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Abstract
The outcome of prostate cancer (PCa) patients is highly variable and depends on whether or not distant metastases occur.
Multiple chromosomal deletions have been linked to early tumor marker PSA recurrence (biochemical relapse, BCR) after
radical prostatectomy (RP), but their potential role for distant metastasis formation is largely unknown. Here, we
specifically analyzed whether deletion of the tumor suppressor CHD1 (5q21) influences the post-surgical risk of distant
metastasis and whether CHD1 loss directly contributes to metastasis formation in vivo. By considering >6800 patients we
found that the CHD1 deletion negatively influences metastasis-free survival in R0 patients (HR: 2.32; 95% CI: 1.61, 3.33;
p < 0.001) independent of preoperative PSA, pT stage, pN status, Gleason Score, and BCR. Moreover, CHD1 deletion
predicts shortened BCR-free survival in pT2 patients and cancer-specific survival in all patients. In vivo, CHD1 loss
increases spontaneous pulmonary metastasis formation in two distinct PCa models coupled with a higher number of
multicellular colonies as compared to single-cell metastases. Transcriptome analyses revealed down-regulation of the
PCa-specific metastasis suppressor and TGFβ signaling regulator PMEPA1 after CHD1 depletion in both tested PCa
models. CHD1 loss increases the risk of postoperative metastasis in R0-resected PCa patients and promotes spontaneous
metastasis formation in vivo.

Introduction

The clinical behavior of prostate cancer (PCa) ranges from
slowly growing indolent tumors to highly aggressive meta-
static disease and accordingly leads to variable clinical out-
comes for patients. While clinical factors, such as Gleason
Score and prostate-specific antigen (PSA) levels, have proven
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useful for risk stratification and in guiding treatment decisions
about PCa, significant clinical heterogeneity remains [1]. Thus,
the identification and evaluation of new molecular markers that
could be integrated with established clinical factors to improve
the prognostication and estimation of individualized risk for
metastatic progression are of major importance in current PCa
research [2]. In this regard, recent research interest has been
directed towards the collaborative nature of multiple genomic
alterations underlying the critical process of PCa progression
[3, 4]. Among others, chromosomal deletions resulting in the
dysregulation of chromatin remodeling and repair of DNA
damage have been suggested to negatively influence the
prognosis of PCa patients [5, 6]. Large cohort analyses have
identified concurrent deletions and/or genomic re-arrangements
that cooperatively drive PCa progression and provide indivi-
dualized prognostic potential for patients [7, 8].

Deletions in chromosome 5q21 are among the most
frequent (~10%) chromosomal deletions in PCa and include
the gene for chromodomain-helicase-DNA-binding protein-
1 (CHD1). CHD1 acts as a chromatin remodeling protein
that directs lineage-specific transcription and keeps DNA
regulatory regions in an open and transcriptionally active
state [9, 10]. In particular, CHD1 is critical for double-
strand break (DSB) repair via homologous recombination,
so decreased CHD1 expression leads to genomic instability
and hence tumor progression [11, 12].

From a clinical perspective, the loss of CHD1 has been
found to correlate with higher Gleason grade, tumor stage,
and postoperative biochemical relapse (BCR) in a cohort of
more than 2000 PCa patients and suggested as a predictor
for poor prognosis [6]. Recent studies have also demon-
strated that targeted depletion of CHD1 in PCa cells leads to
a defect in the DSB repair pathway and thereby resulted in
increased response to DNA-damaging therapies, such as
ionizing radiation and PARP and PTEN inhibition [12, 13].
Similarly, increased sensitivity of CHD1-deleted PCa with
SPOP mutation to the novel antiandrogen abiraterone has
been reported [14]. Such observations indicate not only the
prognostic role of CHD1 deletion but also the therapeutic
potential of such a “genetic handicap” and thereby support
the rationale for therapeutic targeting of DNA-repair defects
in CHD1-deleted PCa.

Although considerable interest in the prognostic and
therapeutic potential of CHD1 deletion in PCa is currently
growing, the potential implications of CHD1 deletion for
distant metastasis formation that are responsible for cancer-
specific death in PCa patients remain to be determined.

In this study, we investigated an expanded cohort of more
than 6800 PCa patients who underwent radical prostatectomy
(RP) to determine by multivariate analyses the potential
influence of the CHD1 deletion on the postoperative
metastasis-free survival (MFS), BCR-free survival, and
cancer-specific survival (CSS). To assess the potential

functional role of CHD1 for metastasis, we investigated
whether CHD1 loss promotes distant metastasis formation
in vivo by using xenograft mouse models that reflect the
entire metastatic cascade and develop spontaneous micro-
metastases in the lungs of immunodeficient mice. Finally,
RNA sequencing was performed to identify at the tran-
scriptome level novel candidates that may explain the effect
of CHD1 loss on PCa metastasis.

Results

Predictive value of CHD1 deletion for oncological
outcome after RP

For the present study, fluorescence in situ hybridization
(FISH) data for CHD1 were available from 7902 patients
who underwent RP at our institution (incidence: 9.9%,
homozygous: 2.5%, heterozygous 7.4%). By combining the
FISH dataset with the clinical outcome database we deter-
mined the predictive value of the CHD1 deletion for the
oncological outcome after RP. Patients with (neo)adjuvant
androgen deprivation therapy (n= 502), implausible values
(n= 57), and incomplete follow-up data (n= 512) were
excluded resulting in 6831 patients available for adjusted
survival analyses. Baseline characteristics of the study
population are summarized in Table 1. Median follow-up
after surgery was 6 years. Mean time from surgery to BCR
was 36.6 months and mean time from BCR to metastasis
was 41.4 months. Mean time from metastasis to cancer-
specific death was 26 months. At last follow-up, 1725 of
7343 patients had developed a BCR (23.5%). In addition,
261 patients had been diagnosed with distant metastases
(3.6%) and 128 patients had suffered from confirmed
cancer-specific death (1.7%). In the subset of patients with
CHD1 deletion, the incidence of BCR, metastasis, and
cancer-specific death increased to 31.3%, 7.8%, and 3.1%,
respectively. These descriptive associations are visualized
by the cumulative incidence curves in Suppl. Fig. S1A–C,
which consider patients until their respective event or time-
point of censoring and with complete datasets in adjusting
variables only (final cohort of 6831 patients).

