




 
 

different stages of wild type development. For example, down-regulation of btl does not 

interrupt testis development, whereas htl knock-down leads to a very early stop in 

development. 

(B) Two-phase model of testis myotube migration. (A) Phase one represents the Htl 

dependent migration of nascent myotubes onto the testis before and after fusion of the 

epithelium of the seminal vesicle (vs) and the terminal epithelium (te) of the testes. The FGF 

ligand Ths and possibly Pyr are secreted by an unknown source. (B) In phase two, nascent 

myotubes are already on the testis and migrate further towards the tip. Cad-N mediates 

adhesion between adjacent myotubes. Stumps might control the migration process, likely via 

non-muscle myosin II. Sqh expression depends on Stumps, which suggests Sqh regulation by 

Htl signaling. Note that after an initial phase one, both phases run in parallel until all 

myotubes reach the testis. 
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Figure S3: Analysis of FGF-signaling components (A) Down-regulation of htl did not 

affect the adult testis muscle sheath. (B) Upon htl knock-down, the number of myoblasts on 

genital discs 24 h APF was severely reduced in the posterior part (compare to C; arrows), 

whereas testis-relevant myoblasts accumulated over the prospective seminal vesicle. Triangle 

indicates fat tissue. (C) Myoblasts on genital discs 24 h APF. (D) Htl-Gal4 drives expression 

in posterior myoblasts (arrows) and in testis-relevant myoblasts (arrowhead) on genital discs 

24 h APF. (E) Myoblast-specific expression of Htl-dominant negative (DN) produced an adult 

testis with a bulky tip. (E’) In the htl-DN background, testis muscles did not cover the bulky 

tips. (F–F’’) At 30 h APF, htl knock-down (BL35024) seminal vesicles exhibited a severely 

reduced number of myotubes. F" and F"" show enlargements of the respective boxed areas in 

F. (G–G’’) On stumps knock-down genital discs 24 h APF, Stumps was not expressed. 

Phalloidin (red) visualizes F-actin, Hoechst (blue) labels nuclei. On genital discs, myoblasts 

and nascent myotubes are marked with Mef2-driven mCD8-GFP. Asterisk marks testis hubs. 

Dotted lines reflect approximate organ shape. Scale bars, 20 !m.  
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Table S1: Phenotypes of RNAi fly lines 

RNAi fly line Testis phenotype Predicted off-targets 

Mef2>>Dcr-2;cadN-RNAi 

v1092 

shape: not coiled properly 

muscle sheath: not continuous 

none 

Mef2>>Dcr-2;cadN-RNAi 

v1093* 

shape: not coiled properly 

muscle sheath: not continuous 

none 

Mef2>>cadN-RNAi 

v101642 

shape: wt 

muscle sheath: some holes 

CadN2 

Mef2>>Dcr-2;;sqh-RNAi 

BL32439* 

shape: small and thickly 

muscle sheath: not encircling 

none 

Mef2>>Dcr-2;;sqh-RNAi 

BL33892 

shape: wt 

muscle sheath: holes 

none 

Mef2>>Dcr-2;;zip-RNAi 

BL36727 

shape: small and thickly 

muscle sheath: big holes 

none 

Mef2>>Dcr-2;zip-RNAi 

BL37480* 

shape: coiled with big testis tip 

muscle sheath: holes 

none 

Mef2>>arm-RNAi 

BL31304* 

shape: many thickenings 

muscle sheath: short muscles, 

holes 

Sequoia (zink finger 

protein) 

Mef2>>arm-RNAi 

BL35004 

shape: wt 

muscle sheath: wt 

none 

Mef2>>Dcr-2;;btl-RNAi 

BL40871 

shape: wt 

muscle sheath: wt 

none 

Mef2>>Dcr-2;btl-RNAi 

v27106* 

shape: wt 

muscle sheath: wt 

none 

Mef2>>Dcr-2;;htl-RNAi 

BL35024 

shape: coiled with big testis tip 

muscle sheath: no muscles at tip 

none 

Mef2>>htl-RNAi v6692* shape: small and round, no 

connection to vs 

muscle sheath: no muscles 

none 

Mef2>>stumps-RNAi 

v21317* 

shape: variable, small and round, 

but connected to vs 

muscle sheath: variable, no 

muscles at apical region 

none 
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Mef2>>stumps-RNAi 

v105603 

shape: variable, small and round, 

but connected to vs 

muscle sheath: variable, big 

regions without muscles 

none 

wt = wild type; vs = seminal vesicle; * = presented in Results 
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