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Abstract
The progression of prostate cancer to the castration-recurrent phenotype remains a major problem
medically. The present study examined the transcriptomics of de novo androgen synthesis as a
potential mechanism to escape from dependence on circulating androgen. VCaP, LNCaP and
LAPC4 cells were acclimated to 1 nM testosterone for 5 generations before subjecting them to a
reduced level of 0.03 nM testosterone. Changes in gene expression were quantified using qRT-
PCR. Analyses of the cholesterol biosynthesis pathway and the Δ4, Δ5 and backdoor steroidogenic
pathways were carried out. VCaP cells showed no change in the transcriptome of cholesterol
biosynthesis. However, several receptors for cholesterol transport were up-regulated. The Δ4 and
Δ5 steroidogenic pathways, but not the backdoor pathway, were stimulated. Additionally,
androgen receptor (AR) expression was increased. Taken together, the above changes might allow
recovery of AR activity to a near normal level. In contrast, LNCaP cells showed only minimal
adjustment in the transcriptome of steroidogenesis. LAPC4 cells were equally unresponsive to
boosting the machinery of androgen production. In brief, our results suggest that the VCaP model
is an appropriate model for further investigation of targeting the androgen-AR axis to block the
emergence of castration-resistant prostate cancer.
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Introduction
Androgen is essential to the growth and differentiation of the prostate. Testosterone is the
major androgen in the circulation, and is converted to dihydrotestosterone (DHT) in prostate
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tissue. Both testosterone and DHT bind to the androgen receptor (AR) to cause its
activation, although DHT has a slower dissociation rate from AR compared to testosterone.
Once activated, AR serves as a transcription factor in regulating the expression of a variety
of genes that are involved either directly or indirectly in anabolism.1 Prostate cancer cells
are notoriously dependent on AR signaling for proliferation and survival.2

For decades, androgen deprivation therapy (ADT) has been a treatment modality of choice
for advanced prostate cancer. Surgical or medical castration is used to eliminate testicular
androgen production in order to reduce the supply of androgen to the prostate. However,
after a median remission of 2–3 years following ADT, the majority of prostate cancer begins
to progress. The late stage disease is known as androgen refractory or castration-recurrent
prostate cancer. Interestingly, most of these tumors maintain a functional AR signal despite
the decrease of circulating testosterone.3–5 Several hypotheses have been proposed to
explain the phenomenon, including a hypersensitive AR, a promiscuous AR, or an outlaw
AR.6,7

Recently, increasing attention has been focused on the ability of prostate cancer to
synthesize androgen in situ. Mohler’s group5,8 and then Nelson’s group9 independently
reported that the level of testosterone in castration-recurrent prostate cancer is comparable
to, if not higher than, that found in androgen-stimulated prostate cancer or benign prostatic
hyperplasia. Enhanced expression of transcripts encoding many of the steroidogenic
enzymes was also demonstrated in castration-recurrent tumors excised from either local soft
tissue or distant metastatic sites.9,10 With the use of radiolabeled cholesterol as the precursor
substrate, another study provided direct evidence of de novo testosterone synthesis by high-
passage LNCaP cells.11 Cells usually obtain cholesterol either by uptake from the
circulation via lipoprotein receptors or by making their own from acetyl CoA. There are
three known enzymatic routes by whichtestosterone and DHT are synthesized from
cholesterol; these are referred to commonly as the Δ4 pathway, the Δ5 pathway, and the
backdoor pathway (Fig. 1). To date, scanty information is available on how prostate cancer
cells respond to decreases of androgen supply to acquire cholesterol (receptor-mediated
uptake versus de novo synthesis) and produce androgen (Δ4, Δ5 or backdoor pathway).

