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Abstract

keywords : Virus contract laboratory, enterovirus, respiratory viruses,

Virus strain type , surveillance database

At present, there are 8 contract laboratories participating in the community
monitoring of enterovirus and respiratory virus, which are distributed in the north,
middle, south and east four districts of Taiwan. The purpose of this study is to
establish a stable virus community active monitoring by entrusting contract
laboratories proactive detection system. Combining with epidemic surveillance of
community enterovirus and influenza virus epidemics, antigenicity and drug
resistance, provide immediately and transparently epidemic information. These supply
weekly and long-term monitoring information and with the severe surveillance is used

as a reference for epidemic prevention policies.

Rapid and accurate diagnosis of viral infections through a contract laboratory is
an indispensable resource for controlling the development of disease epidemics. In the
aspect of epidemic surveillance, a viral infection surveillance system consisting of
contracted and out-of-hospital physicians can effectively establish a database of
real-time virus epidemic trends. By monitoring this database can be aware of the
activity of the virus in different regions and seasons. When a viral infection occurs, it

prevents the spread of the pathogen and controls it at the beginning of the epidemic.

This project is main to preserve the original contracted laboratories to assist the
detection of community viruses. By years, the education training will be hold to refine
contracted laboratories sampling and data analysis skills. Moreover the collection of

representative virus strains makes virus database more comprehensive. This is aim to
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enhance the virus infection monitoring of Taiwan.
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A. P~ 5 uLRNA Gficts » A W4 » F 2 2 F i (3 A 40T £ ) 3

BF A2 10 uL -

B door R AR RT F e % kR
5x First-Strand RT Buffer 2 uL 1x
20mM dNTP Mix 0.5 uL 1 mM of each dNTR
100uM AN32 — primer 0.05 uL 0.5 uM
100uM AN33 — primer 0.05 uL 0.5 uM
100uM AN34 — primer 0.05 uL 0.5 uM
100uM AN3S5 — primer 0.05 uL 0.5 uM
0.IMDTT 1Ll 0.01M
RNaseOUT 0.5 uL 20 units
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SuperScript™ 111 RT(200U/uL) 0.5 uL 100 units

RNase-free water 0.3 uL -

ii. F ok gps B ek R(RT) £ @& * PCR thermal cycler-
A.annealing : 22 °C » 10 4 43 -

B.RT.iv#* :145°C > 60 4 45 -

C. HotStop : 95°C » 5 ~ 43 -

D. {5 4% 4. 4 °C, %737 cCDNA o
i, R & peeagi F (PCR)

A P~ 2 UL cCDNA faficts » 4 W4 » R EFedhg F g @ 2 B K B R (=

AdeT F ) AEF BRMAF L 10Ul -

BRI be ~ BB PCR F i ¥ kR
10x PCR Buffer, Minus Mg 1puL 1x
2.5 mM dNTP Mix 1puLl 0.25 mM
50 mM Magnesium Chloride 0.5 uL 2.5mM
0.1MDTT 0.1 uL 0.001 M
224 —Forward primer(10 pM) 0.8 uL 0.8 uM
222 —Reverse primer(10 uM) 0.8 uL 0.8 uM
Platinum Tag DNA Polymerase 0.1uL 0.5 units
RNase-free water 3.7uL -
iv. % & prsad F B(PCR) £t @ ¢ * PCR thermal cycler -

A.denature : 95°C > 30 ) -
B. annealing : 42°C > 30 ) °
C. extension : 60 °C » 45 #; o
D. £4F } i 1~3 4 3¢ 40 cycles -

E. &fsiFz4°Co
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B R & prsady F Ok (nest-PCR)

A B 1 pL B g FE s R B(PCR)A 4 ot » A wl4e » RS Frsltl & fiid

Vi.
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F.

HE2HEERRR (X407 &) AEF BEWMHEL 25ul -

R ‘o ~ B F  nest-PCR & a4 k&
10x PCR Buffer, Minus Mg 2.5uL 1x

2.5 mM dNTP Mix 2.5 uL 0.25 mM

50 mM Magnesium Chloride 1.25 uL 2.5mM

0.1MDTT 0.25 uL 0.001M

AN89 —Forward primer(10 uM) |2.0 uLL 0.8 uM

AN88 —Reverse primer(10 uM) 2.0 uL. 0.8 uM

Platinum Tag DNA Polymerase (0.1 uL 0.5 units

RNase-free water 13.4 uL -

VR preasy F O (nest-PCR) £ @ 2 * PCR thermal

cycler -
HotStart : 95°C > 6 4 43 ©
denature : 95°C > 30 ) °
annealing : 60 °C » 20 ) -
extension : 72°C » 45 ) °
47+ it 2~4 4 3% 40 cycles -

BofsmIF A 4°Co

TR AT pes]

3 B 7

Primer  |Sequence

Position

AN32 GTYTGCCA

3009-3002

AN33 GAYTGCCA

3009-3002
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AN34 CCRTCRTA 3111-3104
AN35 RCTYTGCCA 3009-3002
224 GCIATGYTIGGIACICAYRT 1977-1996
222 CICCIGGIGGIAYRWACAT 2969-2951
ANBS89 CCAGCACTGACAGCAGYNGARAYNGG (2602-2627
ANBS8 TACTGGACCACCTGGNGGNAYRWACAT |2977-2951
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