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[ Abstract ) Objective  To develop and evaluate a new, simple multiplex real-time reverse
transcription-PCR ( MRRTP) method for genotyping of HCV fitting for clinical laboratory routine detection .
Methods Multiplex real-time polymerase chain reaction (PCR) and Tagman probes ( I /Il modified with
FAM, II /IVmodified with VIC respectively ) targeting the 5’ non-coding region had been used. The method
was compared with sequencing assay on 97 serum samples representing genotypes 1/ I /1l ,and was applied
on a further 2889 clinical samples. Results MRRTP typing of the 97 samples showed genotype I in 65
(67.0% ) ,genotype Il in 25 (25.8% ), genotype I and genotype Il mixed in 3 (3.1% ), genotype Il in 2
(2.1% ) ,and no genotype IV were detected ,while 2 samples of HCV RNA quantitation less than 3 x 10° 1U/
ml were non-reactive. In controlling method of sequence , genotype I in 61 (62.9% ), genotype Il in 24
(24.7% ) , genotype I and genotype Il mixed in 2(2. 1% ), genotype lllin 2(2. 1% ) ,and no genotype IV were
detected also. There was a complete concordance with sequence with the exception of 1 sample ,which were of
genotype | and Il by MRRTP, but genotype Il by sequence. There were 8 samples of HCV RNA quantitation
less than 5 x 10 IU/ml were not detected in sequence method ,only 2 samples were not detected in MRRTP
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method. Out of 2889 consecutive clinical samples between 2008 and 2009, 2268 could be typed by the
MRRTP assay;68. 1% were genotype I ,30.9% were genotype II , genotype I mixed genotype Il were only

0.79% and genotype Ill were 0. 1% ,none of genotype IV and others were detected. Conclusions The method

is overall accurate and provides an attractive alternative for genotyping because processing time and costs are

significantly reduced. MRRTP of I/ II probe screening method is fitting for clinical amplification in China

(almost 99% ) . Inclusion of probes targeting genotypes Il less than 0. 1 percent is required for the method to

be useful in areas where these genotypes are present .
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