HLA class IT polymorphism can direct the antigen-specific T-cell
response, it is probable that patients with HLA-DRB1*080 1 may be
prevented from the shift toward Th? dominance. Further studies are
necded to clarify this point.

In conclusion, our study confirmed the previous reported HLA
association between HLA-A*24 and DHF or DSS and moreover
showed that A*24 with Histidine at codon 70 to be susceptible to
DSS and DHF, and HLA-DRB1*0901 to be protective against the
development of DSS, particularly in patients with DEN-2
infection. This study represents another attempt to improve our
understanding of the risk of HLA-class 1 for severe outcome of DV
infection in the light of peptide anchor binding site and provides a
novel evidence that HLA-class 11 may control disease severity
(DHF to D55) in DV infection
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ABSTRACT

Recent epidemics of West Nile virus (WNV) around the world have been associated with significant rates
of mortality and morbidity in humans. To develop standard WNV diagnostic tools that can differentiate
WNV from Japanese encephalitis virus (JEV), four monoclonal antibodies (MAbs) specific to WNV envelope
{E) protein were produced and characterized by isotyping. reactivity with denatured and native antigens,
affinity assay, immunofluorescence assay (IFA), and epitope competition, as well as cross-reactivity with
JEV, Two of the MAbs (6A11 and 4B3) showed stronger reactivity with E protein than the others (2F5 and
6H7)in Western blot analysis. 4B3 could bind with denatured antigen, as well as native antigens in indirect
ELISA, flow cytometry analysis, and IFA; whereas 2F5 showed highest affinity with native antigen. 4B3 and
2F5 were therefore used to establish an antigen capture-ELISA (AC-ELISA) detection system. The sensitivity
of this AC-ELISA was 3.95 TCIDsg /0.1 ml for WNV-infected cell culture supernatant. Notably, these MAbs
showed no cross-reactivity with JEV, which suggests that they are useful for further development of highly
sensitive, easy handling, and less time-consuming detection kits/tools in WNV surveillance in areas where
JEV is epidemic.
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1. Introduction

West Nile virus (WNV) is a member of the Japanese encephalitis
virus (JEV) serocomplex of the genus Flavivirus, family Flaviviridae.
Recent epidemics of WNV around the world have been associ-
ated with significant rates of mortality and morbidity in humans
(Lanciotti et al., 1999; Gea-Banacloche et al., 2004; Gubler, 2007;
Murgue et al., 2002). However, neither a specific treatment for WNV
infection nor a preventive vaccine is available at present. In nature,
WNV exists in an enzootic cycle between mosquitoes and birds,
with birds being the principal amplifying host (Glaser, 2004). The
rapid spread of WNV is most likely caused by the migration of
infected wild birds after contact with pools of Culex mosquitoes

* Corresponding author at: Institute of Microblology, Chinese Acadermy of Sci-
ences, No. 3A, Da Tun Road, Chao Yang District, Beyjing 100101, China.
Tel: +B6 10 64807688; fax: +86 10 64807882
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0166-0934/$ - see front matter © 2008 Elsevier BV, All rights reserved.
doi: 10,1016/ jviromet.2008.09.019

(Malkinson et al,, 2002; Rappole et al., 2000). As the clinical symp-
toms of WNV infection are non-specific compared to those of other
encephalitis viruses, diagnosis relies mainly on laboratory tests.

Serological testing is the primary method of diagnosing WNV
infection. The plaque reduction neutralization tests for type-
specific diagnosis are laborious, expensive, and require live virus,
which limits their application in large-scale surveillance. ELISA-
based detection for IgM, 1gG or IgA has been developed, and some of
these assays are commercially available (Hogrefe et al., 2004; Levett
et al., 2005; Martin et al., 2000; Prince and Lape-Nixon, 2005).
However, the serological cross-reactions and cross-neutralizations
found in the JEV serocomplex viruses limit the specificity of sero-
logical tests (Hogrefe et al., 2004; Martin et al., 2000; Niedrig et al,,
2007),

WNV viremia can serve as a clear indicator of recent infection
and is suitable for early detection because it begins within a few
days after infection and is short-lived. WNV-infected mosquitoes
can be easily detected by various virus-detection methods (Hunt
et al, 2002; Marfin and Gubler, 2001). Viral isolation depends
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heavily on the quality of samples and requires the use of cell cul-
ture and a BSL-3 laboratory, with 6-day delay. Reverse-transcriptase
polymerase chain reaction (RT-PCR) is expensive and prone to
contamination. Indirect immunofluorescence assay (IFA) with well-
identified specific monoclonal antibodies (MAbs) can confirm virus
infection. WNV antigen detection tests with specific MAbs have
been used for dead birds and mosquito surveillance programs in
North America (Dauphin and Zientara, 2007). An MAb-based anti-
gen capture-ELISA (AC-ELISA) that can differentiate WNV from St
Louis encephalitis virus has also been developed (Hunt et al., 2002).

As a result of the antigenic cross-reaction in the JEV serocom-
plex flaviviruses, it is critical to distinguish between WNV and JEV
in areas such as China and Japan where JEV is endemic. Molecu-
lar diagnostic methods that simultaneously discriminate between
WNV and JEV using RT-PCR analyses have previously been reported
(Shirato etal., 2003, 2005). MAD is the most attractive option for the
development of standardized viral diagnostic assays. In this study,
four MAbs against WNV envelope protein domain Il (EDII) were
characterized by isotyping, affinity assay, reactivity with denatured
and native antigens, and epitope competition, as well as cross-
reactivity with JEV. The results suggest the applicability of the MAbs
to various analytical methods, such as immunoblotting, IFA, and
AC-ELISA, for detection and pathogenic study of WNV,

2. Materials and methods
2.1. Preparation of recombinant WNV EDIII protein

The EDIN (residues 298-415) of WNV bird 5810 strain was
expressed, purified and refolded as described previously (Yuan
et al., 2005). Briefly, the recombinant protein was expressed in
Escherichia coli as an inclusion body and refolded in an appro-
priate buffer, The refolded protein was purified by gel-filtration
chromatography.

