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Supplementary Figure 1: Bar graphs showing absolute numbers of different subsets of T cells 
from thymus and spleen 
 
(A) Pooled data showing the absolute numbers of total, CD8+CD4+ double positive, CD8+ and CD4+ 
subsets of thymocytes in NOD8.3 (white) and NOD IGRP/NOD8.3 (black) mice at indicated ages. Error 
bars indicate standard deviation. N= 6-9 mice per strain per age group. 
 
(B) Pooled data showing the absolute numbers of total, CD8+ and CD4+ T cells from spleen of NOD8.3 (white) 
and NOD IGRP/NOD8.3 (black) mice at indicated ages. Error bars indicate standard deviation. N= 6-9 mice per 
strain per age group. 
 
(C) Pooled data showing the absolute numbers of total, CD8+CD4+ double positive, CD8+ and CD4+ subsets of T 
cells in NOD8.3 (white) and NOD IGRP/NOD8.3 (black) mice at 100 days of age. Error bars indicate standard 
deviation. N= 6-9 mice per strain. 
 
(D) Pooled data showing the absolute numbers of total, CD8+ and CD4+ T cells from spleen of NOD8.3 (white) 
and NOD IGRP/NOD8.3 (black) mice at 100 days of age. Error bars indicate standard deviation. N= 6-9 mice per 
strain. 
 
(E) Pooled data showing the absolute numbers of cells in thymus of NOD8.3/Rag1-/- (white) and NOD 
IGRP/NOD8.3/Rag1-/- (black) mice at indicated ages. Error bars indicate standard deviation. N= 4-6 mice per 
strain per age group. 
(F) Pooled data showing the absolute numbers of cells in spleen of NOD8.3/Rag1-/- (white) and NOD 
IGRP/NOD8.3/Rag1-/- (black) mice at indicated ages. Error bars indicate standard deviation. N= 4-6 mice per 
strain per age group. 
 
(G) Pooled data showing the absolute numbers of total thymocytes in NOD8.3/Rag1-/- (white) and NOD 
IGRP/NOD8.3/Rag1-/- (black) mice at 100 days of age. Error bars indicate standard deviation. N= 4-6 mice per 
strain. 
 
(H) Pooled data showing the absolute numbers of total splenocytes in NOD8.3/Rag1-/- (white) and NOD 
IGRP/NOD8.3/Rag1-/- (black) mice at 100 days of age. Error bars indicate standard deviation. N= 4-6 mice per 
strain. 
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Supplementary Figure 2: (A) FoxP3+ expressing T regulatory cells are not increased in NOD 
IGRP/NOD8.3 mice. Representative histograms showing FoxP3 expression generated by gating on the indicated 
T cell subsets in thymus and spleen of NOD8.3 mice (top panels) and NOD IGRP/NOD8.3 mice (lower panels). 
Values on the panels correspond to percentage of cells contained within the gate. Data represent 3 mice (40-60 
days of age) per group.  
 
(B) Expression of IFN and TNF is decreased in CD8+ T cells from NODIGRP/NOD8.3 mice when 
stimulated over a range of peptide concentration. The percentage of CD8+ T cells secreting IFNor TNF in 
NOD8.3 (black triangles) and NOD IGRP/NOD8.3 (black circles) mice after stimulation with indicated 
concentration of IGRP206-214 peptide for 5 hours. Error bars indicate standard deviation (n=3 mice per strain). 
 
(C and D) IGRP specific CD8+ T cells undergo apoptosis in NOD IGRP mice. (C) NOD or NOD IGRP mice 
were injected i.v. into tail vein with 2 × 107 CFSE labeled splenic T cells from NOD8.3 mice. Three days after T 
cell transfer, pancreatic lymph nodes were harvested from recipient NOD or NOD IGRP mice and were analysed 
by gating on CD8+ T cells and then analyzing CFSE+, Annexin V+, CD8+ T cells. The number in the plot indicates 
the percentage of transferred CD8+ T cells that are CFSE+Annexin V+. 
(D) Six or 16 week old NOD or NOD IGRP mice were injected i.v. into tail vein with 2 × 107 CFSE labeled 
splenic T cells from NOD8.3 mice. Two weeks after T cell transfer, spleen and lymph nodes were harvested from 
recipient NOD or NOD IGRP mice and transferred T cell numbers were determined by flow cytometry by gating 
on CD8+ T cells and then analyzing CFSE+, IGRP tetramer+, CD8+ T cells. The number in the plot indicates the 
percentage of CD8+ T cells that are CFSE+IGRP tetramer+. 
 
(E) Endogenous V expressing T cells are increased in the older NOD IGRP/NOD8.3 mice. Representative 
histograms showing V 2/3.2/8.3/11.1 mix expression on the indicated T cell subsets in spleen of NOD8.3 mice 
(top panels) and NOD IGRP/NOD8.3 mice (lower panels). Values on the panels correspond to percentage of cells 
contained within the gate. Data represent 3 mice per group.  
 
(F) Bone marrow derived DC but not mTEC mediate deletion of IGRP specific T cells in NOD IGRP mice. 
NOD or NOD IGRP 4 week old recipient mice were lethally irradiated with a single dose of 900 rads and then 
received 5 X106 donor bone marrow cells i.v. from NOD8.3 mice mixed in a 1:1 ratio with bone marrow cells 
from either NOD IGRP mice or control NOD mice to determine whether NOD8.3 transgenic thymocytes from 
these chimeric mice were deleted. Chimeras were analyzed by flow cytometry  8 weeks after reconstitution. 
Thymocytes and peripheral lymph node cells from the host mice were harvested, stained with CD4 and CD8 
antibodies and IGRP tetramer and analyzed. Irrespective of which mice the recipients were, that when they 
received bone marrow from NOD IGRP mice the IGRP specific thymocytes were deleted. On the other hand, 
NOD8.3 thymocytes were not deleted when they developed in irradiated NOD IGRP (or NOD) recipients that 
received NOD bone marrow. The numbers in the plot indicate the percentage of CD8+ T cells binding IGRP 
tetramer. Results are representative of two experiments with two mice per group. 
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