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ABN 41 687 119 230
Diagnostic Testing Report Final Report (Copy)

Chief Veterinary Officer ACT SAN: 15-01893

Attn: Wendy Townsend Collection Date: 13-May-2015
Territory and Municipal Services Received at AAHL: 23-Jun-2015
GPO Box 158 Report Date: 01-Jul-2015

Canberra ACT 2601 AUSTRALIA

Sender: Tanja Strive Ref: Not Advised
CSIRO Black Mountain

Owner: Tanja Strive

CSIRO Black Mountain

Black Mountain ACT 2601 AUSTRALIA
Examination Requested: Calicivirus sequencing

Sample Information provided: 4 x Fresh tissue (Liver)

Molecular Diagnostics

Test: General Sequencing Analysis

No. Specimen ID Species Specimen Type Test Result
1 BLCK MT 1 Liver Rabbit RHDV 13/05/15 (RNA) Rabbit Liver Positive
2 BLCK MT 1 Liver Rabbit RHDV 13/05/15 Rabbit Liver Positive
3 BLCK MT 2 Liver Rabbit RHDV 09/06/15 Rabbit Liver Positive
4 BLCK MT 2 Liver Rabbit RHDV 09/06/15 (RNA) Rabbit Liver Positive

Date Tested: 25-Jun-2015

Comment: NATA accreditation does not cover the performance of this service.
Samples #1 and #2 were 100% identical to each other at the nucleotide level across the partial RHDV polyprotein gene
sequence. Samples #3 and #4 were also 100% identical to each other across the RHDV polyprotein gene sequence.
Please see appended Sequencing Analysis report for further details of genotyping and phylogenetic analysis.

Summary

Samples #1 and #2 had closest nucleotide and amino acid sequence BLAST identities to RHDV viruses from Portugal, belonging to the RHDV2
genotype cluster. This strain has not previously been detected in Australian rabbits. These results are further described in the sequencing
report in Appendix A.

Samples #3 and #4 were from a different rabbit found in a similar geographical location. Sequence from these samples had closest nucleotide
BLAST identity to the RHDV Czech prototype (KF594473) and grouped with circulating Australian RHD viruses.

Yours Faithfully

A E L

Debbie Eagles - Veterinary Diagnostician

15-01893-F-V1 Page 1 of 1



Appendix A - sequence report

Summary Comments:

14-01893-1 BLCK MT 1 Liver Rabbit RHDV
13/05/15

14-01893-2 BLCK MT 1 Liver Rabbit RHDV
13/05/15

14-01893-3 BLCK MT 2 Liver Rabbit RHDV
09/06/15

14-01893-4 BLCK MT 2 Liver Rabbit RHDV
09/06/15

- Sequence data for the RHDV polyprotein gene segment was produced from specimens 15-01893 #1-4 using primers detailed

in Kovaliski et al (2014), Wang et al (2013) and Strive et al (2009).

- Samples #1 and #2 were 100% identical to each other at the nucleotide level across the polyprotein region sequence able to
be obtained (~1740 nt). Sample #3 and #4 were also 100% identical to each other across the polyprotein gene sequence

obtained (~2370 nt).

- Samples #1 and #2 were confirmed to have closest nucleotide (98%) and amino acid (99%) sequence BLAST identities to
CBAlgarvel4-4 (2014)-like RHD viruses (eg. KM115716) from Portugal, which belong to the RHDV2 (also known as RHDVb)

genotype cluster (Figure 1; Lopes et al., 2015).

- Samples #3 and #4 had closest nucleotide BLAST identity (94%) to the RHDV Czech V351 prototype (KF594473) and grouped

with the Australian RHD viruses (Figure 1).

- Phylogenetic analysis using the partial VP60 gene sequence (977 nt) confirms that RHDV samples 15-01893 #1 and #2 do not
belong to the Australian lineage linked to the Czech V351 prototype inoculum strain, and also differ from the previous CH4

subgroup viruses submitted in 2014 (SAN 14-00313) (Figure 1).

Sequence alignment: SAN 15-01893 #1 and 2 plus reference

Nucleotide Sequence Alignment

Reference molecule: RHDV CBAlgarvel4-4(KM115716) polyprotein cds
Number of sequences to align: 6

Sequence Similarity Match  Non-Match $Match
RHDV_CBAlgarvel4-4 (KM115716)

15-01893-1 (RHDV2-1like) 1715 26 98
15-01893-2 (RHDV2-like) 1715 26 98
15-01893-3 (Australian-1like) 1480 261 85
15-01893-4 (Australian-1like) 1480 261 85

GTCTTGTGCTGAAATTGGTTTACATTGCTCCAACCTGTATGAGGATGCCCCTTTCTACACGTA
GTCTTGTGCTGAAATTGGTTTECATTGCTCCAACCTGTATGAGGATGCCCCTTTCTACACGTA
TTGTGCTGAAATTGGT TTECATTGCTCCAACCTGTATGAGGATGCCCCTTTCTACACGTA
GTETACAAGTCTTGTGCTGAAATTGGET TACABTGCTCCAACETGTABGAGGABGCCCCATTCTACACETA
CEGTETACAAGTCTTGTGCTGARAT TGGETTACAETGCTCCAACTTGTACGAGGAEGCCCCATTCTACACETA

