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Abstract Streptococcus pneumoniae is the most important
cause of childhood pneumonia and empyema, yet the
diagnosis of pneumococcal infections by conventional
methods is challenging. In this study, the clinical value of
the pneumolysin-targeted real-time polymerase chain reac-
tion (PCR) method for the diagnosis of pneumococcal
pneumonia and empyema was evaluated with 33 whole
blood samples and 12 pleural fluid samples. The analytical
sensitivity of the PCR assay was 4 fg of pneumococcal
DNA, corresponding to two genome equivalents of pneu-
mococcal DNA per reaction. The PCR assay correctly
detected all clinical isolates of S. preumoniae tested,
whereas all nonpneumococcal bacterial organisms tested
were negative by PCR. In a clinical trial, S. pneumoniae
was detected by PCR in the pleural fluid of 75% of children
with empyema, increasing the detection rate of pneumo-
coccus almost tenfold that of pleural fluid culture. Howev-
er, in whole blood samples, PCR detected S. pneumoniae in
only one child with pneumonia and one child with
pneumococcal empyema and failed to detect S. pneumoniae
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in three children with blood cultures positive for S.
pneumoniae. The present data indicate that pneumolysin-
targeted real-time PCR of pleural fluid is a valuable method
for the etiologic diagnosis of pneumococcal empyema in
children. The ease and rapidity of the LightCycler technol-
ogy (Roche Diagnostics, Mannheim, Germany) make real-
time PCR an applicable tool for routine diagnostics. In the
evaluation of blood samples, blood culture remains the
superior method for the diagnosis of bacteremic pneumo-
coccal disease.

Introduction

Streptococcus pneumoniae is the most common causative
bacterial pathogen of community-acquired pneumonia in
children [1-4]. Pneumococcus is also the most common
etiologic agent of childhood empyema, which has occurred
with increasing incidence in Europe and in the USA over
the last decade [5, 6]. Currently, the diagnosis of pneumo-
coccal pneumonia and empyema using conventional meth-
ods is a challenging task. A definitive diagnosis requires the
isolation of S. pneumoniae from normally sterile body sites
such as blood or pleural fluid. However, blood cultures are
positive in less than 10% of children with pneumonia [1, 2,
7], and pleural fluid cultures yield positive results in only
6-33% of children with empyema [5, 6, 8]. Other
diagnostic tests, such as the detection of pneumococcal
capsular antigens in urine, lack adequate diagnostic
specificity in children [9, 10], and serological methods are
not valid methods for routine clinical practice [11, 12].
Pneumolysin-based polymerase chain reaction (PCR)
has shown promise in the detection of S. pneumoniae in
clinical samples [13, 14]. In this study, the accuracy of
pneumolysin-targeted real-time PCR for the detection of S.
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pneumoniae was evaluated in whole blood and pleural fluid
samples from children with pneumonia and children with
pneumonia and empyema.

Patients and methods
Patients

The study enrolled children with radiologically verified
pneumonia admitted to the Department of Pediatrics, Turku
University Hospital, between April 2004 and January 2005,
and children with pneumonia and empyema admitted to the
Department of Pediatrics, Turku University Hospital, or to
the Department of Pediatrics, Oulu University Hospital,
between November 2003 and October 2005. In addition,
children with a clinical picture suggestive of pneumococcal
bacteremia without pneumonia were included in the study.
Children with a clinically nonpneumococcal infection were
used as controls. The study was approved by the Ethics
Committee of the Hospital District of South-West Finland.

Blood and pleural fluid samples

Whole blood samples for PCR analysis were collected from
children with pneumonia or suspected pneumococcal
bacteremia without pneumonia and from control patients
at presentation prior to the initiation of antibiotic therapy.
The whole blood samples (0.5-3 ml) were collected in
tubes containing EDTA in connection with the collection of
peripheral blood samples for routine bacterial culture.
Pleural fluid samples (0.5-3 ml) for PCR analysis and
routine bacterial culture were collected from children with
empyema in connection with diagnostic and therapeutic
pleurocentesis within a median of 70 h after initiation of
antibiotic treatment. In addition, three whole blood samples
for PCR analysis were collected from children with
empyema. The whole blood samples were collected within
0, 8, and 52 h after initiation of antibiotic treatment.

