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Figure: Unrooted tree showing the phylogenetic relationships between the sequence
obtained from the YP3 spacer from Justinian sample 202 and that from the genomes of
Yersinia pestis strain CO92 (GenBank accession no. AJ414159), Y. pestis biovar
Medievalis (AE017139), Y. pestis strain Kim (AE013993), and Y. pseudotuberculosis
(BX936398). DNA sequences were aligned by using the ClustalW software, version 1.81
(2). Deletions were considered single events. A distance matrix was constructed by using
the Kimura-2 parameter, and the phylogenetic tree was inferred by using the neighborjoining method in the Mega2 software package. The scale bar represents a 0.5%
nucleotide sequence divergence. Bootstrap values are indicated at the nodes (2).

allows distinction at the species level,
and can be applied directly on clinical
and forensic samples.
The discovery of a unique
sequence is critical to authenticate
results in such controversial areas as
paleomicrobiology (5). Fortunately,
we have identified a unique sequence
that contains several mutations. These
mutations do not exclude this strain
from being Y. pestis (see Figure).
Additionally, we doubt that our conclusions would have been accepted
had we simply used the VNTR,
demonstrating only an amplicon of
the right size on a gel.
In conclusion, our results have
been validated by others. The
sequence is original and, therefore,
authentic. Dr. Vergnaud agrees that
the results we presented did represent
a sequence associated with the
Orientalis biovar. This finding may
end the controversy.
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Pandemic Vibrio
parahaemolyticus
O3:K6, Europe
To the Editor: Vibrio parahaemolyticus is a halophilic member
of the genus Vibrio that inhabits temperate and tropical marine environments worldwide. Strains that produce the thermostable direct
hemolysin or the thermostable direct
hemolysin-related hemolysin, which
are encoded by tdh and trh genes,
respectively, are considered pathogen-

ic. While almost all clinical strains
have these virulence factors, these
strains represent <1% of all environmental strains.
Recently, V. parahaemolyticus
infections have increased globally;
they are usually associated with eating raw or undercooked seafood. V.
parahaemolyticus is the leading cause
of seafood-associated bacterial gastroenteritis in the United States (1)
and causes approximately half of the
foodborne outbreaks in some Asian
countries (2). In 2001, the Scientific
Committee on Veterinary Measures
Relating to Public Health of the
European Commission concluded that
V. parahaemolyticus outbreaks are
rarely reported in Europe (3). Because
the risk of V. parahaemolyticus infection is extremely low in Europe, the
organism has been excluded from the
European Network for Epidemiologic
Surveillance and Control of
Communicable Diseases and from
Microbiologic Surveillance System
for Infectious Gastroenteritis. V. parahaemolyticus is also excluded from
the European applicable microbiologic requirements for shellfish-harvesting areas and ready-to-eat seafood.
However, data obtained after an
exhaustive review of clinical journals
published in Spain and from unreported cases of V. parahaemolyticus infections identified at Spanish hospitals
have shown that V. parahaemolyticus
infections in Spain are more common
than previously assumed. This organism was isolated from patients with
gastroenteritis in Barcelona (1986,
1987, and 1999), Zaragoza (1993),
and Madrid (1998 and 2000). In
Galicia (northwestern Spain) alone,
where most Spanish shellfish are produced, 84 cases of V. parahaemolyticus infection were identified retrospectively from hospital records from
1997 to 2000. A single outbreak of 64
cases in 1999 was associated with
oyster consumption (4). Most Spanish
clinical isolates were serotype
O4:K11, and pulsed-field gel elec-
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trophoresis (PFGE) analysis demonstrated these to be a unique clone distinct from Asian and American clinical strains (5).
In July 2004, a V. parahaemolyticus outbreak of 80 illnesses occurred
in A Coruña, Spain. All the casepatients attended weddings in the
same restaurant. V. parahaemolyticus
was isolated from stool samples of 3
patients. The outbreak isolates were
characterized by serotyping, polymerase chain reaction (PCR) for
species-specific genes (Vp-toxR and
tlh), virulence-related genes (tdh and
trh), and group specific (GS)-PCR (a
PCR method to detect the pandemic
clone). Two isolates belonged to the
serotype O3:K6, while the remaining
isolate was O3:K untypeable. All 3
isolates had the toxR, tlh, and tdh
genes, lacked the trh gene, and were
positive for the GS-PCR assay to
detect pandemic strains. These results
unequivocally linked the outbreak isolates to the O3:K6 pandemic clone of
V. parahaemolyticus. To confirm the
relationship with the pandemic clone,
the outbreak isolates were additionally
subjected to DNA fingerprinting
analyses. PFGE and arbitrarily primed
PCR analyses showed that these isolates exhibited a pattern indistinguishable from those of pandemic strains
from Asia. The epidemiologic investigation associated with the outbreak
identified the boiled crab eaten in the
restaurant as the most probable source
of the infection. Live crabs were
imported to Spain from the United
Kingdom, processed under unhealthy
conditions, and stored at room temperature for several hours before they
were eaten. All the seafood eaten at the
weddings was harvested in Europe,
and no imported food was eaten or
handled in the restaurant.
Pandemic O3:K6 clone of V. parahaemolyticus appeared in Asia around
1996 (6). Since its emergence, it has
accounted for most V. parahaemolyticus infections in Asia. It spread to the
United States in 1998 (7) and more
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recently to Chile (8), where it has
caused hundreds of infections, resulting in the first V. parahaemolyticus
pandemic in history (9). We report the
first evidence that it has been introduced to Europe. The emergence of
this virulent serotype in Europe is a
public health concern and emphasizes
the need to include V. parahaemolyticus in microbiologic surveillance and
reexamine control programs for shellfish-harvesting areas and ready-to-eat
seafood.
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Q Fever and
the US Military
To the Editor: Q fever is a
zoonotic disease caused by the rickettsialike organism Coxiella burnetii.
The disease has a worldwide distribution and can infect many different
species, although cattle, sheep, and
goats are the primary reservoirs (1).
Transmission to humans usually
occurs by inhaling dust or aerosols
from infected animals, and approximately half of infected persons manifest clinical symptoms. In acute Q
fever infection, the 3 main sets of
symptoms are flulike syndrome,
pneumonia, and hepatitis (2,3).
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