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Antibodies
Antibodies used

Validation

N of 3 or more was chosen for all experiments. Power calculations were performed based on variation and effect size from a pilot experiment
of cell migration performed with CrispR Nedd4 KO and WT cells.

No data exclusions included in the manuscript.

All experiments were performed in triplicate unless stated in the figure legend. Details on specific replication for each experiment are
provided in the figure legends.

Randomization was performed where possible, such as the passage of the cells used for in vitro experiments, the positioning of WT and
Nedd4-/- cells in multiwell plates, positioning of plates in incubators, imaging order of control and Wnt1Cre; Nedd4fl/fl embryos, positioning
of explants in multiwells, positioning of transwells in multiwell plates, and western blot apparatus used. Randomization of samples was not
possible for experiments in which only 2 testing variables were being analysed.

Experiments that were performed blinded include: migration analyses in Fig. 6b, actin repolymerisation in Fig. 7c, ubiquitination assays in Fig.
8a-b and actin repolymerisation in Fig. 8d. These experiments were performed by one investigator and analysed by others that did not know
the treatment type or genotype prior to data analysis and measurements being taken. All other experiments were not blinded as they
required genotyping and separation of treatment groups which was performed by a single investigator and later validated by others.

Anti-actin (Pierce, AAN02, Clone 7A8.2.1), anti-Sox10 (Abcam, ab155279), anti-Sox10 (R&D, AF2864), anti-Errb3 (AAT Bioquest,
Ab-1289), anti-Fndc3b (Abcam, ab135714), anti-Zeb2 (Novus Biologicals, NBP1-82991), anti-Nedd4 (BD, 611481, Lot7297573), anti-
ubiquitin P4G7 (Biolegend, 838703), anti-ubiquitin K63 (Cell Signalling Technologies, 5621, Lot3), anti-ubiquitin K48 (Cell Signalling
Technologies, 8081, Lot2), anti Pfn1 (Cell Signalling Technologies, 3237, Lot1), anti-RunX2 (Cell Signalling Technologies, 12556, Lot2),
anti-CD31 (Biolegend, 102502, clone MEC13.3), anti 14-3-3zeta C-16 (Santa Cruz, sc1019), mouse gamma globulin (Jackson
Laboratories, 015-000-002, Lot77861), mouse anti-Flag (Merck, F1804).

Validation of antibodies has been performed by the manufacturers and in additional publications at the following sites:

Actin AAN02 - https://www.cytoskeleton.com/pdf-storage/datasheets/aan02.pdf.

Sox10 Ab155279: https://www.abcam.com/sox10-antibody-epr4007-ab155279.html.

Sox10 AF2864 - https://resources.rndsystems.com/pdfs/datasheets/af2864.pdf.
v=20220228&_ga=2.80809687.1183973056.1646099672-1410173664.1638832213.

Erbb3 Ab-1289 - https://www.aatbio.com/products/her3-ab-1289-antibody.

Fndc3b - Has been verified to work for western blot (Jinwang Wei, Yuanyuan Sheng, Jianhua Li, Xiaomei Gao, Ning Ren, Qiongzhu
Dong, Lunxiu Qin. Genome-Wide Association Study Identifies a Genetic Prediction Model for Postoperative Survival in Patients with
Hepatocellular Carcinoma. Med Sci Monit. 2019 Apr 4;25:2452-2478. doi: 10.12659/MSM.915511) and found here to recognise a
predominant band in mouse cells at the predicted size in the current study.




