-+ 440 - chAE AT 2 % 2005 4E 6 A% 26 %55 6 1 Chin J Epidemiol, June 2005, Vol.26,No. 6

- BB FE -

PR PR JH 2R ) B 33 1) 5 % A ke IR 0 B8 T Y
ST K28 N A

wmEk Wk e33R AL BER

(BE] By HMATWMARXBEABRIABAAREHCVEESBF L. Ak
HCV 5’ e mB K (5 UTR)R 519 5 4 B4 B EEER O 4 R IK K B 2 e B
£ R HCV Bl B S R &, SEaiE P HCV RNA, ¥ ¥ R M FAEY
ERiCSIPRABMERN(PCRAXY HE , BT MY SR B RZR , o 404 8 10 H REEKE
BEA HNERSMER, B B 5ERNNFERUBHENR T EHERE, MLmXFR
4 B R BEHLAER 60 2K ER PCR H X HCV RNA ST E B AN, BN &
AT HCV RS RAW, &R HE HCV ¥ s xR HEE B F A XA 60 3 HCV RNA #
PUE7EL0" ~ 10°/ml Z BN B HF7 EA S8, &3 1b B S0 B, 583.3%:1a B 2 ], 53.3%;
2a W2 H,53.3%;1a b IBER S5, 58.0%:1b2aBAR 1 #, 51.7% ; KK 2b.3a 1l 3b &,
FHEERSMERSMFEAIRER -, & PCREMEABTHEARTUAEHBEYMAELY
T HCV RS R ERATHRERRASRATRFERR. EHWLBX ABSRRLH HCV L 1b B
HhE,

[X87] REFAES; ERHSR

Development and application of a new hepatitis C virus genotyping method with polymerase chain
reaction-reverse blot dot technique YANG Guang, CHEN Shu, CUI Jin-huan, SI Jian-hua, TAN
Jia-ju . Institute of Medical Researches, the First People’ s Hospital of Foshan , Foshan 528000, China

[ Abstract] Objective Using polymerase chain reaction-reverse blot dot (PCR-RDB) technique to
establish a new method for hepatitis C virus (HCV') genotyping and to study the distribution of HCV
genotypes in Foshan area. Methods HCV primers and probes were designed in 5’ -untranslated region
(nt-1-nt-299) of HCV. HCV RNA in serum was isolated and purified, and its cDNA was obtained by
reversed transcription. Nested PCR using biotin-labelled primers, was done. PCR products were hybridized
with immobilized specific probes (genotype 1a to 3b) on Biodyne C membrane to genotype HCV by color
development while adding POD and TMB. A certain judgment could be made according to the position of
color reaction. The reliability of this new method was verified by sequencing. HCV RNA levels in serum
were determined by real time fluorescent quantitative (FQ)-PCR. 60 FQ-PCR-positive HCV sera from
Foshan area were genotyped using this assay. Results All 60 sera could be successfully genotyped by PCR-
RBD. 50 (83.3%) cases were found to be genotype 1b, 2(3.3% ) as genotype la and 2(3.3%) as
genotype 2a while 5(8.0% ) to be mixture of genotype la and 1b, and 1(1.7%) to be mixture of
genotypes 1b and 2a. No genotypes 2b, 3a and 3b were found. The results of PCR-RDB genotyping
methods coincided with sequence analysis. Conclusion Newly established HCV genotyping system was
proved to be sensitive, specific, precise and economic, thus suitable for clinical and epidemiologic studies.
The results of HCV genotyping showed that genotype 1b was the predominant genotype in Foshan area.
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