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Abstract 

Background Severe fever with thrombocytopenia syndrome (SFTS) is an infectious disease caused by the Dabie 
bandavirus, [or SFTS virus (SFTSV)] that has become increasingly widespread since it was first reported in 2009. The 
SFTSV comprises three essential single‑stranded RNA gene segments, with the S segment encoding the nucleocapsid 
(N) protein. Since the N protein is the most abundant and stable viral protein, it is a useful diagnostic marker of infec‑
tion. Various SFTSV N‑protein‑based detection methods have been developed. However, given the limited research 
on antibodies of an SFTSV N‑protein, here we report the characterization of the antibodies against SFTSV N protein 
especially their mapping results which is essential for more efficient and optimized detection of SFTSV.

Methods To generate SFTSV‑N‑protein‑specific monoclonal antibodies, recombinant full‑length SFTSV N protein 
was expressed in E. coli, and the purified N protein was immunized to mice. The binding epitope positions of the anti‑
bodies generated were identified through binding‑domain mapping. An antibody pair test using a lateral flow immu‑
noassay (LFIA) was performed to identify effective diagnostic combinations of paired antibodies.

Results Nine monoclonal antibodies specific for the SFTSV N protein were generated. Antibodies #3(B4E2) 
and #5(B4D9) were specific for sequential epitopes, while the remainder were specific for conformational epitopes. 
Antibody #4(C2G1) showed the highest affinity for the SFTSV N protein. The binding domain mapping results indi‑
cated the binding regions of the antibodies were divided into three groups. The antibody pair test demonstrated 
that #3(B4E2)/#4(C2G1) and #4(C2G1)/#5(B4D9) were effective antibody pairs for SFTSV diagnosis.

Conclusions Effective virus detection requires at least two strong antibodies recognizing separate epitope bind‑
ing sites of the virus antigen. Here, we generated SFTSV‑N‑protein‑specific monoclonal antibodies and subsequently 
performed epitope mapping and an antibody pair test to enhance the diagnostic efficiency and accuracy of SFTSV. 
Confirmation of epitope mappings and their combination immune response to the N protein provide valuable infor‑
mation for effective detection of SFTSV as well as can respond actively to detect a variant SFTSV.
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Background
Severe fever with thrombocytopenia syndrome (SFTS) 
is an infectious tick-borne disease caused by the SFTS 
Virus (SFTSV), which emerged in China in 2009 [1]. 
Cases present with various clinical signs and symp-
toms, including fever, thrombocytopenia, leukocytope-
nia, and gastrointestinal symptoms [2, 3]. Since the first 
cases report, SFTS has been reported in most East Asian 
countries, including Korea and Japan [4, 5], with increas-
ing frequency [6–8]. In Korea, SFTS was classified as a 
national legal infectious disease in 2020, and has since 
been closely monitored [9]. As such, the rapid and effi-
cient diagnosis of SFTSV has become a national concern 
along with the development of vaccines and therapeutics.

Initially, SFTSV was classified within the genus Phle-
bovirus of the family Phenuiviridae, but it was later 
reclassified into the genus Bandavirus and renamed the 
Dabie bandavirus based on the 2020 ICTV (Interna-
tional Committee on Taxonomy of Viruses) taxonomy 
release [10, 11]. Regardless, the name SFTSV, derived 
from the symptoms, is still commonly used among sci-
entists. Similar to viruses in the Phenuiviridae family, 
the SFTSV is a negative-strand RNA virus that possesses 
three single-stranded RNA segments: large (L), medium 
(M), and small (S) [12, 13]. The L segment encodes an 
RNA-dependent RNA polymerase (RdRp); the M seg-
ment encodes a glycoprotein (Gn,Gc); and the S segment 
encodes two proteins, a nucleocapsid protein (N) and a 
non-structural protein (NS).

The N protein is important for virus replication and 
transcription because it protects the viral RNA through 
encapsidation [14–17]. The N protein binds with the viral 
RNA and forms ring-like oligomers that facilitate pack-
ing and stabilization of the viral RNA. Furthermore, the 
N protein plays a critical role in virion assembly by form-
ing a ribonucleoprotein (RNP) with the L protein (RNA 
polymerase) [14]. The N protein is the most abundant 
and highly conserved protein in most viruses [18–20]. 
Therefore, this protein is often targeted in viral detection 
assays [21–23]. Various N-protein-based SFTSV detec-
tion methods have been developed [24–26]; however, the 
known methods provide limited information about their 
antibodies and binding epitopes.

In this study, we postulated that immune response to 
the SFTSV N protein is limited due to the small size of 
the SFTSV-N-protein oligomer in native conditions. 
Therefore, we produced SFTSV-N-protein-specific 
antibodies to assess the immune response to SFTSV N 
protein, the antibody binding affinity, and the epitopes 
involved. We conducted an antibody pair test using the 
generated antibodies to find the best pairs for SFTSV 
detection. The results provided important information 
for future development of more effective methods to 

diagnose SFTS caused by SFTSV, such as a commercial 
rapid antigen detection test kit.

Materials and methods
Expression and purification of recombinant full‑length 
and truncated SFTSV N protein
The recombinant SFTSV N protein was cloned into a 
pET21(a) vector with N-terminal His-tag and expressed 
in the Rosetta™ 2 (DE3; BL21 derivative) cell line. The 
transformed cells were induced with IPTG (Isopropyl-
ß-D-thio-galactopyranoside) and lysed by sonication 
in binding buffer (100  mM Tris–HCl, 200  mM NaCl, 
10 mM Imidazole, pH 8.0). The total soluble protein was 
purified using Ni–NTA agarose (Qiagen, Valencia, CA) 
according to the manufacturer’s recommendations.

Truncated SFTSV N proteins were designed to remove 
the predicted α–helix from the N-terminus (Addi-
tional file 1: Fig. S1) [27–29]. Five N proteins truncated 
at the N-terminus, dN1(13–256 AA), dN2(33–245 AA), 
dN3(47–245 AA), dN4(65–245 AA), and dN5(75–245 
AA), were cloned into pET21(a) with an N- or C- ter-
minal His-tag for purification and expressed in BL21 or 
Rosetta cells. The purification procedure was performed 
as described above. The truncated dN1, dN4, and dN5 
proteins were highly soluble, but dN2 and dN3 required 
solubilization in 0.8 M urea.

