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Immuno-capture PCR for HBVDNA/ Ig-two-component-determined circulating
immune complexes

ZHOU Yu-Lin, PENG Xuan-Xian, LIU Long et al. Department of Biology, the Education Minister Key
Laboratory for Cell Biology and Tumor Cell Engineering, Xiamen 361005

Abstract Objective To establish an immuno-capture PCR for the study of classes of immunoglobulins complexed with HBV

and of their significance. Methods: Using goat-IgG to human #*.7.a chain as capture antibodies and prime-specific PCR as a detecting
method. Results;: An immuno-capture PCR had been established to detect HBVDN A/ Ig- TCIC (HBVDNA/ IgM-TCTC, HBVDN A/
IgG-TCIC, HBVDNA/IgA-TCIC). This method was specific sensitive and reproducible, by which more patients with positive HB-
VDNA could be found. It was also characted that there were significantly different positive rates among the ty pes of combinations of
IgM, IgG and IgA, in which the group with the three of them was hightest. Conclusion: These findings suggested that more HBV
may be hide within crculating immune complexes and the study of HBV-DN A/ Ig-TCIC may play an important role in more under-
standing of pathogenesis in patients with hepatitis B.
Key words Immuno-capture PCR  Circulating immune complex HBV DNA

(TCIC) . 15
/1g-TCIC /1g-TCIC . .5 .
[1
: 1.2 IsM.IsG  IgA( .Y.a
’ Ig ) IgG °
PCR . HBV HBV : HBV adr pADR-1 ,
: HBVDNA/Ig-TCIC ( HB- ~ Sangon ’ » 1861 ~1878
VDNA/IgM .IgG  IgA-TCIC) PCR 5 -TGTTCAAGCCTCCAAGCT-3 ; 2268 ~2284 3 -
, AGTGCGAATCCACACTC-5" . PCR (
1 ): o :Sau3A 1
promege
1.1 108 , 1.3 HBVDNA/IgM.IsG  IgA-TCIC
' ’ 1.31 [2]
@ (39660075) 3.5% PEG 2,
@ s . ; . PBS

N I , 1.32 IgG [gM.1gG


https://core.ac.uk/display/323940431?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

o 7 -

IgA ( HBVDNA/IgM . IgG  IgA-
TCIC )7.5tg/ml, 50 11,4 °C18 h, PBS-
T 30 40 ] .
37°C1 h, 6 40
©, 95C 20 min, .

1.3.3 PCR 10 *buffer 5 H1. dN TP
(10 mmol/ID1 #1.MgChL (25 mmol/L) 4 M.

15 pmol.1U Taq 30 #1. 50
| . 94C  1min3557C 30 72°C
1 min, 35, 72 °C10 min

. 3.

14 HBVDNA
[ 3] ,
2
2.1
21.1 5 .

[4] IgM  IgA 2 1

, 2
; IeG 1 ,

21.2 .

[ 4] 3 2 1

, 2
21.3 15 5
.5 1 HBVDNA/

IgM  IgA-TCIC
21.4 3

3 . 15 . 45

;45 R
(84.4%), 7
215 Sau3A 1
. , 1.
M 1 2

1 PCR
Fig. 1 Restriction mapping and electrophorisis analysis of
PCR production

Note: M. marken; 1. positive control; 2. Sau3A I cuts

2000 16

1 3 HBVDNA/IgTCICS
Tab. 1 Distribution of cases in eight models of HBVDNA/Ig
TCIC
HBVDNA/
IgM-TCIC

HBVDNA/
1gG-TCIC

HBVDNA/
IgA-TCIC
+ 36

Cases

11

14

L+ ++ o+
L+ D+ o+t
L+ o+
o

+

10

Note: P 0.01
2.2 3 HBVDNA
23, PCR .PCR

PCR .3
52.2%.56.5% 87.0%. X* .
PCR .
2.3 3  HBVDNA/Ig TCIC
108 HBVDNA/IgM. IgG

70.4%.56.5% 64.8%,

.3 8 .

e . . 3
7 . HBVD-
HBVDNA/IgG-

IsA-TCIC

NA/IgM-TCIC
TCIC , 1.

3

AN IgG
) Dane [gM.
IgG  IgA , PCR
HBVDNA ,
3 HBVDNA/ Ig-TCIC
PCR . )
. 108
, HBVDNA/ IgM . I¢G
70.4%6.5.5%  64.8%,
» HBVDNA/ Ig-TCIC
, 3 , HBVDNA/ IeG-

TCIC 3 . ,» Ig
B

TeA-TCIC

PCR PCR



M N GPA

N  GPA 20%
. M N GPA
0.1% .

M cAb, , 3G4 5E11
M GPA,5C7 N GPA,

GPA N 39
’ N -
’ 3 MCAb
R M cAb
GPA N 39 )
0 [67]
“ GPA 2
s M N GPA
M CAb ° ’ ’
s « GPA 2
° ) M CAb
( 72 )
( ) ,
s PCR
PCR .
Sano » Ruzicka PCR
Lo, DNA
, DNA.
/1g-TCIC o
HBV s C/C
-X/X
[89 i
s C/C
v 424 bpo
-X/ X , .
4

o 75 -

. . : , 1997: 109- 12
Langlois R G, Nishet BA, Bighee W L et al. An improved flow cy-
tometric assay for somatic mutations at the glycophorin A bcus in
humans. Cytometry, 1990; 11: 513
Jensen R H, Bighee W L. Direct immunofluorescence labeling pro-
vides an im proved method for the glycophorin A somatic cell muta-
tion assay.Cy tometry, 1996; 23 337

, 1981 21-23
, 1994; 21(1): 6
Bighee W L Vandedaan M, Fong S S Netal. Monoclonal antibod-
ies specific for the M- and N-form s of human glycophorin A. Molecu-
lar Inmunology, 1983; 20(12). 1353
. . etal. M
, 1996; 9(2): 58

( 1999-01-27 1999-03-29)
( )
1996; 16(5) ; 315
s , et al.
, 1997; 16(4). 187
s B et al. HBV-DNA
. , 1993; 9(1):58
, . IgA  HBsAg
, 1988 8
(6):379
s . IgM  IgG-

, 1997 13(4).224
Sano T, Smith C L, Cantor C R. Immuno-PCR: very sensitive anti-
gen detection by means of specific antibody-DNA conjugates  Sci-
ence 1992; 258(2). 120
Ruzicka V, Marz W, Russ A ef al. Immuno-PCR with a commer-

cially avaliable avidin system. Science 1993; 260(6): 698

, 1998: 838
HsiaC G, Nakashima Y, Tabor E. Deletion mutants of the hepatitis
B vitus X gene in human hepatocellular carcinoma. Biochemical and
Biophysical Research Communications, 1997; 241(7): 726

[ 19980526 1999-01-2§]
( )