22. Production and purification of MAbs

Six BALB/c mice (from National Institute for the Control of Phar-
maceutical and Biological Products, Beijing, China), aged 8 weeks,
were primed intraperitoneally with 50 pg recombinant EDIIl pro-
tein, mixed with complete Freund's adjuvant (Sigma-Aldrich). Two
boosts were given at days 14 and 28 with 50 g EDIIl mixed with
incomplete adjuvant (Sigma-Aldrich). Three days after the last
boost, the titer of polyclonal antiserum was assessed using indirect
ELISA (described below) with EDIII as antigen. The mouse with the
highest titer was chosen to harvest splenocytes. Separated spleno-
cytes were fused with SP2/0 myeloma cells at a ratio of 5:1 using
50% (w/v) polyethylene glycol, according to a previously described
protocol (Kohler and Milstein, 1975). The hybridoma cells were
obtained and subsequently cloned by limiting dilution. The cell
lines that produced specific antibodies were subcloned successively
3-5 times by limiting dilution to ensure monoclonality and stabil-
ity. Positive clones that secreted high-titer EDIll-specific antibodies
in indirect ELISA were further identified. The immunoglobulin
subclass was determined using SBA Clonotyping System/AP kit
(Southern Biotechnology Associates). Four positive cell lines (6A11,
4B3, 2F5 and 6H7) were used to generate ascites in BALB/c mice
and MAbs were purified by protein A or protein G chromatography,
according to manufacturer's protocols (Pharmacia). The concentra-
tion of purified MAb was determined by bicinchoninic acid protein
assay (Pierce Biotechnology).

2.3, Western blot analysis

To examine whether the ascites MAbs recognized the linear epi-
tope of EDIII protein, Western blot analysis was performed under

denaturing conditions. EDIII protein was run on 12% SDS-PAGE,
then electrotransferred onto a nitrocellulose membrane (Amer-
sham Biosciences UK) and blocked with 5% non-fat dry milk in
Tris-buffered saline (TBS). Membranes were incubated for 2h at
room temperature with four ascites MAbs (1:2000), respectively,
and then washed 3 times with 0.05% Tween-20 in TBS (TBST),
and incubated with horseradish peroxidase (HRP)-conjugated goat
anti-mouse 1gG (1:5000 dilution; Santa Cruz) for 1h at room
temperature, and detected by SuperSignal West Pico Chemilumi-
nescent substrate solution (Pierce Biotechnology). In the control
experiment, EDIIl protein was incubated with an irrelevant MAb
H5, which is an anti-influenza antibody (1:2000).

The specificity of purified MAbs for WNV E protein was also
evaluated by Western blot analysis. The recombinant E proteins
of WNV (bird 5810 strain) and JEV (Beijing-1 strain) with a His
tag were expressed on the membrane of 293T cells, by transiently
transfecting pcDNA4-WNV E or pcDNA4-JEV E plasmids into 293T
cells, The cell lysate and inactivated WNV (Chin01 strain) or JEV
(Beijing-1 strain) were separated by 10% SDS-PAGE, and were then
electrotransferred onto a nitrocellulose membrane and blocked.
Membrane was incubated for 2 h with purified MAb (1 pg/ml) or
anti-His MAb (0.5 wg/ml; Santa Cruz), as a positive control for the
expression of JEV E protein. The membrane was washed 3 times
with TBST, and incubated with HRP-conjugated goat anti-mouse
IgG secondary antibody (1:5000) for 1 h, and detected by substrate
solution,

24, Indirect ELISA

All ELISAs were carried out in 96-well microtiter ELISA Plates
(Greiner Bio-One). Titers of hybridoma-cell-secreted MAbs were
detected by indirect ELISA. Briefly, the wells were coated avernight
at 4°C with 20 ng/well of purified EDIII, or an equal amount of
bovine serum albumin (BSA: Sigma-Aldrich), as a negative con-
trol, and diluted in 50 mM carbonate saline (pH 9.6). After blocked
for 1 h at 37 *C with PBS containing 3% BSA (PBSA), the wells were
washed 4 times with PBS containing 0.05% Tween-20 (PBST). Seri-
ally diluted MAbs in PBSA (100 pl) were added to each well in
triplicate and incubated for 1h at 37°C. After wells were washed
4 times with PBST, HRP-conjugated anti-mouse 1gG (1:2000) was
added to each well and incubated at 37 °C for 40 min, then washed
again, Antibody binding was visualized by addition of the mix-
ture of H,07 and 3,3',5,5'-tetramethyl-benzidene substrate (TMB;
Sigma-Aldrich). After incubation for 15 min at 37°C, the reaction
was stopped by addition of 0.1 M H;504, and absorbance was read
at 450 nm with a reference wavelength of 595 nm on a model Sun-
rise plate reader (Tecan), The endpoint titers of purified MAbs were
also determined by 10-fold serial dilution with indirect ELISA. In
all ELISAs, the irrelevant MAb H5 was used as an antibody control.
The positive cutoff ratio was set at 2 (ratio of OD value coated with
EDIII/OD value coated with BSA), This value is comparable to “pos-
itive to negative™ cutoff ratios used in other WNV diagnostic assays
(Davidson et al., 2005; Estrada-Franco et al,, 2003).