RHDV_CBAlgarveld-4 (KM115716
15-01893-1

GACACATGATGATTGAGGAAACATATGACTTGGCCAAAGAAGAACGTGGTGTGCAGCTAGAGGAACTGCAAGTTG
CATCEAGACATATGETEATTGAGGABACABAEGACETAGCCAAAGAAGABCGEGGTGTACABCTEGAGGAACTGCARGTTG
CAACATCEAGACATATGETEATTGAGGAGACACAEGACETAGCCAAAGAAGABCGEGGTGTACABCTEGAGGAACTGCARGTTG

481 GARAGATACTTGC CGT,

TAGAAAGATACTTGCAGATCGTAA

CTAGAAAGATACTTGCAGATCGTAA
G TTIAGTGTTTACAGCTATGAEGCTGCTAGAAAGATACT TGCAGATCGEAAGAGAGTCGTCTCGGTAGTACCTGACGACGABTTTGT
GGAGTTTTTCAACTTTGT TIGEAAGGAGCTTGEGCGECAACAGGCATACACCCAGT TIAGTGT TTACAGCTATGAGGCTGCTAGAAAGATACTTGCAGATCGEAAGAGAGTCGTCTCGGTAGTACCTGACGACGAGTTTGT

14-00313-1

RHDV_CBAlgarveld-4 (KM115716) 641 GAATGTTAT CAA CAGCATCGGTCCCTGG CCGACGGTATGGACCCTGGTGTTGTGGC! CTAGTGTGGTCACCACCGAGAACGCGTCCACGTCGATTGCA
15-01893-1 GTCACCACCGAGAACGCGTCCACGTCGATTGCA
1 CACCACCGAGAACGCGTCCACGTCGATTGCA
CACTGCAGANAATTCATCEECGTCGATTGCA
C C C G G G GTCACTGCAGARAATTCATCEGCGTCGATTGCA
14-00313-1 TGCTACCACAGCATCGGTECCEGGAACCACAACCGACGGEATGGATCCAGGEGTEGTGGCCECAACTAGTGTGGTCACTGCAGARAATTCATCCECATCGETTGCA
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RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

Amino Acid Sequence

801

1121

1281

1441

1601

1761

1921

2081

2241

GGCGGGGATTGGCGGT TGGAT! T TTTTACTACAATGATGTTTTTACATGGTCAGTTGCAGACGCCCCGGGTARCATCCTGTACACTGTCCAACACTCGCCACAAAACAACCCGTTCACAGCTG
GGCGGGGATTGGCGGT TGGACCAACAAGAAACTTGGAGGACAAACTTTTACTACAATGATGT TTTEACATGGTCAGTTGCAGACGCCCCGGGEAACATCCTGTACACTGTCCAACACTCGCCACARAACAACCCGTTCACAGCTG
TTGGCGGT TGGACCAACAAGARACTT CTTTTACTACAATGATGTTTTCACATGGTCAGTTGCAGACGCCCCGGGEAACATCCTGTACACTGTCCARCACTCGCCACARAACAACCCGTTCACAGCTG

T BGTGGAECAACAAGARACATGGAGEAC TT TGTTTTCACETGGTCECTEGCCEGACGCCCCEGGEABCATACTETACACTGTECARCACTCECCACAARACAACCCGTTCACARCEG

T GGTGGAECAACAAGARACATGGAGAAC TT TGTTTTCACETGGTCEETEGCEGACGCCCCEGGEAGCATACTETACACTGTECARCACTCICCACAARACAACCCGTTCACARCEG

T 8 GGTGGAECAACABGARAC] CTTTTACTACAATGATGTTTTCACT TGGTCIGTCGCEGATGCACCEGEEAGTATICTETATACTGTCCARCACTCECCACAGARCAACCCATTCACEGCTG
TTCTAAGTCAAATGTATGCTGGTT GGTGGCATGCAATTCCGGTTTATAGTCGCTGGGTCAGGTGTCTTCGGTGGGCGTCTGGTTGCAGCGGTTATACCACCGGGCATTGAGATT TTT TCAGACAATTCCCCCATGTTGTCAT
TTCTAAGTCAAATGTAGGCTGGETGGGCCGGTGGCATGCARTTCCGGTTTATAGTCGCTGGGTCAGGTGTCTTCGGTGGGCGTCTGGTTGCAGCGGTTATACCACCGGGCATTGAGATTGGGCCAGGTTT TCAGACAATTCCCECATGTTGTCAT
TTCTAAGTCAAATGTACGCTGGETGGGCCGGTGGCATGCAATTCCGGTTTATAGTCGCTGGGTCAGGTGTCTTCGGTGGGCGTCTGGTTGCAGCGGTTATACCACCGGGCATTGAGATTGGG TTT TCAGACAATTCCCECATGTTGTCAT
TGCTEAGTCAGATGTACGCTGGETGGGCTGGTGGCATGCAGT TECGETTEATAGTIGCEGGGTCAGGTGTETT GGGCGACTGGTTGCEGCTGTAATACCACCAGGCATT TT Ci TT TCAGECABTTCCCICATGTEGTCAT
TGCTGAGTCAGATGTACGCTGGET TGGT TGCAGTTICGETTCATAGTIGCCGGGTCAGGTGTETT GACTGGTTGCEGCEGT CACCAGGCATT TT Ci T GTCAGECAGTTCCCICATGTEGTCAT
TGCTGAGECAGATGTACGCTGGET TGGT TGCAGTTCCGETTCATAGTEGCTGGATCAGGTGTETTIGGT GACTGGTEGCEGCIGTEATACCACCGGGCATE T CH GECAATTH TGTTGTEAT
TGACGCTCGTTCACT! TCACCATCACCAT( TTGCGTCCT: TGT: TGGCCTCGTTCCCACGTTGGTCCTGAGCGTTTACARCAACCTCATCAATCCATTTGGTGGATCCACGAGCGCGATCCAGETC

