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orally administrated with either test articles or vehicle BID for one week. At the end of each study,
mice were euthanized, and colon tissues were removed, cut open, washed and prepared for PD
analysis. For studies involving immunohistochemical analysis, whole colons were harvested, Swiss-
rolled and then fixed in a 10% neutral buffered formalin solution.

IHC: Tissue samples for IHC were fixed and paraffin embedded. Sections (4um) were subjected to
staining using standard IHC protocols for SDMA (Millipore Sigma 07-412 SYM10), PRMTS (Cell
Signaling Technology 79998s) and Ki-67 (Roche Diagnostics 790-4286 |VD)

In vivo distal colon epithelial dissociation: After treatment, distal colons were processed to
Isolate the epithelial layer using chemical dissociation as described previously’ with minor

colon organoids. C, D Growth inhibition of P26N APC*® organoids treated with various compounds. E Flow cytometry of JNJ-9178-treated
APC"® organoids. F Cell proliferation assay of JNJ-9178 treatment in a series of P26N APC® co-mutant engineered organoids.
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Figure 3. PRMT5 and SDMA are upregulated in colon adenoma tissues. A IHC analysis of PRMTS and SDMA protein expression
across multiple adenomas from the same donor. B,C IHC analysis of PRMT5 and SDMA protein expression in additional independent
human donor FAP adenoma tissues compared to adjacent normal. D IHC analysis of PRMT5 and SDMA protein expression in
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thousands of adenomas in the epithelium of the colon and rectum without non-surgical
treatment options®

The discovery of a small molecule inhibitor specifically targeting pathways involved in
polyp formation and growth could revolutionize management of this disease

in RIPA buffer with 2x HALT inhibitor, and lysed.

Immunoblot analysis: Organoid lysates or epithelial layer homogenates were collected. Total
protein was determined by BCA assay. Lysates were separated on 4-12% Bis Tris gels and
transferred onto PVDF membranes using an IBLOT-2 apparatus. Membranes were blocked for 1h
at RT, incubated in 1°Ab overnight at 4°C, washed in TBST, incubated in 2°Ab for 1 h at RT, and
washed in TBST. Membranes were developed using an Odyssey CLx and analyzed using Image
Studio version 5.2.

9 10

8
A549 SDMA PD pIC,,

1
JNJ-9178
10mpk, BID

1 1 1 I
Vehicle JNJ-9178 JNJ-9178 JNJ-9178
0.5mpk, BID 1.5mpk, BID 3.3mpk, BID

JNJ-9178 |

H&E SMDA Kie7

murine intestine. Methods Mol Biol, 879,89-107 (2012).

Acknowledgements

The authors acknowledge the contribution of the following: Yi Fan and Constance Smith-Monroy for development
and execution of the A549 SDMA assay, Samantha Allen for her guidance and experience in high content imaging
to develop the A549 SDMA assay, Tammy Bush and Kathryn Packman for in vivo expertise to support the Apc™""-
DSS mouse PD and efficacy studies, Wim Schepens for chemistry support in determining organoid efficacy vs PD
correlations, Lorraine Angelillo for support of the IHC studies, and Prashanth Gokare for expertise in organoid
technology and developing the mouse Apc™"*-DSS organoids






