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Figure S1. WNT/B- catenin activity is reduced with expression of wt-4PC. WNT/B- catenin
activity was measured using TCF/LEF reporter and luciferase assays. Cells were transfected with
either positive or negative reporter and treated with or without zinc for 24hrs, followed by
luciferase assay. (A) Luciferase activity was measured, and results normalized to mt-4APC. There
is a 90% decrease in WNT/ B-catenin activity when expression of wt-4APC is induced. Student’s
t-test determined statistical significance as indicated. (B) Western blots were performed to
confirm wt-APC expression and to assess protein expression of known WNT/TCF target
proteins. Full-length, 300 kDa, APC is shown and decreased protein expression of B-catenin,
MET, ¢c-JUN, CD44, and c-MYC, are also shown.
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Figure S2. Inducing wild-type APC and treating with ATRA to drive RA signaling activates
a highly regulated network of 248 proteins. HT29 cells were treated and RNA collected for
NanoString profiling. Fold changes of RNA expression between treated and untreated cells were
generated using nSolver software. (A) A list of 248- fold changes with significant p-values
(<0.05) were selected and entered into the STRING online database. (B) A predicted protein
network was generated, indicating a highly regulated system of protein interactions when wild-
type APC is induced and RA signaling is activated.



Figure S3
A. Effect of Liarozole & Sulindac on CRC Cells B. Effect of Sulindac & Talarozole on CRC Cells
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Figure S3. Extension of data showing effects of CYP26A1 and WNT inhibition on HT29,
HCT116, and SW480 CRC cell lines. Cells were plated, serum-starved, and treated for 48 hrs
and crystal violet assay performed, data analyzed, and plotted as shown. Cells were treated with
IC50 concentrations of CYP26A1 inhibitors- Liarozole and Talarozole. WNT inhibitor
concentrations are indicated as IC50 and plus (+) or minus (-) 25% of the IC50 value.
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Figure S4- B
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Figure S4. Cell proliferation indexes and slopes of least-square regression plotted for
combination treatments. (A) Slopes of combinations- Talarozole (22 to 30 uM) + Piroxicam
and Liarozole (80 to 110 uM) + Piroxicam in HT29, SW480, and HCT116 cells. Piroxicam
concentration was plotted along the X-axis and the proliferation index, generated via crystal
violet staining, plotted on the Y-axis. Each mark represents a treatment combination with
indicated drug concentrations and cell line (n = 3 replicates). Regression lines are fitted to the
marks, and slopes and 7 values indicated in table. (B) Slopes for combination treatments-
Talarozole + Piroxicam and Liarozole + Piroxicam are plotted with Sulindac concentration along
the X-axis and proliferation index along the Y-axis. Each mark represents a treatment
combination with indicated drug concentrations and cell line (n = 3 replicates). Regression lines
are fitted to the marks and slopes, and 7’ values are indicated in the table.



Figure S5
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Figure S5. APC genotype is not a significant predictor of patient survival when patients are
sub-grouped based on CYP26A1 level. RNA-seq, mutation, and survival data of CRC patients
were obtained from GDC data portal. Patients were grouped by APC mutation and change (either
increase or decrease) of CYP26A1 expression between CRC and normal colon samples from the
same patient. Shaded area indicates the 95% confidence interval. (A) Decreased CYP26A1
expression, regardless of APC mutation status, is not a statistically significant predictor of patient
survival. (B) Similarly, increased CYP26A41 expression, regardless of 4APC mutation status, is not
a significant predictor of patient survival.



Table S1

Primary Antibody Catalog #

B- catenin Cell Signal Technologies 8480 1:1000
Met Cell Signal Technologies 8198 1:1000
c-Jun Cell Signal Technologies 9165 1:1000
CD44 Cell Signal Technologies 5605 1:1000
a/B-tubulin Cell Signal Technologies 2148 1:1000
CYP26A1 Abcam ab172474 1:1000
CHGA NSJ Bioreagents RQ5334 1:1000
GLP2R Thermo Fisher Scientific PA5-104301 1:1000
NSE Novus Biologicals NB-110-58870 1:2000
SSTR1 Santa Cruz Technologies sc-25675 1:500

Millipore Sigma OP44-100ug 1:500

m-lgGkBP-HRP (anti-mouse) Santa Cruz Technologies sc-516102 1:1000
mouse anti-rabbit IgG-HRP ~ Santa Cruz Technologies sc-2357 1:1000



Table S2

A. CYP26A1 Inhibitor IC50 Dose (uM)

Liarozole Talarozole
HT29 80 30
HCT116 110 22
SW480 80 25
B. WNT Inhibitor Doses (nM)
Sulindac Piroxicam
-25% IC50 IC50 +25% IC50 -25% IC50 IC50 +25% IC50
HT29 510 680 850 412.5 550 687.5
HCT116 337.5 450 562.5 450 600 750

SW480 165 220 275 202.5 270 337.5



Western Blots
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0.000588 Signal

0.000317Signal

norm to

norm to tub control

93.14737

108.3312

74.74105

74.27075

63.69249

112.7509

1

1.163009

0.993708

1.770239

average

1.308985

st dev

0.408328

st err

0.235748
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n=1

n=2

n=3

SSTR1

Image

Name Channel
0000608_0

2 Chemi
0000608_0

2 Chemi
0000608_0

2 Chemi
0000608_0

2 Chemi
0000608_0

2 Chemi
0000608_0

2 Chemi

Name

00001

00002

00003

00004

00005

00006

SSTR1 Densitometry

Signal

0.484174

0.344003

0.400521

0.283073

0.306848

0.262381

Total

0.735849

0.499221

0.579465

0.448719

0.482729

0.351485

Area

1440

1440

1440

1440

1440

1440

Bkgnd.

