JNIGERSEE 313 4 5 [ 235~241 (2005) 235

HS BIEA >IN O YRRENFEDLh BERICKT S
PCR W& DL

& BT, BEPOBEF, B OJF OB KN ERE

HSBIEA 2 JIWI B4V ADRBEENFFEDHN 2 BED)ISERKEMERRE KB
LESEICRBERICENZH T IVLEF 2, HITOREZSKEY FTIEARCL T
NWNICHERHETETHHSHEEAE S PIIENTELY. XFRTIE, XRTHEE
@ PCR (polymerase chain reaction) ;X TREEIC HS BRI B TX 2 HF 482378
(Z, H5 EE! HA (hemagglutinin) BEFIANTICHEL, GEHPOHEDOE LD AT
Y7NI Y (HI, H3ER) T/ RICIEEEL EVEERSESSE2—4 Y ML
77247 —8EEERLUTPCR 21T -/, TOHR, 2~ X7NDFS54~v—4 H5 HA
BIoFERENICHRHTES 2L, ZOREBEIIHREMFFIC3 PFU (plaque forming
units) FHYEDVAIVZADFHNIERETE B EP PP o1 BEFERHLPSETEETICE
THEMIIHOEET, BEEOPCRY—TINYA IS HNITHTHEEZTHTED
FETHD7-0, URTORRZHALE L THEIEANTHBIEEZSN B,

CER184E 1 A31H 2 H)

Rapid PCR Diagnosis for Cases Suspected of H5 Avian Influenza
Virus Infection

Naoko ASAOKA, Yasuko TANAKA, Yutaka FUJII, Masanobu OHUCHI

It would be urgently necessary to diagnose H5 avian influenza infection if a patient would come
to the Kawasaki Medical School Hospital and be suspected of having the virus. Although the
currently used rapid diagnosis kits are useful in detecting influenza viruses A and B respectively,
they can not identify the subtypes of the A virus. This research is aimed at establishing the
conditions to identify H5 avian influenza virus using a conventional PCR (polymerase chain reac-
tion) method. Eight specific primers to recognize the sequences common to H5 HA (he-
magglutinin) genes were made and examined for their sensitivity and specificity. Two pairs of
primers were proven to detect H5 HA gene specifically even with a small amount of virus
corresponding to 3 plaque forming units. The identification of the H5 HA gene was accomplished
within 5 hours. Since this method is available to every laboratory equipped with a conventional
PCR thermal cycler, it is useful for the rapid diagnosis of H5 influenza in our hospital. (Accepted on
January 31, 2006) Kawasaki Igakkaishi 31(4) . 235—241, 2005
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A/chick/Hong Kong/728/97 (H5N1)V, A/chick/
Macheng/ 2004 (H5N1)?, A/chick/Pennsylvania/
47/83 (H5N2)® ® HA Bz F O ¥EHEEH o 3
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TR L7 (Fig. 1).
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1391-1408 5°-TCA AAT GTC AAG AAC CT-3°(+)
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Fig. 2. A/teal/Tottori/150/03 (H5N3) ™7 A )V R % f# - 72 H5 HA &£ F
O¥:Hi. M : DNA MW Standard Marker A - Eco T14 I digest.
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Fig. 3. H5HA & {5 ¥ M RT-PCR i O 45 R O MeEE. M : Marker, H5 : A/teal/Tottori/150/03 (H5N3), H3 : A/
Okayama/1/04 (H3N2), H1:A/USSR/90/77 (HIN1), B : B/Okayama/1/05
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1. RNAHiH! 2. RT-PCR
B E  T R SRS\ % 1-2mI0 sl (T D RNa
3 > 4557 > e b =l ﬂ&‘ 8 LLl
THEW) R, BEITIE URERE 10 % Buffer RT 2ul
F00.25mlETA & OELF 2—T~ ANIE ke (ads Sl 2l
= - primer #1 or #2 (100pmol/ul) 0.5u¢l
'¢—— ISOGEN-LS (ZwR>P—#) 0.75mlgRm primer #5r or #8r (100pmol/u) 0.5 1
1min Vortex#%, 3min SR EHE RNase inhibitor (40U /ul) 1ul
—— 0.2mlZ7 007 VAT, 30sec Vortex%, ) e : Bl
omin B IC BB Rev. transcr. (Omuniscript Kit) 1pl
; 2011
o 15,000rpm, 4°C, 15min FEix 37°C 30min, 93°C 3min, 4C 1min
Y KE (LEW 2HLWFa—TIA 2) l
0.3ml ¥V 718 —)VEsm, RT product 8ul
30sec Vortex#%, 5min ZiRICEHE 10 x Taq buffer 101
15,000rpm, 4°C, 10min Bl dNTP mix (each 5 mM) 4ul
primer #1 or #2 (100pmol/uD) 1ul
Wik (RNA : =72 LHETIRBERAAN) primer #5r or #8r (100pmol/ul) 1ul
. , H20 75 1l
1ml 70%T.5 / —JViRin Taq polymerase (1U/ul) 1ul
15,000rpm, 4°C, 2 min &> 100 i1

Vol (RNA) F o —7 %33 |2 L T5min S (94°C 1 min, 55°C 1 min, 72°C 1 min) x30 cycles

25ul TE buffer (pH8.5) or H20 3)

. PCR product 5.1 B kE) 100V, 15min, in 1%
RNAHHHE Agarose gel in 1/2 TBE buffer (Et.Br. 0. 5ug/ml
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