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Resuits:

and profile (Appendix 2), the
of the Chinese RT-gPCR assays to detect SBY genome
SBV-53 assay using the Ambion kit (ppendix 1, Tables 1,

n
‘amy of the assays (Appendix 1, Table 5). However, the diagnastic specificity found for both
Chirese RT-GPCR was lower compared to the In-house SBV-S3 assay, occasionally
revealing false-positive results (quantitative cycle [Co] values »37) (Appendix 1, Tables 1,

Prof, Shaogiang Wu 3, 4and 5).
Dr. Yongning Zhang The analytical specificity of the 130FAM assay to detect gename of related viruses of the
Simbu serogroup was ver ry Similar to the in-house SBY-S1 assay. Both assays detect the

Chinese Academy of Inspection and

imby serogroup, was very i
Quarantine (CAIQ) Douglas and the Shamonda virus, but ne other viruses of the Simbu serogroup (Appendix 1,

Table 1). In contrast, the 128FAM RT-GPCR assay was more specific to detect SBV and
Shamonda virus, which is closely related to SBY (Goller et al., 2012). However, this assay
Tevesied a considerable numaer of unspecific false-positive reactians (Cy values »38)
(Appendix 1, Table 1).

Comparing the two RT-gPCR ks, the {Script RT-GPCR kit reduced the diagnostic sensitivity
of the RT-qPCR assays lo detect positive samples (Appendix 1, Tables 1 and 2). Hawever,
Technical report: Visit of Chinese delegates unspecific pasitive reactions were observed with any one of the kits (Appendix 1, Tables 1
Validation of Chinese real-time quantitative RT-PCR assays for SBV detection and 3).

12 to 15 March 2013

aim: Validation of real-time quantitative RT-PCR assays for SBY detection using two
different primer-probe combinations designed by the Chinase Acade my of Inspection and
Quarantine (CAIQ).

Introduction:

Prof. Shaogiang Wu and Dr. Yongning Zhang from the CAIQ visited the Institute of
Diaghostic Virology from 12 ta 15 MArch 2013, The two Chinese reak-time quantitative RT-
PCR (RT-QPCR) assays (128FAM and 130FAM) were validated at the Laboratery of Dr. Bernd
Hoffmann using the in-house SBV-53 assay (Bilk et al. 2012) for comparisan. The 130FAM
and in-house RT-PCR sssays larget similor regions of the smal (s) segment of the
Schmallenberg Virus (S5V) genome, while the 1287AM RT-GPCR assay targets a completely
different region.

Material and methods:
The assessment of the analytical and diagaostic sensitivity respectively specificity of the
two Chinese RT-GPCR assays comprised four agproaches:

1) The two Chinese and the in-house RT-gPCR assays were comparatively tested
using a collection of samples of different tissues positive (n=140) or negative
{n-132)for SBV o related viruses of the same Simbu serogroup and 2 dilution
serios of supamatant of S8Y-infected cell culture. -

) All samples were analyzed twice with each of the three RT-qPCR assays using —
two different commercially available RT-GPCR kits (Script™ One-Step RT-PCR DL M

Kit, BIO-RAD, Hercules, CA, Usé and Ambion AgPath-I0™ One-Step RT-PCR Kit

Applied Blosystems, Carlsbad, CA, USA) to determine whether the kit has an Insel Riems, 20 March 2013 Dr. Bernd Haffmam

effect on the PCR-results obtained by the three RT-qPCR sssays. Head German NRL-8T

Primer concentrations and temperature profiles of the Chinese RT-qPCR assays

were optimized using the dilution series described earlier. Appendixes

iv)  An internal control system was added to the optimized protocol and validated
with the dilution series previously described.
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