Nearly all androgen-sensitive prostate cancer cell lines used in research are propagated
routinely in a medium supplemented with 10% fetal bovine serum (FBS). Commercial FBS
contains about 0.3 nM testosterone (data provided by vendors, and confirmed by our own
HPLC-MS analysis). Thus, these androgen-sensitive cells are accustomed to an environment
of 0.03 nM testosterone. This level of testosterone is much lower than what has been
reported for circulating testosterone in castrated males.12–14 In order to simulate more
closely the pre-ADT condition, three different androgen-sensitive prostate cancer cell lines,
VCaP, LNCaP and LAPC4, were grown in 1 nM testosterone for at least 5 generations
before returning them to the 10% FBS medium containing 0.03 nM testosterone. The above
protocol is referred to in the text as “testosterone reduction”. The transcriptomics of
cholesterol replenishment and androgen synthesis following testosterone reduction were
characterized. In this in vitro model, the only variable is the level of exogenous testosterone.
The model therefore allows us to evaluate the impact of testosterone alone in eliciting gene
expression changes that are involved directly in repleting the supply of androgen in the
cancer epithelium. The ultimate goal is to identify potential targets that might be exploited
for novel prostate cancer treatment.
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Results
The transcriptome of cholesterogenesis and steroidogenesis in testosterone-trained cells

As pointed out in the Introduction, most prostate cancer cell lines are propagated in a
medium containing 0.03 nM testosterone. In the present study, cells were “trained” for 5
generations in 1 nM testosterone in order to re-familiarize them to a more physiologically
relevant environment. The gene expression changes involved in cholesterol and androgen
production due to testosterone training were examined by quantitative real time-PCR as a
first step. The information is summarized in Table 1. The data are expressed as fold of
change observed in 1 nM testosterone-trained cells relative to the value observed in cells
exposed to 0.03 nM testosterone. The genes are divided into three categories in the table.
The top portion contains the genes involved in cholesterol biosynthesis, and the middle
portion contains the genes that code for the receptors for cholesterol uptake. Values in bold
face denote a significant change of >2-fold. A minus sign indicates a decrease relative to the
control value. Testosterone conditioning produced only minimal changes in the mRNA level
of cholesterol biosynthesis genes in VCaP cells, and caused modest increases of many of the
same genes in LNCaP and LAPC4 cells. The LNCaP and LAPC4 data suggest that
testosterone stimulation up-regulates the transcription of genes involved in cholesterol
synthesis, a finding which is consistent with that reported previously in the literature.15,16

The cholesterol receptor data told a different story. VCaP cells exhibited sizable decreases
of cholesterol receptor expression in the presence of 1 nM testosterone, especially for
LOX1, SREC and STAR. In contrast, LNCaP cells raised the expression of SR-BI, LDLR
and STAR, while LAPC4 cells were unresponsive.

The bottom portion of Table 1 summarizes the changes in steroidogenesis gene expression
in testosterone-trained cells. In general, VCaP and LNCaP cells showed a similar pattern
qualitatively, although there were some quantitative differences. Notably, the transcript level
of a few key genes, such as CYP17A1, HSD17B3 and SRD5A2, was suppressed
significantly by testosterone. These changes were not observed in LAPC4 cells. Instead,
testosterone promoted the expression of AKR1C3, SRD5A1, and AKR1C2.

Thus, regardless of the availability of testosterone, the transcriptomes of cholesterol and
androgen biosynthesis are intact in prostate cancer cells. Since testosterone stimulation may
produce divergent responses in different cell lines, the baseline data must be taken into
consideration when evaluating the effect of testosterone reduction.

Changes of gene expression in cholesterol biosynthesis after decreasing the supply of
testosterone

The biosynthesis of cholesterol from acetyl CoA involves many steps. Figure 2 shows the
biochemical pathway and the results of the transcriptomic changes following testosterone
reduction. The data, which are presented in a bar graph format, are expressed as fold of
change relative to the value observed before testosterone reduction. Bars above or below the
X-axis signify an increase or a decrease, respectively. As noted in Methods, a 2-fold change
minimum in either direction is considered statistically significant. In looking at the entire
data set of Figure 2, there were no significant changes with respect to any of the
cholesterogenesis genes in all 3 cell lines. The results suggest that endogenous production of
cholesterol is unlikely to be geared up in order to provide more precursor substrate for the
synthesis of androgen.

