£ OO0 http://www.cqvip.com|

£ =00

EeERELM h @ OB W Vol.8 No 1
19935F. 3 B VIROLOGICA SINICA Mer 1993
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AXRBATEMT ' BIEFABEHOSHABERT A Nested double PCRERBRRW
i i 3 rE HCV-RNA (k. Ff]%&3L Nested double PCR & Btk B¥y REHART
H PCR, anti-HCV ( C100-3 MK B RA 35.2% (19/54) fp R #iELD
PCR Mk, dF anti-HCV (C100-3) BMERLE, FHROLMAE R LME kA8
A& AWE, AR SR Nestel double PCR 4 57 R4 anti-HCV B3 I Be

X WA, HCV-RAA @ i & HCVER anti-HCV 74k ( C100-2)
Nested double PCR = —

H1989 FE MV H R B RIF £ %% (Hepatitis C-type virus, HCV ) eDNA W& R Ih
PASE, —SBHIPHRIRF & 5% 3 Fifk (Auti-HCV antibody ) 2 WA MBS E tE, HITZAT
KeHcieRr, RO EF®SHHE. A, SHAFREAZAFAOEXSHRE KFAHG
B, AEFRALHAZRVHEENBRTFAREXEARNLEFRI . BTHRE
FEHFENELHENERERRET AR, BREY A, @8, RANARTRE
BXERFRREIERTHEREFRSEMN LS 2. LEHEK 2 REEER Y (Poly-
meraase Chain reaction, PCR,MR—IF A ZMHFE S FTED K, HEATF
NS EREEANGEESRE. RE. HHH%{N. Nested double ZHEFHENN
( Nested double PCR) Bx—HikMgkdt, BB ARNFREER, REEES. £
F: Fif) Nested double PCR BrR, MM 5| HkeRiEfFEEQL T HCY ZFA
Core KRy 5' SHIEMBE, MM Ortho 7] anti-HCV (100-3 » A& 30A B4
W54 M RSP RT SHREHRRTREEZEER (HCV-genome), Hpih3) enti-

X F19e25E6 A58 g%, 8 AzadiEm.
* 30 fEE 1091407E H AR MR K.
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1. #EXRN FATETFEAREEREHR i &P L £ FFOrthe 5] anti-HCV (C
1003 ) A M EH AT IR, 10K, H54ifk. UEFTASEFEOIRE
TFT—A0CHKABEE PCR #HA# a0, ViEBRELE®E Orth 2711 dMiERith, RHBRML
B E R A BEEET R

2. RNAREXZCDNABIE B F RS OTER NI E RNA HH FDNA, PEG-8000,
DEPE, DTT, dNTP, RNase 114y ( RNase inhibitor )y, MMLYV 34 F®1y % Takara Bioc—
hemiicals f~ B, glycogen J; Boehringer Mannheiuc 7 &5 . H#fr RNA T#igs, RNA
B & ST ESLED N A B cDNA, AR A4 0 T LT Rm HCp-2, #HE& 7 M <DNARR A T
—20CrF #i.

3. Nested double PCR HCV (i 8:[M = 1 AFMF Edaye, A TS34M Bk T
HCV 3 [H4 Core [KE1#95' 9! 4R, i Takara Biochencicals & 4. &—dci B A 31
i,

HCp—1 ( 5'~CTGTGAGGAACTACTGTCTT { 23-47)

HCp-2 ( 5'-AACACTACGCGGCTAGCAGT Y (248-229)

FE BT E2501, 4 10mmol /L, Tris—HC1, pHS, 3, 50mmol;L KC1, 15mmol/L MgClz,
0.01% gelatin ( BJEE. Frilifb), HFdNTP X 2500mol/L, S[#y& 40ug, 0,7250 Tag DNA
Polymerase ( Perkin—-Elmer Cetus), 2 5H1 cDNA 3%, FIEWEL, 2 B¥ s, FREF500r1
Eppendorf HH #f. BEBEFE. T 94, Imin ( H-—35 557 Bkeoc, 1ming IE
f7ICImin ( 5% 5 min) , #3748, EZRE T ESIH .

