Supplementary material

Table S1. BVDV determination in unprocessed bovine lung lavages. Storage samples of lots
1104, 1108 and 1111 were subjected to RNA isolation and qRT-PCR was performed using the
cador BVDV RT-PCR Kit.

Mean of SD (CV) of Mean of SD (CV) of
Sample BVDV BVDV Ct BVDV Ct Control Ct control Ct control Ct
Ct values values
values values values values
40.23 31.41 0.08
1104 ?nval?d n/d n/d 3141 31.46 (0.24%)
invalid 31.57
invalid 32.19 0.05
1108 ?nval?d n/d n/d 32.31 32.26 (0.16%)
invalid 32.28
invalid 32.76 023
1111 ?nval?d n/d n/d 32.27 32.43 (0.71%)
invalid 32.27

Ct, cycle threshold; SD, Standard deviation of the mean; CV, coefficient of variation [%]; Control, internal control
included in the RT-PCR Kit by default; invalid, no signal detected; n/d, not determined.

Table S2. Calibration curve with BVDV spiked in BVDV-negative lung lavage. Storage
samples of lot 1102 were spiked with BVDV to yield indicated titers [TCIDso/ml], subjected to
RNA isolation and gRT-PCR was performed using the cador BVDV RT-PCR Kit.

BVDV titer in Mean of SD (CV) of Mean of SD (CV) of
sample CtB\XaIIDLYes BVDV Ct BVDV Ct Cc\JIr;:Lc;ISCt control Ct control Ct
[logio TCIDse/ml] values values values values
invalid 33.34 0.17
0.00 invalid n/d n/d 33.76 33.54 o
invali | 3376 (0.51%)
invalid 33.52
invalid 32.80 0.13
1.00 invalid n/d n/d 33.01 32.97 a0
invali | 3301 (0.38%)
invalid 33.10
invalid 0.59 3037 0.28
2.00 39.10 39.70 (1.50%) | 3005 3038 (0.91%)
40.29 30.73
37.03 0.95 3259 0.05
2.50 37.12 37.74 @51%) | 3248 3254 (0.14%)
39.08 32.55
31.96 0.95 3197 0.14
4.00 31.41 3177 (©0.80%) | 226 3207 (0.43%)
31.94 31.97
26.89 0.05 3091 0.12
5.50 26.8 26.82 (©0.20%) | 3063 3075 (0.38%)
26.76 30.71
24.53 00 | 3356 0.16
6.00 24,51 24.48 (©0.25%) | 3322 3345 (0.49%)
24.39 33.57
2044 009 | 2889 0.46
7.00 20.42 20.37 (0.4406) | 2077 2841 (1.61%)
20.24 28.78

Ct, cycle threshold; SD, Standard deviation of the mean; CV, coefficient of variation [%]; Control, internal control
included in the RT-PCR Kit by default; invalid, no signal detected; n/d, not determined.



Table S3. Calibration curve with BVDV spiked in ddH,O. Sterile ddH,O was spiked with BVDV
to yield indicated titers [TCIDso/ml], subjected to RNA isolation and gRT-PCR was performed
using the cador BVYDV RT-PCR Kit.

BVDV titer in Mean of SD (CV) of Mean of SD (CV) of
sample CtB\Ya[I)LYes BVDV Ct BVDV Ct C(\)Ir;':LoeISCt control Ct control Ct
[logio TCIDso/ml] values values values values
:232::3 /d n/d 21;5 31.78 0.05
v n : : (0.15%)
invalid 31.84
?nval?d 31.90 0.06
1.00 invalid n/d n/d 31.77 31.82
- - — (0.17%)
invalid 31.80
2.50 '39.251 39.5 0.27 gii; 32.19 0.06
: invat . (0.68%) : : (0.18%)
39.77 32.14
4.00 212(15 31.78 0.10 2222 32.19 0.04
’ : ' (0.32%) : ’ (0.13%)
31.77 32.14
5.50 5222 26.82 0.04 22?1 31.06 0.07
’ : ' (0.14%) |————— ’ (0.23%)
26.77 31.08
7.00 5822 20.94 0.07 ;gg; 29.49 0.10
’ : ' (0.33%) : ’ (0.35%)
21.03 29.63

Ct, cycle threshold; SD, Standard deviation of the mean; CV, coefficient of variation [%]; Control, internal control
included in the RT-PCR Kit by default; invalid, no signal detected; n/d, not determined.

Table S4. Determination of the minimal amount of BVDV necessary for infection of cell
cultures. MDBK cells were inoculated with the indicated titers. 7 dpi culture supernatant and
cells were subjected to RNA isolation and gRT-PCR was performed using the cador BVDV
RT-PCR Kit. Final titers were extrapolated by comparing mean CT values with the generated

calibration curve.