2.5. Cell surface staining detection by flow cytometry analysis

The percentage of 293T cells expressing WNV E protein was
determined by cell surface staining with MAbs. A FACSCalibur flow
cytometer (BD Biosciences) was used for flow cytometry analysis.
WNV E protein was expressed on the membrane of 293T cells by
transfection of pcDNA4-WNV E plasmids into 293T cells and cul-
tured for 48 h. Single-cell suspensions were prepared and incubated
with ascites (1:2000) at 4°C for 1h in 100 | PBSA buffer, then
washed 3 times with PBS buffer. Cells were adsorbed with FITC-
conjugated anti-mouse 1gG (1:500; Santa Cruz) at 4°C for 1 h, and
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washed again. Fluorescent signals on the cell surface were detected
and the percentage of positive cells was counted among 3 = 104
cells. Controls included cells without addition of primary MAb, cells
with H5 MAb and normal mouse IgG.

2.6. Affinity analysis by surface plasmon resonance (SPR)

The affinity between MADb and purified EDII was determined by
SPR on a Biacore 3000 (Biacore, Inc). Firstly, EDII was immobilized
on the surface of a CM5 chip by amine coupling and then used to
capture purified MAb. Analysis was performed at 25°C at a con-
stant flow rate of 30 pl/min, using HBS-EP buffer [10mM HEPES
(pH 7.4), 150 mM NaCl, 3.4 mM EDTA, 0.005% surfactant P20] as a
running buffer. To determine the association rate, dissociation rate
and affinity constant (Kp), aconcentration series from 0.4 to 400 nM
of purified MAb was injected (240 I, associated for 8 min and
then dissociated over 10 min). The EDII surface was regenerated
by injection of 50 mM NaOH before each EDIII injection. Binding
curves and kinetic parameters were analyzed with a global fit 1:1
binding algorithm with drifting baseline by BlAevaluation software
version 3.2 (Biacore). The affinity constant Ky was determined as
kori/kon. using data from three independent experiments.

2.7. Immunofluorescence assay

Binding of mouse ascites MAbs with WNV- or JEV-infected
cells was determined by IFA. Sub-confluent BHK-21 cells, which
were grown in 24-well microplates with slides, were infected with
WNV (Chin-01 strain) or JEV (Beijing-1 strain) at a multiplicity
of infection of 0.1. After incubation for 3 days, serially diluted
MADs were added to virus-infected BHK-21 cells. After incuba-
tion at room temperature for 2 h, slides were washed 3 times with
PBST, and FITC-labeled anti-mouse IgG was added at dilution of
1:1000. Slides were washed again after 1h incubation, stained
with Evans blue, and observed under fluorescence microscope at
200x magnification. Cells showing strong green fluorescence were
recorded as positive. The highest dilution of mouse ascites MAb
that showed a strong positive fluorescence signal was recorded as
the IFA titer. The uninfected cells were used as a negative con-
trol at each dilution, and JEV-infected BHK-21 cells were used
to evaluate the cross-reactivity of MAbs with JEV. The experi-
ments that involved the use of WNV were performed in a BSL-3
laboratory.

2.8. Competitive-binding ELISA and AC-ELISA

The detector MAb was labeled with biotin using an EZ-link
Sulfo-NHS-LC- Biotinylation kit ( Pierce Biotechnology) according to
the manufacturer's instructions. Experiments on epitope competi-
tion of the three purified MAbs (6A11, 483 and 2F5) were carried
out using competitive-binding ELISA. The wells were coated and
blocked as described in Section 2.4. After 100 pl unlabeled MAbs
(5 pgfml) were added and incubated for 1h at 37°C, wells were
washed 3 times, followed by incubation with an equal amount of
another biotin-labeled MAD for 1 h at 37 °C. Plates were washed
again and incubated with HRP-conjugated streptavidin (diluted
1:2000 in PBS; Zhongshan Goldenbridge Biotechnology). After
washing, the color was developed with the addition of 100 pl
freshly prepared substrate solution (1:1 mixture of TMB and H.0;
solution) for 15min at 37 °C. The color reaction was stopped by
100 il 0.1 M H;504, and absorbance was read at 450 nm, with a
reference wavelength of 595 nm. Wells with addition of the irrele-
vantly unlabeled MADb (H5) were used as a negative control, and
wells with addition of unlabeled MAD [the same as the biotin-
labeled MADb) were a positive control. Each pair of MAbs was

assayed in triplicate. Results were expressed as a percentage of
inhibition and derived by the following formula: percentage of inhi-
bition (PI) = [(negative control OD — test MAb OD)/(negative control
0D — positive control OD)] = 100%.

For the AC-ELISA, the purified MAb (1 pg/well), diluted in 50 mM
carbonate saline (pH 9.6), was coated on wells overnight at 4°C.
After blocking for 3 h at 37°C with PBS containing 5% non-fat dry
milk, wells were washed 3 times with PBST. All the following wash-
ing procedures were the same as described above. Virus culture
supernatant (10% TCIDsq/ml) or recombinant EDII protein, seri-
ally diluted in PBS containing 1% non-fat dry milk (PBSM) was
added to the wells (100 pl/well) and incubated for 3 h. Cell cul-
ture supernatant or BSA was used as a negative control. After
washing, 100 pl per well biotin-labeled detector MAb (2 pg/well,
diluted in PB5M) was added and incubated for 1h at 37 'C. After
washing, the wells were incubated for 30 min at 37 °C with 100l
per well HRP-conjugated streptavidin and detected as above, In
this ELISA test, the positive cutoff was also set at 2 (ratio of
positive/negative).

