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Material and Methods
Embryo treatment
Embryos were fixed in a fresh solution of 4% paraformaldehyde (PFA) at 4°C overnight and rinsed in phosphate-buffered saline (PBS). The embryos were then incubated in a blocking solution composed of 5% goat serum goat serum (GS) (Merck, S26-100mL), 2.5% fish skin gelatin (FSG) (Sigma-Aldrich, #G7765) and 0.5% Triton X-100 in PBS for 24h at room temperature. Embryos were then incubated with the primary antibody (antibody anti-βIII tubulin) for 7 days at 4°C. Embryos were rinsed and incubated with the secondary antibody for 7 days at 4°C. After rinsing, they were transparentized using CUBIC reagent 1 (R1) clearing solution (refer to Susaki et al. 2015). First, the embryos were incubated in a R1 ½ solution (diluted with dH2O) at 37°C. After two hours, the solution was replaced by R1 and the embryos kept at 37°C. The solution was changed every day for 5 to 7 days until the embryos were transparent.

Embryo imaging
Embryos were imaged using a Lightsheet Z1 (Zeiss) with a 5X objective. Embryos were suspended upside down using a homemade hook, attached to a holder supplied with the microscope. The embryos were immersed in R1 solution in the microscope tank. The images were acquired with a 1.06 optical zoom.




Figure legend
Figure S1. Development of innervation in mouse embryos. All embryos were cleared, and innervation was labeled using βIII tubulin antibody. Red arrows indicate the position of fiber bundles reaching the cornea. The image at stage E11 represents an optical section. The other images are 3D projections, with a coronal view on the left and a sagittal view of the eye on the right. The red arrowhead at E14 indicate the repulsion of the nasal branch by the ventral one. D: dorsal, T: temporal, N: nasal, V: ventral. n=20. Scale bar: 200 µm.
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