Supplemental Table 1 Primers and Probes used in this study
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Supplemental Figure 1: Comparison of RT-qPCR assayapplied in this study
Virus stocks with defined tissue culture infectious dose50 (TCID50) on LMH-cells, were tested by different AAvV-1 specific RT-qPCR assays. Based on the results of three independent runs, a dynamic curve fit was calculated, that was the basis to estimate the detection limit of different assays (numbers given within the boxes). Whereas class 1 isolate Goose/Germany R2919/1016 was detected only by NP and L-RT-qPCR, all class 2 strains were recognized by species-specific assays (M-, NP- and L-RT-qPCR). The F-RT-qPCR designed to detect virulent viruses (Wise et al. 2004) detect specifically only the pigeon type AAvV-1 (PPMV-1) and a genotype 2.VII virus (R1468/12), but was 100-1000 fold less sensitive as the species-specific assays. In contrast the F(vac) assay, with a probe detecting vaccine-type viruses of class 2.II, detected only clone 30, but likewise sensitivity was up to 1000 fold lower than the species-specific assays. In consequence, samples that are detected by a species-specific assay with a cq-value of 35 would be above threshold level of cq 40 in both F(vac) and F(vir)-RT-qPCR assays and hence could not be pathotyped. The F(EGY)-RT-qPCR specifically designed to match genotype 2.VIIb viruses detected only the representative genotype 2.VII virus, with comparable sensitivity to species specific RT-qPCR assays. Analysis and plots were created with Sigma Plot; (Systat Software, Inc.)


Supplemental Table 2 Primers for sequencing of the F-gene
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Information Classification: General

Supplemental Table 3 Results of RT-qPCR
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Lab no Type

M

1

L

1

NP

1

F(vac)

2

F(virt)

3

F(EGY)

4

AIV-M IBV

722/16 broiler 24,4 23,2 21,2 neg 31,9 21,0 neg neg

723/16 broiler 20,2 19,8 20,7 neg 31,5 20,3 neg neg

724/16 broiler 19,0 17,2 20,2 neg 31,0 19,9 neg neg

725/16 broiler 34,5 32,8 31,6 neg neg 34,4 28,0 29,6

726/16 layer 20,2 20,5 21,8 neg 30,1 19,7 neg neg

727/16 Layer 21,7 19,6 18,5 neg 25,1 18,0 neg neg

728/16 layer 25,7 24,8 21,8 neg 31,2 21,0 neg neg

729/16 layer 20,6 20,0 19,6 neg 29,0 18,7 neg neg

730/16 layer 19,9 20,2 16,7 neg 27,5 18,3 neg 25,8

731/16 layer 23,4 21,6 22,2 neg 31,6 25,5 neg neg

732/16 layer 38,0 33,6 34,7 neg neg 34,1 neg neg

733/16 layer 34,0 31,4 30,4 neg neg 33,9 neg neg

734/16 layer 19,3 18,5 18,8 neg 30,9 21,4 neg neg

735/16 Baladi 22,6 22,4 23,6 neg 36,5 25,1 neg neg

736/16 Baladi 30,2 30,0 25,7 neg 38,4 26,3 neg 30,6

737/16 Baladi 20,4 19,0 20,0 neg 32,3 19,2 neg neg

712/16 broiler neg neg neg neg neg neg neg 31,6

713/16 broiler 35,5 32,2 26,5 32,3 neg neg neg 31,1

714/16 broiler 31,0 29,6 28,2 35,7 neg neg neg 35,6

715/16 broiler 33,1 30,6 30,4 38,6 neg neg neg 26,8

716/16 broiler 34,8 34,9 34,5 neg neg neg 30,9 37,0

717/16 broiler neg neg neg 38,6 neg neg 31,5 neg

718/16 broiler 24,3 24,2 21,2 27,0 neg neg neg 28,2

719/16 broiler neg neg neg neg neg neg neg 28,0

720/16 broiler 22,3 20,3 22,2 26,5 neg neg neg 34,2

721/16 broiler 37,9 34,9 32,9 neg neg neg neg 32,7

1: generic RT-qPCR, not  pathotyp specific RT-qPCR´s

2: F-gene RT-qPCR specific for vaccine type viruses

3: F-gene RT-qPCR specific for meso-/ velogenic viruses

4: cytopathic effect after inoculation on LMH-cells

RT-qPCR

Cohort A

Cohort B
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RT-qPCR reagents target postion

1

Sequence

F_EGY_Fw primer F 4847-4864 5`-CGS ARG ATM CAA GGG TCT-3`

F_EGY_Rev primer F 4907-4925 5`-CTA CAC TGC CAA TAA CRG C-3`

F-EGY-FAM probe F 4883-4908 6-Fam-AGG AGA CRA AAA CGY TTT ATA GGT GC-BHQ-1

Wise_F_Fw primer F 4845-4864 5`-TCC GGA GGA TAC AAG GGT CT-3`

Wise_F_Rev primer F 4928-4945 5`-AGC TGT TGC AAC CCC AAG-3`

NDV_lento-HEX probe F(vac) F 4885-4907 [5HEX] CTC CTA TAA GGC GCC CCT GTC TC [BHQ1a~5HEX]

1) Reference sequence: VII|2003|CN|PX2|KU200251.
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2.VIIb (R1468/12)
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2.II clone 30
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F(vac): 3500

M:     8

NP :  2

L:     3

F(vir): 3400
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NP :   28
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M :    34

NP :    3
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RT-PCR primer target postion

1

Sequence

F 1_Fw F 4283-4300 5´-CAA GCT GGC ACC CAA CGT-3´

F 1_Rev F 5903-5927 5´-TGC CTG TCA CGA TGA CTT GAG ART C-3´

F 2_Fw F 5368-5390 5´-TAT AYT GTA TGA CTC ACA GAC TC-3´

F 2_Rev F 6320-6339 5´-CCG TTC TAC CCG TGB ATT GC-3´

Sequencing primer

2

target postion

1

Sequence

F 1.1_Fw F 4908 -4931 5´-CCA TTA TmG GCA GTG TAG CTC TTG-3´

F 1.2_Fw F 4786 -4805 5´-CCC NCT AGA GGC ATA CAA CA-3´

F 1.1_Rev 5352-5372 5´-GTA TAG GGT TGC CTG TGA TCA-3´

1) Reference sequence: VI|1998|DE|R75|KJ736742

2) for sequencing reactions RT-primers were used in addition


