera were diluted from 1:500 to
1:20000 to fit in the linear range of the standard curve.
Healthy control sera were diluted to 1:500. Receiver operat-
ing characteristic analysis was performed to determine the
cut-off of the in-house ELISA.

To evaluate the cross-reactivity of samples towards differ-
ent Hel-bearing constructs, an ELISA-based depletion assay
was developed [22]. Briefly, wells coated with a Hel-bearing
construct were incubated with purified IgGs from MDAS(+)
plasma for 30 min, after which the supernatant was trans-
ferred to a next well that was coated with the same construct.
This step was repeated four times to deplete the reactivity.
After depletion, the supernatant was transferred to wells
coated with another Hel-bearing construct and the residual
reactivity was assessed. The reactivity levels were expressed as
relative reactivity index (%), the ratio between the residual re-
activity and the original reactivity towards that construct (in
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Figure 1. MDA5(+) samples from plasma exchange (PLEX) show reactivity to helicase-bearing MDAS constructs. (A) Schematic representation of the
MDAGB protein (side and top view) and the MDADS protein constructs. (B) ELISA to assess the reactivity of MDAB(+) samples from PLEX (=8,

upper panel) and the corresponding purified IgG (n=8, lower panel) against conformational epitopes on the MDAb constructs A-H and the negative
control (RIG-I). (C) Western blot analysis to assess the reactivity of purified IgGs against linearized epitopes on the MDA5 constructs A-H and RIG-I (n=4
representative blots). In (B), statistical analysis was performed using Kruskal-Wallis test with Dunn'’s correction: * P-value < 0.05, *** P-value < 0.001,
"SP.value > 0.05. Dots represent individual subjects, lines/bars represent median (+ interquartile range). MDAB: melanoma differentiation-associated
protein 5; OD: optical density; CARD: N-terminal caspase activation and recruitment domains; Hel: helicase domains 1/2i/2; P: pincer; CTD: C-terminal

domain; RIG-I: retinoic acid-inducible protein |

OD). The depletion efficiency is expressed as the difference in
relative reactivity index before and after depletion [23, 24].
Additional technical details are described in Supplementary
Data S1.5, available at Rheumatology online.

Western blot

Western blot was carried out to identify linearized epitopes
within the eight MDAS constructs. The constructs
(250 ng/well) were denatured and separated by electrophoresis
as described in Supplementary Data S1.4, available at
Rbheumatology online. The denatured constructs were trans-
ferred to a PVDF membrane using the iBlot® Gel Transfer
Device and iBlot® Transfer Stacks (both Fisher Scientific GTF
AB, Gothenburg, Sweden). The membrane was air-dried and
washed with PBS 0.1% Tween 20 (PBST) and blocked at room
temperature for 1h in PBST 5% milk (blocking buffer). The
membranes were incubated overnight at 4°C with purified IgG
fractions (n=8) at 1pg/ml in blocking buffer. After washing,
membranes were incubated at room temperature for 1h with

HRP-conjugated F(ab’), Fragment Goat Anti-Human IgG (di-
luted 1:10000 in blocking buffer, Jackson ImmuResearch
Europe Ltd, Ely, UK) and washed again. Finally, the mem-
branes were subjected for 5min to SuperSignal™ West Pico
Chemiluminescent Substrate (Fisher Scientific GTF AB,
Gothenburg, Sweden) for development. Western blots were vi-
sualized using the ChemiDoc Imaging System and analysed us-
ing Image Lab (both Bio-Rad, Solna, Sweden).