The above conclusion is based on comparing cells undergoing testosterone reduction to
those exposed continuously to 1 nM testosterone. As shown in Table 1, testosterone
stimulates the expression of a number of genes involved in cholesterogenesis, especially in
LNCaP and LAPC4 cells. It is possible that at the time immediately before testosterone is
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removed from the culture, the cholesterol biosynthesis machinery is already operating at
near maximum capacity. Consequently, there is little elasticity for expansion even though
there is a demand for endogenous androgen production to compensate for the loss of
exogenous androgen.

Changes of gene expression in cholesterol uptake and transport after decreasing the
supply of testosterone

In addition to synthesizing its own cholesterol, cells may acquire cholesterol from an outside
source. A variety of receptors participate in bringing cholesterol from the outside to the
inside of cells. Cholesterol is present as lipoprotein complexes in the circulation. SR-B1 is a
receptor which facilitates the uptake of cholesterol in high density lipoprotein into cells.17

LDLR is the low density lipoprotein receptor, and is the major receptor for cholesterol
uptake in the body.18 LOX1 and SREC are members of the scavenger receptor family.19,20

They transport lipoprotein complexes into cells in order to process the release of cholesterol.
STAR is a carrier which mediates the transport of cholesterol from the outer mitochondrial
membrane to the inner mitochondrial membrane to facilitate the conversion of cholesterol to
pregnenolone.21 The transcript level of the above receptors was analyzed before and after
testosterone reduction (Fig. 3). The expression of several receptors/transporters, including
LOX1, SREC and STAR, was up-regulated in VCaP cells, but not in LNCaP or LAPC4
cells. The increase in VCaP cells happened on day 3 of testosterone reduction and thereafter,
following an initial drop on day 1. The reason for the early decrease, which was observed
for all the genes, is unclear.

Changes of gene expression in the Δ4 pathway of androgen biosynthesis after decreasing
the supply of testosterone

In view of the fact that the Δ4 and Δ5 pathways share the same enzymes at each
corresponding step (Fig. 1), we are only presenting the Δ4 pathway data as illustrated in
Figure 4. Compared to VCaP cells, LNCaP and LAPC4 cells showed much less striking
changes after testosterone reduction. In general, the changes in the latter two cell models
were <2-fold, and they fluctuated either above or below the baseline with no distinctive
trend. VCaP cells, on the other hand, showed more robust and consistent changes.

In VCaP cells, several steroidogenic enzymes, including CYP11A1, CYP17A1, HSD17B3
and SRD5A2, were significantly up-regulated by day 7 after testosterone reduction. Of
particular interest is CYP17A1. It is a rate limiting enzyme, and catalyzes two consecutive
steps: progesterone → 17α-hydroxyprogesterone → androstenedione. A 4-fold increase in
the transcript level of this enzyme should boost output in a profitable way. As an aside, the
primary regulation for most steroidogenic enzymes is at the transcriptional level, and not by
post-translational modification.22 In contrast to the above, HSD3B2 showed a different
pattern of change. The transcript level of HSD3B2 was up-regulated as early as day 1 after
testosterone reduction. The increase receded quickly, and by day 3, the level was back to the
control. The rapid, although short-lived, increase of HSD3B2 may be of some significance.
In addition to catalyzing the conversion of pregnenolone to progesterone, HSD3B2 is also
critical in converting dehydroepiandrosterone to androstenedione (Fig. 1). The latter in turn
is converted to testosterone by HSD17B3 (as noted above, HSD17B3 was induced by
testosterone reduction). Since dehydroepiandrosterone is a major adrenal steroid, prostate
cancer cells may be able to use adrenal dehydroepiandrosterone for the synthesis of
androgen as a quick-fix remedy.