Cause-specific cox proportional hazards models were used
to test the predictive value of CHD1 deletion for oncological
outcome as summarized in Tables 2–4. The statistical models
also tested potential two-way interactions between the CHD1
deletion status and further adjusting parameters. By this we
revealed significant interactions of the CHD1 status with pT
stage (BCR-free survival; Table 2) and of the CHD1 status
with R status (MFS, Table 3). The CHD1 deletion predicted
early BCR in patients with pT2 tumors (independent of all
other adjusting variables, hazard ratios (HR) 1.54 [1.23,1.93],
p < 0.001; Table 2) and shortened MFS in R0 patients
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(independent of all other adjusting variables, HR 2.32 [1.61,
3.33], p < 0.001; Table 3). The influence of the CHD1
deletion on CSS was independent of other variables (HR 1.66
[1.03, 2.68], p= 0.037; Table 4).

Depletion of CHD1 promotes spontaneous
pulmonary metastasis in PCa xenografts

Based on our clinical analyses, we next determined the
functional role of CHD1 depletion for metastasis forma-
tion in vivo using ARCAP-M as well as PC-3 xenografts

(Fig. 1). ARCAP-M represents an AR-positive, PTEN-
wildtype PCa model while PC-3 represents an AR-nega-
tive, PTEN-deleted PCa model (Suppl. Fig. S2A, B).
Xenograft tumors derived from both cell lines showed
normal copy numbers of CHD1 as determined by FISH
(Fig. 1a). After lentiviral transduction of either shRNA
targeting CHD1 (shCHD1) or a non-targeting control
shRNA (shNeg) into ARCAP-M and PC-3 cells, stable
knockdown (KD) of CHD1 was confirmed by western blot
(WB, Fig. 1b). Control and CHD1-KD cells were sub-
cutaneously injected into immunodeficient mice and

Table 1 Baseline demographic
and clinical characteristics of
patients by CHD1 status.

CHD1

Normal (N= 6608) Deletion (N= 735) Total (N= 7343)

Patient age [years]

Mean ± SD 63.2 ± 6.3 64.6 ± 5.7 63.4 ± 6.3

Median [IQR] 63.9 [59.1; 68.0] 65.2 [61.0; 68.7] 64.0 [59.3; 68.0]

Range 37.1; 80.8 39.0; 77.1 37.1; 80.8

Missing 8/6608 (0.1%) 2/735 (0.3%) 10/7343 (0.1%)

Follow-up [years]

Mediana [95% CI] 6.0 [5.8; 6.0] 5.6 [5.1; 6.0] 6.0 [5.8; 6.0]

Missing 412/6608 (6.2%) 42/735 (5.7%) 454/7343 (6.2%)

Preoperative PSA [ng/mL]

Mean ± SD 9.2 ± 9.3 9.5 ± 8.8 9.2 ± 9.2

Median [IQR] 6.8 [4.8; 10.3] 7.4 [5.2; 11.0] 6.8 [4.9; 10.4]

Range 0.5; 192.0 0.6; 125.0 0.5; 192.0

Missing 48/6608 (0.7%) 8/735 (1.1%) 56/7343 (0.8%)

pT stage

pT2 4381/6602 (66.4%) 444/734 (60.5%) 4825/7336 (65.8%)

pT3a 1470/6602 (22.3%) 186/734 (25.3%) 1656/7336 (22.6%)

pT3b/pT4 751/6602 (11.4%) 104/734 (14.2%) 855/7336 (11.7%)

Missing 6/6608 (0.1%) 1/735 (0.1%) 7/7343 (0.1%)

Gleason Score

≤3+ 3 1649/6600 (25.0%) 94/734 (12.8%) 1743/7334 (23.8%)

3+ 4 3818/6600 (57.8%) 387/734 (52.7%) 4205/7334 (57.3%)

4+ 3 894/6600 (13.5%) 205/734 (27.9%) 1099/7334 (15%)

≥4+ 4 239/6600 (3.6%) 48/734 (6.5%) 287/7334 (3.9%)

Missing 8/6608 (0.1%) 1/735 (0.1%) 9/7343 (0.1%)

pN stage

N0 3690/6608 (55.8%) 484/735 (65.9%) 4174/7343 (56.8%)

Nx 2614/6608 (39.6%) 217/735 (29.5%) 2831/7343 (38.6%)

N+ 304/6608 (4.6%) 34/735 (4.6%) 338/7343 (4.6%)

Surgical margin status

Positive 1298/6602 (19.7%) 143/733 (19.5%) 1441/7335 (19.6%)

Negative 5304 (80.2%) 590/733 (80.2%) 5894/7335 (80.3%)

Missing 6/6608 (0.1%) 2/735 (0.3%) 8/7343 (0.1%)

Biochemical recurrence (Yes) 1495 (22.6%) 230 (31.3%) 1725 (23.5%)

