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A B R S L A e B R S 40 2 4 S RERET T e ETID. it s ik -
3145 1 B 5 CTGTGAGGAACTACTGUTTTY 9149 2 B 5 AACAUTACTCGGUTAGUAGTS | i = i 4 2
220bp, BT 3149 1,2 9 M #3149 3 (5 TTCACGCAGAAAGCGTCTAGS ), 4% 4(5° GTTUGATCCAA-
GAAAGGACCCY), T4 BE R 145hp.
4 RNaRER

RNA [t 2 B 5 £ 17 5 o B A 7 35 12 6 R i a9
5 FEEFHPCR Y4

FE b T 200 b 0 E 09 RNA WIS F& 12U RNasim ¥ 5 pmol 51 2 1 1040 DEPC - Q. Ki# 5
enin 5, M55 5 min, ¥MINR I HE 25 u(50 mmol/ L Tris= HCl{pH 8. 3) 75 mmol/L KCI, 10 mmol/L DTT,
3 mmol/L Mg(1l. dNTP & 0.5 mmol/L, 200 B {i M— MLV @ ¥ FH, 24 U RNasin), 37T RE © 0, 0055
] DEPC — H,Q1 95T 10 4r8b, iR iE 5 4H 8, B0 5 BB 4000 BB R4 (% T 100p] 0L ) R F 58 &
PCR 46, & M #FE 50 pl(dATP.dGTP, dCTP # 200 umol/ 1., dTTP100 pmol/L, dig-11-dUTP 2 pmol/1., Taq
BB, 3150 1,2 & Lpmol/L TaqF K8 2 #41)]PCR T35 ¥4 94T 30 =50 30 $ 72T 45 #. 30
EEFREE RS 72T SELS 10 A8, BRHEIE % 221 bp AT PR . WHTED POR, 453K PCR 74 5 pl I A
EEFR PCR SOV HE. % 50 pd(1 = Tag BEEE MO, ANTP & 200 pmol/L, P3, P4 & | pmol/1. Tag B 2 1
{#)PCR TE3FZ % 94T 20 #->55T 30 Rb—72C 45 %0, 30 P IEFF. i 5 72°C 12 10 T8, IR TFH -
L PCR P41 AT 145bp B 74
6 PCR Fi8942
6.1 EIkHEE, MK PCR SN 4R 1. 5% BilSE ik, 5 EB v, BT WM PCR T =¥ %
. HCV RNA R £ FF 145bp B &4
6.2 ELISA 77IE
6.2 1 Srrepravidia &8 00 %6 FLHEAM K %, LI A W0 pl & 1 og/ul. Screptavidin B PBES(10 enmob/ |
Na,HPO, /NaH, POy, pH7 S, 0.15 mol/L NaCH4C L %, W5 & 1~ FL ;% # { 100 LLPSBS + 0. 1% (+/+)
Tween20) 1 33, 8 3 240, A EHMFABRTEACRTFZ A

it RI EF T 20 pL —¥K PCR P48 1A 80 uL PBS + 0.5% (w/v) 3 B F( Boehringer Manhefrn) £¢ i 11 £l
Streptavidin B BAIFL H . 25T 8 FE 0. 5 A BT, 2R 5 4 FL M ER B3, A 1000 BTE AR EC AL dig
{ Boehrroger Manheim ), 25C 55 0.5 B4 7L i e fm 4, B s e ™k .
6.2.2 EEMEE

DUL F 4 (4mg/ml. PNPP, 0. 75mol/ . 2- 8 5 Z M RE, pHIN. 3000 A AL b, S IR A — 2 R 1e],
M Lmol/ L NaOH 5000, 2% 1k 5, BB R (B2 E OD 405am.
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Table 1 The result of PCR — ELISA.
HEHRE RS FHHE RS .
QN 405nm M1 S nm
Positive sample Megative sample
1 b 698 11 0,083
2 0.632 12 0.077
3 0,640 13 1308
4 0.506 14 U.113
5 0,373 15 {1 465
& 0. 3dd 16 1. 11 .
7 0.423 L7 U.153
8 0.379 18 0 353
a .422 19 {.092
16 {343 20 u 1o

3 E T ODygysnm

Reagent contral ODyssnm

0.022

(I A RITHE 30 8k

=
(stop at H) min after addmg substrate)

2 EFXNPCRESEFZEMNER E1 SR, 10 FEENEFESEKER Y 145bp 1)
10 FREBME IS E 3 (13,15, 18)%8 1 1 145bp A &4, H& 7 Pk B &%

£ 1 FERX PCR MFRNGHE ok b B, FHH POR 48 B B RH 145bp, 1R = H
2-PGEX-TZI0 + jHae I Markers, 3—7 . HiHEFRHEILAE | —5 5, 8B—10- 13,15, 18 SH{RMAMEME.
Fig | Electrophoresis of nested PCR products, expecud length of PCR products 15 145bp. Line 1; reagent tontosl.

Tane 2:PGEX-7Z1{ =) Hae 0 Markers. Linc 3—7;an0-HCVY antibody positive sampde Noo 1—35, Linc 3— 10 anu-

HCY antbody negative sample Moo 15015, 18,
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M 1,2 AT%1, PCR-ELISA £ R5ER PCRESHIKM SR 28,
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PCR-ELISA HES 5B Nested PCR &S BRKSHiEHEL, REREN P ¥ F7F
THEHESR A, HILHBENREET I PCR =98 K/ RiEE, T —¥E R4 Southern
blot, M L%t T SR IEEHED MR FER A AER . X — B EA R PCR 544, i H
5, HEBEEAN BB, BFHEFERABLTRE BTEE, 5T 4B KEBEFER,
H#EFWTHAAEDTZREBAC FIE HCV REBERFHHE, ZF 7 &0 AT ikl 54 7
HCV %35, W& % B 1k 1 /5w as,
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The Application of PCR-ELISA Method for Detecting
Hepatitis C Virus in Serum
Zhu Jianfeng Chen Bo Yang Beilei Chen Changging
{ Shanghai Center of Biotechnology, Academia Sinica, Shanghai 200233)

We have applied a new method which may replace the nested PUR nowadays used to detect
hepatitis C virus in serum. The method is based on a PCR in which one of the primer is biotiny-
lated and digoxigenin-11-dUTP is incorporated during elongation. Thus, only one PCR is needed
and the product can be dectected by an "ELISA"-like format based on 96-wells microtiter plates.
The results of the new method are the same as that of the nested PCR. Moreover, the new
method has the advantages of easy handling, shotter assay time, and less false positive results.
Key words Hepatitis C virus, RT-PCR, ELISA, Nested PCR
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