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Dengue viral infection is one of the most important public health problems in Thailand.
Laboratory diagnosis is limited by a need to draw blood and pediatric patients are not
happy to cooperate. Our group studied a feasibility of using oral specimens and/or urine for
dengue diagnostics. A pilot study in a handful of patients showed that the virus could be
detected in 30-50% of oral specimens and 80% of urine. This is true even for late febrile
specimens. Sensitivity was comparable or even slightly better than that of serum specimens
in previous studies. As for antibody detection by ELISA, aimost all patients gave positive
results in both saliva and urine specimens. This is related to the fact that late febrile and
postfebrile specimens were employed. In conclusion, oral specimens and urine have a
potential to be used for dengue diagnosis and deserve further research and development

for clinical and epidemiologic applications.
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Methods / Specimens | Sensitivity | Specificity | Positive Negative
predictive value | predictive value
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buccal mucosal cells 33.33% 100.00% 100.00% 50.00%
11/21
RT-PCR using saliva 0/14 cases 11/11 cases 14/24 cases
cases
and buccal cells
52.38% 100.00% 100.00% 58.33%
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Sensitivity | Specificity PPV NPV
Methods / Specimens
(cases/%) | (cases/%) (cases/%) (cases/%)
RT-PCR using 1013 0/18 10/10 18/21
urine - febrile (76.9%) (100%) (100%) (85.7%)
RT-PCR using 30/35 0/18 30/30 cases 18/23 cases
urine — postfebrile 85.7% 100.00% 100.00% 78.3%
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’ffaagﬂ (Conclusions)
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mixed cell lines are used for rapid identification of RV. During winter, dura- geal Ad4 load. This finding may have clinical predictive value and implica-
tion of patient isolation is based on RV detection by cell culture. Failure to tions for prevention of disease spread in this ARD-prevalent environment.
detect RV may lead to nosocomial infections due to early termination of isola-

tion. Typically, SVC for RV are examined at days 2-3 and at 5-10. Informa- - , .

tion reparding optimum time for rapid RV detection using SVC is minimal. 344 Performance Characteristics of a Real-Time RT-PCR Assay for
Our poal was to determine whether SVC with fluorescent antibody staining Respiratory Syncytial Virus Detection

(FAS) was sensitive to detect =95% of detectable RV by day 2 of incubation.
The viral culture logs of the Children’s Hospital Microbiology Dept. of 3 win- ‘;ﬁg%}K.UYI;EV}\}S.’hPhD’ NANCIY \yVRAmHT’ BA and RHODA MORROW,
ters, 2000-2003, were searched to identify RV detected by SVC from naso- Ress fLY; 1 Wy "“g.m"j S"‘“{; e, . . R

pharyngeal aspirates of children. Hep 2 and R-mix (mink lung and A 549) esréx.rda.tor)_' syncytia h‘f;&"“ (de) is a major cause of lower respiratory tract
(Diagnostic Hybrids Inc. Athens, OH) cell lines with FAS (Bartels/Trinity morbidity in young children and immunosuppressed patients. A.n assay that
Biotech, Co Wicklow, Ireland) were used to detect influenza (Alu) A, and B, can accurately and rapidly detect and guantily RSV in clinical samples will
respiratory syncytial virus (RSV), adenovirus (adeno), parainfiuenza (para) 1. facilitate an earlier diagnosis and improve patient management. Current detec-
2,3, and 4 at 2 or 5 days post inoculation. 606 RV were identified during the tion methods rely on labor-intensive and time-consuming viral culture and
study period: RSV-193, flu B-109, fin A-~102, adeno-69, para3-66, para2-30, antigen detection tests, which may lack sensitivity. We have developed a

paral-29, para4-8. 503 (83%) of isolates were detected on day 2. The yield quantitative re?."“me RT-PCR assay for goth RSV-A and RSV-B subtypes
was consistent for each of the 3 yrs. The remaining 103 (17%) RV were de- using primers for a consensus region of the matrix protein gene. An RNA
tecled on day 5: 39 RSV, 22 flu'A, 15 flu B, 13 adeno, 6 para2, 4 paral, 3 control molecule (EXO) was added to each sample before RNA extraction to

exclude falsé negative results due to sample inhibition. Specificity was high,
failed 1o detect approximately 20% of all RSV, flu A, adeno, and para3 iso- with no amplification of‘ten RNA or eight herpes viruses. An RSV subtype-
lates. Also, approximately 14% of all isolates of fiu B, paral and 4 were un- specific real-time RT-PCR assay, using primers that target the polymerase
detected by day 2. Studies are needed to determine if RV detection with FAS gene. was also developed. RT-PCR results of nasal wash samples submitted to
of SVC at days 3 or 4 can increase detection fo =95%. the UW Virology Lab from January through Match, 2003, for detection of
respiratory viruses were compared to those of an RSV fluorescent antibody
direct antigen assay (FA). Among 517 samples tested by both methods, RSV

para3 and | parad. This study demonstrates that SVC with FAS at day 2

— % ol it was detected in 228 (44%) by FA and in 241 (47%) by RT-PCR. The number
342 %&2:51:?“5?? g:ﬁgf‘i g;:é?;i;:mon sy for Retestion of of RSV ranged from 850 to over | billion copies per mL of nasal wash. Two
* (0.4%) samples were positive by FA and negative by RT-PCR. The 15 (2.9%)
JIANGUO WU, PhD, CHARLES LE, NIKKI FREED, ANTHONY samples positive by RT-PCR and negative by FA were confirmed RSV posi-
HAWKSWORTH, MARGARET RYAN and KEVIN RUSSELL. Naval tive with the subtyping assay. The median number of RSV in nasal wash sam-
Health Rescarch Ctr., San Diego, CA ples that were positive by both P'A and RT-PCR was 2.4 X 107 copies/mlL,
Background: Adenoviruses are endemic in the human population, which versus a median of 4.2 X 10" copies/mL for samples pusitive by RT-PCR
cause acute infections in respiratory epithelia. Severe systemic infections can only (P < .00, Mann-Whitney U test). Among positive samples from this
also occur, especially in patients with underlying chronic disease. In the Seattle cohort, 54% were subtype A and 46% were B. This real-time RT-PCR

United States military, adenovirus serotypes 4 and 7 have been responsible for  assay provides a rapid, specific, and highly sensitive alternative for investigat-
significant respiratory morbidity, especially in recruits, Surveillance for adeno-  ing RSV in clinical specimens. Combined with the RSV subtyping assay, it
viral illness has involved culture, neutralization assays, and restriction-enzyme ~ Will, in future studies, provide a better understanding of the relationship be-
analyses — all of which are labor-iniensive. Methods: To address the inherent ~ tween illness severity and the quantity and subtype of virus being shed.
problems associated with classic adenovirus identification and typing methods,

we used a rapid and specific multiplex polymerase chain reaction (PCR) assay . . . o ’ .