Bacterial strains

Genomic DNA from S. prneumoniae ATCC 6314D (Amer-
ican Type Culture Collection, Manassas, VA, USA) and 33
clinical isolates of S. pneumoniae was used to determine the
in vitro sensitivity of the PCR assay. The clinical isolates of
S. pneumoniae were isolated from children with invasive
pneumococcal infection and identified using standard
microbiological methods as described previously [15]. The
specificity of the PCR assay was determined with 20
different clinical isolates of streptococci other than S.
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pneumoniae and with 17 other bacterial organisms. The
clinical isolates used in this study were obtained from the
National Public Health Institute, Turku, Finland.

DNA extraction

Pleural fluid samples (0.5-3 ml) were concentrated by
centrifugation (13,000xg, 5 min), and 200 ul of the
concentrate was used for DNA extraction. Before DNA
extraction, additional incubation at 37°C for 15 min with
15 ul of lysozyme (10 mg/ml) was carried out for prober
lysis of the pneumococcal cell wall. DNA from clinical
samples and from clinical isolates of S. pneumoniae and
other bacterial organisms was extracted using the High
Pure PCR Template Preparation Kit (Roche Diagnostics,
Mannheim, Germany) in accordance with the manufac-
turer’s instructions. The samples (200 ul) were processed
using the protocol for whole blood. DNA from all clinical
samples was extracted within a median of 21 h of sample
collection.

PCR

A 206-bp fragment of the pneumolysin-encoding gene
of S. pneumoniae was used as a target in the PCR assay.
The oligonucleotide sequences for primers and fluores-
cent-labeled hybridization probes used in this study have
been described in detail earlier [14]. PCR was performed
using the LightCycler Instrument (Roche Diagnostics), in
which PCR amplification and analysis occur simulta-
neously. Assays were carried out in LightCycler capillar-
ies in a 20-pl reaction volume using the LightCycler
FastStart DNA Master Hybridization Kit (Roche Diag-
nostics) as described earlier [14]. In brief, the reaction
mixture contained 2 pl of LightCycler FastStart DNA
Master Hybridization probe reaction mixture, 4 mM
MgCl,, 1 uM of each primer, 0.2 uM of each probe, and
2 ul of extracted DNA template. The PCR was run as
follows: initial denaturation at 95°C for 10 min followed
by 50 cycles of amplification, each consisting of 10 s of
denaturation at 95°C, 15 s of annealing at 57°C, and 9 s of
elongation at 72°C. The melting curve was analyzed at 95°C
for 20 s, 40°C for 20 s, and 85°C for 0 s. Standard
precautions were taken to avoid contamination [16], and
pneumococcal DNA from a clinical isolate and sterile
distilled water were used as positive and negative controls
in each run. Inhibition of PCR was assessed by spiking 40 fg
of S. pneumoniae DNA in the reaction tube before retesting
of the PCR-negative samples.

PCR was used to study the presence of macrolide
resistance determinants mef (A/E), erm (B), and erm (TR)
in the pleural fluid samples. The PCR method has been
described previously by Rantala et al. [15].
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Results
Analytical sensitivity and specificity of PCR

The sensitivity of the PCR assay was evaluated with tenfold
dilutions of genomic DNA from S. pneumoniae ATCC
6314D. The lower detection limit was found to be 4 fg (two
genome equivalents) of pneumococcal DNA per reaction.
To determine the sensitivity of PCR for detecting whole
pneumococci, whole blood was spiked with S. pneumoniae
bacteria, and PCR sensitivity was found to be 0.02 colony-
forming units per reaction. The PCR assay correctly
detected all 33 clinical isolates of S. pneumoniae tested,
resulting in an in vitro sensitivity of 100%, whereas all 37
nonpneumococcal bacterial organisms tested, including
three organisms closely resembling S. pneumoniae, i.e.
Streptococcus mitis, Streptococcus oralis, and Streptococ-
cus sanguis, were negative by PCR, giving an in vitro
specificity of 100%.