Metastasis (Yes) 204 (3.1%) 57 (7.8%) 261 (3.6%)

Cancer-specific death (Yes) 105 (1.6%) 23 (3.1%) 128 (1.7%)

aEstimated by the reverse-Kaplan–Meier method.
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potential effects of the CHD1-KD on xenograft primary
tumor growth and spontaneous metastatic spread were
analyzed. After comparable growth periods (Fig. 1c), the
CHD1-KD increased the tumor take rate of ARCAP-M
xenografts (five of seven mice in the shNeg group and
seven of seven mice in the shCHD1 group developed
tumors) and caused significantly higher primary tumor
weights in PC-3 xenografts (Fig. 1d). The number of cir-
culating tumor cells (CTC) in the mouse blood was
slightly, but insignificantly increased after CHD1-KD in
both xenograft models (Fig. 1e). The human cell load in
the mouse lungs as determined by Alu-PCR was sig-
nificantly increased upon CHD1-KD in both models
(mean values [shNeg vs shCHD1] for PC-3: 1.54 vs
5.62; for ARCAP-M: 0.12 vs 1.11; p= 0.004, Fig. 1f).

Morphological analyses of the mouse lungs demonstrated
an increased number of multicellular colonies in the
CHD1-KD (p= 0.016) while control xenografts mainly
developed single-cell metastases (Fig. 1g, n= 4 per group,
10 lung sections per mouse). Further samples of single
disseminated tumor cells (DTC) and multicellular colonies
in the lungs are shown in Suppl. Fig. S3.

Metastasis suppressor PMEPA1 is down-regulated
upon CHD1-KD in PCa tumoroids

In order to elucidate the underlying molecular effects
eliciting the phenotype of increased spontaneous lung
metastasis in vivo, which was common among both tested
models after CHD1-KD, ARCAP-M and PC-3 control and

Fig. 1 Functional role of CHD1 loss for spontaneous metastasis
formation in vivo. The functional consequences of CHD1 depletion
were studied in ARCAP-M (AR+, PTEN-wt) and PC-3 (AR−, PTEN
−/−) xenografts, which show spontaneous lung metastasis formation
in immunodeficient mice. CHD1 copy number and CHD1-KD status
are shown in A and B, respectively (normal CHD1 copy number in
both ARCAP-M and PC-3). S.c. xenograft primary tumor growth
periods and tumor weights at necropsy are shown in C and D,
respectively. While the human cell load in the blood was insignif-
icantly elevated upon CHD1-KD (E), the number of metastatic cells in

the lungs was significantly increased after CHD1 depletion in both
models (F). Based on histology, CHD1 depletion mainly improved
metastatic outgrowth in terms of more frequent multicellular colonies
(G). Orange arrows in the H&E samples indicate representative sam-
ples of disseminated tumor cells (DTC, left picture) and metastatic
colonies (right picture). The red dashed lines in E and F represent the
detection threshold for human DNA in the respective Alu-PCR
experiment. #p= 0.004 vs shNeg considering both models (F); *p <
0.05 vs shNeg [multicellular colonies] (G).

CHD1 loss negatively influences metastasis-free survival in R0-resected prostate cancer patients and. . . 55



CHD1-KD samples were analyzed by RNA-seq. As illu-
strated in Fig. 2. only tumoroid spheres (derived from 3D
culture of PC-3 and ARCAP-M cells), but not xenograft
tissues were used for this purpose because of a high pro-
portion of tumor necrosis in the ARCAP-M xenografts;
therefore, the total RNA extracted from ARCAP-M xeno-
graft tumor tissues was frequently degraded and useless for
RNA-seq. Tumor cells from conventional (2D) cell culture
were also not used for RNA-seq since the pro-metastatic
effect of the CHD1-KD observed in vivo was not reflected
in vitro. By specifically examining the overlap in gene
regulation achieved by CHD1-KD, we identified 66 genes
concordantly regulated in both models (see Fig. 2a for
top 10 and Supplementary Excel Files for full lists of

overlapping and unique genes). Most interestingly, the gene
of prostate transmembrane protein androgen induced 1
(PMEPA1), a known suppressor of metastasis and negative
regulator of transforming growth factor-β (TGF-β) signaling
in PCa, was down-regulated after CHD1-KD in both
models (Fig. 2a), which could be validated by qPCR
(Fig. 2b). TGF-β target genes such as RUNX3 were up-
regulated after CHD1-KD (Fig. 2a, b). pSMAD levels were
increased upon CHD1-KD in xenograft primary tumors
(Fig. 2c). Based on gene set enrichment analyses (GSEAs)
we identified several cell cycle-related genes enriched in the
CHD1-KD tumoroids while interferon targets were enriched
in the control tumoroids (Fig. 2d). Enlarged versions of the
GSEA data can be found in Suppl. Fig. S4.

