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AmpliTag® Roche Molecular Systems
NuSieve® Seakem® FMC
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C HCV HCV DNA
HCV-RNA
¢ .
HCV HCV-RNA
272bp
HCV DNA
DNA
HCV HCV-RNA
1) 2)
? Hov 5'—{ C ‘ E ‘ NS1 ‘NSZ‘ NS3 ‘NSA‘ NS5 Hu)n 3"
(1a) (1b) (2a) (2b) (3a)
b}
HCV GENOTYPE 1st amplification
‘272bp(nt 480 to 751)
Type 2nd amplification with type-specific primers
SDNA (13) 49bp(nt 489 to 537)
HCV Type
e [ a9 10 6y
T
Type
e [ Jueweo 4t 1o oy
Type
(33) [::::::::::‘ssbp(nt 489 to 576)
HCV
()RT 5 15p L
Okamoto, H. et al., Journal of General Virology (1993),
() 1st 1st 5 6oy L 74, 2385-2390
( ) 2nd 2nd 5 60U L
( ) 10x dNTPs dNTPs 5 100p L
) 5 1L
) 5 110p L
) 5 100p L
C RNA



PCR
PCR
PCR
PCR PCR
PCR
RT PCR
( )
PCR 0.5mL thin walled
PCR
Perkin Elmer
PJ2000
DNA Roche Molecular Systems
AmpliTaq®
BRL Super Script” [RNaseH™ Reverse
Transcriptase]
RNase Promega RNasin®

[Ribonuclease Inhibitor]
light white oil DNase/RNase

1503000
NuSieve® GTG
SeaKem® GTG
Tris base
EDTA
50x TAE
Tris base 2429 57.1mL 0.5M EDTA
(pH8.0 100mL 1000mL
50
lpg m
4 NuSieve® SeaKem® 3 1
1x TAE 4 NuSieve®
SeaKem® 3 1 121
3 5

60
30mL
15mL

1x TAE
1x TAE
3 1. CcDNA
(1) RNA HCV-RNA 70
2
(@) RT PCR 0.5mL
thin walled
RT 1
RNA 5.00 p L 100p L
5% RT 2.00 p L SuperScript”
20mM dNTP mix 0.25 pL
0.1M DTT 1.00 p L SuperScript"
RT 1.00 p L
RNase 0.25 p L Promega RNasin® 40u/p L
0.50 pL BRL SuperScript”  200u/u L
10.00 p L
(©) light white oil
DNase/RNase 25p L
(©)
42 60
!
95 15
!
4 over
3 2. 1st PCR
(€] 1st PCR
1st PCR 1
1st PCR 5.00 p L
10x dNTPs 4.00 pL
AmpliTaq® 0.25 p L Roche Molecular Systems
10x PCR Buffer 3.00 p L AmpliTag® 15mM MgCl2
27.75 p L
40.00 p L
@) PCR PCR 0.5mL
thin walled
light white oil DNase/RNase 25p L
(©) cDNA 10u L
(O]
1000 3000rpm 10 30
)
DNA
DNA 94 30
55 30 ] 35
DNA 72 60
l
72 7
l
4 over

HCV-RNA

Type (la) 49%p Type (1b)
144bp Type (2a) 174bp Type (2b) 123bp Type
(3a) 88bp

5

HCV-RNA 1StPCR
272bp

3 3. 2nd PCR
(€) 2nd PCR
2nd PCR 1
2nd PCR 5.00 L
10x dNTPs 5.00 p L
AmpliTaq® 0.25 p L Roche Molecular Systems
10x PCR Buffer 5.00 pL AmpliTag® 15mM MgCl2
33.75 p L
49.00 p L
@) PCR PCR 0.5mL
thin walled
light white oil DNase/RNase 25u L
(3) 1st PCR luL
(©)]
1000 3000rpm 10 30
®)
DNA
DNA 94 30
60 30 ] 25
DNA 72 30
1
72 7
1
4 over
3 4.
@) 1x TAE
(2) 2nd PCR 10u L 2uL
10p L
(©)) 100V 40
@) 15
)

(2a)174 bp

(3a)88 bp

(1a)49 bp

(1a) (1b) (2a) (2b) (32)






