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Establishment of a novel method of differentiation into dopaminergic neurons
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1. ARBEA)

1) B #(Goal) To develop the protocol based on using an electrically charged hydrogel so that allowed to generate very consistent
numbers of matured dopaminergic neurons from human iPSC lines which could generate L-DOPA.

2) BB& (Approach)

1.Induction of dopaminergic neuron differentiation from iPSCs using charged hydrogels

2.Development of AADC KO Dopaminergic neuron

3.Evaluation of function to synthesize L-DOPA

4.Animal model of Parkinson’ s disease (therapeutic experiment )

3) #+$ &5 % (Materials and methods)

Materials : Induced pluripotent stem cells, iPSCs; Charged hydrogels ; 3—acrylamidopropyl—-trimethyl-ammonium Chloride ; 2—
Acrylamido—2—-methylpropanesulfonic acid;In my research, I used 2 kinds of gels, C1A9 and C2A8, the C means positive charge
while the A means negative charge. C1A9 means the kind of gel has 10% positive charge, and 90% negative charge.
Methods : 1.Dopaminergic (DA) neurons differentiation culture on PS Dish or Charged hydrogels ; 2.Morphological observation on
PS Dish or Charged hydrogels; 3.Expression analysis of differentiation marker mRNA by real-time PCR;4.Protein expression
analysis by Western blotting; 5.Establishment of AADC knockout cell line using CRISPR/Cas9 system; 6.Evaluation of L-DOPA
and Dopamine production using HPLC and ELISA methods; 7.Animal model of Parkinson’ s disease (therapeutic experiment )

4) EE&HER (Results)

1.Using a protocol that induces dopaminergic neurons, induction with PS Dish was successful.

2.Moreover, using hydrogels, dopaminergic neurons were induced more efficiently than PS Dish.

3.AADC knockdown dopaminergic neurons were successfully induced on PS Dish.

4 Using hydrogel to simulate the neural microenvironment and efficiently induce dopaminergic neurons is expected to contribute
to the development of translational medical technology for the treatment of refractory neurological diseases.

5) &2 (Discussion)

Parkinson’ s disease is one of the most common neurological disorders. It is characterized by the loss of dopaminergic neurons.
And the deficiency of L-DOPA is the main character of Parkinson’ s disease.

It is known that human pluripotent stem cells (PSCs) was successfully differentiated into DA neurons by Daisuke Doi[1] and the
DA neurons had a good survival and lack of neural overgrowth indicate that it is promise for the development of cell-based
therapies in Parkinson’ s disease.

However, it was reported [2] that the protocol has several problems: Low transfection efficiency, the DA neuron are not matured
enough and the function of DA neurons largely depending on the source of hiPSCs.

It is known that the surface charge and wettability of artificial substrate are contributed to cell adhesion on scaffold, and
surface charge of the substrates may directly affect adhesion of cellular membrane proteins.[3] [4]

Charged hydrogels electrically charged porous hydrogels can serve as scaffolds for brain parenchymal defects, and stepwise
transplantation of NSCs into the hydrogel following gel implantation may induce the reconstruction of brain tissue along with the
implanted hydrogels. Currently, various biomaterials have been used in human regenerative medicine, and biomedical engineering
for specific tissues has become an important method to compensate for organ dysfunction.[5]

The available protocol of DA differentiation could be developed based on using an electrically charged hydrogel so that allowed to
generate very consistent numbers of matured dopaminergic neurons from human iPSC lines.

And it was reported that Aromatic L-amino acid decarboxylase (AADC) could help L-DOPA change into dopamine, so if AADC is
knocked out, the protocol may suspend in the step which L-DOPA change into dopamine, so the AADC—deficient dopaminergic
cells may produce L-DOPA constantly.

Now, in the result of my research, it was proved the charged hydrogel could successfully induce dopaminergic neurons.
Moreover, using hydrogels, dopaminergic neurons were induced more efficiently than PS Dish.

In the morphology of cells, the DA neurons appeared in Day 14, which was earlier than PS dish group. But as the charge of the
hydrogel, the amount of cell is less than the PS dish group.

On the other hand, in the result of gPCR, the target genes TH, FOXA2, DAT, NURR and Lmx1B of hydrogel group were much
higher than the control group. And in Western blot, the related protein was also higher than the control group, that means the
charged hydrogel could actually develop the efficiently than PS Dish. The function of DA neurons was better than PS Dish.
Especially the TH and DAT, was almost two folds to the PS Dish, meaning it could generate much more L-DOPA and Dopamine
than in the PS dish.
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Aromatic L—amino acid decarboxylase (AADC) could help L-DOPA change into dopamine. It could promote the combination of
L-DOPA and TH to generate dopamine. AADC deficient attribute to the deficient synthesis of dopamine. So, the AADC—deficient
dopaminergic cells may produce L-DOPA constantly.[6][7]

In this part, I am still working on it. First, it must be proven whether there is any difference between AADC knock out group and
control group on PS dish. Then use the charged hydrogel to induce these two kinds of cells differentiating into DA neurons. Next,
check whether there is any difference in L-DOPA and Dopamine between all the groups. Further research is required in the
future..
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Simple Summary: About 40% of men with localized prostate cancer experience biochemical recur-
rence after radical prostatectomy. The early detection of disease progression is important for optimal
post-operative treatment and follow-up. Our study reviewed 557 patients with prostate cancer who
underwent radical prostatectomy and found that a tumor volume over 2.8 cc was a novel indepen-
dent predictive factor for biochemical recurrence. We further established a novel risk assessment
model based on tumor volume and location (posterior and peripheral zone). We confirmed that the
risk model could stratify patients’ prognoses. In addition to the previously reported biomarkers,
these novel factors obtained from the surgical specimen may provide better prognostic information
in patients with prostate cancer.

Abstract: (1) Objective: Our study investigated the prognostic value of tumor volume and location
in prostate cancer patients who received radical prostatectomy (RP). (2) Methods: The prognostic
significance of tumor volume and location, together with other clinical factors, was studied using
557 patients who received RP. (3) Results: The receiver operating characteristic (ROC) curve identified
the optimal cutoff value of tumor volume as 2.8 cc for predicting biochemical recurrence (BCR).
Cox regression analysis revealed that a tumor in the posterior area (p = 0.031), peripheral zone
(p = 0.0472), and tumor volume > 2.8 cc (p < 0.0001) were predictive factors in univariate analysis.
After multivariate analysis, tumor volume > 2.8 cc (p = 0.0225) was an independent predictive factor
for BCR. Among them, a novel risk model was established using tumor volume and location in the
posterior area and peripheral zone. The progression-free survival (PFS) of patients who met the three
criteria (unfavorable group) was significantly worse than other groups (p < 0.001). Furthermore,
multivariate analysis showed that the unfavorable risk was an independent prognostic factor for BCR.
The prognostic significance of our risk model was observed in low- to intermediate-risk patients,
although it was not observed in high-risk patients. (4) Conclusion: Tumor volume (>2.8 cc) and
localization (posterior/peripheral zone) may be a novel prognostic factor in patients undergoing RP.

Keywords: tumor volume; tumor location; prostate cancer; biochemical recurrence; prognostic factor

1. Introduction

Prostate cancer (Pca) is the most common malignant tumor in men. About 2.6 million
cases are newly diagnosed and 34,500 deaths of Pca are estimated per year in the United
States [1]. Radical prostatectomy (RP) for the treatment of prostate cancer has made
remarkable progress since it widely emerged around 1900. At present, RP is still the
standard treatment option for localized Pca [2]. However, the frequency of biochemical
recurrence (BCR) has been reported to be about 40% within 10 years after RP [3]. Once BCR
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occurs, about 3.5% of patients will inevitably develop resistance to androgen deprivation
therapy, also known as castration-resistant prostate cancer (CRPC) [4]. CRPC has been
reported to cause death within 2 to 4 years [5]. Therefore, BCR is the major clinical issue to
be detected and addressed in patients who received RP.

A lot of clinical studies have evaluated predictive factors and/or risk models for
BCR after RP. Serum prostate-specific antigen (PSA) is the mainstay to detect the BCR
of patients after surgery [6], and it has been recommended to keep close monitoring until
PSA reaches 0.2 ng/mL [7]. In addition to PSA kinetics, Gleason score, PSA density,
pathological and clinical stages, surgical margin, and other clinical factors have been
studied for their prognostic significance, however, these factors could not predict BCR
independently [8]. To better distinguish the recurrence risk and evaluate the prognosis after
RP, more innovative predictors or models are unmet clinical needs. The individualized
management after treatment requires effective recurrence risk prediction to implement
timely intervention and avoid overtreatment. Previous studies showed that the tumor
volume was related to the clinical manifestations of prostate cancer [9]. A tumor with a
volume of less than 0.5 cc is considered as insignificant prostate cancer, and aggressive
treatment may not be needed [10,11]. Recently, several studies proposed the novel definition
of insignificant prostate cancer as a tumor volume of less than 2.5 cc [11-17], or less than
2.0 cc [18]. However, it was found that the BCR risk increased with tumor volume over
2.49 cc, indicating that the tumor volume was deeply involved in the progression of Pca [19].
Furthermore, little is known about the relationship between different prostate areas and
tumor volumes, and their impact on BCR. Herein, we examined the prognostic role of
tumor volume and location in patients with localized Pca for a better treatment strategy
and postoperative follow-up.

2. Methods
2.1. Study Design and Setting

Clinical data of 557 patients who received RP at Chiba University Hospital and af-
filiated hospitals between 2006 and 2020 were retrospectively reviewed. The study was
approved by the clinical review committee of our institution (#1768) and the written in-
formed consent of all patients participating in the study was obtained. All participants or
designated agents accepted a standardized data collection protocol, including personal
postoperative follow-up information and medical record. The study is in accordance with
the Japanese ethical document.

2.2. Patients

The inclusion criteria were RP for biopsy-proven prostate cancer performed at Chiba
University Hospital and affiliated hospitals; whole-mount step-section pathologic maps
available for tumor volume-calculation and localization. The exclusion criteria were neoad-
juvant hormone therapy; radiation therapy; poor pathologic map quality; short follow-up
term (<12 months).

2.3. Variables

Baseline clinical data included age, BMI, serum PSA, PSA F/T ratio, serum testosterone,
biopsy positive rate, Gleason score (GS), clinical TNM staging, surgical prostate specimen,
tumor volume, tumor location, surgical resect margin, and pathological TNM staging. Each
patient came to our institution every 3 months after RP and had blood samples taken for
PSA measurement until the occurrence of BCR or death was confirmed.

After RP, an elevated serum PSA level (>0.2 ng/mL) was defined as BCR [6].

2.4. Tumor Volume and Location Estimation Method
2.4.1. Measurement of Tumor Volume

The prostatectomy specimens were step-sectioned transversely at 5-mm intervals. All
the specimens were mounted on slides. Tumor volume was calculated by scanning the
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predictive factors of the BCR. The significant variables (p < 0.05) were further analyzed
by multivariable cox proportional hazards model regression. The optimal cutoff value of
tumor volume was obtained by calculating Area Under the Curve (AUC) from the Receiver
Operating Characteristic (ROC) curve analysis. To evaluate the interaction between tumor
volume and location, 3 risk factors related to volume and location obtained from univariate
and multivariate cox regression analysis were combined into a risk classification model.
This model was grouped according to the number of risk factors displayed: favorable;
0 risk factor, moderate; 1 or 2 risk factors, unfavorable; all 3 risk factors. Kaplan-Meier
method was used to evaluate progression-free survival (PFS). Statistical significance was
set at p < 0.05.
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3. Results
3.1. Participants

In total, 557 patients were enrolled in the study. Follow-up terms ranged from 12 to
161.5 months, with a median follow-up time of 45.3 months. As of the end of the study,
66 (11.8%) patients had BCR, and 9 (1.6%) patients died (not due to prostate cancer). The
median age of all patients was 67 years old. The median preoperative PSA level was
7.71 ng/mL. The biopsy GS was 7 or less in 79.7%, 8 in 8.6%, and 9 or more in 11%. Overall,
64.8% of patients were pathological TNM stage 2c or above, and 1.4% were positive for
lymph node metastasis. According to the risk grouping of Pca by the American Cancer
Society (ACS), 77 (13.8%) patients were classified into the low-risk group, 279 (50.1%) were
classified into the intermediate-risk group, and 201 (36.1%) were classified into the high-risk
group. The median tumor volume was 2.12 cc. Seminal vesicle invasion was observed in
8.6%, the extracapsular invasion was seen in 24.8%, and 30.3% had positive margins. The
tumor distributions were in the apex area (63.7%), middle area (63.4%), and bladder neck
(21.4%). Regarding the anterior or posterior area of the prostate, 48.1% of the tumors were
in the anterior, and 52.4% were in the posterior. Overall, 67.1% were located in the PZ and
37.3% were in the TZ (Table 1).

Table 1. Characteristics of patients.

Characteristics
Number of patients 557
Median age at operation (range), years 67 (46-77)

45.3 (12-161.5)
7.71 (2.15-87.16)

Median follow-up time (range), months
Median initial PSA (range) (ng/mL)
Gleason score sum, n (%)

<7 444 (79.7)
8 48 (8.6)
>9 61 (11.0)
T stage, n (%)
<2b 195 (35.0)
>2c 361 (64.8)

Risk Group; Low/Intermediate /High, n (%)
Tumor Volume (range), cc

77 (13.8)/279 (50.1)/201 (36.1)
2.12 (0.02-57)

Tumor Location, n (%)

apex 355 (63.7)
middle 353 (63.4)
bladder neck 119 (21.4)
Tumor Location, n (%)
anterior 268 (48.1)
posterior 292 (52.4)
Tumor Location, n (%)
PZ 374 (67.1)
TZ 208 (37.3)
N stage, n (%)
positive 8 (1.4)
Seminal Vesicle Invasion, n, (%) 48 (8.6)
Extracapsular Extension, n, (%) 138 (24.8)
Resection Margins, n, (%) 169 (30.3)
PSA Recurrence, n, (%) 66 (11.8)

PSA = prostate-specific antigen; T stage = tumor stage; N stage = lymph node stage; PZ = peripheral zone;
TZ = transition zone.

3.2. Predictive Factors for Progression-Free Survival (PES)

The ROC curve was used to calculate the relationship between BCR and tumor volume,
and the optimal cutoff value was identified as 2.8 cc (AUC = 0.69) (Supplementary Figure S1A).
We analyzed different tumor volume cutoff values (0.5 cc, 1.0 cc, 2.0 cc, 2.8 cc, 3.0 cc, 3.5 cc) and
compared HR and p-values. The results confirmed that 2.8 cc is the optimal cut-off value as a
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predictive factor for BCR (Table 2). (The cutoff values of two tumor volumes with p < 0.0001
that were not selected (3.0 cc and 3.5 cc) were also verified by corresponding models, as shown
in Supplementary Figures S2 and S3).

Table 2. Univariable and multivariable cox proportional hazard regression models in predictive
factors for PFS in localized Pca (overall risk).

Univariable Multivariable
Cut Off HR 95% CI p Value HR 95% CI p Value
Age >67 0.96 0.59-1.57 0.8842
initial PSA >7.71ng/mL 1.65 1.00-2.73 0.0505
PSAD >0.26 2.06 1.21-3.53 0.0082 1.51 0.73-3.09 0.2643
GS >7 1.15 0.46-2.88 0.7593
T stage >T3 4.66 2.81-7.73 <0.0001 1.69 0.77-3.71 0.1894
RM positive 4.18 2.46-7.10 <0.0001 1.99 0.94-4.20 0.0712
Tumor location
Apex 1.45 0.70-3.02 0.3166
PZ 3.28 1.01-10.60 0.0472 2.21 0.49-10.05 0.3030
posterior 2.24 1.07-4.65 0.0314 1.72 0.72-4.12 0.2193
TV
>0.5 cc 1.61 0.73-3.53 0.2344
>1.0 cc 2.18 1.11-4.27 0.0240
>2.0 cc 2.74 1.55-4.82 0.0005
>2.8 cc ** 3.10 1.86-5.17 <0.0001 2.47 1.14-5.36 0.0225 *
>3.0 cc 2.96 1.80-4.88 <0.0001
>3.5cc 2.80 1.72-4.58 <0.0001

PSA = prostate-specific antigen; PSAD = prostate-specific antigen density; GS = Gleason score; T stage = tumor
stage; RM = resection margins; HR = hazard ratio; CI = confidence interval; * p-value < 0.05, ** tumor volume
cutoff value based on the ROC curve.

Univariate and multivariate predictors for BCR obtained from cox proportional hazard
analysis are shown in Table 2. The predictors for BCR were pathological stage T > 3
(HR = 4.66 [95% CI: 2.81-7.73], p < 0.0001), positive surgical margin (HR = 4.18 [95% CI:
2.46-7.10], p < 0.0001), tumor volume > 2.8 cc (HR = 3.10 [95% CI: 1.86-5.17], p < 0.0001),
followed by PSA density >0.26 (HR = 2.06 [95% CI: 1.21-3.53], p = 0.0082), tumor located
in the Posterior region (HR = 2.24 [95% CI: 1.07—4.65], p = 0.0314), tumor located in the
PZ (HR = 3.28 [95% CI: 1.01-10.6], p = 0.0472). The multivariate analysis showed that
the independent predictor of BCR was only tumor volume > 2.8 cc (HR = 2.47 [95% CI:
1.14-5.36], p = 0.0225) (Table 2).

The Kaplan—-Meier method was used to evaluate the PFS curve. The PFS of patients
with tumors located in the PZ was inferior to those in the TZ (Figure 2A p = 0.0354).
Furthermore, patients harboring tumors located in the posterior had shorter PFS than
those in the anterior area (Figure 2B p = 0.027). Consistent with cox analysis, there was
no significant difference between the PFS of the patients with tumors in the apex and
not-apex area (Figure 2C p = 0.3135). PES in the patients with tumor volume > 2.8 cc was
significantly inferior to those with less than 2.8 cc (Figure 2D p < 0.0001).

3.3. Model for Predicting PFS by Tumor Volume at Specific Location

Based on the analysis of clinical factors related to BCR in Table 2 and Figure 2, tumor
volume and tumor location (PZ and Posterior location) were statistically significant pre-
dictive factors. Therefore, we established a risk classification model using tumor volume
and location to stratify patients on the basis of risk of progression. The three risk factors
that predict BCR in the model are tumor volume > 2.8 cc, tumor located in PZ, and tumor
located in the posterior area. The capability of the unfavorable risk to predict BCR was
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PSAD >0.26HR 3.16 [95% @k 1.52-6.36}1 5:83002).  0.0082 1.55 0.76-3.15 0.2307
GS >7 1.15 0.46-2.88 0.7593 - - -
T stage >T3 4.66 2.81-7.73 <0.0001 1.64 0.74-3.65 0.2261
RM positive 4.18 2.46-7.10 <0.0001 2.09 0.99-4.42 0.0548
Unfavorable Risk ~ PZ + Post + TV2.8 cc 474 2.60-8.65 <0.0001 3.16 1.52-6.56 0.0020 *

PSA = prostate-specific antigen; PSAD = prostate-specific antigen density; GS = Gleason score; T stage = tumor
stage; RM = resection margins; PZ + Post + TV2.8 cc = tumor volume > 2.8 cc in posterior location of peripheral
zone; HR = hazard ratio; CI = confidence interval; * p-value < 0.05.

To further explore the predictive ability of the novel risk model, we divided the pa-
tients into the low-risk group, intermediate-risk group, and high-risk group according to
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the risk grouping of Pca by the American Cancer Society (ACS) [20] and validated the
predictive value of the risk models among different ACS risk groups. In the analysis of
the high-risk group, our unfavorable risk model could not predict disease progression
independently (Table 4). However, the risk factors were the only independent predictor for
PFS among patients with low to intermediate-risk groups (HR 4.43 [95% CI: 1.51-13.01],
p = 0.0068) (Table 5).

Table 4. Univariable and multivariable cox proportional hazard regression models in predictive
factors for PFS in localized Pca (high risk).

Univariable Multivariable

Cut Off HR 95% CI p Value HR 95% CI p Value
Age >67 0.76 0.40-1.47 0.4167 - - -
initial PSA >7.71 ng/mL 1.04 0.52-2.08 0.9097 - - -
PSAD >0.26 1.9 0.82—4.40 0.1326 - - -
GS >7 1.29 0.18-9.46 0.7991 - - -

T stage >T3 4.38 2.11-9.10 <0.0001 1.98 0.75-5.25 0.1701

RM positive 4.65 2.16-10.02 <0.0001 2.37 0.95-5.91 0.0649

Unfavorable Risk ~ PZ + Post + TV2.8 cc 35 1.64-7.47 0.0012 1.87 0.77-4.53 0.1653

PSA = Prostate Specific Antigen; PSAD = Prostate Specific Antigen Density; GS = Gleason Score; T stage = Tumor
Stage; RM = Resection Margins; HR = Hazard Ratio; CI = Confidence Interval.

Table 5. Univariable and multivariable cox proportional hazard regression models in predictive
factors for PFS in localized Pca (low to intermediate risk).

Univariable Multivariable
Cut Off HR 95% CI p Value HR 95% CI p Value
Age >67 1.07 0.51-2.25 0.8546 - - -
initial PSA >7.71 ng/mL 1.56 0.74-3.28 0.2458 - - -
PSAD >0.26 1.52 0.72-3.19 0.2716 - - -
GS >7 0.74 0.26-2.15 0.5855 - - -
T stage >T3 3.34 1.59-7.01 0.0015 0.97 0.28-3.38 0.961
RM positive 3.03 1.42-6.47 0.0043 1.38 0.43-4.41 0.5904
Unfavorable Risk  PZ + Post + TV2.8 cc 4.71 1.75-12.69 0.0022 4.43 1.51-13.01 0.0068 *

PSA = prostate-specific antigen; PSAD = prostate-specific antigen density; GS = Gleason score; T stage = tumor
stage; RM = resection margins; HR = hazard ratio; CI = confidence interval; PZ + Post + TV2.8 cc = tumor
volume > 2.8 cc in posterior location of the peripheral zone. * p-value < 0.05.

3.4. Risk Model to Stratify Patient Prognosis

According to our established risk model, we divided the patients into three groups
(favorable; displayed zero risk factors, moderate; displayed one or two risk factors, unfa-
vorable; displayed all three risk factors). Overall, 61, 343, and 104 patients were classified
as belonging to the favorable, moderate, and unfavorable group, respectively (Figure 3A).

The PFS curves of the three groups of patients (Figure 3B) showed that the PFS of the
unfavorable group was significantly worse than that of the moderate group (p < 0.0001)
and the favorable group (p = 0.001), while there was no significant difference between the
moderate group and the favorable group (p = 0.1150).

The median tumor volume of the three groups was 1.33 cc, 1.81 cc, and 4.92 cc,
respectively and there were significant differences between the three groups (Figure 3C).
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In addition, we analyzed the impact of tumor volume on PFS in different prostate
regions with the tumor volume of 2.8 cc as the threshold (Figure 4). The results suggested
that the PFS of tumor > 2.8 cc in the PZ is significantly worse than that of less than 2.8 cc
(Figure 4A p < 0.0001). Similar results were observed for tumors > 2.8 cc in the posterior
location (Figure 4C p < 0.0001). Of note, the 2.8 cc cutoff value in TZ also showed a
significant difference in PFS between the two groups (Figure 4B p = 0.0345). On the other
hand, the significant difference was not seen in the anterior area (Figure 4D p = 0.0873).
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together with PZ and posterior location, which distinguished PFS between different risk
groups. We believe this risk model will provide novel prognostic significance in patients
who received RP.

Previous studies showed the positive surgical margin after RP is a potential predictive
factor for BCR [21-29]. It is difficult to completely avoid the incidence of positive surgical
margins through objective methods. Several studies found that positive surgical margins
with limited length [30,31], locations [32], or quantity [33] decreased the correlation with
BCR. Another study showed that tumor volume was associated with BCR in patients who
underwent RP with negative surgical margins [34]. In addition, tumor volume and GS
were even more significant predictors for BCR than positive margins [35] and the location
of the tumor could predict the incidence of positive surgical margins [36-39]. Multivariate
analysis showed that the predictive value of our risk model was superior to the positive
surgical margin. These findings suggested that focusing on tumor volume and location,
not only resection margins will give us better prognostic information in the treatment of
localized Pca.

Regarding the prognostic significance of tumor localization, tumors originating in the
TZ have been reported to be associated with a better prognosis in comparison with those
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in the PZ [39-41]. Augustin et al. found that the location of prostate cancer in the TZ was
associated with better progression-free survival after RP (p = 0.0402) [40]. However, the
zonal location offers no advantage over the well-established prognostic factors in predicting
recurrence. Some more detailed anatomical differentiation (anterior, posterior, the apex of
prostate, bladder neck) also revealed the difference in tumor location on prognosis [42,43].
Magheli et al. found that tumors in the anterior prostate were associated with favorable
pathological features and improved biochemical-free survival, although it was not an
independent predictor of BCR [42]. There are also some studies that have concluded that
tumor location is not related to prognosis [44,45].

Tumor volume has been reported to show a significant correlation with BCR after
RP [46-50]. Generally, tumor volume < 0.5 cc has been considered as an insignificant Pca,
which has a low potential of recurrence [51]. The predictive factors for BCR in patients
with low-volume prostate cancer (<0.5 cc) have not been well studied [52]. Several reports
proposed to increase the thresholds of volume for insignificant cancer to avoid over-
treatment [14], however, other studies showed that the modified criteria had a higher risk
of BCR in Gleason 4/5 cancer [53]. The tumor volume was superior to the percentage of
cancer (tumor volume/prostate volume ratio) for predicting the prognosis after RP [54].
Different tumor volume cut-off values were proposed to determine the prognosis of Pca.
Friedersdorff et al. suggested that tumor volume > 5 cc (AUC = 0.79) was a significant
prognostic factor for BCR [55]. Another study set the cut-off values as: minimal (<1.0 cc),
middle (1.1-5.0 cc), or extended (>5.0 cc) [47]. Shin et al. divided the tumor volume into
three groups according to 2 cc and 5 cc, in multivariate analysis, recurrence-free survival
could be independently predicted [56]. The tumor volume in the surgical specimen after
neoadjuvant therapy was investigated and the study showed that patients with residual
tumors > 1.0 cc in the specimen had a higher risk of BCR [57]. Raison et al. studied
685 British patients who underwent laparoscopic and robot-assisted RP and revealed that
2.5 cc (AUC = 0.71) was the best cutoff value for predicting BCR [58]. Of note, some
studies showed that the tumor volume alone may not be able to evaluate the prognosis
of recurrence and prognosis after RP [13,59]. O’Neil et al. suggested that tumors in some
locations are larger and more likely to invade the sites that are prone to recurrence [37].
However, there have been no studies that have analyzed the prognostic value of tumor
volume combined with tumor localization.

In our study, we attempted to evaluate the potential interaction between tumor vol-
ume and location, the tumor volume cutoff value obtained by the ROC curve was 2.8 cc
(AUC = 0.69). Therefore, we used the tumor volume threshold (>2.8 cc) of the specific
location to improve the capability of our risk model. We hypothesized that the larger
tumor volume in the PZ and/or posterior of the prostate may be associated with BCR. Our
findings demonstrated that the prognostic significance of tumor volume over 2.8 cc varied
by tumor localization (Figure 4). In our model, the interaction between prostate tumor
location and volume was a promising predictor of prostate BCR. Interestingly, our risk
model was an independent predictor in patients with low and intermediate risk while it
was not in patients with high risk. Extended dissection during surgery and close follow-up
after surgery may enhance clinical benefit in patients who met our criteria.

The limitations of this study are as follows. First, our study included a single Asian
race. Compared with the western population, the Asian population has a lower incidence
and mortality of prostate cancer [60]. The tumor volume of African American men with
prostate cancer is larger than that of white men [61]. The risk of BCR in black Americans
has been reported to be 1.6 times higher than that in white Americans [62]. These results
suggested that there may be differences in clinical and pathological features between races.
Further validation of our risk model will be warranted in other patients’ cohorts. Second,
our study may need to be further investigated using genomic analysis. The previous
study has revealed that prostate cancer risk alleles are associated with prostate cancer
volume and prostate size [63]. Downregulation of PAH and AOC1 and upregulation of
DDC, LIN01436, and ORM1 were associated with the development of prostate cancer [8,64].
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Molecular and cellular biological studies are also closely related to the site of prostate
tumorigenesis [41]. Studying the specific genes behind it could improve understanding
of the region or cell-type characteristics of prostate cancer. These features account for
differences in tumor progression and invasion between different regions of the prostate [41].
The unique biological characteristics of tumor types in different prostate regions can help
guide individualized treatment and patient risk stratification. Finally, further validation
of our clinical parameters using the latest imaging system PSMA /PET [65] or artificial
intelligence system (deep learning) [66] may enhance the clinical importance of this study.