HCp—-3 (5'"-TTCACGCAGAAAGCGTCTAG ) { 46-65)

HCp-5 (5'-GTTGATCCAAGAAAGGACCC { 1909-171)

REEEHR2M]L, WE Ry H 2 st fip E - PCR Wil DNA, RERARE K &
BESFN—& PCR, 275, @ fEM Perlein-Elmer cetur DNA thermal eyeler & 3315,
H1i.

241
= T
HCFT T =
(28" 4y s 3 e EYL RN
(46-831; | 145 (171 —190)

1t 163 ' |
1 203

! 221

El1 Nestecl donkle POR (i3 HCV-cDNA 573 EH
B,
¥ PCR | HCP-1 #1 HCP-2 FE| e
FE T PCR | HCP-3 7 HCp-4 8]ty
H e T B B DLk 3 A B
Fig 1, The amplificaticn of HCV-cDNA 5’-terminal oon-ceding regian by
the neated double PCR method,
The firat PCR carried out with primers HCp-] and HCp-2,
The aecond PCR carzied out with primer HCp-3and HCp-4,
The distanees ju the figure are¢ measured by hp,
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%18 AR PA, Nested double PCREIERTRLND T jn% FHCV-AN AR H—— 3T 11 &7
SRR R B e oti- HOV if {4 £ 3

4. Size Marker if4F Ik PUCIZ K M%) 1108s Hpa I #3% Takera Biochemicals 24 5]
L B R BB B H & Size marker, BIEZIFEE 4 CHREFRES .
5. PCR EWMs8 5.1 PCR 5 2 511 Loading butter —327F 10% S B R

LEERESET R, BRENEE TES (pH. 00, ARTHEEHTRIEZHEEGRENTT
B,

& R

1. AR RERE RNA K,

BB AR — K PCR I 3 F Nested double PCR {47 yRIKEHAE 2, RES
B Size marker, Z R —3k PCR § 7%, 71505 Nested double PCR § ¥4,
—PY TR REERBE, KRAHSMER (221bp ), Nested double PCR
MR kB RIENT, B ( 145bp ) WAB B WA KA. KB REORES
& HCV-RNA, #[333#E,

L

B2 PCRegpig PAGE iEjk[Z @, S %o Sire marker, | —g 2% ifl 32 ANA
KM cDNA, ZWHW—% PCR 4y, AL E—K PCR =ph
Bt DNA f Nested double PCR =i,
Fig 2. PAGE of PCR products, S ;sire marker; 1—§ : ¢cDNA prod-
uced from plasma RNA; Left; the 1et PCR produces, Right;
The nested double PCR producte using the 1st PCR products
as template DNA

2. Anti-HCV $ifk ¥l 55 PCR 45 Rty

544y anti-HCV [ R ELISA RSt A/Nor (RE= . OB LMK TF2,000,
@MW AR T L.000/hT2,000, @WHMANTL000KFCut of ffff, HhERERINFE 1,
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® 1 Anti-HCY REFRRYMESPCREMLE
Talk 1. Comparetion of anti-HCY actibody merological assey and the result of PCR

Anti-HCV ELISA oL 2 PCR A PCR PR
0. D_{f No, of plarms Mo_ of PCR Parcentage of
Anti-HCY ELISA samples poritive PCR positive
0D _Velue
0.D_—2.000 12 14 63,600
1,00p<. 0. D <2 000 15 4 26,7%
0.D_ < 100D 17 1 5.9%
)5 -
Total 54 13 35,25
™ b
AL} ity

