M 5

RNA AGPC (107, 108) $ [
' * denaturing solution ? solution D
'l  homogenizer solution D 4 M

guanidium thiocyanate I

secondary structure nue leoprote in !
9] I
p-mercaptoethanol reducing agent inactivate
ribonucléase (111) RNA !
phenol chloroform pH !

2 M Sodium acetate pH 4.0 phenol-
chloroform pH pH 5.2 '
DNA 1 (112)

phenol

chloroform
phenol aqueous phase !

phenol Isoamylalcoho 1
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phenol-ch loroform-isoamylalcoho 1 RNA
aqueous phase DNA interphase
phenol phase *
RNA
virus specific RNA TCM 3 AGPC
RNAsc
RNA
OD 260/0D 280 120
1.3-2.0 virus RNA TCM
1.8-2.0 RNA oD
260/0D 280 2.0
RNA OD 260/0D 280
1.2

nested PCR

1
(28-33°C) FAT MIT
PCR DNA
A rhinovirus genome single-
strand RNA (112) Rotavirus genome double-
strand RNA (113) a reverse transcription

RNA cDNA gene PCR
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! DNA
copy (101)
) 100%
plateua effect
Taq DNA polymerase
substrate excess product reassociation
(100)
sensitivity first step
amplification product 1,354 bp gel
electrophoresis 37
DNA detect run gel electrophoresis
ethidium bromide RNA CDNA
reverse transcription
(limiting step) first step amplification
virus RNA
nested PCR D product
DNA )
nested PCR D] MIT
' 1? false positive
RNA 276

nested PCR

isotope
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hybridizat ion J 1
$
total RNA { ) nested PCR
0.5 nyg total RNA RNA
RNA {
RNA virus RNA {
RNA { n detect
TCM cvs-Il infected baby hamster

kidney cells 0.5 0.5 ¢
total RNA virus RNA TCM 0.5 ml

virus RNA TCM 6.4
ug (0.16 uglul) total RNA 103.68
ug (1.296 uglul) RNA virus RNA

15 nested PCR
titer virus RNA
8 pg } RNA
) nested PCR
6-24
9 . }
nested PCR 3
fluorescent antibody test
28-33 C 2, 6, 12, 24, 48

72



‘I ) nested PCR

# 72
Ermine virus RNA
mice ( ) # 168
y (23)
224
49 I 20-24 : 'l
1J0y nested PCR
# 90-95
vi 48
# FAT 2
impression smear smear
(absorb) conjugate
# ' non-specific
#
24
( 3) # MIT
viral inhibitors
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Nested PCR ' '

72 : ib
detect 0.5 ng ( 8) 4 ' RNA
RNAse positive
negative template N protein ( RNA
0 nested PCR
RNA
guanidiuin thiocyanate RNAse inhibitor
RNA
product PCR
double-strand  DNA DNA
DNA (pattern)
(114) street virus
DNA product 3 2
Hinf | Dde | 2
DNA 1 ‘

host



sequence

vector

autoclave

72

tip

64

product first amplification

N gene

RNAse
250 °c

DEPC

}

eppendorf

nested PCR

clone

nested PCR

RNAse

4 . treat

RNASO inhibitor

FAT
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