Fig. 2 Coding transcriptome analyses of prostate cancer tumor-
oids. Control and CHD1-KD ARCAP-M and PC-3 cells were culti-
vated under 3D conditions and RNA was isolated from established
tumoroids. RNA sequencing was performed and biostatistics analysis
was focused on genes that were regulated in both models. The top 10
up- or down-regulated candidates are depicted in A. See Supplemen-
tary Excel files for all genes identified in the overlap and for full lists
of genes regulated either in the PC-3 or ARCAP-M model. Note the

down-regulation of PMEPA1 and up-regulation of RUNX3 after
CHD1-KD in both models (validated by qPCR) (B). Accordingly,
pSMAD2 levels are enhanced upon CHD1-KD in xenograft primary
tumors of both models (C). Gene set enrichment analyses demonstrate
up-regulation of cell cycle-promoting genes in the CHD1-KD while
interferon response genes are enriched in the control (D). **p < 0.001;
***p < 0.0001.
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In vitro characterization of CHD1-depleted PCa cells

In sharp contrast to our in vivo findings, in vitro assays for
tumor cell proliferation and metastatic properties rather
indicated less metastatic potential of CHD1-KD PCa cells.
In particular, there was no difference in cell proliferation
under conventional cell culture conditions (2D) (Suppl. Fig.
S2C), but less (ARCAP-M) or smaller (PC-3) colonies
formed in 3D soft agar assays (Suppl. Fig. S2D). While the
migratory behavior did not change (Suppl. Fig. S2E), we
observed decreased invasiveness upon CHD1-KD (Suppl.
Fig. S2F).

Discussion

The present study confirms and considerably expands a
previous publication from our group showing a correlation
of CHD1 deletion with unfavorable tumor phenotype and
early BCR [6]. In a first step, we investigated potential two-
way interactions between CHD1 deletion and the adjusting
variables. By this we revealed that the influence of the
CHD1 deletion on BCR-free survival depends on the
patient’s pT stage and is statistically significant in patients
with pT2 tumors only, which comprise ~66% of the total
cohort (independent of all other adjusting variables). This
restriction might be explainable by a higher percentage of
patients in the pT3/4 subsets who receive adjuvant radiation
therapy (RT)—these have not been excluded from this
study. Importantly, CHD1 loss sensitizes PCa cells to DNA-
damaging therapy such as RT [12, 13]. Therefore, the
influence of the CHD1 deletion on the BCR-free survival
might get lost in the pT3/4 subset due to a higher fraction of
irradiated patients, who specifically benefit from RT when
CHD1 is deleted (preventing them from developing a
BCR). The influence of the CHD1 deletion on MFS
depends on the patient’s resection margin and is present in
R0 patients only, which comprise ~80% of all patients
(independent of all other adjusting variables). The influence
of the CHD1 deletion on CSS is independent of any other
variable, but significant two-way interactions might have
been missed due to the low number of positive events.

The outcome of PCa patients is normally determined by
the BCR-free survival [5–7, 15] as PSA recurrence can be
determined in a quite standardized fashion (reference values
and monitoring intervals are well-defined). Especially in R0
patients, PSA recurrence is an early and convenient indi-
cator of disease progression, but on its own insufficient to
predict lethal disease [16, 17]. Of note, despite only 259
cases with metastasis, CHD1 deletion was also statistically
linked to MFS in our set of data; likewise, CHD1 deletion
was linked to CSS despite only 124 cases with confirmed
cancer-specific death. Although MFS would be the

preferable endpoint in theory, this parameter suffers from
variable motivation of attending physicians to positively
identify metastases in case of elevated PSA. Moreover,
there is a limitation in the currently used diagnostic tools,
i.e. “occult” metastases might be present (as indicated by
BCR), but too small to be detected by routine diagnostic
procedures. This might change in the future with the
increasing use of PSMA-PET/CT [18]. Furthermore, the
metastasis-intrinsic capacity to grow out to a clinically
detectable size differs individually.

In the present study, the event of BCR as well as higher
Gleason Scores increase the risk of metastasis and cancer-
specific death indicating that the used database is robust.
Interestingly, a positive lymph node status (N+) alone has
no significant influence on MFS or CSS, which might
explain why the percentage of N+ patients is not increased
in the CHD1-deleted subset. These findings suggest that
lymph node and distant metastasis formation are not
necessarily related to each other, which is supported by the
literature [19]. In silico analyses of an independent cohort
demonstrate an increase in CHD1 deletions (20% instead of
10%), when mainly metastasis samples from lethal,
castration-resistant PCa are considered [20]. Nevertheless,
we challenged our clinical findings and investigated whe-
ther CHD1 loss has functional consequences for metastasis
formation in vivo.

Interestingly, the number of pulmonary metastases was
significantly increased after CHD1-KD in two spontaneous
metastasis PCa xenograft models, resembling the predictive
value of CHD1 deletion for poor oncological outcome in the
clinical setting. The PC-3 model represents AR-negative,
PTEN-deleted PCa while ARCAP-M represents AR-posi-
tive, PTEN-wildtype PCa. Therefore, the increase in
metastasis upon CHD1 loss was observed irrespective of the
AR and PTEN status. Further studies are required to
determine whether the prognostic role of CHD1 loss is
independent of the AR signaling activity and PTEN status
in patients since recent publications indicate a close rela-
tionship between CHD1 and AR, CHD1 and resistance to
AR-targeted therapy as well as CHD1 and PTEN [21–24].
In a parallel study including 4986 patients with known
CHD1 and PTEN status we determined the prognostic role
of CHD1 loss in PTEN-wildtype vs -deleted patient subsets
(Oh-Hohenhorst et al., in preparation).