Statistical analyses

Descriptions of continuous variables are expressed as mean
and s.p. or median and interquartile range and categorical
variables are expressed as frequencies (%). The Kruskal-
Wallis test with Dunn’s correction was used to compare auto-
antibody levels. Two-tailed P-values <0.05 were considered
statistically significant. GraphPad Prism 9.0 (GraphPad
Software Inc., San Diego, CA, USA) and R (version 4.1.3; R
Foundation for Statistical Computing, Vienna, Austria) were
used for statistical analysis and visualization.
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Results

Anti-MDAJ5 reactivity profile in plasma samples
from PLEX

Reactivity against the different domains of the MDAS protein
(Fig. 1A) was first determined using plasma samples that orig-
inated from PLEX, carried out on MDAS(+) patients with
ILD at high risk of mortality due to respiratory distress
(Table 1). PLEX was performed 2months (in 6/8 cases),
9months or 40 months after diagnosis of DM. All plasma
samples showed significant reactivity in the ELISA towards
the MDAS constructs A, D, E, F and G compared with the
negative control (RIG-I), whereas no significant difference in
reactivity was measured towards constructs B, C and H
(Fig. 1B, upper panel). Similar reactivity profiles were

Table 1. Demographic and disease characteristics of the MDAB(+)
patients

PLEX Serum
n=_§ n=22*%
Demographics
Age at diagnosis (years), mean (s.p.) 51.1(10.7) 43.7 (12.9)
Gender: male, 7 (%) 5(62.5) 14 (63.6)
Ethnicity
Caucasian 7 (87.5) 21 (95.5)
African 0(0) 0(0)
Asian 1(12.5) 1(4.6)
Diagnosis
PM, 1 (%) 0 (0) 3(13.6)
DM, 7 (%) 5(62.5) 19 (86.4)
ADM, 7 (%) 0 (0) 1(5.3)
CADM, # (%) 3(37.5) 1(5.3)
Myositis-associated autoantibodies
Anti-SSA/Ro52 positive, 7 (%) 2 (25) 11 (50.0)
Clinical symptoms at diagnosis
Muscular manifestations
Muscle weakness, 7 (%) 3(50)° 8 (47.1)¢
MMTS$, mean (s.D.) NA 75.07 (6.7)8
Elevated muscle enzymes, 7 (%) NA 11 (68.8)f
Joint manifestations
Arthritis/arthralgia, 7 (%) 3(50)° 9 (50.0)¢
Dermatological manifestations
Heliotrope rash, 7 (%) 4(50) 10 (55.6)
Gottron’s papules/sign, 7 (%) 7 (87.5) 15 (83.3)
Respiratory manifestations
TLC <80%, 1 (%) NA 12 (70.6)°
FVC <80%, 7 (%) NA 12 (70.6)°
DLCO <75%, n (%) NA 9 (69.2)
ILD, 7 (%) 8 (100) 16 (88.9)¢
RP-ILD, 7 (%) 6 (75) 3(16.7)¢
Disease course
Disease duration (months), 2.0 (0.7-3.3) 2.0 (1.0-3.0)
median (IQR)
Immunosuppressive 6 (100)° 16 (72.7)
treatment, 7 (%)
Time to plasmapheresis 6 (75) NA
<2 months, 7 (%)
Time to plasmapheresis 2 (25) NA
>2 months, 7 (%)
Deceased, 7 (%) 4(57.1)b 2(11.1)
Respiratory failure, 7 (%) 4 (100) 2 (100)
Radiographic lesions, 7 (%) NA 16 (88.9)¢

2 One Eatient was included in both collections. Missing data: 1, €2, 44,
¢s5, %6, %8, "9. MDAS: melanoma differentiation—associated protein 5; PLEX:
plasma exchange; ADM: amyopathic DM; CADM: clinically amyopathic
DM; MMTS8: Manual Muscle Test-8; TLC: total lung capacity; FVC: forced
vital capacity; DLCO: diffusing capacity for carbon monoxide; ILD:
interstitial lung disease; RP-ILD: rapidly progressing ILD; IQR: interquartile
range; NA: not available/applicable.
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observed in the IgG purified from these plasma samples
(Fig. 1B, lower panel, Supplementary Data S1, available at
Rheumatology online). The reactivities towards constructs A,
D, E and F (which all contain at least one helicase domain)
were confirmed by western blot analysis (7 =8, Fig. 1C) [19].