Inoculation Calculated BVDV Mean of  SD (CV) | Control Mean of  SD (CV)
Sample titer BVDV titer Ct BVDV Ct of BVDV Ct control Ct of control
[logio TCIDso] [logio TCIDsg]  values values Ctvalues | values values  Ctvalues
di 3.00 5.30 2277ill 27.09 0.02 28:2 30.44 0.06
medium : : SLIEE B (0.08%) |—=>-2% : (0.18%)
27.06 30.39
Il 3.00 6.61 Zig 22.12 0.02 53’2@ 29.44 0.15
cells : : _cLes L (0.10%) <222 : (0.51%)
22.09 29.46
invalid 32.28 0.08
medium 1.00 0.00 37.22 n/d n/d 32.45 32.39 .
_ — (0.25%)
invalid 32.45
Il 1.00 2.40 e 38.16 0.60 igz 31.91 0.17
cells . . 37.56 . (1.57%) . . (0.54%)
38.76 32.14

Ct, cycle threshold; SD, Standard deviation of the mean; CV, coefficient of variation [%]; Control, internal control
included in the RT-PCR Kit by default; invalid, no signal detected; n/d, not determined.



Table S5. BVDV quantification in lung lavage inoculated cell cultures. MDBK cells were
exposed to lung lavage lots 1104, 1108 and 1111 and 7 dpi and 14 dpi the cellular fractions
were subjected to RNA isolation and gRT-PCR was performed using the cador BVDV RT-
PCR Kit. Final titers were extrapolated by comparing mean CT values with the generated
calibration curve.

Calculated BVDV Mean of SD (CV) | Control Mean of  SD (CV)
Sample Dpi BVDV titer Ct BVDV Ct of BVDV Ct control Ct of control
[logio TCIDso/ml]  values values Ctvalues | values values Ct values
1104 7 6.56 5;2; 22.31 0.03 iggé 28.27 0.95
) —_— ) (0.13%) ————— ) (3.37%)
22.34 28.95
1104 14 6.29 igg; 23.33 0.01 iggg 28.83 0.55
’ —_— ) (0.06%) ———— ) (1.91%)
23.35 29.33
1108 7 4.94 igii 28.46 0.07 28:31; 30.59 0.13
’ —_— ) (0.23%) ————— ) (0.42%)
28.41 30.73
1108 14 6.36 o 23.04 0.11 28(738 29.91 0.09
: 2292 4 (0.48%) |22 29 (0.30%)
23.19 29.94
1111 7 5.68 i?gg 25.65 0.05 22;51 28.73 0.10
) _— ) (0.19%) ——— ) (0.36%)
25.69 28.59
1111 14 6.67 igi 21.86 0.05 2828 30.06 0.28
’ —_— ) (0.23%) ———— ) (0.94%)
21.93 30.38

Dpi, days post infection; Ct, cycle threshold; SD, Standard deviation of the mean; CV, coefficient of variation [%];
Control, internal control included in the RT-PCR Kit by default.

Table S6. Calibrator samples. Low and high value calibrator samples with indicated titers
were included in measurements of unknown samples to proof validity of the assay. Calibrators
and unknown samples were prepared and treated at the same time and in the same way.

BVDV titer in BVDV Mean of SD (CV) | Control Mean of SD (CV)
Calibrator Replicate sample Ct BVDV Ct of BVDV Ct control Ct of control
[logio TCIDso/ml]  values values Ct values | values values Ct values
| 1 2.50 2223 36.46 2.41 2133 32.08 0.31
ow ) = ) (6.77%) b———— ’ (0.97%)
invalid 32.51
I 2 2.50 2?’23 37.23 0-65 22'22 33.15 0.18
ow ) _— ) Q.73%) b———— ’ (0.56%)
invalid 33.30
| 3 2.50 z:gz 38.30 0.27 zigg 31.90 0.05
ow ) —_— ) (0.69%) ———— ’ (0.17%)
invalid 31.97
high 1 5.50 Z':i 27.90 0.08 gi'gi 30.16 0.15
'9 ) _— ) (0.29%) b———— ’ (0.50%)
28.01 30.32
high 2 5.50 o 27.67 0.09 21;‘; 31.47 0.21
9 : _ 2776 2l 0.34%) |—x22 3l (0.66%)
27.54 31.45
high 3 5.50 Z?g 27.83 0.04 z(lJég 30.88 0.29
9 ' ez el 0.13%) |29 ' (0.93%)
27.82 30.93

Dpi, days post infection; Ct, cycle threshold; SD, Standard deviation of the mean; CV, coefficient of variation [%];
Control, internal control included in the RT-PCR Kit by default; invalid, no signal detected.
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Fig. S1. BVDV detection in positive and negative control samples by IFT with anti-BVDV
FITC-coupled antibodies. MDBK cells were inoculated with BVDV or buffer, respectively, and
growth on chamber slides was initiated 4 days before microscopic examination with an Eclipse
E400 fluorescence microscope (Nikon, Germany) at 100-200x magnification under fluorescent
light. Photographs were taken using the AxioCam MRC and analyzed with AxioVision Rel 4.7
(Zeiss, Jena, Germany). Scale bar 100 um.