5. Conclusions

Tumor volume > 2.8 cc was an independent predictive factor for BCR in patients
who received RP. Furthermore, we established a novel risk model using tumor volume
over 2.8 cc and tumor location (PZ and/or posterior). Our risk classification could pre-
dict patient prognosis and will help us to optimize peri-operative and post-operative
treatment strategies.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/cancers14235823/s1, Figure S1: (A) Tumor volume cut off based
on the ROC curve. (B) Tumor volume based on the location; Figure S2: (A) A supplemental model
that included the 3.0 cc tumor volume as one of the factors in the risk model. (B) Risk classification
significantly differentiated the PFS between the Favorable and Unfavorable group (p = 0.0008) and the
Moderate and Unfavorable group (p < 0.0001); Figure S3: (A) A supplemental model that included
the 3.5 cc tumor volume as one of the factors in the risk model. (B) Risk classification significantly
differentiated the PFS between the Favorable and Unfavorable group (p = 0.0001) and the Moderate
and Unfavorable group (p < 0.0001).
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ABSTRACT

Amino acid transporters are responsible for the uptake of amino acids, critical for cell proliferation. L-
type amino acid transporters play a major role in the uptake of essential amino acids. L-type amino acid
transporter 1 (LAT1) exerts its functional properties by forming a dimer with 4F2hc. Utilizing this cancer-
specificity, research on diagnostic imaging and therapeutic agents for malignant tumors targeting LAT1
progresses in various fields. In hormone-sensitive prostate cancer, the up-regulation of L-type amino acid
transporter 3 (LAT3) through the androgen receptor (AR) has been identified. On the other hand, in
castration-resistant prostate cancer, the negative regulation of LAT1 through AR has been determined.
Furthermore, 4F2hc: a binding partner of LAT1, was identified as the specific downstream target of
Androgen Receptor Splice Variant 7: AR-V7. LAT1 has been suggested to contribute to acquiring castration
resistance in prostate cancer, making LAT1 a completely different therapeutic target from anti-androgens
and taxanes. Increased expression of LAT1 has also been found in renal and bladder cancers, suggesting a
contribution to acquiring malignancy and progression. In Japan, clinical trials of LAT1 inhibitors for solid
tumors are in progress, and clinical applications are now underway. This article will summarize the

relationship between LAT1 and urological malignancies.
© 2022 The Authors. Production and hosting by Elsevier B.V. on behalf of Japanese Pharmacological
Society. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/
licenses/by-nc-nd/4.0/).

1. Introduction

in essential nutrients such as carbohydrates, fats, and proteins from
the outside. Proteins are metabolized into amino acids via peptides

Living organisms require substances in order to function and, by digestive enzymes, and amino acid molecules are absorbed
ultimately, to sustain life. In particular, the organism needs to take through the epithelial mucosa of the small intestine and trans-

ferred to the bloodstream, where they undergo various metabolic
processes. The mechanism responsible for this transport is the
amino acid transporter, which contributes to maintaining biological

Abbreviations: ABC, ATP binding cassette; AR, androgen receptor; AR-V7,
androgen receptor splicing variant 7; BAT, b0 amino acid transporter; CCRC, clear
cell renal cell carcinoma; CRPC, castration resistant prostate cancer; DHT, dihy-
drotestosterone; GC, gemcitabine/cisplatin combined chemotherapy; HAT, hetero-
dimeric amino acid transporters; HSPC, hormone sensitive prostate cancer; LAT, L-
type amino acid transporter; mTOR, mammalian target of rapamycin; mTORC,
mammalian target of rapamycin complex; MVAC, methotrexate/vinblastine/doxo-
rubicin/cisplatin combined chemotherapy; PSMA, prostate specific membrane an-
tigen; SLC, solute carrier.

* Corresponding author. Chiba University Graduate School of Medicine, 1-8-1
Inohana, Chuo-ku, Chiba City, Chiba 260-8670, Japan.
E-mail address: rbatbat1@gmail.com (S. Sakamoto).
Peer review under responsibility of Japanese Pharmacological Society.

https://doi.org/10.1016/j.jphs.2022.10.002

functions. Amino acid transporters play a role in maintaining cell
survival by transferring amino acids, which are essential for living
organisms, into cells and maintaining tissue specificity by trans-
porting them in a particular direction.! The amino acids taken up
are used for protein biosynthesis, activation of the mTOR
(mammalian target of rapamycin) pathway, an important signal for
cell growth and proliferation, and maintenance of redox reactions
and homeostasis in cells.>>

Amino acid transporters can be broadly classified into the ABC
(ATP binding cassette) family and SLC (solute carrier) family. The

1347-8613/© 2022 The Authors. Production and hosting by Elsevier B.V. on behalf of Japanese Pharmacological Society. This is an open access article under the CC BY-NC-ND

license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
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ABC family transports ATP by co-benefiting and utilizing its energy
and 7 subgroups have been identified in humans. The SLC (solute
carrier) family transports without conjugating with ATP. L-type
amino acid transporter 1: LAT1 (SLC7ZA5), which is the subject of this
paper, can be classified as a solute carrier: SLC, and SLCs are further
classified into families with different exchange substrates and
localization and perform various functions.

Metabolism occurs in cancer cells as it does in normal tissues,
but more nutrients may be required to compensate for changes in
the surrounding environment and the frequency of cell growth. In
Japan, a phase Il clinical trial of JPH203, a selective inhibitor of LAT1,
is underway in biliary tract cancer.

In this article, we report the physiological functions of amino
acid transporters and their relevance to malignancies, especially
urological cancers, focusing on LAT1, which is upregulated in ma-
lignant tumors.

2. Biological functions of LATs amino acid transporter and
cancer

LAT1 is an ATP-independent, sodium-independent, 12-fold
transmembrane amino acid transporter belonging to the SLC7
family. It has been reported to cause decreased leucine uptake and
cell proliferation in LAT1 knockout cells.* Therefore, it is thought
that the exchange substrate transports a wide range of essential
amino acids, mainly leucine.”®

The SCL7 family described above consists of L-type amino acid
transporters: LAT (SLC7A5-13, SLC7A15) and cationic amino acid
transporters: CAT (SLC7A1-4, SLC7A14). Among these, LAT forms a
heterodimeric amino acid transporter complex: HATC and consti-
tutes its light subunit.'*~16

LAT1 (17), L-type amino acid transporter 3: LAT3 (SLC43A1),'® and
system ASC transporter 2: ASCT2 (SLC1A5)'° have been reported to
be upregulated in tumor cells.> 2 Gastrointestinal malignancies,
breast cancer, prostate cancer, renal cancer, bladder cancer, lung
cancer, glioma, endometrial cancer, and pancreatic cancer, have been
identified to express a high level of LAT14%723730 (Table 1).

Leucine, a major exchange substrate of LAT, is an essential amino
acid and one of the signal regulators of mTORC1 (mammalian target
of rapamycin complex 1). mTORC1 is known to regulate mRNA
translation,>' ribosome biogenesis by regulating rRNA transcrip-
tion,*” and autophagy, and thus plays a role in regulating protein
synthesis and cell proliferation.

LAT3 and LAT4 have been found to have fewer exchange sub-
strates than LAT1 and LAT2 (18, 33) (Table 1).

3. Heterodimeric amino acid transporters

Some members of the SLC7 family form heterodimeric amino
acid transporters (HATs). These include a 14-transmembrane
cationic amino acid transporter and a 12-transmembrane hetero-
dimeric amino acid transporter."* LAT1 is disulfide-linked to the
SLC3 family members 4F2hc (4F2 heavy chain: SLC3A2).
BAT1(SLC7A9) is disulfide-linked to rBAT (related to b0 amino acid
transporter: SLC3A1)* (Fig. 1). Heterodimeric amino acid trans-
porters have the structural feature of being composed of a light
subunit and a heavy subunit, which form a dimer through disulfide
bonds. This morphological feature is thought to enable the locali-
zation of LAT1 on the plasma membrane, which cannot be achieved
by LAT1 alone. As an example, it has been reported that in the
absence of 4F2hc, LAT1 exists inside the cell, but in the presence of
4F2hc, it moves to the cell surface by forming HATs.>®

Although LAT1 and L-type amino acid transporter 2: LAT2 can
transport leucine by themselves, their substrate affinity and spec-
ificity have also been found to be regulated by 4F2hc.>” Because of
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this property, HATs are also thought to be involved in the patho-
genesis of aminoaciduria (cystinuria, lysinuria), tumor cell prolif-
eration, and glial tumor invasion 82224353839 (Taple 2).

4. Relationship between LAT1 and LAT2

Both LAT1 and LAT2 are sodium-independent amino acid
transporters that form HATs through disulfide bonds with 4F2hc.
LAT1 and LAT2 have similar functions due to the commonality of
their exchange substrates, but LAT2 is thought to have a broader
range of exchange substrates. In addition, LAT2 is distributed in the
proximal tubules of kidneys and small intestinal epithelium and is
involved in the uptake and reabsorption of amino acids from the
body.*4! On the other hand, the expression of LAT1 in normal
tissues can be observed in the brain, testis, and placenta.'’4>43
Although LAT2 is commonly expressed in the brain, testis, and
placenta, it is also involved in the absorption and reabsorption of
amino acids, suggesting that LAT2 is mainly responsible for the
uptake of amino acids from outside the body and LAT1 is mainly
responsible for the uptake of amino acids into specific cells.

In another aspect, LAT1 is known to be upregulated in various
tumor cells and has been reported to be a poor prognostic factor,
while LAT2 has been reported to be less distributed in malignant
tumors and more distributed in normal tissues. Therefore, it is
possible that LAT1 and LAT2 have a tumor type and a normal tissue
type property, respectively'” (Fig. 2).

5. LAT1 and 4F2hc characteristics

Tumor cells require increased uptake of glucose and amino acids
for their biosynthesis, related to their rapid growth and changes in
the surrounding environment.** In amino acids, increased expres-
sion of amino acid transporters in tumor cells has been observed in
various cancer types.

The exchange substrate of LAT1 is an essential amino acid, and
when a single molecule of amino acid is taken into the cell, gluta-
mine is transported out of the cell instead.*” However, since
glutamine is required for ATP production in tumor cells, high
expression of ASCT2 (SLC1A5), a sodium-dependent neutral amino
acid transporter that can take glutamine into the cell, allows tumor
cells maintenance of intracellular glutamine levels.?® This gluta-
mine is used for ATP production and prevents the depletion of the
exchange substrate of LAT1 (Fig. 3).

4F2hc functions as a heavy subunit of the transporter complex
and plays a role in the localization and stabilization of LAT1 on the
plasma membrane and as an enhancer of integrin signaling.'*>~>°
4F2hc deficiency results in the loss of intracellular amino acid
pools, including leucine and arginine, which are active factors of
mTOR kinase,*®°! and increased oxidative stress, DNA damage, and
radiosensitivity in head and neck squamous cell carcinoma cells."!

6. Application of LAT1 to diagnostic imaging

The increased expression of LAT1 in tumor cells has been
studied for the detection of malignant tumors by imaging
diagnosis. FDG-PET, which is currently used in clinical practice, is
an imaging diagnosis in which the glucose that tumor cells
consume in large amounts is radiolabeled (18F-FDG: 18-
fludeoxyglucose) the presence or absence of accumulation is
confirmed. However, the accumulation of FDG is not specific to
malignant tumors but also occurs in areas with high physio-
logical accumulation, such as the brain, and inflammatory cells,
making differential diagnosis often tricky. In evaluating malig-
nant tumors of the urinary tract, FDG is excreted in the urine.
Thus, hyperaccumulation around the urinary tract often masks
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Table 1
LAT expression and function.

protein gene substance selectivity expression pattern subtype

LAT146:7:23-30 SLC7A5 broad (Leu, Ile, Phe, Met, Tyr, His, Try, Val) cancer system L1
testis
brain
ovary
placenta
spleen
colon
blood brain barrer
fetal liver
LAT2!7:29.36:39.40-42 SLC7A8 broad (Gly, Ala, Ser, Thr, Cys, Asn, Gln, Met, kidney system L1
Leu, lle, Val, Phe, Tyr, Trp, His) testis
prostate
small intestine
lung
heart
spleen
liver
brain
placenta
ovary
fetal liver
muscle
LAT3!8:23.58 SLC43A1 narrow (Leu, Ile, Val, Phe, Met) prostate system L2
liver
muscle
kidney
placenta
LAT4>® SLC43A2 narrow (Leu, Ile, Val, Phe, Met) kidney system L2
placenta
peripheral blood leukocytes
small intestine

renal, pelvis, ureteral, bladder, and prostate cancers. In addition, Imaging diagnosis targeting amino acids instead of glucose is
the detection rate of prostate cancer is estimated to be even being studied. In 2016, the U.S. FDA approved FACBC PET labeled
lower because of the weak accumulation of FDG. with 18-F on ACBC (Aminocyclobutane carboxylic acid), taken
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Fig. 1. Scheme shows the representation of LAT1/4F2hc complex. The structures of the LAT1 and 4F2hc heterodimers on the plasma membrane are shown in simplified form: LAT1
is a 12-fold transmembrane amino acid transporter that serves as the light chain of the dimer; 4F2hc is a single-fold transmembrane amino acid transporter that forms a dimer with
LAT1 by disulfide bonds.
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Table 2
Examples of heterodimeric amino acid transporters.
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heavy chain (gene) light chain disease expression pattern
rBAT (SLC3A1)'%34 b (0,4+)-AT1 (SLC7A9) cystinuria kidney

intestine

liver

pancreas

4F2hc (SLC3A2)!246:59 LAT1 (SLC7A5)

y + LAT2 (SLC7A6)
y + LAT1 (SLC7A7)
LAT2 (SLC7A8)
ASC1 (SLC7A10)

XCT (SLC7A11)

cancer ubiquitous (depend on the light chain)

RNA expression in cancer
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Fig. 2. The expression of LAT1, LAT3, and 4F2hc in tumor cells is shown, and LAT1 expression is more upregulated in many tumors than LAT3, which is the reason why LAT1 may be
the tumor cell type amino acids transporter. However, in prostate and testicular cancers, LAT3 is expressed to the same extent. There may be differences in expression depending on
hormone sensitivity in prostate cancer and histology in testicular cancer. Reference: the protein atlas (https://www.proteinatlas.org/).

into the body as an amino acid but is not metabolized intra-
cellularly and does not degrade image quality, for the evaluation
of recurrence of prostate cancer. Although FACBCs were expected
to be taken up into cells by amino acid transporters, it was later
found that their main bodies were actually LAT1 and ASCT2,?
which is consistent with the increased expression of LAT1 in
prostate cancer, as will be discussed later. It should also be
noted that PSMA-PET, which uses ligands that bind to PSMA
(prostate-specific membrane antigen), is applied in prostate
cancer, but is entirely different from PET which targets amino
acid transporters.

In addition, the construction of diagnostic imaging systems
targeting LAT1, such as 18-FMT (18-F-a-methyltyrosine), which has
higher malignancy specificity, has been proposed, and the useful-
ness of cancer-specific accumulation in patients with advanced
lung cancer and esophageal cancer has been proposed.”*>*
Furthermore, 18F-FBPA (4-borono-2-18F-i-phenylalanine), which
also targets LAT1, significantly reduced accumulation in inflam-
matory cells, which is often a problem with FDG, albeit in vitro.>® In
Japan, a phase I study of a nuclear medicine test targeting LAT1
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using F-18 NKO-035, which is a PET probe with high selectivity for
LAT1, has been completed. Its clinical application will be evaluated
through further studies.

Thus, the high expression of LAT1 in tumor cells will enable new
imaging modalities and may change the existing diagnostic pro-
tocols, such as FACBC PET in locally treated prostate cancer.

7. LAT1 targeting cancer therapy

As mentioned above, LAT1 is abundantly expressed in tumors
and contributes significantly to the survival of tumor cells. Research
on therapeutic drugs that target LAT1 for cancer control is also
underway.

BCH (2-aminobicyclo-(2,2,1)-heptane-2-carboxylic acid) is a
selective inhibitor of the L-type amino acid transporter and has
been found to inhibit cell growth and proliferation by blocking
leucine uptake into cells, as well as inducing apoptosis.* Triiodo-
thyronine and thyroxine have also been reported to inhibit LAT1-
mediated phenylalanine incorporation into cells.”®
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Fig. 3. Scheme shows the substances of LAT1/4F2hc. LAT1 is sodium-independent and
transports a single molecule of glutamine out of the cell, and at the same time takes up
large side-chain neutral amino acids such as leucine, histidine, methionine, isoleucine,
valine, phenylalanine, tyrosine, and tryptophan into the cell.

Considering that LAT1 is more abundantly expressed in tumor
cells, it can be expected that selective inhibition of LAT1 among L-
type amino acid transporters will result in more minor damage to
normal cells. JPH203 ((S)-2-amino-3-(4-((5-amino-2- phenylbenzo
[d]oxazol-7-yl)methoxy)-3,5-dichlorophenyl)) is a selective inhib-
itor of LAT1 and has been reported to inhibit tumor cell growth in a
concentration-dependent manner by inhibiting leucine uptake.’
Phase 1 clinical trials of JPH203 for solid tumors have been
completed in Japan, and its safety and tolerability have been
confirmed. In addition, long-term responses in biliary tract cancer
patients were confirmed in this study, and anti-tumor effects are
expected.”® A phase Il study in biliary tract cancer is currently
underway.

8. LAT1 and urological cancer
8.1. LAT1 in prostate cancer

There have been significant changes in the treatment of prostate
cancer in recent years. In addition to primary hormone therapy,
known as vintage hormone therapy, early administration of novel
androgen receptor inhibitors for high-risk hormone-sensitive
prostate cancer has been established. However, prostate cancer is
known to progress to castration-resistant prostate cancer under
androgen deprivation therapy, and the sequential therapy is still
unclear.

LAT1 expression intensity is significantly correlated with the
prognosis of prostate cancer patients and the Gleason score, and its
potential as a biomarker for prostate cancer has been explored, and
the relationship between prostate cancer and LAT1 has been clar-
ified.”” In addition, LAT1 expression is upregulated in castration-
resistant prostate cancer cells compared to hormone-sensitive
prostate cancer cells, and knockdown of LAT1 inhibits cancer cell
proliferation, migration, and invasion.® In addition, in multivariate
analysis, LAT1 expression has been reported to be an independent
prognostic factor for castration-resistant prostate cancer.®

It has been reported that LAT3 expression is upregulated in
hormone-sensitive prostate cancer cells before acquiring castration
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resistance.’® Thus, it has been reported that androgen receptor (AR)
increases LAT3 expression, while LAT3 expression is decreased and
LAT1 expression is increased in castration-resistant prostate cancer
that has acquired resistance after AR inhibition (Fig. 4).

As there are various factors, expression of androgen receptor
splicing variant-7: AR-V7 leads hormone-sensitive prostate cancer
to progress to castration-resistant prostate cancer under androgen
deprivation therapy. One of the specific target genes of AR-V7 is
SLC3A2, which encodes 4F2hc.%0 1t suggests a link between the
acquisition of castration resistance and the expression of the LAT1
coactivator.

Although there are various treatments for castration-resistant
prostate cancer, they all have limited efficacy. In addition, drugs
that target androgen receptors may cause early resistance to these
drugs due to the increased expression of AR-V7.°! The introduction
of drugs that do not target the androgen receptor, such as the PARP
inhibitor (Olaparib) for BRCA mutation-positive unresectable
prostate cancer, a new drug for prostate cancer currently approved
in Japan, may change the treatment of prostate cancer.

8.2. LAT1 in bladder cancer

The 5-year survival rate of stage IV bladder cancer is 19%
(2012—2013 data of Japan), and it is not a malignant tumor with a
good prognosis, so a therapeutic agent with an unprecedented
mechanism of action is desirable.

In the treatment of advanced bladder cancer, cisplatin-based
chemotherapy (GC: gemcitabine/cisplatin, MVAC: methotrexate/
vinblastine/doxorubicin/cisplatin), which was introduced in the
1980s, is still used as the primary treatment until pembrolizumab,
an anti-PD-1 antibody, was validated as second-line therapy in
2017.5%63 Furthermore, in 2020, avelumab is approved as mainte-
nance therapy for first-line treatment, and bladder cancer treat-
ment is undergoing significant changes.®*

In human bladder cancer tissues, LAT1 and 4F2hc are highly
expressed compared to normal cells,**> and siLAT1 and JPH203, a
selective LAT1 inhibitor, inhibit cell proliferation, migration, and
invasion in bladder cancer cell lines.®® In addition, multivariate
analysis showed a significant reduction in overall survival in cases
with high expression of LAT1, which correlated with a higher grade
of pathological T classification and tumor grade.%”> Furthermore,
insulin-like growth factor-binding protein-5 (IGFBP-5) was identi-
fied as a downstream target of JPH203%.

8.3. LAT1 in renal cancer

The kidney contains a variety of transporters that maintain
physiological functions such as reabsorption and excretion. As for
amino acid transporters, LAT2 is expressed in the proximal tubule
and is responsible for the reabsorption of amino acids.®®

Regarding the relationship between LAT1 and renal cancer, it
has been found that the expression of mRNA in tumors of the clear
cell renal cell carcinoma: CCRC is increased compared to normal
tissues and that the expression of LAT2 and LAT3 is decreased
compared to normal tissues.?>

In a retrospective analysis, immunostaining of CCRC showed
that the expression of LAT1 was increased compared to normal
tissues,®” and the overall survival rate and progression-free survival
rate were significantly decreased in the group with high expression
of LAT1 (23, 67). It was also reported that JPH203 decreased the
leucine uptake rate of renal cancer cells and inhibited cell prolif-
eration, migration, and invasion in renal cancer cell lines.®’

An association between LAT1 mRNA expression and malignancy
has also been suggested, with the highest expression in grade 3
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Fig. 4. Scheme shows the association of LATs and prostate cancer. The association of hormone-sensitive prostate cancer (HSPC) and castration-resistant prostate cancer (CRPC) with
LAT is shown. In untreated HSPC, testosterone is metabolized by 5-alpha reductase to dihydrotestosterone (DHT), which binds to the androgen receptor (AR), forms a dimer, enters
the nucleus, and drives LAT3 transcription, resulting in increased LAT3 expression, and contributes to the activation of the mTOR pathway. When hormone therapy is used as a
treatment, testosterone disappears, i.e., castration occurs, and ARs that no longer bind DHT mutate, amplify, and form splicing variants. In particular, AR-V7 is able to enter the
nucleus without testosterone stimulation, and 4F2hc is present in its downstream signaling. In addition, the depletion of leucine from the cells, which LAT3 took up, leads to the loss
of elF2 repression and the entry of ATF4 into the nucleus. It increases the expression of LAT1, and LAT1 and 4F2hc form a dimer, which allows leucine to enter the cell and promotes

tumor cell growth. Reference:®®

nephrectomy specimens and higher expression in the pT3-4 group
compared to the pT1-2 group.”®

Since the relationship between LAT1 and renal cancer remains
unresolved, further analysis is warranted.

9. Conclusion

Although the relationship between malignancy and LAT1 has
become clear in recent years, there are still many unanswered
questions in urology. In addition, although there are a significant
number of basic analyses, there are still few clinical reports.

The treatment of urological malignant tumors is in the midst of a
transition from cell-killing anti-cancer drugs to the era of newer
therapies represented by molecularly targeted drugs and immune
checkpoint inhibitors. In prostate cancer, treatment options have
expanded from classical hormone therapy and anti-cancer drugs to
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novel hormone drugs and PARP inhibitors that target BRCA1/2
mutations.

LAT1 is involved in the growth and proliferation of malignant
tumors at a completely different mechanism than conventional
diagnostic and therapeutic targets. In other words, LAT1 is a useful
target molecule for diagnostic imaging and therapy. Thus, LAT1
may cause a paradigm shift in cancer diagnosis and therapy.
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Simple Summary: LAT1-4F2hc complex is an important amino acid transporter. It mainly transports
specific amino acids through the cell membrane, provides nutrition for cells, and participates in a
variety of metabolic pathways. LAT1 plays a role in transporting essential amino acids including
leucine, which regulates the mTOR signaling pathway. However, the importance of SLCs is still not
well known in the field of urological cancer. Therefore, the purpose of this review is to report the role
of the LAT1-4F2hc complex in urological cancers, as well as their clinical significance and application.
Moreover, the inhibitor of LAT1-4F2hc complex is a promising direction as a targeted therapy to
improve the treatment and prognosis of urological cancers.

check for . . . . . . .
updates Abstract: Tumor cells are known for their ability to proliferate. Nutrients are essential for rapidly

. growing tumor cells. In particular, essential amino acids are essential for tumor cell growth. Tumor
Citation: Zhao, X.; Sakamoto, S.;

Maimaiti, M. Anzai, N.; Ichikawa, T. cell growth nutrition requires the regulation of membrane transport proteins. Nutritional processes

Contribution of LAT1-4F2hc in
Urological Cancers via Toll-like

Receptor and Other Vital Pathways.

require amino acid uptake across the cell membrane. Leucine, one of the essential amino acids, has
recently been found to be closely associated with cancer, which activate mTOR signaling pathway.
The transport of leucine into cells requires an L-type amino acid transporter protein 1, LAT1 (SLC7A5),

Cancers 2022, 14,229. https://
doi.org/10.3390/ cancers14010229

which requires the 4F2 cell surface antigen heavy chain (4F2hc, SLC3A2) to form a heterodimeric
amino acid transporter protein complex. Recent evidence identified 4F2hc as a specific downstream
Academic Editor: David Wong target of the androgen receptor splice variant 7 (AR-V7). We stressed the importance of the LAT1-
4F2hc complex as a diagnostic and therapeutic target in urological cancers in this review, which
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covered the recent achievements in research on the involvement of the LAT1-4F2hc complex in
urinary system tumors. In addition, JPH203, which is a selective LAT1 inhibitor, has shown excellent
inhibitory effects on the proliferation in a variety of tumor cells. The current phase I clinical trials
Publisher’s Note: MDPIstays neutral  of JPH203 in patients with biliary tract cancer have also achieved good results, which is the future
with regard to jurisdictional claims in  research direction for LAT1 targeted therapy drugs.
published maps and institutional affil-
iations.
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s _ 1. Introduction
This article is an open access article

Continuous proliferative signaling is the main feature of malignant tumors [1]. These
signals trigger tumor cells to divide, causing tumor cells to grow rapidly in an uncontrol-
lable way. Among all of these nutrients, Eagle discovered in 1955 that essential amino acids
(EAA) were required for cell growth in vitro [2]. Later, studies found that the uptake of EAA
40/). in malignant tumor cells was higher than in normal tissues [3-5]. After being delivered into
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the cells, these amino acids were utilized to make proteins, nucleic acids, lipids, and ATP.
Cancer cells have higher up-regulated transporters that facilitate the entrance of exogenous
amino acids into cells, compared to normal cells, and the steady acquisition of amino
acids by cancer cells is important for cancer growth [6]. HATs (heteromeric amino acid
transporters) are a special type of solute transporter. They are made up of two subunits, one
heavy and one light, that are linked by a conserved disulfide bond [7]. The heavy subunit
is a member of the SLC3 family, whereas the light subunit belongs to the SLC7 family.

The SLC3 family now includes two glycoproteins (rBAT (SLC3A1)) and 4F2hc (SLC3A2,
also known as CD98) [7]. Heavy subunits of the SLC3 family, such as 4F2hc, were discovered
in 1998 and are necessary for the proper trafficking of the heterodimer to the plasma
membrane [8].

