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was harves ted at various time points and steroids were 
extracted as described elsewhere (Dardis and Miller, 2003). 
Samples were then separated by thin-thin- Iayer chroma­
tography using methylene chloride:methanole:H20 (200:30: I) 
as solvent system. Steroids were visualized on a Storm 
PhosphorImager (GE Healthcare, Litt le Chalfont, UK). 
The identity of the radioactive steroid spots was confirmed 
by co-chromatography, with steroid standards as indicated. 

GC bioassay 
HEK 293T cells were transiently transfected with GRE2kt GC 
receptor reporter plasmid and the SVG R I GC receptor 
expression plasmid using the calci um phosphate precipitation 
method. Then, heat-inactivated supernatant from CRC cell 
lines o r ex vivo tumor cultures was added as indicated for 8 h. 
Cortisol titration was used as standard. Reporter cells were 
lysed and luciferase activities were determined. Values were 
calculated as fold induction over basal promoter activity 
and were plotted as mean ± s. d . 

Cortisol radioimmunoassay 
Colon cancer cell lines were plated in six-well plates a nd were 
a llowed to adhere. In some experiments, LRH-I was either 
si lenced by small interfering RNA-mediated gene knock down 
or overexpressed as described above. Then, medium was 
changed and incubated for the indicated time points. Cortisol 
concentrations in culture supernatant from cell lines were 
measured by radioimmunoassay using an adapted commercial 
cortisol assay (C8409, Sigma-Aldrich). Cortisol concentration 
was ca lculated from a cortisol standard curve and plotted as 
mean ± s.d. 

T-cell activation assay 
Murine splenocytes from a C57BI/6 mouse were incubated 
with standard concentrations of cortisol or heat-inactivated 
supernatant from Cac02, HT29 or NCI-H295R cells. In 
some experiments, splenocytes were pre-incubated with the 
GC receptor antagonist 100nM RU486 (Brunner et al., 200 1). 
After 2 h, cells were stimulated with Il!g/ml concanavalin A 
for 20 h, and CD69 expression on CD4 + T cells (antibodies 
from eBiosciences, San Diego, CA, USA) was detected by flow 
cytometry. 
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Apoptosis induc/ion thymocytes 
Thymocytes were isolated from 7-week-o ld CL57/BL6 mice 
and cultured in 96-well plates in the presence of control 
medium, cortisol standard or supernatant from 8 h Cac02 
tumor cell culture. In some experiments, GC action was 
an tagonized by adding 30 ng/ml RU486. Cells were harvested 
after 16 hand apoptosis was measured by Annexin V binding 
and flow cytometry. 

S/atistical analysis 
Statistical analyses were done using Prism 5 software. 
Student's t-test was used for the comparison of two 
independent groups, analysis of variance test with Bonferroni 
correction for the comparison of three and more independent 
groups. Values < 0.05 were considered significant. 
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