HBRRE (BERER CAF)

AF B4R R B ST A B

TR - TERBEE EREHRA ARBRRT
HEBKE  BER BEALA

RABRE: BA

B BEERE : 2006.05.10 - 2006.06.09

48 #7 : 2006.08.10



5%

4-15
16 - 17

18



#H %

1986 £ 3L B B uA 4 i aR KB m 2B R 3R4E > B0 1994 S RA AR
BB KJE 1998 F 4 B R 5 2 R4 AP35 R % Nipah > 1999 £ 2B A &% -~ &
MARRHE R SBEH X ARERE 2003 F2rR b EATNEAREREARE
ZMFREFEEBF(SARS) > RER BAT R F M X &% 2 B RR F M EE w4
EHR —BOERENEBEAMRL  RERE > T ELRRLEENHMAE
REANEGRBALERIRE  CAMBE AL ZRABRIGRAT > #HK
BPAAREIARICHTLE AEFRAEBECOHBR TEAKMIE Y
Faw RACEERZTREOLES BRGHR  EE2RERBFTY > LERMY
AFHE > B TRARCH? LEERLTEY -

BATFREBAENLMHENABREBBRA - BUTBRM B~ BRRAT - R
Mlade s h o ERERGP & LBFEILHRR » EERBRIE - JEE ~ER
o~ N SURRE o — SR W T FARS 00 R e BRRES X B AUAT K A S AR BRS
AR K - B B~ MG RER BT RERYD  EEEER TG KB
PR ATHENNY  FEOME BmRAAEEYRE  ZEFHLAHARL
ZH PR LR F R 0 B R E LR LR TR R °

AT EZB G AN E £ E BARARA] TR AR R E &) B AR mIERE SR
I RE—ARR 0 dodb— RARETHARRE > RBIRA » AFRA - B LT
B ARG BERIR BB RS — R ERETAXA $AA B AR WMEF]
ERMHEZ B S ENE - BEAFEGAEFEOGHHEERL =2
HAAA BB BENT S 4 R UAERAR WA RARAELESFLEFTWHE
%o SARS #iF - EREABEERED ARG LR EGBEHSZEN B AZHERE
DHBAEHRRBANSBEAESHEANZBR R ZATE B AR LR LR AT F R iEE
WA EIREEE THRATEE A BOEERETUAEREEHRMRERE
2B



B &
B B ILAE 0 R A RERALAE 0 tb— multiplex RT-PCR » R B E2x 3t 3R &
T8 oY 0 12 % @ 2R ££ % monoplex RT-PCR ] 47 » % 1@ primer sets ;%4 —
ARFREFTT BARTAERRHERATHRBAM  ARETHRT > §
2L multiplex #47 > — A BB A IR FHE - 2 &Ko fTit—E %
BHEMATESHRET  RATRERM S EBRHAEET 4

51~ B8 o b bB R AR LAMP A% H BRRRUK o

= ~ Norovirus B Af{7 & 7535 4% » R —BRRZRATENMALRE > BArd

A BB £KIE Norovirus Z F- 3| A AR EZ R I AL LA EEEE » AL H
* 2R T WM AT EIRR S LA - MR AR R HLUR 2 ELISA Kit or

Norovirus Ag Rapid test > {28t A& & » RAKLEZTHREF AEME  FoRETRE

AR BAT A A BT K0 MFARm A o
ZFeBABRIREEARMBERINERE 2D THEE KE - E4E

BHAAGHMATHZ ABRE 2R LCREILFERBEE > §8 0 F M

1B 50 7T 3 % E B E W B AT RE R X AR B 0 I L E AR o



B £
— AN B AR RHXFTERFTARL R LR ELAMEHF LR GHRE
B E ATHE
PR ABETREH T FEABRETR—RE BB EHFEEMEALHE
ERBIFERALER FAER—BG EBIFEARTE TAREZIE
MRS EATHRAF -
= AN ATAR LR R R AN E B 2 B LR B A TR R SRR3R R S K

Biin FRI AR SR MABREEFEZAVRRET °




"N

— M E AT B E AR B RS R ARAR @R 0 2R R
TOABEBRMRB T ERBABRBARRER > LTHAANG LRBERK °

HEAAREHERRALFARN BESH LT ECHAERORE A —A
RBEBROFA CRAERBEE S RITAERLESHMA EARMERS > 7T
Refd R AR AN KM ENERAE B AT R R oML a®F] A2
BEIFER MERATLBELRBLNZEREHT A LEEKFA
B 2EMAESRIEAR 3ARPINEGAR 4T TEERRDREEITLS)
WE SREBALDEEREAR CRATRLEEAEANR THF R K
BRAG - MRBFREORM—RMET 0 %% 4 % R 84 Staphycoccus >
Shigella - Salnonella » E coli ....% o