Patient characteristics

In total, 30 whole blood samples from children with
pneumonia and three whole blood samples and 12 pleural
fluid samples from children with pneumonia and empyema
were analyzed by S. pneumoniae PCR. Of the pneumonia
patients, 21 had a clinical picture suggestive of pneumo-
coccal pneumonia. The criteria for suspected pneumococcal
pneumonia were alveolar consolidation on chest radiograph
and at least two of the following findings: fever of >39°C,
leukocyte count >15x10%/1, serum C-reactive protein
>80 mg/l, and response to penicillin within 48 h. The
criteria for empyema were radiological evidence of empy-
ema and purulent pleural fluid and/or positive pleural fluid
bacteriology. The median age of children with pneumonia
was 3.9 years (interquartile range, 2.4-7.0 years). The
median age of children with empyema was 5.6 years
(interquartile range, 2.6-8.7 years). Seventeen percent of
children with pneumonia and 33% of children with
empyema had received antibiotic treatment before admis-
sion. The median duration of fever in children with
pneumonia or empyema before admission to the Depart-
ment of Pediatrics was 2 days and 5 days, respectively.

In addition, 19 whole blood samples from children with
a clinical picture of suspected pneumococcal bacteremia
without pneumonia were analyzed using S. pneumoniae
PCR. The criteria for suspected pneumococcemia were as
follows: fever >39°C, leukocyte count >15 x 10°/1, serum C-
reactive protein >80 mg/l, and penicillin response within
48 h (three of the four criteria were met in all children). The
median age of children with suspected pneumococcemia
was 2.1 years (interquartile range, 1.1-3.0 years), and the
median duration of fever before admission was 1 day. No

child had received antibiotic treatment before referral to the
Department of Pediatrics.

Whole blood samples from 19 children with a clinical
nonpneumococcal infection were used as control speci-
mens. The clinical diagnoses of control patients were
pyelonephritis, tonsillitis, or gastroenteritis. The median
age of control patients was 1.6 years (interquartile range,
0.9-4.6 years). Of the control patients, 11% had received
antibiotic treatment before referral to the Department of
Pediatrics, and the median duration of fever before referral
was 3 days.

S. pneumoniae PCR of whole blood samples
from children with pneumonia

Among the 30 children with radiologically verified pneu-
monia, blood culture and real-time PCR from whole blood
identified S. pneumoniae in three children (Table 1). Blood
culture was positive in two children and PCR from whole
blood was positive in one child, all three having a clinical
picture suggestive of pneumococcal pneumonia. Culture-
positive blood samples were not PCR positive and vice
versa. DNA from whole blood samples of the two children
with positive blood cultures but negative PCR results was
extracted within 22 h and 21 h. No PCR inhibitors were
detected in these samples. When frozen pneumococcal
bacterial isolates from these two children were tested by the
PCR assay, the results were positive.

S. pneumoniae PCR of pleural fluid and whole blood
samples from children with empyema

Among the 12 children with empyema, pleural fluid culture
and real-time PCR from pleural fluid identified S. pneumo-
niae in nine children (Table 1). In addition, one child with a
positive PCR result also had S. pneumoniae isolated from a
bronchoalveolar lavage fluid culture. Of the three children
with empyema who had whole blood samples analyzed by
PCR, one had a positive result by PCR. Although blood
culture in this child was negative, S. pneumoniae was
isolated from pleural fluid by both culture and PCR. Prior
antibiotic therapy was probably the reason for the negative
result from blood culture in this child.