Androstenedione is converted to testosterone by either AKR1C3 or HSD17B3, while
testosterone is converted to DHT by SRD5A1, SRD5A2 or SRD5A3. In prostate cancer
cells, AKR1C3 is predominant to HSD17B3, and SRD5A1 and SRD5A3 are predominant to
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SRD5A2.23–25 The relative abundance of all 5 transcripts was examined. There was indeed
much more AKR1C3, SRD5A1 and SRD5A3 than HSD17B3 or SRD5A2 (data not shown).
And yet, HSD17B3 and SRD5A2 were the ones which were significantly up-regulated after
testosterone reduction. SRD5A3 showed a gradual increase with time, but did not reach the
2-fold threshold by day 7.

Change of gene expression in the backdoor pathway of and androgen biosynthesis after
decreasing the supply of testosterone

The genes in the Δ4, Δ5, and the backdoor pathways are identified in Figure 1. There are
genes common to all three, except AKR1C2 and RDH5, which are unique to the backdoor
pathway.26,27 AKR1C2 and RDH5 are responsible for converting pregnan-3,20-dione to
pregnan-3α-ol-20-one, and androstanediol to DHT, respectively. The other genes in the
backdoor pathway perform similar functions in either the Δ4 or Δ5 pathway. Despite the
overlap, the entire data set of the backdoor pathway is presented in Figure 5 in order to fully
capture its contribution to androgen biosynthesis. As expected, LNCaP and LAPC4 cells
were not particularly responsive to an up-regulation of the backdoor pathway after
testosterone reduction. VCaP cells, on the other hand, showed an enhanced expression of the
genes engaged in the first 5 steps, starting from progesterone and extending to 3β,17β-
androstanediol. However, RDH5, which is responsible for the production of DHT from 3β,
17β-androstanediol, was not changed. The finding suggests that the backdoor pathway may
not play an important role in replenishing DHT in VCaP cells after testosterone reduction.

Expression of AR and AR target genes after decreasing the supply of testosterone
Since new AR spliced variants lacking the ligand binding domain have been reported,28,29

two sets of primers were designed to detect changes in AR expression. They are directed
against either the N-terminal transactivation domain (thereby recognizing both the full
length and truncated AR), or the C-terminal ligand binding domain (thereby recognizing
only the full length AR). PSA and KLK2 were also examined as markers of AR target
genes. The results are shown in Figure 6. In VCaP cells, the level of AR transcript was
increased after testosterone reduction. The increase was observed with either the N-terminal
or C-terminal primers. The transcripts for PSA and KLK2 were decreased only slightly,
suggesting that the compensatory reinforcement by the Δ4 and Δ5 pathways and increased
AR expression helped to keep AR functioning at a near normal capacity. The expression
pattern of AR in LNCaP and LAPC4 cells was different. No change was detected with the
AR N-terminal primers. With the C-terminal primers, there was a decrease on day 3,
followed by a recovery on day 7. The expression of PSA and KLK2 was not changed in
LNCaP cells. In contrast, the expression of both AR target genes was decreased markedly in
LAPC4 cells.

Discussion
In this study, the transcriptome of androgen production was characterized in 3 different
androgen-sensitive prostate cancer cell lines after decreasing the supply of testosterone. The
changes were examined in the context of the androgen-AR axis in an attempt to (a) spotlight
a cell model which may help us understand the transition from androgen dependence to
androgen independence, and (b) identify potential targets which might be incorporated in a
new strategy for the treatment of advanced prostate cancer. Historically, all three cell lines
used in this project are propagated in a medium containing 0.03 nM testosterone. In this
environment, each cell line may have acquired a genetic constitution that would allow it to
survive in a very low androgen condition. In the present experiments, the cells were first
exposed to 1 nM testosterone for several generations. The purpose is to re-introduce the cells
to a testosterone-rich condition reminiscent of pre-ADT. A brief explanation of the 1 nM
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testosterone training condition is in order. Total circulating testosterone level in intact males
is in the range of 12–15 nM.30 Most of it is bound to steroid hormone binding globulin. This
pool of testosterone may not be available for uptake. Free testosterone is estimated to be
around 0.5 nM. On the other hand, prostate tissue level of testosterone is between 2–3 nM.8
Many prostate cancer cell models, including those used in the present study, do not grow
well at testosterone levels greater than 2 nM. Our design of using 1 nM testosterone is a
compromise between what is found in the prostate microenvironment and what is favored by
the cells to support optimal growth. The in vitro testosterone training procedure clearly
cannot mimic the in vivo situation in every aspect. Nonetheless, the approach does yield
certain changes which are largely in line with the way cells would be expected to behave
when the availability of androgen is abundant (see Table 1).

