
SUPPLEMENTAL MATERIALS AND METHODS 

Human prostate stromal culture 

Human prostate stromal cells were purchased from Lonza (Basel, Switzerland) and cultured 

using 500 mL Stromal Cell Basal Medium containing 0.5 mL hFGF-B, 0.5 mL insulin, 25 mL FBS, 

and 0.5 mL GA-1000 (gentamicin sulfate and amphotericin-B; Lonza). The cells were plated in 

24-well plates at 40,000 cells per well. After 24 hours incubation at 37°C, the growth medium 

was aspirated, and the cells were treated with varying concentrations of SMO inhibitors, 

prepared in 50% conditioned media containing SHH made up in 50% growth media and 

incubated further at 37°C for 48 hours. The treated cells were harvested using cell lysis buffer 

(Applied Biosystems, Foster City, CA). The TaqMan®One-Step RT-PCR Master Mix Reagents Kit 

(Applied Biosystems) was used to perform reverse transcription and PCR on the treated 

prostate stromal cells, and the cells were assayed on a 7900HT Sequence Detection System 

(Applied Biosystems) for GLI1 expression using the probe Hs00171790_m1 (accession number 

NM_005269.1, Applied Biosystems) following the manufacturer’s instructions. Housekeeping 

gene HPRT was used as a control. Data were calculated by the delta-delta method and 

normalized to HPRT expression. 

 

SUPPLEMENTAL FIGURE LEGENDS 

Supplemental Figure 1. Identification of potent Hh pathway inhibitors. (A) A series of 

compounds identified from the luciferase reporter screen with their IC50s for the GLI1 

luciferase reporter assay and osteoblast differentiation assay (alkaline phosphatase activity).  

IC50s for SHH inhibitor KAAD-cyclopamine are shown for comparison. (B) Using a GLI1 



luciferase reporter assay, AZD8542 showed greater activity in human (HEPM) cells than in 

mouse (C3H10T1/2) cells.  (C) hGLI1 expression assessed by qPCR in prostate stromal cells 

stimulated with SHH and treated with AZD8542. *p<0.05.  

 

Supplemental Figure 2.  SHH and IHH expression and effects on HPSCs.  (A) Western blot 

analysis for IHH (left) and SHH (right) in HPSC, cancer cells and HPDE.  β-Actin is used as loading 

control.  Effects of IHH stimulation of HPSC were measured by treatment with recombinant IHH 

in 1% DMEM.  (B) HPSC proliferation was measured by MTS assay at 72 hours.  (C) Expression of 

Gli1 in HPSCs treated with AZD8542 or control was measured by qPCR and normalized to HPRT.  

* p<0.05 and ** p<0.01 vs. rIHH (2 ug/mL) and AZD8542 (0 nM).  

 

Supplemental Figure 3.  Effect of AZD8542 in an orthotopic model of pancreatic cancer with 

luciferase-labeled MPanc96 cells co-injected with HPSCs.  Mice were treated daily with 80 

mg/kg AZD8542 (black) or vehicle alone (white).  Final pancreatic tumor volumes were 

measured after 28 days of treatment.  *p<0.01 vs. vehicle control.  T/S=tumor/stroma ratio. 

 

Supplemental Figure 4.  AZD8542 is a potent in vivo inhibitor of the Hh pathway. Animals 

bearing Colo205 xenografts were dosed with AZD8542 at 20 or 40 mg/kg and samples collected 

at 1, 4, 6, 8, 12, and 16 hours after treatment. (A)  RNA was isolated from tumors, and mouse-

specific primers were used to measure the levels of mGLI1 in the tumor stroma.  Maximum 

levels of GLI1 inhibition were observed at 6-8 hours after treatment and rebounded back to 

vehicle-treated levels by 12 hours.  At 40 mg/kg, a similar level of inhibition was observed at the 



6- to 8-hour time point, but we observed extended inhibition past 12 hours. (B) Assessment of 

Hh mRNA ligands by qRT-PCR showed that SHH, but not IHH, was expressed.  (C) Plasma levels 

of the compound were measured from the same animals used for pharmacodynamics.  The 

compound showed almost an inverse correlation to the measured PD effects and indicated a 

slight time delay for inhibition of GLI1 expression, while this effect extended beyond the time 

compound was still present in the animal.  

 

Supplemental Figure 5.  In vivo efficacy of AZD8542 in an HT29/MEF co-implant model. Animals 

bearing HT29/MEF subcutaneous xenografts were dosed with AZD8542 at 20, 40, or 80 mg/kg, 

and samples were collected at 8 hours after the last dose.  (A) Tumor volume is shown as 

means ± SEM.  (B) Expression of mGli1 and mPTCH1 in tumors was measured by qPCR using 

mouse-specific primers. (C) Plasma levels of AZD8542 were measured after 29 days of dosing.  

(D) Immunohistochemistry shows decreased staining of αSMA in the stromal component of the 

tumor relative to control.  *p<0.05, **p<0.005. 

 

Supplemental Figure 6.  Effect of AZD8542 in an orthotopic model of pancreatic cancer with 

luciferase-labeled Bxpc3 cells coinjected with HPSCs. Mice were treated daily with 80 mg/kg 

AZD8542 or vehicle alone.  The time course for the relative change in luciferase signal is shown 

for mice with a T/S ratio of 1:1. 

 

Supplemental Figure 7.  IVIS imaging of luciferase in an orthotopic model of PDAC.  Mice were 

co-injected with Bxpc3-FL and HPSCs in a tumor/stroma ratio of 1:3.  Images from day 20 and 



26 after the start of AZD8542 treatment (or controls) are shown.  Red arrows indicate sites of 

distant metastases that developed and progressed in mice in the control group.  In contrast, 

mice in the AZD8542 treatment group did not develop extensive metastases based on real-time 

IVIS imaging and direct examination at the time of necropsy. 

 

 

 

 

 


