Table 1. Variants by genomic region. Not all samples yielded sequence for each region. Variants unique to a river are shown in red font highlighted in yellow.
" Total number of samples
2Total number of available sequences from GR-HWY-TAS

DNA or protein sequence | Georges River Hawkesbury River Tasmania (n=2)
(n=60)! (n=38)
R1 (50-36-1)2 G1 G2 G4 G7 G7 G6
R2 (38-37-2) G9 G8 G9 G9
R3 (56-38-2) G10 G10 G10
R4 (50-37-0) G11 G12 G13 G14 Gl1 na
G15 G17 G18 G19
G20 G21 G22 G23
G24 G29
RS (12-29-1) G32 G33 G34 G31 G34
R6 (51-38-2) G35 G36 G37 G36 G37 G37
Concatenated R1-R2-R4- [ V2 V3 V4 V5 V7 V8 | V1 V6 na
R6 (27-34-0) VIVI0 VI V12
Protein prediction R1- ADH ACH na
R2-R6 (27-34-0)




Fig 1

AY509253.2:178299-178832 Ostreid herpesvirus 1 complete genome GAATAGATGTGATGTGCGGCAAGATGAATGGCAAGATACACAATGAGCTATTGCCCGACCACAAACCTAACGTTGTAT
KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome . . . . . . . . . L oL oo e e e e e e e e e e e e e
KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome
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AY509253.2:178299-178832 Ostreid herpesvirus 1 complete genome TCGATTACGGATTAAGAAAATGGGTTCCACAATCTAAAATTAAAAAAACCACATGGGGGCCAAGGAATTTAAA--CCC
KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome oo e e )L B L] [ BER.
KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome ] B
AY509253.2:178299-178832 Ostreid herpesvirus 1 complete genome CGGGGAAAAAGTATAAATAGGCGCGATTTGTCAGTTTAGAATCATACCCACACACTCAATCTCGAGTATACCA ACT Inyellow=mutatlonsmcommonwuh
KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome G . ..LLLLLLLLELELELLLLLELLLLELELELLL Ll L microvariants
KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome G
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AY509253.2:178299-178832 Ostreid herpesvirus 1 complete genome CTAAATTAACAGCATCTACTACTACTACTACTACTACTACTGAAAAAATGCAGCCTTTCACAGAATTTTGCACCTTG . . .

KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome P P PO PO P PO PO PO PO O O O O O O O PO PO PO PO PO PO PO O O O O S P (-1 S 1A P O PO S PO S PO P P PSP PSP P P PO P P PO P PO P PO S P P G4 (n=8)=3 SUbStItUthnS n

KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome . . . . . . . . . .o e e e e e e e s e (<1 1 1S R S P S P S P S PR S P P P P PO P S P S O 1S PO O R S L microsatellite zone as observed on

G7 P P P PO P PO PO PO P PO P P PO o P PO P P P PO P PO PO PO PO O PO O PO G. delta 15 variant
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AY509253.2:178299-178832 Ostreid herpesvirus 1 complete genome ACCAAAGCCATCACATCAGCCAGCAACGACTTTTTCATCAACCAGACGAGGTTAACATGCGACATTTGTAAAGAGCTC . .
KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome . . . . . . . . ... L............. G7(n=72)= only common substitution
KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome bl e e e e e e e e e e e e e e e e e e e e
o G6(n=1)= substitution T instead of C
G2
G1
AY509253.2:178299-178832 Ostreid herpesvirus 1 complete genome GTCTCTTTCGATTGCGAAGATAAAGTCGTGGCATCATTGGCTGCAGTCAGATCTGACATACCCATAGAAGTCACGGAA
KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome NN . A
KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome e e AL LA

G4

G2
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AY500253.2:178299-178832 Ostreid herpesvirus 1 complete genome CGCAAAGACCTGAACCTCCTCGACCTGATCCAGTTCTTCGAAAAGAAGATAGAGTTTACCACTCTCAT

KY242785.1:174164-174683 Ostreid herpesvirus 1 strain microVar variant A complete genome
KY271630.1:174170-174689 Ostreid herpesvirus 1 strain microVar variant B complete genome

G7

G4

G2
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TATAGATGCAGTCTATAG

DNA alignment
R2 (n=77)= 2 groups

In yellow= mutations in
common with microvariants

G8 (n=36): 1 deletionona T
G9 (n=41): 2 deletionson 2 A



Fig 3

AY509253 TTCTTCTCTGCCCGTGTCATCGGTGCATATCTTGATCGGCAAGGATTCCTTACTTCCTTGGGACCTCTGATTGGTAGT

KY242785. .

