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Abstract

AIM: To establish a simple, accurate and practical
method for the detection of adefovir dipivoxil
resistance-associated mutation (rtA181V
mutation) in hepatitis B virus.

METHODS: Four shares of serum were collected
from patients who had been treated with adefovir
dipivoxil for more than 1 year, and HBV DNA
replication reoccurred. Two pairs of primers were
designed to amplify the region of HBV reverse
transcriptase codon 181(rt181) in order to intro-
duce a Bipl restriction site upon PCR product of
wild type (wt). After amplification, the PCR prod-
ucts were digested with Blpl and then subjected to
electrophoresis. The patterns of rtA181V mutation
were detected by restriction fragment length poly-
morphism (RFLP) analysis.

RESULTS: Of the 4 patients, rtA181V mutation

was detected in 2 cases by the above method. The
established nest PCR-RFLP assay could detect
HBV DNA at the level of 10° copies/L. The result
of RFLP analysis was in accordance with that of
DNA sequencing.

CONCLUSION: The ntPCR-RFLP assay is a
rapid, simple, specific and sensitive method for
the detection of rtA181V mutation in HBV.
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P1 105-122 5'CCTCACCCATATCGTCAAS'
P2 1255-1238 5'CCTCACCCATATCGTCAAS'
rt181up 362-380 5'CCTGGT(C)TATCGC(T)TGGATGT 3'
rt181low 692-672 5'TGAACAAATG(T)GCACTAGTAAGCTGA 3

rt aa seq 176-S P F L L A Q F

T S

nt seq 655-AGT CCG TIT CTC CTG GCT CAG TIT ACT AGT

rt181 low primer

L A Q F

CTG GCT CAG CTT
Blp 1 site

L \Y Q F

(mutant)rt 181V  CTG GTT CAG CTT
no Blp 1 site

(wild)rt 181A
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