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SFRYZEEE B, Al g 2 Bk o9 BUF MW Annsense) . A FRFE BB 2 £ £-N"-dd ATP &
ok BB, | A R BT A s R R FEPE R R R R T, S EE T RS (NG ) bt
BHESRT, REESH-TARE-BRERBE(AP)E S NMEDEAEE LA BE S K. &
NS EXMER- B AMER IV Nested RT-PCR) M & Sy M FF 4 30 88. 2%, FRHERF
SERI100%, HASEMHEHAESEN T IRN, BRSNS RESEEE. HERNERK
EIA H:6 i B T S SE piE TR IR 3.
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1995 £ % E Abbot 25 Genlab A F M IRE —F N 5 AL RHXPHHRIEEF
GBV-C/JHGV, SN B R HE. RIPREHaEHH ), FFREE—RrE9 /it
ERmBEMMERNAEE T, CESBEMALEY I A MESE AT HFERERE,

BRI D AR SHEFREEE®LFER FREAFRBEHREIRERESHEE
BS T 4E % PCR 3|4, # A% RNA, F A T BIFRSEFEEHRIK E1a R0 il 5k
RT-PCR RHETERMEREEIRAEHE. HRARRAS BEE R, HRAKERESE, A
BEfER A EEEREEVYH. BEFRSit—REEREEASFAER S, BERERER
BEE LTI A2 E N TR R AR, TELTRY EIA R U R g LA (F IR, &
R T HARFICEESES, IS TR SR E T EFAE RNA.
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1.2 RT-PCR 5| R 4 DNA KBRS B

£ 18 GBV-C LB JF 5 ( Genbank Us, 3802 i1 #5 34 5140 B BT RICH & DNA H B, Rioh i Bl
B AR oo, 5180 BRIREFFTIm T -
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3|41 Fy .5 -CTC TTT GTG GTA GCC GAG AGA T-3'(6902 ~6926 nt)

341 Fa:5°-TCG GTT ACT GAG AGC TCA GAT GAG-3°(6978 ~ 7004 nt)

3|4 R, :5°-AGA TCC CCA GCC CAT GGC AGC-3" (7673~ 7693 nt)

3|4 R,:5°-CAT GCT TAG GCA GGC TTG AGC-3' (7610~ 7629 nt)

4T R A K B ( Antisense) : 5°-GCG TCG CTC TGT GGA AAT AAG GCT TTG AGT AC-3" {7121 — 7152
ni} )
1.3 - RIS

e R B (32 E NEN NEL 2/ ) 15. V- KB 8 2.0 uL, M 2.5 ul, A E-NC
ddATP 4.0 pL, A TRICEEKE 1 pL(100 pmol/pL) MK ZEHET 35 11,37 CW0 min, F-20 CRESH -
1.4 IFDHREF RNA FU3E I, TR-PCR 315 Southen-blot F43F

I TR RNA MR R[S 7 {7, % RNAFIHER RT-PCR TR, 7F 25 uL &
FAPARNAEE RNABERER ERESE 2 (Y Promega 7 = H), KB R BERE & REHE
DNAED PCR P4 K 8 M 50 L, FHFEF A EA DNA, 5148 FL.R,, & PCR &/, 5H{Promega 44
AFEE), 2 94C 1t min, 52 C 1 min, 72T 1.5 min, 30 TEF B THR N S L 33 SR =4 15 7 il .
341 Fa Ry, AR FCR E B A, BH TR R —HEN. 2. 0%FIREERAEE R,

RT-PCR i A N A RSB ENCELEY SR R IR NS A, kST
BeR,
1.5 mAB.BERRE

B 454 3:2 50 20 - SSC,37% AR 65 CA4b B 35 mn, RIE S D2 MBE BDETMEE NC B ED!,
NCHETFHTZTTHIF0C 1 b, 4§ NCEE TR P[5 » S5C,0.1%8DS, 5 g/L. Blocking Reagent, 50 g/L
HEHREBEEIT S1C THXL L. 5Sh B DGR R AT S0 PR & B 5 10 pmol/mlL, F 51 €
THZ2hNCETHER 1 (2x55C.0.1%SDS) BEHM O (0.1 ¥ S8C.0.1%SDS)H 51 CHEME 1 K.
1.6 {EFEBXAREHEER

BRI EE NC B - KPR (1 < B8R, 0. 5% Tween-20.5 g/1. Blocking
Reagent, 0.1% (B 4 ¥ } Antifluoresein-AP Conjugate]1 b, FBERE (1 x BT B M (pH7.4),0.05%
Tween-2 5 2 #2, B 2 min, T NC B _ 0% 65 CDP-star™ 5 min, x Y6/ £ 10 min, WEEES B, BB K
Rk (2 W92 E NEN NEL 28] 3-end labeling Fluoresein kit with Anti-Muoresein- AP #{Eif 88 }.