Regarding the SLC7 family, Kanai first isolated a cDNA from rat C6 glioma cells
through expression cloning in 1998. The cDNA encodes a new Na +-independent neutral
amino acid transporter called LAT1 [9]. In 1999, Kanai’s team further isolated a cDNA
from the rat small intestine, which encodes another transporter called LAT2 [10]. The
former two proteins belong to the solute carrier family 7 (SLC7). After that, LAT3 [11] and
LAT4 [12] were gradually discovered. These two belong to the SLC43 family. The L-type
amino acid transporter, which consists of all former four subunits (LAT1-4), is an important
pathway for EAA to enter the cell. Subsequently, Wang found that (18) F-labeled fluoroalkyl
phenylalanine derivatives as PET tracers were more likely to bind to LAT1 in tumors, and
the specific accumulation of this tracer in tumor cells suggested that LAT1 was expressed
in a large number of malignant tumors, thus preliminarily revealing the close relationship
between LAT1 and malignant tumors [13]. In 2016, U.S. Food and Drug Administration
approved trans-1-amino-3-18F-fluorocyclobutanecarboxylic-acid (anti-[18F]-FACBC) PET
for the detection of prostate cancer in patients with elevated prostate-specific-antigen
following curative treatment [14]. LAT1 is known to be the primary target of FACBC [15].
The usefulness of LAT1 in PET imaging has already been validated in clinical practice.

In a previous extensive review, Wang reported that among the four LAT transporters,
LAT1 (SLC7AD5) is overexpressed in various cancers, which is more widespread than the
other three LAT transporters [3]. Subsequent research intensified and found that the
complex composed of 4F2hc and LAT1 played play a key role in the occurrence and
development of multiple human tumors. How to block the transport of nutrients by
HATs to malignant tumor cells to achieve the purpose of inhibiting the occurrence and
development of malignant tumor cells is an attractive research topic.

However, the importance of SLCs is still not well known in the field of urological
cancer. In particular, LAT1 is a target of FACBC PET [15], which has important imaging
implications in prostate cancer, following PSMA PET. Recently, 4F2hc, which binds to
LAT1, has been identified as a specific downstream signal of AR-V7, a cause of castration
resistance [16]. JPH203, a specific inhibitor of LAT1, has already completed Phase I clinical
trials in Japan and may be applied to prostate cancer in the future [17].

Therefore, in this review, we summarized the latest advances in research on the role of
the LAT1-4F2hc complex in urinary system tumors and emphasized the importance of the
LAT1-4F2hc complex as a diagnostic and therapeutic target in urinary system tumors.

2. LAT1-4F2hc Complex and Structural Characteristics

LAT1 is made up of two layers of 12 putative transmembrane segments (TMs). TM1,
TM3, TM6, TM8, and TM10 make up the inner layer, which is encircled by the outer layer.
The outer layer is made up of TM2, TM4, TM5, TM7, TM9, TM11, and TM12. LAT1’s N-
and C-terminal ends are intracellularly localized, whereas 4F2hc’s N- and C-terminal ends
are intracellularly and extracellularly localized. The contact between 4F2hc and LAT1 is
limited to one side of LAT1, while TM1 and TM6 of LAT1 are construction switches, which
are essential for the alternate entry transport mechanism of the LeuT-fold transporters,
and their positions are far away from the coordination of 4F2hc. Therefore, 4F2hc seems
to stabilize the scaffold domain of LAT1 in the membrane, which may contribute to the
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local conformational shift of gating elements (such as TM1, TM2, TM6, and TM10) during
alternate entry cycles [18-20] (Figure 1A-C).

Figure 1. Structure of LAT1-4F2hc Complex: (A) Hypothetical model of the complex of LAT1 and
4F2hc; (B) LAT1 has 12 transmembrane units, while 4F2hc has only one. The two are covalently
connected by disulfide bonds; (C) FIG1 (C) Images created using Mol*, the PDB ID: 6IRS, Structure of
the human LAT1-4F2hc heteromeric amino acid transporter complex. [19], Mol* (D. Sehnal, S. Bittrich,
M. Deshpande, R. Svobodova, K. Berka, V. Bazgier, S. Velankar, S.K. Burley, J. Ko¢a, A.S. Rose (2021)
Mol* Viewer: modern web app for 3D visualization and analysis of large biomolecular structures.
Nucleic Acids Research. doi: 10.1093 /nar/gkab314 [21]), and RCSB PDB.

According to the structure of LAT1-4F2hc heterodimeric amino acid transporter protein
complex, 4F2hc had only one transmembrane helix that seemed to be unable to form a
transmembrane transporter pore. It shows that 4F2hc has a lack of amino acid transport
activity. In contrast, LAT1 shows a typical membrane transport protein helical bundle
structure. That is the reason why past studies have reported that LAT1 is the only sole
transport-competent unit, and 4F2hc does not play any significant role in the internal
transport function [22]. Now, there are different views about it. Glycoprotein 4F2hc acts
as a molecular chaperone to make LAT1 the final location on the cell membrane [23]. In
the absence of 4F2hc, LAT1 is present in the intracellular compartment, while 4F2hc can
independently reach the plasma membrane [8,23]. In the presence of LAT1, the surface
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expression pattern of 4F2hc changes, restricting it to cell-cell adhesion sites [23]. 4F2hc
is necessary for the transport of LAT1 to the plasma membrane, and LAT1 is believed to
determine the transport properties of heterodimers. It is obvious that LAT1 and 4F2hc
cannot work alone without each other. Meanwhile, in many forms of cancer, increased
4F2hc expression levels have been linked to a worse prognosis in several studies [24-27].
The most critical structure involved in the interaction of the complex is the disulfide bond
between the two proteins [8,23]. The functional role of the disulfide bond is still unclear. It
does not seem to be involved in the ectopic of the two proteins to the membrane, nor in
the transport of amino acids. However, recent studies have shown that disulfide bonds are
important for regulating 4F2hc-related cation channels [28].

LAT1-4F2hc heterodimeric amino acid transporter protein complex is a transmembrane
transporter that independent of Na+ and pH. It imports large neutral amino acids (such as
leucine and phenylalanine) for intracellular amino acid exchange (e.g., glutamine) [7,29],
which are abundant in cells that require a constant supply of amino acids, such as nerve
cells, activated T cells, placental cells, glial cells, and blood-brain barrier (BBB) endothelial
cells [9,30,31]. In BBB, LAT1-4F2hc complex is stereospecific (L > D) [32]. Compared with
LAT1 in peripheral tissues [33], it has a higher affinity for amino acids. Studies have shown
that the affinity of LAT1 to intracellular amino acids is higher than that of extracellular
amino acids, demonstrating that the quantity of intracellular substrate regulates LAT1
transport rate [34]. Due to its own transport characteristics, the LAT1-4F2hc complex
often plays a key role in drug absorption, distribution and toxicity by mediating drug
transmembrane transport, and often represents unexpected off-target of drugs [35].

3. LAT1/4F2hc and Human Diseases (Pain & Inflammation)

Existing studies have found that LAT1-4F2hc complex is widely associated with
human diseases, such as inflammation, pain, hypoxia, and tumors [36-38].

Inhibition of LAT1 eliminated mTORC1 activation, plasmablast differentiation, and
CpG (toll-like receptor TLR ligand)-stimulated B cell production of IgG and inflammatory
cytokines. The influx of L-leucine through LAT1 regulates the activity of mTORC1 and
the immune response of human B cells [37,38]. Among the most common nociceptive
pathways, LAT1 may be a feasible new target for pain. LAT1 expression and regulation
link it to key cell types and pathways related to pain. LAT1 regulates the Wnt/frizzled/f3-
catenin signal transduction pathway. The LAT1-4F2hc complex may also be involved in
pain pathways related to T cells and B cells. The expression of LAT1 induces the activation
of the mammalian target of rapamycin (mTOR) signal axis, which is related to inflammation
and neuropathic pain. Similarly, hypoxia and tumors can induce the activation of hypoxia-
inducible factor 2, which not only promotes the expression of LAT1 but also promotes the
activation of mTORC1 [36]. As the common node of the T cell, B cell, and mTOR pathway,
LAT1-4F2hc plays a vital role in human diseases. It has also received increasing attention
as an important target for autoimmune diseases, chronic pain diseases, and tumors.

4. LAT1/4F2hc and Tumors

Many tumor cells lines [39-41] and human malignancies, such as breast, prostate, lung,
colorectal, and gliomas [42-47], have high levels of LAT1 expression. In these tumors, LAT1
plays an important role in growth and survival. RNA interference (RNAi) [44,48-51] and
genetic disruption by zinc fingers nucleases-mediated [52] LAT1-knockout in cancer cells
caused that leucine absorption and cell proliferation were both inhibited. As a result, LAT1
is being evaluated as a potential therapeutic target for reducing cancer cell growth and
proliferation [53,54].

Similarly, in human neoplasms such as prostate cancer, gastric cancer, lung pleomorphic
carcinoma, and neuroendocrine carcinoma, 4F2hc expression is upregulated [24,27,41,55].
Increased 4F2hc expression is linked to a worse chance of survival, cell proliferation, and
metastasis [56]. Since 4F2hc binds with LAT1 on the membranous surface of cancer cells,
these results are not difficult to understand.
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The LAT1-4F2hc complex is also closely related to tumor glutamine metabolism. The
amount of glutamine required by cancer cells exceeds the supply produced by endogenous
synthesis, resulting in the up-regulation of glutamine metabolism in many carcinogenic
changes. LAT1-4F2hc complex controls the flux of glutamine and other amino acids
involved in glutaminolysis and glutamine-regulated homeostasis [35]. LAT1-4F2hc complex
exchanges GIn for leucine and other amino acids, which can lead to mTOR activation.

By influencing the mammalian target protein of rapamycin complex 1 (mTORC1), the
amino acid leucine has been demonstrated to increase protein synthesis and accelerate cell
development, whereas LAT1 has been linked to mTORC1 signaling and, as a result, cancer
progression [6,57].

In cancer cells, however, LAT1 not only boosts mTORC1 activity but also enhances
MYC and EZH?2 signaling. Through the AKT, MAPK, and cell-cycle related P21 and P27
signal pathways, 4F2hc has been demonstrated to affect cancer cell proliferation. The
expression of 4F2hc and LAT1 is reportedly codependent, and the downregulation of either
subunit destabilizes the partner [8]. (Figure 2, Table 1).

Figure 2. The Major Signaling Pathways Affected by LAT1-4F2hc Complex: The LAT1-4F2HC
complex not only enhances mTORC1 activity but also enhances MYC and EZH2 signaling pathways.
Moreover, it can affect the proliferation of cancer cells through AKT, MAPK and cell cycle-related P21
and P27 signaling pathways.
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Table 1. LAT1-4F2hc and Common Tumors.

Downstream Effects of

Cancer Types Cell Lines LAT1/4F2hc Other Related Factors References
Mice with smaller tumors, lower
leucine absorption, lower Ki-67, VEGEF,
A549, mTORCT1 activity, amino acid CD31, CD34,
NSCLC H1299 stress, lower proliferation, and HIF-1a, mTOR, [27,52,58-63]
lower EZH2 expression ASCT2
and activity
SGC-7901,
. MKN-45 Deceases in proliferation .
% 7 4 - —
%: Gastric cancer MGC-803, migration and invasion Ki-67 [25,64-69]
g CRL-5974
O . . .
& Pancreatic cancer MIA, Reddl:si:t;;):sselsni:l iglli{f(;:aiicsglty Ki-67, VEGF, [50,70-74]
& Paca-2 'p . c-Myc, CD147 ’
<5 and angiogenesis
i
H . .
= . KKU-MO055, JPH203 first in human phase I . .
= Biliary tract cancer KKU-M213 clinical trial. Well-tolerated. Ki-67 [75-81]
SKOV3,
. IGROV], . . . ASCT2, SN2,
Ovarian cancer A2780, Decreases in proliferation p70S6K, LAT2 [82-85]
OVCAR-3
Breast cancer & MCE-7, ADS, HER2,
TNBC ZR-75, Decreases in proliferation TN, Ki-67, [45,86-90]
MDA-MB-232 ER, PgR

5. LAT1/4F2hc and Urological Tumors
5.1. LAT1/4F2hc and Prostate Cancer

LAT1-4F2hc complex plays an important role in growth and survival in PCa cells.
Sakata used LAT1 as a biomarker for highly malignant prostate cancer in 2009 [47]. The
increased expression of LAT1 in prostate cancer is a new independent biomarker of high ma-
lignancy that can be used to estimate prognosis in conjunction with the Gleason score [47].

Trans-1-amino-3-18F-fluorocyclobutanecarboxylic-acid (anti-[18F]-FACBC) is an amino
acid PET tracer, which shows good prospects in visualizing PCa [91]. The tracer is used
for the evaluation of l-amino acid transport, LAT1 is known to be the primary target of
FACBC [15]. In 2016, 18F-FACBC has been approved by the US Food and Drug Administra-
tion (FDA) and the European Commission (EC) to detect PCa in patients with elevated PSA
after previous treatments [14]. Approval is based on encouraging diagnostic performance
and histologically confirmed data from patients with biochemical relapse [92]. Recently,
it was included in the National Comprehensive Cancer National (NCCN) guidelines for
the treatment of patients with recurrent PCa. The usefulness of LAT1 in PET imaging has
already been validated in clinical practice.

Wang reported [57] that when LAT activity was inhibited, activating transcription
factor 4-mediated overexpression of amino acid transporters such as ASCT1, ASCT2, and
4F2hc occurred, all of which were regulated by the androgen receptor. LAT suppression
inhibited M-phase cell cycle genes regulated by E2F family transcription factors, includ-
ing UBE2C, CDC20, and CDK1, which are important castration-resistant prostate cancer
regulators. In silico analysis of BCH-downregulated genes revealed that in metastatic
castration-resistant prostate cancer, 90.9 percent are statistically significantly upregulated.
Finally, in vivo, LAT1 knockdown decreased tumor development, cell cycle progression,
and spontaneous metastasis in xenografts [57].

Patel studied the functional characterization and molecular expression of large neutral
amino acids of LAT1 in prostate cancer PC-3 cells [93]. It proves that LAT1 is mainly
responsible for the uptake of large neutral amino acids and has functional activity in PC-3
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cells. The fact that Ile-quinidine generates a considerable increase in absorption compared to
quinidine suggests that LAT1 could be used to improve the cellular permeability of poorly
cell-permeable anticancer medicines. This cell line can also be utilized as an in vitro model
to investigate the interaction of large-scale neutral amino acid conjugated pharmaceuticals
with the LAT1 transporter [94].

In PCa cell lines, DU145 cells had the highest levels of 4F2hc protein expression,
followed by PC-3 and C4-2 cells. In C4-2 and DU145 cells, 4F2hc expression was found to
be substantially greater than LAT1 expression. Cell growth, migration, and invasion are
all inhibited by Si4F2hc. 4F2hc and LAT1 expression in PCa tissue and association with
clinical variables. The expression levels (4F2hc and LAT1/high and low) are associated
with various tumor prognoses [24]. The data from the same study [24] revealed that SKP-2
is a downstream and particular target gene of 4F2hc. SKP-2 is associated with cell cycle,
DNA replication, and cell division.

5.1.1. AR and LAT1-4F2hc Complex in CRPC (AR/AR-V7 and 4F2hc Promotes the
Development of CRPC)

Xu reported that the up-regulation of LAT1 during anti-androgen therapy promotes
the progression of PCa cells [44]. In hormone-resistant prostate cancer cell lines, LAT1
was shown to be substantially expressed. Knocking down LAT1 in LNCaP and C4-2 cells
can drastically reduce cell proliferation, migration, and invasion. In patients receiving
androgen deprivation therapy, high LAT1 expression was linked to a significantly shorter
prostate-specific antigen recurrence-free survival [44].

Another study demonstrated a potential relationship between AR-V7 and 4F2hc [16].
AR-V7 activates downstream target genes in the absence of androgens. 4F2hc (SLC3A2) is
one of the downstream target genes of AR-V7. AR-V7 gene knockdown leads to a decrease
in the level of H3K27ac at the 4F2hc locus. The decrease in the expression of 4F2hc indicates
that AR-V7 has a certain effect on the activation of 4F2hc expression. In clinical samples,
the expression level of 4F2hc in benign lesions and primary PCa tissues was low, while the
expression level of 4F2hc in CRPC tissues was significantly increased. The expression of
4F2hc in PCa patients with high AR-V7 expression is higher than that in PCa patients with
low AR-V7 expression.

When LNCaP and LNCaP95 cell lines were treated with siRNA against 4F2hc, cel-
lular growth was significantly suppressed [16]. Down-regulation of 4F2hc inhibited cell
proliferation through apoptosis and cell senescence [16].

5.1.2. LAT1/4F2hc Expression Is Coordinately Regulated during Prostate Cancer
Progression (HSPC to CRPC)

Not all prostate tumor cell lines are closely related to LAT1. Otsuki found that
LNCaP cells mainly express LAT3, and LAT1 was primarily expressed in DU145 and
PC-3 cells [95]. Xu's research also gave similar results [44]. LAT3 was abundantly expressed
in AR-expressing LNCaP and C4-2 cells, whereas it was barely expressed in AR-negative
PC3 and DU145 cells, according to Rii’s study [96].

Wang [97] reported the fact that LAT1 is highly expressed in androgen-insensitive PC-3
cells but LAT3 is highly expressed in androgen-sensitive LNCaP cells could be explained by
transcriptional regulation of LAT1 and LAT3 expression. Changes in the microenvironment,
such as starvation or hormone deprivation, can promote cancer formation and alter LAT1
and LAT3 expression. Reduced androgen receptor signaling may result in decreased LAT3
expression and, as another result, higher LAT1 expression. The results were confirmed by
both nude mice samples and human samples [97]. LAT3 expression was higher in amplified
AR patients. In a dose-dependent way, DHT stimulation enhanced LAT3 expression.
Bicalutamide inhibited the effect of DHT on LAT3 expression. DHT treatment significantly
boosted AR expression, which was reduced by bicalutamide [96] (Figure 3).
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Figure 3. LAT Expression is Coordinately Regulated During Prostate Cancer Progression: Proposed
model of LAT1-4F2hc/LAT3 in HSPC to CRPC. As HSPC progresses to CRPC, AR acts in reverse to
cause low expression of LAT3 and high expression of LAT1.

Since high AR-V7 expression is one of the most common features of CRPC, AR-V7
expression following LH-RH therapy up-regulates the 4F2hc expression [16].

Based on the above evidence, LAT1/4F2hc can be independent PCa biomarkers and
therapeutic targets, respectively. They can also collectively influence the transforma-
tion of PCa to CRPC and promote both progressions through the mentioned pathways
below (Figure 4).

Figure 4. Relationship of LAT1-4F2hc and PCa & CRPC: The relationship between LATx-4F2hc
and AR(AR-V7) and different stages of prostate cancer. Reduced androgen receptor signaling and
variation of androgen receptors may result in decreased LAT3 expression and higher LAT1 expression.
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5.2. LAT1/4F2hc and Renal Cancer

There are few studies on LAT1 and renal clear cell carcinoma. In 2013, Hironori [42]
studied the expression of LAT1, LAT2, LAT3, LAT4, and 4F2hc mRNA in clear cell renal
cell carcinoma tissues. It was found that the expression of LAT1 mRNA in tumor tissue
was considerably higher than in non-tumor tissue, but the expression of LAT2 and LAT3
mRNA was lower. There was no difference in LAT4 and 4F2hc mRNA expression between
tumor and non-tumor tissues. Poorly differentiated tumors, local invasion, microvascular
invasion, and metastasis are all linked to increased LAT1 mRNA expression. Higher LAT1
mRNA levels in the blood are linked to a shorter total survival period. Phosphorylated S6
ribosomal protein levels are related to metastatic potential. The level of phosphorylated
56 ribosomal protein is positively linked with the expression of LAT1 mRNA in primary
cancers [42].

Higuchi investigated the LAT1 expression profile in RCC tissues as well as its rela-
tionships with clinical variables retrospectively [98]. Most of the tissues (92 percent) had
cancer-associated LAT1 expression. Patients with high LAT1 expression levels had lower
overall survival and progression-free survival than those with low LAT1 expression levels,
and these correlations were confirmed by univariate and multivariate analyses [98].

Tumors grow and evolve through continuous crosstalk with the surrounding mi-
croenvironment. New evidence shows that angiogenesis and immunosuppression often
occur simultaneously to deal with this crosstalk [99]. At present, one strategy to achieve a
higher clinical response in the study of renal cell carcinoma is to produce a more effective
anti-tumor contraction by combining multiple immune checkpoints. However, the toxicity
profile is higher [100]. T cells can shape tumor blood vessels and tumor endothelial cells,
prevent the recruitment and infiltration of effector immune cells while remodeling ECM,
and further inhibit the migration and infiltration of functional immune cells. The tumor
vascular system actively participates in immunosuppression. The abnormal pathophysi-
ological mechanism of tumor vessels can lead to the production of immunosuppressive
molecules and inhibit the function of effective T cytotoxic cells. At the same time, the
production of chemokines and cytokines promotes the differentiation and activation of
immunosuppressive cells. These cells can also inhibit the activity of cytotoxic T cells. On
the contrary, in the blood vessels, these mechanisms also down-regulate a variety of ad-
hesion molecules, which are very important for the rolling, adhesion, and transport of T
cells into the cancer environment. The normal tumor vascular system can improve T cell
infiltration, enhance immune response, stop the immunosuppressive environment, make
it a more immunoactivated phenotype, and work together with cancer immunotherapy.
Anti-vascular endothelial growth factor receptor (anti-VEGFR) is the first to realize the
normalization and functional recovery of tumor vascular system by tissue perfusion and
reducing intratumoral hypoxia [99]. In the current studies of cancers [71,101,102], angiogen-
esis in vitro/in vivo experiments was inhibited by eliminating the function or expression
of LAT1. It regulates proliferation, translation, and angiogenesis VEGF-A signal [102].
LAT1 is a central transporter of essential amino acids in human umbilical vein endothelial
cells [103]. LAT1 also mediated miR-126 on primary human lung microvascular endothelial
cells” angiogenesis via regulation of mTOR signaling [104]. LAT1 expression correlated sig-
nificantly with CD98, VEGF, CD34 expression, and microvessel density in the primary and
metastatic sites of tumors [41,81,105-108]. VEGF and CD34 are also related to angiogenesis.
These studies further revealed the dual role of LAT1-4F2hc in tumor cells and stromal
endothelial cells. The therapeutic inhibition of LAT1-4F2hc may provide an ideal choice
for strengthening anti-angiogenesis therapy. Lat1-4f2hc is a potential therapeutic target for
anti-tumor angiogenesis and maintenance of the normal vascular system. Therefore, the
combination of antiangiogenic therapy and immunotherapy seems to have the potential to
break the balance of the tumor microenvironment and improve the treatment response of
renal cell carcinoma. It can be a novel paradigm to envision tailored approaches in renal
cell-carcinoma and other urological tumors.
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5.3. LAT1/4F2hc and Bladder Cancer

In 2002, Kyung reported the characterization of the system L amino acid transporter
in T24 cells [93]. T24 human bladder cancer cells express LAT1 and its associated protein
4F2hc in the plasma membrane, however, T24 cells do not express the other system L
isoform LAT?2. The majority of [14C]L-leucine uptake is mediated by LAT1 in T24 cells [93].

Baniasadi [109] reported the gene expression profile of inhibiting LAT1 in T24 human
bladder cancer cells. BCH influences the expression of a vast number of genes involved in
cell survival and physiological function, according to researchers. These findings contribute
to a better understanding of the intracellular signaling pathways involved in cell growth
suppression produced by LAT1 inhibitors, which could be utilized as a target for anticancer
drug development [44,109].

Maimaiti studied the expression profile and functional role of LAT1 in bladder can-
cer [110]. This is the first study to show that LAT1 plays a role in bladder cancer, and
it also found IGFBP-5 to be a new downstream target for inhibiting LAT1. High LAT1
expression was found to be an independent predictive factor for overall survival in multi-
variate analysis. Patients with high LAT1 and IGFBP-5 expression had a significantly lower
overall survival than those with low expression. LAT1 levels are linked to pathological alt
staging, LDH, and NLR. In vitro, inhibiting LAT1 prevents cell proliferation, migration,
and invasion. In aggressive BC patients, IGFBP-5 expression is also linked to a better
prognosis [110] (Table 2).
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6. Inhibitors of LAT1/4F2hc and Targeted Therapy

Due to its own transport characteristics of the SLC family, the LAT1-4F2hc complex
often plays a key role in drug absorption, distribution and toxicity by mediating drug
transmembrane transport [35]. However, only a small number of SLCs have been locked
by drugs or chemical probes till now. Three main factors hinder the development of new
chemical entities that can regulate SLC activity. First, most studies on this super population
are relatively insufficient, and the biological functions or substrates of many SLCs are
still unclear. Second, there is a lack of high-quality biological tools, specific, and reliable
reagents and special databases. Finally, the number of functional analyses required to
study such diverse objectives is still limited [113]. It is reported radioligand uptake assays
have been widely employed to study LAT1 [114], but the radioligand uptake assays cannot
distinguish inhibitors from substrates. The LAT1-4F2hc complex is overexpressed in many
cancer cells and is thought to be a viable anticancer therapeutic target since inhibiting it
reduces cancer cell viability dramatically.

BCH and JPH203 are LAT1-4F2hc complex inhibitors that have been studied exten-
sively. BCH is a non-metabolic leucine analogue. In 2006, Baniasadi [109] found that BCH
has an impact on the expression of many genes involved in cell survival and physiological
activity. These data help to understand the intracellular signal transduction of cell growth
inhibition induced by LAT1 inhibitors and can be used as a candidate for anticancer drug
therapy [109]. Later studies proposed the use of N-butyl-N- (4-hydroxybutyl) nitrosamine
(BBN) treatment to induce high expression of LAT1/4F2hc in rat bladder cancer cells [101]
and proposed some directions for anti-LAT1/4F2hc drugs. JPH203 was discovered by Oda
in 2010 and was originally known as KYT-0353 [115]. JHP203 is a highly selective LAT1
inhibitor produced by synthetic chemistry and in vitro screening based on triiodothyronine
(T3). JPH203 showed excellent selective inhibition of LAT1 and showed potential as a
novel antitumor agent. JPH203 interferes with constitutive activation of mMTORC1 and Akt,
reduces c-MyC expression, and triggers a folding protein response mediated by CHOP
transcription factors associated with cell death [116]. Since then, several studies have
confirmed that JPH203 has an impressive inhibitory effect on the growth of common tumor
cells, such as colon cancer [115,117], gastric carcinoma [64], medulloblastoma [118], os-
teosarcoma [119], thyroid cancer [120,121], endocrine-resistant breast cancer [122], pituitary
tumor [123], head and neck cancer cells [124], and T-cell Acute lymphoblastic leukemia
(T-ALL)/lymphoma (T-LL) cells [116], etc.

In terms of urinary tumors, Maimaiti [110] found that in bladder cancer cells JPH203
inhibits the absorption of leucine by >90%. JPH203 inhibits the phosphorylation of
MAPK/Erk, AKT, p70S6K, and 4EBP-1. JPH203 inhibits IGF-mediated igfb5 expression
and AKT phosphorylation [110].

In the area of RCC, Higuchi [98] has tested the effects of JPH203 on RCC-derived
Caki-1 and ACHN cells. JPH203 suppressed the proliferation of various cell types in a
dose-dependent manner. According to the findings, the migration and invasion operations
were stifled by JPH203 [98].

In the area of PCa, Otsuki [95] found that LAT1 was primarily expressed in DU145
and PC-3 cells. BCH or JPH203 inhibited leucine uptake and cell proliferation in a dose-
dependent manner [95]. A Phase I clinical study found that JPH203 was well-tolerated
and provided promising activity against biliary tract cancer [17]. The authors are currently
planning Phase I and II study of JPH203 in CRPC [17].

These studies also show the potential of JPH203 for the treatment of urological cancers.

