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In figures 5a and 5b, each sample contains 15-53 of embryos at the four-cell stage for axis duplication assay. More details on sample size used
in these experiments are described in Figure 5a and Supplementary Figure 19 legends. In figures 5c and 5d, 20 animal caps were used for
qPCR analysis. For the experiments with Xenopus embryos, no statistical methods were used to predetermined sample size. Sample size was
chosen by following the literature in the field.

No data was excluded from the analysis

Three replicates were performed for each affinity measurement and each luciferase assay. Axis duplication assay and qPCR analysis were each
independently performed three times. We confirmed that similar results were obtained from these repeated experiments.

Xenopus embryos were randomly selected for microinjection

In this study, all experiments using Xenopus embryo are not influenced by the tester’s expectation.

anti-GAPDH Antibody (sc-47724, Santa Cruz Biotechnology), anti-His-Tag (27E8) Mouse mAb (2366, Cell Signaling), anti-LRP6
(C47E12) Rabbit mAb (3395, Cell Signaling), anti-Sclerostin Monoclonal Antibody (220902, Invitrogen)

All antibodies were validated by purified target proteins in western blots.

Human Embryonic Kidney (HEK) 293A cell line from Invitrogen was used for cell-based assays. LRP6 knock-out cell line was
generated from HEK 293T cell line (ATCC).

HEK 293A (Invitrogen) and HEK 293T (ATCC) cell lines were authenticated by STR method. Generated LRP6 knock-out
HEK293T cell line in this study was verified by western blot.

LRP6 knock-out HEK 293T cell line was not tested for mycoplasma contamination. HEK293A cell line was mycoplasma
negative.

No commonly misidentified cell lines were used in the study.




