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Simple Summary: A novel biomarker panel (Appl1, Sortilin and Syndecan-1) was demonstrated
as a strong independent predictor for both clinical and biochemical recurrence outcomes, with a
higher prediction performance than traditional grading. This suggests that panel-derived patient
reclassifications improve risk stratification.

Abstract: Gleason scoring is used within a five-tier risk stratification system to guide therapeutic
decisions for patients with prostate cancer. This study aimed to compare the predictive perfor-
mance of routine H&E or biomarker-assisted ISUP (International Society of Urological Pathology)
grade grouping for assessing the risk of biochemical recurrence (BCR) and clinical recurrence (CR)
in patients with prostate cancer. This retrospective study was an assessment of 114 men with
prostate cancer who provided radical prostatectomy samples to the Australian Prostate Cancer Biore-
source between 2006 and 2014. The prediction of CR was the primary outcome (median time to CR
79.8 months), and BCR was assessed as a secondary outcome (median time to BCR 41.7 months).
The associations of (1) H&E ISUP grade groups and (2) modified ISUP grade groups informed by
the Appl1, Sortilin and Syndecan-1 immunohistochemistry (IHC) labelling were modelled with BCR
and CR using Cox proportional hazard approaches. IHC-assisted grading was more predictive than
H&E for BCR (C-statistic 0.63 vs. 0.59) and CR (C-statistic 0.71 vs. 0.66). On adjusted analysis,
IHC-assisted ISUP grading was independently associated with both outcome measures. IHC-assisted
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ISUP grading using the biomarker panel was an independent predictor of individual BCR and CR.
Prospective studies are needed to further validate this biomarker technology and to define BCR and
CR associations in real-world cohorts.

Keywords: biomarkers; diagnosis; prognosis; prostate cancer; clinical recurrence

1. Introduction

The current mainstay of clinical pathology assessment in prostate cancer is the Gleason
grading of hematoxylin and eosin (H&E)-stained tissue sections [1–4]. Gleason grades are
used to stratify patients based on Gleason/International Society of Urological Pathology
(ISUP) grade group definitions, which guide treatment decisions and expectations on
disease courses for patients [1–4]. While Gleason/ISUP grade grouping using H&E is vali-
dated for predicting biochemical recurrence (BCR) post-surgery, it is well recognised that
this method is far from optimal (concordance index < 0.008) [1,5–7]. The interpretation of
Gleason grading using H&E is highly subjective, resulting in high inter-observer variability
and subsequent sub-optimal treatment selection for many individual patients [2,8–11]. To
be able to improve the outcomes of patients diagnosed with prostate cancer, there is a need
to transform current pathological risk stratification methodologies [12].

While there have been many attempts to improve the performance of H&E-informed
ISUP grading (e.g., using novel risk stratification tools and innovative nomogram/machine
learning techniques), there has been little progress in improving clinical prediction perfor-
mance [13–15]. Fundamentally, H&E staining lacks sufficient detail to facilitate accurate
interpretation of the complex pathologies underlying prostate cancer [4,16–18]. Molecular
markers have also been investigated, including prognostic tools Oncotype DX, Prolaris,
Promark, and Decipher; however, these are limited by the tumour heterogeneity and have
yet to produce substantial additions to current diagnostic stratification systems [19]. To
pursue diagnostic improvements that extend beyond the marginal, new staining or visuali-
sation techniques must be developed [8,9,11,20], ideally based on alterations in cell biology
that align with different grades of prostate cancer.

Endosomes and lysosomes are directly involved in energy metabolism, cell division,
intracellular signalling and cancer pathogenesis [20–24]; unsurprisingly, they have led
to the identification of ideal target biomarkers in cancer cells (i.e., biomarkers from this
organelle system may enable the visualisation of features that cannot be observed with
H&E stains) [25–33]. Appl1, Sortilin and Syndecan-1 are biomarkers within the endosome-
lysosome system, and immunohistochemistry (IHC) labelling of these proteins may enable
improved visualisation of the complex pathologies underlying prostate cancer [20]. The
latter study demonstrated improvement in the subjectivity of grading, but these biomarkers
still require evaluation for their capacity to reliably facilitate risk stratification within the
ISUP grade groups.

This study aimed to compare the BCR and clinical recurrence (CR) prediction perfor-
mance of ISUP grade groups defined using H&E-stained slides versus slides that were
IHC-labelled for Appl1, Sortilin and Syndecan-1.