Histological examinations of the lungs revealed a change
in the morphology of spontaneous metastasis where, con-
sistent with previous studies [25], the predominant pheno-
type of lung metastases was DTC in the control animals. In
contrast, an increased number of multicellular lung metas-
tases was observed in the CHD1-KD group. This finding
implies that CHD1 suppresses metastatic outgrowth.
Metastasis to other sites such as bone marrow can only
rarely be found at a very low level in spontaneous
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metastasis xenografts and requires several modifications of
the methodology [26]. As of yet, potential effects of the
CHD1 loss on bone metastasis were therefore not deter-
mined, which is a limitation of this study. As an alternative,
intracardiac injection models could have been used, but
such models circumvent early steps of the metastatic cas-
cade. For this reason, subcutaneous xenograft models that
metastasize spontaneously to distant sites were used herein.
In addition, our in vitro assays revealed a contrary pheno-
type of the tumor cells in vitro (decreased invasiveness and
colony-forming capacity upon CHD1-KD as reported pre-
viously [6]). Therefore, in an intracardiac model the injected
tumor cells would not represent the phenotype of tumor
cells that spontaneously metastasize in the performed
xenograft models. This discrepancy might be due to several
differences between in vitro-cultivated and in vivo-grown
tumor cells. For instance, it is known that remarkable epi-
genetic, transcriptomic, and glycosylation changes occur
simply when tumor cells are taken from conventional 2D to
more physiologic 3D culture [27–29].

Transcriptome analyses of 3D tumoroids revealed down-
regulation of PMEPA1 upon CHD1-KD in both tested
models. PMEPA1 is a known suppressor of PCa metastasis
that regulates TGF-β signaling, a well-known determinant
of metastasis [30]. Accordingly, we observed increased
pSMAD2 levels (downstream target of the TGF-β pathway)
in CHD1-KD xenograft tumors of both models. RNA-seq
revealed an up-regulation of TGF-β targets like FOS,
CAMK2N1, and RUNX3 [31–33]. C-FOS promotes the
G0/G1 switch in the cell cycle [34], which might account
for the improved outgrowth of lung metastases in the
CHD1-KD xenografts. Correspondingly, several gene sets
indicating cell cycle promotion (e.g., G1/S phase transition,
DNA replication, cycling genes) were enriched in CHD1-
depleted tumoroids. While our transcriptome analyses
identified very promising candidates to explain the effect of
CHD1 loss on PCa metastasis, future studies are required to
mechanistically prove the suggested links such as the
putative role of TGF-β signaling. On the other hand, further
molecules such as TBX2 recently shown to be a down-
stream effector of CHD1 loss [24] and driver of PCa cell
invasiveness in vivo [35] could not be found regulated upon
CHD1-KD in this study.

Moreover, this study is limited by the lack of tran-
scriptome data from the xenograft primary tumors (due to a
high proportion of necrotic areas in ARCAP-M xenografts).
Therefore, the transcriptome data revealed in this study
(stemming from 3D tumoroids to mimic at least the 3D
growth conditions in real tumors) cannot be directly linked
to functional data. Nevertheless, the emerging picture of
increased TGF-β signaling in the CHD1-KD tumoroids
could be validated by increased pSMAD2 levels in the
corresponding xenograft tumors of both models. Of note,

PMEPA1 is also a direct AR target gene [36] and CHD1
loss alters the binding pattern and downstream signaling of
AR [23]. Hence, at least in the ARCAP-M model, the
PMEPA1 down-regulation could also result from altered
AR signaling upon CHD1 loss (even though the similar
observations with the PC-3 model argue against this
hypothesis).

Our data show that determining the CHD1 deletion status
in surgically treated patients helps to predict the risk of
metastasis in R0 patients independent of established clinico-
pathologic parameters such as preoperative PSA, pT stage,
pN status, Gleason Score, and BCR. As a possible expla-
nation we demonstrate improved metastatic outgrowth in
CHD1-depleted human PCa xenografts. Transcriptome
analyses uncovered candidate molecules known to regulate
PCa metastasis formation that were affected by CHD1
depletion.

Materials, patients, and methods

Patient population, tissue microarray, and follow‐up

Patients underwent RP between 1998 and 2012 using an
open retropubic approach or robot‐assisted laparoscopic
approach (n= 7 902). Patients with (neo-)adjuvant andro-
gen deprivation therapy (n= 502) and implausible values
(n= 57) were excluded from analyses. For construction of
PCa prognosis tissue microarrays (TMA), please see pre-
vious publications [5, 6]. Clinical follow-up data of patients
were retrospectively analyzed. Data were collected pro-
spectively into our institutional review board‐approved
Martini Clinic database. Follow‐up data consisted of peri-
odical PSA testing and postoperative imaging studies,
which were performed according to PSA level and further
clinical symptoms indicating recurrence. BCR was defined
as PSA ≥ 0.2 ng/mL and rising after RP. MFS was defined
as no radiological sign of metastasis in further performed
imaging studies [37]. CSS was defined as the time from RP
to death attributable to a PCa-related complication. All
studies in humans have been carried out in accordance with
the Declaration of Helsinki and written informed consents
have been obtained from the patients.

Statistical analyses

Baseline characteristics are presented for all 7343 patients.
Continuous variables are reported as mean ± standard
deviation (SD), and categorical variables are represented as
frequencies and percentages. Because death was present as
a competing risk, we used cause-specific Cox proportional
hazards models to determine the effect of CHD1 on the
three outcomes time to BCR, time to metastasis, and time to
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cancer-specific death. All models were further adjusted for
age, PSA, Gleason Score, pN status, pT stage, year of RP,
and surgical margin. For time to metastasis and time to
cancer-specific death, preceding BCR was a further
adjusting variable. Moreover, all significant two-way
interactions of CHD1 with adjusting variables were added
and kept in model if significant (backwards selection based
on likelihood ratio tests). Results are presented as cause-
specific HR together with 95% confidence intervals (CI).
We assessed proportional hazards assumption by visual
inspection of log–log plots and tested it on the basis of
Schoenfeld residuals. As the proportional hazards assump-
tion was violated for the year of surgery, all models were
stratified for categorized year of surgery.