SDS‑PAGE and native‑PAGE
Purified protein samples were separated on 12% poly-
acrylamide gels and stained using Coomassie brilliant 
blue R-250 (Sigma-Aldrich, USA). For the native-PAGE, 
4–15% polyacrylamide gels and running buffer without 
SDS were used, and gel runs were performed in ice water.

Western blot analyses
Protein samples were separated by SDS-PAGE and trans-
ferred to PVDF (polyvinylidene difluoride) membranes 
(Invitrogen, USA) for western blotting. An anti-His-tag 
antibody (Santa Cruz, USA) and the SFTSV-N- protein-
specific monoclonal antibodies were used to confirm the 
immune response to the injected recombinant SFTSV N 
protein antigen. These primary antibodies were used at 
5,000-fold dilution with 3% (w/v) skim milk in PBS. The 
horseradish-peroxidase (HRP)-conjugated anti-mouse 
IgG secondary antibody was diluted 10,000-fold with 3% 
skim milk in PBS. The signals were detected using ECL 
(Enhanced Chemiluminescence) (GE Healthcare, USA).

Monoclonal antibody production
After mixing the full-length SFTSV N protein (1 mg/mL) 
with an equal volume of incomplete adjuvant (Sigma, 
USA), 150 µL of the mixture was injected into each 
footpad of BALB/c mouse three times at three-week 
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intervals. After immunization, the lymph nodes were 
collected to obtain B cells that then were fused with 
Sp2/O myeloma cells to produce hybridoma cells [30]. 
The hybridoma cells were incubated for two weeks in a 
96-well plate. Cell culture medium containing the anti-
bodies was transferred into a new 96-well plate coated 
with 1 µg/mL of SFTSV N protein to test their immune 
responses using an indirect ELISA method. The cells 
confirmed to produce SFTSV N protein-specific antibod-
ies were processed by serial dilution, transferred to a new 
96-well plate, and incubated for one week. The ELISA 
test was performed again to confirm antibody production 
by the hybridoma cells. The verified cells were then cul-
tured up to a 250 mL volume through sequential scale-up 
and were concentrated as appropriate. About 0.5 mL of 
the antibody-producing hybridoma cells (1 ×   106) were 
injected into a BALB/c mouse intraperitoneally, and 
monoclonal antibodies were harvested and purified from 
ascites fluid.

Dot blot analysis
Dot blot analysis were conducted to confirm that SFTSV 
monoclonal antibodies were specific for the native con-
formation and epitopes of SFTSV N protein. Expressed 
and purified full-length and truncated SFTSV N protein 
samples were loaded onto a nitrocellulose membrane. 
After blocking, each anti-SFTSV primary antibody was 
applied at a 5000-fold dilution with 3% (w/v) skim milk in 
PBS. The secondary antibody and detection process were 
the same as for the western blot procedure.

Indirect ELISA
Recombinant full-length SFTSV N protein (3  µg/mL) 
was added to 96-well ELISA plates overnight at 4 °C. The 
plates were washed with PBS-T (0.05%, v/v) and blocked 
with 3% (w/v) skim milk in PBS for 2 h. After washing out 
the blocking solution, each SFTSV monoclonal antibody 
in PBS was added according to a concentration gradient. 
Anti-His6 antibody and anti-2B8 antibody (Biojane Co., 
Ltd., South Korea) were used as the positive and negative 
controls, respectively, for experimental validation. After a 
1 h incubation, the plates were washed with PBS-T, HRP-
conjugated goat anti-mouse IgG diluted 1:10,000 in PBS 
was added, and the plates were incubated for 1 h. After 
washing, TMB (3,3′,5,5′-tetramethylbenzidine) substrate 
was added for reaction with HRP until it was stopped by 
addition of sulfuric acid. The optical density of the plate 
was read at 450  nm using a microplate reader (Ther-
mofisher, USA).

Antibody pair test for diagnosis
A paired-antibody test was performed using the lateral 
flow immunoassay (LFIA) method. Half-strip testing 

was carried out in advance using all antibody combina-
tions [31]. Half-strip testing was performed without a 
sample and conjugate pad. The test line was coated with 
each SFTSV antibody as a capture antibody (2 mg/mL), 
and the control line was coated with goat anti-mouse 
IgG (2 mg/mL). The assay was performed using 5 µL of 
each SFTSV antibody conjugated with gold as a detec-
tion antibody and mixed with 45 µL of SFTSV N pro-
tein (100  ng/mL) or 45 µL of 0.1  M PBS as a negative 
control (1% Tween-20, pH 7.4). Each strip was dipped in 
the mixed solution for absorption. After 12 min, the vis-
ibility of the red lines on the strips was compared among 
samples, and their immune responses were analyzed to 
select good pairs. Selected antibody pairs were made into 
complete test kits. The full strip had a sample pad and a 
conjugate pad that held the gold-conjugated SFTSV anti-
body. The test and control lines of the strip were the same 
as those of the half strip test. For each pair, three identi-
cal kits were prepared and 100 µL of 0.1 M PBS, 1 ng/mL 
of SFTSV N protein, and 0.1 ng/mL of SFTSV N protein 
were applied, respectively. After waiting for 12 min, the 
visibility of the lines on the kits was analyzed.

Sequence alignment and secondary structure depiction
The N protein sequences of three Bandavirus species 
were collected from GeneBank; SFTSV (Dabie ban-
davirus) (GenBank: KC505125.1), Guertu bandavirus 
(GenBank: QBQ64952.1), and Heartland bandavirus 
(GenBank: AFP33391.1). ESPript (espript.ibcp.fr) soft-
ware was used for sequence alignment and secondary 
structure depiction. Secondary structure information 
files for the SFTSV pentamer (4J4U) or hexamer (4J4R) 
were input from PDB for reference (Additional file 1: Fig. 
S1) [27–29].

