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Complexes of DNA with fluorescent 
dyes are effective reagents 
for detection of autoimmune 
antibodies
Ivana Domljanovic1, Annika Carstens1, Anders Okholm2, Jørgen Kjems2, Christoffer Tandrup 
Nielsen3, Niels H. H. Heegaard4,5 & Kira Astakhova1

To date, there are multiple assays developed that detect and quantify antibodies in biofluids. 
Nevertheless, there is still a lack of simple approaches that specifically detect autoimmune antibodies 
to double-stranded DNA. Herein we investigate the potential of novel nucleic acid complexes as targets 
for these antibodies. This is done in a simple, rapid and specific immunofluorescence assay. Specifically, 
employing 3D nanostructures (DNA origami), we present a new approach in the detection and study of 
human antibodies to DNA. We demonstrate the detection of anti-DNA antibodies that are characteristic 
of systemic lupus erythematosus, a chronic autoimmune disease with multiple manifestations. We 
tested the most potent non-covalent pairs of DNA and fluorescent dyes. Several complexes showed 
specific recognition of autoimmune antibodies in human samples of lupus patients using a simple 
one-step immunofluorescence method. This makes the novel assay developed herein a promising tool 
for research and point-of-care monitoring of anti-DNA antibodies. Using this method, we for the first 
time experimentally confirm that the disease-specific autoimmune antibodies are sensitive to the 3D 
structure of nucleic acids and not only to the nucleotide sequence, as was previously thought.

Human antibodies to nucleic acids have become ubiquitous as a tool in diagnostics and the study of autoimmune 
diseases1. This is the case in, for example, systemic lupus erythematosus (SLE)2. SLE is a systemic autoimmune 
disorder, potentially causing damage to any organ in the body via the abnormal response of the immune system to 
one’s own cells, tissues and biomolecules. The cause of SLE is not fully understood, but according to recent stud-
ies, anti-DNA antibodies play a crucial role by triggering the degradation of intracellular DNA after entrance into 
the cells3. Thus, in addition to anti-DNA autoantibodies being crucial for the diagnosis of SLE they are promising 
targets for therapy4. However, in spite of growing knowledge on anti-DNAs, there is still a lack of methods for 
their specific detection5.

Anti-DNAs are typically detected and quantified by immunoassays, such as enzyme-linked immunosorbent 
assay (ELISA) or Crithidia luciliae indirect immunofluorescence (IIF). Immunoassays are sensitive, versatile and 
simple methods that can detect and quantify targets in picomolar concentrations directly in complex biological 
media like serum6, 7. Many immunoassays can be run on very basic laboratory equipment, such as a microplate 
reader for ELISA8.

Although the assays are performed under equilibrium conditions, unfortunately they are unable to provide 
either any information on the structure of antigen–antibody complexes or quantitative binding characteristics8. 
Moreover, currently applied heterogeneous and unstable natural DNA molecules used as antigenic targets in 
these assays often result in poor reproducibility and low specificity of blood tests; around 5% of healthy persons 
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give a weakly positive result, even though they are not suffering from SLE2. Detected anti-DNA antibodies also 
cross-react with other antigens such as phospholipid cardiolipin2.

DNA binds to antibodies through hydrogen bonds, van der Waals and electrostatic forces8. Hydrophobic con-
tacts, together with the ion dipole bonds, contribute to the stability of protein-nucleic acid complexes, whereas 
hydrogen bonds with base edges are important for specificity9. Recently, we and others applied a computational 
approach to improve the understanding of DNA-antibody interactions9, 10. Y. An et al.10 showed that the mono-
clonal antibody ED-1011 interacts with two adjacent nucleotides in its binding site and favours dTdC over other 
nucleotides and that this recognition motif is highly prevalent in the polyclonal antibody species such as those 
present in SLE sera.

Besides antibodies, DNA uses similar types of interactions for binding to small molecules such as fluorescent 
dyes12. To date there is a plethora of fluorophores developed that bind DNA in a sequence-independent fashion. 
They share a similar structural motif of aromatic core that intercalates into the dsDNA and additional ‘arms’ that 
form stabilizing hydrogen bonds with the grooves13. Examples of this type include ethidium bromide, thiazole 
orange and acridine yellow. Another type of structure is presented by groove-binding dyes, such as Sybr Green 
and the recently developed analogue Eva Green14. Upon binding to DNA, the fluorescence of these dyes lights 
up 20-fold for Sybr Green and up to 130-fold for Eva Green. The light-up occurs due to the elimination of the 
quenching interactions of aromatic fluorophores with aqueous media when the dye is positioned within the stack 
and/or hydrophobic dsDNA grooves15. Besides high brightness, Eva Green has the advantage of low toxicity and 
therefore is an attractive dye for research and clinical diagnostics of dsDNA14.

Valuable structural information on a-DNAs can be gained through the use of sequence-defined synthetic 
antigens. Synthetic oligonucleotides may be produced with high purity, good specificity and affinity, and provide 
well-controlled chemical structures, which make them a promising tool for diagnostics and studies of autoim-
mune diseases where aberrant anti-DNA immunoreactivity occurs9. Recently we and others proved that rational 
design and the incorporation of modified nucleotides into oligonucleotides can provide valuable dsDNA antigens 
for ELISA of a-DNA9. Taking these recent works into account, DNA antigens can be divided into two classes: 
short synthetic DNA and large, mixmer biological structures. In most studies including our recent publication, 
both classes are used in indirect assay (Fig. 1). However the potential of using non-covalent complexes between 
these synthetic antigens and the aforementioned fluorophores as reagents for the detection and study of autoim-
mune antibodies has not been explored thus far.