In 2021, Yan [125] synthesized three LAT1 inhibitors, JX-075, JX-078, and JX-119, and
used cryo-EM to solve the inhibitors” complex structures with the LAT1-4F2hc complex.
They also solved the LAT1-4F2hc complex coupled with Diiodo-Tyr’s cryo-EM structure.
LAT1 is found in an outward-occluded conformation in all the combinations of these com-
plexes. These structures might reflect two distinct inhibitory processes, giving significant
information for medication development in the future [125].
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Of particular interest is the first Phase I clinical trial of JPH203 [17]. Although several
studies have demonstrated that JPH203 can inhibit leucine uptake by tumor cells and
show concentration-dependent cytotoxicity in vitro or good results in transplanted tumor
models, Phase I clinical trial in humans is a milestone. Okano assessed dose-limiting
toxicity in the first cycle using the 3 + 3 design. Seventeen Japanese patients with advanced
solid tumors were enrolled and treated daily with JPH203 intravenously for 7 days. The
maximum safe tolerated dose of JPH203 was defined as 60 mg/m?. The suitable RP2D
is 25 mg/m?. Partial response was observed in one biliary tract cancer (BTC) patient at
12 mg/ m?, and disease control was achieved in three of the six BTC patients at both the
12 mg/m? and 25 mg/m? levels. The disease control rate of BTC was 60%. The JPH203
molecule is predominantly metabolized into Nac-JPH203 by N-acetyltransferase 2 in liver
cells [126]. Patients” N-acetyltransferase 2 phenotype (rapid/non-rapid) was found to
predict the safety and efficacy of JPH203. A lower Nac-JPH203/JPH203 ratio is critical for
maximizing the anti-tumor effect of JPH203 [17].

Of course, there are still some deficiencies and limitations in the study of urinary
tumors and LAT1-4F2hc complexes mentioned above.

In BBN-induced bladder cancer, LAT1-4F2hc was not expressed by porous endothelial
cells. Whether LAT1-4F2hc expression depends on endothelial cell structure is unclear.
Fenestration of microvascular endothelial cells is not a stable event, because endothelial
cells with fenestration in BBN-induced rat bladder cancer were transformed into endothelial
cells without fenestration 5 min after injection of VEGF inhibitor, and fenestration recovered
30 min later [101]. The molecular mechanisms of amino acid transport in normal and tumor
microvascular endothelial cells need further study. However, the LAT1-4F2hc complex is
closely related to angiogenesis [41,71,81,101,102,105-108]. This makes it possible for the
LAT1-4F2hc complex to improve the effectiveness of cancer immunotherapy by improving
immune vascular crosstalk [99].

In prostate cancer-related experiments, although downregulation of LAT1 and LAT3
in tumor cells inhibits the growth of prostate cancer cells, it remains to be determined what
other mechanisms of prostate cancer resistance can be triggered by targeting LAT1 (such as
activation of ATF4).

Most of the studies were conducted in vitro, not in vivo. Although the phase I clinical
trial of JPH203 against biliary tract cancer has achieved good results, the clinical trial has
not yet involved any urinary tumors. In addition, the number of patients included in
some studies is relatively small, or the follow-up time is not long, and the prognostic
impact of LAT1 inhibition on tumor patients with different stages has not been thoroughly
solved. Most of the specimens studied are in vitro tumor specimens after surgery, and the
expression of LAT1-4F2hc in early tumors and its influence on tumors are also a key link
that needs to be studied.

Finally, targeted therapy of LAT1-4F2hc does not directly kill cancer cells, but blocks
amino acid transport, resulting in loss of nutritional basis and self-apoptosis of cancer cells.
This has led some investigators to suggest that targeting LAT1-4F2hc is more suitable for
slow-progressing tumors. Therefore, further studies are needed to obtain more evidence
that LAT1-4F2HC therapy is also suitable for highly aggressive and rapidly progressing
tumors.

7. Conclusions
Significant Contribution of the LAT1-4F 2hc in Urological Cancers

These studies and experiments above are helping us to understand how cancer cells
metabolize differently from normal cells, as well as the therapeutic targets that could
be interfered with in these different metabolisms of proliferation. The abnormal prolif-
eration of tumor cells usually depends on the nutrient microenvironment generated by
these abnormal metabolic patterns. Recognizing and blocking the nutrient absorption
pathways of malignant tumors are usually the key points in the diagnosis and treatment
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of malignant tumors. The LAT1-4F2hc complex is such a target with both diagnostic and
therapeutic significance.

The LAT1-4F2hc complex mediates a variety of pathways, such as T cells, B cells, and
mTOR pathways, and is also closely related to Toll-like receptors and vascular endothelial
growth factors. This has caused the LAT1-4F2hc complex to become a common factor in
many diseases, such as autoimmune diseases, pain, tumors.

The clinical significance of the LAT1-4F2hc complex in urinary cancer has gradually
begun to be explored and confirmed, just like in other tumor cells. LAT1-4F2hc upregulation
seems to be a common phenomenon in cancers. It is a reliable tumor biomarker and the
target of imaging tracer, which can be used for the diagnosis and prognosis of urinary
malignant tumors. It is also a meaningful therapeutic target. In fact, great efforts have
been made to decipher the biology of LAT1-4F2hc. While a complete scenario has not
yet been painted, a combination of bioinformatics, in vitro, and animal experiments has
revealed some previously unknown aspects of LAT1-4F2hc transport mechanisms, substrate
specificity, and regulation. These results provide a strong basis for pharmacological studies
in which inhibitors of LAT1-4F2hc, such as JPH203. JPH203 can act well on a variety
of tumor cells. Its phase I clinical trial in humans is a great milestone for researchers
and patients.

However, the study of LAT1-4F2hc is still rare and not thorough in the field of urinary
tumors. The results obtained so far are not fully in line with the fact that LAT1-4F2hc
should play a prominent role in the field of urinary cancers. Its transport, regulation
of expression/function, effects of posttranslational modifications on its stability /activity,
interactions with other amino acid transporters and upstream and downstream genes,
reaction with chemotherapy sensitivity /resistance, relationship with immunotherapy of
sensitivity /resistance, is worthy for further research. In addition, Whether the phase I
or II clinical trials of JPH203 in patients with urinary tumors can improve the prognosis
of urinary tumors and whether there are corresponding biomarkers that can be used to
predict the sensitivity and prognosis of inhibitors are also worthy of study.

As a future direction, we are currently pursuing the utility of LAT1 as a biomarker in
urological tumors. In recent years, the usefulness of liquid biopsy has been suggested in
clinical practice. The expression of LAT1 in blood, including CTCs, ctDNA, and Exosome,
is currently being examined through collaborative research.

We hope to prove its usefulness not only as an inhibitor but also as a companion
di-agnostic agent in the near future.

In conclusion, LAT1-4F2hc plays an important role in the diagnosis, treatment, and
prognosis assessment of urinary system tumors. Cancer-related amino acid transporters
may change the diagnostic and treatment strategy of urological tumors in near future.
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Abstract: The L-type amino acid transporter (LAT) family contains four members, LAT1~4, which
are important amino acid transporters. They mainly transport specific amino acids through cell
membranes, provide nutrients to cells, and are involved in a variety of metabolic pathways. They
regulate the mTOR signaling pathway which has been found to be strongly linked to cancer in
recent years. However, in the field of prostate cancer (PCa), the LAT family is still in the nascent
stage of research, and the importance of LATs in the diagnosis and treatment of prostate cancer
is still unknown. Therefore, this article aims to report the role of LATs in prostate cancer and
their clinical significance and application. LATs promote the progression of prostate cancer by
increasing amino acid uptake, activating the mammalian target of rapamycin (mTOR) pathway and
downstream signals, mediating castration-resistance, promoting tumor angiogenesis, and enhancing
chemotherapy resistance. The importance of LATs as diagnostic and therapeutic targets for prostate
cancer was emphasized and the latest research results were introduced. In addition, we introduced
selective LAT1 inhibitors, including JPH203 and OKY034, which showed excellent inhibitory effects
on the proliferation of various tumor cells. This is the future direction of amino acid transporter
targeting therapy drugs.

Keywords: prostate cancer; LAT1; LAT3; diagnosis; treatment

1. Introduction

Tumor growth requires continuous nutritional support, of which essential amino acids
(EAAs) are an important source [1]. The amino acid uptake was found to be higher in
tumor tissue than in normal tissue [2]. The L-type amino acid transporter (LAT) family
is a group of transmembrane transporter proteins composed of four members, LAT1, 2,
3, 4. The first two proteins belong to the solute vector family 7 (SLC7) and the latter two
belong to SLC43. They are important pathways for essential amino acids to enter cells and
are closely related to intracellular pathways [3-6].

The LAT family was upregulated in many tumors [7]. Prostate cancer (PCa) is the
most frequent malignant tumor in men globally. In the United States, approximately
2.6 million new cases of PCa were identified each year, with an estimated 34,500 fatalities [8].
We primarily reviewed the relationship between the LAT family and PCa and analyzed the
role of LATs in the diagnosis and treatment of PCa.

2. The Structure and Function of LATs
2.1. LAT1

LAT1 (SLC7A5) was discovered in 1998 [3,9]. It combines with 4F2hc (SLC3A2)
heavy chain protein to form a transmembrane complex to play its biological role [10].
LAT1 is mainly responsible for the transport of large neutral amino acids. Generally,
LAT1 is expressed in the normal human body mainly in the gastrointestinal mucosa,

Int. . Mol. Sci. 2023, 24, 6178. https:/ /doi.org/10.3390/ijms24076178

~76-

https:/ /www.mdpi.com/journal/ijms


https://doi.org/10.3390/ijms24076178
https://doi.org/10.3390/ijms24076178
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/ijms
https://www.mdpi.com
https://orcid.org/0000-0003-4818-3064
https://orcid.org/0000-0002-7508-7521
https://orcid.org/0000-0002-8637-4163
https://doi.org/10.3390/ijms24076178
https://www.mdpi.com/journal/ijms
https://www.mdpi.com/article/10.3390/ijms24076178?type=check_update&version=1

Int. ]. Mol. Sci. 2023, 24, 6178

20f 17

testicular support cells, ovarian follicular cells, pancreatic islet cells, and endothelial cells
that act as inter-tissue barriers (blood-brain, blood-retina, and blood-follicular barriers) [11].
Many neurotransmitters and neuroactive compounds cannot cross the blood-brain barrier,
and most of them are synthesized in the brain. Therefore, LAT1, as the precursor of
neurotransmitters and neuroactive compounds, plays an important role in amino acid
uptake through the blood-brain barrier [12]. As previously stated, LAT1 expression in
normal organisms is limited to specific cells and tissues. Studies have also shown that
LAT1 exists in cells with high proliferation and differentiation ability, such as embryos and
T-lymphocytes. During embryonic development, the LAT1 of syncytial trophoblast cells
plays an indispensable role in the development of the placenta, contributing to the exchange
of amino acids between mother and fetus. Systemic LAT1 knockout results in defects in
the placenta, which can be fatal to the embryo in the second trimester [13]. There is no
clear research result on the role of LAT1 in T cell differentiation, but previous studies have
shown that LAT1 is related to the metabolic process of T lymphocyte differentiation. LAT1
expression is low in intrinsic T cells, whereas T cells at the differentiation stage specifically
increase LAT1 expression by T cell receptors (TCR), ensuring sufficient nutrients to react
with the antigen [10,14].

LAT1 provides branched-chain amino acid (BCAA), especially leucine, to the mam-
malian target of rapamycin complexl (mTORC1), a major control factor of cell prolif-
eration. mTORC1 senses amino acid signals and promotes cell proliferation through
multiple downstream effectors related to gene expression and metabolism [15]. Upstream
of mTORC1 is a complex of GTPase-activating protein (GAP), activity toward Rags 1
(GATOR1) and GATOR2. GATORI functions as a mTORC1 antagonist and GATOR?2 func-
tions as a mTORC1 agonist. GAP inhibits mTORC1 in the absence of amino acids. Leucine
transports into the cell by LAT1 binds to the leucine sensor sestrin2. The interaction be-
tween leucine and sestrin2 can activate GATOR?2 and inhibit GATOR1, thus promoting the
function of mTORC1 to achieve the purpose of cell proliferation [16,17]. LAT1 expression
is upregulated in many cancers, such as breast [18], lung [19], colorectal [20], renal [21],
bladder [22], prostate [23], and gliomas [24].

One of the purposes of large quantities of amino acid transport in LAT1 in cancer
cells is to use BCAAs as biosynthetic materials for the metabolic reprogramming of cancer
cells. Branched-chain amino acid transferase (BCAT) deaminates free BCAAs to generate
the appropriate branched-chain keto acid (BCKA). BCAT2 transforms BCAA into BCKA
within the mitochondria, which is subsequently catalyzed by metabolic intermediates
and acetyl-CoA into the TCA cycle, which is used for energy production and fatty acid
metabolism [25] (Figure 1).

Another function of LAT1 that promotes tumor formation is to inhibit cell-damaging
T-cell control in the tumor microenvironment. In the serine pathway, tryptophan is
converted into kynurenine (Kyn) by 2, 3-Deoxygenase (TDO) and indoleamine 2, 3-
Dioxygenase (IDO). In the physiological state, TDO and IDO levels are negligible, but
in the cancer state, both enzymes rise dramatically. Through the continuous function of
TDO and IDO, large amounts of Kyn can be synthesized. Kyn is transported from cancer
cells to T cells by LAT1. In T cells, Kyn binds to the aryl hydrocarbon receptor (AHR),
which inhibits the anti-tumor immune response of T cells and promotes the proliferation of
cancer cells [26].
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Figure 1. The substances that each LAT is mainly responsible for transporting are shown in the figure.
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LAT4 is not well understood, but it is thought to involve a symport mechanism, in which
the transport of amino acids is coupled to the uphill movement of sodium ions against
their concentration gradient. The movement of ions and amino acids is driven by the
energy generated from the electrochemical gradient established by the sodium/potassium
ATPase. The difference between LAT3 and LAT4 lies in their substrate specificity and
tissue distribution. LAT3 has a higher affinity for large neutral amino acids, such as leucine
and isoleucine [5], while LAT4 has a higher affinity for small neutral amino acids, such as
alanine and serine [6] (Figures 1 and 2).

3. LATs and PCa
LATs promote PCa progression in several ways:

1. Amino acid uptake: LATs increase the uptake of essential amino acids into cancer
cells, which supports their growth and survival. After being delivered into cells, these
amino acids are used to make proteins, nucleic acids, lipids, and ATP. Compared with
normal cells, cancer cells have higher upregulation transporters (LATs), which can
promote the entry of foreign amino acids into cells, and the stable acquisition of amino
acids by cancer cells is important for cancer growth. By increasing the availability of
amino acids, LATs can promote PCa cell proliferation and invasion.

2. Activation of signaling pathways: LATs have been shown to activate various signaling
pathways, including the mTOR pathway, which is involved in the regulation of cell
growth, proliferation, metabolism, and survival. LAT1 [23] and LAT3 [41] are highly
expressed in prostate cancer, providing branched-chain amino acids (BCAA) to the
mammalian target protein of rapamycin complex (mTORC1), which senses amino
acid signaling and promotes cell proliferation through multiple downstream effectors
related to gene expression and metabolism [15]. Leucine, which enters the cell via
LAT1, binds to the leucine sensor sestrin2. The interaction between leucine and
sestrin2 can activate GATOR?2 and inhibit GATOR]1, thus promoting the function of
mTORC1 and achieving the purpose of cell proliferation [16,17]. LATs can regulate
mTOR activity by influencing the availability of essential amino acids, such as leucine,
that activate the pathway.

3. Drug resistance: In PCa cells resistant to antiandrogen therapy (ADT), the expression
of some LATs is up-regulated, which may promote the progression of PCa to castration-
resistant prostate cancer (CRPC) through androgen receptor variants [43]. Changes
in the microenvironment induced by hormone deprivation therapy can alter the
expression of LAT1 and LAT3. Reduced androgen receptor signaling may lead to
decreased LAT3 expression and, as another consequence, increased LAT1 expression.
Changes in the microenvironment induced by hormone deprivation therapy can alter
the expression of LAT1 and LAT3. Decreased androgen receptor signaling may lead to
decreased LAT3 expression and, as another consequence, the production of the AR-V7
variant, resulting in increased 4F2hc expression, and decreased leucine, resulting in
increased LAT1 expression. The two form a dimer that eventually causes leucine to
be re-transported into the cell to promote cancer cell proliferation. PCa is transformed
into CRPC, which is resistant to ADT treatment.

4. Promotion of angiogenesis: LATs have been implicated in the regulation of blood
vessel formation (angiogenesis), which is essential for the growth and spread of PCa
cells. Tumors grow and evolve through constant crosstalk with the surrounding mi-
croenvironment. New evidence suggests that angiogenesis and immunosuppression
often occur together in response to this crosstalk [44]. For example, the expression
of LAT1 was significantly correlated with the expression of VEGF, CD34, and mi-
crovascular density at the primary and metastatic sites [45-48]. VEGF and CD34 are
factors related to angiogenesis. LAT1 can also mediate the angiogenesis of miR-126
on primary human pulmonary microvascular endothelial cells by regulating mTOR
signaling [49].
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5. Others: Increase the uptake of amino acids by inducing hemoglobin maturation [40].
LAT3 expression is required for the development of red blood cells to produce
hemoglobin. LAT3 can be upregulated under the action of androgens [41], which
leads to the increase of hemoglobin development and increases the way for tumor
cells to obtain nutrients from another side, thus promoting their proliferation.

Current studies on prostate cancer and LATs usually focus on LAT1 and LAT3. There
are few studies on LAT2 and LAT4. Studies show the main leucine transporters are different
in different stages of prostate cancer, especially in the castration-resistant stage of androgen
receptor (AR) expression [23,50]. Studies have found that LNCaP cells mainly express
LAT3, while LAT1 is mainly expressed in DU145 and PC-3 cells [23,50]. According to
Rii’s study, LAT3 is highly expressed in LNCaP and C4-2 cells expressing AR, but hardly
expressed in AR-negative PC3 and DU145 cells [51]. Changes in the microenvironment,
such as starvation or hormone deprivation, can promote cancer formation and alter LAT1
and LAT3 expression. Reduced androgen receptor signaling may lead to decreased LAT3
expression and, as another consequence, increased LAT1 expression [41].

In addition to the common relationships mentioned above, we will describe the
relationship between LAT], 2, 3, 4, and prostate cancer respectively.

3.1. LAT1

It has been found that the up-regulation of LAT1 during antiandrogen therapy (ADT)
promotes the progression of PCa cells. LAT1 is highly expressed in CRPC cell lines. LAT1
knockdown significantly reduces cell proliferation, migration, and invasion. High LAT1
expression is associated with poor biochemical recurrence-free periods in patients treated
with chronic ADT [23]. Another study also confirmed that LAT1 expression is up-regulated
at the protein and mRNA levels in 22Rv1 CRPC tumors with chronic ADT [52]. Sugiura
demonstrated a potential relationship between AR-V7 and the LAT1-4F2hc complex. AR-
V7 activates downstream target genes in the absence of androgens. 4F2hc is one of the
downstream target genes of AR-V7. The expression level of 4F2hc in CRPC tissues is signif-
icantly increased, which correspondingly suggests poor prognosis of related patients [43].
Furthermore, a study shows ATF4 gene expression is upregulated during metastasis, sug-
gesting that ATF4-mediated amino acid response element-containing gene regulation may
be important for the development of metastatic CRPC [53]. ATF4-regulated genes, such
as LAT1 and 4F2hc, show low expression in normal prostate tissue and primary prostate
cancer, but they are significantly increased in metastatic prostate cancer, suggesting that
these transporters are involved in the nutrient supply required for metastatic prostate
cancer [53] (Figure 3).
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dimer, allowing leucine into the cell and promoting tumor cell proliferation [54].
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3.2. LAT2

LAT?2 is reported to be less distributed in malignant tumors except for neuroendocrine
tumors [55] and more distributed in normal tissues [3]. Therefore, LAT2 may be used
as a reference marker for normal benign tissue or as an indication of a good prognostic
outcome. One study [56] examined LAT1-4 expression and its association with clinical
outcomes in a combined cohort of more than 18,000 radical prostatectomy specimens.
The expression of LAT1-3 in prostate cancer is higher than that in benign tissues except
for LAT4. The expressions of LAT2, LAT3, and ASCT2 are negatively correlated with
GS > 8, lymph node invasion, and high Decipher score. The lowest decile of LAT3 and
ASCT?2 expression correlates with the worst MFS. LAT2 and LAT3 expression is associated
with better clinical outcomes [56]. y + LAT2 (SLC7A®6) is an alternative light subunit that
constitutes the cationic and neutral amino acid heterodimer transport system y + L. A
study [50] established the castration-resistant prostate cancer (CRPC) model LN-cr with
androgen AR expression. Compared with LNCaP, y + LAT2 expression is increased in
LN-cr. These results suggest that androgen removal induces the down-regulation of LAT3
and up-regulation of y + LAT2 in LNCaP cells.

3.3. LAT3

It is highly expressed in primary PCa [5]. Previous studies have shown that LAT3
expression is reduced in metastatic and/or castration-resistant cancers; therefore, LAT3 ex-
pression may be associated with androgen dependence in PCa [53]. In another word, LAT3
is highly expressed in prostate cancer cells that expressed the androgen receptor (AR). LAT3
is highly expressed in LNCaP and C4-2 cells that expressed AR but hardly expressed in PC3
and DU145 cells without AR. LAT3 mediates leucine uptake in LNCaP and PC3 cells [41].
Its expression is increased under the treatment of dihydrotestosterone and reduced under
bicalutamide treatment [51]. Growth factors such as EGF activate the PI3K/Akt/mTORC1
signaling pathway, which regulates different protein synthesis programs leading to cell
growth. This pathway relies on mTORC]1 to detect adequate levels of intracellular amino
acids, which inversely regulates LAT3 expression to enhance amino acid access [57]. LAT3
knockdown inhibits phosphorylation of mTOR, eukaryotic translation initiation factor
4EBP1, and ribosomal protein S6K1, but does not inhibit phosphorylation of Akt. And AR
knockdown results are similar (Figure 3). Furthermore, as above mentioned, erythrogenesis
involves increased uptake of neutral essential amino acids through LAT3 [40]. As red
blood cells mature, their transcription profile changes, reflecting altered metabolic states,
including induction of genes for iron and heme metabolism, as well as those involved in
the amino acid cycle. The mRNA expression of LAT1 and LAT3 is significantly increased in
mature red blood cells, but no 4F2hc expression is detected, suggesting that LAT1 may have
no transport function [40]. The high expression of LAT3 in prostate cancer will undoubtedly
promote the uptake of more amino acids by red blood cells on the other hand.

3.4. LAT4

There is currently little research on LAT4 and prostate cancer. A study [52] has shown
that LAT4 expression is up-regulated in CRPC cell lines. Another study has found that
18F-labeled amino acids, such as 3-O-methyl-6-18F-fluoro-L-dopa (18F-OMFD) and 18F-
fluorodihydroxyphenylalanine (18F-FDOPA), are important imaging agents for PET in vivo
tumor display [58,59]. 18F-OMFD appears to be a suitable diagnostic imaging tracer for
amino acid transport in poorly differentiated squamous cell head and neck carcinoma with
increased LAT1 and LAT4 expression [59]. Similarly, 18F-OMFD and 18F-FDOPA should
also have diagnostic values in CRPC with high LAT4 expression [52]. A study found that
the expression of LAT4 increases after amino acid ingestion in mouse models treated with
N-butyl- (4-hydroxybutyl) nitrosamine (BBN) [60]. However, further studies and evidence
on the value of LAT4 in the diagnosis and treatment of prostate cancer are lacking.

Table 1 summarizes the specific relationship between LATs and prostate cancer, as
well as the corresponding inhibitors (Table 1).
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Table 1. The current relationship between LATs and prostate cancer. (Symbol ‘—’ represents that this

cell line does not express the corresponding LATs according to the citation paper).

Up-Regulation of

LATs PCa Cell Lines Expression Inhibitors Be Inhibited Effects = Diagnosis/Treatment
LNCAP T/— Lower proliferation,
Higher apoptosis, Used as a PET tracer
Ca-2 T Lower leucine transporter in the
LAT1 PC3 0 T3, BCH, JPH 203, absorption, Lower diagnosis of
[23,33,41,43,50,53,61] DUL45 N ESgZK‘*ffOS;ZNf mTORCI activity, ~ malignant tumors.
B Amino acid stress, As a target for
VCAP T Reduced tumor targeted therapy.
22Rv1 T metastasis ability.
. Associated with a
LAT?2 [55,56] prostate specimen T BCH N/A better prognosis.
LNCAP 1 Lower proliferation As a tumor marker
. o for HSPC to CRPC
C4-2
- LAT3 T ESK242, ESK246 higher apoptosis, transformation, As a
[5,41,51,53,54,62,63] PC3 _ Reduced tumor tarceted therapeutic
metastasis ability. 8 P
DU145 — target.
Possible as a PET
LAT4 [42,52,58,59] 22Rv1 (Simulate the 4 N/A Growth retardation tracer target for

CRPC situation)

in mouse models.

18F-labeled amino
acids in CRPC.

4. Prostate Cancer Diagnosis by LATs
4.1. LAT1

Among amino acid transporters, LAT1 is selectively hyperactive in a variety of cancer
cells [10]. The pathway for enhancing LAT1-mRNA expression is not yet clear but includes
carcinogenic Myc and hyposia-inducedfactors (HIFs) that can enhance its expression. That
suggests the feedforward mechanism of tumor formation [64,65]. LAT1 can be used as
a tumor marker for prostate cancer, and LAT1 expression is highly correlated with high
proliferation index, stage, and poor prognosis [23,66].

In addition to being a tumor marker, LAT1 will play an important role in the diag-
nosis as a transporter. In other words, LAT1 selectively delivered drugs can be used for
the diagnosis of PCa. LAT1 special use matrix of cancer diagnosis of positron emission
computed tomography (PET) is a powerful technology for clinical prostate cancer detection.
PET works by detecting the radioactive isotopes labeled on the tracer to find out where
the tracer accumulates. Cancer cells accumulate PET tracers, which mimic the nutrients
they need to proliferate. (18) F-labeled fluoroalkyl phenylalanine derivatives, as PET trac-
ers, are more likely to bind to LAT1 in tumors, which demonstrates the effectiveness of
18f-labeled aromatic side chain pet tracer in the diagnosis of prostate malignancies [67].
The U.S. Food and Drug Administration approved trans-1-amino-3-18f-flucyclobutane
carboxylic acid (anti-[18F]-FACBC) PET to detect prostate cancer in patients with elevated
prostate-specific antigen after treatment in 2016 [68]. The utility of LAT1 in PET imaging
has been demonstrated in clinical practice.

At present, Japan is further developing a new PET tracer based on LAT1 delivery, the
NKO series. The goal is to adopt a simpler and more efficient 18f markup structure. At
present, the clinical study in the normal human body has been completed [69].

4.2. LAT3

As mentioned above, the expression level of LAT3 is different in different stages of
prostate cancer. Studies have shown that LAT3 is regulated by androgen receptors. LAT3
is significantly reduced in CRPC, and LATS3 is also reduced after androgen deprivation
therapy. LAT3 is expected to be a tumor marker to judge the progression of prostate cancer
from HSPC to CRPC [41,43,51,53].
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4.3. LAT4

As mentioned above, 18F-OMFD has diagnostic value as a PET tracer in CRPCS with
high LAT4 expression [59].

5. Inhibitors of LATs and Targeted Therapy of PCa

Inhibitors that target transporters include compounds that transport as a substrate
and non-transport compounds that act as blockers or exert an inhibitory effect on isos-
teroids. As transport inhibitors, the current mainstream view of pharmacology believes
that non-transport compounds are superior to transport compounds because non-transport
compounds do not accumulate in cells and have high affinity [69]. 2-aminobicyclo-(2,2,2,1)-
heptane-2-caryboxylic acid (BCH) (Figure 4(Aa)) is a nonmetabolic leucine analogue. BCH
is a specific inhibitor of the sodium-independent L system (LAT1, LAT2, LAT3, and LAT4).