to identify adenoviruses in original samples from patients with febrile respira- 345 S'gl?ll y-genm’hve dvf,ml(OB_'ﬂ D}a}%m?sm. og‘l')er?glget!nfecNtlortl 3y a

tory iliness. Adenovirus strains (3, 4, 7, and 21) from the American Type Cul- 4 P ?l“ - 'eve&gq Rm' "’t“." oRTeﬁerie d x[-)acr‘tls{cnpfxgn— :17},";

ture Cotlection were used to confirm specificity of the method. Clinical sam- I" yr?‘erafem d:lnL eﬁc “’? (PB-L st 1 Usi ) % SV LSS,

ples, with positive culture confirmation for serotypes 3, 4, 7, and 21, along euipiggal Blood Leukocyte (RBL); and Hrine Specimens

with several infected tissue culture fluid samples were also tested. 7 original WANLA KULWICHIT, MD, JUTARAT MEKMULLICA. MD, SUNISA
specimens from a recent outbreak at a military training center were tested by KRAJIW. BS, OLARN P’ROMMALIKIT MD, RATSUDA YAPOM, BS
this assay. Results: Our multiplex PCR successfully identified adenovirus se-  pONGPHOB INTARAPRASONG. MD. KESINEE ARUNYINGMONGKOL
rotypes 3. 4,7, and 21. The muhiplex also identified a recent outbreak of ifl- BS. PORNTEP SUANDORK MD’ RANGSUN SITTHICHAL, MD ’
ness as being due to adenovirus serotype 4. Conelusion: This multiplex PCR SAIRUNG SAKDIKUL, BS. APIWAT MUTIRANGURA M]’) CHITSANU
may be valuable in enhancing surveillance tor adenoviral illness in both the PANCHAROEN. MD, USA THISYAKORN. MD Chulalfmgko’rn Univ.
military and civilian communities. It remains important to develop such new Bangkok Thailand and ANANDA NISALAK., MD, Armed Forces Resentoli
PCR testing techniques using original patient specimens. Institute of Medical Science, Bangkok, Thailand !

Background In the past decade, dengue infection has turned itself from a
tropical disease into the most important viral hemorrhagic fever worldwide.
Various PCR protocols have been developed. A major limitation of currently
available methods is the lack of sensitivity in the late febrile and postfebrile

s ! ” . e period, when some patients suffer from severe manifestations. Here, we report
;&g&g hs.Egg&Slgg’SMggb}\,véllti,rh%ee‘%;\l{::);{izglX‘;;Of[;‘{s‘gfig‘L])’th' a sensitive RT-nested PCR for detection of the virus in both blood and urine
Reseatch, Stlver Spring MD: JOEL GAYDOS, MD. MPH D)(/)D Global specimens, in both febrile and convalescent periods. Methods: We have de-
Emerging Infections Su‘rvei!lz‘mce and Responsé System (D;)D—GEIS). Silver veloped an RT-nested PCR, with primers targetting the conserved sequence of

343 Adenovirus Type 4 Viral Loads on Throat and Hand Specimens from
Military Basic Trainces

: . all four dengue serotypes in the 5'-nontransiated region, with the final product
E%%}%A%g B\;JI?I{IJL]I}:ST@:tgygeeygﬁoggﬁgtggfggﬂii Ig?vf: Z size of 102 base pairs. Outer primers were used in the reverse transcription
Spring, MD * : Y W reaction. Sensitivity of the protocol was determined to be 0.01-1.0 PFU/mi for

all four serotypes. Diagnosis of dengue infection was made by standard sero-
logic criteria (hemagglutination inhibition and/or ELISA). Specimens were
obtained cither in the late febrile (N = 17) or after defervescence (N = 38),
and consisted of serum/plasma, PBL, and urine. 18 febrile palticnts from other
aiid viral a6 noLsitited Tof oo ine. C il e < it causes served as negative controls. Results & Discussion: All negative con-
T Tound 99% semstivity and 100% speciclty s PCR tosts. W usid  nls yelded negalive PCLresuls, Detecton of dengue RNA by our RT-PCR
guastitative PCR test (TagMan™ 7700, Perkin Elmer, Boston, MA) to study protocol proved very sensitive in buth febrile and convalescent periods of in-
trainees with ARD. Methods: Throat and hand swabs of patients with cough feetion (Table below): Interestingly, the-vitus could beidetected in uslng g

or sore throat were tested for Ad4 by TagMan®. Daily throat swabs were frequently as in blood (plasma/serum and PBL) specimens, making urine a
studied on trainees on ARD confinement. Objectives: To assess the value of good alternative for dengue virologic diagnosis, given the lessl:p\'aS|ven(’i§§ of
viral loads in predicting clinical course by describing associations between E{;equgnﬂ?c‘cigs.s efpe”"‘.”y for;malll Ch‘lid'e"'.(;rh”? slhoplc{ b?i’ ighly applica-
pharyngeal viral loads, oral temperature and diagnosis of pneumonia; to obtain ¢ 1n both elinical services and molecular epidemiologte studies.

data for developing a hand washing policy by describing viral loads on pa-

Background: Acute Respiratory Disease (ARD) is a leading caus¢ of morbid-
ity in Military Basic Training (BT). Adenovirus Type 4 (Ad4) is the most
common pathogen. With the loss of Ad vaccines, ARD rates in BT increased.
ARD caused by Ad4 and other pathogens cannot be distinguished clinically

tients” hands. Results: Volunteers (184) were enrolled over 6 weeks; 107 _Positive PCRitotal PCR (%) [n varlous spe Imens of dengue patfents
(58%) were men; mean age was 21 years. 110 (60%) were febrile at enroll- Udne  Plasmalseram  PpL  atents with atleast one +ve specimen
ment (mean temperature = 100.3 °F). PCR was done on 441 throat and 132 ) type

hand samples. OF the [84 enrollees, 54% were positive for Add (65% of fe- LateFeb-  10M3  yops sy 213 16117 (94.1%)

brile and 28% of non-febrile patients). The mean viral load on enrollment was ~ Hle {76.9%) (92.3%)

130-million genome copies/throat swab. Viral load and initial oral temperature  pogtfebrite 2095 218 (g7.5%) 2124 33138 (86.8%)

were significantly, positively associated; temperatures on other days were not. (i%lz(/;) (%73% '70)

Most (58%) enrollees with pneumonia were positive for Ad4 (mean viral Total 33/38 (86.8% 49/55 (69:1%

load = 8.9 million genome copies/throat swab). 27.5% of hand swabs were o {83.9%) (86.8%) {89.2%) (60.1%)

Ad4-positive. Ad4 on hands was associated with Ad4 presence on throat
swabs; however, quantitative Ad4 loads were not associated. Conelusions;
Ad4 was identified on patients’ hands, supporting hand washing; however,
more work is needed to determine the clinical importance of hand viral loads.
Patients with Ad4 pneumonia had a lower viral load than other Ad4-positive
patients. A positive association was found for initial temperature and pharyn-
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Methods: The VP7 genes of G9 rotaviruses collected during 1999-2003 in
Belgium were sequenced.To understand the rate at which genetic diversifi-
cation occurs we performed exploratory root-to-tip linear regression between
the time of sampling of each strain and the genetic distance from the root of
the phylogenetic tree constructed. A more accurate estimate for the evolu-
tionary rate was obtained under the maximum likelihood framework. The rate
constancy assumption was tested using the likelihood ratio test.