S. pneumoniae PCR of whole blood in children
with clinically suggestive pneumococcal bacteremia
without pneumonia and in control patients

S. pneumoniae was isolated from blood culture in 1 of the
19 children with a clinical picture suggestive of pneumo-
coccemia (Table 1). The PCR result in this child was
negative, as were all other whole blood samples tested.
DNA from the whole blood sample of this child was
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Table 1 Clinical diagnosis and positive laboratory findings in blood and pleural fluid specimens from patients with pneumonia, empyema, and

suspected pneumococcal bacteremia

Patient  Clinical Leukocyte CRP value Blood Blood Pleural fluid Pleural fluid = Macrolide
no. diagnosis count (10°/1) (mg/l) culture® PCR? culture® PCR® resistance genes
1 Pneumonia 223 79 Pos. Neg. ND ND ND

2 Pneumonia 345 311 Pos. Neg. ND ND ND

3 Pneumonia 15.4 64 Neg. Pos. ND ND ND

4 Empyema 10.1 155 Pos. ND Neg. Pos. Neg.

5 Empyema 52.0 274 Neg. Pos. Pos. Pos. Neg.

6 Empyema 8.3 281 Neg. ND Neg. Pos. mef (A/E)
7 Empyema 19.6 158 Neg. ND Neg. Pos. Neg.

8 Empyema 20.6 452 Neg. ND Neg. Pos. Neg.

9 Empyema 17.9 253 Neg. Neg. Neg. Pos. mef (A/E)
10 Empyema 20.1 176 Neg. Neg. Neg. Pos. Neg.

11 Empyema 12.7 317 ND ND Neg. Pos. Neg.

12 Empyema 17.2 251 Neg. ND Neg. Pos. Neg.

13 Pneumococcemia  22.5 5 Pos. Neg. ND ND ND

ND not done

#Blood culture and PCR of whole blood in 30 patients with pneumonia and in 19 patients with suspected pneumococcal bacteremia without
pneumonia; blood culture and PCR of whole blood in 11 and 3 empyema patients, respectively

" Culture and PCR of pleural fluid in 12 empyema patients

extracted within 21 h, and no PCR inhibitors were detected
in the sample. When a frozen pneumococcal bacterial
isolate from this child was analyzed using PCR, the result
was positive.

All whole blood samples from control patients were
negative by blood culture and by PCR.

Discussion

Recent studies suggest that up to 37-44% of childhood
pneumonia cases are caused by S. pneumoniae [2, 13], but
the etiology often remains unestablished in clinical practice.
We carried out this study to determine whether pneumo-
lysin PCR assay from whole blood and pleural fluid
improves the clinical diagnosis of childhood pneumonia
and empyema. The LightCycler Instrument was the chosen
PCR method because of its rapidity and ease of use, making
it applicable to routine diagnostics. The pneumolysin-
targeted real-time PCR used in this study showed optimal
in vitro sensitivity (100%) and specificity (100%) when
tested with isolated strains. In a clinical trial, we found that
S. pneumoniae was detected by PCR in the pleural fluid of
75% of children with empyema, increasing the detection
rate of pneumococcus almost tenfold that of pleural fluid
culture. However, PCR detected S. pneumoniae in whole
blood samples in only one child with pneumonia and one
child with pneumococcal empyema and failed to detect S.
pneumoniae in three children with a positive blood culture
result for S. pneumoniae.
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Although empyema is a relatively rare complication of
childhood pneumonia, it is always important to determine
its etiology. First, because the incidence of empyema in
children is increasing [5, 6], it is important to identify the
pathogen(s) responsible for the increase. Second, a defin-
itive diagnosis permits adequate antibiotic treatment,
reducing inappropriate use of broad-spectrum antibiotics.
The main finding of this study was that S. pneumoniae was
detected in the pleural fluid of most children with
empyema. Compared to pleural fluid culture, the PCR
assay increased the S. pneumoniae detection rate from 8 to
75%. Our finding is in agreement with the results of
Eastham et al. [6], who found evidence of S. pneumoniae
infection by pneumolysin PCR in over 70% of culture-
negative children with empyema. Using broad-range 16S
rDNA PCR, Saglani et al. [17] also detected S. pneumoniae
in 41% of children with empyema compared to 3% detected
by culture. Whether these positive PCR findings represent
true positive findings is difficult to determine, because
collection of pleural fluid samples from healthy children for
specificity studies is not possible. However, considering
that all 37 nonpneumococcal bacterial organisms as well as
all 19 whole blood samples from children with clinically
nonpneumococcal infection tested were negative by PCR,
specificity was clearly no problem in this study. In addition,
the LightCycler technology minimizes carryover contami-
nation from one sample to another during a PCR run,
because the amplification and detection of PCR products
are carried out in a closed system. The most probable
reason for the failure of culture to detect S. pneumoniae in
PCR-positive samples was the prior antibiotic treatment
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that all study children with empyema had received before
collection of pleural fluid samples.