A depletion ELISA was developed to assess cross-reactivity
of the purified IgGs among Hell (construct C), Hel2i (con-
structs F) and Hel2 (part of construct D) domains (Fig. 2 and
Supplementary Fig. S2, available at Rbheumatology online).
After depleting the reactivity towards Hell [depletion effi-
ciency 62.47% (%8.52)], there was residual reactivity against
Hel2i. After depleting the reactivity towards Hel2i [depletion
efficiency 80.64% (*+11.71)], there was residual reactivity
against Hell. After depleting the reactivity against a construct
that contained both Hell and Hel2i [depletion efficiency
59.24% (%20.20)], the reactivity against Hell and Hel2i sub-
stantially decreased (respectively —=73.64% and -82.83% on
average) while residual reactivity against Hel2 (69.12%)
remained. Altogether, these data indicate that MDAS(+)
plasma samples from PLEX mainly show reactivity towards
conformational and linearized epitopes on the MDAS helicase
domains and suggest that MDAS autoantibodies can target
each of the helicase domains.

Anti-MDAb reactivity profile in serum samples

The cut-off for MDAS positivity against construct A in the in-
house ELISA was determined based on the reactivity in serum
samples from healthy subjects and using receiver operating
characteristic analysis set at 1.07 pg/ml (specificity 91.67%,
sensitivity 94.95%, likelihood ratio 18.15, Fig. 3A). Twenty-
two of 24 serum samples from patients with MDAS5(+)
DM had anti-MDAS autoantibody levels >1.07 pg/ml with
our in-house ELISA, while two serum samples had levels
<1.07pg/ml and were excluded from further analysis
(Fig. 3B). Demographic, clinical and laboratory data at time
of DM diagnosis for the MDAS(+) patients are summarized
in Table 1. At the time of sampling [<14days (18/22) or
>1 year after diagnosis (4/22)], 72.7% of patients were on im-
munosuppressive treatment.

We next assessed the reactivity profiles of the MDAS(+)
serum samples (7=22) in ELISA. The median anti-MDAS
autoantibody level was 158.0 ug/ml (interquartile range
47.5-313.9 ng/ml). All sera showed reactivity in ELISA
towards conformational epitopes on constructs D and E
(Fig. 4A, Supplementary Table S3 and Supplementary Figs S3
and S4, available at Rheumatology online) and the reactivity
towards the negative control (RIG-I) was significantly lower
compared with construct A. Overall, patients that showed
high/low reactivity towards construct A respectively showed
high/low reactivity towards constructs C, D, E, F, G and H
(Fig. 4B). These results confirm that the MDAS-helicase
domains are the main target of anti-MDAS autoantibodies.

Discussion

Despite emerging clinical insight, anti-MDAS autoantibody-
associated disease remains difficult to treat. This highlights
the need to gain more mechanistic insights in the role of the
anti-MDAS autoantibodies and the MDAS as an autoantigen.
Here we aimed to identify the anti-MDAS autoantibody bind-
ing sites on the different domains of the MDAS protein. We
observed reactivity against conformational epitopes on the
helicase, pincer and CTD domains in all the MDAS(+)
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against MDAB construct A in the in-house MDAbB ELISA was determined based
on subjects diagnosed with MDA5(+) DM (n= 24) and healthy control subjects
(n=100) using receiver operating characteristic analysis and set at 1.07 ug/ml
(dotted line). Red dots indicate samples below cut-off. Dots represent individual
patients, lines/bars represent median (= interquartile range). (B) Flow diagram of
in/excluded patients with MDA5(+-) DM. MDAb: melanoma differentiation—
associated protein 5; IP: immunoprecipitation

samples, with the highest reactivity against the three helicase
domains. Moreover, the depletion experiments suggest that
there are specific autoantibodies against each helicase do-
main. We only observed reactivity against linearized epitopes
within the Hel2i domain in MDAS5(+) plasma samples from
PLEX. In ELISA, there was no difference in the reactivity pro-
file between samples from PLEX and serum samples.
Altogether, we propose that the helicase domains are the
main immunogenic domains of the MDAS protein.