TGACGCTCGTTCACTCGAACCAGTCACCATCACCATGCCGGACETGCGTCCTAACATGTACCACCCGACAGGCAACCCTGGCCTCGTECCCACGTTGGTCCTGAGCGTTTACAACAACCTCATCAATCCATTTGGTGGATCCACGAGCGCGATCCAGGTC
TGACGCTCGTTCACTCGAACCAGTCACCATCACCATGCCGGACETGCGTCCTAACATGTACCACCCGACAGGCAACCCTGGCCTCGTECCCACGTTGGTCCTGAGCGTTTACAACAACCTCATCAATCCATTTGGTGGATCCACGAGCGCGATCCAGGTC
TGACGCECGTTCECTCGAGCCTGTCACCATIACCATGCCAGATCTGCGECCEAACATGTACCACCCAACTGGTGARCCTGGCCTEGTTCCCACGETAGTCCTEAGEGTT CAACCTCATCAAGCCETTTGGTGGATCCACTAGTGCAATCCAGGTE
TGACGCECGTTCGCTCGAGCCTGTCACCATIACCATGCCAGATCTGCGECCEAACATGTACCACCCAACTGGTGARCCTGGCCTIGTTCCCACGETAGTCCTRAGTGTTTACAACAACCTCATCAACCCETTTGGTGGATCCACTAGIGCAATCCAGGTE

BGACGCECGTTCECTCGAGCCIGTCACEATCACCAT GACTTGCGTCCEAACATGTACCACCCAACEGGEEACCCTGGCCTIGTECCCACAETGGTCCTEAGIGTT CAACCTCATCAACCCETTTGGTGGETCCACCARCGCARTCCARGTA
ACGGTGGARACAAGGCCCAGTGAGGACTTTGAGT TTGTGATGATCCGTGCCCCCTCCAGTAAGACCGTTGATTCGATCT GATCTCCTCACAA TYCTCACT T CGACAACAGATGGAATGGT! TGGGCTGC
ACGGTGGARACAAGGCCCAGTGAGGACTTTGAGT TTGTGATGATCCGTGCCCCATCCAGTAAGACCGTTGATTCGATCTCGCCCGCEGATCTCCTCACAACCCCGETECTCACT TT CGACAACAGATGGAATGGT! TGGGCTGC
ACGGTGGAAACAAGGCCCAGTGAGGACTTTGAGTTTGTGATGATCCGTGCCCCATCCAGTAAGACCGTTGATTCGATCTCGCCCGCIGATCTCCTCACAACCCCGGTECTCACT TTGGTACCGACAAC] TGGT TAGTT TGC
ACHGTGGAAACAAGGCCEAGTGARGACTTTGAGT TTGTGATGATICGEGCCCCCTCCAGEAAGACTGTTGATTCAATETCGCCCGCAGEECTCCTCACGACCCCAGTECTCACT TTGGT AAC; GGTEANATAGTEGGACTAC
ACAGTGGAAACAAGGCCGAGTGARGACTTTGAGT TTGTGATGATICGEGCCCCCTCCAGEAAGACTGTTGATTCAATITCGCCCGCAGEECTCCTCACGACCCCAGTECTCACT TT GGTCANATAGTGGGACTAC
ACAGTGGAAACAAGGCCAAGTGATGACTTTGAGTTTGTGATGATIAGEGCACCCTCIAGCAAGACCGTTGAGTCAATCTCACCEGCAGETCTCCTCACGACCCCAGTECTCACTGGTGTT ATGACAAC; GGECANATAGTGGGACTGC

AGCCAGTCCCCGGTGGGTTTTCTACGT
AGCCAGTCCCCGGTGGGTTETCTACGT
AGCCAGTCCCCGGTGGGTTETCTACGT
AACCAGTGECCCGGAGGGTTETCEACGTGCARCAGEC,
AACCAGTG GTTCTCCACGTGCAACAGEC.
AACCAGTACCEGGGGGGTTTTCEACGTG G