Our data suggest that S. pneumoniae might be respon-
sible for the increase in the incidence of childhood
empyema. Similar results are reported by Byington et al.
[5], who compared the incidence and microbiological
etiology of childhood empyema during 1993 through
1999 in the USA. However, because our findings are based
on the application of a method more sensitive than that
previously used, more data are needed to make a definite
conclusion. An interesting question is whether the increase
in the incidence of childhood empyema is related to the
increase in the antibiotic resistance of S. pneumoniae.
While pleural fluid cultures are mainly negative in patients
with empyema, the antibiotic resistance profile is difficult
to define using conventional microbiological methods. By
PCR, the determination of penicillin and macrolide suscep-
tibility in patients with culture-negative but PCR-positive
results is possible using penicillin-binding protein genes
and macrolide resistance genes as a PCR target [18-20]. In
studies from the USA and the UK, most S. pneumoniae
isolates causing empyema were found to be penicillin
sensitive [5, 6]. Because the macrolide resistance of S.
pneumoniae is increasing and because macrolide-resistant
pneumococcus can cause treatment failures [21, 22],
macrolide resistance was studied in our empyema patients
by multiplex PCR targeted to macrolide resistance genes
mef (A/E), erm (B), and erm (TR). Macrolide-resistant S.
pneumoniae was detected in 2 of the 12 (17%) study
children with empyema. The macrolide resistance rate seen
in our study is similar to that (23%) observed in the general
pediatric population of our area in 2002 (personal commu-
nication, Merja Rantala).

PCR of whole blood samples was not useful in this study
because it failed to detect S. pneumoniae in whole blood
samples from three children with positive blood culture
results, and, in total, S. pneumoniae was detected by PCR
in whole blood from only 2 of the 52 children with
pneumonia, empyema, or suspected pneumococcemia. The
reason for the low clinical sensitivity of the pneumolysin
PCR in whole blood samples in our study is not clear.
Previous studies investigating the applicability of PCR of
blood samples to the diagnosis of pneumococcal pneumo-
nia in children and adults have shown clinical sensitivity
and specificity ranges of 29-100% and 83-100%, respec-
tively, compared with blood culture results [13, 23-28].
The in vitro sensitivity of the two genome equivalents of
pneumococcal DNA per reaction seen in this study is
similar to earlier reported sensitivities. The pneumolysin
primers, DNA extraction method, and LightCycler technol-
ogy employed in this study have been successfully used in
studies of PCR used for the diagnosis of other pneumococ-
cal infections [14, 29]. Furthermore, the DNA extracted

from whole blood samples can be considered good quality
because no significant delay occurred in DNA extraction
and no inhibitory agents were detected in the samples.