3. Results

3.1. Generation and purification of MAbs against WNV EDIII
protein

The positive-fused cell clones were screened using indirect
ELISA with recombinant EDIIl as antigen. The hybridomas with
higher ELISA titers were selected for screening, and four MAbs
(6A11, 483, 2F5 and 6H7) were finally isolated and cloned. Ascites
was produced in BALB/c mouse by hybridomas. The heavy chain
subclasses of MAbs were determined asIgG2a(6A11)and IgG1(4B3,
2F5 and 6H7), and the light chains of all of these were kappa isotype.
6A11 was efficiently purified by protein A chromatography, and 483,
2F5 and 6H7 by protein G chromatography. The concentrations of
purified MAbs were determined as 10-18 mg/ml.

3.2, Western blot analysis

The binding specificity and cross-reactivity of the MAbs against
denatured EDIII protein and E protein were determined by West-
ern blot analysis. Four MAbs reacted with both EDIII and E proteins.
Two of the ascites MAbs (6A11 and 4B3) showed stronger reactiv-
ity with recombinant EDIII protein (12.5 kDa) than the others (2F5
and 6H7), and the irrelevant MAb (H5) against influenza virus did
not bind to EDII (Fig. 1A). WNV E protein, which was expressed
on the surface of 293T cells, as well as that from inactivated WNV,
showed specific binding to 2F5, and there was no cross-reactivity
with recombinant E protein or inactivated JEV (Fig. 1B). MADb 2F5

6AIl 4B3  2F5  6H7 _ H5 MkDa)

0.0
(A)
6.5
] 2 3 4 56 7 BM(kDa)
(8) 62.0
47.5

Fig. 1. Western blot analysis of anti-EDHI MAbs with denatured antigen. (A) Reac-
tivity of four MAbs with recombinant EDIIl protein, using irrelevant MAb against
influenza virus (H5) as a negative control. {B) Reactivity of MAb 2FS with E pro-
teins from WNV and JEV. Lanes 1-3; lysates of 2037 cells transfected with pcDNA4,
PeDNAL-WNV E and pclINA4-JEV E plasmids, respectively: lane 4: inactivated WNV;
lane 5: inactivated JEV; lane 6: cell culture supernatant of BHK-21 cells; lanes 7 and
8: the same as lanes 3 and 1, respectively. M: protein molecular weight markers. Left
panel (lanes 1-6] was detected with MAb 2F5 and right panel (lanes 7 and 8) was
detected with anti-His antibody.
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Fig. 2. Absorbance ratio of MAbs binding to EDIll and BSA. The broken line indicates
the absorbance ratio cutofl value, which was set at 2.

did not show any non-specific binding to negative controls, which
were 293T cells transfected with pcDNA4 vector and cultured
BHK-21 cells. The binding analysis with other MAbs (6A11, 483 and
6H7) yielded similar results (data not shown). The JEV E protein
was fused with a His tag at its C terminus, and expression of JEV
E on 293T cells was confirmed by anti-His antibody (Fig. 1B). This
indicated that the four MAbs recognized denatured WNV EDIIl and
E protein with different binding affinity and did not show cross-
reactivity with E protein from JEV.

3.3. Reactivity of MAbs with WNV EDIII protein in indirect ELISA

To examine the reactivity of the MAbs with EDIII protein under
non-denaturing conditions, the indirect ELISA was performed with
folded EDIII protein. The titers of four unpurified ascites MAbs were
higher than 107 in indirect ELISA (data not shown). The reactivity
of purified MAbs with EDIII is shown in Fig. 2. Three MAbs (6A11,
48B3 and 2F5) showed strong positive binding with EDIII at concen-
trations of 0.02-20 pg/ml (absorbance ratio >10), compared with
BSA-coated wells. Meanwhile, they showed obvious positive signals
at the concentration of 0.002 p.g/ml (absorbance ratio >2). Among
these, MAb 2F5 showed highest sensitivity. The low absorbance
ratios at the highest concentration tested (200 pg/ml) were due to
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the high non-specific hinding of MAbs with BSA at this concen-
tration. The irrelevant MAb H5 did not show specific binding to
EDIIL It was surprising that MAb 6H7 showed no specific reactivity
with EDIII after purification, so it was excluded from the following
ELISAs.

3.4. Row cytometry analysis of MAbs

Cell surface expression of WNV E protein was detected by MAb
staining and determined by flow cytometry. When stained with
different MAbs, the percentage of fluorescent cells varied greatly.
Representative profiles are shown in Fig. 3. The percentage of flu-
orescent positive cells was 4.5 + 2.6%, 26.9 4+ 8.6%, 44.6 £ B.0%, and
8.9+ 1.2%, when stained with MAb 6A11, 4B3, 2F5 and 6H7, respec-
tively, Controls, which included cells without MAD, and cells stained
with the normal mouse serum or H5, were all negative. Among the
four MAbs against EDIII, 2F5 showed the strongest binding to native
E protein.

3.5. Binding affinity between purified MAbs and recombinant
EDIII protein

The binding affinity between recombinant EDIIl protein and
purified MAbs (6A11,4B3 and 2F5) was analyzed by SPR in the solid
phase. MAb 6H7 did not bind to immaobilized EDIII protein under
experimental conditions, so the binding affinity between 6H7 and
EDIIl was undetectable. MAb 2F5 bound to EDII with an affin-
ity of 1.8 +0.3 nM, which was the highest among the three MAbs.
The affinity of 483 and 6A11 was similar, with a Kp range from
407.1 +£96.3 10 692.5+ 112.1 nM (Fig. 4).

