Recently, a cone-like photoreceptor cell line (661W cells) was developed [20], and has been recognized as a useful model for studying photoreceptor cell biology [21-25]. Several studies using 661W cells have partially elucidated the molecular mechanisms underlying photoreceptor cell metabolism [24-26] and cell death following light exposure [27-31] or oxidative stress [32-34]. Our laboratory recently showed that 661W cells express functional MT1 and MT2 receptors, and the activation of these receptors by exogenous melatonin can partially protect them from H2O2-induced cell death by inhibiting the AKT-FOXO1-Fas/FasL-caspase-3 pathway [35].	Comment by Copy-ED-123: Papers that use an established cell line must include a section about the STR analysis, similar to the following:
Nineteen short tandem repeat (STR) loci plus the gender-determining locus, amelogenin, were amplified using the commercially available EX20 Kit from AGCU (Wuxi, China). The cell line sample was processed using the ABI Prism® 3500 Genetic Analyzer. Data were analyzed using GeneMapper® ID-X v1.2 software (Applied Biosystems, Suzhou, China). Appropriate positive and negative controls were run and confirmed for each sample submitted. The STR analyses are presented in Appendix 1.
Although the formation and signaling of MT1/2h have been previously studied, those experiments used overexpression of MT1/MT2 in human embryonic kidney (HEK) 293T cells [36,37] or mouse photoreceptors [14]. In this study, we investigated whether endogenous MT1 and MT2 receptors form MT1/2h in 661W cells and studied the intracellular pathways activated by this GPCR heterodimer.
Methods
Cell culture
661W cells were grown in Dulbecco’s Modified Eagle’s medium (DMEM; Gibco, Life Technologies, Carlsbad, CA) supplemented with fetal bovine serum (Gibco) and 1% penicillin/streptomycin, at 37 °C in a 5% CO2 humidified atmosphere [35]. Cells were seeded in six-well plates or 75-mm flasks at a concentration of 1 × 105 cells in a volume of 3–10 ml of growth media and expanded to approximately 50% to 90%, depending on the experiment.
In the proximity ligation assay (PLA) and immunofluorescence experiments, cells were seeded in sterile glass chamber slides and allowed to expand to 50% confluence. The genetic profile of the cells was established by IDEXX Bioresearch (Columbia, MO). Nine short tandem repeat (STR) loci including a gender-determining locus were analyzed [35].
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