In this work we aimed at studying synthetic DNA antigens of two types, short dsDNA and large DNA origami, 
in a direct immunofluorescence assay (Fig. 1). Our hypothesis was that the specific recognition of DNA by corre-
sponding antibodies displaces the number of fluorophores bound to it, which can be followed simply by fluorom-
etry. We show that antibodies to DNA are sensitive to nucleotide composition and chemical modification in short 
synthetic antigens. Our study also proves that DNA origami and Eva Green dye form ultra-bright non-covalent 
complexes that are useful in sensing a-DNAs in lupus sera. Having studied different origami structures, our data 
suggest that the 3D structure of DNA origami has an effect on the recognition of antibodies. In this study also we 
demonstrate that the novel immunofluorescence assay detects antibodies specific to SLE, enabling simple, time- 
and cost-effective diagnostics of clinically relevant antibodies.

Results
Patient samples used in this work: selection and characterization. For this work, we selected sera 
samples from 28 adults who were diagnosed with SLE (SSI, Denmark). SLE samples 1–8 have been used in our 
recent study9, whereas samples SLE 9–28 were from a new cohort. To investigate specificity of antibody detection 
we additionally chose monoclonal and polyclonal antibodies, and patient samples with a different autoimmune 
disease, rheumatoid arthritis (RA, samples 1–20, provided by SSI, Denmark). RA and SLE patients fulfilled the 
relevant American College of Rheumatology disease criteria16, 17. 57% SLE (SSI) were ANA positive.

For specificity studies, we included additional ANA positive SLE samples18 (n = 30; 100% ANA positive) 
which were analysed along with non-matched healthy control cohort from SSI (n = 20) and Odense University 
Hospital (OUH; n = 60), and non-matched disease-stated sera from OUH: Crohn’s disease19 (n = 10), RA 
(n = 30), antiphospholipid syndrome20 (APS, n = 30), hepatitis B21 (n = 4), and cancer22, 23 (n = 8). Rationale for 

Figure 1. (a) Molecular model for the interaction between dsDNA and monoclonal autoimmune antibody ED-
109–11; (b) Two types of the synthetic antigens used in this work: short synthetic DNA and 3D DNA origami.
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choosing these diseases as controls is that Crohn’s disease, RA and APS are autoimmune, whereas hepatitis B 
and cancer might raise a-DNA levels as well16–21, 24, 25. For the diagnosis establishment, patients fulfilled relevant 
disease criteria19–23.

All the samples have been characterized by clinical laboratory for the presence of autoimmune antibod-
ies. Additionally, we ran a-dsDNA ELISA using TC-rich antigen SEQ1. For extended OUH cohort, commer-
cial a-dsDNA ELISA kit was used as well (Supplementary Table S7). The results are shown in Supplementary 
Figure S1 and Table S7. As expected, 50–93% SLE samples showed elevated levels of a-dsDNA. In ELISA, RA and 
healthy controls showed weakly elevated a-dsDNA levels as well (10% RA (SSI), 10% healthy controls (SSI), 23% 
RA (OUH) and 28% healthy controls (OUH)). a-dsDNA positivity is not typical in RA26. Nevertheless 15–17% 
RA samples used herein were antinuclear antibody (ANA) positive, as evaluated by the commercially available 
ELISA test (Methods; Supplemental Figure S5, Table S7)27.

DNA 50mer antigens: interaction with fluorophores and autoimmune antibodies. To target 
antibodies in patient sera, we initially designed three oligonucleotides as 50mer double-stranded helixes with 
different sequences9, 28 (SEQ1-3; Methods, Table 1). SEQ1, SEQ2 and SEQ3 were different in terms of nucle-
obase composition, containing TC, T + C and mixmer ATCG nucleotides, where +C is a locked nucleic acid 
(LNA) modification. Based on our recent report9, these compositions are favourable for specific interaction with 
SLE-related antibodies. However, to enhance the interaction with the dyes we extended the sequences to 50mers 
vs previously used 21mers.

Next, we selected three fluorescent dyes that are well known for interacting with dsDNA: intercalating dyes 
thiazole orange (TO) and acridine yellow G (AYG), and minor groove-binding Eva Green EG (Fig. 2a). We 
studied the interaction of these dyes with dsDNA 1–3 using fluorometry. Each dye was added to the mixture 
of two complementary DNA strands and the resulting mixtures were annealed (see methods). As expected, all 
the dyes showed quenched fluorescence in aqueous media and lit up upon binding to dsDNA (Supplementary 

Sequence, 5′-3′ Length (nt)

SEQ1: (TCC TCT CTT TCT CTT TCT CTT TCC TCT CTT TCT CTT TCT CTT TCC 
TCT CT):(AGA GAG GAA AGA GAA AGA GAA AGA GAG GAA AGA GAA AGA 
GAA AGA GAG GA)

50

SEQ2: (TCC + TCT CTT TCT + CTT TCT + CTT TCC + TCT CTT TCT + CTT 
TCT + CTT TCC + TCT CT):(AGA GAG GAA AGA GAA AGA GAA AGA GAG 
GAA AGA GAA AGA GAA AGA GAG GA)

50

SEQ3: (TGA ACT CTA TGT CTG TAT CAT TGA ACT CTA TGT CTG TAT CAT 
TGA ACT CT):(AGA GTT CAA TGA TAC AGA CAT AGA GTT CAA TGA TAC 
AGA CAT AGA GTT CA)

50

SEQ4: (TCC TCT CTT TCT CTT TCT CTT):(AAG AGA AAG AGA AAG AGA GGA) 21

Table 1. Synthetic dsDNA used in this study*. *Pluses indicate LNA modifications.

