SUPPLEMENTARY MATERIALS


SUPPLEMENTARY TABLE

Supplementary Table S1. Primers location within HCV NS5B polymerase encoding gene used in the present study
 
	Name
	Nucleotide positiona
	Sequence 5’-3 ‘
	Primer use

	HCV_Pol_2Fw
	7599-7621
	TGCTCIATGTCNTAYTCMTGGAC
	amplification R1 + sequencing

	HCV_Pol_4Fw
	7908-7928
	TWYGGGGCIAARGABGTYCG
	amplification R2 + sequencing

	HCV_Pol_5R
	7965-7983
	TCCAGIARGTCYTYCCACA
	sequencing

	HCV_Pol_7Fw
	8254-8273
	CGTATGATACCCGCTGCTTT
	sequencing

	HCV_Pol_7R
	8256-8275
	TCAAARCAGCGRGTRTCATA
	amplification R2 + sequencing

	HCV_Pol_8R
	8615-8635
	TCATAGCYTCCGTGAARGCTC
	amplification R1 + sequencing

	HCV_Pol_13bisR
	9276-9297
	GNGACACGCTGTGATAWATGTC
	sequencing

	HCV_Pol_15R
	9356-9385
	CTACCGAGCGGGGAGTAARAAGATGCCTAC
	amplification R1, amplification R2



a Reference sequence used for numbering primer nucleotide positions is NC004102 (strain H77).

For each serum sample, two nested PCR were applied: HCV_Pol_2Fw+ HCV_Pol_8R and HCV_Pol_2Fw+ HCV_Pol_15R primer combination for the first round amplification, and HCV_Pol_4Fw+ HCV_Pol_7R and HCV_Pol_4Fw+ HCV_Pol_15R primer combination for the second round amplification.
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SUPPLEMENTARY FIGURES

Supplementary Figure S1. Phylogenetic reconstruction based on a short fragment of the HCV NS5B RNA polymerase encoding gene recovered in the present study, their best BLAST hits in our laboratory [1] and the NCBI nucleotide sequence databases (http://blast.ncbi.nlm.nih.gov/Blast.cgi?PROGRAM=blastn&PAGE_TYPE=BlastSearch&LINK_LOC=blasthome) and a set of HCV reference genomes [2].
The sequences obtained in the present study are indicated in a black background and a white font. Sequences obtained in our laboratory are indicated by a black frame. In addition to sequences analysed in Figure 1, 36 sequences from the recent article by Smith et al. on expanded classification of HCV [3] (indicated in boldface on a grey background) and 21 other HCV-2 non-l sequences recovered from the GenBank sequence database (indicated in boldface) were incorporated into the set of analysed sequences. Sequence alignment was performed by the MUSCLE program [4] and the tree was built with the MEGA5 [5] software, by using the Maximum Likelihood method based on the Kimura 2-parameter model. The tree with the highest log likelihood (-8110,8828) is shown. The percentage of trees in which the associated taxa clustered together is shown next to the branches. Branches with bootstrap values, obtained from 1,000 resamplings of the data, >50% are labeled on the tree. The tree is drawn to scale, with branch lengths measured in the number of substitutions per site. The analysis involved 100 nucleotide sequences and there were a total of 248 positions in the final dataset.

Supplementary Figure S2. Phylogenetic reconstruction based on a multiple sequence alignment of the 5’-untranslated region of the HCV genome recovered in the present study, their best BLAST hits in our laboratory [1] and the NCBI nucleotide sequence databases (http://blast.ncbi.nlm.nih.gov/Blast.cgi?PROGRAM=blastn&PAGE_TYPE=BlastSearch&LINK_LOC=blasthome) and a set of HCV reference genomes [2].
The sequences obtained in the present study are indicated in a black background and a white font. Sequences obtained in our laboratory are indicated by a black frame. Sequences with the highest BLAST score recovered from the NCBI GenBank nucleotide sequence database are indicated in boldface (those of subtype 2l are underlined). Sequence alignment was performed by the MUSCLE program [4] and the tree was built with the MEGA5 [5] software, using the Neighbor-Joining method. Branches with bootstrap values, obtained from 1,000 resamplings of the data, >50% are labeled on the tree. The scale bar indicates the number of nucleotide substitutions per site. The analysis involved a set of 37 nucleotide sequences with a total of 211 positions (nucleotides 96-303 in reference to GenBank Accession no. NC004102) in the final dataset.

Supplementary Figure S3. Phylogenetic reconstruction based on translated near full-length HCV NS5B RNA polymerase amino acid sequences recovered in the present study, their best BLAST hits in our laboratory [1] and the NCBI nucleotide sequence databases (http://blast.ncbi.nlm.nih.gov/Blast.cgi?PROGRAM=blastn&PAGE_TYPE=BlastSearch&LINK_LOC=blasthome) and a set of HCV reference genomes [2].
The sequences obtained in the present study are indicated in a black background and a white font. Sequences obtained in our laboratory are indicated by a black frame. Sequences with the highest BLAST score recovered from the NCBI GenBank nucleotide sequence database are indicated in boldface (those of subtype 2l are underlined). Sequence alignment was performed by the MUSCLE program [4] and the tree was built with the MEGA5 [5] software, using the Neighbor-Joining method. Branches with bootstrap values, obtained from 1,000 resamplings of the data, >50% are labeled on the tree. The scale bar indicates the number of nucleotide substitutions per site. The analysis involved a set of 47 amino acid sequences with a total of 525 positions in the final dataset.
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