TGGAACTTARATGGT! TTGGGTGGT TTT T T
GCCCGCGGTTTGCCGCCATTGACCACGACAGAGGE:

TTTTCCT GCAGTTCGTCARATGTGCTTGAGCTTTGGTATGC
rwrrcccrvv GCi PTTccTCAAATGTGCTTGAGCTTTGGTATGC
TGGAACTTARATGGT: TTGGATGGTCAAGCCCGCGGTTTGCCGCCATTG CGACAGAGGEAACGC: TTECCTGGAAGCAGTTCGTCAAATGTGCTTGAGCTTTGGTATGC
ITGG: ACTTGAATGGCAGCACATACGGCTGGTCAAGCCCTCGGTTTGCCGACATCGACCACCGAAGTGGCAGTGCGAGTTACCCTGGGAGCAATGCAACCAACGTGCTCCAATTTTGGTATGC
ITGG: ACTTGAATGGCAGCACATACGGCTGGTCAAGCCCTCGGTTTGCCGACATCGACCACCGAAGTGGCAGTGCGAGTTACCCTGGGAGCAATGCAACCAACGTGCTCCAATTTTGGTATGC
TGGAACTTG: CATATGGITGGTCAAGCCCICGGTTTGCCGACATTGACCACEG: GAGTGCAAGTTTTECTGGEABCARETCEACEAAEGTGCTECAGETTTGGTAEGC

cGe:

TAGTGCCGGGTCTGCAGCTGACAATCCCATCTCCCARATTGCTCCAGATGGTTTCCCTGACATGTCATTTGTACCCTTCAGCGGCACCACCGTCCCTACCGCAGGGT TCTGGAACAGCAGTAATGGTGCCCCCTTCGTCACG

TTGGGTTCGGT
TAGTGCCGGGTCTGCAGCTGACARECCCATCTCCCARATTGCTCCAGATGGTTTCCCTGACATGTCATTTGTECCCTTCAGCGGCACCACCGTCCCTACCGCA! TEGGETTCGET TCTGGAACAGCAGTAATG!

TAGTGCCGGGTCTGCAGCTGACARCCCCATCTCCCARATTGCTCCAGATGGTTTCCCTGACATGTCATTTGTECCCTTCAGCGGCACCACCGTCCCTACCGCA! TEGGETTCGET TCTGGAACAGCAGTAAS:

CARTGCEGGGTCTGCAGETGACARCCCCATITCCCABETTGCACCAGATGGETTICCTGACATGTCET TEGTACCCT TIARCGGCECEGECATCCCBECCGT TEGGATTEGCTGEAATCTGGAACAGTARGABTGGTGCCCCCANCGTCACG
CAATGCEGGGTCTGCAGETGACARCCCCATTTCCCABGTTGCACCAGATGGETTICCTGACATGTCETTEGTACCCT TIARCGGCECEGECATCCCBECCGT TEGGATTIGGTGEAATCTGGAACAGTARGAGTGGTGCCCCCANCGTCACG
TAATGCTGGATCTGCAGITGACAACCCTATCTCCCABETTGCACCEGAGGGET TICCTGACATGTCATTEGTECCITTIARCAGCECCANCATCCCEACCGT TGGGTCGGATTIGGTGGTATET TAACAGEGGTGCCCCCBETGETACG
ACCGTGCAGGCTTATGAGTTGGGCTTTGCCACTGGAG! G TCAACCT! TTCAGGGGCTCAGATTGTTGCCAAGTCCATCTATGGCGTTGCARATGGCATARACCAGACAACAGCCGGGTTGTTTGTGATGGCATCGGGTG

ACEGTGCAGGCETAEGAGTTAGGETTTGCCACTGGEGCACCABGC:
ACEGTGCAGGCETACGAGTTAGGETTTGCCACTGGEGCACCABGC:
ACEGTGCAGGCTTATGAGTTGGGCTTTGCCACTGGEGCACCAARC

cc8caBccBAaccacc:
CCBECABCCEACCAC:
CCEECABCCTACCACE:

CACTTCAGGIGCACAGACTGTTGCCAAGTCCATETATGECGTECTARCTGGCACABGTCARABCCCAGCCGGATTGT TTGTGATGGCETCGGETA
CACTTCAGGIGCACAGACTGTTGCCAAGTCCATETATGECGTECTARCTGGCACABGTCARABCCCAGCCGGAT TGTTTGTGATGGCETCGGETA
CACTTCAGGEGCACABAGTGTEGCEAAGTCCATETATGECGTEGTAACEGGCACARACCARABEECABCCGGABTGTTTGTGATGGCETCGGGTG

TCATATCCACCCCAAACAGTAGTGCCATTACGTACACACCTCAGCCAAACAGGATTGTCAATGCACCTGGCACCCCTGCTGCCGCTCCTATTGGCAAGAACACACCCATCATGTTCGCGTCTGTTGTTAGGCGCACCGGCGACATCAACGCTGAGGCCGG