Denaturation test
Since truncated dN2 and dN3 required solubilization in 
0.8  M urea solution, we assessed whether or not their 
native structures were maintained. Full-length and trun-
cated dN2 and dN3 SFTSV N proteins were subjected to 
four denaturation factors; urea (0.8 M, 2 M, 4 M, or 6 M), 
SDS, β-mercaptoethanol, or heat.

Results
Expression of the recombinant SFTSV N protein 
and production of monoclonal antibodies
The recombinant SFTSV N protein with the N-termi-
nal His-tag was expressed and purified. Expression and 
purification were confirmed by western blot analyses 
with an anti-His-tag antibody (Fig.  1A, B). The results 
showed that the purified recombinant SFTSV N protein 
was highly pure and of the correct size (28 kDa). In addi-
tion, native PAGE analysis of the purified non-denatured 
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N protein showed the protein to be present as oligomers 
[27] as expected (Fig. 1C).

Purified SFTSV N protein was injected into mice to 
generate target-protein-specific antibodies as discussed 
in the methods. Ten monoclonal antibodies recogniz-
ing the SFTSV N protein were obtained through the 
ELISA test (data not shown). Dot-blot analyses were car-
ried out to confirm that the antibodies generated were 
specific for the SFTSV N protein under non-denaturing 
native conditions (Fig. 2A). As expected from the initial 
ELISA screening results, all antibodies showed a positive 
immune signal, suggesting that all screened antibodies 
were specific for the native SFTSV N protein.

Western blot analyses were carried out to identify the 
characteristics of antibody generated (Fig.  2B). Anti-
body #7(C4C12) showed a western blot signal at a dif-
ferent size from that of the SFTSV N protein, indicating 
that antibody clone #7 was not specific for the SFTSV N 
protein. Of the remaining nine antibodies, only clones 
#3(B4E2) and #5(B4D9) produced bands at the size cor-
responding to the denatured protein on western blots. 
Therefore, we concluded that antibodies #3(B4E2) and 
#5(B4D9) are sequential antibodies that recognize the 
sequential epitopes of SFTSV N protein. The other 
seven were considered conformational antibodies that 

Fig. 1 Expression and purification of SFTSV N protein. A Western blot analyses of full‑length denatured SFTSV N protein. Anti‑his‑tag antibody 
was used as the primary antibody. Lane M—molecular size marker; Lane 1—His‑GFP as the positive control for His antibody; Lane 2—expressed 
SFTSV N protein. B SDS‑PAGE analysis of purified SFTSV N protein. Lane M = molecular size marker; Lane 1 = non‑bound (flow through); Lane 
2 = washed with binding buffer (100 mM Tris, 200 mM NaCl, 10 mM imidazole, pH8.0), Lanes 3–6: Purified SFTSV N protein eluted with 50 mM, 
100 mM, 150 mM, or 200 mM imidazole, respectively. C Comparison of native and denatured SFTSV N protein after separation by SDS‑PAGE 
or native‑PAGE. The native‑PAGE results indicate that the native SFTSV N protein was oligomerized

Fig. 2 Identification of specific epitopes on SFTSV N protein and type of antibody produced in response to SFTSV N protein immunization. A Dot 
blot analysis of full‑length native SFTSV N protein using each anti‑SFTSV‑N‑protein antibody produced in response to immunization of mice. All 
antibodies detected the native SFTSV N protein. B Western blot analysis of full‑length denatured SFTSV N protein using each anti‑SFTSV‑N‑protein 
antibody produced in response to immunization of mice. Clones #3(B4E2) and #5(B4D9) detected the denatured SFTSV N protein of correct size 
(28 kDa), and clone #7(C4C12) detected an unexpected protein. Data for other antibodies for which no bands appeared are not shown
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recognized conformational epitopes of the target pro-
tein. The results are summarized in Table1.

Indirect ELISA
An indirect ELISA was performed to compare the bind-
ing of the nine SFTSV antibodies to that of the SFTSV 
N protein. Seven five-fold serial dilutions of 5  µg/mL 
stock solutions of each antibody were performed, and 
the resulting dilutions were incubated in ELISA plate 
wells coated with 300 ng of recombinant SFTSV N pro-
tein. In addition to the SFTSV antibodies, an anti-His6 
antibody that recognizes His6-tagged recombinant 
antigens was employed as a positive control (0.1  µg/
mL). Most antibodies showed signals at detection 

ranges from 0.2 to 1 µg/mL (2.3 to 3 as log value) and 
signals were saturated at higher concentrations. Nota-
bly, antibody #4(C2G1) exhibited the lowest  EC50 value 
[32, 33], indicating that it had greater affinity for the 
SFTSV N protein antigen than the other antibodies 
(Fig.  3A). However, antibody #1(3H6) showed no per-
ceivable signal at a 5  µg/mL concentration (3.7 as log 
value), suggesting a lower affinity for the antigen. To 
confirm these findings, the ELISA was repeated using 
two-fold serial dilutions of 200  µg/mL stock solutions 
of antibody. The results indicate that antibody #1(3H6) 
requires a much higher concentration to bind the anti-
gen and, therefore, had a relatively lower affinity for the 
antigen (Fig. 3B).

Table 1 Summary of anti‑SFTSV‑N‑protein antibodies produced in response to administration of SFTSV N protein to mice

