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Figure S1. Effects of the treatment with the Nrf2 activator, NK252 and the Akt activator, SC79 on the 

nuclear translocation of P-Nrf2 in isolated cells from the LNCaP spheroid model. A-C: Confocal 

fluorescent images of Alexa Fluor 488-labeled P-Nrf2 (green, upper panels) in vehicle- (A), 100 µM 

NK252- (B), and 10 µM SC79-treated (C) LNCaP cells. Nuclear morphologies were assessed using DAPI 

staining (blue, lower panels). Dashed lines show the nuclear and cell boundaries. D: Summarized results 

of the percentages of P-Nrf2-positive cells in LNCaP cells (n = 6 for each, more than 30 cells for each 

data point). 

Figure S2. The transcriptional repression efficacy of CEBPB siRNA (siCEBPB), CEBPD siRNA 

(siCEBPD), and Nrf2 siRNA (siNrf2) and effects of the transfection of CEBPD siRNA and miR223 

inhibitor on expression levels of CYP3A4 transcripts in the LNCaP spheroid model. A-C: Real-time PCR 

of CEBPB (A), CEBPD (B), and Nrf2 (C) transcripts in the LNCaP spheroid model transfected with 

negative control siRNA (siCont), siCEBPB, siCEBPD, and siNrf2 for 72 hr (n = 4 for each). After 

normalization to ACTB mRNA expression levels, the mRNA expression levels in siCont were expressed 

as 1.0 (n = 4 for each). D,E: Real-time PCR of CYP3A4 in the LNCaP spheroid models transfected with 

siCont, siCEBPD, miRNA inhibitor negative control (Cont-i), and miR223 inhibitor (miR223-i). After 

normalization to ACTB mRNA expression levels, CYP3A4 mRNA expression levels in the siCont- and 

Cont-i-transfected groups were expressed as 1.0 (n = 4). **: P < 0.01 vs. siCont.



Figure S3. Effects of the treatment with the Akt inhibitor, AZD5363, the Nrf2 inhibitor, ML385, and the 

Nrf2 activator, NK252, and the transfection of siNrf2 on expression levels of KCa1.1 transcripts and 

effects of the pharmacological inhibition of KCa1.1 with PAX for 2 hr on expression levels of P-ERK1/2 

proteins in the LNCaP spheroid model. A-D: Real-time PCR of KCa1.1 in the LNCaP spheroid models 

treated with 2 µM AZD5363, 10 µM ML385, and 100 µM NK252 and transfected with control siRNA 

(siCont) and Nrf2 siRNA (siNrf2). After normalization to ACTB mRNA expression levels, KCa1.1 mRNA 

expression levels in the vehicle control-treated (A,B,D) and siCont (C)-transfected groups were 

expressed as 1.0 (n = 4). E: Western blot showing P-ERK1/2 and total ERK1/2 (ERK1/2) in the vehicle- 

and 10 µM PAX-treated LNCaP spheroid models for 2 hr. Blots were probed with anti-P-ERK1/2, anti-

ERK1/2 (approx. 40 kDa), and anti-ACTB (approx. 45 kDa) antibodies. **: P < 0.01 vs. the vehicle control.

 

Table S1. PCR primer information for real-time PCR.


