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liters of each serum was subjected to serial 2-fold dilution with
sterile PBS from 1:10 to 1:2,560. For assay of 1gM, JgG was
removed by absorption with protein A before serum dilution.
Twenty microlifers.of diluted serum was transferred onto each
respective well of the antigen-coated slide and incubated in a
moist chamber for 30 min at 37°C. Subsequently, the slides were
rinsed with PBS before being soaked for 10 min in PBS solution
that was kept in gentle motion by a magnetic stirrer. The slides
were allowed to air-dry over a warm plate and probed with 20 )
of 140 diluted fluorescein-conjugated respective rabbit anti-
human IgM or IgG (Dako, Glostrup, Denmark). The slides were
thes incubated for another 30 min at 37°C in a moist chamber.
‘The same process of washing and drying was carried before the
slides were mounted with a commercially supplied mounting
fluid, and the specific reactivity/labeling was read under a UV
fluorescence microscape (BXS50; Olympus, Tokyo, Japan)
at X400 magnification.

For the virus neutralization test of PulV or MelV, seriat 2-fold
dilutions of control and test sera were prepared in duplicate
starting at 1:10. An equal volume of either MelV or PulV
working stock containing 150 TCIDsp was added to the diluted
seraand incubated for 30 min. The preincubated virus/serum mix
was added to confluent Vero cell monolayers and incubated for
1 h. The inocuium was removed, monolayers were washed three
times with PBS, and cell media were replaced. All incubations
were performed at 37°C in a humidified 5% CO; incubator. Vero
cell monolayers were observed for CPE 3 days later. The ability

.of sera to neutralize virus was determined by scoring the extent

of CPE observed in duplicate wells. .
For the virus neutralization test of MRV, MA104 cell mono-
tayers were prepared in 96-well tissue culture plates seeded with
20,000 cells per well and incubated overnight at 37°C in a
humidified 5% CO- incubator. MRV types 1, 2, and 3 were
diluted in cell media to give 4 X 10% TCID50/ml, and 100 gl of
virus was added to wells in a 96-well incubation plate, Serial
10-fold dilution oftest sexa were prepared starting from 1:10, and
160-p1 aliquots were added to virus welis. The serafvirus mixture
was incubated for 60 min at 37°C. The medium was discarded
from the cell monolayers, and four 50-ul replicates of the
preincubated virus/sera mix were transferred from the incuba-
tion plate to appropriate wells in the test plate. At the same time,
12 virus control wells were prepared by adding 10° TCIDso per
well from the above diluted virus sclution, and the plates were
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“incubated for 30 min at 37°C. The inoculum was discarded and

the cells were washed three times with 200 ul of cold PBS,
followed by the addition’ of 100 pl of fresh media. After
incubation at 37°C-for 20 h, the medium was discarded, the cells
were fixed in 100% ice-cold methanol for 15 min and air-dried,
and the wells were blocked with 200 pl of 1% BSA/PES. The
neutralization of MRV was monifored by immunofluorescent
microscopy with rabbit anti-MRV antibodies and goat anti-
7abbit conjugated with Alexa Fluor 488 (Invitrogen, Carlsbad,
CA). Fluorescence was observed by using an Olympus fluores-

. cent microscope as described above.

Sequence and Pi;ylugen etic Analysis. Extraction and purificétion of

dsRNA and synthesis of randomly primed cDNA were carried
out as described (23, 37). Primers (primer sequences will be
supplied upon request) designed by using PulV and NBV small
genome segment sequences were used for PCR amplification .
and sequencing of the MelV small genome segments. Genome
segment terminal sequences were obtajned by using a two-step
PCR amphification procedure, first by the single primer ampli-
fication techrique (SPAT) (37), then by a seminested PCR using
the combination of MelV genome segment-specific primers and
the adaptor-specific primer used in the single primer amplifica-
{ion technique, Phylogenetic trees were constructed by using the
neighbor-joining algorithm with bootstrap values determined by
1,000 repiicates in the MEGA3 software package (38).

Serolagical Survey. The panel of human sera collecied during an
investigation of the potential risk of bat-to-human transmis-
sion of NiV (25) was used in this study. The original panel
consisted of 153 serum samples collected from adult residents
(mean.age 38 * 15 years) of Tioman Island, which represented
8% of the tota} adult population on the island. Due to the
supply shortage and poor guality of some serum samples, only
109 sera were tested in this study. The sera were heai-
inactivated by incubation at 56°C for 30 min before being .
tested for MelV- or PulV-specific antibodies by using the
virus-neutralization test described above. -
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Ckk{;ﬂbMED—maﬂ [1] Micronesia (Yap)
Links Date: Fri 29 Jun 2007
in _ . .. 'Source: Martin Bel, Chairman of the Yap State EpiNet Team, Yap State
* Donations ' Department of Health Services, Federated States of Micronesia

<mbeldfsmhealth.fm>

About ProMED-mail

On 22 Jun 2007, blood specimens collected by the Yap Department of .
Health Services and tested at CDC (Centers for Disease Control) labs
showed that the recent illness in Yap is likely caused by the Zika
virus.

The Yap outbreak appears to have started in April 2007 and to have
peaked in late May [2007]; however, cases continue to present. In
this outbreak the symptoms are mild and generally last for 4-7 days,
consisting of:

* a maculopapular rash involving the trunk and extremities that is
sometimes pruritic;

* conjunctivitis; and

* joint pain that can affect both large joint and -the smaller joints
of the hands and feet.