The probable explanation for the low clinical sensitivity
of PCR of whole blood samples simply seems to be the low
bacterial concentrations in the blood in our patients.
Sullivan et al. [30] as well as Bell et al. [31] found that
the magnitude of S. pneumoniae bacteremia correlates with
the severity of the infection. Children with pneumococce-
mia or pneumococcal pneumonia have low levels of
bacteremia, usually <10 cfu/ml, whereas children with
meningitis often have >100 cfu/ml. The level of bacteremia
in 22 children with blood-culture-proven pneumococcal
infection was studied at the Turku University Hospital from
1994 to May 1997, and 50% of the children were reported
as having <10 bacteria/ml [26]. As only a small part of the
original sample can be exploited in the PCR analysis, it is
possible that with so few bacteria in the blood, no bacteria
are present in the final PCR reaction. In our study, children
with pneumonia or suspected pneumococcemia were
referred to the hospital at a very early phase of the illness,
were generally in good condition, and recovered rapidly
and uneventfully. The severity of the infection and the level
of bacteremia have therefore probably been very low in our
study children. In a study by Michelow et al. [13], who
reported 100% sensitivity of pneumolysin-based PCR in
children with a lower respiratory tract infection, all study
children were high-risk hospitalized children, indicating
that the magnitude of bacteremia in these children was
probably higher. The characteristics of our study children
with clinically suggestive pneumococcal pneumonia, i.e.
age, duration of fever before admission, laboratory find-
ings, and outcome, were similar to those of children with
proven bacteremic pneumococcal pneumonia in Finland
during 1985 through 1994 [32], indicating that our patient
material was representative. The use of different blood
fractions, i.e. buffy coat, serum, and plasma, instead of
whole blood as samples for PCR would probably have
improved the sensitivity of our PCR, as Toikka et al. [26]
and Michelow et al. [13] have previously shown in their
studies of PCR used for the diagnosis of pneumococcal
infections. However, the use of several blood fractions is
laborious and expensive and therefore is not feasible for
clinical diagnostics.

In conclusion, our data indicate that pneumolysin-
targeted real-time PCR of pleural fluid is a promising
method for the etiologic diagnosis of pneumococcal
empyema in children. In our study, PCR increased the
detection rate of S. pneumoniae almost tenfold that of
pleural fluid culture. With the DNA extraction method and
the LightCycler technology used in this study, PCR results
are available in 3 h, permitting administration of adequate
antibiotic therapy in early illness. However, the clinical
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sensitivity of PCR in whole blood samples from children
with pneumonia was insufficient in our patients. Therefore,
blood culture remains superior to PCR in the clinical
diagnosis of bacteremic pneumonia in children. To improve
the clinical sensitivity of PCR in blood samples, further
research is needed for the development of a method that
concentrates bacteria without concentrating the excessive
human DNA present in original samples. In fact, the level
of bacteremia in pneumonia patients may be too low and
transient for blood samples to be considered optimal
diagnostic samples in pneumonia.

Acknowledgements We thank Tiina Haarala and Tuula Randell for
skilful technical assistance.

This study was financially supported by the Finnish Cultural
Foundation, the Finnish Foundation for Pediatric Research, the Maud
Kuistila Foundation, and the Turku University Foundation.

References

1. Wubbel L, Muniz L, Ahmed A, Trujillo M, Carubelli C, McCoig
C, Abramo T, Leinonen M, McCracken GH (1999) Etiology and
treatment of community-acquired pneumonia in ambulatory
children. Pediatr Infect Dis J 18:98-104

2. Juven T, Mertsola J, Waris M, Leinonen M, Meurman O,
Roivainen R, Eskola J, Saikku P, Ruuskanen O (2000) Etiology
of community-acquired pneumonia in 254 hospitalized children.
Pediatr Infect Dis J 19:293-298

3. Vuori-Holopainen E, Salo E, Saxen H, Hedman K, Hyypia T,
Lahdenpera R, Leinonen M, Tarkka E, Vaara M, Peltola H (2002)
Etiological diagnosis of childhood pneumonia by use of transtho-
racic needle aspiration and modern microbiological methods. Clin
Infect Dis 34:583-590

4. Michelow IC, Olsen K, Lozano J, Rollins NK, Duffy LB, Ziegler
T, Kauppila J, Leinonen M, McCracken GH (2004) Epidemiology
and clinical characteristics of community-acquired pneumonia in
hospitalized children. Pediatrics 113:701-707

5. Byington CL, Spencer LY, Johnson TA, Pavia AT, Allen D,
Mason EO, Kaplan S, Carroll KC, Daly JA, Christenson JC,
Samore MH (2002) An epidemiological investigation of a
sustained high rate of pediatric parapneumonic empyema: risk
factors and microbiological associations. Clin Infect Dis 34:434—
440