SFTSV Ab clones Active against SFTSV N protein antigen Antibody type

Clone # Clone name Dot blot native proteins Western blot denatured 
proteins

Sequential/conformational

1 3H6 Positive Negative Conformational

2 1A6 Positive Negative Conformational

3 B4E2 Positive Positive Sequential

4 C2G1 Positive Negative Conformational

5 B4D9 Positive Positive Sequential

6 A2H12 Positive Negative Conformational

7 C4C12 Positive Negative Non‑specific for SFTSV

8 B1G12 Positive Negative Conformational

9 4G1 Positive Negative Conformational

10 B2H12 Positive Negative Conformational

Fig. 3 Indirect ELISA of produced SFTSV monoclonal antibodies. Anti‑SFTSV‑N antibodies isolated from immunized mice were used as primary 
antibodies in indirect ELISA. Purified full‑length SFTSV N protein was used as the antigen. A Indirect ELISA using nine SFTSV monoclonal antibodies. 
Five‑fold serial dilutions of 5 µg/mL stock solutions of each antibody were used in the assay. Anti‑His6 antibody (▲) and 2B8 antibody (▼) were 
used as the positive and negative controls, respectively. Anti‑His6 antibody applied single concentration (0.1 µg/ml) was indicated together 
with 5 µg/ml (3.7 as log value) in the figure. B Indirect ELISA of SFTSV antibody clone #1(3H6). Two‑fold dilutions of a 200 µg/mL stock solution 
of 3H6 were used in the assay
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Production of truncated SFTSV N protein
To map the epitopes of SFTSV N protein, we produced 
serial truncated proteins. The secondary structure of the 
protein was predicted using ESpript (espript.ibcp.fr) soft-
ware (Additional file 1: Fig. S1). Based on the predicted 
secondary structures, cleavage sites within the SFTSV 
N protein were determined such that the α-helix at the 
N-terminus could be sequentially removed, and the 
resulting truncated products were named dN# (Fig. 4A). 
Five truncated SFTSV N proteins named dN1(13–245), 
dN2(33–245), dN3(47–245), dN4(65–245, and dN5(75–
245) were co-expressed in E. coli with His-tag for purifi-
cation. The SDS-PAGE and western blot results indicated 
that all truncated SFTSV N proteins were well expressed, 
of the correct sizes, and highly purified (Fig. 4B).

Epitope mapping of SFTSV N protein antibodies
Epitope mapping was performed to find the binding 
epitope positions for the nine SFTSV monoclonal anti-
bodies. None of the antibodies, except #10(B2H12), 
bound to dN2(33–245) through dN5(75–245) truncated 
SFTSV N proteins (Fig.  5A), suggesting that these eight 
antibodies bind to the epitopes of the α-helix 1 or 2 sec-
tion located in the SFTSV N-arm region [17, 27, 34]. Spe-
cifically, antibodies #2(1A6) and #3(B4E2) were shown 
to bind the first α-helix of the N-arm, while antibodies 
#1(3H6), #4(C2G1), #5(B4D9), #6(A2H12), #8(B1G12), 
and #9(4G1) bound the second helix of the N arm 
(α-helix 2). Only antibody #10(B2H12) showed binding 
to the α-helix 5 section, which is not within the N arm 
region. The nine SFTSV-N-protein-specific antibodies 
were categorized into three groups according to epitopes 
bound: Group 1 (#2,3), Group 2 (#1,4,5,6,8,9), and Group 
3 (#10) (Fig. 5B). Truncated dN2 and dN3 proteins were 
not sufficiently soluble in the typical extraction buffer; for 

our study, we solubilized these two proteins in 0.8 M urea 
for purification. Denaturation tests showed the epitope 
conformations of dN2 and dN3 to be maintained when 
solubilized in urea (Additional file 1: Fig. S2).

Antibody pair test
To select the best combination of antibodies for detec-
tion of SFTSV N protein, a lateral flow immunoassay 
(LFIA) was carried out. A half-strip test was conducted 
first to verify the functionality of the experimental system 
(Additional file  1: Fig. S3). Among all possible antibody 
combinations, seven pairs with relatively clear bands on 
the SFTSV N protein test line were selected as candidates 
and processed into complete rapid test kits (Fig. 6).

Two concentrations (1  ng/mL and 0.1  ng/mL) were 
tested to determine the appropriate antigen concentra-
tion. The 1  ng/mL concentration resulted in a faint but 
visible band on the test line, while the 0.1 ng/ml concen-
tration showed no visible results. Among the antibody 
pairs tested, the #3(B4E2)-#4(C2G1) and #4(C2G1)-
#5(B4E2) pairs produced relatively noticeable lines (red 
box), suggesting that antibody pairs containing #4(C2G1) 
had the greatest affinity for the SFTSV N protein (Fig. 3A) 
and were considered optimal for effective detection of 
the SFTSV N protein. Furthermore, antibodies #3(B4E2) 
and #5(B4D9), which were the only sequential antibodies 
among those tested, were also confirmed to be appropri-
ate partners for development of SFTSV diagnostic tools.

Discussion
In this study, recombinant SFTSV N protein was 
expressed in E. coli. Mice were immunized with this 
protein to produce monoclonal antibodies specific for 
the SFTSV N protein. Two sequential antibodies and 
seven conformational antibodies were generated. These 

Fig. 4 Expression and purification of truncated SFTSV N protein. A Scheme of SFTSV N truncation. B SDS‑PAGE (top) and western blot (bottom) 
analyses of SFTSV truncates. Anti‑his‑tag antibody was used as primary antibody in western blot. Lane M—molecular weight marker; Lane 1—
full‑length SFTSV N protein (1–245); Lanes 2–6—Truncated SFTSV N proteins, dN1 (13–245), dN2 (33–245), dN3 (47–245), dN4 (65–245), and dN5 
(75–245), respectively; dN2 and dN3 were lysed and purified in 0.8 M urea
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antibodies showed immune responses to the native 
SFTSV N protein in dot-blot analyses, and their bind-
ing affinities were confirmed through indirect ELISA. 
In addition, the binding positions of the generated anti-
bodies within the SFTSV N protein were identified. 
The binding-domain mapping with truncated SFTSV N 

proteins indicated that the epitopes bound by eight of the 
nine tested antibodies were localized to narrow α-helix 
1 and 2 regions corresponding to the SFTSV N-arm [17, 
27, 34]. The N-arm of the SFTSV N protein stretches 
between adjacent molecules within N protein oligomers. 
Our study confirmed that the N-arm of antigen, which 

Fig. 5 Epitope mapping of SFTSV N protein antibodies. A Dot‑blot analyses of full‑length and truncated SFTSV N proteins. B The locations 
of the epitopes on the SFTSV N protein to which antibodies bound

Fig. 6 Pair test for SFTSV diagnosis. Diagnostic kits containing the antibody combinations that showed a relatively obvious line in the half test were 
prepared. Tests were conducted using varying concentrations of full‑length SFTSV N protein as the antigen
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is relatively exposed on the surface, triggered immune 
responses in host cells. On the other hand, α-helix 5 is 
located adjacent to the neighboring N protein molecules 
in a ring-shaped, making this helix is less exposed than 
α-helix 1 and 2 [27–29]. However, through the binding of 
antibody #10(B2H12), it is confirmed that the epitope is 
at least exposed.