Resuits: The estimated rate of accumuiation of nucleotide changes in the
rotavirus G8 VP7 gene was calculated to be 2.4 x 10-3 (confidence inter-
vals 1.1 x 10-3 -5.3 x 10-3) nucleotide substitutions/site/year. The Molecular
Clock Hypothesis (MCH) could not be significantly rejected.

" Conclusion: The evolutionary rate we calculated for the rotavirus VP7
genes was in the same range of other rapidly evolving RNA viruses, like the
HA gene of influenza B viruses (1.6 x 10-3 nucleotide substitutions/site/year)
or the env gene of HIV (3.0 x 10-3 nucleotide substitutions/site/year). Our
study reveals that rotaviruses evolve according to a molecular clock on a
small time-scale and that thelr origin might be recent. Further evolutionary
studies should be performed on a larger scale for tracing their more accu-
rate date of origin.

14.016 Diagnosis of Dengue Virus Infection by Detection
of Specific Immunoglobulin in Oral Fluid

P.Suandork', W.Kulwichit!, K.Arunyingmongkol, S. Krajiw', O.
Prommalikit', C. Pancharoen’, A.Nisalak?, U. Thisyakom'. ‘Chulalongkorn
University, Bangkok, Thailand; Armed Forces Research Institute of
Medical Sciences, Bangkok, Thailand

Background: Dengue infection is an important mosquito-borne disease
worldwide. Various tesis have been developed for detection of anti-dengue
immunoglobulin in the serum. The practical problem of serum usage
includes difficulty of venipuncture especially in small children. Oral fluid,
which includes whole saliva and gingival crevicular fluid (GCF)-the transu-
date from capillary bed of gum and teeth, is an alternative clinical specimen
for various vira} immunodiagnosis. We have evaluated whether oral fluid
specimens could be used for the diagnosis of dengue virus infection.

Methods: Serum and oral fluid specimens were collected simultaneous-
ly from children aged between 5-15 years with suspecied dengue virus
infection at acute and convalescent periods. Oral fluid collection was divid-
ed into whole saliva and GCF, which were coilected by Whatman paper and
tested by IgG captured enzyme linked immunosorbent assay (ELISA).Oral
" fluid 1gG levels above the cutoff value were considered diagnostic.
Standard diagnosis was based on serum igM and IgG captured ELISA.
Acute febrile patients with negative dengue serology served as a control
group.

Results: Secondary dengue infection was diagnosed in 21 patients. IgG
was detected in whole saliva and/or GCF in 20 cases, making an overall
sensitivity of 95.24%.None of the control specimens (n=15) contained oral
fluid IgG above the cutoff value, resulting in specificity of 100%.igG levels
detected in whole saliva and GCF correlated weli with that in serum.

Conclusion: Oral fluid is a convenient and non-invasive alternative clini-
cal specimen for the diagnosis of dengue infection.This should be of good
value in epidemiologic studies.

14.017 Polymerase Chain Reaction Diagnosis

for Fungemia

K.Etoh,T.Yoshimuta, J. Honda, M.Hirokawa, R.Fujiki, KNoda, H.
Aizawa. Kurume University School of Medicine, Kurume, Japan

Background: Invasive fungal infection has become a major cause of mor-
bidity and morality in immunocompromised patients. in this study, we
attempted to identify causative agents of fungemia using polymerase chain
reaction (PCR). PCR was performed for diagnosis of fungemia on in vitro
sepsis model.

Methods: In our group, Polymerase Chain Reaction(PCR) using
16SrRNA primers for the diagnosis of Bacterial Infection was established.
Similarly, we produced in vitro fungemia modeland then the PCR using ITS
primers (targeted to conserved sequences 18SrRNA and internal tran-
scribed spacer(ITS)1and ITS2 region.) was performed for diagnosis of

Poster Presentations

fungemia on in vitro fungemia model. Our fungi is used clincal isolates of
Candida parapsolis. We designed fungemia model using healthy volunteer
peripheral blood.Fungal dose was serial dilute 106 -102 organisms in 1mil
of RPMI1640.Each 100 | of them were injected 7mi of the blood in EDTA-
disodium spitz.Serial dilute fungemia model is completed.DNA extraction
from the model was performed using the KingFisher®ml robotic magnetic
particle processor (Thermo Labsystems Co.Lid., Helsinki, Finland). PCR
products were analyzed with an microchip electrophoresis (ME) instrument
(model SV1200; Hitachi Electronics Engineering Co. Ltd., Tokyo, Japan).
The stainings were performed on the same models. We compared the
above examinations with PCR on characters and sensitivity.

Results and Conclusion: Comparison sensitivity in May-Glemsa stain-
ing and PCR, May-Giemsa staining detected the phagocytosis up to the
ratio of 1000:1 (granulocyte:fungus).On the other hand, PCR was positive
up to the ratio of 100000:1 (granulocyte:fungus). Therefore, we confirmed
that PCR was 100 times more sensitive than May-Giemsa (or Gram) stain-
ing. Our results also demonstrated that PCR is highly specific, can be
applied for clinical diagnosis of fungemia.

14.018 Detection of Urinary Antibody as a Tool for

i Diagnosis of Dengue Infection

0. Prommalikit', W.Kulwichi?, K.Arunyingmongkol, S. Krajiw?, P.
Suandorl?, J. PupaibooP, N. Jaimchariyatam?, C.Pancharoen?, A.Nisalak’,
U. Thisyakorn?. 'Srinakharinwirot University, Bangkok, Thailand,
*Chulalongkorn University, Bangkok, Thailand; *Armed Forces Research
Institute of Medical Sciences, Bangkok, Thailand

Background: Routine diagnosis of dengue infection is based on clinical
manifestations and antibody detection in serum. However, the collection of
blood samples from young children could be problematic. This study was
conducted in order to evaluate the potential of urine as an alternative spec-
imen for diagnosis of dengue infection.

Methods: Patients who were clinically suspected as dengue infection and
were admitted to King Chulalongkorn Memorial Hospital between August to
October 2003 were enrolled. Diagnosis of dengue infection was based on
the standard serum ELISA assay. Urine samples were collected on the first
day of admission, the day of defervescence, and the day of follow-up (1-2
weeks after discharge).The presence of dengue IgG in urine was detected
by an ELISA assay. Acute febrile patients with negative dengue serology
served as a control group The cutoff value of 20 ELISA units was based on
1gG levels present in dengue and negative contro! specimens.

Resuits: We enrolled 22 pediatric and adult patients with secondary
dengue infection.There were 10 males and 12 females. Urine dengue igG
over 20 ELISA units was detected in all dengue cases, making an overall
sensitivity of 100% while no patients in the control group (n = 12) showed
a significant elevation of urine dengue antibody (urinary dengue igG less
than 10 ELISA units), with the specificity of 100%.Detection of dengue by
urine ELISA proved very sensitive in the day of defervescence and day of
follow-up (94.12% and 100% respectively). Urinary IgG levels correlated
well with serum ELISA titers.