36. IFA

IFA was performed to further analyze whether the MAbs rec-
ognized the endogenously produced E protein in WNV-infected
BHK-21 cells. Both normal mouse serum and three MAbs did not
show non-specific binding to uninfected cells (data not shown).
6A11, 4B3 and 2F5 showed strong reactivity with WNV-infected
cells, whereas normal mouse serum did not bind to infected
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Fig. 4. Biacore binding curves of purified MAbs 483 with immobilized EDII protein,
A concentration series from 0.4 to 400nM of purified 483 was injecred (240 wl,

associated for 8 min and then dissociated over 10 min). The affinity constant Ky was
determined as k gk,

(A)

<)

Fig. 5. Detection of WNV-infected BHK-21 cells by immunofluorescence assay. The
slides were stained with Evans blue and then observed by fluorescence microscopy.
Scale bar: 20 um. (A) WNV-infected cells stained with normal mouse serum. (B)
JEV-infected cells stained with MAb 2F5, (C) WNV-infected cells stained with MAb
4B3. (D) WNV-infected cells stained with MAb 2F5

cells (Fig. 5). The IFA titer of each MAb was determined, based
on the highest dilution of ascites that gave a strong signal on
WNV-infected BHK-21 cells. When BHK-21 cells were infected with
WNV Chin-01 strain, the [FA titers of 6A11, 4B3, 2F5 and 6H7 were
2560, 7680, 5120 and 40, respectively. Notably, these MAbs showed
no cross-reactivity with cells infected with JEV (Fig. 5). Validity of
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Table 1
Properties of MAbs against WNV EDIIl protein in different assays.
Assay MAbs

GAT1 483 2F5 BHT
Indirect ELISA -+ R R b
Western blot R e + -
Flow cytometry * -+ e -
Binding affinity - - R aaad =
Immunofluorescence + e -+ -
Antigen capture-ELISA + R b -

* + Weak positive; ++++: strong positive.
¥ ~: Not detectable.

the MAbs used in IFA was confirmed in an independent labora-
tory using BHK-21 cells infected with WNV strain NY99 (data not
shown).

3.7, Epitope competitions of purified MAbs and AC-ELISA

After biotinylation, the epitope competitions of three MAbs
(GA11, 4B3 and 2F5) were assayed by competitive-binding indirect
ELISA. The biotin-labeled 6A11 inhibited the binding of 4B3 to EDIII
(57.2 £ 6.1%) and vice versa, which indicated that 6A11 and 4B3 rec-
ognized overlapping epitopes. 2F5 showed no competitive binding
with 6A11 or 4B3, which meant that 2F5 recognized a different
epitope from 6A11 or 483,

In order to establish a sensitive AC-ELISA for WNV detec-
tion, each pair of the three MAbs was evaluated. The highest
sensitivity was obtained by using 2F5 as capture antibody, and
biotin-conjugated 4B3 as detector antibody. To determine the
detection limit of AC-ELISA, a serial dilution of EDIII protein and
WNV culture supernatant (107 TCIDso/ml) were used to construct
the binding curve (Fig. 6). Cell culture supernatant without WNV
infection was used as a negative control. According to the cutoff
threshold (2, which is the ratio of positive/negative), it was deduced
that as little as 10 ng/0.1 ml of recombinant EDIII protein and 3.95
TCID50/0.1 ml ofvirus culture supernatant could be detected (Fig. 6).
This result revealed that MAbs 4B3 and 2F5 could be used to detect
WNV in cell culture supernatant.

3.8. Properties of MAbs against WNV EDIII protein

Four MAbs against WNV EDIII protein were identified by isotyp-
ing, reactivity with denatured and native antigens, affinity assay
and epitope competition ELISA, and IFA, and the results of these
analyses were used to design the AC-ELISA. The properties of these
MAbs are summarized in Table 1.

E
g

Absorbance mtio
]

10X 20X 40% BOX 100X 160X
Dilution factor

Fig 6. Sensitivity of AC-ELISA using MAbs, (A) Quantitative analysis using recombinant EDIIl protein. 10 ng/0.1 ml was the detection limit, (B) Quantitative analysis using
WNV cell culture supernatant. 80-fold dilution of cell culture supernatant was the detection limit, which was 3,95 TCIDs, /0.1 ml. The broken line indicates the absorbance

ratio cutoll value, which was serar 2
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4. Discussion

WNV with greater epidemic potential and virulence emerged
in the early 1990s and has spread rapidly across many countries
(Lanciotti et al., 1999; Gea-Banacloche et al., 2004; Gubler, 2007;
Murgue et al., 2002). Many methods have been developed for
WNV diagnosis, in which serological testing is the primary method
(Dauphin and Zientara, 2007). However, the cross-reactivity of the
antibody response against flaviviruses limits the specificity of these
tests (Calisher et al., 1989; Niedrig et al., 2007). As JEV is endemic in
Southeast Asia, the cross-reactivity between WNV and |EV should
be considered in WNV surveillance. MAbs with strong and specific
reactivity to WNV antigens are the most attractive option for the
development of standardized diagnostic tools. WNV EDIlI-reactive
MAbs have been reported by several groups (Beasley and Barrett,
2002; Oliphant et al., 2005; Sanchez et al, 2005; Throshy et al.,
2006). Beasley and Barrett (2002) have described four MAbs that
reacted with recombinant EDIII protein in a non-reducing West-
ern blot assay and one of them bound to [EV. However, there is no
further investigation of these MAbs expect for the neutralization
activity. Furthermore, a panel of EDIIl-specific MAbs has been iden-
tified by ELISA and neutralization assay, but the cross-reactivity of
these MAbs with JEV has not been examined (Throsby et al,, 2006).

Immunization with different forms of flavivirus antigens can
produce antibodies with different properties (Aberle et al., 1999;
Raviprakash et al., 2000; Sanchez et al., 2005). WNV-specific and
neutralizing Abs have been mapped to EDIII (Oliphant et al.,
2005; Throsby et al., 2006), and EDIII can induce specific immune
responses and protection against WNV infection (Chu et al,, 2007).
To increase the possibility of obtaining EDIlI-specific antibodies in
the present study, mice were immunized with refolded EDIII pro-
tein, which was shown to be in native conformation by crystal
structure analysis (PDB:2P5P).