% P % R B¢ B & LA Rotavirus » Norovirus » Astrovirus » Adenvirus (40&41)
HEZRMPBAR > FBFELELTRT ALIRKEL - £+ Rotavirus £ 2 # 3 3%
UNF2HELERBREX G T AEARNRFAE TR T  HH8 4L 8 & 4T
FFERHIABBMAETHE SHEAS~60 EA > CRHERNZEERBARE
RA—fms ARAEY - ABHBRE > A LMK - ERE - KEFT &
R RREY LEEERRZ R AESKERSIMES K FERE
BERHgE TG EBRRKEHTERAFZEVARKREBERCEE AR FK
BHBIER Rk REKR BZA > LHILA R Y 2 LR B &k
& BREREERET > B BIE G -



L ea

Multiplex RT-PCR
Table-1. Protocol of reverse transcription(RT) for RT-multiplex PCR
Thermal cycler
No reagent Volume (ul) program
1 SxFirst 1 Temperature Time
2 10mM dNTPS 0.4 50C 60min
3 100mM DTT 0.4 99°C 5min
Superscript reverse
4 transcriptase 11 0.4 one ice
5 Random primer 0.2
6 RNAse inhibitor 0.3
7 Mill Q 1.3
tatal 1 Reagent mixture 4
8 Viral RNA-template
tatal 2 Reaction mixture 8
Table-2: Protocol of polymerase chain reaction (PCR)for RT-multiplex PCR
Therhmal
NO Reagent Volume |cycler program
1 MillQ 6.04 | Temperature |Time
2 | 10x TagDNA polymerase buffer | 1.3 94°C 3min| 35 cycles
3 2.5mM dNTPS 1 94°C 30s
4 Primer 1 0.2 55C 30s
5 primer2 0.2 72°C 60s
7
6 Primer 3 0.2 72°C min
7 Primer 4 0.2 | Cooling at 4°C
8 Primer 5 0.2
9 Primer 6 0.2
10 Primer 7 0.2
11 Primer 8 0.2




12 Taq DNA polymerase 0.06
Total 1 Reagent mixture 10
14 Viral cDNA-template 1
Total 2 Reaction mixture 11
Table 3:Specific primers used in multiplex PCR
Group Virus Primer Order | Primer name | Polarity Sequence(5'to3")
I Group A rotavirus 1 Beg9 + GGCTTTAAAAGAGAGAATTTCCGTCTGG
2 VP7-1' - ACTGATCCTGTTGGCCATCCTTT
Group B rotavirus 3 B5-2 + GGCAATAAAATGGCTTCATTGC
4 B3-3 - GGGTTTTTACAGCTTCGGCT
Group C rotavirus 5 NGS8S1 + ATTATGCTCAGACTATCGCCAC
6 NG8S2 - GTTTCTGTACTAGCTGGTGAAC
Adenovirus 7 Adl + TTCCCCATGGCICAYAACAC
8 Ad2 - CCCTGGTAKCCRATRTTGTA
II Astrovirus 1 PreCAP1 + GGACTGCAAAGCAGCTTCGTG
2 82b - GTGAGCCACCAGCCATCCCT
Norvirus GI 3 G1-SKF + CTGCCCGAATTYGTAAATGA
4 GI-SKR - CCAACCCARCCATTRTACA
Norvirus GII 5 COG2F + CARGARBCNATGTTYAGRTGGATGAG
6 G2-SKR - CCRCCNGCATRHCCRTTRTACAT
Sapovirus 7 SLV5317 + CTCGCCACCTACRAWGCBTGGTT
8 SLV5749 - CGGRCYTCAAAVSTACCBCCCCA
I Eterovirus 1 F1 + CAAGCACTTCTGTTTCCCCGG
2 R1 - ATTGTCACCATAAGCAGCCA
Hepatitis A virus 3 P3 + TATTTATCTGTCACAGAACAATCAG
4 P4 - AGGAGGCGGAAGCACTTCATTTGA
Hepeatitis E virus 5 2S + CCGTCGTCTCAGCCAATGGCGAGC
6 2as - CTCATGTTGGTTGTCATAATCCTG
Influenza A virus 7 MMU43 + CATCCCAGTGCTGGGAARGAYCCTAAGAA
8 MMU42 - AGAGCTCTTGTTCTCTGATAGGTG




