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Table S1. Characteristics of the prostate cancer patients that underwent radical prostatectomy.

Sample ID* Age Prostate Pathological PSA at Positive Clinical
Weight Gleason Score  Diagnosis for PCa Stage
Patient 1 68 75.5 8 7.1 Yes T2a
Patient 2 79 71.0 9 15.0 Yes T2a
Patient 3 69 51.0 8 22.0 Yes T2a
Patient 4 62 75.0 7 154 Yes T2a
Patient 5 67 77.5 7 9.57 Yes Tlc
Patient 6 61 51 9 5.4 Yes T2a
Patient 7 74 84 7 6.45 Yes Tlc
Patient 8 59 51 7 16 Yes Tlc
Patient 9 67 52 9 8.02 Yes Tlc

2 All the patients had undergone radical prostatectomy as the primary treatment without any neoadjuvant
therapy and did not receive any adjuvant therapy as well.
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Table S2. Steroid levels (ng/mL) detected in 22Rv1 media after 48 h of incubation with 2 pug/mL of 22-OH-cholesterol, pregnenolone, progesterone, 17-OH-
pregnenolone, 17-OH-progesterone or vehicle. * Statistically significant (p < 0.05) when compared to the vehicle control. Mean + SEM values were obtained from

three separate experiments performed on different days.

22RV1 Vehicle 22-OH-Cholesterol Pregnenolone Progesterone 17-OH-Pregnenolone 17-OH-Progesterone
Media Avg SEM Avg SEM p Avg SEM p Avg SEM p Avg SEM [4 Avg SEM
DHEA 0.004 0.001 0.006 0.001 0.027  0.003 * 0.006  0.001 0.410 0.048 * 0.083 0.061
Androstenedione 0.000 0.000 0.001  0.000 0.001  0.000 0.017  0.004 * 0.006 0.002 * 3.716 1.065
17-OH-Progesterone 0.000 0.000 0.000 0.000 0.005  0.000 0118 0048 1.809 0.165 282437  19.036
Testosterone 0.000 0.000 0.000 0.000 0.000  0.000 0.003  0.000 0.002 0.001 0.278 0.076
DHT 0.003 0.001 0.000 0.000 * 0.000  0.000 * 0.000  0.000 * 0.001 0.001 * 0.000 0.000
Androsterone 0.001 0.000 0.001  0.000 0.001  0.000 0.002  0.000 * 0.001 0.000 0.440 0.224
5-Pregnan-3,17-diol-20-one  0.003 0.003 0.000 0.000 0.000  0.000 * 0.000  0.000 0.048 0.007 * 45.935 5.726
Pregnenolone 0.059 0.014 0.076 0.013 94.688 5.348 * 7.681 0.162 * 0.080 0.010 2234 2.022
Progesterone 0.000 0.000 0.001  0.000 0.818  0.184 * 71.997 25420 * 0.003 0.001 * 0.125 0.078
5-Pregnan-3,20-dione 0.000 0.000 0.000 0.000 0.125  0.019 * 7268 2477 * 0.000 0.000 0.003 0.002
17-OH-pregnenolone 0.005 0.002 0.004 0.001 1696  0.121 * 0.022  0.005 * 240.181 28.442  * 12.704 12.081
5-Pregnan-3-ol-20-one 0.000 0.000 0.000 0.000 0219  0.048 * 18.615 5536 * 0.000 0.000 0.019 0.005
5-Pregnan-17-ol-3,20-dione  0.000 0.000 0.000 0.000 0272  0.136 0.000  0.000 0.003 0.003 2.466 2.466

5a-Androstan-3,17-dione 0.000 0.000 0.000 0.000 0.000  0.000 0.000 0.000 0.000 0.000 0.000 0.000
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Table S3. Steroid levels (ng/mL) detected in LNCaP media after 48 h of incubation with 2 pug/mL of 22-OH-cholesterol, pregnenolone, progesterone, 17-OH-

pregnenolone, 17-OH-progesterone or vehicle. * Statistically significant (p < 0.05) when compared to the vehicle control. Mean + SEM values were obtained from

three separate experiments performed on different days.

LNCaP Vehicle 22-OH-Cholesterol Pregnenolone Progesterone 17-OH-Pregnenolone 17-OH-Progesterone
Media Avg Sem Avg Sem P Avg Sem Avg Sem P Avg Sem P Avg Sem p
DHEA 0.001  0.000 0.006 0.002 0.006 0.001 0.007  0.001 * 0.125 0.015 * 0.019 0.002 *
Androstenedione 0.000  0.000 0.001 0.000 0.000 0.000 0.002 0.000 0.006 0.001 0.330 0.117
17-OH-Progesterone 0.000  0.000 0.000 0.000 0.000 0.000 0.001 0.001 2.817 0224 *| 77776 10360 ¥
Testosterone 0.000  0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.001 0.000 0.082 0.012 *
DHT 0.000  0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
Androsterone 0.001  0.000 0.001 0.000 0.001 0.001 0.001 0.000 0.001 0.000 0.107 0.039 *
5-Pregnan-3,17-diol-20-one 0.000  0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.060 0.004 * 6.352 0.845 *
Pregnenolone 0.010  0.001 0.015 0.001  * 44919 6.639 9.277 129 * 0.050 0.009 * 0.058 0.010 *
Progesterone 0.002  0.000 0.002 0.000 0.173 0.011 15347  2.011 * 0.002 0.001 0.016 0.004 *
5-Pregnan-3,20-dione 0.001  0.000 0.001 0.000 0.034 0.000 1.776 0.246 * 0.001 0.000 0.001 0.000
17-OH-pregnenolone 0.000  0.000 0.002 0.001 0.020 0.002 0.007  0.002 * | 63.400 4638 % 0.080 0.007  *
5-Pregnan-3-ol-20-one 0.000  0.000 0.000 0.000 0.028 0.003 4.955 0.928 * 0.000 0.000 0.004 0.001 *
5-Pregnan-17-ol-3,20-dione 0.000  0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.019 0.001 * 0.674 0.081 *
5a-Androstan-3,17-dione 0.000  0.000 0.000 0.000 0.000 0.000 0.002 0.000 0.000 0.000 0.018 0.009
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Figure S1. The steroidogenic enzyme mRNA fold change in 22Rv1 cells determined using RT-PCR after 48 h
incubation with 2 pug/mL 22-OH-cholesterol, pregnenolone, progesterone, 17-OH-pregnenolone, 17-OH-progesterone
or vehicle. Values are represented as fold changes compared to control. * represents statistically significant difference
(p < 0.05) when compared to the control. Mean + SEM values were obtained from three separate experiments

performed on different days.
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Figure S2. The steroidogenic enzyme mRNA fold change in LNCaP cells determined using RT-PCR after 48 h
incubation with 2 pug/mL 22-OH-cholesterol, pregnenolone, progesterone, 17-OH-pregnenolone, 17-OH-progesterone
or vehicle. Values are represented as fold changes compared to the control. * represents statistically significant
difference (p < 0.05) when compared to the control. Mean + SEM values were obtained from three separate
experiments performed on different days.
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