Int. J. Mol. Sci. 2023, 24, x FOR PEER rREvthgstudy of LATs, BCH is widely used [53,70]. However, because BCH is delivered as a;; ¢ 17

substrate and has a low specificity and affinity for LAT1, it has not been used at the clinical

level. Clinical studies on anti-cancer drugs (inhibitors) targeting LATs mainly focus on
LAT1 and LAT3.
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and was almost non-transportable molecule [71], thus providing an idea for the research
and development of LAT1 inhibitors. Therefore, JPH203 (KYT-0353) (Figure 4(Cc)) was suc-
cessfully developed in 2009 as a non-delivery LAT1-specific inhibitor (LAT1 blocker) [72].
The core structures of T3 and JPH203 both contain an amino acid backbone and a bulky
side chain (Figure 4(Bb,Cc). Then, JPH203 has recently been widely studied as a potent
inhibitor of LAT1. JPH203, like T3, has a high affinity and is specific to LAT1, but does
not affect LAT2. JPH203 interferes with the constitutive activation of mMTORC1 and Akt,
reduces c-MyC expression, and triggers a folding protein response mediated by CHOP
transcription factors associated with cell death [73]. Since then, several studies have con-
firmed that JPH203 has a significant inhibitory effect on the growth of common tumor
cells. A Phase I clinical study found that JPH203 is well tolerated and provided positive
prognostic outcomes in the treatment of biliary tract cancer, with a disease control rate of
approximately 60% against biliary tract cancer [74]. The authors are currently planning
Phase I and II studies of JPH203 in CRPC. Although JPH203 has been shown in multiple
studies to inhibit leucine uptake by tumor cells and has shown concentration-dependent
cytotoxicity in vitro or performed well in transplanted tumor models, the human phase I
clinical trial is a milestone. In addition, a Japanese research team has developed an SKN
series of LAT1 inhibitors similar to T3 and JPH203 (Figure 5(Aa)) [75,76]. In recent years,
a research team led by Professor Kanai at Osaka University is developing the OKY series
of novel LAT1 inhibitors. Among OKY compounds, OKY-034 shows a high inhibitory
effect and specificity against LAT1. The above amino acid LAT1 inhibitors are competitive
inhibitors, but OKY-034 has a non-competitive inhibitor style because the structure of OKY-
034 does not include the amino acid skeleton. The advantage of non-competitive inhibitors
is that only small amounts (low concentrations) are required to show effect, due to the
need to react competitively with the endogenous amino acid matrix. In addition, OKY-034
does not require large hydrophobic sites such as T3 and SKN, so it is relatively soluble
and can be taken orally. Phase I/Ila trial of OKY-034 safety and efficacy in patients with
pancreatic cancer is being conducted at Osaka University Hospital (UMIN000036395) [69].
It is believed that these drugs will soon be used to treat prostate cancer.

However, compared with LAT1, there is less evidence to support the general role
of LAT2 in cancer, and it is more likely to be used as a benign biomarker. Since there is
no known drug substrate or inhibitor targeting LAT2 except for BCH, unfortunately, no
studies have been conducted on LAT?2 as a tumor-targeted therapy. However, LAT2’s innate
ability to transport amino acids makes it a potential target for the diagnosis or treatment of
prostate cancer based on amino acids.

In terms of LAT3, LAT3 knockdown inhibits cell proliferation, migration, invasion,
and phosphorylation of p70S6K and 4EBP-1 [51]. Studies have shown that ESK242 and
ESK246 are effective inhibitors of LAT3 (Figure 5(Bb)). ESK246 preferentially inhibits
leucine transport through LAT3, while ESK242 can inhibit both LAT1 and LAT3. Its use in
prostate cancer cells further suggests that ESK246 is a potent leucine uptake inhibitor that
leads to decreased mTORCT1 signaling, cyclin expression, and cell proliferation [63]. New
anti-prostate cancer therapies targeting LAT3 may build on this.
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are in clinical trials and are expected to be widely used in the targeted therapy of prostate
cancer in the near future.
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Abbreviation

PCa prostate cancer

LAT L-type amino acid transporter
mTOR mammalian target of rapamycin
EAA essential amino acid

SLC solute vector family

TCR T cell receptors

BCAA branched-chain amino acid
mTORC mammalian target of rapamycin complex
GAP GTPase-activating protein
GATOR GAP activity toward Rags

BCAT branched-chain amino acid transferase
BCKA branched-chain keto acid

Kyn kynurenine

TDO 2, 3-Deoxygenase

IDO indoleamine 2, 3-Dioxygenase
AHR aryl hydrocarbon receptor

ADT antiandrogen therapy

CRPC castration-resistant prostate cancer
AR androgen receptor

HSPC hormone-sensitive prostate cancer

18F-OMFD  3-O-methyl-6-18F-fluoro-L-dopa
18F-FDOPA  18F-fluorodihydroxyphenylalanine

BBN N-butyl- (4-hydroxybutyl) nitrosamine

HIFs hyposia-inducedfactors

PET positron emission computed tomography

BCH 2-aminobicyclo-(2,2,2,1)-heptane-2-caryboxylic acid
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Machine-learning predicts
time-series prognosis factors

In metastatic prostate cancer
patients treated with androgen
deprivation therapy

Shinpei Saito®®, Shinichi Sakamoto'*?, Kosuke Higuchi?, Kodai Sato’*, Xue Zhao?,
Ken Wakai3, Manato Kanesaka?, Shuhei Kamada?, Nobuyoshi Takeuchi?, Tomokazu Sazuka?,
Yusuke Imamura?l, Naohiko Anzai*, Tomohiko Ichikawa® & Eiryo Kawakami>5’

Machine learning technology is expected to support diagnosis and prognosis prediction in medicine.
We used machine learning to construct a new prognostic prediction model for prostate cancer patients
based on longitudinal data obtained from age at diagnosis, peripheral blood and urine tests of 340
prostate cancer patients. Random survival forest (RSF) and survival tree were used for machine
learning. In the time-series prognostic prediction model for metastatic prostate cancer patients, the
RSF model showed better prediction accuracy than the conventional Cox proportional hazards model
for almost all time periods of progression-free survival (PFS), overall survival (OS) and cancer-specific
survival (CSS). Based on the RSF model, we created a clinically applicable prognostic prediction model
using survival trees for OS and CSS by combining the values of lactate dehydrogenase (LDH) before
starting treatment and alkaline phosphatase (ALP) at 120 days after treatment. Machine learning
provides useful information for predicting the prognosis of metastatic prostate cancer prior to
treatment intervention by considering the nonlinear and combined impacts of multiple features. The
addition of data after the start of treatment would allow for more precise prognostic risk assessment
of patients and would be beneficial for subsequent treatment selection.

Prostate cancer is one of the most common carcinomas, with an increasing incidence worldwide'. In Japan,
prostate cancer was the leading cause of cancer and sixth leading cause of cancer-related deaths in 2016 Deeper
understanding of prostate cancer and the intrinsic function of androgens has led to the development of androgen
deprivation therapy (ADT). ADT is the mainstay treatment for locally advanced and metastatic prostate cancer.
ADT is also a treatment option for elderly patients with non-metastatic prostate cancer or those in poor general
condition who are not candidates for surgery or radiation therapy. Prostate-specific antigen (PSA) is used as a
prostate cancer-specific tumor marker that acts as a first guide and plays a key role in determining treatment
efficacy of ADT. Recent reports have demonstrated that the modified Glasgow Prognostic Score (mGPS), lactate
dehydrogenase (LDH) and alkaline phosphatase (ALP) levels, Eastern Cooperative Oncology Group (ECOG)
performance status, and Gleason score are associated with different prognoses>*.

The prognosis of prostate cancer varies considerably depending on whether the disease is non-metastatic
or metastatic>. Many prognostic studies on metastatic castration-resistant prostate cancer (nCRPC) have been
reported, while less information is available on non-castrated metastatic prostate cancer (NCMPC). Among the
few reports available, a prognostic prediction model was published by Glass et al. in 2003° that classified patients
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into three prognostic groups according to four risk factors: bone lesion localization, performance status, PSA,
and Gleason score. Based on the model proposed by Glass et al., Gravis et al. proposed a prediction model” that
is excellent in that it only uses a single feature, ALP, which is obtained in routine clinical practice. However, the
performance of the prognostic prediction model is insufficient, with a concordance index (C-index) of 0.64. To
further improve prediction accuracy, it would be necessary to consider the time variation and interaction of the
factors used for the prediction®.

Developments in computer technology have improved analytical methods for handling large-scale data, and
machine learning has attracted attention also in the medical field. Machine-learning techniques are commonly
used for data-driven diagnostic and prognostic predictions®!’. The greatest advantage of using machine learning
is that it can be used to account for the combined, nonlinear effects of numerous variables and can make precise
individualized predictions for heterogeneous patient populations. In recent years, machine learning-based sur-
vival analysis has been used in various carcinomas, handling many variables and enabling prognostic prediction
with high accuracy'!"%. In addition to cancer prognostic prediction, there are many other areas where machine
learning can contribute to biomedical research, such as drug interaction analysis'**>.

Therefore, the purpose of this study was to develop a clinically applicable prognostic prediction model for
prostate cancer treated with androgen deprivation therapy based on multiple features using machine learning.
We then additionally examined the impact on prediction accuracy of incorporating features after the start of
treatment. To ensure applicability in clinical practice, this study used features obtained routinely in medical
practice, such as peripheral blood sampling and urinalysis.

Result

Patient background. This study included 340 patients with prostate cancer. Of these, 30 patients who
had started treatment at other hospitals were excluded (Fig. S1). A final total of 310 patients were included in
the study, comprising 207 and 103 patients in the training and test cohorts, respectively. The median age was
74 years, and the median initial PSA level was 40.365. The rates of Gleason score>8 was 54.2%. The rate of
metastasis was 41.6% (Table 1). No significant differences were observed between the training and test cohorts in
patient backgrounds. Among the 36 features used as explanatory variables, only uric acid (UA) was significantly
different between the training and test cohorts (Table 2).

Prognostic prediction at the start of treatment. To evaluate the usefulness of multiple variables for
predicting prostate cancer prognosis, 36 features including age, peripheral blood tests, and urinalysis were used
in the analysis. To maintain impartiality among models and avoid multicollinearity among features, the variables
were first selected using RSF based on permutation importance calculated in the training cohort. Selected top
important variables with positive permutation importance were used in subsequent RSF and Cox proportional
hazards analyses. In addition, we created a prediction model for PSA (a tumor marker for prostate cancer) alone
and compared its accuracy using the C-index (Fig. 1A). The C-indices for prediction in test cohort using the Cox
proportional hazards model were 0.573, 0.488, and 0.582 for PES, OS, and CSS, respectively. The corresponding
C-indices for prediction using PSA alone were 0.684, 0.656, and 0.774, respectively. Finally, the corresponding
mean C-indices (standard deviation) with RSF were 0.681 (0.002), 0.603 (0.005), and 0.832 (0.004), respectively.
In terms of prediction at the start of treatment, the conventional prediction using PSA was almost as accurate
as the RSF in predicting PFS, OS, and CSS, respectively. Next, we calculated the prognostic accuracy of the
RSF model created above when applied separately to metastatic and non-metastatic prostate cancer patients.
The results revealed improved OS prediction accuracy in metastatic prostate cancer, while, for non-metastatic
tumors, predictive performance was poor for all predictions (Fig. 1B). We identified PSA as an important predic-
tor in RSF for predicting PFS and LDH as an important predictor of OS and CSS (Fig. 1C-E).

Prognostic predictions considering temporal changes after the start of treatment.  We further
aimed to improve the prediction of metastatic prostate cancer by considering post-treatment changes. Patients
with metastatic prostate cancer were assigned to the same training and test cohort as in the pretreatment analy-
sis. In this analysis, the C-indices of the Cox proportional hazards model and prediction model using only
PSA were calculated for comparison with the RSF model (Fig. 2). For predicting OS and CSS, the RSF model
was more accurate than the other models: for the RSF model, it had the highest C-index (standard deviation)
for predicting PES at 150 days post-treatment at 0.766 (0.011), and at 120 days post-treatment the C-index for

All patients Training cohort Test cohort
Background (N=310) (N=207) (N=103) P value
Age, years (range) 74 (46-93) 74 (46-90) 74 (48-93) 0.2617
Initial PSA, ng/dL (range) | 40.365 (0.19-13,050) | 39.31 (2.05-13,050) | 42.55 (0.19-6421.08) | 0.6853
Gleason score>8, n (%) 168 (54.2) 116 (56) 52 (50.5) 0.3748
T=>3,n (%) 193 (62.3) 128 (61.8) 65 (63.1) 0.8995
N+, n (%) 81(26.1) 52 (25.1) 29 (28.2) 0.5848
M+, n (%) 129 (41.6) 87 (42) 42 (40.8) 0.9028

Table 1. Clinical backgrounds of 310 patients with prostate cancer. T >3 means tumor stage 3 or greater,
N+ means lymph node metastasis, M+ means metastasis.
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All patients Training cohort Test cohort

Factor (N=310) (N=207) (N=103) Pvalue
Age (years) 74 (46-93) 74 (46-90) 74 (48-93) 0.2617
Initial PSA (ng/dL) 40.365 (0.19-13,050) | 39.31 (2.05-13,050) | 42.55 (0.19-6421.08) | 0.6853
AST (U/L) 22 (11-129) 22 (12-95) 23 (11-129) 0.9234
ALT (U/L) 17 (5-102) 17 (5-102) 17 (5-80) 0.9014
LDH (U/L) 193.5 (82-4621) 197 (119-833) 192 (82-4621) 0.2807
GTP (U/L) 32 (9-358) 32.323 (10-215) 31.703 (9-358) 0.2882
TP (g/dL) 7 (5.1-8.6) 7(5.1-8.4) 6.9 (5.1-8.6) 0.5483
Alb (g/dL) 4.1(2.5-4.9) 4.1(2.5-4.9) 4.1(2.6-4.8) 0.9776
UA (mg/dL) 5.8(2.2-12) 5.727 (2.2-9.2) 6(3.4-12) 0.0414
UN (mg/dL) 16 (5-58) 16 (5-58) 16 (8-33) 0.4691
CRE (mg/dL) 0.84 (0.52-8.02) 0.84 (0.52-8.02) 0.84 (0.59-2.01) 0.417
Tbil (mg/dL) 0.7 (0.2-2.8) 0.7 (0.2-2.8) 0.7 (0.3-2.3) 0.4782
Dbil (mg/dL) 0.1 (0-0.3) 0.1 (0-0.3) 0.1 (0-0.3) 0.7917
TCHO (mg/dL) 186.2185 (101-303) 185 (101-275) 187.591 (119-303) 0.056
TG (mg/dL) 125.2795 (45-912) 121 (47-912) 136.711 (45-285) 0.8275
Ca (mg/dL) 9 (6.7-11.6) 9(7.7-10.7) 8.9 (6.7-11.6) 0.6029
Na (mmol/L) 140 (130-146) 140 (130-146) 140 (132-144) 0.9252
K (mmol/L) 4.21845 (3.1-6.6) 4.2 (3.1-6.6) 4.3 (3.1-5.4) 0.2421
Cl (mmol/L) 106 (95-116) 106 (96-116) 105.693 (95-111) 0.8685
WBC (x 10%/uL) 6.2 (2.4-19.7) 6.2 (2.4-12.8) 6.3 (2.5-19.7) 0.4734
RBC (x 10%/uL) 4.33 (1.93-6.49) 4.35(1.93-6.1) 4.29 (2.82-6.49) 0.9218
Hb (g/dL) 13.5(5.5-18.3) 13.5 (5.5-17.6) 13.5(8.1-18.3) 0.8833
HCT (%) 40 (16.5-53.8) 39.8 (16.5-51.9) 40.2 (24.3-53.8) 0.7497
MCV (fL) 92.4 (72.3-114) 92.3 (75.9-114) 92.9 (72.2-110) 0.6529
MCH (pg) 31.1 (22.5-38.1) 31.1(24.6-37.5) 31.1 (22.5-38.1) 0.9092
MCHC (%) 33.6 (30.8-36.3) 33.6 (30.8-36.3) 33.6 (30.8-36.2) 0.4757
PLT (x 10%/uL) 206 (18-466) 205 (18-466) 211 (84-433) 0.5377
ALP (U/L) 247.5 (110-9481) 248 (110-9481) 246 (123-2469) 0.6496
PT (s) 11.4541 (9.9-20.4) 11.4022 (9.9-19.6) 11.66675 (10-20.4) 0.3152
PTINR 1.00371 (0.9-1.88) 1.00321 (0.9-1.76) | 1.006855 (0.9-1.88) | 0.6916
BS (mg/dL) 113.178 (74-282) 115.544 (74-282) 107.5 (86-213) 0.0984
CHE (U/L) 287 (112-539) 287 (115-539) 286.5 (112-468) 0.5798
CRP (mg/dL) 0.2 (0-24.9) 0.2 (0-24.9) 0.16444 (0-8.8) 0.1746
UpH 6 (5-8) 6 (5-8) 6 (5-8) 0.7532
URBC (/HPF) 1 (0-50) 1 (0-50) 1 (0-50) 0.7784
UWBC (/HPF) 1 (0-50) 1(0-30) 1 (0-50) 0.2623

Table 2. Characteristics of analysis factor. The data in the brackets indicate a range of values.

predicting OS and CSS were 0.89 (0.006) and 0.883 (0.006), respectively. The Cox proportional hazards model
and RSF had similar predictive performance in predicting PFS at 150 days after treatment initiation. On the
other hand, the prediction performance of RSF was appreciably better than the other two models in predicting
OS and CSS. Compared to the other prognostic prediction models, the RSF forecasting model tended to have
less variation in forecast accuracy depending on the time of year. While RSF was able to predict prognosis for
metastatic prostate cancer with relatively high accuracy, it was difficult to predict prognosis for non-metastatic
prostate cancer with high accuracy (Fig. S2). In this prognostic analysis of metastatic prostate cancer patients,
the addition of the Gleason score, an important pathologic factor in prostate cancer, as a predictor did not result
in a notable improvement in prognostic accuracy (Fig. S3). The distribution of Gleason scores in patients with

metastatic prostate cancer is shown in Table S1.

Permutation importance in RSF analysis.

after treatment were not included as an important predictor.
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Feature importance can be used to explain the contribution
of explanatory variables in machine learning predictions'é. We used permutation importance, a type of feature
importance, to evaluate the contribution of explanatory variables in the RSE Permutation importance at the
time of prediction when the C-index was maximum in each of the RSF analyses described above is presented in
Fig. 2D-F. For PFS prediction at 150 days after the start of treatment, the most important variable was PSA after
treatment. For the prediction of OS and CSS at 120 days after the start of treatment, the most important factors
were LDH before treatment and ALP after treatment. For both OS and CSS prediction, PSA levels before and
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A Prognostic accuracy at the start of treatment B Prognostic accuracy by metastasis in RSF
at the start of treatment
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Figure 1. Comparison of accuracy of prognostic prediction models. (A) Comparison of C-index for each
prognostic prediction model. Black, shaded, and horizontal bars indicate RSE, Cox proportional hazards, and
PSA models, respectively. (B) Comparison of C-index for application of RSF model to patients with metastatic
and non-metastatic prostate cancer. Black, striped, and dotted bars indicate all patients with prostate cancer,
patients with metastatic prostate cancer, and patients with non-metastatic prostate cancer, respectively. (C to E)
Permutation importance in prediction of progression (C), overall survival (D), and cancer specific survival (E)
based on the RSF model.

Construction of survival trees based on RSF.  As described in the previous section, prognosis predic-
tion using RSF exhibited excellent accuracy. However, since RSF is an ensemble learning method with multiple
survival trees and requires many explanatory variables, it is not easy to use it for prognostic prediction in real
clinical practice. Therefore, we constructed a simplified survival tree model with a few most important vari-
ables in the RSF model. Since the contribution of post-treatment PSA was predominantly large in predicting
PFS prognosis, and the benefit of combining multiple variables by survival tree was limited, we focused only on
OS and CSS and constructed a survival tree model based on the top five important variables in the RSF models
at 120 days after the start of treatment. The obtained survival trees predicting OS and CSS both consisted of
LDH before treatment initiation and ALP 120 days after the start of treatment (Fig. 3A,C). The cut-off values
of pre-treatment LDH and post-treatment ALP in the prediction models of OS and CSS were 248.5 IU/L and
342.5/326.5 U/L, respectively. The C-index for prediction accuracy was 0.85 for both OS and CSS. Based on
these survival trees, three patient populations were identified that were associated with OS and CSS prognosis:
the first was a very poor prognosis population with high preoperative LDH (>248.5 IU/L), in which about 70%
of patients would die within 5 years; the population with LDH <248.5 IU/L was further divided into two groups
based on post-treatment ALP. The group with high ALP is at intermediate risk and has a 5-year survival rate of
about 70%. The population with low LDH before treatment and low ALP after treatment had a very good prog-
nosis, with a 5-year survival rate exceeding 90% (Fig. 3B,D).

Discussion

Compared to conventional statistical analysis, machine learning can handle a large number and variety types of
variables, and the machine can automatically learn and discover rules and patterns underlying the data. Various
analyses using machine learning have been reported to improve the diagnostic rates of imaging and biopsy tests
for prostate cancer'”'8. However, prognostic analyses using machine learning for ADT remain scarce. In this
study, we developed an approach to predict the prognosis of metastatic prostate cancer treatment over time: at
the start of treatment and after the start of treatment. Pre-treatment and post-treatment features were combined
to achieve a more accurate prediction.

We attempted to predict prognosis for both non-metastatic and metastatic prostate cancer, but it was difficult
to predict prognosis in patients with non-metastatic prostate cancer (Fig. S2). The RSF model at the start of treat-
ment showed improved predictive accuracy in metastatic prostate cancer patients, while it showed decreased
accuracy in non-metastatic prostate cancer patients. This may be due to the fact that non-metastatic prostate
cancer patients in this study had a smaller proportion of cancer deaths than metastatic prostate cancer patients,
and included more senility and death from other causes, which are difficult to predict from clinical laboratory
data. Moreover, prognostic factors for non-metastatic prostate cancer are limited, with only a few factors, such
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Figure 2. Time-series of prognostic accuracy for patients with metastatic prostate cancer. (A to C) Accuracy
of prediction of progression (A), overall survival (B), and cancer specific survival (C). The green, red, and blue
lines indicate the RSF, Cox proportional hazards, and prognostic PSA-based models, respectively. The triangle
mark indicates the time point at which prediction accuracy was the highest for RSF prediction. Error bars
represent standard deviations of 10 independent RSE. Permutation importance in prediction of progression at
150 days after treatment initiation (D), overall survival at 120 days after treatment initiation (E), and cancer-
specific survival at 120 days after treatment initiation (F). The number of factors was defined as the top 10
factors or those with positive importance.

as PSA doubling time, reported in the literature'*-2'. Therefore, we focused on predicting the prognosis of
metastatic prostate cancer. In this study, the RSF model was more accurate than other models in predicting OS
and CSS in time-series metastatic prostate cancer. On the other hand, there was no significant difference in PFS
prediction. First, the reason for the lack of significant difference in PFS prediction accuracy may be that factors
other than PSA were less important in predicting PFS, since the definition of relapse in this study was biological
relapse, which was defined as an increase in PSA. Second, the reason for the superior accuracy of the RSF model
in predicting OS and CSS could be that parameters other than PSA are important as predictors in predicting OS
and CSS, as shown by the results of Permutation Importance. Furthermore, regarding the difference between the
RSF model and the Cox proportional hazards model, the RSF model may have been able to make more accurate
predictions for many parameters in terms of its ability to make nonlinear predictions. However, since over-fitting
should also be considered in this respect, we believe that validation using external data will be necessary in the
future. Regarding the tumor marker PSA, our previous study reported no difference in OS according to initial
PSA levels in patients with metastatic prostate cancer?’. For prognostic factors other than PSA, the modified
Glasgow Prognostic Score (mGPS), Eastern Cooperative Oncology Group (ECOG) performance status, LDH,
ALP, and Gleason Score have been reported as prognostic factors for metastatic prostate cancer®*. Among Japa-
nese patients with de novo metastatic prostate cancer, LDH and C-reactive protein (CRP) have been reported
as independent risk factors for OS in analyses identifying true high-risk groups that meet the CHAARTED or
LATITUDE criteria®. Several studies support the results of this study. However, these were all prognostic analysis
based on data at the start of treatment and did not include post-treatment changes. While prognostic predic-
tions based on data at the start of treatment are important, the course of treatment affects the prognosis, and in
some cases the actual prognosis differs from the initial risk assessment. To identify such cases and enable a more
accurate prognosis, it is necessary to add post-treatment data as predictors and to update the prediction. In this
study, we could first identify the poor prognosis group based on LDH at the start of treatment for both OS and
CSS, and further classified the remaining patients into two groups with different prognoses using ALP after the
start of treatment. This suggests that additional risk assessment during the course of treatment, in addition to risk
classification at the start of treatment, can provide a more accurate prognosis. From a pathological perspective,
we used the Gleason score in the RSF analysis, which has been used in existing risk classifications, but this did
not clearly improve the C-index. Patients with metastatic prostate cancer tend to have high Gleason scores, and
in fact, Gleason score > 8 accounted for more than 70% of the patients in this case group.
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Figure 3. Survival tree predicting overall survival (A) and cancer-specific survival (C). Kaplan-Meier curves
of survival tree prognostic classification results for overall survival prediction (B) and cancer-specific survival
prediction (D). P-values were calculated by the log-rank test.

Gravis et al. reported a prediction model for NCMPC based on the prediction model proposed by Glass
etal.’”. They claimed that ALP levels at the start of treatment (normal vs. abnormal) were the strongest predictor
of OS. This prediction model had a C-index of 0.64, was simpler than the prediction model developed by Glass
et al,, and exhibited comparable performance. The C-index of the model reported by Gravis et al. was 0.72 in the
analysis using the data in this study. The C-index for our RSF model in this study using the data at the start of
treatment was 0.74. Although our RSF model was only slightly more accurate than the previously reported model,
the C-index was improved to 0.85 in this study by creating an algorithm using a survival tree with the addition
of time-series data. The new algorithm for metastatic prostate cancer we have created based on the survival tree
made predictions using two variables (pre-treatment LDH and post-treatment ALP) with a C-index of 0.85,
which was higher than the accuracy of previous prediction models. LDH and ALP values can be obtained from
routine blood tests and can be used for time-series evaluation.

Our study had several limitations. First, it was a retrospective analysis with a limited number of cases at a
single institution, and there may have been a selective bias. In general, machine learning methods divide datasets
into training and test data, create a prediction model with the training data, and evaluate the model using the test
data. If the number of cases is small, a biased prediction model (overfitting) may be created if the training data
have extreme characteristics. We used data from 129 patients with metastatic prostate cancer for the training
in our analysis. To increase variation in the training data and suppress overfitting, we intend to conduct further
analysis using larger-scale data from multiple institutions in the future. In this study, we performed random
data splitting. Although there were no significant differences between the train cohort and the test cohort, it is
necessary to consider the use of data splitting methods such as cross validation in future analyses to create a new
model. Second, because we defined progression as biological progression caused by elevated PSA levels, post-
treatment PSA inevitably became the most important factor for predicting progression. Future research should
focus on clinical progression, such as disease worsening on imaging and the appearance of new metastases.

In conclusion, this study demonstrated that machine learning and combined assessment of pre- and post-
treatment variables were useful for creating an accurate prognostic prediction model for ADT in metastatic
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prostate cancer. This result may be harnessed as a new evaluation index for the treatment of metastatic prostate
cancer.

Methods

Patient selection and analysis factors. This retrospective study included 340 patients with prostate
cancer who received ADT as an initial treatment between 1996 and 2019 at the Department of Urology, Chiba
University Hospital. Of these, 30 patients who had started treatment at other hospitals were excluded. The data-
set was randomly divided into training and test cohorts. In total, 207 and 103 patients were classified into the
training and test cohorts, respectively. We first analysed 36 features before treatment including age at diag-
nosis, peripheral blood sampling, and urinalysis to examine their association with progression-free survival
(PFS), overall survival (OS), and cancer-specific survival (CSS). An additional analysis focusing on patients
with metastatic prostate cancer was performed, which considered data at the start of treatment as well as sub-
sequent changes. In the analysis, 35 features after the start of treatment including peripheral blood sampling
and urinalysis were combined with the 36 pretreatment features and used for prediction. This study was con-
ducted in accordance with the ethical principles of the Declaration of Helsinki. This retrospective study of clini-
cal information was approved by the Ethics Committee of Chiba University (Institutional Review Board (IRB)
no. M10238). The IRB waived the requirement for written consent in this study due to the retrospective nature
of data collection.

