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BRI #5553 5" imiERB X cDNA MFIISHT
EFR HREE KEF YXH zﬁxﬁ‘v

(*mEﬂiﬁffﬁmﬁ%umi ¥ 510630)
‘RE[2604

Sk

# W BHTW{KEGBV-C/HGV ﬁ#ﬂ&@ﬁiﬂ%@ﬁé}g FEERN, W RE GBV-Cf
HGV () 5 #ERBE (5’ NCR) cDNA ST THFAME ., S¥EZRAFNEHE, EHYEFN
S'NCR #717% HGV ¥ #1511, RABREAERBEZWE —THKER S LK P M GBY -
C/HGV RNA, # #7% } <DNA J5 #H47 8L A% & W6 5 (PCR)Y 18, 3Ri8 238 bp M )7 BL. PCR ™
WHLEEEENR A RRE FENEETREY, SESTHERE AEHD 86.36% ~
90.9N%, WAEREREL. SEEH, Y HFBERT GBV - C/HGV EE, IrMF7 9] k3%

Wi BOHEE, T ERERAATE —EE X,
AW EAFENE, gAﬁﬁE:F‘ oNA FoiNE € J(,,;)Féé%gﬁ GPMS
-—

HREL, fﬁ*ﬂ%“ﬁﬂ‘ﬂ& éanlﬁmﬂamamﬁﬁ HZATRABRFEBERLC
MG, REFERNM LR AR ARENFATRAFAS, RBENIMFRAMXENR
AN, 1995 3K, Leary BAFAE P FRHEBF AR AR PEET —HFHEBEREN
£RE HHEEHER SHEZALN GBV - A X GBV - B %1{l, %% GBV - C¥, @l—st
B, E R R R Linnen M Kim HEM- M REH A (PNF2161 M RI02OD MK PEET
RN BRI RRE, RiIEE a8 YRR BT (HGV)?), S04 NS3 K 331
bp FRIEAR,GBV - C 5 HGV B HFBRFEEWY 85.5%, AXBFI LN 100%, HIEMH &
EESWHE GBV-CEHCGVERTRUFXNE, REFFAHERERERTE. & F
H¥ GBV-C 5 HGV EAR—RFRFNFRRFRHEF, GBV - C/HGV), ZWmBEHEA
SERABLIERE, VHRRIE L8 RNA, 2K 9.4 kb, 428 5’ M 3 EHBE R PEY E#
EOMIELEHEORDGE, K4y 3000 M EEE, GBV - C/HGV E AR BRI R K &%
RERDFAAN R BHCY), ISRERBIE, XSBIEKEREH. B, RE GBV-
C/HGV BEMFRETHEIHZRSHBERN(RT - PCR), AL BN ELISA M
S E. FWHH RT - PCR & GRV - C/HGVS' NCR EH T ¥, Mg T b ¥ J#Birﬂ
EHEMTY,

RSV

1 BEFEHE
FACZHEMNTRBAMEN —BHEES, B4, 26 & 1, 3 HCV( + ), Hi HBs{ + ), MER B3

R H WA - 1996 — 10— 03, $6 B H KA. 1996 — 11— 27
* AFONREFELIMME (465 39600130)
 DWHNEWHEFRMK B R, BY 650031

—_— T
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£, 4R BY. WEE 1999551 HEE, - W CUTRE
2 ETHEM

RNasin, AMYV il 852 8§, Taq DNA 3 58, 123 bp DNA Marker . Wizard PCR preps DNA purification sys
tern (Promegal. Sequencing kit (ABL).

519 : #B4E Genbank  GBV - C J¥#(U36380) .HGV PNF2161 $k/F 7 (Ua4402) X HGV R10251 4]
(U45966 )%, B BEEFNT Gl 5 ATGOGTGATGACAGGGTTGG 3'( + ) (117~ 136, # PNF2161 £
B, FRl1:62 5 TAGGTGGCCCCATGCATTTCC 3°( — ) (451—~471)3G3 5 GGTAGCOCACTATAGGTGGGT
3 [+ ) (161~ 180); G4 5 CACTGGTCCTTGTCAACTCG 3°(— ) (379~398), G1.G2 2#519,G3,.G4 %
PIZ1¥, £F 5'NCR, AT /5 725 238 bp,