Figure 2. (a) Chemical structures of fluorescent dyes used in this work; (b) Main principle of the direct 
immunofluorescence assay developed herein.

http://S7
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Table S1). The brightest signal was observed for TO whereas the complexes of AYG and EG were 1.5–3-fold dim-
mer. Notably, the LNA rich sequence interacted less efficiently with the dyes and therefore was excluded from the 
study (Supplementary Table S1).

We applied SEQ1-dye complexes in an immunofluorescence assay (Fig. 2b). The rationale behind the assay 
was that the binding of an autoimmune antibody changes the number of dye molecules that are bound to DNA 
and also the micro-environmental parameters of the molecule. In particular, polarity and hydrophobicity are 
important for fluorescence intensity. We carried out the incubation of fluorescent DNA complex with control 
antibodies and patient sera for 1.5 hour at 37 °C, which is a physiologically the most relevant temperature29. Calf 
thymus DNA and single stranded synthetic DNA were used as controls9, 28. The result was detected by fluorometry 
as a change in the dye’s fluorescence intensity (Supplementary Figure S1). In the preliminary study of mono- and 
polyclonal antibodies SEQ1 and SEQ3 showed no binding of antibodies to β2-microglobulin, cardiolipin and 
HIV-1 protein associated antibody gp120 used as negative controls. Exclusively TO complex with LNA-modified 
SEQ2 showed a weak signal with anti-β2-microglobulin. On the contrary, calf thymus DNA (CTD) showed bind-
ing of all the negative controls, with the highest signal for anti-cardiolipin polyclonal antibodies. This was similar 
to the single-stranded controls SD1 and SD2 (Supplementary Table S2).

Next, using fluorescent complexes of SEQ1-3, we run the assay for eight SLE positive patient sera and 10 
healthy controls. Based on the results (shown in Supplemental Figure S1), we made several important observa-
tions. First, no signal change was observed when DNA was not present. Next, there was a big difference in the 
response for each dye and DNA sequence. AYG showed low sensitivity to interaction with SLE sera, whereas EG 
and TO showed 1.7–3.4 fold fluorescence increase. Importantly, we observed no signal change for EG and TO 
complexes with SEQ1-2 in the healthy controls. However, the signal change upon incubation was below the detec-
tion limit needed for diagnostic applications (3-fold above background of the microtiter plate). We conclude that 
the number of dyes interacting with antigens had to be increased in order to improve the sensitivity of antibody 
detection.

DNA origami as antigens for immunofluorescence assay. In the next step we hypothesized that 3D 
DNA nanostructures with their extended size and well-defined shape could be favourable for the binding of 
multiple fluorescent dyes and also for an effective interaction with antibodies in patient sera30, 31. To check this 
hypothesis we selected two DNA origami structures: a 100 nm × 70 nm 2D rectangle (TR) and six-helix bundle 
(6HB) rod approximately 400 nm in length. To prepare the origami structures and introduce fluorophores we used 
a thermal annealing protocol (methods). EG, TO and AYG were added in different concentrations at 60 °C. This 
was done in order to prevent dye degradation and ensure its successful incorporation into the nanostructure32.

We studied the obtained fluorescent origami complexes by fluorometry (Supplementary Figure S2). A striking 
finding was that TO did not show any difference in fluorescence upon incubation with origami, even when the 
protocol was changed and TO was added at 90 °C. On the contrary, EG showed the highest fluorescence with 
both structures, with a remarkable signal-to-background ratio of 30. Therefore we chose origami-EG complexes 
for further immunofluorescence assay. AYG was excluded due to low sensitivity to interaction with human sera 
mentioned above.

The dye concentration in the annealing mixture also had an interesting effect on the fluorescence properties 
of the complex. Approximately 0.5X EG solutions gave extremely bright fluorescent complexes. However, using 
more EG dye (1-2X), the fluorescence of the resulting nanostructure complexes was quenched 2-fold and more 
compared to the complexes with a more diluted dye (Supplemental Figure S3).

For immunofluorescence, complexes of TR and 6HB with EG dye in the optimal dilution regimen were incu-
bated with SLE sera and controls as described for 50mer duplexes (Supplemental Tables S3–S7). The resulting 
fluorescence intensity is shown in Figs 3 and 4. First, the background signal of Eva Green dye in the absence 
of origami did not differ from the background of empty microtiter plates (Fig. 3, EG group). Next, 50% SLE 
(SSI) and 93% SLE (OUH) had a positive signal upon incubation with the TR-EG complex (Fig. 4; Supplemental 
Tables S6, S7). Notably, only a few samples showed a positive signal when origami controls without the large 
bacteriophage DNA were applied. Furthermore, we also observed a difference in signal between the TR-EG and 
6HB-EG complexes. The difference in fluorescence intensity for all tested groups was statistically significant with 
p = 0.018 as confirmed by one-way ANOVA analysis in R (Methods)33. Lastly, using a different origami structure 
or excluding the bacteriophage sequence from it lead to statistically significant difference in response when the 
same patient samples were used (p = 0.07 and 0.04 for TR‒6HB and TR‒TR% groups).

Using healthy cohort, we additionally compared performance of TR-EG to calf thymus DNA-EG 
(Supplementary Table S2). In a good agreement with our recent study9, CTD showed a high number of false pos-
itive results in healthy controls (31%), which points on non-specific interactions.