Conclusion: Urine dengue antibody test is useful for the diagnosis of
dengue infection.Urine specimen collection is convenient, and non-invasive.

14.019 Detection and Monitorization of Active

Cytomegalovirus (CMV) and Human Herpesvirus 6
(HHV-6) Infection by Antigenemia in Liver
Transplantation Patients

A.Sampaio;. S. Bonon, E. Patrocinio, M.Soki, R.Stucchi, F. Costa, V.
Silva, L.Leonardi, l.Santana Ferreira Boin, S.C.B. Costa.Unicamp,
Campinas, Brazil

Cytomegalovirus is the main pathogen of liver transplantation (LT) patients.
During immunossuppression, the patients require rigorous clinical and lab-
oratory monitoring to prevent or treat opportunist agents such as CMV and
HHV-6. Rapid tests such as antigenemia and nested PCR are currently
used for this purpose. The objective of this study was to monitor Liver
Transplant patients for active CMV and HHV-6 infection after transplanta-
tion. Seventeen patients were monitored. The follow-up to detect active
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tested: 35 control sera, 50 specimens from women with acute
infection, 51 serum samples from women with recent
vaccination, 100 serum samples with long persisting IgM, 5
sequential sera from a woman with preconceptional
vaccination, 10 sera from women with reinfection in
pregnancy after vaccination, and 50 serum samples without
IgM from women with past infection or vaccination. To
evaluate the performance of this novel VIDAS Rubella IgG
avidity test we compared it with the diethylamine
denaturation (DEA) procedure used in an in-house version
of the laboratory Enders since 1998.

Results: Our results show that the bioMerieux test is easy to
use, and that an avidity index higher than 40% allows the
exclusion of a recent infection or vaccination: <20% indicates
acute infection or recent vaccination during the last 2 months,
20-40% is considered borderline, and >40% indicates past
infection or previous vaccination.
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need of a strong experience for the interpretation of the result.
The evaluation of CMV DNA by quantitative Polymerase Chain
Reaction (PCR) has been introduced for monitoring CMV
infection but standardization of the techniques is essential for
the clinical interpretation of its results. The recently introduced
real-time PCR (RT-PCR) is aimed to offer a more reliable and
standardized method than the end-point PCR (EP-PCR) for
evaluating CMV dynamic.

Specific aim: The aim of the study was to compare the pp65-
antigenaemia with two PCR systems working on peripheral
blood leukocytes (PBL): the EP Cobas Amplicor Monitor (Roche,
Brachburg, NY, US, detection limit: 100 copies/1 milion PBL)
and the RT-PCR CMV (Amplimedical, Buttigliera, To, I,
detection limit 100 copies/500,000 PBL). PCR results were
referred as Logl0/genome/500,000 cells. PBL (n = 158) from
32 solid organ transplanted patients (pts) with CMV infection
(20/32 pre-emptive treated with ganciclovir and 12/32 not on
therapy due level of pp65 < 30/200,000 PBL) were studied. A
pannel of 58 negative specimens by a reference nested-PCR test
(10 copies/500,000 PBL) was used to establish the specificity of
the EP-and RT-PCRs.

Results: A good correlation was found between pp65 test and
both EP-PCR (R2 = 0.88) and RT-PCR (R2 = 0.87) as well as
between the two PCR methods (R2 =0.76). A significantly
higher DNA level was shown in pre-emptive treated pts (RT-
PCR median value 3.8 Logs, EP-PCR 3.9 Logs) than in pts not
on therapy (RT-PCR: 2.9 Logs, EP-PCR: 2.1 Logs: p < 0.0001
for both the two PCRs). Specificity was 98.3% for RT-PCR and
91.5% for the EP-PCR. Sensitivity of RT-PCR and EP-PCR
were 100% and 29%, respectively, as tested with 10 copies of
a known amount of the reference AD169 strain. In conclusion,
our study shows that RT-PCR for CMV DNA quantitation is a
highly sensitive and specific tool with a much lower
turnaround time (3 hours) than EP-PCR (7 hours) allowing a
rapid and early diagnosis of CMV infection in transplanted

pts.

0143

Conclusion: This new VIDAS rubella IgG avidity assay is a /]Diagnosis of dengue infection by reverse

rapid (50 min), reproducible test with very good performance
and is of considerable practical value for decisionl on the need of
prenatal diagnosis, to avoid requesting too many follow up sera
and, most important, in preventing unnecessary termination of
pregnancy.

0142

Quantitation of cytomegalovirus DNA by real-
time polymerase chain reaction in the blood of
solid organ transplanted patients: comparison

with end-point PCR and pp65-antigen assay
T. Allice, M. Enrietto, F. Pittaluga, S. Varetto, V. Ghisetti
(Turin, I)

Background: Cytomegalovirus (CMV) infection is an important
cause of morbidity in solid organ recipients. Early markers to
identify infection progress are required in order to apply a
strategy of pre-emptive therapy whose efficacy relies on
accurate laboratory tests to monitor CMV infection. The pp65-
antigen test (antigenaemia) is the gold standard for the early
identification of CMV infection but the technique is time-
consuming with some pitfalls like long hands-on time and the
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transcription-nested polymerase chain reaction
and enzyme linked immunosorbent assay using

whole blood stored on filter paper

N. Jaimchariyatam, J. Pupaibool, 5. Krajiw,

K. Arunyingmongkol, P. Suandork, O. Prommalikit, R. Sittichai,
A. Nisalak, C. Pancharoen, U. Thisyakorn,

W. Kulwichit (Bangkok, TH)

Objectives: Dengue infection has emerged as a global public
health problem. PCR and ELISA are used for diagnosis. We
evaluated utilities of PCR and ELISA performed on dried blood
spots on filter paper for dengue diagnosis in acute febrile
patients.

Methods: A descriptive observational study was conducted in
acute febrile pediatric and adult patients at King
Chulalongkorn Memorial Hospital, between June 2003 to
April” 2004. Diagnosis of dengue infection was based on
standard serum ELISA assay. Patients tested negative by
serum ELISA served as controls. Whole blood (WB) was
collected on the first day of admission and again 1-2 weeks
after discharge. Dried blood spots were stored on filter paper
which was kept at 4 degrees for at least 10 days before
testing. Reverse transcription-nested polymerase chain
reaction (RT-nested PCR) and ELISA were performed on
extracts from the spots. Blood spots with IgM over 40 units
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and IgM/IgG ratio over 1.8 were considered primary infection
cases. Spots with IgG over 100 units were considered
secondary cases.

Resuits: We enrolled 102 patients with dengue infection
(6 primary and 96 secondary cases) and 33 patients with
other infectious diseases. Dried blood spots from 134 patients
(101 cases and 33 controls) were tested by ELISA, and from
80 patients (65 cases and 15 controls) for RT-nested PCR.
Positive RT-nested PCR was found in 43 of 65 dengue cases
(4 in 5 of primary cases and 39 in 60 of secondary cases) and
one of 15 control cases (sensitivity 80% and 65%, specificity
93.33% and 93.33%, positive predictive value (PPV) 97.5%
and 97.73%, negative predictive value (NPV) 93.33% and
40% for primary and secondary cases, respectively). Positive
ELISA was detected in all dengue and none of control cases
(Table).