2 &R

2.1 mFFRFE RT-PCR &3

MFEFESEX RT-PCREERET 17THAIYEFWERNAHK. AEF A AMER
HCV-RNA ¥ ME & —HEAM B, MM~ S8 Ko, BEFWE-RNA BiEfFEFEE K
640 bp &4, IE# A HCV-RNA FI{EMER LI =, SELE 1-A.

AT RT-PCR B EM TR, ERITHZRFEHZETBRFAN, BET L FELRL RT-
PCR AT A S 2 MM E 57, D B &M EEF 45 RT-PCR =BG B
(Southern-blot) 43, F RERAZEZE RS S RT-PCR H#EE v, SR M 1-B, #i85H
RT-PCR P14 BREAFHS 3 RNA FE R LT 4™,

2.2 BEHIERMERBURKE

H T ME Y R ARS8 R, AL S5 #Y Oxgtoxin DNA (NEN NEL 2 F1#& )

SR 100.25.6.25.1.56.0.4 1 0.1 pg HHEETF NC B E, AL S & Oxytoxin 2 FH H B
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{ Antisense 30 mer 1 NEN NEL A &2 4t) A% X BiRCHR e, 5 LR BT & 2u 7, R
Bl d=1.56 pg HEFEADNA, R LE 2, EHEFEHESNEEFE AEREN
REE. A FHCY 5SRAFREEHEIE LEHREHNEREXLE, U HCV-RNA 58K
BEEFHFTRART. EREZVETREERFHS HCV-RNA B8 B I EEE R, iE
HEBEEFH AFRIFHERE SR NLHE 3,

1 HGV-RNA RT-FCR P8R B2 H (A} R
RT-PCR Southern-blot 5 %% B £ ic B B B & 22 404 (B)
M:DNA & TR R 1~4,HGV-ENA 74
Fig.1 Agarose gel elcetrophoresis of RT-PCR product of HGV-RENA (A) and
hybridization of RT-PCR Southem blot with fluarescein-labeled oligonucleotide probe (B)
M: DNA marker 1~—4. HGV-RMNA specimens
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Bz THRERCH HCV EEFH A B EHMH ) B3 SdRFiCEiHS e ’
Fig.2 Sensstivity of luorescein-Labeled oxytoxn { 30-mer} A-E: RT-PCR B Southern-blor 235 {F B 25 HGV-RNA
antisense oligonucleotide for the detection of oxytoxin sense B#E, F. 1 FBK DNA.G~ T: RT-PCR # /3 HCV-RNA
DNA by hybridizacion. PR
Purified DNA from A to F: 100pg. 25pg. &.25pg.1.56pg. Fig.3 Spexificity of flucrescein-labeled oligonuclectide probe
0.3Bpg-0.01lpg. by dor-blot hybridization with HGV-RMA specimens and

HCV-RNA specitnens, calf thymus DNA, A—E: HGYV-RNA
positive specimensi F: Calf thymus DNA; G—J: HCV-RENA

positive specimens.