3 RT-PCR

FmrEAE RNA KN RAROEFEEREEYROEFES 100 pl, 5 FIMA BB 10 .l
(R E:0.5% 2- HEZ M, 25 mmol/ L MgC1,),95 C 15 min, 10000 r/min B{:L> 5 min, IR ¥ _LF 10 o« #1T
R, WEE T T B R 20 pl, N & 5149 G2 100 ng, AMV ¥ § 588 10 u, 0.25 mmol/ L dNTP 2 pl., RNasin 40
u, 10 buffer 2 al, 42T 45 min, 35— K PCR LR #4540 ul, FHFHR M 20 L, 5|4 G1 100 og, G2 50 ng,
0.25 mmoi/ L. dNTP 4pL.. 10 % buffer 4 1, Taq DNA B 48 2 u, £ 94 T 30sec, 55 T 30 sec, 72T 40 sec, W
K, T2CEMEF Tom. K PCR KRB N 50 w1, A& HE—X PCR KEHE 10 L, 5% G3 100 ng,
G4 100 ng, 0. 25 mmol/L dNTP 5 uL., 10 buffer 5 pl., Taq DNA 345 8§ 2 04, BIF R R H—X PCR. R 10
pl ZE WAL ZEH 2% HARYE BN P ik, SIRIESY TRIEW M, £ X4 T FRRSR.

4 PCR™=HHNF

T PCR 49 50 pl. Bk M S Ptk difl, A5 R3I9RS T4, B RICRAE FRRG
T ABE RIRFL I R, Taq DNA R SRS S MIF R, RETEEEHEET. M onEHER
HREMEE HEEITADNA £ U MFEHABD FBENERTRFEA. B B2 ERMYANE,
R S5 E A WM B (KB Genbank)dt {70 B #EM7 .

g =R

1 PCR FHguikiR

GBV — C/HGV RNA S8 TSR PI NE LiFE P, GBV - C/HGV R R #5511
(G2)5| Sl F R, 5K cDNA, £ —¥ PCR B34 G1.G2 1%, F£ K PCR ARSI
G3.G4 13, BEAT M= WE 2% B ER P Rk, RAT TR BT LE R,
SER¥ESFRAEMN R, X/ 5 238 bp A (LA 1),
2 GBV-C/HGV PEE(HGV - CNI R RER

HGV-CNS5 NCR DNA BERBRFFERSHEHSACS RSSO L, LE2; RESS
r.owEL,

®1 HGV-CNYNCR DNA FASEHASREDBEERLEIHN(%)
Tatle. | Annlysis of 5"NCR ¢["NA sequence homology between
HGV — CN and several previously reported isolates

PMF2161 R10291 GBV-C

HGV - CN 90.91 §9.50 86,36
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M1 GBV-{/HGV & RT - PCR K580
1. AR EFRXPT WML B
2,123 bp DNA 2 T REE
Fig.1 Product of GBV - C/HGV by RT - PCR
1. Amplified fragment from the plasma of a drug nser
2.123 bp DNA ladder

HGV-CN getagecactataggteget CTTAAGGGTT GGTCAAGGTT CCTCIGGOGE 210

PE61 ... AM .. .T.A. ... LT
R10291 ceee-hBA LT AL LT
& GA..CT.C..C.....T....

TIGTGGOGAG AAMGOGCACG GTCCACAGGT GTTGGCUCTA COGGTGTGAA TAAGGGOCG 270

C..C...... 1 D - DU
D 1 R G... vevenanas
AALAGA L e e | O TP A....

ACGTCAGGCT CGTOGTTAAA OCGAGOOCAT TACOCACCTG GGCAAACGAC GOCCATGTAC 330

Ceeeetnene erareeren tveinnan Ge coeeennan o emeeeen eeen C....
Ceeerneae traeeete eaeeinnn G AleeGenes ceraeeeren e C....

GCT.och .Ceneees e, G eouTeCounr aoeneeeenn venes Co.o.