Controls
+ve/total (%)

Primary cases
+ve/total (%)

Secondary cases
+ve/total (%)

Biood spot ELISA
Blood spot PCR

6/6 (100)
4/5 (80)

95/95 (100)
39/60 (65)

0/33 (0)
1/15(6.7}

Conclusions: RT-nested PCR and ELISA using dried blood
spots on filter paper appear to be of diagnostic value for dengue
infections. This would prove especially useful in certain areas
where immediate laboratory testing is not available. In addition,
molecular epidemiologic studies could also be performed in
positive-PCR specimens.

0144

Shorter time to identification of pathogens in
positive blood cultures by FISH in routine
practice

R.P.H. Peters, P.H.M. Savelkoul, A.M. Simoons-Smit,

S.A. Danner, CM.].E. Vandenbroucke-Grauls, M.A. van
Agtmael (Amsterdam, NL)

Objectives: Evaluation of the effects on turnaround time and
clinical management of routine implementation of fluorescent in
situ hybridisation (FISH) for identification of pathogens from
positive blood cultures.

Methods: FISH was performed on growth-positive blood
culture fluids simultaneously to conventional identification.
A selection of probes was used that should identify >95% of
" pathogens most commonly found in blood cultures. To
determine the clinical impact of FISH identification, results
and time points were compared between conventional
identification and FISH.

Results: One-hundred and fifty blood cultures were included.
FISH allowed identification of 117 pathogens (78%) at the species
level (table 1). For pathogens identified at the genus level or with
eubacterial probes no species specific probes are available,
including Enterobacter cloacae and Proteus mirabilis. Identi-
fication was suboptimal in 3 cases: 2 with Staphylococcus aureus
that were identified as Staphylococcus species and 1 with
Escherichia coli that was identified as a lactose fermenting rod.
In 8 cases no micro-organisms were found with Gram-stain and
FISH. Average time to identification with FISH was 3.5 hours for
gram-negative and 4 hours for gram-positive organisms.
Compared to preliminary identification (coagulase, optochine,
oxidase) FISH results were available 70 minutes earlier
(p < 0.001); for definite conventional identification ime gain
was approximately 16 hours (p < 0.001).

Conclusion: Identification by FISH correlates well with
conventional culture identification. In three cases identification

Table 1. Maximum level of identification of pathogens identified
in culture (n = 148)

Pathogen in culture Total Species Genus Eubacterial
Gram-positive

Coagulase negative staphylococci 71 71 -
Staphylococeus aureus 14 12 2 -
Streptococcus pheumonine 2 2 = =
Streptococcus pyogenes 1 1 - -
Enterococcus faecalis 2 2 - -
Enteracoccus faecum 1 1 A -
Other 11 - 8 3
Gram-negative

Escherichia cali 14 13 =

Klebsiella pneumoniae 5 5 o

Pseudontonas aeruginosa 5 5 - -
Enlerobacter cloacae 6 - = 6
Proteus mirabilis 4 - = 4
Other 8 - 8
Yeast

Candida albicans 3 3

Candida tropicalis 1 1 -

Total 148 116 10 22

NB. Two pathogens were identified in 6 blood cultures

with FISH was suboptimal because of difficult interpretation of
fluorescence due to the presence of large amounts of protein and
cells. The panel of probes should be extended to permit
identification of >95% of pathogens; based on the results from
our study probes for Enterobacter cloacae and Proteus mirabilis
would be of interest. FISH allows faster identification compared to
conventional methods in a routine setting. This can be especially
useful for blood cultures that are growth-positive in the afternoon.
For these, FISH results will be available the same day with
treatment benefits for the patient, whereas conventional iden-
tification will require overnight incubation. If the turnaround
time of the FISH procedure could be further decreased and the
panel of probes extended, FISH would provide a valuable
diagnostic improvement to the microbiological laboratory.

0145

Detection of Salmonella antibodies by flagella-
based ELISA has potential for diagnosis of acute
gastroenteritis

T. Dalby, M. Strid, K.A. Krogfelt (Copenhagen, DK)

Objectives: Diagnosis of human gastrointestinal salmonellosis
is traditionally done by fecal culturing and agglutination assays.
An automatized ELISA is an obvious candidate for a more
reliable, fast and easy method of diagnosis. An indirect ELISA
employing repolymerized flagella antigens was developed and
evaluated,

Methods: Two automatized indirect ELISAs employing
re-polymerized Salmonella flagelln were developed; H:gml]
flagella respectively H:[i:1,2] flagella were used. Both IgA, IgM
and IgG antibodies were detected. Sera from 153 Danish patients
diagnosed with infection by Salmonella enteritidis (SE) and from
150 Danish patients diagnosed with infection by Salmonella
typhimurium (ST) were obtained and analysed. Most patients
delivered blood-samples at approximately one, three and six
months after onset of salmonellosis. Cut-off values were
determined as the 90 percentile when analysing sera from
more than 100 healthy, Danish blood-donors.

Results: The developed ELISAs proved reliable, and at approx.
one month after onset of salmonellosis, anti-flagella antibodies
were detected with 70% of the SE-patients and 77% of the
ST-patients; in comparison, a combined O- and H-agglutination
assay detected only 44% of the SE-patients and 8% of the
ST-patients. Three months after onset of salmonellosis, just 46%
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An in vitro assay for flavivirus NS2B/NS3 serine
protease

M. Bessaud, C.N. Peyrefitte, B. Pastorino, M. Grandadam,

H.J. Tolou (Marseille, F)

.Objectives: The genus Flavivirus comprises more than 70
viruses. Many of them cause severe human diseases. The
genome of flavivirus, a single strand RNA molecule with
positive polarity, is translated into a large polyprotein that is
processed into structural and non-structural proteins by both
viral and cellular proteases. The virus-encoded protease is a
binary complex constituted by the NS3 protein and its co-factor,
NS2B. As the viral protease plays a critical role in the virus
replication cycle, it represents one of the main targets for
antiviral therapy against members of the Flavivirus genus.The
aim of this study was to develop an in vitro assay using the
protease of several flaviviruses belonging to different groups in
order to characterize their enzymatic properties, such as tem-
perature, pH and salt-sensitivity and substrate specificity. |

Methods: Sequences encoding the viral proteinase were located
on the genome of 8 flaviviruses. NS2B/NS3 proteinase were
expressed as hexahistidine-tagged recombinant proteins and
then purified by immobilized-metal affinity chromatography.
Their enzymatic properties were characterized in vitro using
BAPNA, a chromogenic substrate for trypsin-like proteases.

Results: The protease moiety of the 8 flaviviruses were suc-
cessfully produced and purified. 5 of them exhibited activity

towards BAPNA. Effect of temperature, ionic strength and pH

on enzymatic activity were determined. Our results suggest that
the hydrophilic domain of NS2B is necessary for proteolytic
activity.
Conclusion: The system we developed will allow us to estab-
lish a screening test so as to identify or to design inhibitors
"active as antiviral drugs against one or more pathogenic
flaviviruses. The lack of activity of 3 of the 8 proteases we
assayed could indicate slight differences in flaviviral proteases’
selectivity and activity.