Mouse ascites or purified MAbs were used in different assays in
this study. The results of 6A11, 4B3 and 2F5 were similar in indi-
rect ELISA for ascites or purified MAbs, The reason that 6H7 lost its
specific reactivity with EDIII protein in indirect ELISA after purifi-
cation may have been caused by the low pH of the elution buffer
during purification, which probable destroyed the antigen binding
site of this antibody. The binding affinity of MAb 2F5 (1.8 £ 0.3 nM)
was comparable to that of MAb E16 (3.4 nM) (Oliphant et al.. 2005)
and CR4353 (6.5nM) (Throsby et al., 2006), however, 483 and
6A11 showed a much lower Kp (407.1 nM for 4B3 and 692.5nM
for 6A11). One reason is that the SPR analysis was performed by
using refolded EDII protein. The binding activity of 2F5 to refolded
EDIII was higher than 4B3 and 6A11 in other assays, so the lower
Kp of 4B3 and 6A11 is reasonable. 483 and 6A11 seemed to bind
with overlapping epitopes in competitive ELISA, but they showed
different binding ability with the same antigen for denatured EDIII
or E protein, as well as for native E protein or intact WNV particles.
This may be explained by the different binding affinity constants
of 4B3 and 6A11 with EDIIL It is interesting that 4B3 could bind
to both denatured and native antigens. Crystal structural analy-
sis of EDIIl protein (Mukhopadhyay et al., 2003; Nybakken et al.,
2005; Volk et al., 2004) has shown that EDII is an Ig-like domain
with seven B-strands, which constitute its main structure, Single
B-strand is linear in native as well as in denatured protein. If 483
happens to recognize one of the seven B-strands. it is highly likely
that 4B3 shows reactivity with both denatured and native antigens.
This needs further investigation. In the present study, none of the
MAbs showed protective activity in microtiter-based neutraliza-
tion assays (data not shown). One possible reason is the natural
scarcity of EDIII-specific neutralization antibodies. This is compa-
rable with other study. In the 119 WNV-specific MAbs that have
been cloned from three WNV-infected patients, only 10 exhibited

neutralizing activity, and as few as two targeted domain 1l (Throsby
et al, 2006).

Notably, none of the four MAbs showed cross-reactivity with JEV
in any of our assays. WNV and JEV are genetically closely related,
and the serological cross-reactions are usually found with these
viruses (Martin et al.,, 2000). Considering that WNV and JEV are
maintained in similar transmission cycles, and have overlapping
geographic distributions in Southeast Asia, MAbs which can differ-
entiate WNV from JEV are very useful for the surveillance system
in these areas.

Of the many techniques developed for the rapid diagnosis of
viral infections, the AC-ELISA is a sensitive and specific method that
is capable of large-scale screening in surveillance programs. It also
offers advantages over more traditional antigen detection methods,
such as isolation in cell culture and plaque titration, which rely on
the inoculation of samples into cells, or RT-PCR, which is expensive
and prone to contamination. The availability of MAbs with strong
reactivity to the target antigen is a crucial component for AC-ELISA
development. Because of the possible presence of both conforma-
tional and linear antigens from live viruses or denatured samples,
the recognition of the two forms of antigens by MAbs is extremely
important for successful detection (He et al., 2007). To obtain the
strongest signal for WNV detection by the AC-ELISA, different com-
bination of MAbs were evaluated. It was found that a combination
of MAbs 4B3 and 2F5 gave the highest signal. This is reasonable
because, among the four MAbs, 4B3 showed the strongest reactiv-
ity with denatured antigen, and 2F5 had the highest affinity with
native antigen. Therefore, the combination of MAbs 4B3 and 2F5
might contribute greatly to the sensitivity of the AC-ELISA. The
detection limit was 3.95 TCIDsg/0.1 ml for WNV-infected cell cul-
ture supernatantin the present study. This sensitivity is comparable
with that for severe acute respiratory syndrome coronavirus (Che
et al, 2004; Shin et al, 2006), and higher than some AC-ELISAs
for other arboviruses (Hall et al,, 1987; Hildreth and Beaty, 1984).
Sensitivity comparisons with other previously published AC-ELISAs
for flaviviruses are difficult to make, because previous studies have
used plaque forming units as endpoints to assess infectivity level
(Hunt et al., 2002; Tsai et al., 1987).

In conclusion, four MAbs specific to WNV EDIII protein were pro-
duced and characterized. These MAbs could be used in immunoblot
assay. flow cytometry analysis, [FA, and studies in WNV pathology.
As they showed no cross-reactivity with JEV, these MAbs could be
used to discriminate WNV [rom JEV in areas where JEV is epidemic.
The detection limit of the established AC-ELISA re-emphasizes the
sensitivity of specific MADs for viral antigen detection, which sug-
gests that these MAbs will be useful for further development of
highly sensitive, easy handling, and less time-consuming detection
kits/tools in WNV surveillance.
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Seroepidemiological study on hantavirus infections in India
1. Introduction

Hantaviruses represent a group of emerging viruses. The
genus Hantavirus, belonging to the family Bunyaviridae,
comprises more than 20 species that can cause two diseases
in humans: hemorrhagic fever with renal syndrome (HFRS) n
Europe and Asia and hantavirus cardiopulmonary syndrome
(HCPS) in the Americas {Lednicky, 2003). Almost all han-
taviruses are maintained in rodents of the family Muridae,
and are transmitted to humans via aerosolized urine, saliva
and feces of infected rodents.