TIATET FGETABEGCCATEACGTACACECCTCARCCABACAGAATTGTRABBACACCEGGCACECCBGCTGCAGCACCTRT] CACCCATTATGTTIGCATCTGTTGTEAGGCGCACCGGTGACETCAACGCETCAGCTCE
TIATET TECTARC GCCTCABCCAGACAGAATTGTAACCACACCEGGCACECCEGCTGCAGCACCTET CCCATTATGTTIGCATCTGTTGTEAGGCGCACCGGTGACETCAACGCETCAGCTGE
TIATET GCEAATCCRETCACATACACECCECARCCAGACAGAAT TG TRACTACACCEGGCACTCCEGCEGCCGCACCTRTBGGCAAGAACACECCCATCATGTTCGCATCTGTTGTBAGGCGCACCGGEGACBTCAACGCEGEAGCEGG

TTCAACTAACGGTACCCAGTACGGCGCGGGATCACAACCACTGCCGGTGACAGTTGGACTTTCACTGAACAATTACTCATCGGCACTTATGCCTGGGCAATTCTTTGTTTGGCAGCTGAACTTCGCTTCCGGCTTCATGGAACTTGGCTTGAGTGTTGAT

GTCAACEAATGGAACCCAGTACGGCACAGGETCECAACCACTGCCAGTGACBATTGGECTETCECTEAACAAE TACTCATCAGCACT TATGCCEGGACAGTTCTTEGTTT ATTAAGCTTIGCATCEGGETTCAT i
GTCAACCAATGGAACCCAGTACGGCACAGGCTCCCAACCACTGCCAGTGACGATTGGGCTCTCGCTCAACAACTACTCATCAGCACTTAJuLLLuu CAGTTCT T ATTAACCTTIGCATCIGGETTCAT T
CECAACCACTGCCAGTAACARTEGGACTTTCECTCAACAACT. rTCGTCAGCACTCATGCCCGGGCAGTTTTTCGTTTGGCAGTTAACCTTTGCAJpJouJJp T ATCGG

TTAAGTGTAGAT
TTAAGTGTAGAT
TTAAGTGT

GGATACTTCTATGCGGGGACAGGGGCTTCARCCACCCTCATTGACCTGTCAGAGCTTGTTGACATCCGCCCTGTGGGACCCAGACCGTCCACARGCACGCTTGTGTACAACT TGGGGGGCACAACCARTGGCT

GGETACTTITATGCAGGGACAGGGGCETCAACCACACTCATTGACCTGACTGABCTEATTGACGTACGCCCTGTGGGACCCAGECCATCCANAAGCACACTEGTGTIFAACETGGGGGGCECABCEAALGGCT
GGGTACTTITATGCAGGGACAGGGGCETCAACCACACTCATTGACCTGACTGAACTCATTGACGTACGCCCTGTGGGACCCAGECCATCCANAAGCACACTEGTGTITAACCTGGGGGGCECAGCEAALGGCT
GGGTATTTITATGCAGGAACAGGAGCETCAACCACGCTCATTGACCTAACTGAACTCATTGACGTGCGCCCEGTGGGACCCAGECCATCARGAGCACACTEGTGTICAGCETGGGGGGCECAACEAATGGCT

Alignment

Reference molecule:
Number of sequences

Sequence similarity

RHDV_ CBAlgarvel4-4 (KM115716) VP60

to align: 6
Match

Non-Match %$Match

RHDV_CBAlgarvel4-4(KM115716)

15-01893-1
15-01893-2 (
15-01893-3 (
15-01893-4 (

RHDV_CBAlgarvel4-4 (KM115716
15-01893-
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarvel4-4 (KM115716
15-01893-
15-01893-2
15-01893-3
15-01893-4
14-00313-1

RHDV_CBAlgarveld-4 (KM115716
15-01893-1
15-01893-2
15-01893-3
15-01893-4
14-00313-1

(RHDV2-1ike)
RHDV2-1ike)
Australian-like)
Australian-like)

363 1
363 1
332 32
332 32

99
99
91
91

MEGKARAAPQGETAGTATTASVPGTTTDGMDP TTSVVTTENASTSTATAGIGGPPOOVDOQETHWRTNFY YNDVFTWSVADAPGN T LY TVQHS PONNPFTAVLSQMYAGWAGGMQFRF IVAGSGVFGGRLVAAVI PPGTEIGPGLEVROFPHVVIDA
MEGKARAAPQGETAGTATTA: TTENASTSIATAGIGGPP ETWRTNFYYNDVETWSVADAPGNILY TVOHS PONNPFTAVLSOMYAGWAGGMOFRF IVAGSGVFGGRLVAAVI PPGIEI GPGLEVROFPHVVIDA
MEGKARAAPQGETAGTATTASVPGTTTDGMDPGVVATTSVVTTENASTS TATAGT GGPPOQVDO NDVFTWSVADAPGNILYTVOHS PONNPFTAVLSOMYAGWAGGMOFRE T FGGRLVAAVIPPGIEIGPGLEVRQFPHVVIDA
MEGKARAAPQGEAVGTATTASVPGTTTDGMDE TT IATAGIGGPPQOVDS NDVFTWSVADAPGST LY TVQHS PONNPFTEVLSOQI FRET FGGRLVAAVIPPGIEIGPGLEVRQFPHVVIDA
MEGKARAAPQGEAVGTATTASVPGTTTDGMDE TT TATAGIGGPPQOVDS NDVFTWSVADAPGST LY TVQHS PONNPFTIVLSOQI FRET FGGRLVAAVIPPGIEIGPGLEVRQFPHVVIDA

