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Supplemental Figure 1. Effects of CCG-222740 and Fasudil (Fas) in Pancreatic stellate cells and Cancer
associated fibroblasts (CAFs). (A) CAFs were treated with several concentrations of CCG-222740 (740) for
72 hours, and levels of Cyclin D1 and p27 were evaluated by western blot. Additional and original western
blot films on Supplemental figure 10A. (B) Protein levels of alpha smooth muscle actin (a-SMA), collagen 2A
(COL2A), collagen | (COL 1) and collagen IV (COL IV) were determined in CAFs after treatment with Fasudil
for 72 hours. Additional and original western blot films shown in Supplemental figure 10B. (C) Nuclear
versus cytoplasmic localization of MRTF-A in CAFs treated with CCG-222740 or Fasudil for 72 hours. MRTF-A
localization was evaluated by western blot. Additional and original western blot films in Supplemental figure
11.
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Supplemental Figure 2. CCG-222740 has growth inhibition effects on pancreatic cancer cells. Cells derived
from mouse (PanAsc 2159) (A) and human (Aspc-1) (B) pancreatic tumors were treated with several
concentrations of CCG-222740 for 72 hours. Cell viability was assessed by the MTT assay. The ICsy values
shown are the mean = SEM of 3 independent experiments.



Supplemental Figure 3. Control staining for a-SMA. Control for non-specific staining in the pancreas
of KC for a-SMA was done by using the same protocol for a-SMA but using I1Gg control, primary
antibody only or secondary antibody only. Consecutive sections from the same samples were used

for a-SMA staining. Scale Bar: 60 um.
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Supplemental Figure 4. MRTF inhibitor CCG-222740 increases the levels of B cells in the pancreas of KC
mice stimulated with caerulein. Levels of CD45*, CD19*, B220* ( B cells r, n=7) and CD45* CD11b*, Gr1*
cells (myeloid derived suppressor cells, n=6) and CD45*, CD3*, CD8* T cells (CD8 T cells) were analyzed in

the pancreas by flow cytometry.
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Supplemental Figure 5. CCG-222740 downregulates the production of NO in vitro. RAW 264.7 cells
were pre-treated for 20 min with several concentrations of CCG-22740 and then stimulated with LPS (2
ng/mL) or INFy (10 ng/mL) for 24 hours. Supernatants were collected and tested for NO levels using
Griess reagents. |I-BET 762 (250 nM) was included as a positive control. Mean and STD are shown for 4-6
independent experiments. * p <0.05, ** p < 0.001, **** p<0.00001 vs stimulated controls.
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Supplemental Figure 6. MRTF pathway inhibitor CCG-222740 alters cytokine/chemokine (s) levels in the
pancreas of KC mice stimulated with caerulein. Levels of cytokines/chemokines were determined by a
multiplex assay in pancreas lysates (n=7 per group).
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Supplemental Figure 7. RhoB/MRTF pathway expression in human pancreatic cancer. (A) The
Cancer Genome Atlas (TCGA) pancreatic cancer dataset was stratified into quartiles based upon
expression of RhoB (n=83). Kaplan—Meier plots were generated from the highest (black) and lowest
(red) expressing quartiles. Survival curves were analyzed with the log-rank (Mantel-Cox) test with a
cutoff of P < 0.05 as statistically significant. (B) MRTF gene signature correlates with RhoA and RhoC
genes in data extracted from the TCGA data set for pancreatic cancer. Pearson correlation between
MRTF signature and the RhoA and RhoC signatures.
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Supplemental Figure 8. Examples of immunoblots for treatment of mouse stellate cells with I-BET 762,
Fasudil and CCG-222740. (A) aSMA and vinculin (loading control) probed in the same blot. (B) Collagen 2A
and aSMA probed in the same blot, membrane for collagen 2A was reprobed for vinculin. (C) Collagen 2A,
membrane was reprobed for vinculin, in PSCs treated with CCG-222740 and fasudil.
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Supplemental Figure 9. Examples of immunoblots for treatment of mouse CAFs with several
concentrations of CCG-222740. Two independent treatments were probed in the same blot. (A) Collagen |,
vinculin was used as a loading control and the same membrane as for collagen I. (B) Collagen 2A and
aSMA , vinculin was used as a loading control and the same membrane as for collagen 2A. (C) Collagen 1V,
vinculin was used as a loading control and the same membrane as for collagen IV.



Supplemental Figure 10. Examples of immunoblots for treatment of mouse CAFs with several
concentrations of CCG-222740 or Fasudil. Two-three independent treatments were probed in the same
blot. (A) Cyclin D1 and p27 levels for CAFs treated with CCG222740 for 72 hours (B) Levels of Collagen |
and 2 in CAFs treated with Fasudil for 72 hours. Collagen |, vinculin was used as a loading control and the

same membrane as for collagen I. Collagen 2A and vinculin was used as a loading control and the same
membrane as for collagen 2A.



Supplemental Figure 11. Examples of immunoblots for cytoplasmic and nuclear localization of MRTF after
treatments of CAFs with Fasudil and CCG-222740.
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Supplemental Figure 12. Immunoblots used in the quantification of SMA and MRFT expression in the
pancreas of KC mice treated with CCG-222740 (n=7, +) or vehicle (n=7, -). Levels were evaluated as the
mice were enrolled on the study. (A) Membranes were probed for p-STAT3 and MRTF, them stripped and
reused to probe vinculin. (B) Membranes were used to probe aSMA and vinculin simultaneously. (C)
Membranes were probed for a series of proteins, shown are the blots for aSMA and MRTF, membranes
were reprobed for vinculin. (D) A series of treatments was used in KC mice, pancreas extracts were used
to probe levels of several proteins. aSMA and vinculin were used to quantify the CCG-22740 (740)
treatment. Two different exposures are shown.