The nine antibodies were classified into three groups 
according to binding positions. Unexpectedly, the bind-
ing sites of six antibodies in Group 2 were localized to a 
narrow area comprising only the 20 amino acids between 
positions 13 through 33. Since it is thought that most 
epitopes that generate immune responses are about 
15–30 amino acids in length [35], more detailed epitope 
mapping is required to determine whether the epitopes 
bound by these six antibodies overlap; however, detailed 
mapping was beyond the scope of the current study. 
For our study, we hypothesized that two antibodies that 
bind different epitopes would be required to develop 
an effective SFTSV-antigen-detection tool for diagnos-
tic use. Therefore, we conducted pairwise testing of the 
nine antibodies using the full-length SFTSV N protein 
as the target to find the optimal capture-detection anti-
body combination/s for SFTSV detection. The unex-
pected result was that positive detection signals were 
(also) evident for antibody pairs recognizing the same 
binding epitope position. This finding may be explained 
by the oligomerization of SFTSV N proteins. The SFTSV 
N protein is a homo-oligomeric protein (a pentamer or 
hexamer) that forms a ring-like structure. Therefore, five 
or six identical epitopes may be present on the oligomer 
complex molecule [36–38], and captured oligomer com-
plexes of SFTSV N protein by surface-immobilized anti-
body may leave exposed the remaining epitopes on the 
other subunits of SFTSV N proteins. Oligomerization of 
the SFTSV N proteins used in this study was confirmed 
in the native-PAGE assay (Fig. 1C).

Consequently, the results indicated that the best can-
didates for the capture-detection pair are antibodies 
#3, #4, and #5, and that the #3(B4E2)-#4(C2G1) and 
#4(C2G1)-#5(B4D9) combinations were suitable for use 
in diagnostic tools. Among the three candidates, anti-
bodies #3(B4E2) and #5(B4D9) were sequential, sug-
gesting that sequential antibodies may be advantageous 
for a diagnosis system because they detect both native 
and denatured antigens. Among the two best antibody 
pairs identified, those of the #3(B4E2)-#4(C2G1) pair 
recognize different epitopes, while the antibodies of the 
#4(C2G1)-#5(B4D9) pair recognize the same epitope; 
however, we do not know whether these two antibod-
ies recognize the exact same epitope. If the exact same 
epitope is bound by the two antibodies, the results of 
the pair test can be explained by binding to different N 

subunits. Considered together, the results indicate that 
the best pair of antibodies for development of SFTSV 
diagnostic tools is likely the [#3(B4E2)-#4(C2G1)] pair.

Conclusions
Given the steady increase in SFTSV infections, devel-
opment of a rapid and efficient diagnostic tools is of 
national and global interest. An approach to under-
standing the SFTSV N protein and its specific antibod-
ies is crucial for optimized diagnosis. We produced 
SFTSV-N-protein-specific monoclonal antibodies 
and characterized their biochemical and immuno-
logical functions with respect to the SFTSV N protein. 
Based on the epitope mapping results, we confirmed 
that most of the anti-SFTSV antibodies generated in 
immunized mice recognized highly exposed regions 
of the N protein. In addition, we were able to iden-
tify the #3(B4E2)-#4(C2G1) antibody pair as the best 
for SFTSV detection. The results from this study will 
serve as crucial insights into detection mutations in the 
SFTSV N protein and furthermore, these insights will 
be instrumental for the development of effective com-
mercial diagnostic tools for SFTSV.

Abbreviations
SFTS  Severe fever with thrombocytopenia syndrome
SFTSV  SFTS virus
N  Nucleocapsid protein
dN  Deleted N protein
ELISA  Enzyme‑linked immunosorbent assay
LFIA  Lateral flow immunoassay

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12985‑ 023‑ 02173‑1.

Additional file 1. Sequence and epitope characteristic analysis of the 
SFTSV N protein, and pair test of generated antibodies.

Acknowledgements
We thank to the Gyeonggi‑do Regional Research Center for supporting our 
research, and the members of the Biochemistry lab for helping with this study.

Author contributions
SHB: conceptualization; KHL and MJC: performed experiments; MJC and DOC: 
antibody production; KHL and MHC: data analysis; KHL and SHB: writing. All 
authors read and approved the final manuscript.

Funding
This study was supported by a grant from Gyeonggi‑do Regional Research 
Center (GRRC) (No. 20221973). The funder had no involvement in the design 
of this study; the collection, analysis, and interpretation of data; or the writing 
and publication of the manuscript.

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article and its supplementary information files. The sequence data of the 

https://doi.org/10.1186/s12985-023-02173-1
https://doi.org/10.1186/s12985-023-02173-1


Page 9 of 10Lee et al. Virology Journal          (2023) 20:206  

SFTSV N protein can be accessed through GenBank with ID KC505125.1, the 
link is https:// www. ncbi. nlm. nih. gov/ nucco re/ KC505 125.1

Declarations

Ethics approval and consent to participate
This study was approved by the Institutional Animal Care and Use Commit‑
tee at the Ministry of Food and Drug Safety (approval No. BDIACUC‑2022‑03). 
Consent to participate was not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Graduate School of Biotechnology, Kyung Hee University, Yongin 17104, 
Korea. 2 Department of Genetics and Biotechnology, Kyung Hee University, 
Yongin 17104, Korea. 3 Bore Da Biotech, Seongnam‑si, Gyeonggi‑do 13209, 
Korea. 4 Graduate School of Green‑Bio Science, Kyung Hee University, 
Yongin 17104, Korea. 