TTASVPGTTTDGMDP T TAGIGGPPOQVDI NDVFTWSVADAPGST LY TVQHS PONNPFTAVLSQ) FRET FGGRLVAAVIPPGIEIGPGLEVRQFPHVVIDA
RSLEPVTITMPDLRPNMYHPTGNPGLVPTLVLSVYNNLINPFGGSTSAIQVTVETRPSEDFEFVMIRAPSSKTVDSISPADLLT TP ?LTGVGTDNRWNGEIVGLOPVPGGFST TFGRSSPRFAAIDHDRGN; LELWYAS
RSLEPVTITMPDLRPNMYHPTGNPGLVPTLVLSVYNNLINPFGGSTSAIQVTVETRPSEDFEFVMIRAPSSKTVDS ISPADLLTTBYLIGVGT DNRWNGEIVGLOPYVPGGFS TCNRHWNLNGS TFGISS PRFAAT DHDRGNA LELWYAS
RSLEPVTITMPDLRPNMYHPTGNPGLVPTLVLSVYNNLINPFGGSTSAIQVTVETRPSEDFEFVMIRAPSSKTVDS ISPADLLTTPYLTGVGTDNRWNGE [VGLOPV P! NRHWNLNGSTFGHSS PRFAAT DHDRGNA LELWYAS
RSLEPVTITMPDLRPNMYHPTGEPGLVPTLVLSVYNNLINPFGGSTSATQVTVETRPSEDFEFVMIRAPSSKTVDS TS PAGLLT TPYLTGVGNDNRWNGE I VGLOPYPGGF S TCNRHWNLNGS TEGHS S P! T LOEWYAR
RSLEPVTITMPDLRPNMYHPTGEPGLVPTLVLSVYNNLINPFGGSTSATQVTVETRPSEDFEFVMIRAPSSKTVDS TS PAGLLT TPYLTGVGNDNRWNGQ T VGLOPYPGGFS TCNRHWNLNGS T¥GNS S P! T LOEWYAN
RSLEPVTITMPDLRPNMYHPTGDPGLVPTLVLSVYNNLINPFGGSTNATQVTVETRPSBDFEFVMIRAPSSKTVDS TS PAGLLT TPYLTGVGNDNRWNGQT VGLOPYPGGF S TCNRHWNLNGS T¥GNS S P! 1L VLOEWYAN
AGSAADNPISQTAPDGFPDMSFVPFSGTTVET: FGGIWNSSNGAPFVTTVQAYELGFATGAPSNPQPTTTTSGAQIVAKS IYGVANGINQTTAGLFVMASGVISTPNSSATTY TPOPNRIVNAPGTPARAPTGKNTPIMFASVVRRTGDINAEAGS
AGSAADNPISQIAPDGFPDMSFVPFSGTTVET I

P] P!
AGSAVDNPISQVAPDGFPDMSFVPFNGPGIPAAGWVGFGAIWNSNSGAPNVTTVQAYELGFATGAPGNLQPTTNTSGAQTVAKSIYAVVTGTGQSPAGLFVMASGIISTPNANAITYTPQPDRI TTPGTE:

PUGKNTPIMF: RRTGDVNASAGS
AGSAVDNPISOVAPDGFPDMSFVPFNGBGT PAAGHVGFGATWNSNSGAPNYTTVQAYELGFATGAPGNIOPTTNTSGAQTVAKS I YAVYTGTGOSPAGLFVMASGE TS TPNANAT TY TPOPDRIVIETPGTPAAAPYGKNTP TME RRTGDVNASAGS
AGSAVDNPISOVAPDGFPDMSFVPFNSENI PTAGHVGFGGTWNSNSGAPAATTVQAYELGFATGAPNNEOPT OIVAKST TGENOSPIGLEFVMASGVISTPNANAYTY TPOPDRIVIFEPGT PAAAPYGKNTPIMF RRTGDVNABAGS