Although hantavirus infections were recognized in Asia
for centuries, it was only during investigations initiated
after the Korean conflict in the 1950s, during which thou-
sands of UN soldiers were affected by HFRS, that the
Hantaan virus (HTNVY) serotype was isolated, The circu-
lation of hantavirus serotypes, namely Seoul virus (SEQV)
and Thailand virus {THAIV), has been demonstrated in sev-
eral Southeast Asian countries, i.e. Thailand, Cambodia,
Viet Nam and Indonesia (Plyusnina et al., 2004; Reynes
et al.,, 2003; Truong et al., 2004). Recently a report
from Thailand documented the first serological evidence
of THAIV causing HFRS in humans (Pattamadilok et al.,
2006). The Thottapalyam virus (TPMV), which was isolated
from an insectivore, Suncus murinus, in 1964, is the only
known hantavirus species indigenous to India (Cary et al.,
19714

The assoaciation of chronic renal disease and hantavirus
seropositivity has frequently been speculated upon as stud-
ies conducted in the United States (Baltimore) suggested
that hantavirus seropositives had higher rates of chronic
renal disease and hypertensive renal disease than age-
matched seronegative controls (Glass et al., 1990). Similar
studies have been reported from Israel (George et al., 1998)
and Egypt (Botros et al., 2004). An epidemiological study
from Taiwan has reported detection of anti-hantavirus anti-
body in various risk groups such as garbage collectors and
amimal handlers (Chen et al., 1998).

Although the isolation of TPMV pre-dates that of HTNY,
interest in hantaviruses was revived n India in 2005, with
two reports on the serological evidence of hantavirus infec-
tions in patients with febrile illnesses (Chandy et al., 2005;
Clementetal., 2006). However, seroepidemiological surveys
have not been reported from India, and this study is the
first attempt to investigate the epidemiology of hantavirus
infections in India.

2. Materials and methods

2.1, Study population

The study subjects belonged to different groups and were
recruited at the Christian Medical College, Vellore, south
India. Healthy volunteer blood donors (n=360) comprised
the control group. The potential risk groups included 99 sera
from asymptomatic Irulas, a tribal community living in Tamil
Madu, a state in south India (the tribe members are profes-
sional rat catchers and eat rats} and 51 sera from people
working in warehouses {warehouse workers) in and around
Yellore. An additional group was represented by 151 serum
samples from patients with chronic renal disease with serum

tAl

creatinine and urea levels of >1.4mg/dl and >40mg/dl,
respectively.

The mean (+5D) age of the subjects in the Irula group
was 32 (£11.2) years, and this group included 41 males and
58 females; in the warehouse workers it was 38 {£10.17)
years and all were males; and in the renal disease patients
it was 43 (+£12.11) years and there were 47 females and 104
males. The subjects in the control group were aged 18—60
years.

The sample size was calculated based on a previous
study of hantavirus infections in India (Chandy et al., 2005).
The study period was from August 2004 to May 2007, Sam-
ples from healthy blood donors and patients with chronic
renal disease were collected at the Department of Clini-
cal Virology, Christian Medical College, Vellore and were
included in the study by convenient sampling. All samples
collected from asymptomatic Irulas and warehouse workers
were included in the study. Written informed consent was
obtained before collecting blood.

2.2. ELISA and immunofluorescence assay

Serological screening was done using a commercial {150 cer-
tified) hantavirus 18G ELISA (Focus Technologies, Cypress,
CA, USA) according to the manufacturer’s instructions, This
ELISA uses a cocktail of hantavirus antigens of HTNV, SEQV,
Puumala virus (PUUV), Sin Nombre virus (SNV) and Dobrava-
Belgrade virus {DOBV) to coat the polystyrene microwells
and can detect 1gG antibodies against these serotypes. The
screening ELISA is an indirect test in which the optical den-
sity (QOD) is directly proportional to the antigen-specific IgG
antibodies present in the sample. The results were obtained
by comparison of the sample OD readings with reference
cut-off OD readings.

Results were reported as index values relative to the cut-
off calibrator. To calculate index values, each sample 0D
value was divided by the mean of the cut-off calibrator 0D
values.

Sera positive by ELISA were re-tested by an indirect
immunofluorescence assay (IFA) using HTNV-infected Vero E6
cells as antigens (Yoshimatsu et al., 1993). The secondary
antibody used was fluorescein-isothiocyanate-conjugated
rabbit anti-human I1gG (DakoCytomation, Glostrup, Den:
mark). For the IFA, all spots with at least half of the infected
cells showing a characteristic apple green granular cytoplas-
mic fluorescence with =2+ intensity were scored positive,

Finally, a sample was considered positive if reactive by
both ELISA and IFA. The screening ELISA and IFA were eval-
uated using a panel of positive and negative control sera
kindly supplied by the European Network for Diagnostics of
Imported Viral Diseases [ENIVD (Biel et al., 2003)].

2.3. Western blot analysis

Western blot analysis was performed on 38 positive sera
using recombinant nucleocapsid protein (NP} of HTNV
(Fojnica strain) as antigen (Razanskiene et al., 2004). Sera
at dilutions of 1:1000 were applied to the membrane,
and goat anti-human IgG conjugated with alkaline phos-
phatase (Genelabs Diagnostics Pte Ltd, Singapore Science
Park, Singapore 118259, Republic of Singapore] at 1:1000
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Table 1 Results of evaluation of the screening ELISA and Hantaan virus-immunofluorescence assay (IFA) using European Network
for Diagnostics of iImported Viral Diseases (ENIVD) sera

ENIVD na. Sample type 1gG level Origin Hantavirus strain ~ Serum status ELISA result IFA result
1 Positive serum .. Sweden Puumala Convalescent . .