P1620

Diagnosis of dengue infection by enzyme-linked
immunosorbent assay and reverse transcription-
nested polymerase chain reaction from dried

urine spots on filter paper

J. Pupaibool, N. Jaimchariyatam, S. Krajiw,

K. Arunyingmongkol, P. Suandork, O. Prommalikit, R. Sittichai,
A. Nisalak, C. Pancharoen, U. Thisyakorn,

W. Kulwichit (Bangkok, TH)

Objectives: Polymerase chain reaction (PCR) and enzyme-
linked immunosorbent assay (ELISA) from serum are used for
diagnosis of dengue infection. However, in certain areas of the
world, these are not readily available. Storage of specimens on
filter paper to be tested later at a centre is an attractive way to
confirm a clinical diagnosis or for an epidemiologic study. We
performed a pilot study to see if urine spots on filter paper can
be used for dengue diagnosis.

Methods: Adults and children adinitted to King Chulalongkorn
Memorial Hospital suspected of dengue infection were enrolled.
" Final diagnosis of dengue infection was based on the standard
serum ELISA assay. Patients with negative serology served as
controls, Urine specimens were collected twice, 5 days to
3 weeks apart, spotted on filter paper and stored at 4 degrees
for a minimum of 10 days before testing. RT-nested PCR and

ELISA were performed on extracts from the spots. Our ELISA
criteria for urine were single IgM > 10 units for primary dengue
infection or single IgG > 10 units or 2-fold increase in IgG titer
with the second titer >10 units for secondary dengue infection.
Results: 139 patients were enrolled. 64 and 71 specimens were
analysed by RT-PCR and ELISA, respectively. The results are
summarised in the Table:

Pattents

Method  Adult Children  Sensitivity Specificity PPV NPY

RT-PCR 36 28
ELISA 25 £

21/51 cases 41.18%  11/13 cases B4.62%  21/23 cases 91.30% 11741 cases 26.83%
49/60 cases 81.67%  10/11 coses 90.91%  49/50 cases 93.00%  10/21 cases 47.62%

If 3 primary dengue cases were excluded, the sensitivity of
ELISA for secondary cases were 84.21%.

Conclusions: This is the first study using dried urine samples
on filter paper for dengue diagnosis. In this study, fresh urine
was spotted onto filter paper in the laboratory, and cross
contamination was possible. Realistically, this process would be
done on a near-patient basis with vastly lower likelihood of such
contamination and thus better results of RT-PCR. Collection of
urine is less invasive than that of blood and is especially suitable
for children. This method would be highly applicable in
epidemiologic studies, such as during dengue outbreaks. Due
to a low number of primary cases in an endemic area such as
Thailand, a study elsewhere is needed to assess the utility of
urine spots in such cases.

P1621

A rapid sequencing based prototype assay for
detection of high risk HPV strains in cervical
samples

N. Marlowe, R. Bruce, M. Owens, T. White,

M. Zoccoli (Alameda, LISA)

Background: Human papillomavirus (HPV) is one of the most
common causes of sexually transmitted diseases resulting in an
estimated 288,000 deaths yearly from cervical cancer worldwide.
Of more than 30 types found in the anogenital tract, at least 13
are considered high risk (HR), as they are significantly associ-
ated with progression to invasive cervical cancer, In an effort to
accommodate high throughput screening for HR HPV types, we
recently developed a prototype HPV assay using a Single Base
Dye Primer Profiling (SBDPP) approach. In the present study,
we evaluate prototype assay performance on 74 patient samples.
Objective: To evaluate SBDPP assay for the detection of HR
HPV strains in cervical samples.

Methods: Genomic DNA purified from 74 retrospective cervical
samples was used for this feasibility study. Fifty-four out of 74
were previously typed successfully with the Digene Hybrid
Capture® 2 (HC2) assay. The remaining 20 samples yielded
inconclusive results with the HC2 assay. Using consensus PCR
primer sequences conserved among HPV types, a fragment of
the L1 region was amplified in the presence of an intercalating
dye. HPV-positive samples were identified by amplification Ct
values and dissociation curve melting profiles, sequenced with a
rapid SBDPP protocol and analysed on the ABI PRISM® 3100
Genetic Analyzer. HR HPV types were identified by their
unique single base distribution profiles.

Results: The presence of HR HPV types was determined in 28/
74 clinical samples using the SBDPP assay. HPV types were
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Episode 1: A pregnant woman with thirty-eight week of
gestation was hospitalized in obstetrics clinic with the
complaints of fever, malaise, and severe vaginal bleeding. On
admission, white blood cell count was 6700/mm®>, haemoglobin
was 11.5 g/L, platelet count was 8 000/mm>. The level of AST
was 591 IU, ALT 163 IU, lactate dehydrogenase 1079 IU, and
creatinin phosphokinase 2132 IU. The baby was delivered by
cesarean section. In serum CCHF IgM was positive by ELISA,
and per oral ribavirin was administered after delivery. At the
first day of delivery, the clinical and laboratory of findings of the
baby were found to be normal. However, on his 5th day, he died
because of massive bleeding. His CCHF IgM was found to be
negative.

Episode 2: A pregnant woman with 19 week of gestation was
admitted to the hospital. Her complaints were fever, malaise,
headache, myalgia, nausea, vomiting, diarrhoea, and
subconjuntival bleeding. In her laboratory investigation, white
blood cell count was 3400/mm?®, haemoglobin level was 10.4 g/1
and platelet count was 53000/mm®. The level of AST was
813 TU, ALT 539 IU, and LDH 741 IU. In her serological analysis
CCHF IgM and CCHF virus -PCR was found to be positive. At
the twenty six week of gestation in obstetric ultrasound, fetal
intraabdominal fluid was visualized and amniocentesis was
performed. In serological analysis of amniotic fluid CCHFV-
PCR was found to be negative. Intraabdominal fluid had
increased and scrotal edema was visualized at thirty eighth
weeks of the gestation. After her vaginal delivery, baby was
severely ill and was operated with the diagnosis of necrotizing
enterocolitis. His Iaboratory findings were normal except high
white blood cell count. On his fifth day, thrombocytopenia
occurred and he died because of massive bleeding. His CCHF
IgM and PCR were negative.

Conclusion: To our knowledge, these are the first episodes of
intrauterine CCHF infection. These episodes show that CCHFV
can transmit through placenta. Obstetricians in endemic
countries should consider CCHF infection among the patients
with massive bleeding and thrombocytopenia.

P1666

The attack and the infection rate of Crimean-
Congo haemorrhagic fever virus infection in an
endemic region

O. Ergonul, H. Zeller, S. Menekse, A. Celikbas, S. Eren,

N. Baykam, B. Dokuzoguz (Ankara, TR; Lyon, FR)

Objective: To detect the asymptomatic Crimean Congo
Hemorrhagic Fever Virus (CCHFV) infections in an endemic
area, and calculate the attack and the infection rate.