TNGTQYGAGSQPLPVTVGLSLNNYSSALMPGQFFVWOLNFASGFMELGLSVDGYFYAGTGASTTLI DLSELVDIRPVGPRPSTSTLYYNLGGTTNG

TNGTQYGEGSQPLPVTEIGLSLNNYSSALMPGQFFVWOLTFASGFMEEGLSVDGYFYAGTGASTTLI DLEELEDYRPVGPRPSKSTLYENLGGAANG
TNGTQYGIGSQPLPVTIGLSLNNYSSALMPGQFFVWOLTFASGFMELGLSVDGYFYAGTGASTTLI DLIELEDVRPVGPRPSKSTLYENLGGAANG
TNGTQYGEGSQPLPVTIGLSLNNYSSALMPGQFFVHOLTFASGFMELGLSVDGYFYAGTGASTTLI DLIELTL LVESLGGATNG

Page 2 of 3



NSW/ROCFOR_1/2011_33
NSW/ROCFOR_2/2011_33

NSW/ROCKL_1/2011_25
NSW/ROCKL_2/2011_25
NSW/WOODSTK/2011_25
ACT/MTP_2/2010_17
ACT/AINSLE_2/2009_5
ACT/WESTCRK/2011_67
SAIWILKA/2010_42

100 [ ACT/GUN_01/2009_25
ACT/PINEISLAND_1/2009_5
NSW/YOUNG/2011_58
NSW/OC_M2/2007_75
NSW/OC_M8/2007_25
EUB50680/Narrawa/2006_83
SA/BARM/2008_83
SA/TF_PT1731/2008_83
SAITF_PT1743/2008_75
NSW/VITTO/2011_17
TAS/STHARM/2007_42
SAJECH/2008_75
SA/LOB_OLIVER08/2003_67
TAS/COLLINS_1/2006_67
SA/TF_2863/2011_67
SA/TF_PT1339/2011_67
SA/TF_PT1350/2011_75

100 15-01893-3_RHDV

SA/ROXDWNS/2011_67
SA/PLUM_1/2010_67
SA/TF_2186/2008_83
EUB50679/Nyngan/2005_83
SA/GRNW/2008_83
99~ SA/ORR_1/2010_83
SA/TF_PT1839/2009_83
SA/BULG/2009_67
WA/NARRIN/2010_92
WA/MANMAN/2010_75
WA/MARCHA/2010_75
SA/FRNP_ORA/2008_5
100~ SA/TF_19/2006_92
[ SA/TF_1907/2006_92
100 SA/TF-07/1999_83
. SAITF-13/1999_83
6 100 | EF558579_RHDV_NZ54_2002
EF558579_RHDV_NZ54_2002
|- SAIMERNMORA/1995_92
|- AF231353_RHDV_NZ1997

SA/WillochraCrk/1995_92
SA/PLUM/1995_83
6] RHDV351INOC/1995_5 . .
ENCW&M"M%UZ prototype inoc strain
CZECH_V351/1988_17
100 [ ACTIParkwood/1998_75
473{ ACT/GungahlinRP/1998_75
ACT/GungahlinHS/1998_75
AJ006019_RHDV_Rainham_Eng
JQ815391_RHDV_NanBu_China2011
—— GUS564448_RHDV_SDChina2009
DQ530363_RHDV_YLChina
JIN165233_RHDV_TC_China2007
FJ794179_RHDV_SHChina2006
JF412629_RHDV_HYDChina
FJ794180_RHDV_WFChina2007
HM623309_RHDV_NJChina2009
AY523410_RHDV_CD_China
JINB51729_RHDV_NizhnyNovgorod_Russia2011
DQO69282_RHDV_whn_China2005
DQ069281_RHDV_whn_China2005
DQ280493_RHDV_WHNRH_China

7

AY269825_RHDV_NJ1985_China
AF258618_RHDV_lowa2000
100 [ AF453761_RHDV_HarbinTP_China
DQ205345_RHDV_JX_Chinag?
GU339228_RHDV_XJChina2002
JIN165235_RHDV_FPChina2009
JIN165236_RHDV_BJChina2009
AB300693_RHDV_Hokkaido2002
DQ069280_RHDV_whn_China2005

[~ IN165234_RHDV_XA_China_2010

oo THSMaRHe

[ ]|14-00313-01_vP60
14-00313-02_VP60 CH4
14-00313-03_VP60
14-00313-04_VP60

©

X96868_RCV_ltaly

KM115715 RHDV CBAlgane14-3

KM115714 RHDV CBAlgane14-1
KM115713 RHDV CBMert14-2

KM115716 RHDV CBAIgarve14-4
EUB71528_RCA1_MICO7

Figure 1: Phylogenetic analysis of RHDV partial VP60 gene (977nt) for 15-01893.
CH4 subgroup viruses submitted in 2014 are in the red box.

