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Sequence PCR 50p I 1.5% DNA
MinElute Gel Extraction-Kit( )

DNA DNA 10ng primer
foward reverse HBVpF HBVpR PCCF PCCR BigDye
(Applied-Biosystems USA) Cycle Sequence ABI PRI—SMTM
310 Genetic Analyzer(Applied Biosystems USA) forward reverse

S pre-C/C
HBV Vector NTI Suite2 Ver8
(N-J)
primer PCR 3 DDBJ Database Blast
Data base 10 sequense 3 sequense Vector NTI Suite2 Ver
8 (consensus) consensus
Vector NTI Suite2 Ver8 primer prime
r annieling 46 56 8 AS
TEC PC-808 Gradients
HBcC anti-rHBc 28 HBc 1
HBcC (IgM) FRELISA HBc IgM 28 IgM-HBc 2
DNA B GF B GR
262
PCR HBV S HBVpF HBVpR pre-C/C
PCCF PCCR 28 10
432 747
Sequence PCR 9
1
primer consensus I primer sets( 3)
10 3,000
HBV Hepadona virus DNA DNA 2
3 200 4 open reading frame P DNA-polymerase
S (surface) C (core)
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HBV 3 2 100
4 HBV 100 4
15 B 856 7 °
34,089 391 3
HBc casel3 10 6 28 18 20 25 21 23 1 2 4 5 7 12
( D HBc(Ig\) case4 5 casel0 11 25 7 8
2
( ) B
1 2 casel3 19 29 17 20 21 22 26 27
6 casel5 1 case6 28 18 4 8
(casel 2 ) casel0 11 25 23 4 5 7 8 6
PCR Sequense HBV S (geneS) pre
-C/C (gene pre-C/C) ABI1310
geneS PCR 432bp gene pre-C/C 747bp 6lcm long capillary
genesS gene pre-C/C 2 9
1 (1 2)
HBV 3 2kbp S Pre c/c 1 2kbp
HBV
HBV primer B HBV
primer sets
¢ 3
Gradients I X
annieling 51 ( 4
1 31
(8) 875-880 1990
53( ) 310-315 1995

Okamoto H. et al:J Gen Virol 69 2575-2583 1988
11 1995
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15 2003



29

16 17

HB
HB ) HBc-IgM
casel3 >12
casels -
casel5 <2
case 9 <2
casel0 >12
casell <10
case 6 >12
casel2 <2
case28 >12
casel9 <11
case29 <9
casel? <9
casel8 >12
case20 >12
casel6 <10
case25 >12
case?l >12
case22 <11
case26 <10
case27 <10
case23 >12
case 1 >12
case 2 >12
case 4 >12
case 5 >12
case 7 >12
case 8 >12
caseMT <5
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HB (lgw)
2 3 4 5
casel3 case28 case?l case 5
0.0190 0.0180 0.0070 0.0310 0.6240
casel4d casel9 case22 case 7
0.0270 0.0190 0.0190 0.0240 0.1750
casel5 case29 case26 case 8
0.0230 0.0150 0.0200 0.0600 0.1160
case 9 casel? case27 caseMT
0.5860 0.0120 0.0260 0.0480 0.0340
casel0 casel8 case23
0.6060 0.1110 0.0360 0.1320 -
casell case20 case 1
0.5830 0.1770 0.0310 0.0320 -
case 6 casel6 case 2
0.0330 0.0250 0.0510 -
casel? case25 case 4
0.0160 0.1240 0.6680 -
N.C. : ABC=0.0230 1 0.1920
P.C. : DEF=0.5917

16 17



3 primer sets( X

Primer sets Product of length 343
Contains region of the molecule from 1 to 343

Sense Primer:

CTCCACAACATTCCACCAA

Length: 19 Tm: 48.5 C GC: 47.4

dH: -136.4 kcal/mol dS: -350.7 cal/mol dG: -30.1 kcal/mol
Antisense Primer:

GGTTGGTGAGTGATTGGA

Length: 18 Tm: 45.1 C GC: 50.0

dH: -127.1 kcal/mol dS: -327.3 cal/mol dG: -27.7 kcal/mol

Antisense Primer R:
CCAACCACTCACTAACCT
Length: 18 Tm: 45.1 C GC: 50.0
dH: -127.1 kcal/mol dS: -327.3 cal/mol dG: -27.7 kcal/mol

Primer sets Product of length 335
Contains region of the molecule from 295 to 629

Sense Primer:

GTGTCCTGGCCAAAATTC

Length: 18 Tm: 47.2 C GC: 50.0

dH: -138.5 kcal/mol dS: -358.3 cal/mol dG: -29.9 kcal/mol
Antisense Primer:

CGAAAGCCCAGGATGATG

Length: 18 Tm: 51.0 C GC: 55.6

dH: -141.2 kcal/mol dS: -361.7 cal/mol dG: -31.6 kcal/mol

Primer sets Product of length 331
Contains region of the molecule from 563 to 893

Sense Primer:

TGTTGCTGTACAAAACCTTC

Length: 20 Tm: 45.2 C GC: 40.0

dH: -144.0 kcal/mol dS: -376.9 cal/mol dG: -29.8 kcal/mol
Antisense Primer:

CCAATTACATATCCCATG

Length: 18 Tm: 39.9 C GC: 38.9

dH: -132.9 kcal/mol dS: -350.4 cal/mol dG: -26.6 kcal/mol

)
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Primer sets Product of length 329
Contains region of the molecule from 844 to 1172
Sense Primer:
AAAACCAAACGTTGGGGC
Length: 18 Tm: 52.2 C GC: 50.0
dH: -152.7 kcal/mol dS: -393.4 cal/mol dG: -33.6 kcal/mol
Antisense Primer:
AGACCTGACCGTTGCCGG
Length: 18 Tm: 55.6 C GC: 66.7
dH: -145.9 kcal/mol dS: -369.8 cal/mol dG: -33.9 kcal/mol

Primer sets Product of length 320 (rating: 153)
Contains region of the molecule from 1114 to 1433
Sense Primer:
GCCTTTCTGTGTAAACAA
Length: 18 Tm: 40.0 C GC: 38.9
dH: -131.7 kcal/mol dS: -346.7 cal/mol dG: -26.6 kcal/mol
Antisense Primer:
GGGACGTAGACAAAGGAC
Length: 18 Tm: 43.4 C GC: 55.6
dH: -133.3 kcal/mol dS: -347.5 cal/mol dG: -27.9 kcal/mol

Primer sets Product of length 333 (rating: 126)
Contains region of the molecule from 1387 to 1719
Sense Primer:
TGTGCTGCCAACTGGATCCT
Length: 20 Tm: 55.3 C GC: 55.0
dH: -149.5 kcal/mol dS: -380.4 cal/mol dG: -34.3 kcal/mol
Antisense Primer:
CACAGTCTTTGAAGTATG
Length: 18 Tm: 33.5 C GC: 38.9
dH: -119.2 kcal/mol dS: -316.5 cal/mol dG: -23.1 kcal/mol

Primer sets Product of length 321
Contains region of the molecule from 1654 to 1974
Sense Primer:
ATAAGAGGACTCTTGGACTCTC
Length: 22 Tm: 45.4 C GC: 45.5
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dH: -154.0 kcal/mol dS: -406.1 cal/mol dG: -31.1 kcal/mol
Antisense Primer:

GGAAAGAAGTCAGAAGGC

Length: 18 Tm: 43.1 C GC: 50.0

dH: -135.4 kcal/mol dS: -354.1 cal/mol dG: -28.0 kcal/mol

Primer sets Product of length 333
Contains region of the molecule from 1900 to 2232
Sense Primer:
CATGGACATTGACCCGTAT
Length: 19 Tm: 47.5 C GC: 47.4
dH: -139.7 kcal/mol dS: -361.5 cal/mol dG: -30.1 kcal/mol
Antisense Primer:
CCAAAAGTAAGACAGGAA
Length: 18 Tm: 39.2 C GC: 38.9
dH: -132.7 kcal/mol dS: -350.7 cal/mol dG: -26.4 kcal/mol

