HBV DM PCR Outer primer

HBV DNA PCR outer primer
DNA fragment 541 bp. ( 4.1) HBV
DNA ? HBs Agt ( ' 2)" DN\A fragment
541 bp (4.2, lane 2-4) HBV DNA
HBs Ag-negative ex-chronic carrier ( 3.1) DNA fragment
51 bp ( 4.2, lane 7) ? HBV DNA

PCR
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541 bp

Amplified

DNA products 265 bp

Internal Primers'

External Primersf_

i
1700 2287

Pre S S X Core

Region of HBV genome amplified by PCR.

4.1 ' HBV genome  t
external primer internal primer
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4.2 DNA fragment 541 hp
HV DNA - ff outer primer
Lane 1 molecular weight marker; 'ADNA/Hind 111
Lane 2-4  HBs Agt
Lane 5 . negative control (HzO
Lane 6 positive control (HBV D\Y

Lane 7 HBs Ag - negative ex - chronic carrier
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HBV DNA PCR inner primer

HBV D\A PCR inner primer
DN\A fragment 205 bp ( 4.1) HBV
DWA " ' HBs Agt ( 2 ) DNA fragment
205 bp (4.3, lane 2-3) HBV DNA
HBs Ag - negative ex - chronic carrier ( 3.1) D\A fragment
265 bp (4.3, lane 6) HBV DNA

PCR
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4.3 DN\A fragment 265 hp
HBVDNA ' inner primer
Lane 1 molecular weight marker;123 bp DNA ladder
Lane 2-3 HBs Ag
Lane 4  negative control (HzO0)
Lane 5  positive control (HBV DNA)

Lane 6  HBs Ag - negative ex - chronic carrier
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HBV DNA Two - step nested PCR

HBV DNA HBs Agt - (2
HBs Ag - negative ex - chronic carrier
Two - step nested PCR (4.4 First step PCR 4.5
nested PCR) HBs Ag-negative ex-chronic carrier
HBV DNA (DNA fragment 541 hp) first step PCR
(4.4, lane 7) HBV DNA  (DNA fragment 265 hp)
nested PCR (4.5 lane7)
HBV DNA
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54 Dbp

4.4 First step PCR D\A fragment 541 bp

Lane 1
Lane 2-4
Lane 5
Lane 6
Lane 7

molecular weight marker: ADNA/Hind 111
HBs Ag

negative control (H2()

positive control (HBV DNA

HBs Ag - negative ex - chronic carrier
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4.5 Nested PCR DN\A fragment 265 bp
Lane 1 molecular weight marker; 0174/Hae Il
Lane 2-4  HBs Agt
Lane 5 negative control (HzO)
Lane 6  positive control (HBV D\Y

Lane 7 HBs Ag - negative ex - chronic carrier

30
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HBV DNA One - step nested PCR
HBV DNA HBs Ag+ ( 2
HBs Ag - negative ex - chronic carrier
One-step nested PCR Two-step nested PCR
61%

, ?%%EP yP
K/Aﬁ (6C YyP

4.6 DN\A fragment One-step nested PCR
Lane 1 molecular weight marker;123 bp DNA ladder
Lane 2 HBs AJ

Lane 3 HBs Ag - negative ex - chronic carrier
Lane 4 positive control (HBV D\NA

Lane 5 negative control (HzO)
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sensitivity One-step nested PCR Two - step
nested PCR
sensitivity One-step nested PCR
Two-step nested PCR HBV DNA
undiluted HBV DNA 10 7 HBV DNA !
One-step nested PCR Two-step nested PCR sensitivity

" HBV DMA 10-A (47 48)
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Panel A
Panel B
Lane 1
Lane 2
Lane 3-9
Lane 10

55
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HBV D\a Two-step nested PCR
First PCR
Nested PCR
molecular weight marker;123 bp DNA ladder
undiluted HBV DNA
IC+1 - icf7 HBV DNA
negative control (H20)
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4.8 HBV D\A One - step nested PCR

Lane 1 molecular weight marker ; 0174/Hae Il
Lane 2 undiluted HBV DNA
Lane 3-7 101 - 10~5 HBV D\A

Lane 8 negative control (H20)
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[CNA fragment PCR primer
(‘alternate pairs of primer )

DN\A fragment One - step nested PCR
DNA primer 4 primers (4.9
4.10)

DNA - primer 1 -2 D\A fragment 521 bp

primer 3 4 D\A fragment 265 bp
primer 1~ 4 D\A fragment 390 bp
primer 2 3 D\A fragment 396 bp
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HBV Genome

S X |Pr
First PCR

l/\*

Pre S e C

521 bp PCR product
Nested PCR

A>6 bp PCR product >

Alternated pairing between outer and inner primers

17 » — -w
4

-90 bp PCR product

CR— : )
396 bp PCR product
Outer primer
Inner primer
49 1 DN\A fragment PCR

primer
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DNA fragment PCR
primer
Lane 1 molecular weight marker; <j6174/Hae Il
Lane 2 521 bp PCRproduct
Lane 3,7 396 bp PCRproduct
Lane 4,8 390 bp PCRproduct
Lane 5 265 bp PCRproduct
Lane 6 One - step nested PCR
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HBV DNA HBsAg negative control HBs Ag positive
control One - step nested PCR
HBV DNA One - step nested PCR
HBs Ag negative control 50 (group 1, 11, 1) HBs A
positive control 50 (group V) 4.1

4.1

Group  No.of sample HBs Ay Anti-HBs  Anti-HBc HBV DNA

| 18 | , | 3

| 9 ; ' }

Il % : ! | :

v 50 ! \D D +(49)

ND  Not determined

HBV DNA - group | HBV DNA
3 18 ( 3 )
‘ HBs Ag , anti-HBs anti-HBc
HBV DNA (low-level
carrier) Sumazaki (5), Wang (8)
2.1 3 ,

( neonatal tolerance)
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" HEs Ag ELISA
HBV DNA One-Step nested PCR " 1 HBV DNA
(nonreplicative
state) (free HBs Ag)
Baginski (87) HBs Ag
HBV DA HBV DNA

peripheral blood mononuclear cell  (PBMC)
nonreplicative state

HBV DNA HBs Ag-negative ex-chronic carrier ( 3.1)
One-step nested PCR

HBV D\A HBs Ag-negative ex-chronic carrier
12 HBV DNA 0 One - step
nested PCR 50

HBV DNA hepatitis 3 vaccine non-responder (3.2
One-step nested PCR

HBVDNA [ hepatitis B vaccine non-responder
9 HBV D\A 3 One - step
nested PCR 33.3
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