6. Eastham KM, Freeman R, Kearns AM, Eltringham G, Clark J,
Leeming J, Spencer DA (2004) Clinical features, aetiology and
outcome of empyema in children in the north east of England.
Thorax 59:522-525

7. Gendrel D, Raymond J, Moulin F, Iniguez JL, Ravilly S, Habib F,
Lebon P, Kalifa G (1997) Etiology and response to antibiotic
therapy of community-acquired pneumonia in French children.
Eur J Clin Microbiol Infect Dis 16:388-391

8. Thomson AH, Hull J, Kumar MR, Wallis C, Balfour Lynn IM, on
behalf of the British Paediatric Respiratory Society Empyema
Study Group (2002) Randomised trial of intrapleural urokinase in
the treatment of childhood empyema. Thorax 57:343-347

9. Dominguez J, Blanco S, Rodrigo C, Azuara M, Gali N, Mainou
A, Esteve A, Castellvi A, Prat C, Matas L, Ausina V (2003)
Usefulness of urinary antigen detection by an immunochromato-
graphic test for diagnosis of pneumococcal pneumonia in children.
J Clin Microbiol 41:2161-2163

@ Springer

10.

11

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

Neuman MI, Harper MB (2003) Evaluation of a rapid urine
antigen assay for the detection of invasive pneumococcal disease
in children. Pediatrics 112:1279-1282

. Korppi M, Koskela M, Jalonen E, Leinonen M (1992) Serolog-

ically indicated pneumococcal respiratory infection in children.
Scand J Infect Dis 24:437-443

Korppi M, Leinonen M (1998) Pneumococcal immune complexes
in the diagnosis of lower respiratory infections in children. Pediatr
Infect Dis J 17:992-995

Michelow IC, Lozano J, Olsen K, Goto C, Rollins NK, Ghaffar F,
Rodriguez-Cerrato V, Leinonen M, McCracken GH (2002)
Diagnosis of Streptococcus pneumoniae lower respiratory infec-
tion in hospitalized children by culture, polymerase chain reaction,
serological testing, and urinary antigen detection. Clin Infect Dis
34:E1-Ell

Saukkoriipi A, Palmu A, Kilpi T, Leinonen M (2002) Real-time
quantitative PCR for the detection of Streptococcus pneumoniae
in the middle ear fluid of children with acute otitis media. Mol
Cell Probes 16:385-390

Rantala M, Huikko S, Huovinen P, Jalava J, and the Finnish Study
Group for Antimicrobial Resistance (2005) Prevalence and
molecular genetics of macrolide resistance among Streptococcus
pneumoniae isolates collected in Finland in 2002. Antimicrob
Agents Chemother 49:4180-4184

Kwok S, Higuchi R (1989) Avoiding false positives with PCR.
Nature 339:237-238

Saglani S, Harris KA, Wallis C, Hartley JC (2005) Empyema: the
use of broad range 16S rDNA PCR for pathogen detection. Arch
Dis Child 90:70-73

Farrell DJ, Morrissey I, Bakker S, Felmingham D (2001)
Detection of macrolide resistance mechanisms in Streptococcus
pneumoniae and Streptococcus pyogenes using a multiplex rapid
cycle PCR with microwell-format probe hybridization. J Antimicrob
Chemother 48:541-544

Nagai K, Shibasaki Y, Hasegawa K, Davies TA, Jakobs MR,
Ubukata K, Appelbaum PC (2001) Evaluation of PCR primers to
screen for Streptococcus pneumoniae isolates and beta-lactam
resistance, and to detect common macrolide resistance determi-
nants. J Antimicrob Chemother 48:915-918

Kearns AM, Graham C, Burdess D, Heatherington J, Freeman R
(2002) Rapid real-time PCR for determination of penicillin
susceptibility in pneumococcal meningitis, including culture-
negative cases. J Clin Microbiol 40:682—684