Received: 16 January 2023   Accepted: 30 August 2023

References
 1. Xu B, Liu L, Huang X, Ma H, Zhang Y, Du Y, Wang P, Tang X, Wang H, Kang 

K. Metagenomic analysis of fever, thrombocytopenia and leukopenia syn‑
drome (FTLS) in Henan Province, China: discovery of a new bunyavirus. 
PLoS Pathog. 2011;7(11):e1002369. https:// doi. org/ 10. 1371/ journ al. ppat. 
10023 69.

 2. Zhang X, Liu Y, Zhao L, Li B, Yu H, Wen H, Yu X‑J. An emerging hemor‑
rhagic fever in China caused by a novel bunyavirus SFTSV. Sci China Life 
Sci. 2013;56(8):697–700. https:// doi. org/ 10. 1007/ s11427‑ 013‑ 4518‑9.

 3. Liu W, Lu Q‑B, Cui N, Li H, Wang L‑Y, Liu K, Yang Z‑D, Wang B‑J, Wang H‑Y, 
Zhang Y‑Y. Case‑fatality ratio and effectiveness of ribavirin therapy among 
hospitalized patients in china who had severe fever with thrombocytope‑
nia syndrome. Clin Infect Dis. 2013;57(9):1292–9. https:// doi. org/ 10. 1093/ 
cid/ cit530.

 4. Kim K‑H, Yi J, Kim G, Choi SJ, Jun KI, Kim N‑H, Choe PG, Kim N‑J, Lee J‑K, 
Oh M‑D. Severe fever with thrombocytopenia syndrome, South Korea, 
2012. Emerg Infect Dis. 2013;19(11):1892. https:// doi. org/ 10. 3201/ eid19 
11. 130792.

 5. Takahashi T, Maeda K, Suzuki T, Ishido A, Shigeoka T, Tominaga T, Kamei T, 
Honda M, Ninomiya D, Sakai T. The first identification and retrospective 
study of severe fever with thrombocytopenia syndrome in Japan. J Infect 
Dis. 2014;209(6):816–27. https:// doi. org/ 10. 1093/ infdis/ jit603.

 6. Choi SJ, Park S‑W, Bae I‑G, Kim S‑H, Ryu SY, Kim HA, Jang H‑C, Hur J, Jun 
J‑B, Jung Y. Severe fever with thrombocytopenia syndrome in South 
Korea, 2013–2015. PLoS Neglect Trop Dis. 2016;10(12):e0005264. https:// 
doi. org/ 10. 1371/ journ al. pntd. 00052 64.

 7. Zhan J, Wang Q, Cheng J, Hu B, Li J, Zhan F, Song Y, Guo D. Current status 
of severe fever with thrombocytopenia syndrome in China. Virologica 
Sinica. 2017;32(1):51–62. https:// doi. org/ 10. 1007/ s12250‑ 016‑ 3931‑1.

 8. Severe fever with thrombocytopenia syndrome (SFTS) in Japan, as of 
June 2019. https:// www. niid. go. jp/ niid/ en/ iasr‑ vol40‑e/ 865‑ iasr/ 9021‑ 
473te. html. Accessed 14 Oct 2022.

 9. Infectious Disease Hompage. [https:// www. kdca. go. kr/ npt/ biz/ npp/ 
portal/ nppLw crIcd Main. do. Accessed 14 Oct 2022.

 10. Kuhn JH, Adkins S, Alioto D, Alkhovsky SV, Amarasinghe GK, Anthony 
SJ, Avšič‑Županc T, Ayllón MA, Bahl J, Balkema‑Buschmann A. 2020 
taxonomic update for phylum Negarnaviricota (Riboviria: Orthornavirae), 
including the large orders Bunyavirales and Mononegavirales. Adv Virol. 
2020;165(12):3023–72. https:// doi. org/ 10. 1007/ s00705‑ 020‑ 04731‑2.

 11. Taxonomy history. https:// talk. ictvo nline. org/ taxon omy/p/ taxon omy‑ 
histo ry? taxno de_ id= 20200 0166. Accessed 31 Mar 2022.

 12. Elliott RM. Molecular biology of the Bunyaviridae. J Gen Virol. 
1990;71(3):501–22. https:// doi. org/ 10. 1099/ 0022‑ 1317‑ 71‑3‑ 501.

 13. Matsuno K, Weisend C, Travassos da Rosa AP, Anzick SL, Dahlstrom E, 
Porcella SF, Dorward DW, Yu X‑J, Tesh RB, Ebihara H. Characterization of 
the Bhanja serogroup viruses (Bunyaviridae): a novel species of the genus 
Phlebovirus and its relationship with other emerging tick‑borne phlebo‑
viruses. J Virol. 2013;87(7):3719–28. https:// doi. org/ 10. 1128/ JVI. 02845‑ 12.

 14. Sun Y, Li J, Gao GF, Tien P, Liu W. Bunyavirales ribonucleoproteins: 
the viral replication and transcription machinery. Crit Rev Microbiol. 
2018;44(5):522–40. https:// doi. org/ 10. 1080/ 10408 41X. 2018. 14469 01.

 15. Pinschewer DD, Perez M, de la Torre JC. Role of the virus nucleoprotein in 
the regulation of lymphocytic choriomeningitis virus transcription and 
RNA replication. J Virol. 2003;77(6):3882–7. https:// doi. org/ 10. 1128/ JVI. 
77.6. 3882‑ 3887. 2003.

 16. Walter CT, Bento DFC, Alonso AG, Barr JN. Amino acid changes within the 
Bunyamwera virus nucleocapsid protein differentially affect the mRNA 
transcription and RNA replication activities of assembled ribonucleopro‑
tein templates. J Gen Virol. 2011;92(1):80–4. https:// doi. org/ 10. 1099/ vir.0. 
024240‑0.

 17. Zhou H, Sun Y, Wang Y, Liu M, Liu C, Wang W, Liu X, Li L, Deng F, 
Wang H. The nucleoprotein of severe fever with thrombocytopenia 
syndrome virus processes a stable hexameric ring to facilitate RNA 
encapsidation. Protein Cell. 2013;4(6):445–55. https:// doi. org/ 10. 1007/ 
s13238‑ 013‑ 3901‑4.

