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L HBs Ag ELISA
3
2, HBs Ag (HBs Agt)
3.
2
3.1 HBs Ag-negative ex-chronic carrier
HBs Ag ,anti - HBe anti - HBs
HBs A anti-HBs
( HEVACB, Pasteur
1

anti - HBs 12

50

50
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3.2 HBs Ag, anti-HBc¢ anti-HBs
(Plasma derived vaccine,
) 0, 1, 6 ,
anti - HBs 9
5 . 1
2000 /10
700 . CNA

( Serological tesT, )

HBs Ag, anti - HBc anti - HBs
1 Enzyme linked immunosorbent assay (ELISA) Roche ( Basel,
Switzerland )

DNA

DNA proteinase K phenol chloroform extraction
shih (68) 100 1 l.ysis  buffer
(0.5 %sodium dodecyl sulfate , 100 ug/ml proteinase K, 5 nM EDTA
10 mMTris HCl , pH 8.0) 65 . 2
phenol : chloroform isoamylalcohol (25:24:1) 2
chloroform : isoamylalcohol (24 : 1) 1 DNA

absolute etbylalcohol -70° . . 30 DNA
14,000 / 10 DNA 1% alcohol



1 DNA neo ! DNA
50 1 TE buffer (10 nM Tris HCl ; pH 8.0, 0.1 nM EDTA) 20
PCR

Oligonucleotide primers

Oligonucleotide  primers core
gene nucleotide ,
adr, adw ayw  (69) [ Synthetic genetic, S.A
J core gene (conserved

region)

1. Oligonucleotide primer

Oligonucleotide primer £ primer 1766 primer
2287 (R) Primer 1766 nucleotide 1766 1788  HBV
DNA 23 nucleotides — GC content 52

Primer 1766 '- CTT TGT ACT ASG ASG CTG TAG &C - 3
Primer 2287 (R) nucleotide 2267 2287
reverse ( R) strand DNA 21 nucleotides  GC content
57

Primers 2287 ( R ) 5'-GGA GGA GIG OGA ATC CAC ACT - 3



2. Oligonucleotide primer L ( Nested - Primer )

Oligonucleotide primer |-, primer 1891 primer
2156 <R')  Primer 1891 nucleotide 1891 1912
HBV DNA 22 nucleotides  GC content 55

Primer 1891 '- GCT TTG G3G CAT GGA CAT TRA ¢ - 3
Primer 2156 ( R ) nucleotide 2135
2156 reverse (R) strand DNA 22 nucleotides GC content
50
Primer 2156 (R) - CTA CTA ATT ccc AIGCTG G - 3
Amplification of HBV DNA

1. Two - step nested PCR

1.1 First step PCR

DNA DNA

10 1 reaction mixture Taq DNA

polymerase 1.25 units , 100 uM dNTPs , 10 nM Tris HCI pH 8.3 ] 50

mKCl , 0.01 % ( wtivol ) gelatin 1.5 nMmgel2 § primer

1766 primer 2287 (R) 25 pmole 50 1
mineral oil 50 1

DNA DN\A thermal — cycler
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94° . 3 DN 30

DA dénaturation  94° .30 ,
annealing  55° . 30 extension  72° .1
30 extension  72° . 5 PCR
positive control negative eortrol DNA product
primer 1766 2287 (R) 521 base
pairs
1.2 Second step PCR  Nested PCR
D\A first step PCR DNA
product 11 reaction mixture
reaction mixture 1 first step PCR primer
1891 215 (R) 25 pmole 50 1
DN\A thermal cycler first step PCR
DNA product primer 265 base pairs

2. One - step nested PCR

DNA 10 1 reaction mixture
primer 1766 2287 (R) 2 pmole , Tag DNA  polymerase
1.25 units , 100 uM dNTPs, 10 MM Tris HCI  pH 8.3 3,50 nM KCl 0.01 %

(‘wtlvol ) gelatin 15  nWMgCI2 50 1
5 ul mineral oil nested
reaction mixture primer 1891 2156 (R) 25 pinole,

10 MM Tris HCI QH 8.33, 50 nMKCI, 0.01 % (wt/vol) gelatin
1.5 nM MgCI2 10 1 nested reaction mixture



neroj* n nu 2

. first step reaction mixture

DNA CNA thermal cycler 94°
3 DV 30
DNA Two - step nested PCR 30
14,000 [ 30 CNA
DNA thermal cycler 30
(- 31)

Agarose gel electrophoresis

PCR product 10 1 10 X gel loading buffer type Il
2 Ul 1.2 %agarose gel
90 IX TAE buffer ethidium  bromide
50 ug/ml CNA product
standard molecular weight marker 174 | Hae 111
DNA /Hind 111



10 ul of PCR reaction mixture Carefully close the lid

with 25 pmol inner primers of the reaction tube
t
[ oo et i——— T —— ]
o

-+— 01l

50 ul PCR reaction mixture
with 2 pmole each of outer
primers

Thermel il Cyeller

Reamglificatjon with the same Centrifuge_ briefly to force
thermal profile for 30 cycles down thé inner primers.

One-Step Nested Polymerase Chain Reactit

3.1 One - step nested PCR
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