KY271630 .

AY509253 GAATCAAAATTGCAATTGTTTCTGATTGTAATTTCTTCTGTAAGGTTTAGCTTCAGTTTAAGATTGTTTCTCTTTCCA

KY242785. .

KY271630 .

AY509253 CGTCTGTTTCTAATGGGAGCCATGGTGATGAATGAAGTTGAAAGACGAAAATCAACAAAATATATAGTCTTTTGTAAT

KY 242785, . . . e s e e e e e e e e e e e - .

KY271830 . . . . . _ . . _ ... .. DNAalignment
AY509253 AT GTCGCAGAAAAACTAATAGTGAAAGTAACTTCTTGGAATCGGTCCTCGGAGGATATAAAGTTTGACAAAGAGTGCA R3(n=100):1group
KY242785. - - - = = = = = = - o o o o & o o 4 o 4 o o 4 e e o e e e o e e e e a e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e o e -
830 - T T T T T T Inyellows mutations in
AY509253 AT GAGGGCTGCCCAAATCACTATCATATTGATGATTCTGAAAAGCAATAGAACTCTCTGCCATGCCTGTCTCTTTGGT commonwithmicrovariants
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AY509253 T T CTTCACGATTATGTATTGTGGTTTAGCAGGGATAAGTTCAGATTCTTGCTCAATCTCGCACACTGTTTGCTCTGTA L
KY242785. - - = = o oL o202 G10(n=100): deletions in

KY271630 - - - = = = = - = - - - - oo o oo oo oo oo Lo L o oo oo oo oo o--o--- - - - - .- .- ..--..- common with microvariants
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AY509253 GTAGACATATTGAAAAATGAAAGTGGTTTTCGTAAACTCAAACTTTTATTTATAGTTTTTTAAAAAAACATGGTCCTA and substitution Cinstead of T

KY242785. - = - = = = = = = = o o o o e oo oo oo oLl
[SPREY- c c ccccocococcocococcocacocococsasooococoooasaocoscoacnaocaococoac0cccac0c0Gc0A00aca00506565as
AY509253 GTCAAAATCTCTATAAAAGATGCTAAAATATCCACCAGCCCGCGTTAAGACATTGGTCTCCACAATACACATGATCCT
[SP2V - c c ccccoooccoococoobococococSasoooco0c000G00O0GC00000G00GG0GGC000G00G000G0c0G00G00G05GG0a83G5068565 4G
KY271630 - = - = = = = = = = = o = o e oo oo oo oo oo ool oo ool oo
AY509253 AGATAATTCCCTGCCAACACTCTTGATCACAGCTCTTTCTTCCATCGTGATATTATCGGGAGGGAATTGTCGGTTGARG
KY242785. - = = = = = = = = = o o e o e oo e oo oo ool oo ool e
KY271630 - = - = = = = = = = = o = o e oo oo oo o oo oo ool ool ool
AY509253 TAT CTGT CTATCATTGTGATCGTAAAGGAAATGTGCATTTATCGCGCGATGGTTCCTCGTGAAAAAAATCATCAAATT
KY242785. - = - = = = = = = = o o o oo oo oo oo Lol e
Y 271630 |
AY509253 GT TCTAATACTTCGGGGCTGAACGGTGGTACATTGGTTACATCTTTTACTATCTTTTTGGCATTGATGATTA
[PV} c c ccccoocoococoocoocococococsocoaboo0G00G0000G0G0A06a8000 0 a
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AY509253.2:5T T GACCTCATGACGTCATAATGAACCCAAAAATCAGGGGTCAACTCATTTCCCTAG- ---TATATACA
kv242785.3:7. [ [ [ [ o Jo o Jo [ L [ o [ e o o fo Je f f e e e e e e e e e e e e e e e e e e |-