 18. Laude H, Masters PS. The coronavirus nucleocapsid protein. In: Siddell SG, 
editor. The coronaviridae. Boston: Springer; 1995. p. 141–63. https:// doi. 
org/ 10. 1007/ 978‑1‑ 4899‑ 1531‑3_7.

 19. He Y, Zhou Y, Wu H, Kou Z, Liu S, Jiang S. Mapping of antigenic sites on 
the nucleocapsid protein of the severe acute respiratory syndrome coro‑
navirus. J Clin Microbiol. 2004;42(11):5309–14. https:// doi. org/ 10. 1128/ 
JCM. 42. 11. 5309‑ 5314. 2004.

 20. Yu F, Le MQ, Inoue S, Thai HTC, Hasebe F, Parquet MDC, Morita K. Evalu‑
ation of inapparent nosocomial severe acute respiratory syndrome 
coronavirus infection in Vietnam by use of highly specific recombinant 
truncated nucleocapsid protein‑based enzyme‑linked immunosorbent 
assay. Clin Vac Immunol. 2005;12(7):848–54. https:// doi. org/ 10. 1128/ CDLI. 
12.7. 848‑ 854. 2005.

 21. Li Y‑H, Li J, Liu X‑E, Wang L, Li T, Zhou Y‑H, Zhuang H. Detection of the 
nucleocapsid protein of severe acute respiratory syndrome coronavirus 
in serum: comparison with results of other viral markers. J Virol Methods. 
2005;130(1–2):45–50. https:// doi. org/ 10. 1016/j. jviro met. 2005. 06. 001.

 22. Diao B, Wen K, Zhang J, Chen J, Han C, Chen Y, Wang S, Deng G, Zhou 
H, Wu Y. Accuracy of a nucleocapsid protein antigen rapid test in the 
diagnosis of SARS‑CoV‑2 infection. Clin Microbiol Infect. 2021;27(2):289.
e281‑289.e284. https:// doi. org/ 10. 1016/j. cmi. 2020. 09. 057.

 23. Seuberlich T, Tratschin JD, Thur B, Hofmann MA. Nucleocapsid protein‑
based enzyme‑linked immunosorbent assay for detection and 
differentiation of antibodies against European and North American 
porcine reproductive and respiratory syndrome virus. Clin Vac Immunol. 
2002;9(6):1183–91. https:// doi. org/ 10. 1128/ cdli.9. 6. 1183‑ 1191. 2002.

 24. Yu F, Du Y, Huang X, Ma H, Xu B, Adungo F, Hayasaka D, Buerano CC, 
Morita K. Application of recombinant severe fever with thrombocy‑
topenia syndrome virus nucleocapsid protein for the detection of 
SFTSV‑specific human IgG and IgM antibodies by indirect ELISA. Virol J. 
2015;12(1):1–7. https:// doi. org/ 10. 1186/ s12985‑ 015‑ 0350‑0.

 25. Jiao Y, Zeng X, Guo X, Qi X, Zhang X, Shi Z, Zhou M, Bao C, Zhang W, Xu 
Y, Wang H. Preparation and evaluation of recombinant severe fever with 
thrombocytopenia syndrome virus nucleocapsid protein for detection of 
total antibodies in human and animal sera by double‑antigen sandwich 
enzyme‑linked immunosorbent assay. J Clin Microbiol. 2012;50(2):372–7. 
https:// doi. org/ 10. 1128/ JCM. 01319‑ 11.

 26. Lee H, Kim E‑J, Song J‑Y, Choi JS, Lee JY, Cho I‑S, Shin Y‑K. Development 
and evaluation of a competitive enzyme‑linked immunosorbent assay 
using a monoclonal antibody for diagnosis of severe fever with throm‑
bocytopenia syndrome virus in bovine sera. J Vet Sci. 2016;17(3):307–14. 
https:// doi. org/ 10. 4142/ jvs. 2016. 17.3. 307.

 27. Jiao L, Ouyang S, Liang M, Niu F, Shaw N, Wu W, Ding W, Jin C, Peng 
Y, Zhu Y. Structure of severe fever with thrombocytopenia syndrome 
virus nucleocapsid protein in complex with suramin reveals therapeu‑
tic potential. J Virol. 2013;87(12):6829–39. https:// doi. org/ 10. 1128/ JVI. 
00672‑ 13.

https://www.ncbi.nlm.nih.gov/nuccore/KC505125.1
https://doi.org/10.1371/journal.ppat.1002369
https://doi.org/10.1371/journal.ppat.1002369
https://doi.org/10.1007/s11427-013-4518-9
https://doi.org/10.1093/cid/cit530
https://doi.org/10.1093/cid/cit530
https://doi.org/10.3201/eid1911.130792
https://doi.org/10.3201/eid1911.130792
https://doi.org/10.1093/infdis/jit603
https://doi.org/10.1371/journal.pntd.0005264
https://doi.org/10.1371/journal.pntd.0005264
https://doi.org/10.1007/s12250-016-3931-1
https://www.niid.go.jp/niid/en/iasr-vol40-e/865-iasr/9021-473te.html
https://www.niid.go.jp/niid/en/iasr-vol40-e/865-iasr/9021-473te.html
https://www.kdca.go.kr/npt/biz/npp/portal/nppLwcrIcdMain.do
https://www.kdca.go.kr/npt/biz/npp/portal/nppLwcrIcdMain.do
https://doi.org/10.1007/s00705-020-04731-2
https://talk.ictvonline.org/taxonomy/p/taxonomy-history?taxnode_id=202000166
https://talk.ictvonline.org/taxonomy/p/taxonomy-history?taxnode_id=202000166
https://doi.org/10.1099/0022-1317-71-3-501
https://doi.org/10.1128/JVI.02845-12
https://doi.org/10.1080/1040841X.2018.1446901
https://doi.org/10.1128/JVI.77.6.3882-3887.2003
https://doi.org/10.1128/JVI.77.6.3882-3887.2003
https://doi.org/10.1099/vir.0.024240-0
https://doi.org/10.1099/vir.0.024240-0
https://doi.org/10.1007/s13238-013-3901-4
https://doi.org/10.1007/s13238-013-3901-4
https://doi.org/10.1007/978-1-4899-1531-3_7
https://doi.org/10.1007/978-1-4899-1531-3_7
https://doi.org/10.1128/JCM.42.11.5309-5314.2004
https://doi.org/10.1128/JCM.42.11.5309-5314.2004
https://doi.org/10.1128/CDLI.12.7.848-854.2005
https://doi.org/10.1128/CDLI.12.7.848-854.2005
https://doi.org/10.1016/j.jviromet.2005.06.001
https://doi.org/10.1016/j.cmi.2020.09.057
https://doi.org/10.1128/cdli.9.6.1183-1191.2002
https://doi.org/10.1186/s12985-015-0350-0
https://doi.org/10.1128/JCM.01319-11
https://doi.org/10.4142/jvs.2016.17.3.307
https://doi.org/10.1128/JVI.00672-13
https://doi.org/10.1128/JVI.00672-13


