Materials and Methods
Plasmids and transfection experiments
Drosophila S2 cells (1 × 106), in a 5-cm diameter plate, were transfected with 1.0 μg of pUASp-mRFP-Orbit or pUASp-mRFP-HRI plasmids, and 1.0 μg of pActin-Gal4 (kindly provided by M. Yamaguchi), using Cellfectin (Invitrogen). The transfected S2 cells were transferred to cover glasses, fixed, and stained as described in Blagden et al. (2009).

Latrunculin A treatment of testis cells
Spermatocytes with co-expression of mRFP-actin and GFP-Orbit were dissected from testes, and incubated in a testis buffer containing 100 μM of latrunculin A (Molecular Probes), for 1 h at room temperature, before fixation.

Fly stock
The orbit3 mutant was described previously [35].
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