AY500253.2:5T T GT GTTCACTCAATATACCCATATTGTTCCAAGATGTCTGGTATAAAAA
KY242785.1;

AY500253.25T GATCTATAAATAGATTT
KY242785.1;

TTGTCATTTA
..... el

TTTCTTTTCGGTGACGGCACCGCATCT

Fig 4

DNA alignment
R4 (n=87): 14 groups

In yellow=mutations in common with microvariants

Common substitution A instead of G + 2 deletion on 2T

* G11 (n=56)= only mutations in common with microvariants
¢ G17 (n=1)=+ 1 deletion on A + 1 substitution T instead of C
e G15 (n=2)=substitution T instead of C

¢ G14 (n=2)=substitution A instead of G

¢ G13 (n=5)=substitution T instead of C

* G23 (n=2)=substitution A instead of G+ 5 deletion instead of 3 +
substitution T instead of C

* G24 (n=1)= substitution A instead of G+ substitution T instead of
C

¢ G22(n=1) = insertion TATA+ 5 deletions instead of 3+ substitution
Ainstead of G

¢ G21 (n=3)=insertion TATA+ substitution C instead of T+ 5
deletions instead of 3

¢ G20 (n=4)=subst T instead of C, subst Tinstead of C

¢ G18 (n=4)=insertion TA

¢ G19 (n=1)=subst A instead of G+ insertion TA

¢ G12 (n=4)=insertion TA + substitution T et C (Y) instead of C

¢ (29 (n=1)=insertion TATA+ subst A instead of G



AYS09253.2G AT A/AT AT TTATGATGACGT CACAGTTACCGGCCAATTAAAAAGGGGCCGTAAAGTTAGGGCCCCTTTTCGATTGGAT AYS09253.26 AAAATACCGCCGGAAAACCACGTGATGAAAATCAGCCTATCCCAAATGGCGACAACCTTGTCCCCCTTCAGGATTGG
271601, . L .. NN ][] A). .
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DNA alignment
R5 (n=42): 4 groups

In yellow=mutations in common with
microvariants

Common Substitution T instead of G

G 34 (n=11): only common mutation

G 31 (n=29): substitution A instead of G+
substitution A instead of G+ substitution A instead
of G+ substitution A instead of G

G 32 (n=1): substitution A instead of G

G 33 (n=1): substitution C instead of A



AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome ATGATCATTATGAAATCCATAATATTATTACTCGCTTGGTTTTTAACAAAAACACAGGCGAATATGTTGACCGAATCT
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. .

KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome TTGTACTTGTCAGAATATGAGGGGAGTGTTGTGCTAAACATCATAGACAAAAATTTAAACGGGATATCCACCCTGTCA
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. .

KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome ATATTTAACGATTCTACTAAATTACAAGAAGTAAGATATGTTGCCAGTGTATGCAGCCTCAGATCTGGATCGTTCAAT
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. .

KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome ATCACTTGCAATGTAATAACCTACGGCACTTATCATGTCAGGATGTTTTTATCAGGTCTTAACATGTCCGCATTTGAT
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. . e e L

KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVarvariantB. . . . . . . . . . . . . . . .. .. .. ....A.

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome TTATACAGACTTCGATATGTGTACGTTGGTCTTAGAGACGCCATAAATTACAACCCAAAATATGCAGAGGCGGTAATG
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. .
KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G 36 e
G35
AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome GCACCGTTTGCTTTAATTGGCAATAATAATATAGTTACAATTAAACTTATAAAAGACGGTGATAATATCACCGTCGGT

KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. .

KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome TGTGGGTTTGGAAATGTAGATTTGAGCACTGTAAACACCCATGCCAGCAAAATTGGCAGAAATATAAACCCTAGATTC
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. . . . . . . L L L L Lo e e e e e e e e e
KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome ATGGTCGGTGTTTATACAAACGATAGCAATAAGTTAATCGAGGATGATATATACAGCCGTTACACAGATTCAGAATCT
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. . . . . . . L L Lo L L L e e e e e
KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome GCCGGTGTTATGAGAAAATGTAATTTAAACGAGGTTAAAACCACTCCCCAGGAAGATTGCATTCAGCCCTTTTGCACC
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. .

KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B.. .

G37

G 36

G35

AY509253.2:133242-135488 Ostreid herpesvirus 1 complete genome AAAGGAACAGTGTATGGAAATAACCTCGTTTATGGAAGTAGATTACGATGTTTCAGTAGGACCAGGTGTTCACAGAGA
KY242785.1:129838-132084 Ostreid herpesvirus 1 strain microVar variant A. . . . . . . L L L L Lo e e e e e e e
KY271630.1:129844-132090 Ostreid herpesvirus 1 strain microVar variant B. .

G37

G 36 ..

G35 G.

Fig 6

DNA alignment
R6 (n=91): 3 groups

In yellow= mutations in common with microvariants

G 37 (n=54): similar to OsHV-1 reference
G36 (n=36): 1 substitution C instead of G

G35 (n=1): 1 substitution G instead of A



Fig 7

Alisnment of protein prediction on ORF 4

AY509253 MQPFTEFCTLTKAI TSASNDFFI NQTRLTCDI CKELVSFDCEDKVVASLAAVRSDI PI EVTERKDLNLLDLI QFFEKKI E
KY271630 . [ |- |- [- - - - - - -0 - L] N. K
KY242785 . [ |- |- [- - 1o - - L] NE RS L]
S A . . ]
S22 HESEEEEEEEEE . . ]
. ] . ]
I . ] N. ... L
] N

AY509253 FTTL
KY271630

KY242785

G1

G2

G4

G6

G7

In yellow= mutations in common with microvariants

BB -=-Ninsteadof D(G1, G2, G4, G7)
B = N instead of D + L instead of S (G6)



Fig 8

Alignment of protein prediction on ORF 43

AY509253 MSNLFI PRSTKRAVYDGPLPMVGSSLPPI EI NSKGDKSVVYLRGDDQPI DVNREHRMVKVTYNEYDEQETI KVI FLDKKA
KY271630
KY242785
g8 Ll L]
L]

AY509253 Tl KDLHNLMSVGRDLTTGVCNI EVQPEYGFTLRI PDPDKLKYKSDI DAVYRLFASKYDNSDLFER
KY271630
KY242785
g8 LR )
] S K-

C =synonymous mutation (G8)
D =SK-instead of FER(G9)



Alisnment of protein prediction on ORF 11

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G 34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

AY509253.2
KY271630.1
KY242785.1
G31
G 32
G33
G34

MDNI I YPI SNI NSRFKI TPEQERASKVTNI LLQKINNPITLPVNIVNDKI GTI VYADKI YYLLDHFTIPKYARGAEKGI K
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Fig 9

In yellow= mutations in common with microvariants
E similar to OsHV-1 reference (G32, G34)
F N instead of K (G33)

G =Kinstead of R + K instead of L + K instead of E + K
instead of E (G31)



Fig 10 Alignment of protein prediction on ORF 88a

AY509253 MI'l MKST I LLLAWFLTKTQANMLTESLYLSEYEGSVVLNII DKNLNGI STLSI FNDSTKLQEVRYVASVCSLRSGSFNI T
KY?242785

KY271630

G35

G 36

G 37

AY509253 CNVI TYGTYHVRMFLSGLNMSAFDLYRLRYVYVGLRDAI NYNPKYAEAVMAPFALI GNNNI VTI KLI KDGDNI TVGCGFG
KY?242785

KY271630 -l ] ] B

G35

G 36

G 37

AY509253 NVDLSTVNTHASKI GRNI NPRFMVGVYTNDSNKLI EDDI YSRYTDSESAGVMRKCNLNEVKTTPQEDCI QPFCTKGTVYG
KY?242785

G 36

G 37

AY509253 NNLVYGSRLRCFSRTRCSQRSRTVPQSVPWYI P
KY242785

KY271630

G35

G 36

In yellow= mutations in common with microvmicrovariants
| =Einstead of K (G35)

H =synonymous mutation (G36, G37)