GGTCCACGTC GOCCTACTAT GICTCICTIG ACCAATAGGC TTTGODGG gcteamctettectegtcac 398 Cy
............... The ceveeenenn vevnnnnens Goheenas

............... TA. colereenn eeveeneens oibonnns

............... The vevieerenn eerennens GA ..l

M2 HGV- CNCPEE)S'NCR (DNA F75E #4 5 5 PNF2161, R10291, GBY — C) 4 R -PIR L. 4F
HEIEA. BAERYS HGV-CN FEAHE.
Fig.2 Companson of 5'MCR cDNA sequence of HGV — CN with corresponding sequences from previously reported iso-
lates (PNF2161, R10291. GBV — C). Small letters stoad for the sequences of primers. Dots indicated identity
with sequence of HGV - CN,

T TP - meme e, e
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it #®

GBV - C/HGV R —EXR SR MR BF L EENBEINMEBIERTZA T RBF£
MREE—, BT S RSN AHE. B ERASWARIRMER, AR
FRBEHCY) . CERE. UM EREF, H5 HCV R EED T 30%, WMk GBV
—C/HGV 2 HCV MR SRR M EE M, iR —F i 3%, TS HCV
BE¥TXE. HWBE#HES GBV - C XMk HGV(PNF2161 #l RIIDFEH TR KB ER
KEEREREE. 83 85%2Y), HTFRARANANTRE R K8 ARH—HAE. G
¥ £1¥% % GBV - C/HGV.,

GBV - C/HGV fE BT H R, HERA L A3 PCRNEAERND . HEW
3 GBV — C/HGV Bkt — F B R RT - PCR, RM#i ki ELISA B R A5, GBV-
C/HGV Hl HCV AR #tFMERER, A RN FEHREENFEE R, 5 EATHN
FUEENR, BHE, it 10%6 HCV B H R MNB GBV - C/HGV, BB B X RFE#H
WL HEAR.

RITAZHE T BRRHES M¥ H # GBV - C/HGVS'NCR 2H, 358 238 bp i H
B MEREFRFN. BNEFSEAC O BHRARFIHKEER. 5 GBV-CRAE
#% 86.36%, 5 HGV PNF 2161 ¥ & R10291 #k IR E 4 5N 90.91% 1 89.90%, 5
GBV - C IR E MM A, BIEFZEZE T, B e B ¥ 8 GBV - C/HGV, iEH
REMTHKEEHHFE GBV - C/HGV B, SHibvkHE, GBV - C/HGV ¥E K (HGV -
CNYB AT REN T 187~223 B HR (¥ PNF2161 B B), HEERRERFRE, R
ARENRETR,

ERMERT,SNCR A FABBEEEES A, WREERAERIETEEERER,
Feth FHRFH, #it PCREIHHNEEFEREE, TREFRNGE SR THENEN
GBV - C/HGV5'NCR 3| n] 4iZitiE & B GBV - C/HGV H:& My 3] 4 SHKIE,

£ T X &
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Stquence Analysis of GBV — C/HGV 5" Non — coding Region cDNA

Li Gang Yao Jilu Chen Qing et al

{ Department of Infectious Diseases, Sun Yat — sen
University of Medical Sciences, Guangzhou 510630)

The eDNA sequence of 5’ non — coding region {5'NCR) of GBV - C/HGV strain from China
was determined. According to the previously reported sequences of HGV, two pairs of primers
specific for HGV from relatively conserved region in the 3° NCR was designed. GBV — C/HGV
RNA derived from the plasma of a intravenous drug user in Kunming district { Yunnan Province,
China) was extracted using the heat denaturization method and was subsequently converted to cD-
NA by reverse transcription before nested RCR. The amplified product with 238 bp was purified
and then directly sequenced by dideoxy nucleotide chain termination method. A comparison of the
nucleotide sequence of GBV — C/HGV from China with that of several previously reported isolates
from abroad showed the homology to be 86.36% ~90.91% and a divergent region. The results
demonstrated that the amplified fragment was derived from the genome of GBV ~C/HGV. The
sequence of the GBV — C/HGV 57 NCR determined here was useful for the selection of primers
and for the variation analysis of GBV — C/HGV gene.

Key words Hepatitis - virus, Polymerase chain reaction, DNA sequence determination
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