4 anti-HCV Bk I % A BBy, EamSEmtt. gitmEng HCY
SEMEHUR A ML SRR R R RRRR XA REE IS EE RGBSR ER,
HCV i b & B (£ 10°—10°CIC/m]l, QB HBY ik E M 1~10 7 & =
— )8, FX—RAERAMTE AR andi-HCV i 4 R T o s i W R AT
R EBMERNETSBRHERTBERELRN —FaTF4&hEER ZERALTX
PHEMEN DNA FRIFMRNSEES Y, BIFATNHE RE Teq Polymeraseyf i Z B DNA
ﬁ:ﬂﬁ"ﬁﬂ“iﬁn Nested double PCR A PCR ﬁ;ﬁﬂ&j—-ﬁ:ﬁﬁ, Egﬁgﬁj ¥ — PCR
25, BEBAN T R —RPCREHDNAFETP MK B —7 54 # 748 —k PCR,
RH Nested double PCR Hp RE SRS ERC R eI HE W E2rMyy DNA
P, METEREBRTESBRET MSIROBKERMN, BB ERME,. PCRE
ARHTF HCY R #E""Y, SXL£PaWErSBELHEANERK, BTE K
SRAEERY, MK PCRERS[HSER DNA F7|, FHEEX, LS HABRE
gL R, 199048, B (Okemsto) U RN T HCV B HEAN S SEHAZY
BREF, #HRPT CoreXATH - 324 MRE KM 5’ MR FE. HIERBR i
EETWRESMNHCY FHRFERFNE M. XTFAM = & 514 HCp-1,
HCp-2 Jz HCp-3, HCp-4 T K, EFRSM M5 HETHES M. HEER
Ba. il ZH SN ES T, SRR i AP RN AR 754, Nested double PCR
MR st RS R B T 1L Hep-1, HCp-2, H3IHK —Xk PCR, LB Z A X
RIS PR T MRS H T, Nested double PCR a4 AW HCV KR FE 5TW
~—Fh i, At anti-HCV Sk R EHE— S0 8HA, XA RE anti-HCV R RFERE &
BT o e o e B G SRR B3 RN E MR F

B — T, VE3% BS54 4y B il anti-HCV ( C100—3 ) PRMERI I 5F #% & H,
RAF19 e PCR A, MiER{UHI5.2%., PCRERE ELISA ¢ E > | H
~FHRRE, HREHNKXEZ, B ELISA ¥ Kk T2.000, 754 36.4% B 35Eh
PCREF %, WM /NTF 1,000 BIIF4 5.9% % PCRFH{E. F A iR H enti-HCV 1304
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1M L {ETE, Nevted donble PCRIZEY B F N HCY -RN ARSI —3kTEME . 69
ik 1 0% R B [ enti- HC Y 30 f kil

¥R, HUD RS RTTAARE anti-HCV (C100-3 ) 44 4k @y Cut off HH AR W
B M.

MR ML RE, —HWE, S anti-HCV B EH gt k{58, EREFRIN
RIFBWHHAET — P HERMER, AKRRTUSIAE 8 HIFG ALP, anti-
HBc 2 ) #{7E #EN, X THREETHRLIENSMLER & & (FPosttransfusion
hepatitis C) Ik MR EFR —HARER. HREHTRARBHEEH(64.8% ),
ZRAASIABUERB AP HAFERMT NS EHMEREE S BERAFRER
B anti-HCV @R F AR &K, £ET REEHRMMAHL. ftsh, ERFRL
FHREEEREN —GRESHEE, CHRE (BXR) Frti it BH g2, FeRREA SN
FHEAEBRMEZEA, XHAE S anti-HCV [Hik gt F R Sy A R @l m & .03
by WH R RFSENAE, B2, PRESFHERE, 2oti-HCOV (Cl00-3) R K
RAREA AHFW . i Nested double PCR $7R#: MM 3 HCV 2 R 4 &l X &,
PR, BEES L, EEET, RERsh anti-HCV R AR,

2 ¥ X W
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Detection of HCV-RNA in Plasmas of Blood Donors by
Nested Double Polymerase Chain Reaction Method——And
the Evaluation of Anti-HCV Antibody Test as

a Blood Donation Screening Assay
Yu Junping

{Wuhan BTood Transfusicn Cenler. Wuhan 430010)
Tetsuo Mori et al
{Tapanese Red Cross Fukuoka Biood Center, Japan 313)

In tbis paper we repocted the detection of HCV_-RNA in plasma of blood
donors by nested double polymerase chain reaction metbod using two pairs
of primers lpcated in the §'-terminal non-coding region, We found tbat nes-
ted double PCR method is much better than single PCR metbod both in sen-
gitivity and speciflicity, And we also found that only 35, 2% ( 19/540f anti-
HCV(C1n0-3)positive plasma samples can be confirmed to be also PCR positve,
We concluded that b.cause the false positve rate of anti-HCV ELISA iz too
bigh to be satisfactory in today’s blood transfusion practice, and nested dou-
ble PCR method is useful in compeznsating the disadvantages of anti-HCV
trat,

Key words, HCY Blood donors HCV-genome Anti-HCV antibody
( Cing-3) Nested donble PCR
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