(:, As of Thu 29 Jun {2007], there have been 42 cases confirmed te be
Zika by PCR {polymerase chain reaction] and IgM analysis. An
additional 65 probable cases with at least 2 of these symptoms have
presented to the outpatient department of the Yap Memorial Hospital
and at the Wa'ab Community Health Center. No patients have been
admitted to the hospital and there have been no deaths. Because the
disease is mild, many more infections are thought to have occurred in
the community that did not seek medical attention. An imnitial
assessment in the community indicates that a significant proportion
of the population has been affected. Geographically, cases have
occurred all over the island of Yap.

Rapid tests used in Yap for dengue have given false poéitive results
on patients with Zika virus (PanBio and Pentax).

Traditionally, illness caused by Zika was termed "Zika Fever.”
However fever has been an inconsistent feature of this Zika ocutbreak.
Other symptoms that have been noted in the Yap outbreak include
retro-orbital eye pain, myalgias, lower extremity edema,
lymphadenopathy, and diarrhea.

An enhanced environmental campaign to reduce mosquito-breeding areas
in Yap is ongoing. The Yap community has been asked to avoid mosquito
bites by wearing long clothing, staying within screened areas and
using mosquito repellents and ceoils, especially when ill.

http://www.promedmail.org/pls/promed/f?p=2400:10015134 181 88367355991 829:NO::F2400_P1001.. 2007/08/0



The Yap Pepartment of Health Services is conducting further
investigations to better characteriZe the clinical presentation of
the iliness, the magnitude of the outbreak, and the mode of
transmission in order to determine the best control measures. They
will be continuing to work with FSM [Federated States of Micronesia]
Department of Health, Education, and Social Services, the WHO, .
Institut Pasteur, and t£he CDC.

Cormunicated by:
- Dr. Steve Berger <mnerger@post tau.ac.il>
Dr. Charles H Calisher <calisher@cybercell.net>

[The Zika virus etioclogy in this epidemic appears to be clear, given
the PCR results, although this report does not mention isolation of
the virus. ProMED-mall awaits with interest further results of the
investigations that the Yap Department of Health Services plans to
carry out. ’

A map of Micronesia can be accessed at

<htt§://www,1ib.utexas.edu/mﬁgs/islands oceans poles/micronesia pol89.jpg>.

- Mod.TY)

*okdk ke . B
(2] Africa ' '

Date: Fri 29 Jun 2007 T £
From: Bernard Mondet <bernard.mondet@ifpindia.org> _ %:

The Institut Pasteur / IRD {Institute for Research and Development)

database on viruses in Africa mentions 23 species of mosquitoes

harboring 2ika virus from West Africa countries and provides several
references. Please, look at:

<http://www.pasteur. f:/recherche/banques/CRORA/vlrus/v010189 htm> {in French)

Bernard Mondet

Institut Francais de Pondicherry
CP 33 11, Saint-Louis Street
Pondicherry, 605-001, India

<pernard.mondet@ifpindia.org>

[ProMBED-mail thanks Dr. Mondet for these references, citing the
isolation of Zika virus from mosquitoes ii §enegal, Cote d' Iveire,
the Central African Republic, and Burkina Faso. Most of the isolates
are from various _Aedes_ spp, _FEremapodites spp., and _Mansonia
uniformis_.

This site also lists several references that cover field and
experimenta) work {articles mainly in French). - Mod.TY]

(Y

[see also:
Zika virus outbreak - Micronesia (Yap): susp, RFI 20079627.2063]
.................... sh/lm/ty/mi/lm
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July 206, 2007
Rise in Cases of West Nile May Portend an Epidemic

By DENISE GRADY

The number of West Nile virus cases in the United States is nearly four times what it was a year ago,
meanmg that a ]arge epidemic may be in store, government researchers are reporting.

“It’s certainly a warning sign that we need to be extremely vigilant,” Dr. Lyle Petersen, the director of
the division of vector-borne infectjons at the Centers for Disease Control and Prevention, said

yesterday. “The worst is yet to come.”

The virus, carried by mosquitoes, causes a mild, flu-like illness in 20 percent of thiose infected, and no
symptoms in about 80 percent. In about 1 percent of cases, the illness progresses to a brain infection .
that can be fatal.

Last year, 4,269 cases were reported in the United States, including 1,495 brain infections, and 177
people died. The risk of severe illnesses increases with age.’

So far this year, 122 cases have been reported, with the most in California and the Dakotas At this
time last year, there had been only 33.

The reported cases are just the tip of the iceberg, researchers say. Many infections are never
diagnosed because they were mild and the patient did not see a doctor, or was not tested for the virus.

This year, there have already been 42 brain infections and 3 deaths. This is early in the season, since
90 percent of the cases usually oceur in August and early September It is impossible to predict
whether the trend will continue, Dr. Petersen said, adding that it may be related to “a lot of weird
weather events,” including both the heat waves in the West.and unusual storm patterns in the

Midwest.

If people keep getting infected at the current rate, he said, “we could see the largest epidemic ever.”

The first known case of the disease in the United States occurred in New York City in 1999, and since _

then the virus has spread to every state.

In cases in the past, the virus was transmitted by transfusions and organ transplants, but tests are
now done to protect the blood supply. This year, the tests have found 23 potential blood donors who

were infected.
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