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DNA amplification by polymerase chain
reaction (PCR) is a new technology for
microbiological diagnosis. The assay has
exquisite specificity and sensitivity to
detect microorganisms. The primer set was
selected from the DNA sequence of gene
encoding outer membrane protein P6 of
Haemophilus influenzae. One hundred and
sixty eight samples of nasopharyngeal
secretions were collected from patients
with otitis media with effusion (OME)
and control subjects by aspiration through
the nose. The samples were subjected to
PCR analysis to detect DNA of the P6

gene and conventional culture method.

Positive rate of the P6 gene DNA by PCR
was about two times higher than that
of H.influenzae by culture method. All of
the samples having H.influenzae were also
positive in the PCR test. The percentage
of P6-positive decreased as the age adva-
nce. Dividing the samples into two groups,
patients with OME and subjects withdut
OME, the percentage of P6-positive was
greater in patients with OME than in
control subjects without OME. The findi-
ngs suggest that nasopharyngeal coloniza-
tion of H.influenzae is more dominant
than previously reported and plays an

important role in the persistence of OME.
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PCR# : EXL 2fr &K & U van Ketel,
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Elmer Cetus Instrument, Norwalk, CT) %
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PF1: 5-AACTTTTGGCGGTTACTCTG-3'
PR1: 5'-CTAACACTGCACGACGGTTT-3'

Fig. 1 A Sequences of the primers. The
thin lines and open box in the
upper part indicate noncoding and
coding region of the P6 gene, resp-
ectively. Arrows denote positions
of the primers. The lower part sh-
ows the nucleotide sequences of
the forward and reverse primers
(PF1 and PRD).
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Fig. 1B Polyacrylamide gel electrophore-
sis of the P6 gene DNA.
Lane 1: pHY marker.
Lane 2: DNA positive.
Lane 3: DNA negative.
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Fig. 2 Positive rates of H.influenzae and
the P6 gene DNA of nasopharyng-
eal secretions of the patients with
OME.

B , positive rate of the P6 gene
DNA detected by PCR.

, positive rate of H.influenzae
detected by conventional culture
method;
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Fig. 3 Positive rates of the P6 gene DNA

by PCR in nasopharyngeal secreti-
ons of patients with OME ( W )
and control subjects without OME
C B .



EHOLPREEHLIOEMET, 6 ~10%0
TERI T3 € OMHHIZI00%6TH - 7e.
% ®

PCR &R FFHFEDO—>TH 5745,
AR, BRYYEDOSTFIcBVWTHFHSN S &
LK ->T&EI, A v 7z v HFEIRBELT
1%, F 919884 I, Deich, et al.® 234 » 7
VI vHENEEEHTHEP6E I - NI 3
DNA O#EHEEF|AH S i L, 19908 icvan
Ketel, et al.” BHHEMHE R EEZ ONEH
whoA4 v vz v YEOKRZ %S PCR %
HOWTiT-TW3s. %% 3 PCR & OKRE N
DR RMEERET L, MEREEECEs &b
%o NMEFHIREFREL D/ HELRE
LTWw53, van Ketel, et al.® i%, P6 #E=
FDNAWRA vV v HFEHICOABREE R
5DTIRIEL, “ET 4 VZABOMDKE D
—IBic bR SN B EB/NTWE, £ TH~A
i3, MIEEEICX > TS v v
YHFERLSN DT X TOME IOV T S PCR
HEERT-712L25, ThoOMEDSI3P6
BT DNA GRS Bh -7/, S 5iIkh
XNt d RTDOA vy 7 v vy HFE»S P6
Bz FDNA Rt E i, D EDOE» S,
BUREE H 5B & L P6 BT DNA i
4 vy FEARDOSDTHBE EEZ S
h3, SEFEAFE b BEERICOVT P6
B F DNA OHZETY, T OBHIEIL66
BTh-ote. ThiF, ERIT-HERE
D2fEDKETH D, PCREDOKENEN
TWB I EMRahi., ThEToOHEES
3%, £ FEHBEER»SDAL Y7V VHFH
OBRHRIZ, F20%THD, TDOEL BHE
fFER» oI s A v 7 vz v FEE—
T5D. COBEELDA vy VYFEH
BHEEREROEEEDO—DELTRAKIN
TWw5. SEOHEAL O TIIRMHPERH 5
D P6 BT DNA B HIF 1366% LB TH
EThy, SoBHEPEROIFRTRT

HAE RIEGR R RER S

2% BB F1E5

H 5 6 ~10x0BHEPEREE2HH» 5 C

nRHIhTE, 1 V7V vy FROB

HHEFERNOBES S S Sic@ RREShik,
g & X ®

1) Kurono Y, Tomonaga K, and Mogi
G : Staphylococcus epidermidis and Sta-
phylococcus aureus in otitis media with
effusion, Arch Otolaryngol Head Neck
Surg, 114 : 1262—1265, 1988.

2 ) DeMaria TF, Prior RB, Briggs BR,
and Lim DJ : Endotoxin in middle ear
effusions from patients with chronic
otitis media with effusion, Lim DJ (ed)
Recent advances in otitis media with
effusion, Burlington, Ontario, Canada,
BC Decker Inc, 1983 : ppl123—125.

3) IRATER : hER & —BHtEhEZ
OEREFEOT 7 F itk BFH~DT 7
o —F, EAHRRASH, 1989 @ ppdd—
o4.

4) van Ketel RJ, ter Schegget J, and
Zanen HC : Molecular epidemiology of
Legionella pneumophila serogroup 1, J
Clin Microbiol, 20 : 362—364, 1984.

5) Deich RA, Metcalf BJ, Finn CW,
Farley JE, and Green BA : Cloning of
genes encoding a 15000-dalton peptidog-
lycan-associated outer membrane lipopr-
otein and an antigenically related 15000-
dalton protein from Haemophilus influ-
enzae, J Bacteriol, 170 : 489—498, 1988.

6 ) Sanger F, Nicklen S, and Coulson A
R : Proc Natl Acad Sci USA 76 : 5463—
5467, 1977.



HAERWRHELERALLE $1E 12 —87=

2 B b &
B HENER GFnEHRLEXR BE MUK CREEX)
PCR & LR DIEREE ORIBERDOEE, BHETERXET, Bchidfloks s
Sensitivity 221 & 3 b Db, BIREERK DO TV ARERI T, BEBEHRICTHESKRE S

o] 5 DE O FEH I IEYE OBHE 37V D, NISVAREEDS S 5.





