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Summary
The reverse transcription-polymerase chain reaction (RT-PCR) - direct sequence method for the detection
of Enterovirus was evauated. In Fukuoka City Epidemiological Surveillance of Infectious Diseases, 26
strains of Enterovirus were isolated. They were experimented for the identification by RT-PCR- direct
sequence and neutralization test (NT). The result was that all of 24 strains could be identified by RT-PCR-
direct sequence, although 2 strains (Enterovirus 71) could not be identified by NT. When this method was
applied in 2 group cases where Enterovirus infection was suspected, virology diagnosis could be made in

short term.
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RNA QlAamp Viral RNA Mini Kit (QIAGEN)
RT-PCR  AccessQuick RT-PCR System (Promega)
VP1 187/011
188/011 189/011" EV71 1.
EVP-4/0OL68-71R (5'-NCR/VP4/VP2 )2 Tablel
1595 162A (VP1L )9 (Fig.1)
PCR PCR QlAquick PCR
Purification Kit (QIAGEN) BigDye
Terminator v1.1 Cycle Sequencing Kit (ABI) 2 No.22 23
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Tablel Theresult of neutralization test (NT) and sequence analysis
Sample No. Clinical diagnosis Specimen NT Sequence analysis
No.1, 2 Influenza Throat swab CA4 CA4 (VP11 region)
No.3 Herpangina Throat swab CA6 CA6 (VP11 region)
No.4-6 suspected Varicella, Exanthema  Throat swab, Feces CA9 CA9 (VP11 region)
No.7-13 Herpangina, HFMD Throat swab, Throat gargle CA10 CA10 (VP1 region)
No.14 Influenza Throat gargle CB1 CB1 (VP1 region)
No.15,16  Herpangina, HFMD Throat swab CB5 CB5 (VP1 region)
No0.17-19  Herpangina, Influenza, Throat swab, Feces E6 E6 (VP1 region)
Aseptic meningitis
No.20 Influenza Throat swab E16 E16 (VP1 region)
No.21 Fever of unknown origin Feces E18 E18 (VP1 region)
No.22,23 HFMD Feces Unidentified EV71 (VP1, 5-NCR/VP4/VP2 region)
No.24,25 HFMD Throat swab EV71 EV71 (VPL, 5-NCR/VP4/VP2 region)
No.26 Gastroenteritis Feces PV1 PV1 (VP1 region)

HFMD hand-foot-and-mouth disease, CA Human coxsackievirus A, CB Human coxsackievirus B, E Human echovirus,
EV Human enterovirus, PV Human poliovirus
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VPL 5 -NCR/VP4/VP2 EV71l
EV71
No.22 14 3
EV71 9 vp1
5 -NCR/VP4/VP2 100% 99.9 100
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A 10 RT-PCR RD18S
2 13 CaCo2
CA9 E18
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2 VP1 100
Tablel No4 6 3 91.0 99.6
GenBank
EV71
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5 RT-PCR 2
No.l 2 2
E18 7
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Table2 The day when the identification was finished by NT
or sequence analysisin case B.

Day Sample No.
1 2 3 4 5 6 7 8 9 10
5th |o o
7th |e °
13th o o o o o o RT-PCR
23rd ° ° .
24th o
29th ° e o °
40th |4 A A A A A A A A
Sample No0.3-8 patient of symptom
Sample N0.1,2,9,10 patient of no symptom
o RT-PCR product was gained.
e  Sequencing was finished.
EV71

A NT wasfinished. 5

No.9 24
29 9
RT-PCR 2
No.10
9 VP1
No.21 95.8
HEp-2 No.l 8
No.l 9 24
40
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