8 Positive serum * Kosovo Dobrava Convalescent B .

9 Positive serum ++ Sweden Puumala Convalescent - .

16 Positive serum . Sweden Puumala Convalescent . .

17 Positive serum + Finland Puumala Convalescent - -

4 Negative serum - Germany Control - -

12 MNegative plasma - Germany Control - -

18 Negative serum - Germany Control - -

19 Negative serum - Germany Control - -

+, positive, «+, strong positive; —, negative,

dilutions was used as the secondary antibody. Thereafter
the membrane was developed with substrate, 5-bromo-4-
chloro-3-indoly|-phosphate (BCIP) and nitroblue tetrazolium
(NBT). In the Western blot the molecular size of the
expected product was about 49kDa.

2.4, Statistical analysis

The statistical analysis was done using Epiinfo version
6.04b (CDC, Atlanta, GA, USA) to compare two categorical
variables. Percentages were calculated for categorical out-
comes (positives/negatives). A P-value <0.05 was considered
significant,

3. Results

ENIVD sera were used to evaluate the commercial 1gG ELISA
and the IFA using HTNV antigen; these assays could detect
anti-Puumala virus and anti-Dobrava virus IgG-paositive sera.
However, one ENIVD anti-Puumala virus serum (origin Fin-
land} could not be detected by either of these assays
{Table 1).

In the initial screening, 661 serum samples were tested
by a commercial 1gG ELISA (Table 2). Forty-seven of the 661
sera were found to be reactive in the ELISA, The majority
(38/47) of the ELISA-reactive sera were also detected by IFA
using HTNV antigen. Seropositivity in the Irula tribal group
{ 11%) was significantiy higher than in the control group (4%,
P<0.05). There was no statistically significant difference
between sergpositivity in the chronic renal disease patient

group (7%) compared to that of the control group. The level
of seropositivity in the warehouse workers {2%) was very
similar to that of the control group. Sex as a demographic
factor was not significantly associated with hantavirus infec-
tions in the different subject groups, suggesting that males
and females are equally likely to contract hantavirus infec-
tions. The mean age of the seropositives in the renal disease
patient group, the Irulas and the warehouse workers was
50 (SD£11.29), 29 (SD+8.9) and 31years, respectively.
Twenty-eight of the 38 positive sera (74%) were positive by
Westemn blot (Table 2).

4. Discussion

Studies on hantavirus infections in India are in the early
stages. The data given here represent the first attempt to
characterize the epidemiology of hantavirus infections in
India and strengthen previous reports on serological evi-
dence of hantavirus infections in India (Chandy et al., 2005;
Clement et al., 2006).

Forty-seven of 661 serum samples were positive by ELISA.
Serology is the mainstay of diagnosis of hantavirus infec-
tions. ELISAs are highly sensitive and are the preferred
diagnostic tool for serological surveys. The commercial
ELISA used in this study uses a cocktail of six antigens,
and can be used in areas where the circulating hantavirus
species are unknown. The specificity of the hantavirus assays
used in the study is acceptably good, as evaluated by
the ENIVD-negative control sera. There may be problems
with diagnostic sensitivity, as one ENIVD anti-Puumala IgG-
positive serum was not detected by both the assays.

Table 2 Results of serological studies
Group tested No. No. positive Mo. positive (ELISA No. positive/no. tested
tested by ELISA (%) and HTNV-IFA) (%) by Western blot (%)

Blood donors 360 19 (5) 16 (4) 11/16 (69)

Renal disease 151 14 (9) 10 (7) 9/10 (50)

patient group

Irulas 99 12 (12) 11 (11) 7711 (64)

Warehouse warkers 51 2 (4) 112) 171 (100)

Total 661 47 (T 38 (6) 28/38 (74)

HTNV-IFA: Hantaan virus-immunofluorescence assay.

=4l =
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The lower seroprevalence observed in the IFA and West-
ern blot analysis might be due to the HTNV antigen, which
suggests that hantavirus species other than HTNV are circu-
lating and causing human disease in India. Alternatively, we
cannot exclude the possibility that the ELISA picked up false
positives,

It has been documented that TPMV is phylogenetically
and antigenically quite distinct from the other well-
characterized hantaviruses (Song et al., 2007), and although
antibodies against hantavirus NP are cross-reactive between
different hantavirus species, we cannot speculate about
the efficiency of the assays used in the study to detect
antibodies against TPMV. Moregver. there may be other han-
tavirus species circulating in India that may be as diverse
as TPMV. and in the case of an antigenic mismatch the
assays used here may fail to detect seropositives. It is
thus important to define the hantavirus species circulat-
ing 1n India and develop sensitive assays using homogeneous
antigens.

In this study, the renal disease patient group appears to
have a higher risk of hantavirus seropositivity compared with
the control group, but the difference is not statistically sig-
nificant. It is still not clear whether patients with chronic
renal disease are at a higher risk of acquiring hantavirus
infections or that hantavirus infections by themselves con-
tribute to the development of chronic renal disease. These
results are preliminary, and follow-up studies are needed
to prove any significant association of hantavirus infections
with chronic renal disease.

The tribal group in this study has a relatively high level of
contact with rodents, as they are traditionally rat catchers
and also eat rats. They display a high seropositivity when
compared with the control group. By contrast, warehouse
workers showed 3 low seropositivity in our study (2%). This
may reflect a lower risk of contracting hantavirus infections
due to the fact that many warehouses in India adopt strin-
gent rodent-control measures.

No well-documented hantavirus case, as defined by virus
isolation or molecular evidence, has been reported from
India to date. However, our study confirms that one or mare
hantaviruses are circulating in the Indian population and
indicates that the threat from emerging pathogens must be
continually assessed. Studies to identify the hantaviruses
that might cause problems for public health systems are
important, as they will aid the development of new strate-
gies for the prevention and control of such emerging
infections.
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