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            Abstract
That irradiated cells affect their unirradiated â€˜bystanderâ€™ neighbors is evidenced by reports of increased clonogenic mortality, genomic instability, and expression of DNA-repair genes in the bystander cell populations. The mechanisms underlying the bystander effect are obscure, but genomic instability suggests DNA double-strand breaks (DSBs) may be involved. Formation of DSBs induces the phosphorylation of the tumor suppressor protein, histone H2AX and this phosphorylated form, named Î³-H2AX, forms foci at DSB sites. Here we report that irradiation of target cells induces Î³-H2AX focus formation in bystander cell populations. The effect is manifested by increases in the fraction of cells in a population that contains multiple Î³-H2AX foci. After 18â€‰h coculture with cells irradiated with 20 Î±-particles, the fraction of bystander cells with multiple foci increased 3.7-fold. Similar changes occurred in bystander populations mixed and grown with cells irradiated with Î³-rays, and in cultures containing media conditioned on Î³-irradiated cells. DNA DSB repair proteins accumulated at Î³-H2AX foci, indicating that they are sites of DNA DSB repair. Lindane, which blocks gap-junctions, prevented the bystander effect in mixing but not in media transfer protocols, while c-PTIO and aminoguanidine, which lower nitric oxide levels, prevented the bystander effect in both protocols. Thus, multiple mechanisms may be involved in transmitting bystander effects. These studies show that H2AX phosphorylation is an early step in the bystander effect and that the DNA DSBs underlying Î³-H2AX focus formation may be responsible for its downstream manifestations.
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