Type

0.000175 Signal

0.000108Signal

0.000124Signal

0.000115 Signal

0.000122 SSignal

6.19E-05 Signal

norm to
tub

4.748314

4.858538

4.561509

3.631809

4.078959

4.965741

norm to
control average st dev st err
1 1.012268 0.210822 0.121718

1.023213

0.796186

1.217404
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n=1
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n=3

hctl16

tubulin

Image Name

0000604_02

0000604_02

0000604_02

0000604 _02

0000604_02

0000604_02

0000604_02

a/B tubulin Densitometry

Channel

Chemi

Chemi

Chemi

Chemi

Chemi

Chemi

Chemi

Name

00001

00002

00003

00004

00005

00007

00006

Signal

0.101968

0.070804

0.087805

0.077943

0.075227

0.052838

0.059316

Total

0.169665

0.129999

0.137475

0.122627

0.100542

0.066135

0.074914

Area

2145

2145

2145

2145

2145

2145

2145

Bkgnd.

Type

3.16E-05Signal

2.76E-05Signal

2.32E-05Signal

2.08E-05Signal

1.18E-05Signal

6.2E-06 Signal

7.27E-06Signal



Figure S1

Lonza ProSieve
Quad Color
Protein Marker

_ 315
—~ 250
- 180
~ 140
~ 95
72
~ 55

— 42

T

|

26

17
- 10
- 4.6

95kDa-«w

B-catenin

l Used last 2 lanes for figure

GAL APC GAL APC

-+ - + - + - +  Zinc

——— e a—

GAL= HT29-galactosidase cells
APC= HT29-wt-APC cells

2 different passages shown



Lonza ProSieve
Quad Color
Protein Marker

- 315
— 250
~ 180
~ 140
- 95
- 72
- 55

~ 42

2

11t

26

17

— 10
- 4.6

180 kDa-
140 kDa-

-

Met

l Used last 2 lanes for figure

GAL APC GAL APC

-+ - + - + - +

B B e S e T e e

Zinc

GAL= HT29-galactosidase cells
APC= HT29-wt-APC cells

2 different passages shown



Lonza ProSieve

Quad Color

Protein Marker

- 315

a

— 250

180
140
95

- 72

55
42

26

17

10
4.6

180 kDa-
140 kDa-

48 kDa-

c-Jun

GAL APC

GAL

l Used last 2 lanes for figure

APC

e

-

+

Zinc

GAL= HT29-galactosidase cells
APC= HT29-wt-APC cells

2 different passages shown



Lonza ProSieve
Quad Color
Protein Marker

_ 315
— 250
- 180
~ 140
- 95
- 72
—~ 55
- 42

11

it

26

17

- 10
- 4.6

~160 kDa-

~ 55 kDa-

CD44

l Used last 2 lanes for figure

GAL APC GAL APC

-+ - + - + -+

;. .. . .

Zinc

GAL= HT29-galactosidase cells
APC= HT29-wt-APC cells

2 different passages shown



Lonza ProSieve
Quad Color
Protein Marker

- 315
— 250
- 180
140
- 95
- 72
- 55
42

- 26

- 17
- 10
- 4.6

SEREITIRITT

c-Myc

From series in Figure 5
Used n=2 for supplemental figure

WO NOUEWNRE

Protein marker
e ne
+zinc
e
+zinc
-zinc
) } n=3
+zinc
HCT116 lysate, not discussed
Blank

10. Protein marker



Lonza ProSieve
Quad Color
Protein Marker

_ 315
—~ 250
- 180
~ 140
~ 95
72
~ 55

'y

a

it

26

17

- 10
- 4.6

a/B- tubulin

l Used last 2 lanes for figure

GAL APC GAL APC

- + - + - + - 4+ Znc

GAL= HT29-galactosidase cells
APC= HT29-wt-APC cells

2 different passages shown



	Supplementary Material vFinal
	Title
	Supplementary Material
	Supplemental Figures to be submitted 1 per page 10.28.23
	Slide 1
	Slide 2
	Slide 3
	Slide 4
	Slide 5
	Slide 6
	Slide 7
	Slide 8

	Supplemental Figure Legends


	Western blots (1)
	Slide 1: Western Blots
	Slide 2: CYP26A1
	Slide 3: CYP26A1 Densitometry
	Slide 4: α/β-tubulin
	Slide 5
	Slide 6: APC- not quantified
	Slide 7: CHGA
	Slide 8
	Slide 9: GLP2R
	Slide 10: GLP2R Densitometry
	Slide 11: Enolase/ NSE
	Slide 12: NSE Densitometry
	Slide 13: SSTR1
	Slide 14: SSTR1 Densitometry
	Slide 15: α/β tubulin
	Slide 16: α/β tubulin Densitometry
	Slide 17: β-catenin
	Slide 18: Met
	Slide 19: c-Jun
	Slide 20: CD44
	Slide 21: c-Myc 
	Slide 22: α/β- tubulin