Survival analysis. We employed random survival forests (RSF) for machine-learning survival analysis.
The rationale for this is as follows. First, Random forests and derivatives outperform other machine learning
methods in predictions using clinical laboratory values?***. Secondly, RSF is implemented within scikit-survival,
making it easy to calculate variable importance and transfer it to the survival tree model, which is also imple-
mented in scikit-survival. Finally, like random forests, RSFs are suitable for variable selection because they selec-
tively use a small number of variables®. RSF is a nonlinear survival model that combines ensemble learning and
decision tree?’. In RSE, multiple sets of data termed bootstrap samples are created. At each node of the survival
tree, feature and its threshold value were determined such that the difference in hazard function between cases
separated by the nodes was maximized. The ensemble hazard function of each patient was estimated by averag-
ing the hazard functions of multiple trees created in this manner. In this study, RSF was used to predict PFS,
OS, and CSS. Analysis was performed using scikit-survival Python package. We ran sksurv.ensemble.Random-
SurvivalForest with the default parameters, except for the following parameters; n_estimators =2000, min_sam-
ples_split=10, min_samples_leaf=15. The reason for using nearly default parameters is that hyperparameter
optimization under limited training data conditions may result in lower accuracy, and random forests are robust
to hyperparameter changes®. Since RSF uses bootstrap samples, the value of the estimated survival function
varies slightly with each run. Therefore, we ran the RSF 10 times independently and used the average C-index
as the prognostic performance indicator. We calculated permutation importance to evaluate the contribution
of explanatory variables to RSF prediction performance. The permutation importance indicates the change in
predictive performance (AUC in this case) when an explanatory variable is randomly shuffled, with a positive
importance indicating that the variable is necessary for prediction and a negative importance indicating that
using the variable reduces predictive performance®. For example, if the AUC drops by 0.05 when a variable
is randomly shuffled, the permutation importance score for that variable is 0.05. Permutation importance was
calculated using eli5 Python package.

A Cox proportional hazards model was used as the conventional statistical survival analysis for comparison.
To make the conditions fair across models, the variables were selected based on the permutation importance
calculated by RSF pretraining, and the same variables were used in the Cox proportional hazards model.

Survival tree. A survival tree represents the individual tree comprising the aforementioned RSF. This
method analyses data using a tree diagram and exhibits excellent semantic interpretability in that it visualizes
the classification criteria, facilitating comprehension of the results®. RSF can calculate feature importance dur-
ing classification. By integrating the results of multiple survival trees, RSF allows highly accurate predictions
for individual patients, but make it difficult for humans to interpret the predictive results and rationale. In this
regard, survival tree may be a better solution for clinical implementation. In this study, we developed survival
trees for OS and CSS using the top five important features obtained in the RSF analysis. We used the Optuna
Python package to optimize the parameters of survival tree to achieve the highest prediction rate in training
cohort®’.

Missing value imputation. To compensate for missing values in the dataset used in this study, we used
the missForest algorithm implemented in R*2. MissForest is a non-parametric imputation method that uses a
random forest which can learn nonlinear relationship between variables, easily handle mixed-type data, and
calculate out-of-bag (OOB) errors. First, the average value was used to tentatively fill the missing values, and the
random forest was then repeatedly applied to predict the missing parts. Stekhoven et al. reported that missForest
was superior to other widely used imputation algorithms such as KNNimpute, MICE, and MissPALasso.

Evaluation of survival model accuracy. The predictive performance of the survival models, including
RSE, Cox proportional hazards model, and survival tree, was evaluated using the Harrell's concordance index
(C-index). The C-index is a generalization of the area under the ROC curve (AUC) that considers censored
data®. This represents an assessment of the discriminatory power of the model, which is the ability of the model
to correctly provide a ranking of survival times for each patient based on hazard function. Time-dependent
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ROC analysis is another method of evaluating prediction accuracy in survival analysis. However, we adopted the
C-index to express the transition of prediction accuracy in the time-series analysis in an easily understandable
manner, given the need for analysis at multiple time points after the start of treatment.

Statistical analysis. The Kaplan-Meier method was used to generate survival curves to evaluate survival
probability of given groups. Statistical difference in the survival probabilities between groups was assessed using
log-rank test. For the analysis of the training and test cohorts, Welch’s t-test and Fisher’s exact test were used
for continuous and categorical variables, respectively. Statistical analysis was performed using JMP" 15.2. The
significance level for each test was set at a=0.05.

Data availability

The datasets generated and analysed during the current study are not publicly available due to ethical regulations
because the data contain personal information but are available from the corresponding author on reasonable
request.
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(UH) on oncological and functional outcomes after robot-assisted radical prostatectomy
(RARP) and adjuvant radiotherapy (aRT) receipt is unclear. We compared the impact of
cribriform pattern (CP), ductal adenocarcinoma (DAC), and intraductal carcinoma (IDC)
in comparison to pure adenocarcinoma (AC) on short- to mid-term oncological and func-
tional results and receipt of aRT after RARP.

We retrospectively collected data for a large international cohort of men with
localized prostate cancer treated with RARP between 2016 and 2020. The primary out-
comes were biochemical recurrence (BCR)-free survival, erectile and continence func-
tion. aRT receipt was a secondary outcome. Kaplan-Meier survival and Cox regression
analyses were performed.

A total of 3935 patients were included. At median follow-
up of 2.8 yr, the rates for BCR incidence (AC 10.7% vs IDC 17%; p < 0.001) and aRT receipt
(AC4.5% vs DAC 6.3% [p =0.003] vs IDC 11.2% [p < 0.001]) were higher with UH. The 5-yr
BCR-free survival rate was significantly poorer for UH groups, with hazard ratios of 1.67
(95% confidence interval [CI] 1.16-2.40; p = 0.005) for DAC, 5.22 (95% CI 3.41-8.01;
p < 0.001) for IDC, and 3.45 (95% CI 2.29-5.20; p < 0.001) for CP in comparison to AC.
Logistic regression analysis revealed that the presence of UH doubled the risk of new-
onset erectile dysfunction at 1 yr, in comparison to AC (grade group 1-3), with hazard
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ratios of 2.13 (p < 0.001) for DAC, 2.14 (p < 0.001) for IDC, and 2.01 (p = 0.011) for CP.
Moreover, CP, but not IDC or DAC, was associated with a significantly higher risk of
incontinence (odds ratio 1.97; p < 0.001). The study is limited by the lack of central
histopathological review and relatively short follow-up.

In a large cohort, UH presence was associated
with worse short- to mid-term oncological outcomes after RARP. IDC independently pre-
dicted a higher rate of aRT receipt. At 1-yr follow-up after RP, patients with UH had three
times higher risk of erectile dysfunction post RARP; CP was associated with a twofold
higher incontinence rate.

Among patients with prostate cancer who undergo robot-assisted
surgery to remove the prostate, those with less common types of prostate cancer have
worse results for cancer control, erection, and urinary continence and a higher probabil-
ity of receiving additional radiotherapy after surgery.
© 2023 European Association of Urology. Published by Elsevier B.V. All rights reserved.

1. Introduction

Prostate cancer (PCa) is the second most frequently diag-
nosed cancer among men worldwide [1], with a worldwide
estimated incidence of 1 414 259 new cases in 2020 [2]. PCa
is a urological malignancy for which the economic burden is
growing, especially for the elderly population [3]. Acinar
adenocarcinoma (AC) is the most prevalent PCa histology.
The Gleason grade, and the International Society of Urolog-
ical Pathology (ISUP) grade group (GG) derived from the
Gleason system [4], is one of the most important prognostic
factors and is widely used for driving disease management
plans [5]. In addition to the Gleason score, a recent system-
atic review demonstrated that the presence of an unconven-
tional histology (UH), in particular intraductal carcinoma
(IDC), cribriform pattern (CP), or ductal adenocarcinoma
(DAC), may be associated with worse oncological prognosis
in comparison to conventional and mucinous or prostatic
intraepithelial neoplasia (PIN)-like PCa [6]. While the histol-
ogy results in the review were for prostate biopsy and rad-
ical prostatectomy (RP) specimens, recent studies have
suggested that prostatectomy rather than biopsy should
be the gold standard in determining Gleason scores and
diagnosing IDC/CP, in light of the limited concordance rates
[7,8]. Both the Genitourinary Pathology Society and the
ISUP recommend reporting of the percentage of Gleason
pattern 4 and the presence of CP (present in 1% of PCa
cases), which is associated with higher rates of biochemical
recurrence (BCR; hazard ratio [HR] 2.1) and cancer-specific
mortality (HR 3.3) [9-12]. According to the literature, DAC
is the second most frequent UH and its presence predicted
prostate-specific antigen (PSA) recurrence in one study
[13] and was associated with worse overall mortality and
metastasis-free survival [14]; IDC was found to be more
prevalent in metastatic PCa [15]. However, most of these
data were collected in the early 2000s, details regarding
the surgical approaches used were lacking, and the UH
impact on functional outcomes was not explained.

RP is one of the curative treatment options for localized
PCa [5]. In the past decade, the techniques for RP have
evolved from open to minimally invasive surgery. And
robot-assisted laparoscopic RP (RARP) has become an
established and safe surgical modality [16]. Unanswered

questions remain regarding the impact of UH in PCa on
functional and oncological results after RARP.

Although current guidelines support the use of adjuvant
radiation therapy (aRT) in patients with pNO status with GG
4-5 pT3 disease * positive margins [5], there is no clear rec-
ommendation on the need for adjuvant treatment for
patients with CP, DAC, or IDC types.

The aim of this study was to provide contemporary
updates on the prognostic value of PCa UH on oncological
and functional outcomes, by investigating a large multicen-
ter cohort of patients treated with RARP. The secondary aim
was to evaluate potential differences in the rates of aRT
receipt after RARP among the various UH groups.

2. Patients and methods

We retrospectively collected data for the consecutive RARP
cases performed from 2016 to 2020 in seven international
high-volume centers. Patients with prior PCa treatment
and mixed histology subtypes were excluded. Preoperative
imaging for metastatic screening was performed for
patients with intermediate- or high-risk cancer according
to the European Association of Urology (EAU) risk cate-
gories. Decisions on the need for lymph node dissection
were made according to risk nomograms.

Baseline demographic (age, PSA, and prostate size) and
pathological data (histological patterns, tumor and node
stages) were retrieved and analyzed.

2.1. Outcomes of interest

The oncological outcomes of interest included BCR, defined
according to EAU guidelines as two consecutive rising PSA
values >0.2 ng/ml [5] and aRT receipt, defined as RT planned
after RARP on the basis of clinicopathological risk factors
before the occurrence of BCR and performed within 4-22
wk after RARP [17], regardless of dose and fractionation.
Data for other oncological outcomes, such as the incidence
of positive surgical margins, lymph node involvement, and
nodal and distant metastases, were also collected.

The functional outcomes of interest included continence,
defined as no more than one protective pad per day [18],
and potency, defined as the ability to obtain an erection
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rigid enough for intercourse with or without the use of a
phosphodiesterase type 5 inhibitor at least half of the time
[19].

2.2. Pathological evaluation and study groups

In each centre, RARP specimens had been sampled and
embedded for diagnostic purposes as previously described
[20] and were assessed by dedicated uropathologists. Data
on histological types, Gleason score, ISUP grade group
according to the 2014 ISUP/2016 World health Organization
(WHO) guidelines [21], presence of IDC, pT and pN stage
according to the 8th edition of the American Joint Commit-
tee on Cancer TNM scheme [22], and surgical margin status
were retrospectively retrieved from reports for RARP
specimens.

Four groups of prostate malignancy were considered:
pure AC, AC with CP, DAC, and IDC (Fig. 1A). The latter three
groups consisted of malignant prostatic lesions with CP and
were defined according to the WHO classification [23]. In
brief, DAC is composed of papillary structures and/or cribri-
form glands lined by tall columnar pseudostratified cells;
basal cells are absent. We considered both the pure form
and DAC admixed with acinar AC. IDC was defined as com-
plex cribriform growth and lumen expansile proliferation of
malignant epithelial cells within native ducts and acini with
intact basal cells. We included IDC cases associated with
invasive acinar AC. CP, one of the four patterns of Gleason
grade 4 AC, was defined as a confluent sheet of contiguous
malignant epithelial cells with multiple glandular lumina
without intervening stroma or mucin separating the glan-
dular structures [9].

2.3. Statistical analyses

Statistical comparisons were made among the four groups.
Results for continuous variables are presented as the med-
ian and interquartile range (IQR) and were compared using
a Mann-Whitney U test. Results for categorical variables are
presented as the frequency and percentage and were com-
pared using a 2 test or Fisher’s exact test. Kaplan-Meier
curves were used to compare outcomes, and Cox regression
analysis was performed to adjust for potential confounding
factors. SPSS was used for the statistical analyses. Given that
DAC without an AC component is, by definition, assigned a
Gleason score of 4 + 4 = 8 (ISUP GG 4), for their similar clin-
ical behavior [24], we compared AC GG 1-3 versus GG 4
versus GG 5 versus the three UH types.

3. Results

Among a total of 5005 patients, 1070 had mixed or unre-
ported histology and were therefore excluded, leaving
3935 PCa cases suitable for analysis. Among these, 3126
patients had pure AC, 174 had AC with CP, 447 had DAC,
and 188 had IDC (Fig. 1A).

3.1. Baseline characteristics

Baseline patient and disease characteristics are listed in
Table 1. Overall, the median age was 65 yr (IQR 60-70),

the median PSA was 6.8 ng/ml (IQR 5-10), and the median
prostate size was 38 cm® (IQR 28-53). Regarding the ISUP
grade groups in the overall cohort, 22.6% had GG 1, 38.0%
had GG 2, 17.6% had GG 3, 7.4% had GG 4, and 5.6% had
GG 5 disease; the ISUP grade group was not reported for
8.7% of the cohort.

The IDC and CP groups had similar median PSA and pros-
tate size to the AC group. The DAC group had significantly
lower median PSA (6.1 ng/ml) than the AC group (6.9 ng/
ml) but similar median age and prostate size. In comparison
to the AC group, ISUP grade groups were significantly higher
for each of the UH groups (p < 0.001). In the AC group, 77.6%
of cases were GG 1-3 disease, whereas the majority of cases
in the UH groups were GG 2-3 disease (DAC 66.7%, IDC
74.5%, CP 81.6%).

3.2 Oncological outcomes

At median follow-up of 2.8 yr, BCR was more frequent for
IDC than for AC (17% vs 10.7%; p < 0.001). The rate of posi-
tive surgical margins was significantly higher in DAC
(33.6%; p = 0.04), IDC (42.6%; p < 0.001), and CP (43.1%;
p < 0.001) than in AC (27.3%). Lymph node involvement
was also more common in DAC (6.9%; p < 0.001) and IDC
(8%; p < 0.001) than in AC (0.5%). More nodal recurrence
was observed in DAC (1.6%; p < 0.001) and CP (2.9%;
p = 0.049) than in AC (0.4%). Distant metastases occurred
more frequently in DAC (1.1%; p = 0.002) and IDC (3.7%;
p = 0.002) than in AC (0.9%; Table 2).

Kaplan-Meier curve revealed significant differences in 5-
yr BCR-free survival (Fig. 1B). In comparison to AC GG 1-3,
IDC had the worst BCR rate, followed by CP, AC GG 5, DAC,
and AC GG 4 (p < 0.001).

Univariable Cox regression analysis revealed signifi-
cantly poorer 5-yr BCR-free survival for the UH groups in
comparison to pure AC, with HRs of 1.67 for DAC, 5.22 for
IDC, and 3.45 for CP (Table 3). According to multivariable
Cox regression analysis with AC GG1-3 taken as the refer-
ence, the significant predictors for BCR at 5 yr included
DAC (HR 3.15; p < 0.001), IDC (HR 5.63; p < 0.01), CP (HR
3.94; p < 0.001), PSA (HR 1.63; p = 0.001), and pT3b stage
(HR 2.19; p = 0.007; Table 4). Meanwhile, GG 4 (HR 2.07,;
p = 0.096), GG 5 (HR 3.15; p = 0.101), age (HR 1.0;
p = 0.98), pT3a (HR 2.19; p = 0.097), positive margin status
(HR 1.47; p = 0.069), and positive node status (HR 0.88;
p = 0.724) were not significant predictors for BCR.

3.3. Functional outcomes

In comparison to AC, a two-to-three-fold increase in the risk
of de novo erectile dysfunction at 1 yr after RARP was
observed for each UH subgroup. In addition, CP was associ-
ated with twofold higher risk of incontinence than AC at one
yr after RARP (Table 5). Upon multivariable Cox regression
analysis taking AC GG 1-3 as the reference, the presence
of DAC (HR 2.13; p < 0.001), IDC (HR 2.14; p < 0.001), or
CP (HR 2.01; p = 0.011) doubled the risk of erectile dysfunc-
tion at one year postoperatively (Table 6). The other signif-
icant predictors for erectile dysfunction found were pT3a
stage (HR 1.67; p < 0.001) and pT3b stage (HR 1.69;
p = 0.003). GG 4 disease, GG 5 disease, and positive margin
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(A)
(n=5005)

unreported histology
(n=1070)
(n=3935)
(n=3300) n=447 n=188
| Group 3 Group 4

(n=174)
Group 1 Group 2

(B)

p < 0.001

Probability of BCR-free survival

Time after surgery (yr)

Fig. 1 - (A) Histology groups and the number of patients in each group. Four groups were compared in the analysis: group 1 = pure adenocarcinoma; group
2 = adenocarcinoma with cribriform pattern; group 3 = ductal adenocarcinoma; and group 4 = intraductal carcinoma. (B) Biochemical recurrence (BCR)-free
survival after robot-assisted radical prostatectomy by International Society of Urological Pathology (ISUP) grade group and unusual histology groups.
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Table 1 - Baseline patient and disease characteristics

Parameter Pure AC DAC p value IDC p value CP p value Overall
(n=3126) (n = 447) (n=188) (n=174) (n =3935)
Age (yr)* 65 (60-70) 65 (60-70) 0.683 67 (61-71) 0.043 67 (62-70) 0.015 65 (60-70)
PSA (ng/ml)* 6.9 (5.0-10.0) 6.1 (4.3-8.5) <0.001 7.2 (5.0-12.1) 0.365 6.5 (5.1-9.0) 0.243 6.8 (5.0-10.0)
Prostate size (cm®)* 39 (28-54) 37 (30-52) 0.733 41 (32-59) 0.054 33 (25-50) 0.001 38 (28-53)
RP pathology, n (%) <0.001 <0.001 <0.001
GG 1 815 (26.1) 73 (16.3) 1(0.5) 1(0.6) 890 (22.6)
GG 2 1123 (35.9) 213 (47.7) 63 (33.5) 98 (56.3) 1497 (38.0)
GG 3 488 (15.6) 85 (19.0) 77 (41.0) 44 (25.3) 694 (17.6)
GG 4 240 (7.7) 21 (4.7) 14 (7.4) 17 (9.8) 292 (7.4)
GG5 164 (5.2) 21 (4.7) 22 (11.7) 14 (8.0) 221 (5.6)
Data missing 296 (9.5) 34 (7.6) 11 (5.9) 0(0) 341 (8.7)

AC = adenocarcinoma; CP = cribriform pattern; DAC = ductal AC; GG = International Society of Urological Pathology grade group; IDC = intraductal carcinoma;

RP = radical prostatectomy.
2 Results are reported as the median (interquartile range).

Table 2 - Oncological outcomes

Parameter Pure AC DAC p value IDC p value CP p value Total
(n=3126) (n =447) (n=188) (n=174) (N =3935)

Surgical margin, n (%) 0.039 <0.001 <0.001

Positive 854 (27.3) 150 (33.6) 80 (42.6) 75 (43.1) 1159 (29.5)

Negative 2009 (64.3) 282 (63.1) 95 (50.5) 96 (55.2) 2482 (63.1)

Data missing 263 (8.4) 15 (3.4) 13 (6.9) 3 (1.7) 294 (7.5)
LNI, n (%) <0.001 <0.001 0.273

Yes 16 (0.5) 31 (6.9) 15 (8.0) 4(23) 66 (1.7)

No 781 (25.0) 236 (52.8) 51 (27.1) 99 (56.9) 1167 (29.7)

Missing 2329 (74.5) 180 (40.3) 122 (64.9) 71 (40.8) 2702 (68.7)
Adjuvant RT, n (%) 0.003 <0.001 0.902

Yes 141 (4.5) 28 (6.3) 21 (11.2) 9(5.2) 199 (5.1)

No 2400 (76.8) 251 (56.2) 93 (49.5) 160 (92.0) 2904 (73.8)

Data missing 585 (18.7) 168 (37.6) 74 (39.4) 5 (2.9) 832 (21.1)
Salvage RT, n (%) <0.001 0.002 0.214

Yes 239 (7.6) 23 (5.1) 16 (8.5) 21 (12.1) 299 (7.6)

No 2200 (70.4) 36 (8.1) 61 (32.4) 143 (82.2) 2440 (62.0)

Data missing 687 (22.0) 388 (86.8) 111 (59.0) 10 (5.7) 1196 (30.4)
BCR, n (%) 0.671 <0.001 0.078

Yes 334 (10.7) 48 (10.7) 32 (17.0) 30 (17.2) 444 (11.3)

No 2203 (70.5) 295 (66.0) 85 (45.2) 137 (78.7) 2720 (69.1)

Data missing 589 (18.8) 104 (23.3) 71 (37.8) 7 (4.0) 771 (19.6)
Nodal recurrence, n (%) <0.001 0.325 0.049

Yes 11 (0.4) 7 (1.6) 1(0.5) 5 (2.9) 24 (0.6)

No 1045 (33.4) 24 (5.4) 34 (18.1) 156 (89.7) 1259 (32.0)

Data missing 2070 (66.2) 416 (93.1) 153 (81.4) 13 (7.5) 2652 (67.4)
Metastasis, n (%) 0.002 0.002 1

Yes 29 (0.9) 5 (1.1) 7 (3.7) 4(23) 45 (1.1)

No 1181 (37.8) 28 (6.3) 57 (30.3) 160 (92.0) 1426 (36.2)

Data missing 1916 (61.3) 414 (92.6) 124 (66.0) 10 (5.7) 2464 (62.6)
Status, n (%) 0.007 1 1

Alive 2592 (82.9) 445 (99.6) 139 (73.9) 166 (95.4) 3342 (84.9)

Dead 43 (1.4) 0(0) 2 (1.1) 2 (1.1) 47 (1.2)

Unknown 491 (15.7) 2 (0.4) 47 (25.0) 6 (3.4) 546 (13.9)
Median follow-up, d 1039 1223 <0.001 888 <0.001 867 <0.001 1045

(interquartile range) (553-1674) (803-1647) (357-1212) (480-1190) (573-1616)

AC = adenocarcinoma; BCR = biochemical recurrence; CP = cribriform pattern; DAC = ductal AC; IDC = intraductal carcinoma; LNI = lymph node involvement;

RP = radical prostatectomy; RT = radiation therapy.

Table 3 - Univariable Cox regression results for unconventional
histologies associated with 5-yr biochemical recurrence versus pure
adenocarcinoma as the reference

Histology HR (95% CI) p value
Ductal adenocarcinoma 1.67 (1.16-2.40) 0.005
Intraductal carcinoma 5.22 (3.41-8.01) <0.001
Cribriform pattern 3.45 (2.29-5.20) <0.001

CI = confidence interval; HR = hazard ratio.

status were not significant predictors. Conversely, nerve-
sparing surgery (HR 0.75; p = 0.005) and lymph node dissec-
tion (HR 0.58; p < 0.001) were associated with lower inci-
dence of erectile dysfunction.

34. aRrT rates

The use of aRT in all the participating centers was in accor-
dance with the EAU guidelines [5]. aRT use was more fre-
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Table 4 - Multivariable Cox regression results for factors associated
with 5-yr biochemical recurrence

Table 7 - Logistic regression results for the odds of receipt of adjuvant
radiation therapy

Variable HR (95% CI) p value Risk factor 0Odds ratio (95% CI) p value
RP histology RP histology
ACGG 1-3 Reference AC GG 1-3 Reference
AC GG 4 2.07 (0.88-4.90) 0.096 AC GG 4 3.41 (0.96-12.09) 0.058
AC GG 5 2.02 (0.87-4.68) 0.101 AC GG 5 0.70 (0.12-3.94) 0.686
Ductal AC 3.15 (1.72-5.78) <0.001 Ductal AC 3.27 (1.25-8.55) 0.015
Intraductal carcinoma 5.63 (2.74-11.58) <0.001 Intraductal carcinoma 27.31 (6.79-109.74) <0.001
Cribriform pattern 3.94 (2.14-7.25) <0.001 Cribriform pattern 0.42 (0.08-2.27) 0.313
Age 1.00 (0.97-1.03) 0.985 Log PSA 1.60 (0.91-2.80) 0.101
Log PSA 1.63 (1.21-2.19) 0.001 Positive surgical margin 1.08 (0.48-2.41) 0.856
Nerve-sparing surgery 0.63 (0.40-0.99) 0.047 Seminal vesicle invasion 8.13 (3.51-18.82) <0.001
Pathological T stage Positive lymph node 9.09 (2.49-33.24) <0.001
pI2 Reference AC = prostate adenocarcinoma; CI = confidence interval; GG = International
pI3a 1.56 (0.92-2.64) 0.097 Society of Urological Pathology grade group; PSA = prostate-specific anti-
p'.ljb : : 219 (1.24-3.85) 007 gen; RP = radical prostatectomy.
Positive surgical margin 1.47 (0.97-2.24) 0.069
Positive lymph node 0.88 (0.42-1.83) 0.724

AC = prostate adenocarcinoma; CI = confidence interval; GG = Interna-
tional Society of Urological Pathology grade group; HR = hazard ratio;
IDC = intraductal carcinoma; PSA prostate-specific antigen; RP = radical
prostatectomy.

Table 8 - Univariable logistic regression results for unconventional
histologies associated with receipt of adjuvant radiation therapy

versus pure adenocarcinoma as the reference

Table 5 — Association of unconventional histologies with functional
outcomes at 1 yr postoperatively in comparison to pure
adenocarcinoma

Histology HR (95% CI) p value
Ductal adenocarcinoma 1.90 (1.24-2.91) 0.003
Intraductal carcinoma 3.84 (2.32-6.36) <0.001
Cribriform pattern 0.96 (0.48-1.91) 0.902

CI = confidence interval; HR = hazard ratio.

Histology 0dds ratio (95% confidence interval)
Incontinence Erectile dysfunction
Ductal 1.03 (0.77-1.39); 1.95 (1.58-2.42);
adenocarcinoma  p = 0.839 p < 0.001
Intraductal 1.51 (0.92-2.50); 2.63 (1.85-3.73);
carcinoma p=0.104 p < 0.001
Cribriform pattern 1.97 (1.33-2.92); 3.03 (1.82-5.05);
p < 0.001 p <0.001

Table 6 - Logistic regression results for the risk of erectile dysfunc-

tion at 1 yr
Risk factor HR (95% CI) p value
RP histology
AC GG 1-3 Reference
AC GG 4 0.94 (0.67-1.31) 0.700
AC GG 5 0.76 (0.50-1.16) 0.201
Ductal AC 2.13 (1.67-2.70) <0.001
Intraductal carcinoma 2.14 (1.45-3.17) <0.001
Cribriform pattern 2.01 (1.18-3.45) 0.011
Age 1.00 (0.98-1.01) 0.477
Log PSA 1.14 (1.00-1.30) 0.057
Nerve-sparing surgery 0.75 (0.62-0.92) 0.005
Lymph node dissection 0.58 (0.47-0.70) <0.001
Pathological T stage
pT2 Reference
pT3a 1.67 (1.38-2.02) <0.001
pT3b 1.52 (1.15-2.00) 0.003
pT4 1.69 (0.15-19.02) 0.673
Positive surgical margin 0.99 (0.82-1.19) 0.898

AC = prostate adenocarcinoma; CI = confidence interval; GG = Interna-
tional Society of Urological Pathology grade group; HR = hazard ratio;
IDC = intraductal carcinoma; PSA prostate-specific antigen; RP = radical
prostatectomy.

quent in DAC (6.3%; p = 0.003) and IDC (11.2%; p < 0.001)
than in AC (4.5%).

Logistic regression analysis with AC GG 1-3 as the refer-
ence revealed that IDC was associated with a higher likeli-
hood of aRT receipt (odds ratio [OR] 27.3, 95% confidence

interval [CI] 6.79-109.7; p < 0.001; Table 7). DAC was also
associated with a higher likelihood of aRT receipt (OR
3.27, 95% CI 1.25-8.55; p = 0.015). Nodal metastasis (OR
9.09, 95% CI 2.49-33.24; p < 0.001), and seminal vesicle
invasion (OR 8.13, 95% CI 3.51-18.8; p < 0.001) were the
other significant predictors. CP (OR 4.2, 95% CI 0.08-2.27;
p = 0.313), GG 4 and GG 5 disease, positive margin status,
and PSA were not significant predictors for aRT receipt.