Sensitivity and specificity of the developed assay to SLE were studied using additional patient samples 
obtained from OUH, Denmark (Supplementary Table S7). Being compared to the commercial a-dsDNA ELISA 
test, TR-EG immunofluorescence method showed superior specificity to SLE (94% vs. 81%), whereas the sen-
sitivity was similar for both assays (93%). In turn, when compared to SEQ1-ELISA, the specificity was similar, 
although the former method had slightly lower sensitivity to SLE (80% vs. 93%). Remarkably, the developed 
immunofluorescence assay showed lower number of positives in healthy controls when compared to ELISA (3% 
vs. 13% and 10% for immunofluorescence vs. commercial and in-house SEQ1-ELISA; n = 60). Number of pos-
itives in other rheumatic diseases (RA, APS) was also lower for IFA and SEQ1-ELISA than for the commercial 
a-dsDNA test (7–8% vs. 18%; Supplementary Table S7). In Crohn’s disease, hepatitis B and cancer, the perfor-
mance of TR-EG assay was slightly better than for SEQ1-ELISA (14% vs. 9%. positives), and superior to the 
commercial ELISA which gave 32% positives in these samples.

http://S1
http://S1
http://S1
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As a final aspect, we explored the limitations and benefits of each assay format by a comparative study of the 
limit of target detection (LOD), cost, labour demand and speed (Fig. 5; see methods for details). The developed 
immunofluorescence using TR-EG complex had 10-times higher LOD than SEQ1-ELISA. However, immunoflu-
orescence was much faster, less expensive and less labour-intensive. This is accompanied by a higher stability of 
the origami reagents applied for immunofluorescence when compared to precoated ELISA plates (Fig. 5c). ROC 
curves are often used to compare specificity and sensitivity of the assays at different cut off values34. In agreement 
with close LOD values, receiver-operating characteristic (ROC) curves were rather similar for ELISA and immu-
nofluorescence assays (Supplemental Figure S6; Supplemental Table S8).

Figure 3. Immunofluorescence assay results using DNA origami and Eva Green and SLE sera. Cut-off values 
are shown as green lines; they were determined for each antigen as 2 standard deviations above the mean value 
for response in a non-matched healthy control cohort (n = 20). TR, 6HB = assembled DNA origami; TR%, 
6HB% = origami sequences without bacteriophage DNA. S1–S10 = SLE patient samples. EG = Eva Green.

Figure 4. Box-and-whisker plot with outliers for the results of ELISA and immunofluorescence assays 
performed for SSI samples: SLE (n = 28), HC (n = 20) and RA (n = 20). The arms on each boxplot are values 
Q1–1.5 × IQR and Q3 + 1.5 × IQR. Data points for each subject are means for three independent measurements. 
TR-EG = TR origami complex with Eva Green dye. Standard error bars for independent triplicate experiments 
(n = 3) across antigens are shown in Supplementary Figure S4.

http://S6
http://S8
http://S4
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Discussion
The purpose of this work was to investigate the possibility of using sequence-controlled short DNA antigens and 
well-defined 3D DNA structures as new reagents that may have the potential to discriminate among anti-DNA 
antibodies and advance existing detection methods. As we demonstrate in this paper, using DNA origami and 
the minor groove-binding dye Eva Green, a fast immunofluorescence assay can be performed for the detection 
of antibodies towards dsDNA. The method takes advantage of the fact that the number of dyes interacting with 
DNA changes when the antibody interacts with the DNA-dye complex, Since fluorescence of the dye is quenched 
in aqueous media and increases in hydrophobic environments, such as the DNA groove or antibody epitope, the 
interaction between the dye-DNA and antibody can be traced by the fluorescent signal of the dye.

This work results in two major findings. First, the 3D structure of DNA has an impact on the interaction 
with disease-specific autoimmune antibodies. In particular, our studies confirm that the well-defined structure 
of DNA antigen is beneficial for the interaction with a-dsDNA of preferably the IgG type. This is also proved 
by the negative result of our control experiments when a simple mixture of origami primers is used as antigen. 
Second, the binding of fluorophores to large mixmer DNA origami ensures the generation of enough signal when 
a high-affinity antibody ‘removes’ the dye and interacts with the DNA antigen. This could not be achieved when 
using shorter dsDNA since not enough dye molecules were bound and therefore the signal upon antibody rec-
ognition was too weak. Thus, multiple interaction sites for the dye on the DNA origami act as a signal ‘booster’ 
for the assay, and hence allow a simple, single-step immunofluorescence homogeneous method to be carried out.

The interaction of diverse DNA antigens with fluorophores and consequent binding of polyclonal antibody 
targets by the DNA-dye complexes are fundamental interactions that we investigate in this work. An interesting 
finding is that intercalating and groove-binding dyes have different binding properties for short dsDNA and large 
nanostructures such as DNA origami. Short dsDNAs effectively bind the DNA intercalator thiazole orange and 
show less binding with groove-binding Eva Green. For DNA origami the situation is just the opposite: thiazole 
orange shows no interaction whereas Eva Green generates stable, bright complexes.

This work lies in the context of recent research on fluorescent DNA-protein interactions, although the reports 
on 3D DNA-protein interactions are limited, especially as tools for the diagnostics of autoimmune diseases. 
Recently, DNA nanostructures were proposed for the directed recognition of proteins35. The interaction of ori-
gami with antibodies has also been demonstrated before, although not in the context of diagnostics and the study 
of autoimmune diseases but for the detection of origami via ligand-specific aptamer sequence36.

