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    Abstract

        In recent studies, the cytotoxic activity of NO has been investigated for its potential use in anticancer therapies. Nitrosated human serum albumin (NO-HSA) may act as a reservoir of NO in vivo. However, there are no published reports regarding the effects of NO-HSA on cancer. Therefore, the present study investigated the antitumor activity of NO-HSA. NO-HSA was prepared by incubating HSA, which had been sulfhydrylated using iminothiolane, with isopentyl nitrite (6.64 mol NO/mol HSA). Antitumor activity was examined in vitro using murine colon 26 carcinoma (C26) cells and in vivo using C26 tumor-bearing mice. Exposure to NO-HSA increased the production of reactive oxygen species in C26 cells. Flow cytometric analysis using rhodamine 123 showed that NO-HSA caused mitochondrial depolarization. Activation of caspase-3 and DNA fragmentation were observed in C26 cells after incubation with 100 μM NO-HSA for 24 h, and NO-HSA inhibited the growth of C26 cells in a concentration-dependent manner. The growth of C26 tumors in mice was significantly inhibited by administration of NO-HSA compared with saline and HSA treatment. Immunohistochemical analysis of tumor tissues demonstrated an increase in terminal deoxynucleotidyl transferase dUTP nickend labeling-positive cells in NO-HSA-treated mice, suggesting that inhibition of tumor growth by NO-HSA was mediated through induction of apoptosis. Biochemical parameters (such as serum creatinine, blood urea nitrogen, aspartate aminotransferase, and alanine aminotransferase) showed no significant differences among the three treatment groups, indicating that NO-HSA did not cause hepatic or renal damage. These results suggest that NO-HSA has the potential for chemopreventive and/or chemotherapeutic activity with few side effects.

      
Footnotes
	
        Article, publication date, and citation information can be found at http://jpet.aspetjournals.org.

      
	
        doi:10.1124/jpet.107.132100.

      
	
        ABBREVIATIONS: NSAID, nonsteroidal anti-inflammatory drug; ASA, aspirin; HSA, human serum albumin; DTPA, diethylenetriaminepentaacetic acid; HBSS, Hanks' balanced salt solution; rHSA, recombinant human serum albumin; PAGE, polyacrylamide gel electrophoresis; C26, murine colon 26 carcinoma; ROS, reactive oxygen species; PBS, phosphate-buffered saline; CM-H2DCFDA, 5-(and-6)-chloromethyl-2′,7′-dichlorodihydrofluorescein diacetate, acetyl ester; TUNEL, terminal deoxynucleotidyl transferase dUTP nick-end labeling; Cr, serum creatinine; BUN, blood urea nitrogen; ALT, alanine aminotransferase; AST, aspartate aminotransferase; ALP, alkaline phosphatase; BSA, bovine serum albumin; GSNO, S-nitrosoglutathione; R410C, genetic variant of human serum albumin mutated at position 410.
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