Lonks JR, Garau J, Gomez L, Xercavins M, Ochoa de Echagiien
A, Gareen IF, Reiss PT, Medeiros AA (2002) Failure of macrolide
antibiotic treatment in patients with bacteremia due to erythromy-
cin-resistant Streptococcus pneumoniae. Clin Infect Dis 35:556—
564

Jacobs MR, Johnson CE (2003) Macrolide resistance: an
increasing concern for treatment failure in children. Pediatr Infect
Dis J 22(Suppl 8):131-138

Rudolph KM, Parkinson AJ, Black CM, Mayer LW (1993)
Evaluation of polymerase chain reaction for diagnosis of
pneumococcal pneumonia. J Clin Microbiol 31:2661-2666

Salo P, Ortqvist A, Leinonen M (1995) Diagnosis of bacteremic
pneumococcal pneumonia by amplification of pneumolysin gene
fragment in serum. J Infect Dis 171:479-482

Dagan R, Shriker O, Hazan I, Leibovitz E, Greenberg D,
Schlaeffer F, Levy R (1998) Prospective study to determine
clinical relevance of detection of pneumococcal DNA in sera of
children by PCR. J Clin Microbiol 36:669—673

Toikka P, Nikkari S, Ruuskanen O, Leinonen M, Mertsola J
(1999) Pneumolysin PCR-based diagnosis of invasive pneumo-
coccal infection in children. J Clin Microbiol 37:633—-637
Dominguez J, Gali N, Matas L, Pedroso P, Blanco S, Gimenez
M, Prat C, Sopena N, Sabria M, Ausina V (2001) PCR



Eur J Clin Microbiol Infect Dis (2006) 25:783-789

789

28.

29.

detection of Streptococcus pneumoniae DNA in serum samples
for pneumococcal pneumonia diagnosis. Clin Microbiol Infect
7:164-166

Murdoch DR, Anderson TP, Beynon KA, Chua A, Fleming AM,
Laing RTR, Town GI, Mills GD, Chambers ST, Jennigs LC
(2003) Evaluation of a PCR assay for detection of Streptococcus
pneumoniae in respiratory and nonrespiratory samples from
adults with community-acquired pneumonia. J Clin Microbiol
41:63-66

van Haeften R, Palladino S, Kay I, Keil T, Heath C, Waterer GW
(2003) A quantitative LightCycler PCR to detect Streptococcus

30.

31.

32.

pneumoniae in blood and CSF. Diagn Microbiol Infect Dis
47:407-414

Sullivan TD, LaScolea LJ Jr, Neter E (1982) Relationship between
the magnitude of bacteremia in children and the clinical disease.
Pediatrics 69:699-702

Bell LM, Alpert G, Campos JM, Plotkin SA (1985) Routine
quantitative blood cultures in children with Haemophilus influenzae
or Streptococcus pneumoniae bacteremia. Pediatrics 76:901-904
Toikka P, Virkki R, Mertsola J, Ashorn P, Eskola J, Ruuskanen O
(1999) Bacteremic pneumococcal pneumonia in children. Clin
Infect Dis 29:568-572

@ Springer



	Pneumolysin polymerase chain reaction for diagnosis of pneumococcal pneumonia and empyema in children
	Abstract
	Introduction
	Patients and methods
	Patients
	Blood and pleural fluid samples
	Bacterial strains
	DNA extraction
	PCR

	Results
	Analytical sensitivity and specificity of PCR
	Patient characteristics
	S. pneumoniae PCR of whole blood samples from children with pneumonia
	S. pneumoniae PCR of pleural fluid and whole blood samples from children with empyema
	S. pneumoniae PCR of whole blood in children with clinically suggestive pneumococcal bacteremia without pneumonia and in control patients

	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /Gautami
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kartika
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /Latha
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Mangal-Regular
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MVBoli
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Raavi
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /Shruti
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SpsFont4Medium
    /SPSFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Sylfaen
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Tunga-Regular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /Vrinda
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