Our results suggest that the VCaP model is an appropriate model to study how androgen
metabolism and androgen signaling adjust to testosterone availability. During the
“testosterone training” period, the cholesterol uptake system is down-regulated (Table 1),
since there is apparently little need for additional supply of cholesterol as a precursor
substrate for androgen. The expression of a number of genes involved in steroidogenesis is
also decreased. Many of the same genes are up-regulated when testosterone is reduced in the
culture (Figs. 3 and 4). The reversible effect lends confidence to the specificity of the
response to changes in androgen levels. The key findings are summarized in Table 2 for a
quick review. To compensate for the loss of exogenous testosterone, the cholesterol uptake/
transport system, the Δ4 and Δ5 androgen biosynthesis pathways, and the expression of AR
are up-regulated. There seems to be a concerted effort to keep the activity of AR from being
depressed too much. Previous publications have focused mainly on the ability of prostate
cancer cells to synthesize androgen from cholesterol, but few have examined the preference
of replenishing the supply of cholesterol, i.e. endogenous versus exogenous sources. The
present research highlighting the cholesterol uptake system is novel and could potentially
arouse new interest in the area. An increased capacity to synthesize androgen de novo could
contribute to castration resistance. VCaP cells, which are derived from bone metastasis, may
have a high demand for androgen because they over-express the wild type AR. The up-
regulation of steroidogenic gene expression has also been reported previously in distant soft
tissue metastasis of prostate cancer.9

In contrast to VCaP cells, LNCaP and LAPC4 cells do not show an up-regulation of the
cholesterol or androgen biosynthesis pathway after testosterone reduction (Table 2).
Apparently, these cells do not perceive a need to synthesize more androgen even when the
environmental supply of androgen is reduced. Part of the reason could be due to the fact that
both cell types have a lower expression of AR compared to VCaP cells. They may be able to
keep the AR signal operative, although in a diminished capacity, with a basal level of
androgen. The above explanation is consistent with the observation from an in vivo LNCaP
xenograft study that the up-regulation of steroidogenic genes is modest at best following
castration of the host.27 LNCaP cells have a point mutation in the ligand binding domain of
the AR gene.31 The mutation may allow AR to be activated by non-androgen ligands.32,33

One interesting point to note about the LAPC4 cells is that the expression of AR target
genes is significantly depressed as a result of testosterone reduction, and yet the growth rate
is not affected (data not shown). The findings suggest that LAPC4 cells no longer depend on
high levels of testosterone to maintain their growth.

The period immediately after ADT might represent a window of opportunity to block the
emergence of castration-recurrent prostate cancer. The VCaP model offers several targets
which could be exploited for this purpose. Cholesterol, in addition to providing precursor
substrate for the biosynthesis of androgen, is metabolized to other intermediates which are
important for the post-translational modification of certain growth and survival signaling
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molecules.34 Previously, the use of a cholesterol-lowering statin drug has been reported to
reduce the risk of advanced prostate cancer.35,36 The present research also suggests that the
cholesterol uptake/transport system could be an area worthy of further investigation.
CYP17A1 is a rate-limiting enzyme in the androgen biosynthesis pathway. Our results
indicate that the expression of CYP17A1 is significantly increased after testosterone
reduction. More than half of castration-resistant prostate cancer patients respond to
Abiraterone acetate,37,38 which is a specific CYP17A1 inhibitor. The data is consistent with
previous findings that metastatic prostate cancer generally has a high level of CYP17A1.9
According to the VCaP results, HSD3B2, HSD17B3, SRD5A1, SRD5A2 and SRD5A3
might represent additional candidates for intervention. In summary, the present study has
generated a treasure of clues. These clues are expected to lead to further in-depth studies.
Specifically, the functional significance of many of the gene expression changes will be
investigated, as the next step, as well as the underlying mechanism of their regulation. The
present study is an important contribution to our understanding of how prostate cancer cells
transition to androgen independence and how an effective strategy might be developed to
block the progression of the disease.

