Supplementary Information

Mass Spectrometry Based Proteomics Study of
Cisplatin-Induced DNA-Protein Cross-Linking in

Human Fibrosarcoma (HT1080) Cells

Xun Ming," Arnie Groehler IV, " Erin D. Michaelson-Richie,” Peter W. Villalta,*

Colin Campbell,®and Natalia Y. Tretyakova'

"Department of Medicinal Chemistry and the Masonic Cancer Center, University of Minnesota,
Minneapolis, MN 55455
*Mass Spectrometry Core at the Masonic Cancer Center, University of Minnesota, Minneapolis 55455

$Department of Pharmacology, University of Minnesota, Minneapolis, MN 55455

Keywords: mass spectrometry, DNA-protein cross-links, cisplatin, western blot, DNA repair

Running title: DNA-Protein Cross-Linking by Cisplatin

* To whom correspondence should be addressed: Masonic Cancer Center, University of Minnesota, Mayo
Mail Code 806, 420 Delaware St SE, Minneapolis, MN 55455, USA. ph: 612-626-3432 fax: 612-626-
5135 email: trety001@umn.edu



mailto:trety001@umn.edu

Figure S1. Cytotoxicity of cisplatin in HT1080 cells immediately after treatment. Cells were treated with increasing
concentrations of the drug (0, 250, or 500 uM) for 3 h. Cells were counted immediately after treatment, and the
cytotoxicity was measured as the percentage of cells surviving cisplatin treatment compared to untreated controls.
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Figure S2. Cytotoxicity of cisplatin in HT1080 cells. To establish the effects of cisplatin treatment on cell viability,
HT1080 cells were treated with increasing concentrations of the drug (0, 10, 250, and 500 puM) for 3 h. Following
overnight incubation in a drug free media, cells were counted, and the cytotoxicity was measured as the percentage of
cells surviving cisplatin treatment compared to untreated controls.
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Figure S3. Representative HPLC trace for the separation of nucleoside mixtures resulting from the enzymatic digestion of
nucleic acids that were isolated from cisplatin-treated HT1080 cells. After harvesting cell nuclei, DNA containing
covalently trapped proteins were isolated by a phenol/chloroform extraction protocol optimized for the extraction of
DPCs. The identities of nucleosides were confirmed by HPLC analysis of authentic standards. Coformycin was added to
inhibit the contaminating deaminase activity present in commercial alkaline phosphatase. Accurate DNA quantification

was accomplished by comparing dG peak areas in all samples to a standard calibration curve obtained by injecting known
amounts of dG.
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