2.3 HIFREEEZFRFTEIAES RT-PCR $NERMFFSE

RITREZEFRF SRS ESEARTERNE 4 FiR. FEEAERRSGERNNE
B}, #17 T Z= RT-PCR &M, &5 R%E87E 17 $/2 RT-PCR &M HEMFA S 15 AIEREEE
W AR, RS 3EY 88.2%, 30 #12 RT-PCR R A FAHEMMiEiR 4, X R IFEH B
B4, RS EN 100%, ZEFH S BEEKT RT-PCR R E X, He it RE N
MEFEFRERER SEARZAEENEHTEERL.
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3 e
HETEE K2 P, 305 E/ 0] HGV RNA
JoR12H HGV BB R, HBTET B
AR EHEFEBAER, EEFHALS®
ZHRAMEREEHBEHRROELN E1A B
K ELFEYASIRPEN TS FEESETYR
HEZ 4b, F6oY BAF R B ET A R AL F 8
FEEAEFFRTE. PCREA NN B
B REH Fik, HF PCR py 8o H £ 4
- Z, A IRFHTNESHBEAD, A ETE
it o R NOVIOATE o 1% 0 X £ A 00 3 OB U,
Fig.4 Dot-blot hybridization of HGV-RNA with fluores. PCR R ARFIN G E o &4, —EBE LE
cein-labeled il T E AR A
HGYV dligonucleatide probe { by chemilumirescence autog- EREEEH TR ARABTES RSN ==
rephy). MUY, M A TESBEORR.
MUBRWRICHEEFES R EEF M & A 808,
{EFFTE R SR 5 e M WA 35 [, 7E ST 9 B 5 W1 52 Bl — e S PR ), 48 % 0 5 3F B g o
HEERE B RN, B BT, B T AN E A EE, B R, i
BRRiCEAE T, B8 I EE DNA, RNA 7], IRA] A L&, BEMF, RENE K, 7%
K otfE § B RMEREE, AR AEMESEMHEAR, A HMANE L ERLRTE,
R B AT AR 3R e i i .
Hah, A ERIDRSE U A A EE RS AR mEM RS (ORI REE S
# Tm=81.5-16.6 lg[Na* 1+ 0.41{G+C}% — 600/N I+ B Tm, ELFTMEEPEET Tm
- 16T B[l 51C AR BE P ##t17, IRIE T AL E R R, H AR TR 0 R =40 Fei%
FHEBRT HERTH NS EEEEAEMFICHE, BRERIEHEREELH TS BHR
BEHMILIRF LEEZRLRZEIEMN HCV-RNA 42, ER SRR EFFRSEREHE TR, XA
ARIFNFERE . HABTFHRIEPYREEREEDERICHNEH. BAREERTEDERF
E, MERTTEERRHRTREN, (2)EEFEFEHRAT - ERiEEIRICHFE BT
FICHHEABE TREFISHKRE, MR LE RN EDH N B A TE5H
—EH R, BRI R MR, FIH HH T3 A 27 n] il 5 > 1. 56 pg #9 £ F 0 RNA,
GYRTHEAMENEEREMNE L TEEFR, 2R ESSFRENENEERGRET
FNAC RS, BT 2R AR R At R TR A B R e, b R ETE 10 min AR UG EE
XA, B ERAMNEEEFEEARER PCRYERE, AFHMANERTRERE
BEEFFFR, EHEEA 1M ERTREFREMEFRE TR TRHRETRUNERE
¥, HEREFREN TEYFH MM AREEA ER RN EFHSE 2T R,
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Detection of HGV-RNA by Hybridization
with Fluorescein-I.abeled Probe

Ning Degang Liu Haiyan Lei Shimet
( Sumitury and Anti-epidmu Station of Nuaning, Numming 530011)
Li Tianxian

( Wuhan Institute of Virolugy, Academia Sinica, Wuhan 430071)

Abstract The sequences of HGV gene that had been reported were checked and analvzed. After
comparison of HGV seqgences from different virus strains, a gene fragment of 31 nucleotides {7121
— 7152 nt) served as a probe was labeled by {luorescein-Ng-dd ATP with terminal transferase.
The specificity of HGV probe was tested by dot-blot hybridization with HCV RNA—related virus
RNA, C.T DNA, HGV-RNA, and Southern-blot hybridization with RT-PCR product of HGV.
Positive results obstained only from the HGV-RNA of positive sera that was confirmed by nested
RT-PCR., all others were negative. The sensitivity of fluorescein-labeled probe was examined.
The result showed that the fluorescein-labeled probe was able to check Z=.1. 56 pg of target
genome. The conformity of HGV-RNA detection using RT-PCR and HGV gene probe was
G7.9% . The experiment suggested that fluorescein-labeled probe ecan be used in clinic detection
and epidernic study.

Key words HGV, RT-PCR, Fluorescein-labeled probe. Hybridization
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