In addition, aRT was more likely to be required in DAC
(HR 1.9) and in IDC (HR 3.84) than in AC according to uni-
variable logistic regression analysis (Table 8).

4. Discussion

In this large multicenter cohort of men with localized PCa
treated with RARP, the presence of any UH (DAC, CP, or
IDC) was significantly associated with three to five times
higher risk of BCR at 5 years in comparison to GG 1-3 pure
AC (Table 4). Moreover, logistic regression analyses revealed
that the risk of aRT receipt was three times higher for DAC
and 27 times higher for IDC in comparison to AC GG 1-3.
Regarding functional outcomes, the risk of new-onset erec-
tile dysfunction at one year after RARP was consistently
two-fold higher for all UH subtypes in comparison to AC
GG 1-3 (Table 6). In addition, CP was associated with a
higher risk of urinary incontinence.

To the best of our knowledge, this is the first large mul-
ticenter study to evaluate the impact of PCa UH on func-
tional and oncological outcomes after RARP and on the
rate of aRT receipt.

UHs are not as rare as conventionally perceived, and an
accurate pathological description is mandatory. A system-
atic review by Porter et al. [15] highlighted that IDC inci-
dence could reach 36.7% in high-risk disease and 56% in
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metastatic or recurrent disease. A review by Montironi et al.
[25] showed that IDC was strongly associated with aggres-
sive PCa with high Gleason score and large tumor volume,
and usually had a deleterious impact on prognosis. The
authors suggested that pathologists should report IDC in
prostate specimens, especially from prostate biopsy,
because its presence has a critical impact on patient
management.

Ericson et al. [26] reported that prostate biopsy had sen-
sitivity of 56.5% and specificity of 87.2% for detection of CP
and/or IDC after RP, and that magnetic resonance imaging/
ultrasound-guided fusion prostate biopsy did not improve
UH detection. Although biopsy cannot confidently rule out
UH, patients with biopsy-proven UH histology (especially
IDC) should be informed of the higher risk of BCR and aRT
receipt, and advised to receive active treatment. In addition,
post-RARP diagnosis of UH should trigger discussion about
aRT as an option, or at least stricter follow-up in order to
pick up the relatively early BCR observed in our study.

Reports on adverse oncological behaviors of these UHs
are by no means isolated, and therefore these PCa entities
warrant more attention from urologists. Kweldam et al.
[10] showed that among the different Gleason 4 grade pat-
terns, CP was independently associated with inferior
metastasis-free survival and disease-specific mortality rates
after RP among patients with Gleason 7 PCa. In the 2005-
2018 cohort described by Ranasinghe et al. [14], DAC trea-
ted with either RP or RT was associated with worse 5-yr
metastasis-free and overall survival rates in comparison to
high-risk PCa. Besides the systematic review by Russo
et al. [27] showing inferior oncological outcomes for CP, a
recent study found that CP cases typically had a worse
response to androgen blockade, suggesting that this UH
could contribute to hormonal deprivation resistance [28].
In addition, CP was associated with a higher risk of lymph
node positivity at RP [29]. In our analysis, IDC was the
strongest predictor of BCR on Cox regression analysis, with
a 5.5-fold higher risk. This reiterates the importance for
uropathologists to actively look for and report PCa UH.

Several unanswered questions remain for the manage-
ment of UH PCa. whether there are differences in response
to RT (especially for IDC), multimodal therapy, androgen
deprivation therapy in the (neo-)adjuvant and palliative
settings, novel hormonal agents, or chemotherapy, as well
as optimal follow-up protocols. In addition, genomic alter-
ations have been linked to the development of IDC and CP
subtypes [30]. Future trials are therefore needed to eluci-
date the role of genetics and the optimal management for
patients with these PCa UH types.

Functional outcomes after RARP are clearly multifacto-
rial and affected by intraoperative (eg, nerve-sparing sur-
gery, urethral length, and strategies for bladder neck
preservation and reconstruction) and postoperative factors
(eg, rehabilitation programs). Our results can be explained
in part by the higher aRT rates for UH. Nevertheless, this
study does shed some light on the myths of unconventional
PCa histology, and help substantiate our patient coun-
selling. Further studies are warranted to elucidate the asso-
ciation between UH and inferior functional outcomes.

Our study has several limitations: (1) the retrospective
nature of the data collected; (2) the lack of central review
of histological specimens; (3) the lack of preoperative imag-
ing details and data for patients treated primarily with RT;
(4) the omission of rarer UH entities such as mucinous/neu-
roendocrine disease; (5) the use of nonstandardized follow-
up protocols among the participating centers; and (6) the
relatively short follow-up (2.8 yr) for our series. The authors
hope this cohort acts as a milestone in our pursuit for the
optimal management of rarer disease, although further
prospective studies are certainly needed to confirm our
findings.

5. Conclusions

For patients with PCa treated with RARP, the presence of
UH (CP, DAC, or IDC) was associated with a higher rate
of early BCR in comparison to pure AC (GG 1-3). More-
over, the presence of DAC or IDC predicted a higher rate
of aRT receipt. In terms of functional results, presence of
any of the three UH types investigated here predicted
two-fold higher risk of erectile dysfunction at 1 yr after
RARP, and CP was also associated with higher risk of
incontinence. Patients diagnosed with these UHs should
be well counselled about such risk, followed up more
stringently, and educated about the higher likelihood of
multimodal treatment.
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Tumor localization by Prostate
Imaging and Reporting and Data
System (PI-RADS) version 2.1
predicts prognosis of prostate
cancer after radical prostatectomy

Ayumi Fujimoto?, Shinichi Sakamoto®*, Takuro Horikoshi?, Xue Zhao?, Yasutaka Yamada?,
Junryo Rii!, Nobuyoshi Takeuchi?, Yusuke Imamura?, Tomokazu Sazuka?,
Keisuke Matsusaka?, Jun-ichiro lkeda* & Tomohiko Ichikawa®

An improved reading agreement rate has been reported in version 2.1 (v2.1) of the Prostate

Imaging and Reporting and Data System (PI-RADS) compared with earlier versions. To determine
the predictive efficacy of bi-parametric MRI (bp-MRI) for biochemical recurrence (BCR), our study
assessed PI-RADS v2.1 score and tumor location in Japanese prostate cancer patients who underwent
radical prostatectomy. Retrospective analysis was performed on the clinical data of 299 patients
who underwent radical prostatectomy at Chiba University Hospital between 2006 and 2018. The
median prostate-specific antigen (PSA) level before surgery was 7.6 ng/mL. Preoperative PI-RADS
v2.1 categories were 1-2, 3, 4, and 5 in 35, 56, 138, and 70 patients, respectively. Tumor location on
preoperative MRI was 107 in the transition zone (TZ) and 192 in the peripheral zone (PZ). BCR-free
survival was significantly shorter in the PZ group (p=0.001). In the total prostatectomy specimens,
preoperative PI-RADS category 5, radiological tumor location, pathological seminal vesicle invasion,
and Grade Group = 3 were independent prognostic factors of BCR. These four risk factors have
significant potential to stratify patients and predict prognosis. Radiological tumor location and
PI-RADS v2.1 category using bp-MRI may enable prediction of BCR following radical prostatectomy.

Prostate cancer was the second most common male cancer and the fifth leading cause of cancer death worldwide
in 2020 (GLOBOCAN 2020)". More than 1.4 million new cases and 375,000 deaths due to prostate cancer are
estimated to occur globally per year. Radical prostatectomy remains one of the standard treatments procedure
for localized prostate cancer, whereas active surveillance enhances clinical benefits for the low-risk group of
prostate cancer’. However, pathological Grade Group (GG) may occasionally be overestimated or underesti-
mated in patients who undergo radical prostatectomy for locally advanced prostate cancer at the initial biopsy.
Misclassification of tumor risk at diagnosis leads to inadequate treatment, which is associated with inferior
outcomes that include BCR and worse survival. The precise staging and estimation of malignancy are essential
in the treatment strategies for localized prostate cancer.

In the diagnosis of prostate cancer, detection and localization of malignant lesions are performed using MRI®.
The Prostate Imaging and Reporting and Data System (PI-RADS) was issued in 2012 by the European Society of
Urogenital Radiology (ESUR) as a standardized guideline for the imaging and interpretation of prostate MRI.
PI-RADS is also used in evaluating and reporting of prostate cancer on multiparametric MRI (mp-MRI)*. In
2015, the ESUR published PI-RADS v2.0°, followed by the revised PI-RADS v2.1 in 2019°. In PI-RADS v2.1,
some cases changed the TZ category from 2 to 1 or 3. TZ assessment for category 2 lesions requires background
assessments. TZ nodules that were 2 points in PIRADS v2 are downgraded to 1 point if the nodule is similar

!Department of Urology, Chiba University Graduate School of Medicine, 1-8-1 Inohana, Chuo-ku, Chiba,
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University Graduate School of Medicine, Chiba 260-8670, Japan. *’email: rbatbatl @gmail.com

110

I .
Scientific Reports|  (2023) 13:10079 | https://doi.org/10.1038/s41598-023-36685-1 nature portfolio


http://crossmark.crossref.org/dialog/?doi=10.1038/s41598-023-36685-1&domain=pdf

www.nature.com/scientificreports/

to the background. For a case with T2W score of 2, if the DWI score is 4 or 5, the overall PI-RADS category is
upgraded from 2 to 3.

A previous study has indicated the equivalent utility of bi-parametric MRI (bp-MRI) and multi-parametric
MRI (mp-MRI)’. The clinical value of PI-RADS v2.0 with bp-MRI and pathological Grade Group to predict BCR
following radical prostatectomy also has been reported®. Patients with renal dysfunction or an allergy to contrast
agent are not able to undergo dynamic contrast-enhanced (DCE) MRI. Investigation of a method for detection of
prostate cancer in these patients is a pressing clinical issue. In this regard, bp-MRI can be used without contrast
agent for imaging prostate tumors. Although PI-RADS v2.1 based on MRI has become the standard option for
evaluation of the prostate, as yet there is limited evidence regarding PI-RADS v2.1 and the prediction of BCR
after prostatectomy, particularly for bp-MRI. There is also evidence that tumor location influences the prognosis
of localized prostate cancer’. Based on this evidence, we hypothesize that tumor location as well as MRI findings
influence the outcome of radical prostatectomy.

Therefore, the aim of the present study was to examine the prognostic significance of the bp-MRI findings of
prostate cancer for BCR, including location and PI-RADS v2.1 category.

Results

Patient characteristics. Table 1 lists the characteristics of the 299 patients that were analyzed in our
study. Median follow-up was 49.8 months after radical prostatectomy, median PSA (ng/mL) was 7.6 ng/mL, and
median age at operation was 67 years. Open radical prostatectomy (ORP), laparoscopic radical prostatectomy
(LRP), and robotic-assisted radical prostatectomy (RARP) were performed in 33 (11.0%), 76 (25.4%), and 190
(63.5%) patients, respectively. Lymph node dissection was performed in 234 patients (78.3%). The PI-RADS v2.1
category of the index tumor was 1-2, 3,4, and 5 in 35 (11.7%), 56 (18.7%), 138 (46.2%), and 70 (23.4%) patients,
respectively. Of the 299 patients, 71 (23.7%) had extra-prostatic extension and 89 (29.8%) specimens had a posi-
tive resection margin. Seminal vesicle invasion was found in 28 (9.4%) of patients. Pathological Grade Groups
1, 2, 3, 4, and 5 were diagnosed in 23 (7.7%), 123 (41.1%), 93 (31.1%), 24 (8.0%), and 35 (11.7%) of patients,
respectively (Table 1).

Forty-eight patients (16.1%) experienced BCR during the observation period. Baseline PSA, PI-RADS cat-
egory, radiological location, Pathological Grade Group, resection margin positive (RM+), and seminal vesicle
invasion positive (SV+) results were significantly different between the two groups of patients with or without
biochemical failure (Table 2).

Cox proportional hazard models for BCR. Univariate Cox proportional hazard model identified the
following as significant factors for BCR: initial PSA >7.6 ng/mL (p=0.0319), extra-prostatic extension (EPE)
positive (p<0.0001), RM+ (p<0.0001), SV+ (p<0.0001), Pathological Grade Group=3 (p<0.0001), lymph
node metastases (p =0.013), radiological tumor location at PZ (p=0.002), and PI-RADS category 5 (p <0.0001)
(Table 3).

Characteristics

Total patients 299

Median age at surgery (range), y 67 (46-77)

Median PSA (range), ng/mL 7.6 (2.3-87.16)

PI-RADS v2.0 score, n (%)

1-2/3/4/5 66 (22.1%)/25 (8.4%)/138 (46.2%)/70 (23.4%)
PI-RADS v2.1 score, n (%)

1-2/3/4/5 35 (11.7%)/56 (18.7%)/138 (46.2%)/70 (23.4%)
Radiological location (TZ/PZ) 107/192

Surgical approach n (%)

Open/laparoscopic/robot-assisted 33 (11.0%)/76 (25.4%)/190 (63.5%)

Lymph node dissection, n (%) 234 (78.3%)

Pathological Grade Group, n (%)

1/2/3/4/5 23 (7.7%)/123 (41.1%)/93 (31.1%)/24 (8.0%)/35 (11.7%)
Undiagnosed 1(0.3%)

Extraprostatic extension (EPE1), n (%)

71 (23.7%)

Resection margin (RM+), n (%)

89 (29.8%)

Seminal vesicle invasion (SV+), n (%) 28 (9.4%)
Lymph node metastasis (N1), n (%) 4(1.3%)
Median observation period (months) 49.8

Biochemical failure, n (%)

48 (16.1%)

Table 1. Patient characteristics. PSA prostate-specific antigen, PI-RADS Prostate Reporting and Imaging and

Data System, TZ transition zone, PZ peripheral zone.
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Characteristic With BCR Without BCR p value
No. patients (%) 48 (16.1%) 251 (83.9%) -

Median baseline PSA (range), ng/mL 10.61 (4.15-47.35) 7.22 (2.3-87.16) 0.0026**
PI-RADS v2.1 category, n 1(0),2(1),3(7),4(15),5(25) | 1(19),2(15),3 (49),4 (123),5 (45) | <0.0001**
PI-RADS v2.1 category 5, n (%) 25 (52.1%) 45 (17.9%) <0.0001**
Radiological location, TZ/PZ 8 (16.7%)/40 (83.3%) 99 (39.4%)/152 (60.6%) 0.0075%*
Pathological Grade Group 3-5, n 40 (83.3%) 112 (44.6%) <0.0001%*
Resection margin positive, n (%) 30 (62.5%) 59 (23.5%) <0.0001**
Seminal vesicle invasion, n (%) 15 (31.3%) 13 (5.18%) <0.0001**
Lymph node metastasis, n (%) 2 (4.2%) 2(0.8%) 0.1763

Table 2. Clinical characteristics according to presence or absence of BCR. PSA prostate-specific antigen,
PI-RADS Prostate Reporting and Imaging and Data System, BCR biochemical recurrence, TZ transition zone,
PZ peripheral zone. **p<0.01.

Univariate Multivariate
Variable HR 95%CI p value HR 95%CI p value
Age at surgery>67'y 1.02 0.57-1.81 0.9489
Initial PSA>7.63 1.92 1.06-3.48 0.0319* 1.24 0.65-2.34 0.5169
EPE positive 5.39 2.88-10.08 <0.0001** 1.31 0.57-2.99 0.7719
RM positive 4.59 2.49-8.46 <0.0001** 2.17 1.01-4.68 0.083
SV invasion positive 8.54 4.54-16.06 <0.0001** 2.65 1.26-5.58 0.0103*
Grade Group 3-5 6.40 2.86-14.31 <0.0001** 2.82 1.20-6.64 0.0174*
Lymph node metastases 6.07 1.46-25.18 0.013* 231 0.49-10.9 0.2927
tumor location (PZ) 3.56 1.59-7.97 0.002** 2.96 1.23-7.11 0.0157*
PI-RADS category 5 4.20 2.36-7.44 <0.0001** 2.8 1.48-5.29 0.0015**

Table 3. Uni- and multivariate Cox proportional hazard models for BCR-free survival. Significant values are
in bold. PSA prostate-specific antigen, EPE extraprostatic extension, RM resection margin, SV seminal vesicle,
PZ peripheral zone, PI-RADS Prostate Reporting and Imaging and Data System, BCR biochemical recurrence,
HR hazard ratio, CI confidence interval. *p <0.05; **p <0.01.

Multivariate analysis identified the following as independent risk factors for BCR: Pathological Grade
Group >3 (p=0.0174), radiological tumor location at PZ (p=0.0157), seminal vesicle invasion positive
(p=0.0103), and PI-RADS category 5 (p=0.0015).

Kaplan—Meier analysis. We performed Kaplan-Meier analysis to analyze factors identified as signifi-
cant in the multivariate Cox proportional hazard model, which were radiological location at PZ (p=0.001)
(Fig. 1A), pathological Grade Group 3 (Fig. 1B), seminal vesicle invasion (SV+) (Fig. 1C), and PI-RADS category
5 (Fig. 1D) (all p <0.0001). We built our original prediction model based on these four risk factors accordingly.

Prognostic model for BCR using v2.1. We propose a new scoring system that classifies the risk catego-
ries by the four factors (Pathological Grade Group > 3, radiological location at PZ, seminal vesicle invasion, and
PI-RADS category 5) predictive of BCR after radical prostatectomy (Fig. 2A). One point is assigned for each
positive factor, and the points are summed to give the total score. We divided the patients into three groups
according to the summed score, as follows: score 0-2, low-risk group; 3 points, intermediate-risk group; and 4
points, high-risk group. There were 248 (82.9%), 39 (13.0%), and 12 (4.0%) patients in the low-, intermediate-,
and high-risk groups, respectively. The Kaplan-Meier method was used to evaluate prognosis. Prognosis for
BCR was the worst in the high-risk group. This novel prognostic model for BCR, which takes into account PI-
RADS v2.1 as well as clinical factors, enables differentiation of patients according to risk factors for PFS between
high- and intermediate-risk (p = 0.0065), intermediate- and low-risk (p < 0.0001), and low- and high-risk groups
(p<0.0001) (Fig. 2B).

Radiological location as a preoperative predictive factor. Radiological location in the PZ was a
worse prognostic factor than in the TZ (Fig. 1A). Patients with tumors in the radiological TZ had a lower BCR
rate (7.5%) compared with those in the radiological PZ (20.8%) (p=0.0075) (Table 2). We divided patients into
two groups according to the radiological location (radiological TZ and PZ groups).

The univariate Cox proportional hazard model found no factors of significance for BCR in the TZ group,
whereas the PZ group showed significant differences in terms of EPE positive (p <0.0001), RM positive
(p<0.0001), SV positive (p <0.0001), GG =3 (p=0.0003), lymph node metastases (p=0.0388), and PI-RADS
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Figure 1. Kaplan-Meier analysis of factors identified as significant for BCR in the multivariate Cox
proportional hazard model. (A) Radiological location. PFS in BCR was worse in tumors with radiological
location in the PZ than in the TZ (p=0.001). (B) Pathological Grade Group (GG). (C) Seminal vesicle invasion.
(D) PI-RADS category (PC) 5. Tumors with Grade Group (3-5), seminal vesicle invasion (SV+), and PI-RADS
category 5 had worse PFS in BCR (p<0.0001, p<0.0001, and p <0.0001, respectively) compared with Grade
Group (1-2), SV-, and PI-RADS category (1-4).

category 5 (p <0.0001). Furthermore, multivariate analysis identified RM positive (p=0.0219), SV positive
(p=0.0114), Grade Group =3 (p=0.0201), and PI-RADS category 5 (p=0.0001) as independent risk factors
(Table 4).

It appears that preoperative PI-RADS location can predict the incidence of postoperative BCR. Patients with
tumor in the radiological PZ region are more likely to suffer BCR if this finding is combined with the above four
factors (RM positive, SV positive, Grade group > 3, and PI-RADS category 5) following radical prostatectomy.

Effect of radiological localization on efficacy of predictive factors. Tumors located in the TZ had
a better prognosis for BCR (Table 4). Kaplan-Meier analysis among the radiological PZ tumors identified PI-
RADS category 5 (p<0.0001) and Grade Group>3 (p<0.0001) as significant factors predictive of BCR. For
tumors located in the TZ, neither of these factors was predictive of BCR (p=0.6702 and p =0.2890, respectively)
(Fig. 3).

These results indicate that Grade group =3 and PI-RADS category 5 could be used to assess the likely occur-
rence of BCR in PZ tumors, and show that the efficacy of the predictive factors varies according to the radiological
location.

Discussion
The present study is the first to report that BCR after radical prostatectomy can be predicted by preoperative MRI
tumor location evaluated by PI-RADS v2.1. Our results showed that zonal location of the tumor on preoperative
MRI was a significant predictor of BCR. Based on the factors remaining by multivariate analysis for prediction
of BCR, we propose a novel risk-classification model based on the following: PZ lesion on MRI, Pathological
Grade Group 2 3, seminal vesicle invasion, and PI-RADS category 5. Classification of patients into the low-risk
(0-2 points), intermediate-risk (3 points), and high-risk (4 points) groups predicted the prognosis of localized
prostate cancer patients with statistically significant accuracy. The proposed risk classification system may con-
tribute to the development of treatment strategies for localized prostate cancer.

Takahashi et al. reported that in radical prostatectomy specimens of Japanese patients, approximately 40% of
prostate cancer originated in the TZ'°. Compared to Caucasian men, Japanese patients had a greater incidence
of TZ cancer. The pathological characteristics of TZ and PZ cancer are similar except for pathological T stage in
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Figure 2. Novel prognostic model for BCR that combines PI-RADS v2.1 and clinical factors. (A) Novel
prognostic model for BCR. The scoring system classifies the risk category according to the four factors
predictive of BCR after radical prostatectomy. (B) Kaplan-Meier curve according to the novel prognostic model.
The total score is the summed score of all positive factors (one point each). We divided the patients into three
groups according to the summed score. Patients with a score of 0-2 were defined as the low-risk group (n=248),
those with 3 points as the intermediate-risk group (n=39), and those with 4 points as the high-risk group
(n=12). Risk classification significantly differentiated the PFS of BCR between the high- and intermediate-risk,
between the intermediate- and low-risk, and between the low- and high-risk groups (p = 0.0065, p <0.0001,
p<0.0001).

PZ TZ

Univariate Multivariate Univariate
Variable HR | 95% CI p value HR | 95%CI Pvalue |HR |95%CI p value
Age at surgery>67'y 1.01 | 0.54-1.89 0.9653 1.03 |0.23-4.65 | 0.9628
Initial PSA >7.63 1.64 | 0.86-3.11 0.1307 3.00 |0.58-15.5 |0.1895
EPE positive 5.49 |2.74-11.03 | <0.0001** | 1.38 |0.57-3.32 | 0.478 2.46 |0.45-134 |0.4922
RM positive 497 |2.46-10.04 | <0.0001** |2.63 |1.15-6.03 |0.0219* 1.52 | 0.29-7.83 | 0.8832
SV invasion positive 7.78 |3.96-15.3 <0.0001** |2.72 | 1.25-5.90 |0.0114* 4.83 |0.57-41.2 |0.1501
Grade Group 3-5 6.75 |2.40-19.0 0.0003** | 3.61 |1.22-10.6 |0.0201* 2.32 |0.47-11.5 |0.3032
N+ 4.52 | 1.08-18.9 0.0388* | 2.57 |0.54-12.3 | 0.2381 - - -
PI-RADS category 5 5.63 | 3.00-10.6 <0.0001** |3.85 |1.93-7.70 |0.0001** |0.63 |0.76-5.27 |0.6729

Table 4. Difference in the predictive factors between the radiological location. Significant values are in bold.
PSA prostate-specific antigen, EPE extraprostatic extension, RM resection margin, SV seminal vesicle, N+:
ymph-node positive, PI-RADS Prostate Reporting and Imaging and Data System, PZ peripheral zone, TZ
transition zone. *p <0.05; **p<0.01.

the case of autopsy and cystoprostatectomy for bladder cancer'. TZ cancers are associated with decreased odds
of adverse pathological findings and demonstrate improved recurrence-free survival. These favorable outcomes
appear to be the result of different tumor biology'?. Understanding the biology of tumors originating in differ-
ent prostate zones will enable zone-specific therapies'®. The present study revealed that for prediction of BCR,
the efficacy of Grade group >3 and PI-RADS category 5 differed between the radiological TZ and PZ. This risk
criterion may predict BCR after radical prostatectomy and enable optimization of zone-specific therapeutic
strategy. As discussed in a previous report'?, zone-specific strategies may be considered when choosing between
active surveillance, radical prostatectomy, and extended lymph node dissection in patients with Gleason Score
and T stage in the same category but in different location. The rationale for the zone-specific strategy may be
explained by the difference in the genetic background and biomarker between TZ and PZ, which will lead to the
difference in the therapeutic response and prognosis'.

Previous studies have shown that seminal vesicle invasion and extraprostatic extension predict BCR after
radical prostatectomy are related to predictive factors*™¢. A positive surgical margin affects the incidence of
BCR!'718, BCR risk is significantly higher for posterior-positive surgical margin than for other positive surgical
margins®®. Broad and anterior positive surgical margin has the highest risk of recurrence after radical perineal
prostatectomy?®’. Prognosis was worse in the case of positive seminal vesicle invasion on preoperative MRI com-
pared with negative seminal vesicle invasion?!.

Several reports have evaluated oncological outcomes in patients with negative mp-MRI. Vinayak reported
that patients with negative MRI findings (PI-RADS v2.0 score <2) who underwent radical prostatectomy had
oncological outcomes comparable with positive MRI findings (PI-RADS v2.0 score > 3) in terms of clinically
significant prostate cancer rates, positive surgical margins, and BCR rates?. Shin et al. assessed patients with
PI-RADS categories 4-5 on preoperative MRI who underwent prostatectomy and concluded that prognosis was
predicted by the location of the lesion on preoperative MRI*.

In the present study, we analyzed patients with PI-RADS categories 1-5, not just categories 4-5. We found that
prognosis was predicted by tumor location in PI-RADS v2.1 category 5 by MRI To the best of our knowledge,
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Figure 3. Kaplan-Meier analysis of efficacy of predictive factors according to radiological location. In PZ
tumors, PI-RADS category 5 and Grade group > 3 were significant predictive factors of BCR (p<0.0001 and
P <0.0001, respectively). In TZ tumors, PI-RADS category 5 and Grade group =3 were not predictive of BCR
(p=0.6702 and p=0.2890, respectively). These findings illustrate that the efficacy of GG >3 and PI-RADS
category 5 differ according to the radiological location of the tumor.

this is the first study to report the ability of zonal location on preoperative MRI to predict post-operative BCR
of prostate cancer using PI-RADS v2.1.

Differences in evaluation between PI-RADS v2.0 and PI-RADS v2.1. There are three significant
differences between PI-RADS v2.1 and v2.0 in evaluating scoring. First, the definitions of scores 1 and 2 have
been revised for TZ lesions on T2W1. Second, on evaluating the total score in TZ, a DWT score of 4 or 5 elevates
the overall PI-RADS assessment category from 2 to 3 for lesions receiving a T2WI score of 2. Third, the defini-
tions for DWT scores of 2 and 3 have been revised for lesions located in TZ/PZ. As PI-RADS v2.1 improves inter-
reader reproducibility, these revisions may contribute to increased diagnostic performance®**. We have previ-
ously reported that bp-MRI and Grade Group predict BCR after radical prostatectomy?®. In the present study, we
analyzed the predictive ability of location on preoperative MRI and evaluation using the new categorization in
PI-RADS v2.1 in a large number of patients who underwent radical prostatectomy. In our study, changing to the
PI-RADS v2.1 criteria resulted in a change in classification for 40 of the 299 patients. The data of these 40 patients
are summarized in Supplementary Table 1.

Limitations. There are several limitations of this study. First, the number of patients analyzed was relatively
limited and the evaluations were performed retrospectively. We plan to confirm our results in multi-institutional
and prospective settings. Second, the median follow-up period was 49.8 months, and thus assessment related
to survival was inadequate. It is necessary to assess oncological outcomes in a longer term. Third, surgery was
performed mainly by three surgeons. The differences in prognosis may have been affected by the surgeons’ skills.
Finally, patients of a single Asian race were investigated in our study. The incidence of and deaths due to prostate
cancer are lower in the Asian population than in the Western population®, which might have some impact on
the generalizability of our results.