Methods: The study was performed in a CCHF endemic region.
The household members of the index cases were screened for
CCHFV IgG and IgM by ELISA. The data related to risk
exposure were obtained by a structured form.

Results: Eleven index cases were admitted to the clinic, 45

patients had positive IgM or PCR for CCHFV. Among the
household members, three individuals had IgG positivity (%),
and only one patient had IgM positivity. None of the screened
individuals had symptoms. The mean age was 28 (sd 17), and
52% of the subjects were female. Tick bite was detected a risk
factor (p = 0.040) for CCHYV infection, whereas patient care and
contact with body fluids of the patients were not (p > 0.05).
Eighteen patients had the history of tick bite, and 8 became
infected (44%), and five (27%) became ill. Among the infected
eight individuals, five became ill (63%).

household members of these cases were screened. All the index /%1668
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Conclusion: Although we consider that some of the patients do
not notice tick bite, we can still suggest that the infectjon rate of
the virus is rather high compared to similar diseases. Tick bite is
the major risk factor, in comparison to exposure to blood and
body fluids of the infected cases.

P1667

Dengue virus infections in children and
adolescents

B. Larr Martinez, E. Quiroz, M. Castrejon de Wong, E. Castafio
Guerra, J. Nieto, O. Saldana de Suman, D. Estripeaut Calderon,
X. Séez-Llorens (Madrid, ES; Panama, PA)

Objectives: Study the prevalence of dengue virus infection on
children in Panama and describe their clinical features.
Methods: We reviewed all the reports of dengue virus infection
from January 2000 to August 2005. Epidemiological and clinical
dates were recorded. Diagnosis was made with positive IgM
antibody test or increase in serum IgG, 5 days after onset of
symptoms or culture of the virus in the first fifth days of illness.
Results: 457 children were included in our study. Distribution
according sex was: 57.6% female and 42.4% male. Median of age
was 13 years (IQR =6). During the follow-up study we
recorded 2 years when the number of cases increased. The
distribution of cases among the study was: 8.4% in 2000, 33.9%
in 2001, 20.9% in 2002, 6.6% in 2003, 7.0% in 2004 and 23.1% in
2005. The proportion of paediatric patients also varied from;
11.9% in 2000, 9.6% in 2001, 12.4% in 2002, 9.7% in 003, 7.8% in
2004 and 4.4% in 2005. In Panama City we recorded 65.3% of the
infants. We detected an increase in the number of patients in the
rain season, from May till November. The mean of days between
the onset of symptoms and the first blood sample was 6.3 days
(DS: 6.7) A second sample was obtained in 23.6% of our infants
with an average time of 10.1 days (DS: 7.4). The frequency of
classical symptoms related to dengue virus infection was: fever
(95.2%), severe headache (74.2%), chill (65.9%) rash (63.5%),
myalgia (51.9%), retro-orbital pain (51.6%), arthralgia (43.3%),
gastrointestinal symptoms (37.4%), inflamed pharynx (26.7%),
cough (26.5%), mild respiratory symptoms (18.6%) and
diarrhoea (10.7%). In our infants the symptoms which were
detected first were; fever, severe headache, chill, myalgia, retro-
orbital pain, arthralgia, mild respiratory symptoms, cough and
inflamed pharynx. We did not observed differences on clinical
features between girls and boys. However, we detected detected
significative differences among symptoms when we compared
infants who were <5 years old with those who were older
(p < 0.005). Four of our patients died because of dengue
hemorrhagic fever.

Conclusion: Dengue is endemic in Panama as in most tropical
countries and is one of the worlds major emerging infectious
disease. More data about this illness are needed to elaborate
sanitary programmes which contribute to control this infection.

iagnosis of dengue infection by enzyme-linked
immunosorbent assay and reverse transcription-
polymerase chain reaction from oral specimens
J. Pupaibool, S. Krajiw, K. Arunyingmongkol, A. Nisalak,
C. Pancharoen, U. Thisyakorn, W. Kulwichit (Bangkok, TH)

Objectives: Dengue fever is among one of the major emerging
infectious diseases. Polymerase chain reaction (PCR) and
enzyme-linked immunosorbent assay (ELISA) using non-blood
samples are of diagnostic value for various infections including
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dengue. Salivary ELISA has been shown by various
investigators to be useful for dengue diagnosis. We sought to
perform a pilot evaluation of diagnostic value of ELISA and PCR
of oral brushes and saliva for dengue diagnosis in adults.
Methods: Adults with acute fever and suspected of dengue
infection admitted to our university hospital were enrolled.
Dengue diagnosis was made by standard ELISA using serum or
plasma. Patients with negative ELISA served as controls. Buccal
mucosal cells were collected for RT-PCR and saliva for both RT-
PCR and ELISA at least twice, 7-14 days apart. Our ELISA
criteria for saliva were single IgM > 20 units or single
IgG > 60 units or 2-fold increase in IgG titre with the second
titre >40 units for secondary dengue infection. Criteria for
primary dengue infection were the same as secondary infection
plus IgM:IgG ratio of over 1.8.

Results: 23 cases and 16 controls were enrolled. Our country is
endemic for dengue and thus there was no primary dengue
adult case in this study. As the study was performed in
hospitalized patients, most of the first samples were collected
one day before or on the day of defervescence. The specificities
of either methods and the sensitivity of ELISA method for saliva
were 100%. Sensitivities were approximately 32-33% for RT-
PCR using buccal cells or saliva specimens. However, a
combination of RT-PCR results for both types of oral
specimens gave a sensitivity of 52%. The results are
summarised in the table.

Msthads / Spacimens | Sensitivity | Specificity Positive Negative
prediclive value | prediclive value
RT-PCR uging 7722 cagss | 1BfiGcasen T cases 1631 casen
buccal mucosal cells 3.62% 100100% 100.00%. 51.61%
RT-PCR using Trii casos | 141k cases T cases 14726 cases
saliva 33.33% 100.00% 100.00% 53.85%
RT-PCR vsing saliva 11/21 cases | 14/14 cases 11T cases 14724 cases
and bisccal cslls 5238% | 100.00% 100.00% 533%
ELISA using 2323 cases 18/16 23723 cases 16/16 cases
sallva 100.00% | 100.00% 100.00% 100.00%

Conclusions: Collection of oral specimens is less invasive and
may be more acceptable in certain situations. A single, acute
specimen is adequate for diagnosis by RT-PCR. Our specimens,
however, were collected late in the course of illness which
affected the sensitivity of RT-PCR’s. Earlier specimens may give
a better yield. A study in paediatric patients is needed to assess
the value of these methods for primary dengue infection.

P1669

Serologic evidence for Hantaviruses in the
northern and eastern Tyrol (Austria) and the

southern Tyrol (Italy)

G. Walder, A. Lanthaler, ]. Simeoni, G. Morosetti, D. Schonitzer,
O. Prinoth, M.P. Dierich, P. Kreidl (Innsbruck, AT; Meran, Bozen,
IT) i

Objective: The aim of this study was to assess the proportion of
seropositives against Hanlaviruses among healthy blood
donors.