Our assay shows that the structure of origami has an influence on the antibody binding. Thus, TR shows 
a bright positive signal and a statistically significant difference upon interaction with antibodies in SLE- and 
RA-positive sera, whereas for 6HB the overall signal is lower and there is no statistically significant difference in 
the signal for patient samples vs. controls. Once again, this implies that in addition to sequence specificity, the 3D 
structure of DNA antigen might have an influence on its recognition by the autoimmune antibodies37–39. This has 
been previously observed for small DNA, however the detailed structure of these DNA-antibody complexes has 
not been studied40. This could be due to the fact that NMR and X-ray studies of DNA complexes are experimen-
tally challenging41. This makes us believe that this new immunofluorescence assay has a high potential as a tool 

Figure 5. Comparison of SEQ1-ELISA and immunofluorescence assays: (a) limit of target detection 
determination. Signal at each point is a mean value for triplicate measurement of randomly selected 5 SLE 
samples; (b) (left to right) time, step count per one assay; cost per sample analysed, shelf-life time of antigen. 
Each measurement has been done three times with a result deviation ±3%.



www.nature.com/scientificreports/

7Scientific RepoRts | 7: 1925  | DOI:10.1038/s41598-017-02214-0

to gain new valuable knowledge on DNA-protein complexes, and in particular on clinically relevant autoimmune 
antibodies, as demonstrated in this paper.

Generally, the immunofluorescence assay proposed herein has comparable sensitivity and specificity to 
SLE as ELISA (81–93% and 80–94%), but 10-fold higher LOD. Nevertheless, a rather small amount of patient 
sera (2 µL per analysis) was sufficient for the detection of a-DNAs in SLE-positive sera. Notably, the developed 
method shows 10–15% of positives in RA, whereas ELISA gives 10–23% positives in RA. RA and SLE share sim-
ilar autoimmune features. Therefore it is expected that there is some overlap in the biomarker profiles of these 
diseases16–18. Additional tests needed to distinguish RA from SLE include complement components (C3, C4), 
erythrocyte sedimentation rate, cyclic citrullinated peptide antibody and rheumatoid factor42, 43.

It is advantageous that the length of the assay is reduced from 6.5 hr for indirect ELISA to only 1.5 hr, which 
is comparable to direct immunofluorescence assay (DIF)44. However, the cost of new immunofluorescence assay 
per sample is much lower than for ELISA and DIF since it does not require the use of expensive antibody reagents. 
Moreover, the origami reagent has a much longer shelf life (2 years at −20 °C and >5 years at −80 °C, vs. 4 month 
for pre-coated ELISA plates at +4 °C; see methods). Immunofluorescence is also way less labour-intensive and 
therefore could become a useful tool in the diagnostics of clinically and biologically relevant antibodies.

In conclusion, we show that disease-specific autoimmune antibodies can discriminate the 3D structure of 
macromolecular DNA antigens. We confirm improved specificity of synthetic double-stranded complexes com-
pared to currently applied CTD and single stranded DNA. We also demonstrate that non-covalent complexes, 
such as DNA origami with groove-binding dye, can be a useful tool in fast and specific detection of autoimmune 
antibodies. The biological role of 3D DNA structure in interactions with autoantibodies remains to be fully eluci-
dated. In this study, we have taken an initial step to facilitate this exploration and to provide a new tool that merits 
further exploration for assessment of DNA-binding antibodies in autoimmunity with potential for differentiating 
among distinct diseases.

Methods
General. Oligonucleotides SEQ1-3 (Table 1) were synthesised in-house using the phosphoramidite 
method45. All other nucleic acid compounds were obtained from Integrated DNA technologies, Inc., Iowa, USA. 
Fluorescence dyes were purchased from Sigma (AYG, TO) and Biotium (EG) and used as received. Calf thymus 
DNA (CTD) was purchased from Sigma (cat no. D1501).

ELISA assays were made manually using following the protocol described recently9. Commercial a-dsDNA 
ELISA kit was purchased from Abcam (cat. no. ab178618). Plates were analysed using a TECAN microplate 
reader and measuring absorbance at 450 nm. 96-well Maxisorb NUNC microplates were purchased from 
Thermofisher Scientific.

Patient sera samples and healthy controls were obtained from Odense University Hospital and Statens Serum 
Institute, Denmark. Monoclonal antibodies were provided by Statens Serum Institute, Denmark (anti-dsDNA 
and anti-β2-microglobulin), purchased from commercial supplier (anti-cardiolipin, Immunovision, cat no HCL-
0200; gp120 (Abcam, cat no ab21179). Written approval by The Danish Data Protection Agency was obtained 
in November 2015. Committee of Information Safety of the Region Southern Denmark at the Danish Data 
Protection Agency specifically approved the whole study (permission signed by Pernille Winther Christensen). 
The methods were carried out in accordance with the relevant guidelines and regulations as stated in the Act on 
Processing of Personal Data adopted by the Danish Data Protection Agency on June 2nd 2000. Personal data of 
patients was not used in this work. Therefore the informed consent from the individuals was not needed.

Price per assay has been estimated using costs for oligonucleotides, dyes, other reagents and equipment pro-
vided by commercial suppliers (IDT, Sigma).

Step count is determined using S health application (Samsung galaxy S5) as an average number of steps for an 
individual while performing the assay.

Antigen stability upon storage was determined by MALDI-MS and ELISA for synthetic ODNs and precoated 
plates, respectively.

50mer DNA Antigens and 21mer ELISA control. Sequences SEQ1-4 used in this study are shown in 
Table 1.

Origami sequences were designed and prepared following published procedures46, 47. Annealing procedure 
for origami and controls was carried out using 10 nM samples in 1x TAE buffer with 12 mM MgCl2 as follows: lid 
100 °C, 90 °C 2 min, 90–60 decrease 0, 5 °C pr 1 min, 60–50 decrease 0, 2 °C pr 10 min, 50–35 decrease 0, 5 °C pr 
1 min; store at RT or 10 °C.

ANA kit was purchased from Abcam (product no. ab178610) and used following manufacturer’s protocol.

