Virological, immunological and pathological findings of transplacentally transmitted bluetongue virus serotype 1 in IFNAR1-blocked mice during early and mid gestation
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Supplementary Tables
Table S1. Effect of BTV-1 infection on early stage of gestation (n = 3 dams at each time point)
	Groups
	Days post infection (dpi)

	
	5 (6 GD)
	7 (8 GD)
	9 (10 GD)
	12 (13 GD)
	15 (16 GD)
	18 (19 GD)
	19/20 (20/21 GD)

	No. of implantation sites in both uterine horns

	Control 
	9.33±0.33 
	10.33±0.33 
	9.67±0.33
	9.0±0.58
	10.33±0.33
	9.67±0.33 
	10.0±0.58 

	BTV-1 
	7.0±0.58**
	8.33±0.33** 
	6.33±0.33***
	7.67±0.33 
	6.67±0.33***
	7.67±0.33** 
	8.33±0.33* 

	No. of live embryos (up to 14 GD) or foetuses (15 to 21 GD)

	Control 
	9.33±0.33
	10.33±0.33 
	9.67±0.33 
	9.0±0.58
	10.0±0.0 
	9.67±0.33 
	10.0±0.58 

	BTV-1 
	5.33±0.33***
	5.0±0.58***
	3.67±0.33***
	4.67±0.33***
	5.33±0.33***
	5.67±0.33***
	6.67±0.67***

	No. of dead embryos (up to 14 GD) or foetuses (15 to 21 GD)

	Control 
	Nil 
	Nil 
	Nil
	Nil
	0.33±0.33 
	Nil 
	Nil 

	BTV-1 
	1.67±0.33
	3.33±0.33
	2.67±0.33
	3.0±0.58
	1.33±0.67 
	2.0±0.58
	1.67±0.88 



Values bearing asterisk (*) differs significantly in BTV-1 infected group when compared to uninfected control group at specified time intervals. *P < 0.05; **P<0.01; ***P<0.001
Table S2. Effect of BTV-1 infection on mid stage of gestation (n = 3 dams at each time point)
	Groups
	Days post infection (dpi)

	
	1 (9 GD)
	3 (11 GD)
	5 (13 GD)
	7 (15 GD)
	9 (17 GD)
	12/13 (20/21 GD)

	No. of implantation sites in both uterine horns

	Control 
	9.33±0.33
	10.33±0.33 
	10.0±0.58 
	9.67±0.33
	10.33±0.33 
	9.67±0.33 

	BTV-1 
	9.0±0.58 
	9.67±0.33 
	9.67±0.33 
	9.67±0.33 
	10.0±0.58 
	9.67±0.33 

	No. of live embryos (up to 14 GD) or foetuses (15 to 21 GD)

	Control 
	9.33±0.33
	10.33±0.33 
	10.0±0.58 
	9.67±0.33
	10.33±0.33 
	9.67±0.33 

	BTV-1 
	9.0±0.58 
	9.67±0.33 
	8.67±0.33 
	7.67±0.33*
	9.0±0.58 
	8.67±0.33 

	No. of reabsorbed embryos/foetuses

	Control 
	Nil 
	Nil 
	Nil 
	Nil 
	Nil 
	Nil 

	BTV-1 
	Nil 
	Nil
	1.0±0.0
	2.0±0.0
	1.0±0.58
	1.0±0.0



Values bearing asterisk (*) differs significantly (P≤0.05) in BTV-1 infected group when compared to uninfected control group at specified time intervals.
Supplementary Figures
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Figure S1. Body weight of foetuses born from dams infected with BTV during early (infected on 1 GD) and mid (8 GD) stages of gestation, and uninfected control mice sacrificed on 20/21 GD. Eighteen foetuses from three separate mothers from each group (n = 18 per group). One-way ANOVA with Tukey’s post-test was used, and data were expressed as median. **P<0.01 and ***P<0.001 statistically significant compared with uninfected control group.
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Figure S2. Histopathological lesions in BTV-1 infected mid gestation group. (a) Necrosis of metrial gland area, infiltration of inflammatory cells, severe congestion and dilatation of blood vessels in the placenta on 9 dpi. H&E x40. (b) Higher magnification showed necrotic areas severely infiltrated with neutrophils, macrophages, and few plasma cells and lymphocytes. H&E x400. (c) Fusion and necrosis of yolk sac epithelium of placenta and inflammatory cell infiltration in lamina propria on 9 dpi. H&E x200. (d) Marked infiltration of lymphocytes in perivasular areas and myometrium of uterus on 7 dpi. H&E x200.
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Figure S3. Quantification of BTV RNA from foetal tissues born from dams infected with BTV during early and mid stages of gestation on 20/21 GD using TaqMan probe-based real-time PCR assay. Results are presented as bar diagram with mean±SEM at each time point. Six foetuses from three separate mothers from each group (n = 6 per group). Two-tailed unpaired t test was used. *P<0.05 statistically significant compared with early stage of gestation. Virus load in tissues is given as log10 copies of viral RNA g-1 tissue.
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Figure S4. Effect of BTV-1 infection on haematological values at various time points of pregnant mice infected with BTV-1 (solid line) during early and mid stages of gestation, and uninfected control group (square dotted line). Total leukocyte count (x103/µl), lymphocytes (%), and neutrophils (%) in blood samples from early (a,c,e) and mid (b,d,f) stages of pregnant mice. Results are presented as line diagram with mean±SEM at each time point (n = 3). Two-way ANOVA with Bonferroni post-test was used. *P<0.05, **P<0.01 and ***P<0.001 statistically significant compared with uninfected control group.
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Figure S5. Representative histogram showing the flow cytometric analysis of Annexin V-FITC staining in uninfected control (a) and BTV-1 infected pregnant mice (b) during early stage of gestation at 7 dpi. Marker M1 in the histogram represents the percentage of early apoptotic cells population. (c) Line diagram showing the percentage of early apoptotic cells in uninfected control (square dotted line) and BTV-1 infected pregnant mice (solid line). Results are presented as mean±SEM at each time point (n = 3). Two-way ANOVA with Bonferroni post-test was used. *P<0.05 and ***P<0.001 statistically significant compared with uninfected control group.
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Figure S6. Lateral view of foetuses born from dams infected with BTV-1 during mid (8 GD) stage of gestation (B) and uninfected control mice (A) sacrificed on 20/21 GD stained with Alizarin red.
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