Methods: 1607 volunteer donors were recruited by the institute
of transfusion medicine, representing the demographic situation
in the Tyrol regarding gender and residence. Sera were tested
for IgG with a commercially available ELISA. Positive samples
were confirmed by a commercially available dot blot which was
also used for identification of the serovar,

Setting: The study area comprises North Tyrol (Austria, north
of the main ridge of the Alps), South Tyrol (Italy) and East Tyrol
(Austria, both south of the main ridge of the Alps). South Tyrol
belongs to the catchment area of the Etsch river, which drains

2006 Clinical Microbiology and Infection, Volume 12, Supplement 4
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into the Adriatic, while North- and East Tyrol are part of the
catchment area of the Danube, which drains to the black sea.
Results: None of 617 samples from the Italian part of the study
area yielded a positive result, wherein 7 of 988 donors of the
Austrian part turned out to be seropositive. Two patients were
positive for Hantaan, 3 patients were positive for Puumala, one
patient was positive for Dobrava and one patient had antibodies
against Hantaan and Dobrava. Only one of those patients
reported extensive travelling abroad.

Conclusions: Evidence was found for the occurrence of
Hantaviruses in the Austrian part of the region covering the
catchment area of the Danube, but not in the Italian part of the
study area covering the catchment area of the Etsch river.
Seropositivity to Hantaviruses differs by hydrogeographic
areas.

P1670

Molecular characterisation of a pantropic variant
of canine coronavirus

N. Decaro, V. Martella, G. Elia, M. Campolo, C. Desario,

M. Tempesta, C. Buonavoglia (Valenzano, IT)

Objectives: Canine coronavirus (CCoV) is an enveloped, single-
stranded RNA virus, belonging to group I coronaviruses within
the family Coronaviridae. Two different CCoV genotypes have
been recognised, that are designated CCoVs type I and type II
on the basis of their genetic relatedness to feline coronaviruses
(FCoVs) type I and type II, respectively. CCoV is usually
responsible for mild, self-limiting infections restricted to the
enteric tract. We report the molecular characterisation of a
pantropic variant of CCoV that caused fatal disease in pups.
Methods: CCoV type II strain CB/05 was isolated from an
outbreak of fatal disease affecting seven dogs housed in a pet
shop in Apulia region, Italy and characterised by fever, lethargy,
inappetance, vomiting, haemorrhagic diarrhoea, neurological
signs, and severe lesions in the parenchymatous organs. In all
tissues, CCoV antigen was detected by immunoistochemistry
and CCoV type Il RNA was identified by genotype-specific real-
time RT-PCR. The 3’ end of the genome of strain CB/05 was
determined by amplification of seven partially overlapping
fragments. The PCR-amplified products were subjected to direct
sequencing and the obtained nucleotide (nt) sequences were
assembled and analysed using the BioEdit software package and
the NCBI’s and EMBL’s analysis tools. GenBank accession
number DQ112226 was assigned to the sequenced 8.7-kb
fragment, The inferred amino acid sequences (aa) were
compared to the analogous proteins available in the online
databases. ;

Results: The structural proteins S, E, M, N of strain CB/05
displayed a high degree of aa identity to the cognate ORFs of
CCoV type II, although the S protein showed the highest
identity to type Il FCoVs. While the nonstructural protein (nsp)
3a had the same length of known CCoVs, the nsp3b was 49-aa
shorter than expected due to the presence of a 38-nt deletion at
position 4704 and to a frame shift in the sequence downstream
the deletion that introduced an early stop codon.

Conclusions: Association of strain CB/05 to a severe, fatal
disease of dogs, together with virus isolation from organs with
remarkable lesions, strongly suggests that this virus has
changed the tropism, acquiring the ability to spread from the
enteric tract to the internal organs. By sequence analysis of the
viral genome, the only striking change was the truncated form of
nsp3b, but the role of the deletion in the ORF3b in determining
the patho-biological change deserves more in-depth
investigation.
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Complete ptosis caused by dengue fever

Jan Bronnert, Charan Malthotra, Ketchai Svavansri, Rekha Hanvesakul, Wanla Kulwichit, Henry Wilde

In March, 2005, a 56-year-old German expatriate living
in Bangkok, was admitted because of a 1 day history of
high fever with chills. He also noted that he could not
open his right eye. He had just come back from a 2 week
business trip to Sri Lanka. On examination he had a
faint non-pruritic erythematous macular rash on his
chest and back, a complete ptosis of the right eye (with
pupil sparing), and minor weakness of his left hand grip
(4/5). Over the next few days he developed recurrent
fever with peaks up to 38-8°C, and had a pulse rate of
80 bpm, leucopenia (1-69X10°/L) with mild relative
lymphocytosis, atypical lymphocytes, a slightly low
platelet count (108X10°/L), and slightly high concen-
trations of aspartate aminotransferase (83 U/L) and
alanine aminotransferase (113 U/L).

ELISA on plasma taken during the acute phase and
during convalescence showed significantly rising titres
compatible with secondary dengue infection. Two
reverse-transcription-nested PCR protocols for dengue
virus were done on plasma samples from days 1 and 2
after admission; both samples showed dengue serotype 2.
Tests for other infectious causes, such as HIV, Epstein-
Barr virus, and scrub, murine, and tick typhus, were
negative. MRI, magnetic resonance angiography,
echocardiography, and electrocardiography also showed
no abnormalities.” We administered supportive treat-
ment, and our patient improved rapidly. On discharge
(7 days after admission) his clinical symptoms had
almost disappeared. At the final follow-up, in May, 2005,
abnormal physical signs were absent and laboratory
results had completely normalised.

Dengue fever has become an important mosquito-
transmitted viral infection during the past few decades
with Aedes aegypti as the main vector. About 2-5 billion
people are potentially at risk and 50 million people
become infected each year. Most remain asymptomatic
or have flu-like symptoms, and an estimated 500 000
need hospital admission.' The clinical features of
dengue infection are broad and range from mild
undifferentiated fever to a course with high fever, severe
headache, myalgia, arthralgia, and rash. Because of the
often severe myalgia, this disease was known as
“breakbone fever” during World War 11 in India and
Burma, Progression to dengue haemorrhagic fever
(DHF) and dengue shock syndrome (DSS) is probably
triggered by a secondary infection with a different
serotype of dengue virus? DHF is characterised by
plasma leakage, thrombocytopenia, and haemorrhagic
events; it can culminate in DSS and result in death
because of circulatory failure. In medical centres with

Figure: Photograph of our patient, taken 4 days after admission, showing
partial recovery from the complete right-sided ptosis

experience of dengue fever, DHF has a fatality rate below
1%. There have been previous reports of rare
neurological manifestations, including ophthalmo-
plegia, visual loss, and Guillain-Barré syndrome,
associated with confirmed dengue fever; our patient
had complete ptosis, followed by rapid recovery. Dengue
fever should therefore be included in the differential
diagnosis of patients with obscure encephalopathy in
endemic regions or with a history of travel to endemic
countries.
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