General protocol for immunofluorescence assay. In a microplate, DNA-dye antigen (4 μL, 10 nM) was 
mixed with 4 μL freshly prepared diluent (1 g BSA, 200 μL Tween-20 in 1 L 1 × PBS). Afterwards 2 μL serum sam-
ple was added. Incubation was performed for 1.5 h at 37 °C, followed by immediate fluorescence detection at Light 
Cycler 480 reader (emission at 530 nm). Incubation time and volume were optimized by a series of experiments 
carried out for 30 min–2 hrs, using 2–50 μL incubaton reactions (see Supplemental information).

Data analysis was performed in R using one-way ANOVA33.

References
 1. Rahman, A. & Hiepe, F. Anti-DNA antibodies–overview of assays and clinical correlations. Lupus 11, 770–773, doi:10.1191/096120

3302lu313rp (2002).
 2. Pisetsky, D. S. Anti-DNA antibodies–quintessential biomarkers of SLE. Nat. Rev. Rheumatol. 12, 102–110, doi:10.1038/

nrrheum.2015.151 (2016).

http://dx.doi.org/10.1191/0961203302lu313rp
http://dx.doi.org/10.1191/0961203302lu313rp
http://dx.doi.org/10.1038/nrrheum.2015.151
http://dx.doi.org/10.1038/nrrheum.2015.151


www.nature.com/scientificreports/

8Scientific RepoRts | 7: 1925  | DOI:10.1038/s41598-017-02214-0

 3. Stollar, B. D. The origin and pathogenic role of anti-DNA autoantibodies. Curr. Opin. Immunol. 2, 607–612, doi:10.1016/0952-
7915(90)90019-D (1990).

 4. Dollins, C. M., Nair, S. & Sullenger, B. A. Aptamers in immunotherapy. Hum. Gene Ther. 19, 443–450, doi:10.1089/hum.2008.045 
(2008).

 5. Akberova, N. I., Zhmurov, A. A., Nevzorova, T. A. & Litvinov, R. I. An anti-DNA antibody prefers damaged dsDNA over native. J. 
Biomol. Struct. Dyn. 35, 219–232, doi:10.1080/07391102.2015.1128979 (2017).

 6. Cox, K. L. et al. In Assay Guidance Manual (Eli Lilly & Company and the National Center for Advancing Translational Sciences, 
2004).

 7. Okon, L. G. & Werth, V. P. Cutaneous lupus erythematosus: diagnosis and treatment. Best Pract. Res. Clin. Rheumatol. 27, 391–404, 
doi:10.1016/j.berh.2013.07.008 (2013).

 8. Chhabra, S., Minz, R. W. & Saikia, B. Immunofluorescence in dermatology. Indian J. Dermatol. Venereol. Leprol. 78, 677–691, 
doi:10.4103/0378-6323.102355 (2012).

 9. Samuelsen, S. V. et al. Synthetic oligonucleotide antigens modified with locked nucleic acids detect disease specific antibodies. Sci. 
Rep. 6, 35827, doi:10.1038/srep35827 (2016).

 10. An, Y., Raju, R. K., Lu, T. & Wheeler, S. E. Aromatic interactions modulate the 5′-base selectivity of the DNA-binding autoantibody 
ED-10. J. Phys. Chem. B 118, 5653–5659, doi:10.1021/jp502069a (2014).

 11. Cerutti, M. L., Centeno, J. M., Goldbaum, F. A. & de Prat-Gay, G. Generation of sequence-specific, high affinity anti-DNA antibodies. 
J. Biol. Chem. 276, 12769–12773, doi:10.1074/jbc.M100260200 (2001).

 12. Mohammed, H. S., Delos Santos, J. O. & Armitage, B. A. Noncovalent binding and fluorogenic response of cyanine dyes to DNA 
homoquadruplex and PNA-DNA heteroquadruplex structures. Artif. DNA PNA XNA 2, 43–49, doi:10.4161/adna.2.2.16339 (2011).

 13. Navarro, E., Serrano-Heras, G., Castaño, M. J. & Solera, J. Real-time PCR detection chemistry. Clin. Chim. Acta 439, 231–250, 
doi:10.1016/j.cca.2014.10.017 (2015).

 14. Mao, F., Leung, W.-Y. & Xin, X. Characterization of EvaGreen and the implication of its physicochemical properties for qPCR 
applications. BMC Biotechnol. 7, 76, doi:10.1186/1472-6750-7-76 (2007).

 15. Lakowicz, J. R. Principles of Fluorescence Spectroscopy (Springer US, 2006).
 16. Hochberg, M. C. Updating the American College of Rheumatology revised criteria for the classification of systemic lupus 

erythematosus. Arthritis Rheumatol 40, 1725–1725, doi:10.1002/1529-0131 (1997).
 17. Arnett, F. C. et al. The American Rheumatism Association 1987 revised criteria for the classification of rheumatoid arthritis. Arthritis 

Rheumatol. 31, 315–324, doi:10.1002/(ISSN)1529-0131 (1988).
 18. Satoh, M., Mercado, M. V.-D. & Chan, E. K. L. Clinical interpretation of antinuclear antibody tests in systemic rheumatic diseases. 

Modern Rheumatol. 19, 219–228, doi:10.3109/s10165-009-0155-3 (2009).
 19. Peyrin-Biroulet, L. et al. Defining disease severity in inflammatory bowel diseases: current and future directions. Clin. Gastroenterol. 

