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Supplementary Figure 1. Female Pro-ins2-/- mice at 5-6 weeks of age were either inoculated i.p. with a 
single dose of CVB4 (1x105 PFU/mouse) or PBS and treated with αGalCer or control vehicle. On day 2 
post-infection, pancreatic islets were harvested, total RNA was extracted and mRNA levels were 
measured by quantitative RT-PCR. Data are presented as specific gene expression relative to HPRT and 
GAPDH. Each symbol represents pooled islets of an individual mouse.  
 

 
 

 



SUPPLEMENTARY DATA 
 

©2013 American Diabetes Association. Published online at http://diabetes.diabetesjournals.org/lookup/suppl/doi:10.2337/db12-0958/-/DC1 

Supplementary Figure 2. (A) Female NOD mice at 10 weeks of age were inoculated i.p. with a single 
dose of CVB4 (1x105 PFU/mouse) or PBS and treated with αGalCer or control vehicle. Pancreata were 
isolated on different days post-infection, weighed and viral titers were determined on HeLa cell 
monolayers using a plaque assay technique. Mean viral titers are expressed as PFU/gram of pancreas ± 
SD (n=3 mice/group for each day). (B) Female NOD mice at 10 weeks of age were either inoculated i.p. 
with a single dose of CVB4 (1x105 PFU/mouse) or PBS and treated with αGalCer or control vehicle. On 
day 2 post-infection, pancreatic islets were harvested, total RNA was extracted and mRNA levels were 
measured by quantitative RT-PCR. Data are presented as specific gene expression relative to GAPDH. 
Bars correspond to data obtained from 3 pooled mice. 
 

 

 

   

 

 



SUPPLEMENTARY DATA 
 

©2013 American Diabetes Association. Published online at http://diabetes.diabetesjournals.org/lookup/suppl/doi:10.2337/db12-0958/-/DC1 

Supplementary Figure 3. Pro-ins2-/- females at 5-6 weeks of age were inoculated i.p. with a single dose 
of CVB4 (1x105 PFU/mouse) or PBS and treated with αGalCer or control vehicle. On days 1, 2, 4 and 8 
post-infection, pancreatic islets were harvested, total RNA was extracted and mRNA levels were 
measured by quantitative RT-PCR. Untreated mice are represented as day 0. Data are presented as 
specific gene expression relative to GAPDH. Data represents means of 3 pooled mice from two 
independent experiments ± SEM. 
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Supplementary Figure 4. (A) Kinetics of macrophage infiltration in pancreatic islets. Pro-ins2-/- mice at 
5-6 weeks of age were either inoculated i.p. with a single dose of CVB4 (1x105 PFU/mouse) or PBS and 
treated with αGalCer or control vehicle. On days 1, 2, 4 and 8 post-infection, pancreatic islets were 
harvested, dissociated into a single cell suspension, stained with different surface antibodies and 
analyzed by flow cytometry. Untreated mice are represented as day 0. Data represent means ± SD of 2 
pooled mice from three independent experiments. (B) Female Pro-ins2-/- mice at 5-6 weeks of age were 
infected with CVB4 (1x105 PFU/mouse i.p.) and treated with αGalCer. On days 2, 4, 6, 8, 10 post-
infection, pancreatic islets, PLN and spleen were harvested, dissociated, stained with different surface 
antibodies and CD45+/CD11b+/F4/80+/Ly-6C+/CD115+ cells were sorted out. Untreated mice are 
represented as day 0. Total RNA was extracted from sorted cells and mRNA levels were measured by 
quantitative RT-PCR. Data are presented as specific gene expression relative to GAPDH ± SD. Data 
were obtained from 3 independent experiments with 3-6 mice in each group. 
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Supplementary Figure 5. Incidence of diabetes of Pro-ins2-/- females infected with CVB4 (1x105 
PFU/mouse) at 5-6 weeks of age and treated with (A) 1MT (4 mg/mL in drinking water) or control 
vehicle 2 days before the infection and for up to 8 days after (CVB4=9, CVB4+1MT n=7) or (B) an 
anti-IFN-γ mAb (R46A2; 0.5mg) or control isotype mAb (0.5mg) injected on days -1, +1, +3 of virus 
infection (CVB4+isotype control n=10, CVB4+anti-IFN-γ n=10). 

 

Supplementary Figure 6. (A) Summary of CD8 and CD4 T cell counts in pancreas of female NOD 
mice (infected at 10 weeks of age) from day 7 to 3 weeks post CVB4 infection (1x105 PFU/mouse) of 
two independent experiments after the treatments as indicated on the figure. (B) Graph showing the 
percentage of islet CD8 T cells secreting IFN-γ after IGRP206–214 peptide stimulation of diabetic and 
non-diabetic NOD females receiving different treatments as indicated on the figure. The horizontal line 
shows the limit between diabetic and non-diabetic mice. Each symbol represents a single mouse. 
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Supplementary Figure 7. (A, B and C) Pro-ins2-/- females at 5-6 weeks of age were inoculated i.p. with 
a single dose of CVB4 (1x105 PFU/mouse) and treated with αGalCer or control vehicle. To deplete 
macrophages, mice were injected i.v. with 200 μl of clodronate or control PBS loaded liposomes on days 
-1, +1 of virus infection (Van Rooijen N. et al., J Immunol Methods 1994). (A) On day 2 post-infection, 
pancreatic islets were harvested, dissociated and stained with surface antibodies. Data represent means ± 
SD of 2 pooled independent experiments. (CVB4 n=9, CVB4+clodronate n=8, CVB4+αGalCer n=9, 
CVB4+αGalCer+clodronate n=8) **p<0.005 Mann Whitney. (B) On day 2 post-infection, pancreatic 
islets were harvested, total RNA was extracted and mRNA levels were measured by quantitative RT-
PCR. Data are presented as specific gene expression relative to GAPDH. Each symbol represents pooled 
islets of an individual mouse. (C) Diabetes incidence of 5-6 weeks old Pro-ins2-/- females inoculated i.p. 
with CVB4 (1x105 PFU/mouse) and treated with αGalCer or control vehicle. Mice were also injected 
i.v. with either clodronate or control PBS containing liposomes on days -1, +1 and +3 of infection 
(CVB4+PBS n=11, CVB4+clodronate n=12, CVB4+αGalCer+PBS n=11, CVB4+αGalCer+clodronate 
n=12). Data represent 2 pooled independent experiments. 
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Supplementary Figure 8. Female Pro-ins2-/- mice at 5-6 weeks of age were inoculated i.p. with a single 
dose of CVB4 (1x105 PFU/mouse) or PBS and treated with αGalCer or control vehicle. 7 days to three 
weeks after the infection, pancreatic islets were isolated, dissociated into single cell suspension and 
stained with different antibodies as indicated on the figure. (A) Dot plots correspond to a representative 
staining of islet CD4+/FoxP3+ cells stained with anti-IL-10 and anti-TGF-β mAbs after stimulation with 
PMA and ionomycin for 6 h in the presence of Brefeldin A. (B) Summary of data obtained from 3 
independent experiments with 3 mice in each group ± SD. 
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