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RT-gPCR performances and variation in targeting region of the N-gene




g IHNV diagnostics in Danish cases

RT-gPCR with atypical shape, linear amplification

Samples are clearly positive using end-point RT-
PCR targeting the N-gene (OIE) and the G-gene
and sequenced
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Test of RT-gPCR in agarose gels indicate that the lack of sensitivity is caused
by possible mutation in the area of probe hybridization
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What is happening to Purcell et al. 2013 RT-qPCR?
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FIGURE 1 Amplification curves generated by the original IHNV
RT-qPCR protocol provided by Purcell et al. (2013) using an MGB
TagMan® probe (RFU values <1,000) (1) in comparison with the
improved protocol designed in this study using a TagMan® probe

run with a modified thermal profile in a one-step protocol (RFU

values >1,000) (2)
Figure from Hoferer et al. J Fish Dis. 2019;42:559-572
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-— Modification of RT-qPCR method
%
IHNV:F (Purcelletal. 2013)  iNVsprobe (Purcelletal 2013) JHNVCA (Purcell et al, 2013)
Nt position (XE89213) 786 796 14 818 826 834 849 857 875 885
| | I | I I I I I |
CONsSensus CATCGCTGCCAGAGCCAAGGCACTGTGCGCCATGAGACTGAGLCGGGACAGGRATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGLGEL
E: FV84-3 CATCGCTGCCAGAGCCAAGGCACTGTGOGLCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGLGCC
E: FVB4-5 CATCGCTGCCAGAGCCAAGGCACTGTGOGCCATGAGACTGAGCGGGACAGGAATGACAATGGTGGEGACTGTTCAACCAAGCCGCAAAGAACCTGGGLGCC
E: FV85-1 CATCGCTGLCAGAGCCAAGGCACTGTGLGLCATGAGACTGAGLCOGGACAGGAATGACAATOGGTGGGACTGTTCAACCAAGCCGCAAAGAALCTGGGOGLC
E: FV138-2 CATCGCTGCCAGAGCCAAGGCACTOTGLGCCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGLGCC
E: Fv23 CATCGCTGCCAGAGCCAAGGCACTGTGCGCCATGAGACTAAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGCGCL
E: FV91-40 CATCGCTGCCAGAGCCAAGGCACTGTGLGLCATGAGACTAAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGCGCC
E: FV48 CATCGCTGCCAGAGCCAAGGCACTGTGCGLCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAATCTGGGCGCC
E: FV¥55-5 CATCGCTGCCAGAGLCAAGGCACTGTELGLCATGAGACTGAGLCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAATCTGGGLGCL
E: Fv127-2 CATCGCTGLCAGAGCCAAGGCACTG I GLGLCATEAGALCTGAGLCGGLACAGGAATGACAATOGGTGGEGACTGT TCAACCAAGCCGCAAAGAALCLTGGGLGLCC
E: FV126-1 CATCGCTGCCAGAGCCAAGGCACTGTGCGCCATGAGACTAAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGCGCL
E: D332-92 CATCGCTGCCAGAGCCAAGGCACTGTGCGCCATGAGGCTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGCGCC

E: IFO-87 (X89213)

M: WRAC (AY442518)
M: 220-90 (GQ413939)
U: RB76 (AY442516)

L: SRCV (AY442517)
JRt: HU-09 (1X649101)
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CATCGCTGCCAGAGCCAAGGCACTGTGCGCCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGLGCC
CATCGCTGCCAGAGCCAAGGCACTGTGCGCCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGGCTGTTCAACCAAGCCGCAAAGAACCTGGGLGCC
CATCGLTECCAGAGLCAAGGCACTGTGLGLCATGAGACTGAGLGGGACAGGEATGACAATGGTGGGACTGTTCAACCAAGCLGCAAAGAACCTGGGLGLC
CACCGCCGCTAGAGCCAAGGCACTGTGCGCCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGCGCC
CACCGCCGCTAGAGCCAAGGCACTGTGCGCCATGAGACTGAGCGGGACAGGAATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGLCGCC
CACCGCCGCTAGAGCCAAGGCACTGTGCGCCATGAGACTGAGCGGGACAGGGATGACAATGGTGGGACTGTTCAACCAAGCCGCAAAGAACCTGGGLGCC

Figure from Hoferer et al. J Fish Dis. 2019;42:559-572
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Danish Isolates — N Gene sequences
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Danish THNV isolates have a mismatch with Purcell probe (A instead of G), which dramatically reduces the

sensitivity of detection

Probe Hoferer

Purcell probe

IHNV-F796 (Purcell)
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RT-qPCR results new probe (from Hoferer 2019)
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The one-step RT-gPCR using the probe from Hoferer 2019 has been used
for detection of IHNV in subsequent cases

This method has so far shown full agreement with inoculation in EPC cells
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Current recommendation for detection of European
IHNV viruses

* Primers:
IHNV N 796F AGAGCCAAGGCACTGTGCG (Purcell et al. 2013)
IHNV N 875R TTCTTTGCGGCTTGGTTGA (Purcell et al. 2013)
* Probe:
IHNV-qP826 AGCGGGACAGGRATGACAATGGTG (Hoferer et al. 2019)

29 June 2021 Information regarding molecular detection of IHNV in Denmarl k



	Information regarding molecular detection of IHNV in Denmark
	IHNV diagnostics in Danish cases
	What is happening to Purcell et al. 2013 RT-qPCR?
	Modification of RT-qPCR method
	Danish Isolates – N Gene sequences
	RT-qPCR results new probe (from Hoferer 2019)  
	Current recommendation for detection of European IHNV viruses