Hepatol. 14, 348–354, doi:10.1016/j.cgh.2015.06.001 (2016).
 20. Miyakis, S. et al. International consensus statement on an update of the classification criteria for definite antiphospholipid syndrome 

(APS). J. Thromb. Haemost. 4, 295–306, doi:10.1111/jth.2006.4.issue-2 (2006).
 21. Maya, R., Gershwin, M. E. & Shoenfeld, Y. Hepatitis B virus (HBV) and autoimmune disease. Clin. Rev. Allergy Immunol. 34, 85–102, 

doi:10.1007/s12016-007-8013-6 (2008).
 22. Kolligs, F. T. Diagnostics and Epidemiology of Colorectal Cancer. Visc. Med. 32, 158–164, doi:10.1159/000446488 (2016).
 23. Amin, M. B. et al. (Eds) AJCC Cancer Staging Manual (Springer US, 2017).
 24. Song, J. E. & Kim, D. Y. Diagnosis of hepatitis B. Ann. Transl. Med. 4, 338–338, doi:10.21037/atm.2016.09.11 (2016).
 25. Cao, Q. et al. An anti-double-stranded DNA monoclonal antibody induced by tumor cell-derived DNA inhibits the growth of tumor 

in vitro and in vivo via triggering apoptosis. DNA Cell Biol. 27, 91–100, doi:10.1089/dna.2007.0633 (2008).
 26. D’Agostino, M. A., Haavardsholm, E. A. & van der Laken, C. J. Diagnosis and management of rheumatoid arthritis; What is the 

current role of established and new imaging techniques in clinical practice? Best Pract. Res. Clin. Rheumatol. 30, 586–607, 
doi:10.1016/j.berh.2016.10.011 (2016).

 27. Yukawa, N. et al. Correlation of antinuclear antibody and anti-double-stranded DNA antibody with clinical response to infliximab 
in patients with rheumatoid arthritis: a retrospective clinical study. Arthritis Res. Ther. 13, R213, doi:10.1186/ar3546 (2011).

 28. Buhl, A., Page, S., Heegaard, N. H. H., von Landenberg, P. & Luppa, P. B. Optical biosensor-based characterization of anti-double-
stranded DNA monoclonal antibodies as possible new standards for laboratory tests. Biosens. Bioelectron. 25, 198–203, doi:10.1016/j.
bios.2009.06.037 (2009).

 29. Al-Dujaili, E. A. S., Mullins, L. J., Bailey, M. A. & Kenyon, C. J. Development of a highly sensitive ELISA for aldosterone in mouse 
urine: validation in physiological and pathophysiological states of aldosterone excess and depletion. Steroids 74, 456–462, 
doi:10.1016/j.steroids.2008.12.012 (2009).

 30. Rothemund, P. W. K. Folding DNA to create nanoscale shapes and patterns. Nature 440, 297–302, doi:10.1038/nature04586 (2006).
 31. Douglas, S. M., Chou, J. J. & Shih, W. M. DNA-nanotube-induced alignment of membrane proteins for NMR structure 

determination. Proc. Natl. Acad. Sci. USA. 104, 6644–6648, doi:10.1073/pnas.0700930104 (2007).
 32. Kopielski, A., Schneider, A., Csáki, A. & Fritzsche, W. Isothermal DNA origami folding: avoiding denaturing conditions for one-pot, 

hybrid-component annealing. Nanoscale 7, 2102–2106, doi:10.1039/c4nr04176c (2015).
 33. Zar, J. H. Biostatistical analysis (Prentice-Hall/Pearson, 2010).
 34. Lunn, J. A. et al. Twenty two cases of canine neural angiostronglyosis in eastern Australia (2002–2005) and a review of the literature. 

Parasit. Vectors 5, 70, doi:10.1186/1756-3305-5-70 (2012).
 35. Chaffer, M. et al. Receiver operating characteristic-based assessment of a serological test used to detect Johne’s disease in Israeli dairy 

herds. Can. Vet. J. 72, 18–26 (2008).
 36. Cumming, G., Fidler, F. & Vaux, D. L. Error bars in experimental biology. J. Cell Biol. 177, 7–11, doi:10.1083/jcb.200611141 (2007).
 37. Panza, F. et al. A novel DNA/histone H4 peptide complex detects autoantibodies in systemic lupus erythematosus sera. Arthritis Res. 

Ther. 18, 220, doi:10.1186/s13075-016-1117-8 (2016).
 38. Ramakrishnan, S., Subramaniam, S., Stewart, A. F., Grundmeier, G. & Keller, A. Regular Nanoscale Protein Patterns via Directed 

Adsorption through Self-Assembled DNA Origami Masks. ACS Appl. Mater. Interfaces 8, 31239–31247 (2016).
 39. Godonoga, M. et al. A DNA aptamer recognising a malaria protein biomarker can function as part of a DNA origami assembly. Sci. 

Rep. 6, 21266, doi:10.1038/srep21266 (2016).
 40. Baouendi, M. et al. Solution structure of a truncated anti-MUC1 DNA aptamer determined by mesoscale modeling and NMR. FEBS 

J. 279, 479–490, doi:10.1111/j.1742-4658.2011.08440.x (2012).
 41. Ruigrok, V. J. B. et al. Characterization of Aptamer-Protein Complexes by X-ray Crystallography and Alternative Approaches. Int. J. 

Mol. Sci. 13, 10537–10552, doi:10.3390/ijms130810537 (2012).
 42. Chung, C. P., Rohan, P., Krishnaswami, S. & McPheeters, M. L. A systematic review of validated methods for identifying patients 

with rheumatoid arthritis using administrative or claims data. Vaccine 31, K41–61, doi:10.1016/j.vaccine.2013.03.075 (2013).
 43. Fernando, M. M. A. & Isenberg, D. A. How to monitor SLE in routine clinical practice. Ann. Rheumat. Dis. 64, 524–527, doi:10.1136/

ard.2003.015248 (2005).
 44. Magro, C. M. & Crowson, A. N. The immunofluorescent profile of dermatomyositis: a comparative study with lupus erythematosus. 