For the outcomes of in vivo studies, linear models were
used with inclusion of interaction term (shNeg/
shCHD1*PC-3/ARCAP-M) if significant and adjustment
for growth period, tumor weight and number of CTC where
applicable and significant.

All models present available case analyses. A two-
tailed p < 0.05 was considered to be statistically sig-
nificant. All analyses were performed using STATA 16
(StataCorp 2019).

Fluorescence in situ hybridization

The molecular database of the Institute of Pathology of
UKE included FISH data for the CHD1 deletion status,
which were used for statistical analyses. Sample collection
and FISH methodology on TMAs have been described
before and were approved by the local ethics committee
(Ärztekammer Hamburg, project number WF-049/09) [6].
FISH on PC-3 and ARCAP-M xenograft tumor sections has
been performed accordingly.

Cell culture and lentiviral transduction

PC-3 and ARCAP-M cells were obtained from ATCC and
Novicure, respectively, and cultured as described before
[25]. Cells were transduced with lentiviruses carrying either
non-targeting control shRNA or shRNA against CHD1 and
puromycin resistance. Knockdown (KD) and control cells
were selected with puromycin (1.5 μg/mL). KD was vali-
dated by WB using anti-CHD1 (Santa Cruz Biotechnology,
clone C-8, 1:1000) and anti-HSC70 (Santa Cruz Bio-
technology, clone B-6, 1:4000) as a loading control.

Spontaneous metastasis xenograft mouse model

CHD1-KD and control PC-3 and ARCaP-M cells were
subcutaneously xenografted into immunodeficient pfp
−/−/rag2−/− mice and primary tumors, blood and lungs
were harvested as described before [25, 38]. The endpoint

of the experiment was determined by the primary tumor size
(~1.5 cm³). CTC in the blood and metastatic cell loads in the
lung were quantified at necropsy by Alu-PCR (n= 9 per
group in the PC-3 model, n= 7 per group in the ARCAP-M
model) as previously described [25]. Histologic quantifica-
tion of lung metastases in ten representative lung sections
from four mice per group (PC-3 model) was performed as
described [39]. Pulmonary metastases were categorized as
single-cell metastases or multicellular colonies using a light
microscope. Multicellular colonies were quantified by
counting the total number of individual multicellular colo-
nies (irrespective of the total number of single cells per
multicellular colony). All animal experiments comply with
the ARRIVE guidelines and have been approved by the
local animal experiment approval committee (Behörde für
Gesundheit und Verbraucherschutz, Hamburg).

RNA sequencing of 3D tumoroids and qPCR
validation

3D tumoroids were generated by cultivating PC-3 and
ARCAP-M cells with or without CHD1-KD in poly-
HEMA-treated cell culture flasks (n= 3 each). Established
tumoroids were subjected to RNA extraction and RNA
sequencing was performed as described [40]. Briefly,
library preparation was done using a TruSeq RNA Library
Prep Kit v2 (Illumina Inc., San Diego, CA, USA).
Sequencing was done on an Illumina HiSeq 4000 platform.
Sequences were mapped to UCSC hg19 as a reference
genome. Differential gene expression was assessed using
the Cuffdiff function of the Cufflinks package (v2.2.1).
GSEA was performed with default settings (enrichment
score was set to ≥0.45 and FDR q-value < 0.05). For vali-
dation, reverse transcription was performed using the Qia-
gen Omniscript RT Kit and PCR was performed with
SsoFast EvaGreen Supermix on a CFX96 System (BioRad,
Hercules, CA, USA). Primer sequences for RUNX3 were
fw-GACTGTGATGGCAGGCAATG and rev-GGGTGA
AACTCTTCCCTCGC, for PMEPA1 fw-GCAACTGCA
AACGCTCTTTGT and rev-GGACCGTGCAGACAGCT
TGTA. Gene expression was normalized to a control gene
(SNRPD3) and displayed normalized to shNeg controls.

Immunohistochemistry

pSMAD2 expression was determined on xenograft tumor
sections using a polyclonal rabbit anti-pSMAD2(Ser465/
467) antibody (Merck#ab3849-I) in a 1:640 working dilu-
tion (final concentration: 1 mg/mL). Dewaxed formalin-
fixed paraffin-embedded sections were pre-treated with Fast
Enzyme (Zytomed Systems, Berlin, Germany) for 5 min at
room temperature. The primary antibody was incubated for
60 min at room temperature and unbound antibody was
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removed by multiple washing steps afterwards. Biotinylated
swine-anti-rabbit was used as secondary antibody; antibody
complexing, visualization, nuclei counterstaining, and iso-
type controls were conducted as described above.

Acknowledgements The authors would like to thank Christine Knies,
Jennifer Schröder-Schwarz, Tobias Gosau, Tjandrawati Cöllen, and
Marion Striepe for excellent technical assistance. This work was
funded by German Research Foundation grants to T.L. (LA 3373).

Funding Open Access funding enabled and organized by
Projekt DEAL.

Compliance with ethical standards

Conflict of interest The authors declare that they have no conflict of
interest.

Publisher’s note Springer Nature remains neutral with regard to
jurisdictional claims in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons license, and indicate if
changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not
included in the article’s Creative Commons license and your intended
use is not permitted by statutory regulation or exceeds the permitted
use, you will need to obtain permission directly from the copyright
holder. To view a copy of this license, visit http://creativecommons.
org/licenses/by/4.0/.

References

1. Martin NE, Mucci LA, Loda M, Depinho RA. Prognostic deter-
minants in prostate cancer. Cancer J. 2011;17:429–37.

2. Markert EK, Mizuno H, Vazquez A, Levine AJ. Molecular clas-
sification of prostate cancer using curated expression signatures.
Proc Natl Acad Sci USA. 2011;108:21276–81.