Myositis-specific autoantibodies often target intracellular
endogenous proteins that have nucleic acid binding capacities,
like histidyl-tRNA synthetase (HisRS, the target of Jo1 auto-
antibodies) or tripartite motif containing-21 (TRIM21, the
target of Ro52 autoantibodies). MDAS is an intracellular sen-
sor of viral/lendogenous RNA and is a potent inducer of the
pro-inflammatory type I IFN cascade [11, 13]. After binding
RNA through the CTD and modifying the RNA through the
helicase domains, the CARD domains are responsible for
downstream signalling. Our findings that the main target of
the anti-MDAS autoantibodies are located in the enzymati-
cally active helicase domains [12] suggest that the autoanti-
bodies potentially affect the canonical function of the MDAS
protein as an RNA sensor. This would be in line with previ-
ous reports that show autoantibody binding may (indirectly)
inhibit the enzymatic activity of the HisRS and TRIM21 pro-
teins, of which the downstream effects potentially contribute
to the pathogenesis [25-27]. As a consequence of anti-MDAS
autoantibody binding there could be a local dysregulation of
the IFN pathway, which we hypothesize may drive the severe
lung inflammation that is observed in these patients [14, 28].
However, whether or how the autoantibodies can access their
intracellular antigenic target is still under debate and addi-
tional functional experiments are needed to explore these
hypotheses.

The finding that serum samples taken close to diagnosis
showed reactivity towards several domains of the MDAS pro-
tein and that these reactivities were found against each of the
helicase domains, might indicate that the process of epitope
spreading had occurred already before diagnosis. Under phys-
iological circumstances the mechanism of epitope spreading is
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important for the diversification of the adaptive immune re-
sponse. In autoimmune diseases, however, this diversification
process exists against self-antigens and its pathogenic role has
been reported in several animal models [29] and in autoim-
mune bullous disease [3, 30, 31]. Since epitope spreading can
occur long before the onset of symptoms, this process greatly
complicates the serological identification of the immunodomi-
nant epitopes. Our results may indicate a longstanding auto-
immune reaction, which is in contrast to the acute onset or
worsening of pulmonary manifestations in MDAS(+)
patients.

One limitation of the current study is the limited number of
patient samples. We tried to overcome this limitation by com-
bining samples from different cohorts, but still with too few
patients to be able to analyse whether different epitope reac-
tivity is associated with specific clinical manifestations. The
finding that we could only confirm MDAS5(+) in 30 of 32
samples in our in-house ELISA compared with commercially
available or standardized lineblot/immunoprecipitation/
ELISA indicates there might be a discrepancy between the dif-
ferent tests, which in the case of MDAS(+) DM could impact
the diagnosis and treatment approach. Since the majority of
autoantibody epitopes are believed the be conformational
[32], this strategy to identify both conformational and linear-
ized anti-MDAS autoantibody binding sites on the helicase
domains could therefore ameliorate diagnostic assays and po-
tentially lay the basis to study whether anti-MDAS autoanti-
bodies are pathogenic and why/how the MDAS protein
becomes an autoantigen.

Conclusions

By studying the antigen binding sites of the polyclonal anti-
MDAS autoantibody response, we gained some insight in the
interaction between the MDAS autoantigen and the anti-

MDAS5 autoantibodies. We established that the main binding
sites of the anti-MDAS autoantibodies in samples from
patients with MDAS(+4) DM are located on the enzymatically
active helicase domains. This knowledge could improve the
currently available diagnostic tests and will help to elucidate
the role of anti-MDAS autoantibodies in the pathogenesis of
DM. Whether the autoantibodies can affect the endogenous
function of the MDAS protein and why/how the MDAS pro-
tein becomes antigenic still needs to be explored.
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