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Supplementary Materials:

Figure S1: Administration of TNKSi attenuates WNT pathway activity in vivo and partially rescues cranial
abnormalities in vivo.

Figure S2: In vivo administration of parvinium pamoate partially rescues cranial abnormalities.

Figure S3: Development of liver zonation defects and intestinal polyposis in 6-month-old Apcloxifex and Apcminifiox
mice.

Figure S4: Different threshold requirements of canonical WNT/B-catenin signalling during embryonic
development and disease.
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Figure S1. Administration of TNKSi attenuates WNT pathway activity in vivo and partially rescues cranial
abnormalities in vivo. (A - D) mRNA expression of downstream WNT target genes (Axin2, Sox9, Cd44 and
Cyclin D1) in intestines of Apclofox mice. Mice were treated with TNKSi or control for three consecutive days
before euthanasia. (E, F) E15 embryos extracted from Apcfoxfox mice (top row) impregnated by Apcmin' male mice
after treatment with GOO7-LK at embryonic days 5-7. Pictures were taken after extraction with accompanying
H&E staining of sagittal sections (bottom row) to observe cranial features. Images show representative embryos
of litter consisting of 5 Apcfo (E) and 5 Apcrinfox (F) embryos. Encircled embryos are the same as shown in
Figure 1. Data are represented as Mean + SEM. * p<0.05, ** p<0.01, unpaired t test.



alive, two eyes alive, no eyes

A flox/+ B I min/flox I
1 ’ #2

#
still-birth, cranial defects still-birth, cranial defects
C min/flox D

e

€30I

Figure S2. In vivo administration of parvinium pamoate partially rescues cranial abnormalities. Pups, both alive
(A, B) and still born (C, D), from Apcflovfox female mice impregnated by Apcrin* males after treatment with
parvinium pamoate at embryonic days 5-7. Pictures were taken at day of birth. Genotype and eye phenotype are
as indicated.
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Figure S3. Development of liver zonation defects and intestinal polyposis in 6-month-old Apcfofiox and Apcmin'flox
mice. (A) Hematoxylin and eosin (H&E) and IHC stains of livers from 6-month-old wildtype (+/+), Apcfoxifox
(flox/flox) and Apcminifiox (min/flox) mice. Sections were stained with H&E or with the indicated antibodies. (B)
Images of longitudinally opened proximal (PSI) and distal (DSI) sections of the small intestine of Apcflexi+, Apcmint+
and Apcrivfox mice. Individual polyps are inside dashed circles. (C) Quantification of intestinal polyp numbers
and spleen weights (D) of mice of the indicated genotypes (n=1). Scale bar = 100 pm.
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Figure S4. Different threshold requirements of canonical WNT/B-catenin signalling during embryonic
development and disease. TCF reporter activity is shown after stimulation of mouse embryonic fibroblasts (MEFs)
of the indicated genotypes with sub-maximally active concentrations of WN'T3a-conditioned medium. Horizontal
dashed lines indicate the signalling thresholds predicted for the indicated phenotypes to occur in mice of the
corresponding genotypes. ‘LOH?’ refers to the unknown requirement for “loss of heterozygosity’ of the ‘flox” allele
in intestinal stem cells of Apcmin'fox mice for the initiation of polyp formation. Genotypes are as follows: wild-type
(wtlwt), Apcmin, Apcfoxifox, Apcminifios, Apcmin/4fox, Apcfloxtfio;ctnnb1+-, Apcminfox;ctnnb1+-, Apcmin/fox;ctnnbl+-.
Mean = SEM. Data adapted from (Buchert et al., 2010).