2. Materials and Methods
2.1. Patient Cohort

This study was a retrospective assessment of men with prostate cancer who had
consented to provide radical prostatectomy tissue block samples to the Adelaide node of
the Australian Prostate Cancer Bioresource (APCB) between January 2006 and August 2014.
At the time of radical prostatectomy, these patients were treatment-naïve and had a prostate-
specific antigen (PSA) level above 0.2 ng/mL. Tissue block samples were formalin-fixed
paraffin-embedded (FFPE) at the time of collection.



Cancers 2023, 15, 3215 3 of 12

For each patient within the cohort, clinical follow-up on BCR and metastatic disease
progression/CR was available for a minimum of 10 years post-surgery. At the time of tissue block
sampling, data were available on statuses of extracapsular extension (yes vs. no), surgical margin
(positive versus negative), seminal vesicle involvement (yes vs. no), perineural involvement
(yes vs. no) and lymphovascular involvement (yes vs. no). Data on cribriform and intraductal
carcinoma status of the prostate were not available and were deemed inappropriate to generate
on the single FFPE tissue block examined (sample bias).

Ethics approval for the present study was obtained through the institutional review
board of the University of South Australia (Application IDs: 201907 and 36070).

2.2. ISUP Grading According to H&E and IHC Methodologies

For each patient, a representative FFPE tissue block, as determined by the bioresource,
was cut at 2 µm to obtain four serial sections. These representative blocks were identified
by a uropathologist associated with the APCB.

The first section was stained according to routine H&E methodologies [34]. The section
was provided to an independent board of 11 international genitourinary pathologists who
came to a consensus and assigned an ISUP grade group to each patient.

According to the technique described by Martini et al. [20], the remaining three serial
sections were IHC-labelled with Appl1, Sortilin and Syndecan-1, respectively. The labelling was
detected using a DAKO EnVision™ + System (Dako Australia Pty Ltd., West Gosford, NSW,
Australia), as previously described [20,24]. Briefly, benign glands were identified with basal cell
labelling of Appl1 and Syndecan-1, with minimal labelling occurring in their adjacent secretory
epithelium. Well-formed gland morphologies were highlighted by intense perinuclear Sortilin
labelling, and poorly-formed gland morphologies by intense diffuse Syndecan-1 labelling.
Well-formed glands (Sortilin labelled) were assigned Gleason pattern 3, while poorly-formed
glands (Syndecan-1 labelled) were assigned Gleason pattern 4 or above (considering other
morphological characteristics including cribriform or fused glands for pattern 4 and sheets,
cords, single cells, solid nests and necrosis for pattern 5). Gleason patterns were used to
derive ISUP grade groups, which in turn allowed risk stratification of patient tissue samples.
A representative micrograph of the immunolabelling used to assign Gleason Pattern 3 and
Pattern 4 is illustrated in Supplementary Figure S1.

Blinded and separated by at least 1 week from the H&E assessment (limiting any
potential for memory bias), the same independent board of 11 international genitourinary
pathologists examined the three individual IHC-labelled slides and, on consensus, assigned
an ISUP grade group to each patient.

2.3. Outcomes

The prediction of CR was the primary outcome, and BCR was assessed as a secondary
outcome. CR was defined as the time interval from the day of radical prostatectomy to
the day of clinical disease progression. CR was documented by the treating clinicians as
radiographic metastatic disease development. Patients were censored from the analysis on
the last day of follow-up if CR had not been observed. BCR was defined as the time interval
from the day of radical prostatectomy to either the day of two consecutive PSA elevations
above 0.2 ng/mL, to the initiation of radiation therapy or to androgen deprivation therapy
subsequent to PSA elevation that remained below 0.2 ng/mL. Patients were censored from
the analysis on the last day of follow-up if a PSA > 0.2 ng/mL had never been reached.