Table4: Result of detection of target virus in clinical fecal specimens by RT-multiplex PCR with different protocols

Target virus

GroupA | Norovirus Group C |Hepatitis| Other
Number of clinical specimens tested Lanoratory method rotavirus GII Sapovirus |rotavirus| A virus | Virus
100 RT-Multiplex PCR with an old protocol 67(67) 4(4) 1(1) 1(1) 1(1) 0(0)
100 RT-Multiplex PCR with an novel protocol | 67(67) 4(4) 1(1) 1(1) 1(1) 0(0)
100 RT-Multiplex PCR with an old protocol 67(67) 4(4) 1(1) 1(1) 1(1) 0(0)
100 RT-Multiplex PCR with an novel protocol | 67(77) 4(4) 1(1) 1(1) 1(1) 0(0)
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Total procedure take about 60 to 80 minutes.

Rapid Test:

Immunochromatography (IC) Detection time: 15 minutes10% Stool
supernatant and buffer

Control line
(rabbit anti (goat anti rabbit
NoV antibody) 1gG)

Test line

Sample pad
onjugate pad
(rabbit anti NoV

antibody

conjugated




32 45 z %% Rapid Inmunohistochemistry for BSE-PrPSC

Tissue Processing & Embedding

*15-20% Formalin fixation, overnight

*3 mm-thick specimen

*Re-fixation in formalin for 1 hr at 60°C_
*98% formic acid for 1 hr at RT

«Paraffin embedding for 4.5 hr or overnight
*Sectioning of paraffin embedded tissue

Immunostaining-Autoclaving in 1 mM HCI for 20 min at 121°C *3%
H202-methanol for 5 min
*10% normal goat serum/PBS for 5 min at RT
*Anti-PrPsSc rabbit or mouse antibody for 45 min at 37°C *Envision+ (Dako) for
30 min at RT
*DAB 40 mg/Tris 200ml, 100 pl H202 for 5 min
*Hematoxylin staining for 1 min at RT



Western Blot Method Preparation of homogenate:200 mg brain tissue

was homogenized with 800 ml of 0.05M Tris-HCI buffer containing 0.1M

NaCl (to make 20% homogenate)

or remainder of ELISA (Plateria) homogenateSuccessive digestion with
enzymes:250 ml 20% homogenate in TN-Buffer

250 ml Detergent buffer (TN-buffer containing

4% zwittergent  3-14 and 1% sarkosyl)

25 ml 2-BuOH (final 5%)

sonication for 1-2 min

collagenase (12.5 ml, 20 mg/ml, final 50 mg/ml)

37 C for 30 min

add PK (2 ml, 10 mg /ml, final 40 mg/ml)

add 0.1M Pefablock 10 ml

add DNase | ( 2 ml, 20 mg/ml, final 40 mg/ml)
1 RT for 5 min
Precipitation of PrPSc :[1 add 250 ml 2-butanol-metanol mixture (5:1)
715,000 rpm for 20 min, RT1  SDS-Sample buffer, 50 ml
SDS-PAGE: sample: 10 ml (containing 10mg, 0.25 mg tissue equivalent)

Gel: 12.5% Bis-Tris Gel, 1 mm thickness, 12well

Buffer :NUPAGE MOPS SDS Running buffer

Equipment: Xcell sureLock mini-cell 200v 45-60min

(invitrogen ) Internal standard: (evaluation for Blot)

mouse PrPSc (1.6, 0.4, 0.1 mg brain eq.),

bovine PrPSc (32, 8, 2 mg brain eq.)

Blotting:Buffer: NUPAGE transfer buffer (invitrogen)
PVDF: (invitrogen)
Blotting: 20V, 40 — 60 min

Blocking:[1 5% defatted milk/ 50 mM Tris-HCI, pH7.5
containing 0.1% Tween 20 (15 min)
1 1% defatted milk/ 50 mM Tris-HCI, pH7.5 Primary Ab:[1 1st. Ab 44B1
(Horiuchi et.al., Virology 320:40, 2004)
x1/5,000-x1/20,000 (1-0.2 mg/ml)
1 RT for 30min
7 Wash with PBS-Tween 6-7 times each for 5 min



2ndary Ab:[] 1% defatted milk/ 50 mM Tris-HCI, pH7.5 [T HRP-labeled
anti-mouse antibody (x2,500)
1 RT for 30 min

1 Wash with PBS-Tween 6-7times each for 5 min
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