3. Berger MF, Lawrence MS, Demichelis F, Drier Y, Cibulskis K,
Sivachenko AY, et al. The genomic complexity of primary human
prostate cancer. Nature. 2011;470:214–20.

4. van Dessel LF, van Riet J, Smits M, Zhu Y, Hamberg P, van der
Heijden MS, et al. The genomic landscape of metastatic castration-
resistant prostate cancers reveals multiple distinct genotypes with
potential clinical impact. Nat Commun. 2019;10:5251.

5. Krohn A, Diedler T, Burkhardt L, Mayer PS, De Silva C, Meyer-
Kornblum M, et al. Genomic deletion of PTEN is associated with
tumor progression and early PSA recurrence in ERG fusion-
positive and fusion-negative prostate cancer. Am J Pathol.
2012;181:401–12.

6. Burkhardt L, Fuchs S, Krohn A, Masser S, Mader M, Kluth M,
et al. CHD1 is a 5q21 tumor suppressor required for ERG rear-
rangement in prostate cancer. Cancer Res. 2013;73:2795–805.

7. Kluth M, Runte F, Barow P, Omari J, Abdelaziz ZM, Paustian L,
et al. Concurrent deletion of 16q23 and PTEN is an independent
prognostic feature in prostate cancer. Int J Cancer. 2015;137:2354–63.

8. Krohn A, Seidel A, Burkhardt L, Bachmann F, Mader M, Grupp
K, et al. Recurrent deletion of 3p13 targets multiple tumour

suppressor genes and defines a distinct subgroup of aggressive
ERG fusion-positive prostate cancers. J Pathol. 2013;231:130–41.

9. Baumgart SJ, Najafova Z, Hossan T, Xie W, Nagarajan S, Kari V,
et al. CHD1 regulates cell fate determination by activation of
differentiation-induced genes. Nucleic Acids Res. 2017;45:7722–35.

10. Gaspar-Maia A, Alajem A, Polesso F, Sridharan R, Mason MJ,
Heidersbach A, et al. Chd1 regulates open chromatin and plur-
ipotency of embryonic stem cells. Nature. 2009;460:863–8.

11. Aymard F, Bugler B, Schmidt CK, Guillou E, Caron P, Briois S,
et al. Transcriptionally active chromatin recruits homologous
recombination at DNA double-strand breaks. Nat Struct Mol Biol.
2014;21:366–74.

12. Kari V, Mansour WY, Raul SK, Baumgart SJ, Mund A, Grade M,
et al. Loss of CHD1 causes DNA repair defects and enhances
prostate cancer therapeutic responsiveness. EMBO Rep.
2016;17:1609–23.

13. Shenoy TR, Boysen G, Wang MY, Xu QZ, Guo W, Koh FM,
et al. CHD1 loss sensitizes prostate cancer to DNA damaging
therapy by promoting error-prone double-strand break repair. Ann
Oncol. 2017;28:1495–507.

14. Boysen G, Rodrigues DN, Rescigno P, Seed G, Dolling D, Riisnaes
R, et al. SPOP-mutated/CHD1-deleted lethal prostate cancer and
abiraterone sensitivity. Clin Cancer Res. 2018;24:5585–93.

15. Kluth M, Amschler NN, Galal R, Moller-Koop C, Barrow P,
Tsourlakis MC, et al. Deletion of 8p is an independent prognostic
parameter in prostate cancer. Oncotarget 2017;8:379–92.

16. Jhaveri FM, Zippe CD, Klein EA, Kupelian PA. Biochemical
failure does not predict overall survival after radical prostatectomy
for localized prostate cancer: 10-year results. Urology
1999;54:884–90.

17. Crawford ED, Bennett CL, Andriole GL, Garnick MB, Petrylak
DP. The utility of prostate-specific antigen in the management of
advanced prostate cancer. BJU Int. 2013;112:548–60.

18. Afshar-Oromieh A, Haberkorn U, Zechmann C, Armor T, Mier
W, Spohn F, et al. Repeated PSMA-targeting radioligand therapy
of metastatic prostate cancer with (131)I-MIP-1095. Eur J Nucl
Med Mol Imaging. 2017;44:950–9.

19. Mangiola S, Hong MK, Cmero M, Kurganovs N, Ryan A,
Costello AJ, et al. Comparing nodal versus bony metastatic spread
using tumour phylogenies. Sci Rep. 2016;6:33918.

20. Grasso CS, Wu YM, Robinson DR, Cao X, Dhanasekaran SM,
Khan AP, et al. The mutational landscape of lethal castration-
resistant prostate cancer. Nature. 2012;487:239–43.

21. Zhao D, Lu X, Wang G, Lan Z, Liao W, Li J, et al. Synthetic
essentiality of chromatin remodelling factor CHD1 in PTEN-
deficient cancer. Nature. 2017;542:484–8.

22. Zhao D, Cai L, Lu X, Liang X, Li J, Chen P, et al. Chromatin
regulator CHD1 remodels the immunosuppressive tumor micro-
environment in PTEN-deficient prostate cancer. Cancer Discov.
2020;10:1374–87.

23. Augello MA, Liu D, Deonarine LD, Robinson BD, Huang D,
Stelloo S, et al. CHD1 ioss alters AR binding at lineage-specific
enhancers and modulates distinct transcriptional programs to drive
prostate tumorigenesis. Cancer Cell. 2019;35:603–17 e8.

