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APPENDIXES

LEGENDSTO APPENDIX FIGURES

Figure Al. Phylogenetic tree based on a 343-nucleotide pakigience corresponding to
nucleotides 5999-6342 of open reading frame 2 (QRFthe HEV genome (GenBank
accession no. AF082843).

The legend of this figure is the same as that giifé 1, except the tree was built using the
Maximum Likelihood method based on the General TiRegersible model. Initial tree(s) for
the heuristic search were obtained by applying\eighbor-Joining method to a matrix of
pairwise distances estimated using the Maximum Gt Likelihood (MCL) approach. A
discrete Gamma distribution was used to model éwwiary rate differences among sites (5
categories (6, parameter = 0.6239)). The tree is drawn to sedtb,branch lengths
measured in the number of substitutions per she.dnalysis involved 261 nucleotide

sequences and there were a total of 343 positiotieifinal dataset.

Figure A2. Phylogenetic tree based on a 231-nucleotide pag@lience of open reading
frame 2 (ORF) 2 of the HEV genome (a fragment ftbm343 nucleotide-long sequence
analyzed in Figure 1 that corresponds to nuclest]663-6,293 of genome GenBank
accession no. FJ705359).

The HEV sequences obtained in our laboratory afiedated by a black frame. The 10
sequences with the highest BLAST scores (excluttinge from our laboratory or with a
guery coverage <98%) recovered from the NCBI GekBuautleotide sequence database
(indicated in boldface, underlined, labeled withHBBor best BLAST hit), GenBank

accession number, host, country and year of saoaflilsction or sequence submission) with
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the near full-length genome obtained in this st(@gnBank accession no. KJ701409) have
been incorporated into the phylogeny reconstruaiiaddition to a comprehensive set of 245
full-length genome sequences that were downloaaed the Virus Pathogen Resource
database (1) (labeled, if they are clustered vatfuences from the present study, with
genotype and subtype, GenBank accession numbéy coositry and year of sample
collection or sequence submission). To allow fer ltetter legibility of the tree, branches
were collapsed when they did not directly link égsences from the present study and when
the bootstrap value at node was >90%. Nucleotigamlents were performed using the
MUSCLE software (http://www.ebi.ac.uk/Tools/msa/itles). The tree was constructed using
the MEGA 5 software (http://www.megasoftware.natiyl the neighbor-joining method.
Branches with bootstrap values were obtained fr@d@@resamplings of the data, and values
>50% are labeled on the tree. The scale bar ireBdhe number of nucleotide substitutions
per site.

BBH, best BLAST hit; BOL, Bolivia; GER, Germany; RRFrance; Hu, Human; JAP, Japan,;
KYR, Kyrgyzstan; MON, Mongolia; NLD, the NetherlasidSw, Swine; SWE, Sweden;

URU, Uruguay; Wb, wild boar.
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Table Al. Main characteristics of the 8 chronically-HEV iafied patients

Case no. Age (years) Gender Date of presumed Time since kidney- HEV testing at diagnosis
HEYV infection transplantation (months) HEV RNA Anti-HEV IgM Anti-HEV 1gG

1 46 M 27-Apr-09 56 + + +

2 55 M 02-Apr-04 70 + + +

3 64 M 19-Jun-06 121 + + +

4 53 M 27-Jun-06 14 + + -

5 43 M 26-Sep-06 25 + + +

6 73 M 02-May-07 107 + + -

7 50 F 05-Nov-07 12 + N.t. N.t.

8 46 M 18-Aug-08 59 + - -

+, positive; -, negative; IgG, immunoglobulin GMgimmunoglobulin M; M, male; F, female; N.t., neisted



Table A2. PCR primers used in the present study

Name Orientation  Nucleotide positions ampliffed Sequence length (nt) HEV genes Sequences (iedidgats’-3’ orientation) Reference
F2t ESF 7-251 24% ORF1 GGTCGAYGCCATGGAGGCCt (2)
R550( EAP GVGGGGCGCTGGGACTGGTCA
HEVORF1col ESF 54-471 41¢ ORF1 CTGGCATYACTACTGCYATTGAGC 3)
HEVORF1col EAP CCATCRARRCAGTAAGTGCGGT(
Mars] ESF 36¢-100¢ 641 ORF1 AGAGAYGTYCAGCGCTGGTA Present stuc
Mars: AP RAGCATGAGCCGRTCCC,
None ESF 93:-210: 117¢C ORF1 ACAGAGGTGTATGTTAGATCCATATTTGGC (4)
None AP GGGGAGAAGTCGCTAGAGAAACCTGATG
MJ-B ESF 208¢t-2351 267 ORF1 GCATRTTTGGGAGTCKGCTAATC( (5)
MJ-B EAP GCATGGCAGAGSCCGCCGCCGGGC
MJ-B IAP ACCTTAGMGCCGTCMGGGTAGG
MJ-B ESF 214¢-277¢ 63z ORF1 GCATRTTTGGGAGTCKGCTAATC( (5)
MJ-C EAP AGGGTGCCGGGCTCGCCGG
Mars: ESF 270¢5-3847 114: ORF1 GCAGCATATCGAGAGACCTC Present stuc
Mars< AP GTGAGCTCTTGTGGCATGT/
Marst ESF 375¢€-447% 71¢& ORF1 AATGCRTCKAAYCCYGGC Present stuc
Marsé AP GCACARAGGTYTTRCTCC/
Marsi AP CAAACTCAGAAAARTCRTTCTCAAT
Marsé AP GCATSCCACACTCCTCCA
Mars¢ AP CRCCGGARTGYTTCTTC(
MJ-B ISF 384¢-457¢ 73z ORF1 ACWTTKTATACCCGTACTTGGTC (5)
MJ-C IAP TCACCGGAGTGYTTCTTCCAGA/
None SF 455¢-516¢ 611 ORFI-ORF: ACAGAGGTGTATGTTAGATCCATATTTGGC 4)
None AP GGGGAGAAGTCGCTAGAGAAACCTGATG
F2t ESF 5152-5601 45( ORF:-ORFZ GGTCGAYGCCATGGAGGCCt 2)
R547( IAP GGGACTGGTCRGCCAA(
Mars1( SF 521:-598: 771 ORFZ-ORFzZ CATGCGCCCTAGGGYTG Present stuc
Mars1] AP AGCCATGTATGCARAGCATWAC
HevMrsFwd: ESF 5711-647¢ 76t ORF: AATTATGCYCAGTAYCGRGTT (6)
HevMrsFwd: ISF GTWATGCTYTGCATACATGGC1
HevMrsRev: IAP AGCCGACGAAATCAATTCTGTC
HevMrsRev: EAP CCCTTRTCYTGCTGRGCATTCT!
None SF 6372-712¢ 754 ORF: ACAGAGGTGTATGTTAGATCCATATTTGGC (4)
None AP GGGGAGAAGTCGCTAGAGAAACCTGATG

2 A, antisens; E, external; |, internal; P, pringrsens
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