J. Cutan. Pathol. 24, 543–552, doi:10.1111/cup.1997.24.issue-9 (1997).

http://dx.doi.org/10.1016/0952-7915(90)90019-D
http://dx.doi.org/10.1016/0952-7915(90)90019-D
http://dx.doi.org/10.1089/hum.2008.045
http://dx.doi.org/10.1080/07391102.2015.1128979
http://dx.doi.org/10.1016/j.berh.2013.07.008
http://dx.doi.org/10.4103/0378-6323.102355
http://dx.doi.org/10.1038/srep35827
http://dx.doi.org/10.1021/jp502069a
http://dx.doi.org/10.1074/jbc.M100260200
http://dx.doi.org/10.4161/adna.2.2.16339
http://dx.doi.org/10.1016/j.cca.2014.10.017
http://dx.doi.org/10.1186/1472-6750-7-76
http://dx.doi.org/10.1002/1529-0131
http://dx.doi.org/10.1002/(ISSN)1529-0131
http://dx.doi.org/10.3109/s10165-009-0155-3
http://dx.doi.org/10.1016/j.cgh.2015.06.001
http://dx.doi.org/10.1111/jth.2006.4.issue-2
http://dx.doi.org/10.1007/s12016-007-8013-6
http://dx.doi.org/10.1159/000446488
http://dx.doi.org/10.21037/atm.2016.09.11
http://dx.doi.org/10.1089/dna.2007.0633
http://dx.doi.org/10.1016/j.berh.2016.10.011
http://dx.doi.org/10.1186/ar3546
http://dx.doi.org/10.1016/j.bios.2009.06.037
http://dx.doi.org/10.1016/j.bios.2009.06.037
http://dx.doi.org/10.1016/j.steroids.2008.12.012
http://dx.doi.org/10.1038/nature04586
http://dx.doi.org/10.1073/pnas.0700930104
http://dx.doi.org/10.1039/c4nr04176c
http://dx.doi.org/10.1186/1756-3305-5-70
http://dx.doi.org/10.1083/jcb.200611141
http://dx.doi.org/10.1186/s13075-016-1117-8
http://dx.doi.org/10.1038/srep21266
http://dx.doi.org/10.1111/j.1742-4658.2011.08440.x
http://dx.doi.org/10.3390/ijms130810537
http://dx.doi.org/10.1016/j.vaccine.2013.03.075
http://dx.doi.org/10.1136/ard.2003.015248
http://dx.doi.org/10.1136/ard.2003.015248
http://dx.doi.org/10.1111/cup.1997.24.issue-9


www.nature.com/scientificreports/

9Scientific RepoRts | 7: 1925  | DOI:10.1038/s41598-017-02214-0

 45. Kosuri, S. & Church, G. M. Large-scale de novo DNA synthesis: technologies and applications. Nat. Methods 11, 499–507, 
doi:10.1038/nmeth.2918 (2014).

 46. Rothemund, P. W. K. Folding DNA to create nanoscale shapes and patterns. Nature 440, 297–302, doi:10.1038/nature04586 (2006).
 47. Douglasm, S. M., Chou, J. J. & Shih, W. M. DNA-nanotube-induced alignment of membrane proteins for NMR structure 

determination. Proc. Natl. Acad. Sci. USA 104, 6644–6648, doi:10.1073/pnas.0700930104 (2007).

Acknowledgements
Prof. Dr. S. Maudrup and Dr. A. Raunch, University of Southern Denmark, Odense, Denmark, are acknowledged 
for their assistance in running immunofluorescence assays. ID, AC and KA acknowledge Villum Foundation 
Young Investigator Programme, grant nr. 73516.

Author Contributions
I.D., A.O. and K.A. designed and conducted experiments; C.T.N. and N.H.H.H. collected and provided the 
patient samples; I.D. and K.A. authors analysed the data; all authors contributed to writing the manuscript. I.D. 
and K.A. prepared Figures 1–5. All authors reviewed the manuscript.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-02214-0
Competing Interests: The authors declare that they have no competing interests.
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 Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted 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 license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/nmeth.2918
http://dx.doi.org/10.1038/nature04586
http://dx.doi.org/10.1073/pnas.0700930104
http://dx.doi.org/10.1038/s41598-017-02214-0
http://creativecommons.org/licenses/by/4.0/

	Complexes of DNA with fluorescent dyes are effective reagents for detection of autoimmune antibodies
	Results
	Patient samples used in this work: selection and characterization. 
	DNA 50mer antigens: interaction with fluorophores and autoimmune antibodies. 
	DNA origami as antigens for immunofluorescence assay. 

	Discussion
	Methods
	General. 
	50mer DNA Antigens and 21mer ELISA control. 
	General protocol for immunofluorescence assay. 

	Acknowledgements
	Figure 1 (a) Molecular model for the interaction between dsDNA and monoclonal autoimmune antibody ED-109–11 (b) Two types of the synthetic antigens used in this work: short synthetic DNA and 3D DNA origami.
	Figure 2 (a) Chemical structures of fluorescent dyes used in this work (b) Main principle of the direct immunofluorescence assay developed herein.
	Figure 3 Immunofluorescence assay results using DNA origami and Eva Green and SLE sera.
	Figure 4 Box-and-whisker plot with outliers for the results of ELISA and immunofluorescence assays performed for SSI samples: SLE (n = 28), HC (n = 20) and RA (n = 20).
	Figure 5 Comparison of SEQ1-ELISA and immunofluorescence assays: (a) limit of target detection determination.
	Table 1 Synthetic dsDNA used in this study*.