Primer sets Product of length 339
Contains region of the molecule from 2165 to 2503
Sense Primer:
GTCAATGTTAATATGGGCCT
Length: 20 Tm: 45.9 C GC: 40.0
dH: -153.0 kcal/mol dS: -402.4 cal/mol dG: -31.2 kcal/mol
Antisense Primer:
GTAGAAGAATAAAGCCCAGT
Length: 20 Tm: 42.4 C GC: 40.0
dH: -151.3 kcal/mol dS: -402.1 cal/mol dG: -29.6 kcal/mol

Primer set X Product of length 317
Contains region of the molecule from 2457 to 2773
Sense Primer:
CCTTGGACTCATAAGGTGGGAA
Length: 22 Tm: 54.6 C GC: 50.0
dH: -167.5 kcal/mol dS: -432.8 cal/mol dG: -36.7 kcal/mol
Antisense Primer:
ATGCCAGCCTTCCACAGAGT
Length: 20 Tm: 53.5 C GC: 55.0
dH: -151.5 kcal/mol dS: -388.3 cal/mol dG: -33.9 kcal/mol
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Primer set X Product of length 314
Contains region of the molecule from 2675 to 2988
Sense Primer:
GCCCTTAGATAAAGGCAT
Length: 18 Tm: 43.5 C GC: 44.4
dH: -146.5 kcal/mol dS: -386.4 cal/mol dG: -29.5 kcal/mol
Antisense Primer:
GGGGTTGAAGTCCCAATC
Length: 18 Tm: 48.6 C GC: 55.6
dH: -140.1 kcal/mol dS: -361.4 cal/mol dG: -30.6 kcal/mol

Primer sets Product of length 286
Contains region of the molecule from 2927 to 3212
Sense Primer:
ATCACCAGTTGGACCCTG
Length: 18 Tm: 47.0 C GC: 55.6
dH: -131.2 kcal/mol dS: -337.2 cal/mol dG: -28.9 kcal/mol
Antisense Primer:
CACTGCATGGCCTGAGGA
Length: 18 Tm: 52.3 C GC: 61.1
dH: -133.9 kcal/mol dS: -339.1 cal/mol dG: -31.0 kcal/mol

Sense Primer R:

TAGTGGTCAACCTGGGAC

Length: 18 Tm: 47.0 C GC: 55.6

dH: -131.2 kcal/mol dS: -337.2 cal/mol dG: -28.9 kcal/mol
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2 Pre core/Core

The Entire Precore/Core sequences

X75685
X75E58
— AUST 8J
! AUST RC
Genotype C— —— D23684
' D23681
Ma38636
'L—— ABO14378
Ds0520
AF0BBT56
¥18857 (China)
Case 18
X04615 (Japan)
Case 2
Case 4
Case 5
Case 23
Case 1l
Case 6
Case 28
Case B
Case 7

R |
0.010 1]
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3 Primer sets I XII

primer set
I I I IV V VI VI VII IX X XI XII




4 Primer sets 1 XIlI

primer set |

54.6
56.0

(C)

primer set [11

"‘.-.p-'--"_

46.2 488 517 346

475 503 53.2  56.0

primer set V

e bt bad o b wl e

46.2 488 51.7 546
47.5 503 53.2 56.0

(C)

Gradients

29

annieling

primer set I

46.2 488 51.7 546
475 503 532 560

primer set IV

46.2 4BE 517 5346

475 503 53.2 560

primer set VI

- el Sl bt il —

46.2 488 51.7

47,5 50.3 353,

16

17
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primer set VII primer set VIII

il bl B s o i

primer set X primer set X

46.2 488 51.7 54.6 46.2 4BE 51.7 54.6
475 303 3532 356.0 475 503 532 3560

("C)

primer set XI primer set XII

- 0 =5 S = 0N .. - T L

46.2 488 51.7 54.6
475 503 532 56.0
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