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Figure S-1: Summary of peptides identified in BALB/c mouse islets 
by mass spectrometry. Islets were harvested and pooled from several 
BALB/c mice. Islets were processed and proteins were digested with 
AspN. The resultant peptide mixtures were analyzed by LC-MS/MS. Data 
were searched against a standard proteome database then against a 
custom HIP database. Proteins were ranked by the number of distinct 
peptides identified for the protein and the top eight proteins are reported. 
HIPs constituted less than 1% of the total number of distinct peptides 
identified. MS/MS spectra matched to HIPs were later subjected to 
further analysis to assess the validity of each match. Data are from one 
experiment.
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Figure S-2: False discovery rates (FDRs) for 
database searches. A reverse sequence database 
search was included in all searches and results 
were used to determine an FDR for each search. 
FDRs at the distinct peptide level (rather than the 
spectrum level) are reported for analyses of NOD, 
BALB/c, and human islets. Each data point 
represents the combined FDR for the  SwissProt 
search and the HIP database search for a single 
sample. Lines indicate the mean %FDR for 
searches within each group. 
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Figure S-3: Additional mirror plots demonstrating validation of HIPs identified in NOD islets. Following identification of potential 
HIPs in NOD islets, the putative HIP sequences were synthetized and the synthetic peptides were analyzed by tandem MS. Mirror plots 
comparing the MS/MS spectra for the endogenous islet peptide (positive y-axis) and the synthetic peptide standard  (reflected y-axis) are 
shown. B- and y-ions (singly- and doubly-charged) are displayed in blue and red, respectively. A mass tolerance of +/- 20 ppm was used 
for labeling of b- and y-ions. Percent scored peak intensity (%SPI), score, and Pearson Correlation Coefficient (PCC) are indicated for each 
comparison. Values that did not satisfy criteria for validation are highlighted in yellow. 
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Figure S-4: Putative HIPs identified by mass spectrometry in islets from BALB/c mice validate with synthetic peptide standards. 
Following identification of potential HIPs in BALB/c islets, the putative HIP sequences were synthetized and the synthetic peptides were 
analyzed by tandem MS. Mirror plots comparing the MS/MS spectra for the endogenous islet peptide (positive y-axis) and the synthetic 
peptide standard (reflected y-axis) are shown. B- and y-ions (singly- and doubly-charged) are displayed in blue and red, respectively. A 
mass tolerance of +/- 20 ppm was used for labeling of b- and y-ions. Percent scored peak intensity (%SPI), score, and Pearson Correlation 
Coefficient (PCC) are indicated for each comparison. Values that did not satisfy criteria for validation are highlighted in yellow. 
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Figure S-6: Pearson correlation coefficients (PCC) obtained by 
comparison of mass spectra of endogenous peptides and synthetic 
HIPs. Fragmentation spectra for putative HIPs identified in BALB/c islets 
were compared to spectra obtained by analysis of synthetic versions of 
the peptides. For each comparison, peaks with an abundance greater than 
three standard deviations above the average in either spectrum were 
included. Error bars indicate 95% confidence intervals. Values that 
surpassed the PCC validation threshold of 0.9 are shown in green and 
those that did not are shown in red.


