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Hyperimmune rabbit serum against multiple antigen peptides corresponding to the hy-
pervariable region 1 of HCV prevents viral infection in primary cultured adult tupaia

hepatocytes
MIN Ferg, HAO Fei, LIU Bing LIU Guo-dongg WANG Yu ming, SONG Zhi-qgiang (Depariment of infectious diseases, Southwest Hospital, Third Military
Medical University, Chongqing 400038, China)

Abstract: Objective
block viral infection in cell culture. Methods — Anti-MAP rabbit sera were respectively mixed in some series of proporions with the first and second

To investigate whether an anti-multiple antigen peptide (MAP) rabbit setum against hypervarable region 1 of HCV can

samples of HCV RNA positive serum obtained from same patient but at different time. The liver cells of tupaiae were isolaied and cultured in the me-
dium with or without positive serum. The cells and supematant were harvested at various time points during the culturing periods. Both the plus and
minus strands of HCV RNA in infected cells or supematant were examined with reverse transcription polymerase chain reaction (RT-PCR). The HCV

NS, antigens in irfected cells were detected with the monoclonal antibodies of them by using immunohistochemical assay. The minus strand of HCV

RNA in infected cells was localized with in situ hybudization. Results  When the anti-MAP rabbit serum were mixed with the second infectious se-

rum both the plus and minus strands of HCV RNA were detected in culture cells and the positive signals of NS; antigens were found in the cyto-
plasm of infected cells. But when the anti- MAP rabbit serun was added into the first infectious seum (1:1, 5%1 and 10°1), no strand of HCV RNA

was detected in culture cells and no positive signals of NS, antigens in the cytoplasm. Conclusion  The anti-MAP rabbit serum could prevent the

cultured cells from being irfected by HCV infectious sera.
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1999 5 , — ( RT-PCR) 2 HCVRNA 1:1.5%1.10°¢1
HCV RNA , (ELISA) .
HCV-IeG , , 1.2.3
(ALD . MAP . 1.2.3.1 RT-PCR HCV
(MAP) (1:40 960) , RNA RNA .
1, —380 C , : . F (493 ~ 518) 5-GCAACAGGGAACCT-
56 ‘C 30 min . TCCTGGTIGCTG 3, R (987~ 964) 5’ CGTAGG GGCC AGTTCAT-
1.1.3 .Y \LI5 CATCATCATCAT-3 . .F (502~ 527) 5-AACCTTCCTG-
Sigma ; : GTTGCICTTTCTCTA T-3, R (975 ~ 952) 5'-GTTCATCATCA-
;  HCV NS5 , TATCCCATGCCAT-3'. HCN RNA
;  HCV CP10 , . 1 PCR
; : Dig HCV . :94 C1 min, 54 Clmin 72 “C1 min, 35 ; 2 PCR
Bukh 7 HCVS (—95~—56n) 5' 94 C 1 min, 54 C 30 5 72 °C 1 min, 35

CTGCTAGCOGACTAGTGTIGG GTCCGCGAAAC(I}CTTGTGG—Z%/,
. NBT/BCIP
’ (Boehringer Manheim ) ; HCV RNA
PCR(RT-PCR)
:Fo(493 ~ 518)5'-GCAACAGGGA ACCTTCCTGG-
TIGCTC-3
R (987~ 9%4)5 - (GTAGGGGCCAGTTCAT CATCATCAT CAT-3'
Fo(502 ~ 527)5'-AACCTTCCTGGTTGCTCTTT

CTCTAT-3
R (975~952)5-GTTCATCATCATATCCCATGCCAT-3'
HCV ¢DNA 474 bp. Tupure
( Boehringer Manhein ) ; (AMV). RNA
(RNasn). RNA .Taq .dNTP.MgCl, Promega
1.2.1 :
[4- (3 -
1.2.2 MAP HCV
1.2.2.1 2 HCV RNA
1:2 , ( 3 ), 25ml
3ml 12 1 mb . 37 C
5% CO, ,16~18 h , ,
3, 1 s
, 1-2d ,
1.2.2.2 MAP 2 HCVRNA
1:1.51.10°1 12
s 1mb 16~18h , s
3, 1 s
, 1~-2d s
1.2.2.3 .
HCV CP10 2 HCVRNA
1:1.51.10°1

HCVeDNA 474 bp. . PCR 10
11 (0.25% , 40%% ) )
2.0% , 1TAE s 5Vlem
30~ 60 min, 474 bp
1.2.3.2 HCV NS;.
NS5. CP10 , HCV RNA;
[67]
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2. 1.1 1  HCV RNA 5
RNA, 17 ,
3, 13 s
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, . L 2 HCVRNA
RNA 1  HCVRNA
1 1 HCV RNA

Tab 1 Detection of HCV RNA in cultured cells and supernatant after the
first serum addition with RT-PCR

Cells Supernatant
Days after infection
Plus-strand ~ Minus-stand ~ Plus-strand ~ Minus-strand

RNA RNA RNA RNA
1 — — — —
3 + - - -
5 + + + —
7 f f f —
9 f f — —
13 + - + ND
15 - + - -
17 - + - ND
18 - - ND ND

+. weakly positive; =+ positive; — :negative; ND: not detection

2.1.2 2 1°%1 , RNA
5, 10 ,
RNA 9 s 2002 2 5
1.10%1 1 171.5%1.10%1 s

HCV RNA.
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Number: Days after infection (d); M: M arker
1 1 HCV RNA (A (B) (o)

Fig1 Detection of plus strand (A) and minus strand (B) of HCV RNA in cultured cells; and the plus strand of the RNA (C) i the su
pernatant after the first serum addition

2 2 MAP 11 2.1.3 . .
HCV RNA 2 I 3~5 HCVY
Tab2 Detection of HCV RNA in cultured cells and supernatant after the NS
addition of 11 mixture of the second serum and anti MAP rabbit 3 ’ ’
serum with RT-PCR ) , , 3
Ceb Superraant 2 5:1.10 ‘1 1 1'1.5°1.10°1
Days afterifedion  Plus srand RNA ~ Minus strand RNA~ Plus stand RNA~— Mims stand RNA
1 — — — - ’ °
3 - - - - 2.1.4 HCV RNA .
5 +
7 + + — ND N 2 1°1 ’ 3~5
9 - + + - ,
10 + - - ND
12 - — — — ’ ) N 4;
13 _ _ _ _ 2 5:1.10%1 1 1°1.5%1.10°%1 ,

Note: = weakly positive, +: positive — : negative, ND: not detection
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Number: Days after infection (d); M: M arker
2 2 MAP 1°1 HCV RNA (A). (B) (o)
Fig2 Detection of plus strand (A) and minus strand (B) of HCV RNA in cultured cells; and the plus strand of the RNA (C) i the su
pernatant after the addition of 1°1 mixture of the second serum and anti-MAP rabbit serum

wt

3 2 MAP 11 NS, < 100)
Fig3 Positive signals of NS; antigens expressing in the cytoplasm of the cultured cells after the addition of 1 ‘1 mixture of the second se-
rum and anti-MAP rabbit serun (X'100)
4 HCV RNA (X 200)
Fig4 Purpe stained minus strand of HCV RNA in the cytoplasm with in situ hybridization after the mixture addition (X 200)
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