Materials and Methods
Cell lines and treatment with testosterone

VCaP and LNCaP cells were obtained from ATCC (Rockville, MD). LAPC4 cells were a
gift from Dr. Charles Sawyers at the Memorial Sloan Kettering Cancer Center, New York
City. VCaP cells were cultured in phenol red-free DMEM, while LNCaP and LAPC4 cells
were cultured in RPMI 1640 medium. All 3 cell lines were propagated routinely in 10%
FBS. The concentration of testosterone in a medium containing 10% FBS is ~0.03 nM. Cells
with <10 passage number were used in all experiments. All cultures were maintained in a
humidified 5% CO2 incubator at 37°C.

Preliminary studies showed that 1 nM testosterone provides an optimal condition for the
growth of all 3 cell lines. Consequently, the cells were grown in 1 nM testosterone for at
least 5 generations before subjecting them to testosterone reduction. The idea was to
acclimate the cells to a more physiologically relevant level of testosterone and then return
them to an environment of 0.03 nM testosterone (i.e. 10% FBS only with no added
testosterone) in order to study their response to testosterone reduction. Cells were seeded in
6-well plates at a density of 2 × 105/ml. Analysis of transcriptome expression (as determined
by quantitative real time-PCR) was performed at 1, 3, 5 or 7 days following the removal of
testosterone. Cells that were cultured continuously in 1 nM testosterone were used as time-
matched controls.

Quantitative real time-PCR and data analysis
Total RNA was isolated with the RNEASY Mini Kit from Qiagen (Valencia, CA). cDNA
was generated by using the SuperScript VILO cDNA synthesis kit from Invitrogen
(Carlsbad, CA) according to the manufacturer’s instruction. The real time-PCR experiments
were carried out by using a Tecan Freedom Evo 200 robotics system (Tecan Group,
Switzerland) in a 384-well PCR format, and with the SYBR Green qPCR supermix from
Invitrogen (Carlsbad, CA). Amplification was achieved in an Applied Biosystems 7900HT
fast real time-PCR system (Foster City, CA). The PCR cycle was programmed as follows.
The PCR mix was set at 50°C for 2 min for the Uracil DNA Glycosylase incubation, and at
95°C for 2 min for “hot start” activation. This was followed by 40 cycles of amplification
which includes denaturation at 95°C for 15 sec, and annealing and extension at 60°C for 1
min. Melting point analysis was performed after real time-PCR in order to verify the
specificity of the amplification reaction.
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The primer pairs for each transcript are shown in Supplemental Table 1. The RPL13A gene
was chosen as the internal control for normalization, since it has less variability than the β-
actin gene. All gene expression experiments were repeated three times.

The relative expression of each gene was calculated using the −ΔΔCt method. First, the
value obtained at each time point, either in the presence or absence of testosterone, was
calibrated against the zero hour baseline value, with normalization to the reference
RPL13A1 gene, in determining the −ΔΔCt value. Next, the −ΔΔCt value from the
continuous testosterone-treated sample was subtracted from the −ΔΔCt value of the
testosterone-deprived sample. The samples were matched according to the same length of
time in culture. The net gain or loss was calculated as a positive or negative fold-change
relative to the testosterone-treated value. Following the convention of gene expression
analysis, a minimum of 2-fold difference in either direction is considered a cutoff for
statistical significance.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Schematic diagram of androgen biosynthesis. The left side is the Δ5 pathway, the middle is
the Δ4 pathway, and the right side is the backdoor pathway.
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Figure 2.
Changes in gene expression of cholesterol biosynthesis after testosterone reduction. Results
are expressed as fold of change relative to the value obtained before testosterone reduction
(mean ± SD, n=3). Values above or below the X-axis represent an increase or a decrease,
respectively. **P<0.005, paired Student’s t-test.
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Figure 3.
Changes in gene expression of cholesterol uptake/transport receptors after testosterone
reduction. *P<0.05, **P<0.005, paired Student’s t-test.
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Figure 4.
Change in gene expression of Δ4 androgen biosynthesis pathway after testosterone
reduction. *P<0.05, **P<0.005, paired Student’s t-test.
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Figure 5.
Change in gene expression of backdoor androgen biosynthesis pathway after testosterone
reduction. *P<0.05, **P<0.005, paired Student’s t-test.
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Figure 6.
Change in gene expression of AR, PSA and KLK2 after testosterone reduction. *P<0.05,
**P<0.005, paired Student’s t-test.
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Table 1