Conclusion

To the best of our knowledge, this is the first report to evaluate the risk of BCR by radiological tumor location by
PI-RADS v2.1 category on preoperative MRI and by pathological diagnosis. We propose a novel risk-classification
model based on the following independent risk factors: PZ location on MRI, Pathological Grade Group > 3, semi-
nal vesicle invasion, and PI-RADS category 5. This risk model could be applied to constructing and optimizing
treatment strategies for patients with localized prostate cancer.
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Materials and methods
Clinical data from 299 patients who had undergone radical prostatectomy at Chiba University Hospital between
2006 to 2018 were retrospectively investigated. Ethics declaration: The study was approved by the Research eth-
ics committee of the graduate school of medicine, Chiba University (approval number 2718). Informed consent
was obtained from all participants and/or their legal guardians. The present study was conducted in accordance
with ethical standards that promote and ensure respect and integrity for all human subjects and the Declaration
of Helsinki. All experiments were performed in accordance with relevant named guidelines and regulations.
The clinical factors of Gleason score, pathological features, and clinical tumor location were obtained from the
patients’ medical records. Radical prostatectomy was performed by one of three surgical approaches (open, lapa-
roscopic, and robot-assisted). Lymph node dissection was performed in 234/299 patients (78.3%). All patients
underwent preoperative MRI followed by prostate biopsy and total prostatectomy.

We compared each patient’s scores for Prostate Imaging Reporting and Data System (PI-RADS) version 2.1
and version 2.0, based on bp-MRI. Overall survival and BCR-free survival were evaluated by the Kaplan-Meier
method.

Definition of PSA progression.  Using the definition of the Prostate Cancer Clinical Trial Working Group
2 (PCWG2)*, we defined BCR as an elevation in PSA of 20.2 ng/mL after radical prostatectomy, which was
confirmed in two consecutive measurements obtained at least 2 weeks apart. We defined the operation date as
the date of PSA failure if PSA was>0.2 ng/mL after radical prostatectomy.

MRI protocol. All enrolled patients underwent prostate MRI at 3 T prior to prostate biopsy. MRI was
obtained with T1-weighted, T2-weighted, and diffusion-weighted imaging (DWI), and apparent diffusion coef-
ficient maps were generated with b values of 0 and 1000 s/mm?. We used a high b-value (b=2000) for DWI. bp-
MRI comprised T2-weighted imaging and DWI. The radiologist used both bp-MRI and the apparent diffusion
coefficient maps to determine the PI-RADS score.

PI-RADS v2.1. The PI-RADS scores were evaluated on non-contrast-enhanced bp-MRI by one radiologist
(T.H.) with over 10 years of experience in diagnostic radiology. Using the scoring method of PI-RADS v2.1, each
patient’s score was recorded using a 5-point scale (1-5) and the zonal location. PI-RADS v2.1 was designed to
improve detection, location, characterization, and risk stratification in patients with suspected cancer in treat-
ment-naive prostate glands, with the overall objective of improving outcomes for patients. The changes incor-
porated in PI-RADS v2.1 were revised scoring of DWI in all zones in categories 2-3, and scoring of the overall
assessment category in TZ. In TZ, a DWI score of 4 or 5 elevates the overall PI-RADS assessment category from
2 to 3 for lesions that receive a T2W score of 2. PI-RADS v2.1 states that T2-weighted images should be evaluated
in the axial plane and in at least one additional orthogonal plane?.

Statistical analysis. We performed univariate and multivariate Cox proportional hazard analyses to evalu-
ate hazard ratios for BCR-free survival. Cut-offs of continuous variables were selected according to median
values. Hazard ratios and 95% confidence intervals were derived. Kaplan-Meier methods were used for survival
analysis. Statistical analysis was performed using JMP 14.2.0 (SAS Institute, Cary, NC, USA). Significance was
considered at p <0.05.

Data availability
The data sets used and analyzed in the current study are available from the corresponding authors upon reason-
able request.
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Preoperative PI-RADS v2.1 Scoring System Improves Risk
Classification in Patients Undergoing Radical Prostatectomy
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’Department of Radiology, Chiba University Graduate School of Medicine, Chiba, Japan

Abstract. Background/Aim: The purpose of this study was to
examine the prognostic value of Prostate imaging-reporting
and data system (PI-RADS) v2.1 scoring system in patients
who underwent radical prostatectomy (RP). Patients and
Methods: Clinical data of 294 patients who received RP
between 2006 and 2018 were reviewed and multiple
parameters including PI-RADS v2.1 score were employed to
identify predictive factors for biochemical recurrence (BCR).
Tumor volume was calculated from prostatectomy specimens.
Results: Median age at operation and initial PSA level were
67 years old and 7.68 ng/ml, respectively. 44.9 and 24.8% of
patients were diagnosed with PI-RADS score 4 and 5 prior to
biopsies, respectively. BCR was observed in 17% of patients
and median observation period was 6343 months. After
multivariate analysis, PI-RADS v2.1 score 5 [hazard ratio
(HR)=2.24, p=0.0124] was an independent predictive factor
of BCR in addition to clinical T stage (=2c¢) (HR=2.32,
p=0.0093) and biopsy Gleason score (=8) (HR=2.81,
p=0.0007). Furthermore, PI-RADS score 5 significantly
stratified the prognosis in D’Amico intermediate- and high-
risk groups (p=0.0174 and p=0.0013, respectively). We
established novel risk classifications including PI-RADS v2.1
score and found that prognostic capabilities were improved as
compared to the D’Amico classification. Conclusion: The PI-
RADS v2.1 score exhibited significant prognostic value in
patients with localized prostate cancer following RP. Risk
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classifications based on PI-RADS v2.1 score might provide
better ability for predicting oncological outcomes as compared
to the D’Amico classification system.

Prostate cancer is the most commonly diagnosed cancer
among men with approximately 280,000 cases and the second
leading cause of cancer death with 34,700 cases in men in the
United States (1, 2). Clinically localized PCa has an
extremely favorable prognosis, however, early biochemical
recurrence (BCR) may occur in some cases after definitive
treatment, requiring adjuvant therapy. Previous studies have
attempted to develop useful models to predict prognosis after
radical prostatectomy (RP). For instance, the D’Amico
classification system was proposed as an optimal staging
system following local treatment such as RP and radiotherapy
(3). Thereafter, this classification including Gleason score
sum (GS), prostate-specific antigen (PSA) level, and clinical
T stage, has been widely used for risk stratification in patients
with localized PCa. However, better risk-based classification
systems using preoperative factors are required to enable
better informed decision-making regarding treatment.

The Prostate Imaging-Reporting and Data System (PI-
RADS) scoring system was first proposed to represent cancer
lesion and aggression using muti-parametric magnetic
resonance imaging (mp-MRI) in 2012 by the European Society
of Urogenital Radiology (ESUR) (4). Thereafter, several
improvements have been made, and version 2.1 is currently in
clinical use (5, 6). This system assesses the detectable lesions
by mp-MRI and scores the degree of clinically significant
cancer lesions (4). The PI-RADS v2.1 scoring system has
previously been reported to detect clinically significant prostate
cancer, improve the diagnostic accuracy, and avoid unnecessary
prostate biopsies (7). However, little is known about its clinical
significance as a prognostic predictor after definitive treatment.
Given that the PI-RADS scoring system is relevant to
likelihood of prostate cancer, in other words, might be related
to the size of the cancer lesions on MRI findings, it may be
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useful to develop a risk classification prior to local therapy for
predicting oncological outcomes. The D’ Amico classification
system was originally developed in 1998 and has since been
widely applied in approaches for assessing prostate cancer risk
(8-10). This classification system was designed to evaluate the
risk of recurrence following local treatment of prostate cancer
and is used to make more informed decisions regarding their
treatment options.

In the present study, we hypothesized that preoperative PI-
RADS v2.1 scoring system would improve the accuracy of
predicting postoperative BCR by modifying the existing risk
classifications such as the D’Amico classification system.
Herein, we explored the clinical utility of preoperative PI-
RADS v2.1 score and established a novel risk classification for
better prediction of clinical outcomes in patients undergoing RP.

Patients and Methods

Patients. Clinical data from 294 patients who underwent RP at Chiba
University Hospital and affiliated institutions between 2006 and 2018
were reviewed. Enrolled patients had undergone prostate needle
biopsies and diagnosed with prostate adenocarcinoma with GS
classification by the pathologists. All patients underwent RP without
neoadjuvant hormone therapy using open, laparoscopic, and robot-
assisted procedures. The present study was approved by all institutional
review boards and informed consent was obtained from all patients.

Data collection. We investigated the following clinical data for each
patient: age at operation, initial PSA (iPSA) level prior to biopsies,
prostate volume, biopsy GS sum (bGS), clinical TNM classification,
and pathological outcomes of the prostate specimen. The following
method was used to measure tumor volumes of prostatectomy
specimens (11). All specimens were sectioned transversely at 5-mm
intervals and submitted as whole sections. If multiple tumors were
present, only the index tumor was measured. All slides containing
cancer lesions were imported into ImageJ (National Institutes of Health,
Bethesda, MD, USA). Tumor volume was determined by scanning the
specimen sections and analyzing the area of the tumor using ImagelJ.
The following formula was used: total tumor volume (ml)=tumor area
x specimen thickness x 1.1 (shrinkage corrected) (11).

MRI protocol and PI-RADS v2.1 scoring system. All patients
underwent MRI of the prostate at 3T prior to prostate biopsy. MRI
was performed using T1-weighted, T2-weighted, and diffusion-
weighted imaging (DWI) sequences to produce an apparent
diffusion coefficient map. A high b value (b=2,000) was used for
DWI. MRI consisted of T2-weighted images and DWI. Both the bi-
parametric MRI (bp-MRI) comprising T2-weighted imaging and
DWI, and the apparent diffusion coefficient map were employed by
the radiologist to determine the PI-RADS v2.1 score.

PI-RADS v2.1 scores were assessed by the radiologist with non-
contrast bp-MRI. The score for each patient was documented using
the PI-RADS v2.1 scoring method (5-point scale). The
modifications implemented in PI-RADS v2.1 were the scoring of
DWI in all zones in categories 2-3 and the revised scoring of the
overall rating category in the transition zones (TZs). A DWI score
of 4 or 5 elevated the overall PI-RADS rating category from 2 to 3
for lesions with a T2W score of 2 in a TZ (12).

5706

Table 1. Patient background.

No. of patients 294
Median age at diagnosis (range), years 67 (46-77)
Median initial PSA (range), ng/ml 7.68 (0.02-87.16)
Prostate volume (range) ml 29 (10.97-112)
PI-RADS v2.1 score n (%)

<3 89 (30.3)

4 132 (44.9)

5 73 (24.8)
Clinical T stage, n (%)

<2b 213 (72.9)

>2c 79 (27.0)
Biopsy GS, n (%)

<7 227 (77.2)

>8 67 (22.8)

Surgical procedures 33 (11.2)/77 (26.2)/184 (62.6)
(Open/LRP/RARP), n (%)

Pathological T stage, n (%)

<2b 213 (72.9)

>2c 79 (27.0)
Pathological GS, n (%)

<7 231 (79.3)

>8 60 (20.7)
RM, n (%) 88 (31.2)
Tumor volume (ml) 1.88 (0.02-25.02)
Biochemical recurrence, n (%) 50 (17)

Median observation period
(range), months

63.43 (4.87-161.47)

PSA: Prostate-specific antigen; PI-RADS: prostate imaging-reporting
and data system; GS: Gleason score; RM: resection margin; LRP:
laparoscopic radical prostatectomy; RARP: robot-assisted radical
prostatectomy.

Definition of biochemical recurrence (BCR). The Prostate Cancer
Clinical Trial Working Group 2 (PCWG2) definition was employed
to determine BCR in the present study (13). BCR was defined as a
PSA concentration 0.2 ng/ml following RP, measured on two
consecutive occasions at least 2 weeks apart. The date of surgery
was defined as the date of BCR if PSA level was =0.2 ng/ml even
postoperatively.

Statistical analysis. Student’s t-test and the 2 test were used for
comparisons between groups. Kaplan—-Meier methods (log-rank test)
and Cox proportional hazard models were implemented to evaluate
the clinical outcomes and predictive factors. Multivariate analysis
was performed with clinical parameters showing statistical
significance in univariate analyses. JMP Pro 15 (SAS Institute,
Tokyo, Japan) was used to for statistical analyses. Statistical
significance was set at the level of p<0.05.

Results

Patients background. The study included 294 patients with
localized prostate cancer. Median age and PSA level at
operation were 67 years old and 7.68 ng/ml, respectively
(Table I). Pre-biopsy PI-RADS v2.1 score was 44.9% for
score 4 and 24.8% for score 5. Sixty-seven patients (22.8%)
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Table II. Characteristics of patients classified according to the prostate imaging-reporting and data system (PI-RADS) v2.1 score.

PI-RADS score p-Value
<3 (n=89) >4 (n=205)
Median age (range), years 66 (50-76) 68 (46-77) 0.0465%*
Median initial PSA (range), ng/ml 6.35 (0.02-25.31) 8.33 (2.45-87.16) 0.0006#
Median prostate volume (range), ml 30.5 (15.95-112) 28.1 (10.97-106) 0.0004#
Clinical T stage, n (%) 0.0002*
<2b 81 (94.2) 155 (77.1)
>2¢ 5(5.8) 46 (22.8)
Biopsy GS, n (%) 0.0006*
<7 78 (87.6) 149 (72.7)
>8 11 (12.4) 56 (27.3)
D’Amico classification, n (%) 0.0033*
Low 20 (22.5) 15(7.3)
Intermediate 55 (61.8) 125 (61)
High 14 (15.7) 65 (31.7)
Pathological T stage, n (%) <0.0001*
<2b 42 (48.8) 45 (22.6)
>2c 44 (51.2) 154 (77.4)
Pathological GS, n (%) 0.0228%*
<7 76 (87.4) 154 (75.5)
>8 11 (12.6) 50 (24.5)
RM, n (%) 11 (12.6) 77 (39.5) <0.0001*
Tumor volume (ml) 0.715 (0.02-8.55) 2.1655 (0.0913-25.02) <0.0001#
Biochemical recurrence, n (%) 9 (10.1) 41 (20) 0.0309+

PSA: Prostate-specific antigen; GS: Gleason score; RM: resection margin; #Student’s 7-test; *X2 test; +Kaplan-Meier method.

were diagnosed with bGS =8 prior to surgery. A positive
resection margin (RM) was observed in 31.2% of patients.
Median tumor volume was 1.88 ml and 17% showed BCR
following RP. Median observation period in this study was
63.43 months (Table I).

The prognostic significance of PI-RADS v2.1 scoring system
and its relation to patient backgrounds. We divided patients
into those with PI-RADS v2.1 score <3 and those with =4
and compared patient backgrounds between groups (Table
II). Patients with a score =4 were more likely to be older
(p=0.0465), with a higher iPSA level (p=0.0006), more
advanced T stage (p=0.0002) and classification as high risk
by the D’Amico classification (p=0.0033). A higher
incidence of a positive RM was observed in patients with a
score = 4 as compared to those with a score of <3 (39.5 vs.
12.6%, p<0.0001). In addition, higher PI-RADS v2.1 score
was correlated positively with larger tumor volume
(p<0.0001, Table II and Figure 1A). Median tumor volumes
were 0.57 ml, 0.78 ml, 0.73 ml, 1.87 ml, and 4.28 ml for
scores 1-5, respectively (Figure 1A). Kaplan—Meier analysis
showed shorter progression-free survival (PFS) in patients
with PI-RADS v2.1 score 5 than those with <4 (p<0.0001,
Figure 1B). Furthermore, to moderate the difference in
patients’ backgrounds, the propensity score-matching (PSM)

method was employed for evaluating the prognostic value.
After 1:1 PSM based on age at operation, initial PSA, and
bGS, a total of 112 patients, 56 each, were considered.
Patients with preoperative PI-RADSv2.1 score 5 had
unfavorable outcomes as compared to those with =<4
(p=0.0366, Figure 1C).

In addition, we investigated a prognostic significance of
PI-RADS v2.1 score 5 using Cox proportional hazard models
and found that iPSA [hazard ratio (HR)=1.88, p=0.0291],
PSA density (HR=1.09, p=0.0008), clinical T stage (=2c)
(HR=4.16, p<0.0001), bGS (=8) (HR=4.37, p<0.0001), and
PI-RADS v2.1 score 5 (HR=4.12, p<0.0001) were associated
with PFS in univariate analyses (Table III). After
multivariate analysis, clinical T stage [HR=2.32, 95%
confidence interval (CI)=1.23-4.38, p=0.0093], bGS
(HR=2.81, 95%CI=1.55-5.1, p=0.0007), and PI-RADS v2.1
(HR=2.24, 95%CI=1.19-4 .23, p=0.0124) were found to be
independent prognostic factors for PFS (Table III).

Prognostic value of the D’ Amico classification and PI-RADS
v2.1 scoring system. Based on the prognostic importance of
PI-RADS v2.1 score, we hypothesized that PI-RADS v2.1
could improve the capability to predict clinical outcomes of
existing risk classifications (e.g., D’Amico classification).
We confirmed that the D’Amico classification system
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Figure 1. Prognostic significance of the PI-RADS v2.1 score in patients who underwent radical prostatectomy. (A) Tumor volumes calculated from
prostatectomy specimens at each PI-RADS score. (B) Kaplan—Meier analysis classified by the PI-RADS score <4 vs. 5 for progression-free survival
(PFS). (C) Kaplan—Meier analysis classified by the PI-RADS score <4 vs. 5 for PFS after propensity score-matching.

Table II1. Uni- and multivariate cox proportional hazard models for progression-free survival.

Univariate Multivariate

HR 95% CI p-Value HR 95% CI p-Value
Age (=67) 1.21 0.69-2.15 0.5065 - - -
Initial PSA (=7.68) 1.88 1.07-3.42 0.0291 1.11 0.56-2.21 0.7587
Prostate volume (=29 ml) 1.09 0.61-1.92 0.7741 - - -
PSAD 2.79 1.51-5.51 0.0008 1.62 0.77-3.41 0.2081
Clinical T stage (=T2c) 4.16 2.30-7.37 <0.0001 2.32 1.23-4.38 0.0093
Biopsy GS (=8) 437 2.48-7.69 <0.0001 2.81 1.55-5.10 0.0007
PI-RADS v2.1 score 5 4.12 2.36-7.23 <0.0001 2.24 1.19-4.23 0.0124

HR: Hazard ratio; CI: confidence interval; PSA: prostate-specific antigen; PSAD: PSA density; GS: Gleason score; PI-RADS: prostate imaging-
reporting and data system.
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Figure 2. Validation of the risk classifications for progression-free survival following radical prostatectomy. (A) The D’Amico classification system.
(B) Risk classification integrating the D’Amico classification and PI-RADS v2.1 score.

Figure 3. Prognostic significance of novel risk classifications. (A) A risk classification based on cT =2c, bGS =8, and PI-RADS 5. (B) A risk

classification based on PSA 27.68, bGS =8, and PI-RADS 5.

including clinical T stage, PSA level, and bGS stratified
patient prognosis in our cohort (Figure 2A). Patients with the
D’Amico high-risk had shorter PFS than those with
intermediate risk (p<0.0001, Figure 2A). Of note, PI-RADS
v2.1 score 5 significantly differentiated prognosis in both
intermediate- and high-risk groups in the D’Amico
classification (p=0.0174 and p=0.0013, respectively, Figure
2B). Moreover, patients with intermediate-risk and PI-RADS
v2.1 score 5 showed comparable prognosis as compared to
those with high-risk and PI-RADS v2.1 score <4 with 84.8%

and 78.1% in 5-year PFS rate (p=0.8364, Figure 2B). HR
(high vs. others) of the risk classification was improved from
4.74 to 7.2 when combined PI-RADS v2.1 score to the
D’ Amico classification (Table IV). This analysis indicated
the importance of PI-RADS v2.1 score in addition to the
D’Amico risk classification for better risk classification
when considering treatment options.

Novel risk classification to predict BCR following RP. We
further proposed a novel risk classification comprising clinical
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Table IV. Comparison of the capability of risk classifications to predict progression-free survival.

Univariate
HR 95% CI p-Value
D'Amico classification 4.74 2.68-8.49 <0.0001
D'Amico + PI-RADS v2.1 classification 7.2 3.92-12.83 <0.0001
Our risk classification (cT, bGS, PI-RADS v2.1) 9.71 4.38-19.35 <0.0001
Our risk classification (PSA, bGS, PI-RADS v2.1) 7.03 2.66-15.5 0.0004

HR: Hazard ratio; CI: confidence interval; PSA: prostate-specific antigen; GS: Gleason score; PI-RADS: prostate imaging-reporting and data system.

T stage (=2c), bGS (=8), and PI-RADS v2.1 score from
multivariate analysis (Table III). This novel classification was
defined as low (met O factors), intermediate (met 1 or 2
factors), or high (met 3 factors) and Kaplan—Meier analysis
showed significant difference between these three groups (low
vs. intermediate: p=0.0008; intermediate vs. high: p<0.0001)
(Figure 3A). The HR for the high-risk group compared to
others was 9.71 (95%C1=4.38-19.35) (Table 1V).

In addition, we established another risk classification
including PSA (=7.68 ng/ml), bGS (=8), and PI-RADS v2.1
score, since PI-RADS score basically reflects cancer size and
might have a positive correlation with clinical T stage. Risk
classification was similarly defined, and significant
differences were observed between low-, intermediate-, and
high-risk groups (p<0.0001 and p=0.0069, respectively)
(Figure 3B). The HR was 7.03 (95%CI=2.66-15.5) (Table
IV). Thus, our risk classification identified a patient
population with extremely poor prognosis, achieving a
higher HR than the conventional classification.

Discussion

Our study revealed the prognostic importance of the
preoperative PI-RADS v2.1 scoring system in patients who
had undergone RP. Higher PI-RADS score was associated
with increased tumor volumes in the RP specimens.
Furthermore, novel risk classifications integrating PI-RADS
v2.1 score and the D’Amico classification were developed
to improve prognostic capability in comparison with the
D’Amico classification alone.

Previous studies have focused on how this scoring system
could improve the accuracy of targeted prostate biopsy and
avoid unnecessary biopsies (7, 14-16). Positive biopsy rates
were significantly improved by fusion prostate biopsy using
PI-RADS 4 and 5 lesions as compared to systematic biopsy
(64% vs. 42.9%, respectively; p=0.035) although inclusion
of PI-RADS 3 did not improve rates, indicating that PI-
RADS =4 lesions should be recommended for prostate
biopsy (16). Wang et al. established a nomogram including
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bpMRI PI-RADS v2.1 to minimize unnecessary biopsies (7).
They found that a predictive model based on bpMRI could
improve the ability of clinically significant prostate cancer
detection and bpMRI score was correlated strongly with
Gleason grade group (7). These findings indicated the
clinical utility of PI-RADS scoring system to determine the
relevance of performing prostate biopsies.

In addition, several studies have shown that pre-biopsy PI-
RADS score could predict clinical outcomes following
definitive local treatment (17, 18). A systematic review and
meta-analysis revealed that higher PI-RADS v2
classifications were correlated with an increased risk of BCR
after local treatment (18). Gandaglia et al. investigated 804
patients who received prostate biopsies and developed a risk
classification for predicting PSA failure following RP (19).
A predictive model including PI-RADS v2 score achieved
the highest accuracy to predict clinically significant prostate
cancer for identifying patient populations harboring a higher
risk of early recurrence after operation (19). Furthermore, a
recent study proposed simplified PI-RADS (S-PI-RADS)
that is based on bi-parametric MRI (bpMRI) and is easier to
use in clinical practice (20). S-PI-RADS has been found to
enhance the detection and diagnosis of PCa as well as local
recurrence following radiotherapy and RP (20). These results
suggested a prognostic role for PI-RADS v2 classification in
addition to diagnosis prior to prostate biopsies (18).
However, few reports have examined the prognostic
significance of PI-RADS v2.1 since the revision in 2019.

The D’Amico classification system has emerged in 1998
and has become one of the most widely used modalities for
risk assessment of localized prostate cancer (8). The system
is based on tumor stage by serum PSA level, Gleason grade,
and clinical T-score, and divides patients into low-,
intermediate-, and high-risk groups to evaluate the
probability of recurrence (8). These risk groups have been
employed in determining the duration of androgen
deprivation therapy (ADT) when radiation therapy is
administered (21-23). Furthermore, this risk classification
has also been used to determine whether and to what extent
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lymph node dissection should be performed, and to
determine the course of treatment for RP (24, 25). Mandel et
al. studied the rationale of lymph node dissection among the
D’Amico intermediate-risk patients, and found that the
detection rate for lymph node metastasis was low among
patients with GS <6, cT <2b, PSA 10-20 ng/ml, indicating
that lymph node dissection may not be necessary in some
intermediate-risk cases (25). Thus, this classification is an
indicator that serves as a basis for making treatment
decisions in localized prostate cancer.

However, this classification has never been modified, and its
ambiguity is sometimes noted. In particular, the clinical T stage
classification has been obscure in that the diagnostic method is
not defined as digital rectal examination or MRI image finding
(26). In addition, there is a difference between the National
Comprehensive Cancer Network (NCCN) guidelines and the
D’Amico classification, e.g., cT2c is classified as an
intermediate risk in the NCCN guidelines, however, as high
risk in the D’ Amico classification system. Our findings showed
that PI-RADS scoring was significantly correlated with tumor
volume. Based on these results, we hypothesized that the PI-
RADS scoring system might offer an alternative implement to
the cT stage. Our novel risk classification including PI-RADS
score, bGS, and PSA level achieved higher HRs than the
D’ Amico classification. Furthermore, given that the PI-RADS
scoring system is an objective indicator and can be clearly
scored, it might be a better clinical biomarker of tumor
progression in combination with PSA level and bGS.

In conclusion, we indicated the prognostic significance of
the PI-RADS v2.1 scoring system in patients who had
undergone RP. The PI-RADS v2.1 scoring system can further
stratify patient prognosis in the D’ Amico classification and
can be incorporated into risk stratification schemes to improve
the precision of predicting patient prognosis. Our current
exploration might help the decision-making for treatment and
post-treatment follow-up in patients with localized prostate
cancer who underwent definitive treatment.
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Abstract

Background/aim: The prognostic significance of androgen receptor amplification (AR amp) in cell-
free DNA (cfDNA) was studied in Japanese patients with castration-resistant prostate cancer (CRPC).

Patients and methods: A total of 120 serum samples were obtained from 38 patients with CRPC.
Serum cfDNA was purified and the AR copy number was determined. Factors associated with
progression-free survival (PFS) and overall survival (OS) were statistically investigated.

Results: The number of patients administered enzalutamide (Enza)/abiraterone (Abi)/docetaxel (DTX)
was 33/25/11, respectively. The median PSA was 16.5 ng/ml. Thirty patients (79%) had bone
metastases and three patients (7.9%) had lung metastases. The median follow-up was 655 days. The
median initial AR copy number was 1.27 (1.10-11.50); an AR copy number of 1.27 or higher was
defined as an AR-amp. Regarding PFS, the presence of AR-amp, Gleason score (GS), and ALP were
significant factors in univariate analysis. In multivariate analysis, AR amplification was an independent
prognostic factor (hazard ratio=7.7, p=0.0035). For OS, PSA and AR-amp were significant factors. In
multivariate analysis, AR-amp (hazard ratio=4.65, p=0.0188) was the only independent prognostic
factor.

Conclusion: AR-amp was associated with high nadir PSA and low iPSA/PSA ratio. AR-amp was
significantly associated with poor prognosis in Japanese patients with CRPC.

Keywords: Cell-free DNA; biochemical recurrence; castration-resistant prostate cancer; liquid biopsy;
prognosis.
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Health Promotion Narratives of an Older Chinese Migrant
Living Independently in a Community in Japan
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[Abstract])

In this case study, we used a semi-structured interview to clarify the health promotion and perspectives of
an older Chinese migrant living independently in a community in Japan. The KJ method, a qualitative data
synthesis method was used to analyze the data. We found that based on the life attitude of actively
problem-solving, Mr. A visited physicians without language barriers, felt comfortable managing his health,
and accepted the realities of aging. As a result, he was satisfied with his health and hoped to spend the rest

of his life pain-free.

[Key words]

Aged, Case reports, Chinese, Migrant, Health promotion
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