Australian

KML15711 RHDV CBLava10-13-1
KM115712 RHDV CBMert14-1
RHDV2/RHDVb

Samples 1 and 2 from this submission are in the blue box, samples 3 and 4 are in the green box. RHD
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Document 2

a7

Project (code) Book No: Cont’d from page &7._»

Experiment "I;iﬂt]c M__W/ﬁt tl? Kﬁd Aﬁ‘\!/’/r: (ﬁ’(dﬂ:(%;”"k%_ | —‘

e iy
é("r_{"{ : [ﬁ__ Prepare 15pl of Rab1b primer (p106 LN2014/833) at 1.6uM = 2.4p1 10uM stock + 12.6ul dH20.
Send Ham-4 11-end for Sanger sequencing with Rab1b primer - order #29409

I —— - = - = - |

: r‘g / b /U,__ Sequence hare RHDV-2 — Ham-4

Ham-4 is definitely RHDV-2 on Sanger seguencing. 100% to New-1,2,3 based on cleaned sequence (nt 5425- j

5789). 99.7% blastn to KM979445 (CBVal16 Portuguese RHDV2 Nov 2012).
Need to sequence Ham-3 (collected from wild rabbit at same time as Ham-4) to see how close those sequences
are. Could this be a contaminant since the hare and rabbit bodies were in the same bag?

—

ES /,é / /L . 1.Ham-4 Rabib.abl

2, Ham-3_Rab1b.ab1 not cleaned ... . | N
100% match to Ham-4 over region sequenced, despite Ham-3 being from rabbit and Ham-4 being fro
(1]

|
|




Sanger sequence




Robyn did RT-gPCR of Ham-4

LA

SRS B

Primers:

-ve ctrl: dH20
Standards:

gPCR of tieid strain samples

Kit: Bioline sensifast SYBR No-Rox One-Step kit

RHDV all 3 Fw/ 3b Rv (p93 LN2015/780)

Templates: 17/5 Now-3 liver RNA, Mel MF-148 duo RNA, Mel Ham-3 liver RNA, 6/6 —ve RNA, Mel MF-
148 liver RNA, Mel MF-149 duo RNA, Mel Ham-4 liver RNA, Mel MF-149 liver RNA, 2/6 —ve
RNA, 2/6 Ham-4 liver RNA, 3/6 —~ve RNA, 3/6 Gir-1 RNA, 3/6 Ber-1 RNA, 3/6 Gir-2 RNA,
3/6 Ber-2 RNA, Mel Ger-1 RNA, Mel Ger-2 RNA

+ve control: 20/8 K249 control RNA (p98 LN2015/412)

RHDV full-length prepared 8/2 (p6)

TS N AT IR S

il x54+5%
dHz0 2.7 153
2x OneStep mix 5 284
10uM primer (each) 0.5 28.4
RNase inhibitor 0.2 11.3
Reverse transcriptase 0.1 5.67
Template 1 -

10ul —9ultube

02



A= Runfile: "HNQPCR\160610 field strains.pcrd"
Baseline set to 200 for analysis.

Standards are fine above 1e4. Positive control Ct is fine. Std curve efficiency = 99.8%, R2 0.992. NTCs both
~ negative. 1x MF-148 duo and 1x 6/6 —ve RNA primer dimer — exclude. Poor replication of 1e6 std (evaporation)
and MF-149 liver (high Cts). Negative control RNAs all clear.

Urkn-01  17/5 Now3liver 2978 2941 0483 1.064E+03 1.39E+03 4 66E-02
Urkn-01  17/5 Now3 liver 23,06 254 - D492 1.723E+03 1.35E+03 4.BEE+D2

Unkn-02  MF148 duo B4 3541 0000  2126E«01  213E01 000600
Unkn-03  Ham3 liver 1378 1363 0213 B760E07  7S4E«07  1.11E+07
Unkn-03  Ham3 fiver 1348 1363 0213 8328E.07  7SEL07  1.11E<07
Unkn-04  MF148 bver 3844 3/41 0042 2079E401 2126401 620EDT
Unkn-04  MF148ver 338 3/41 0042 21676401 2126401,  620E07
Unkn-05  MF129 duo !3E 3332 0092  B66E01  9G03E.01  57ISE.00
Unkn-05  MF149 duo B2 333} 0092 9439E-01  903E.01  575E400
Urkn-06  Ham-4 liver 1236 1233 0035  1.810Es08  184E+08  4.40E<06
Unkn-0E  Ham-4 fiver 122 1233 0035  1873E+08 184E+02 4 40E-08
Unkn-07  MF1£9liver JEE 3601 1221 7699E+00  16BESD1  125E<01
Unkn-07  MF148 fver 3}IS 301 1221 2543E.01  166E-01  125E.D1
Unkn-02  2/6 Ham-4 1238 1232 0028  WEISE-02  185E.08  3.60E-06
Urkn-08 2/ Ham-4 1230 1232 0028 [1BAO0ES02  185E.08  3.60E-06

— Now-3 similar to last run (p44 LN2016/352) ~ try lago PCR just in case there is something there but this is more —
likely to be contamination since 17/5 —ve RNA was contaminated.
— Hare samples MF-148 and MF-149 al| negative. Lago PCR on duo cDNA just in case there is a hare calicivirus —
not detected by this assay.
Ham-3, Ham-4, Gir-1, Gir-2, Ber-1, Ber-2, Ger-1, Ger-2 all strong positives. Good replication between RNA —
extractions (Ber-1/2, Gir-1/2, Ham-4). Ham-4 unlikely to be just a surface contaminant at these high titres.
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