K8/ K| mEf——rHEERE e

NE/IH: Hypoxia induced Sonic Hedgehog signaling regulates cancer stemness, epithelial-
to mesenchymal transition and invasion in cholangiocarcinoma
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Figurel.Hypoxia induces HIF-1a expression and activates SHH pathway.(a) Western blot showing the effect of hypoxia on HIF-1a
expression (b) Densitometric quantification of HIF-1a after normalizing with B-actin (c) Western blot analysis showing the effect of
hypoxia on SHH and SMO expression (d) Densitometric quantification of SHH and SMO after normalizing with p-actin (¢) RT-qPCR
analysis showing the effect of hypoxia on SHH and SMO gene expression (f) SHH protein level in the culture medium of TFK-1 and
HUCCT-1 cells after hypoxia treatment as measured by ELISA (g) GLI1 induction and nuclear translocation observed at 24hr post
hypoxia treatment by immunofluorescence staining (63x magnification. Scale bar 20 um). Data represents mean += SEM of three
independent experiments. * p <0.05;% * p<0.01;% * * p<0.001;%* * * * p<0.0001.
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Figure2.Silencing of HIF-1a attenuates hypoxia-induced SHH pathway activation.(a) Western blot analysis of HIF-1a expression after using HIF-1a-siRNA under
hypoxic conditions (b) Densitometric quantification of HIF-1 o after normalizing with B-actin (c) Western blot analysis of SHH expression after silencing HIF-1a under
hypoxia (d) Densitometric quantification of SHH protein expression after normalizing with B-actin.
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Figure6.Cyclopamine diminishes hypoxia induced expression of stem cell transcription
factors and CD133 expression (a) RT-qPCR analysis of NANOG, Oct4, SOX2 in TFK-1
and HUCCT-1 cells under hypoxic conditions (b) Protein expression of NANOG, Oct4,
SOX2 observed by western blot under hypoxic conditions (c) Densitometric quantification
of NANOG, Oct4, SOX2 after normalizing with B-actin (d) RT-qPCR analysis of CD133
gene expression after 24hr and 48hr hypoxia treatment (¢) NANOG, Oct4, SOX2 protein
expression after co- treatment with cyclopamine and hypoxia (f) Protein expression of
CD133 after cyclopamine and hypoxia co treatment.
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Figure7.Immunofluorescence staining showing the effect of cyclopamine on
hypoxia induced upregulated stem cell transcription factors (a) Oct4 and (b)
NANOG expression in TFK-1 and HUCCT-1 cells.
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