24. Zhang Z, Zhou C, Li X, Barnes SD, Deng S, Hoover E, et al. Loss
of CHD1 promotes heterogeneous mechanisms of resistance to
AR-targeted therapy via chromatin dysregulation. Cancer Cell.
2020;37:584–98 e11.

25. Lange T, Kupfernagel M, Wicklein D, Gebauer F, Maar H,
Brugge K, et al. Aberrant presentation of HPA-reactive carbohy-
drates implies Selectin-independent metastasis formation in
human prostate cancer. Clin Cancer Res. 2014;20:1791–802.

26. Labitzky V, Baranowsky A, Maar H, Hanika S, Starzonek S,
Ahlers AK, et al. Modeling spontaneous bone metastasis forma-
tion of solid human tumor xenografts in mice. Cancers (Basel).
2020;12:385.

60 S. J. Oh-Hohenhorst et al.

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/


27. Bapat SA, Jin V, Berry N, Balch C, Sharma N, Kurrey N, et al.
Multivalent epigenetic marks confer microenvironment-
responsive epigenetic plasticity to ovarian cancer cells. Epige-
netics 2010;5:716–29.

28. Ghosh S, Spagnoli GC, Martin I, Ploegert S, Demougin P,
Heberer M, et al. Three-dimensional culture of melanoma cells
profoundly affects gene expression profile: a high density oligo-
nucleotide array study. J Cell Physiol. 2005;204:522–31.

29. Geng Y, Chandrasekaran S, Hsu JW, Gidwani M, Hughes AD,
King MR. Phenotypic switch in blood: effects of pro-
inflammatory cytokines on breast cancer cell aggregation and
adhesion. PLoS ONE. 2013;8:e54959.

30. Fournier PG, Juarez P, Jiang G, Clines GA, Niewolna M, Kim
HS, et al. The TGF-beta signaling regulator PMEPA1 suppresses
prostate cancer metastases to bone. Cancer Cell. 2015;27:809–21.

31. Sundqvist A, Zieba A, Vasilaki E, Herrera Hidalgo C, Soderberg
O, Koinuma D, et al. Specific interactions between Smad proteins
and AP-1 components determine TGFbeta-induced breast cancer
cell invasion. Oncogene. 2013;32:3606–15.

32. Bierie B, Chung CH, Parker JS, Stover DG, Cheng N, Chytil A,
et al. Abrogation of TGF-beta signaling enhances chemokine
production and correlates with prognosis in human breast cancer. J
Clin Invest. 2009;119:1571–82.

33. Hanai J, Chen LF, Kanno T, Ohtani-Fujita N, Kim WY, Guo WH,
et al. Interaction and functional cooperation of PEBP2/CBF with
Smads. Synergistic induction of the immunoglobulin germline
Calpha promoter. J Biol Chem. 1999;274:31577–82.

34. Brown JR, Nigh E, Lee RJ, Ye H, Thompson MA, Saudou F,
et al. Fos family members induce cell cycle entry by activating
cyclin D1. Mol Cell Biol. 1998;18:5609–19.

35. Nandana S, Tripathi M, Duan P, Chu CY, Mishra R, Liu C, et al.
Bone metastasis of prostate cancer can be therapeutically targeted
at the TBX2-WNT signaling axis. Cancer Res. 2017;77:1331–44.

36. Xu LL, Shanmugam N, Segawa T, Sesterhenn IA, McLeod DG,
Moul JW, et al. A novel androgen-regulated gene, PMEPA1,
located on chromosome 20q13 exhibits high level expression in
prostate. Genomics. 2000;66:257–63.

37. Tilki D, Preisser F, Tennstedt P, Tober P, Mandel P, Schlomm T,
et al. Adjuvant radiation therapy is associated with better onco-
logical outcome compared with salvage radiation therapy in
patients with pN1 prostate cancer treated with radical prosta-
tectomy. BJU Int. 2017;119:717–23.

38. Lange T, Ullrich S, Muller I, Nentwich MF, Stubke K, Feldhaus
S, et al. Human prostate cancer in a clinically relevant xenograft
mouse model: identification of beta(1,6)-branched oligosacchar-
ides as a marker of tumor progression. Clin Cancer Res.
2012;18:1364–73.

39. Jojovic M, Schumacher U. Quantitative assessment of sponta-
neous lung metastases of human HT29 colon cancer cells trans-
planted into SCID mice. Cancer Lett. 2000;152:151–6.

40. Lange T, Oh-Hohenhorst SJ, Joosse SA, Pantel K, Hahn O, Gosau
T, et al. Development and characterization of a spontaneously
metastatic patient-derived xenograft model of human prostate
cancer. Sci Rep. 2018;8:17535.

CHD1 loss negatively influences metastasis-free survival in R0-resected prostate cancer patients and. . . 61


	CHD1 loss negatively influences metastasis-free survival in R0-resected prostate cancer patients and promotes spontaneous metastasis in�vivo
	Abstract
	Introduction
	Results
	Predictive value of CHD1 deletion for oncological outcome after RP
	Depletion of CHD1 promotes spontaneous pulmonary metastasis in PCa xenografts
	Metastasis suppressor PMEPA1 is down-regulated upon CHD1-KD in PCa tumoroids
	In vitro characterization of CHD1-depleted PCa cells

	Discussion
	Materials, patients, and methods
	Patient population, tissue microarray, and follow&#x02010;up
	Statistical analyses
	Fluorescence in�situ hybridization
	Cell culture and lentiviral transduction
	Spontaneous metastasis xenograft mouse model
	RNA sequencing of 3D tumoroids and qPCR validation
	Immunohistochemistry
	Compliance with ethical standards

	ACKNOWLEDGMENTS
	References