Page 10 of 10Lee et al. Virology Journal          (2023) 20:206 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 28. Jiao L, Ouyang S, Liang M, Niu F, Shaw N, Wu W, Ding W, Jin C, Peng Y, Zhu 
Y. Pentamer SFTSVN (PDB ID : 4J4U). https:// doi. org/ 10. 2210/ pdb4j 4u/ 
pdb. Accessed 15 July 2021.

 29. Jiao L, Ouyang S, Liang M, Niu F, Shaw N, Wu W, Ding W, Jin C, Peng Y, Zhu 
Y. Hexameric SFTSVN (PDB ID: 4J4R). https:// doi. org/ 10. 2210/ pdb4J 4R/ 
pdb. Accessed 15 July 2021.

 30. Kishiro Y, Kagawa M, Naito I, Sado Y. A novel method of preparing rat‑
monoclonal antibody‑producing hybridomas by using rat medial iliac 
lymph node cells. Cell Struct Funct. 1995;20(2):151–6.

 31. Grant BD, Anderson CE, Williford JR, Alonzo LF, Glukhova VA, Boyle DS, 
Weigl BH, Nichols KP. SARS‑CoV‑2 coronavirus nucleocapsid antigen‑
detecting half‑strip lateral flow assay toward the development of 
point of care tests using commercially available reagents. Anal Chem. 
2020;92(16):11305–9.

 32. Dushek O, Aleksic M, Wheeler RJ, Zhang H, Cordoba S‑P, Peng Y‑C, Chen 
J‑L, Cerundolo V, Dong T, Coombs D, van der Merwe PA. Antigen potency 
and maximal efficacy reveal a mechanism of efficient T cell activation. Sci 
Signal. 2011;4(176):39–39. https:// doi. org/ 10. 1126/ scisi gnal. 20014 30.

 33. Singh A, Raju R, Mrad M, Reddell P, Münch G. The reciprocal EC50 value 
as a convenient measure of the potency of a compound in bioactivity‑
guided purification of natural products. Fitoterapia. 2020;143:104598. 
https:// doi. org/ 10. 1016/j. fitote. 2020. 104598.

 34. Raymond DD, Piper ME, Gerrard SR, Skiniotis G, Smith JL. Phleboviruses 
encapsidate their genomes by sequestering RNA bases. Proc Natl Acad 
Sci. 2012;109(47):19208–13. https:// doi. org/ 10. 1073/ pnas. 12135 53109.

 35. Stave JW, Lindpaintner K. Antibody and antigen contact residues define 
epitope and paratope size and structure. J Immunol. 2013;191(3):1428–
35. https:// doi. org/ 10. 4049/ jimmu nol. 12031 98.

 36. Lindhagen‑Persson M, Brännström K, Vestling M, Steinitz M, Olofsson A. 
Amyloid‑β oligomer specificity mediated by the IgM isotype–implica‑
tions for a specific protective mechanism exerted by endogenous auto‑
antibodies. PLoS ONE. 2010;5(11):e13928. https:// doi. org/ 10. 1371/ journ al. 
pone. 00139 28.

 37. Holme SA, Vorup‑Jensen T, Juul‑Madsen K. Immunoassay for detection of 
oligomeric proteins. J Immunol Methods. 2022;505:113277. https:// doi. 
org/ 10. 1016/j. jim. 2022. 113277.

 38. Kulenkampff K, Wolf Perez A‑M, Sormanni P, Habchi J, Vendruscolo M. 
Quantifying misfolded protein oligomers as drug targets and biomarkers 
in Alzheimer and Parkinson diseases. Nat Rev Chem. 2021;5(4):277–94. 
https:// doi. org/ 10. 1038/ s41570‑ 021‑ 00254‑9.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.2210/pdb4j4u/pdb
https://doi.org/10.2210/pdb4j4u/pdb
https://doi.org/10.2210/pdb4J4R/pdb
https://doi.org/10.2210/pdb4J4R/pdb
https://doi.org/10.1126/scisignal.2001430
https://doi.org/10.1016/j.fitote.2020.104598
https://doi.org/10.1073/pnas.1213553109
https://doi.org/10.4049/jimmunol.1203198
https://doi.org/10.1371/journal.pone.0013928
https://doi.org/10.1371/journal.pone.0013928
https://doi.org/10.1016/j.jim.2022.113277
https://doi.org/10.1016/j.jim.2022.113277
https://doi.org/10.1038/s41570-021-00254-9

	Antibody production and characterization of the nucleoprotein of sever fever with thrombocytopenia syndrome virus (SFTSV) for effective diagnosis of SFTSV
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Materials and methods
	Expression and purification of recombinant full-length and truncated SFTSV N protein
	SDS-PAGE and native-PAGE
	Western blot analyses
	Monoclonal antibody production
	Dot blot analysis
	Indirect ELISA
	Antibody pair test for diagnosis
	Sequence alignment and secondary structure depiction
	Denaturation test

	Results
	Expression of the recombinant SFTSV N protein and production of monoclonal antibodies
	Indirect ELISA
	Production of truncated SFTSV N protein
	Epitope mapping of SFTSV N protein antibodies
	Antibody pair test

	Discussion
	Conclusions
	Anchor 26
	Acknowledgements
	References


