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Fig. S1. Clustal X multiple sequence alignment of complete or near-complete IHHNV/EVE genome sequences deposited in GenBank showing the IHHNV
ORF1 gene region targeted by the IHHNV-q309 TagMan real-time PCR test. The amino acid sequence of the NSI non-structural protein (GenBank
AY355307) is shown above and PCR primer/probe sequences are shown below the alignment. The 309F PCR primer target site (Tang et al. 2007) is shown for
comparison. GenBank accession numbers shown to the left and IHHNV lineages/EVE types and country/region and approximate date of identification are
shown to the right. Only those nucleotides varying from the AY355307 IHHNYV strain sequence are shown.
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Fig. S2. Clustal X multiple sequence alignment of complete or near-complete IHHNV/EVE genome sequences deposited in GenBank showing the IHHNV
3’UTR sequence downstream of the ORF3 (capsid protein) gene targeted by the THHNV-qEVE real-time PCR test. PCR primer/probe sequences are shown
below the alignment. GenBank accession numbers shown to the left and country/region and approximate date of strain identification are shown to the right.
Only those nucleotides varying from the AY355307 IHHNYV strain sequence are shown.
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Fig. S3. Clustal X multiple sequence alignment of penaeid shrimp elongation factor 1 (EF1) gene sequences () showing the region targeted by the Shrimp-
EF1gF1/R1 real-time PCR test. Numbering and amino acid coding sequence is shown for Penaeus vannamei EF1 (GU136229) and PCR primer/probe
sequences are shown below the alignment. Only those nucleotides varying from the GU136229 sequence are shown.
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GU136229 Pvan EF1l  GGGCCGTGTGGAGACTGGTATCCTGAAGCCAGGTATGGTTGTCAACTTTGCCCCCACTGGCCCCACCACTGAGGTAAAGTCTGTGGAGATGCACCACGAA
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Shrimp-EF1qFl -> Shrimp-EFlgqPrl -> <- Shrimp-EF1qR1l



Fig. S4. Clustal X alignment of Region 1 IHHNV and IHHNV-EVE sequences amplified from Penaeus monodon from Malaysia (MALAY) using the PCR primer pair
F1451:RP3b and cloned into pGEM-T vector as controls for the IHHNV-q309 real-time PCR test and IHHNV309F/R 1-step conventional PCR test. Included in the alignment
is a F1451:RP3b PCR product sequence amplified from P. monodon for Australia (AUS) trimmed of illegible sequence. BLAST analyses of GenBank sequences showed the
IHHNYV sequences from Australia and Malaysia and to be most closely related to viruses classified in IHHNV lineages II and 111, respectively, and the IHHNV-EVE sequence
from Malaysia to cluster with IHHNV-EVE Type A sequences. PCR primer and probe sequences are shaded.
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Fig. S5. Clustal X alignment of Region 2 IHHNV-qEVE and IHHNYV sequences amplified from Penaeus monodon from Malaysia (MALAY) using the PCR
primer pair F3031:R3782 and cloned into pGEM-T vector as controls for the IHHNV-qEVE real-time PCR test. BLAST analyses of GenBank sequences
showed the IHHNV-EVE and ITHHNV sequences from Malaysia to be most closely related to Type A EVEs and viruses classified in IHHNV Lineage 111,
respectively. PCR primer and probe sequences are shaded.
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Fig. S6. Agarose gel electrophoresis of the ~0.3 kb DNA amplified using the IHHNV309F/R 1-step PCR and samples of P. monodon from Vietnam and
Malaysia as described in Table 4. An 8 pL aliquot of each 25 pL reaction was analysed. NTC = no template control reaction, M = 1 kb PLUS DNA ladder (Life
Technologies).
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