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Figure S1 

A-C, Tkv-GFP localization to the GSC plasma membrane in control (A) osm6 RNAi (B) and oseg2 RNAi (C) expressing germ cells. D, Number of GSCs in each testis with plasma membrane Tkv-GFP for each of the indicated genotypes. The indicated numbers (n) of testes from two independent crosses were scored for each data point. Data are means and standard deviations. Adjusted P values from Dunnett’s multiple comparisons test are provided. Dotted blue line indicates the hub. Scale bars, 10 m. 
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Figure S2 

A, Dpp-mCherry expression in the hub (updGal4>UAS-dpp-mCherry) and lysosomes labelled for 10 min with a lysosensor. Arrowheads indicate colocalization (yellow) of Dpp-mCherry (red) and lysosomes (green). B, Representative image of hub area with Dome-GFP expressed in GSCs (nosGal4>dome-GFP). Dotted blue line indicates the hub. Scale bars, 10 m. 
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Figure S3

A, B, Representative images of in situ hybridization using Stellaris FISH probe against dpp mRNA (red) in control (A) and spin RNAi (B) testis. Hub is encircled by a yellow dotted line. DAPI (cyan). 
Scale bars, 10 m.
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Figure S4
Representative images of Tkv-GFP over-expressing testes with osm6 RNAi under the bamGal4 driver. Tkv-GFP was strongly expressed in spermatogonia. No tumor formation was observed. Scale bar, 10 m. Asterisk indicates approximate hub location.
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Figure S5
Tkv expressed in GSC is transferred to hub lysosomes through MT-nanotubes, where Tkv is subjected to lysosomal degradation. This way, MT-nanotubes contribute to both signal activation and inactivation. Genes involved in this mechanism function in GSC (Smurf, Shrb, and Dor) or in hub lysosomes (Lamp1 and Spin). 
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