Changes in expression of cholesterol biosynthesis and uptake genes and steroidogenic genes in cells
acclimated to 1 nM testosterone exposure. The data are expressed as fold of change relative to the values in
control cells. The numbers in bracket represent the range converted from the ΔΔCt values (mean ± SD).

Gene\Model VCaP LNCaP LAPC4

Cholesterol synthesis ACAT2 1.0 3.3 (3.1–3.4)** 2.1 (1.9–2.3)*

HMGCS1 − 1.1 2.1 (2.0–2.1)** 2.8 (2.7–2.9)**

HMGCR 1.6 1.9 2.1 (2.0–2.1)**

MVK 1.5 2.3 (1.9–2.6)* 2.4 (2.3–2.5)**

PMVK 1.6 2.1 (2.0–2.2)** 1.8

MVD 1.5 2.0 (1.9–2.0)** 2.6 (2.5–2.6)**

FDFT1 1.3 3.2 (3.1–3.3)** 2.4 (2.3–2.5)**

SQLE 1.9 1.7 2.1 (2.0–2.1)**

uptake Cholesterol SR-BI 1.5 4.0 (3.8–4.2)** 1.6

LDLR 1.6 2.5 (2.5–2.5)** 1.5

LOX1 −9.0 (8.1–10.0) ** 1.5 1.9

SREC − 4.7 (3.8–5.8) * 1.2 1.5

STAR − 4.7 (3.9–5.6) ** 2.3 (2.1–2.4)** 1.8

steroidogenesis CYP11A1 − 8.2 (5.6–11.8) * 1.3 1.7

HSD3B2 3.9 (3.6–4.3) ** 1.2 1.9

CYP17A1 − 11.3(8.9–14.4)** − 2.5 (2.4–2.6)** − 1.9

AKR1C3 − 1.3 − 1.3 6.9 (5.0–9.6)*

HSD17B3 − 3.1 (1.6–5.7) * − 5.6 (2.8–11.0)* 1.8

SRD5A1 1.1 1.9 3.0 (2.8–3.3)**

SRD5A2 − 12.4(9.5–16.3)** − 7.5 (5.2–10.8)* 1.0

SRD5A3 − 1.8 2.2 (2.0–2.3)** 1.6

AKR1C2 − 2.5 (2.3–2.8)** − 1.8 5.6 (3.5–8.8)*

RDH5 1.0 2.3 (2.1–2.5)** 1.3

*
p<0.05;

**
p<0.005, paired student’s t-test.
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Table 2

Summary of the responses of prostate cancer cells to testosterone withdrawal

Model\Response VCaP LNCaP LAPC4

Cholesterol biosynthesis minimal change slight decrease with time small but persistent
decrease

Cholesterol uptake/transport up-regulation of several receptors
after an initial drop

minimal change minimal change

Delta 4 and delta 5 steroidogenic
pathways

significant increase of certain key
enzymes, esp. CYP17A1

mostly remain unchanged slight decrease with
time

Backdoor steroidogenic pathway changes similar to that of Δ4
pathway, except no change in

RDH5

minimal change minimal change

AR expression increase verified by N-ter and C-
ter primers

no change detected by N-ter
primer, decrease detected by C-

ter primer

same as observed in
LNCaP

AR target gene expression small small decrease followed by
gradual recovery with time

slight decrease significant and
progressive decrease

with time
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