Quantifying the Proteome and Acetylome In Diabetic Nephropathy:
HPLC-MS/MS analysis of formalin-fixed paraffin-embedded tissue
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Impacts protein acetylation due to metabolic disruptions, _
resulting in impaired mitochondrial function. . Conclusion
g * A total of 840 proteins were identified in human kidney tissue samples
O

based on proteomic analysis and 289 proteins from acetylomic
analysis.

* Diabetic and non-diabetic samples demonstrate clear differences in
protein abundance based on PCA scatter plots.

» Metabolic pathways were significantly down-regulated in diabetic
cases as compared to non-diabetic controls based on total proteomic
and acetylomic analyses.

« Extracellular matrix remodeling processes, including the matrix
metalloproteinase matrilysin, are significantly up-regulated in diabetic
samples, a hallmark of diabetic nephropathy pathogenesis.

Methods

Received human kidney tissue curls from diabetic cases (n=6) and non-
diabetic control cases (n=9) preserved in formalin-fixed paraffin-
embedded (FFPE) from collaborators at John Hopkins University. Each
case had three tubes containing three 10 um curls. Tissues were
deparaffinized at room temperature using heptane. Total protein B
extraction for each tube containing sample was carried out according to
Qproteome FFPE Tissue Kit (Qiagen, Hilden, Germany). Sonication
cycles were incorporated into the Qproteome method to facilitate total .

tissue solubilization. RC/DC protein assay (Bio-Rad, Hercules, CA) was > ) - » Future investigation will include detailed and specific analysis of
used to determine total protein quantification. Triplicate samples were 5 proteomic and acetylomic targets significantly related to DN.

combined per case for a total of 6 diabetic samples and 8 non-diabetic g
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Digestion was quenched using 20% TFA and samples were purified
using Sep Pak column (Waters, Milford, MA). Peptides were stored at -
80C in 5% ACN + 0.1% TFA until prepared via lyophilization for total
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