2.4. Statistical Analysis

All statistical analyses were performed in R (version 4.1.0). The association between
(1) ISUP grade groups derived from the H&E slides and (2) ISUP grade groups derived
from the Appl1, Sortilin and Syndecan-1 IHC-labelled slides with both BCR and CR
were modelled using Cox proportional hazard approaches. Akaike information criterion
(AIC) and visual checks were used to evaluate potential non-linear effects between ISUP
grade groups and outcomes. Associations were reported as hazard ratios (HR) with 95%



Cancers 2023, 15, 3215 4 of 12

confidence intervals (95% CI). Statistical significance was set at a threshold of p < 0.05.
The predictive performance of the ISUP grade groups derived from the H&E slides was
compared to the ISUP grade groups derived from the Appl1, Sortilin and Syndecan-1 IHC-
labelled slides using the concordance statistic (C-statistic). The C-statistic is a statistical
measure of the predictive accuracy of a time-to-event regression model [35]. It is similar to
the area under the Receiver Operating Characteristic curve used for binary outcomes [36].
Analyses adjusted for extracapsular extension, positive surgical margin, seminal vesicle
involvement, peri-neural involvement and lymphovascular involvement were conducted.
These adjusted analyses were conducted to evaluate the prognostic independence of the
H&E and IHC-informed ISUP grade groups from known prognostic factors. Kaplan–Meier
analysis was used to visualise BCR and CR estimates according to H&E- and IHC-informed
ISUP grade groups.

3. Results
3.1. Patient Cohort

The available cohort included 114 patients with prostate cancer, whose tissue samples
were ISUP graded using an H&E slide and then independently graded using Appl1, Sortilin
and Syndecan-1 IHC-labelled slides. Supplementary Tables S1 and S2 provide a description
of the patient characteristics and concordance between ISUP grade groups within the
cohort. In short, 66 patients (58%) received the same ISUP grade group with the use of the
IHC-labelled slides as compared to the H&E slide. Opposingly, 34 patients (30%) had an
increase, and 14 patients (12%) had a decrease in their ISUP grade group with the use of
the IHC-labelled slides, as compared to the H&E slide.

Patients ranged in age from 45–75 years old at radical prostatectomy and had a BMI
between 22 and 39. For pre-radical prostatectomy, most patients had a PSA level between
4.5 ng/mL and 22 ng/mL, while a small percentage (7.9%) were lower than 4.5 ng/mL.
Patient staging, as defined by the TNM staging system, ranged from 2A to 3C (please see
Martini et al. [20] for additional details). The median [95% CI] follow-up in the cohort was
130 (120–144) months.

3.2. Prognostic Significance of ISUP Grade Groups with Clinical Outcomes

As defined by model fit, the association between H&E- and IHC-assisted ISUP grade
groups with BCR and CR was best described by a linear relationship (i.e., the HR repre-
senting the association between ISUP grade groups is for a 1 unit increase in the ISUP
grade group). Table 1 presents the univariable and adjusted Cox analysis results of the
association between H&E- and IHC-assisted ISUP grade groups with BCR and CR. On
univariable analysis, H&E ISUP grade groups were identified as significantly associated
with both CR (HR [95% CI]; 1.6 [1.2–2.1]; p = 0.002) and BCR (1.4 [1.1–1.7]; p = 0.001).
Similarly, on univariable analysis, it was identified that the IHC-assisted ISUP grade groups
were significantly associated with both CR (2.0 [1.4–2.8]; p < 0.001) and BCR (1.6 [1.3–1.9];
p < 0.001). Of the two methods, IHC-assisted ISUP grade groups were demonstrated to be
more predictive than H&E ISUP grade groups for both CR (C-statistic = 0.71 versus 0.66)
and BCR (C-statistic = 0.63 versus 0.59) within the cohort. Furthermore, on adjusted analy-
sis, the IHC-assisted ISUP grade groups were demonstrated as independently associated
with both CR (HR [95% CI]; 1.8 [1.2–2.8]; p = 0.009) and BCR (1.4 [1.1–1.8]; p = 0.02), which
was not observed for the H&E ISUP grade groups for either CR (1.3 [0.9–2.0]; p = 0.1) or
BCR (1.2 [1.0–1.5]; p = 0.1). Figure 1 presents Kaplan–Meier observations of the time to CR
and BCR according to the defined H&E- and IHC-assisted ISUP grade groups.
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Table 1. Association of H&E and IHC-assisted ISUP grade groups with clinical recurrence and
biochemical recurrence.

Univariable Adjusted #

n HR * [95% CI] p c HR * [95% CI] p

Clinical recurrence
H&E ISUP grade groups 114 1.6 [1.2–2.1] 0.002 0.66 1.3 [0.9–2.0] 0.1
IHC-assisted ISUP grade groups 114 2.0 [1.4–2.7] <0.001 0.71 1.8 [1.2–2.7] 0.009

Biochemical recurrence
H&E ISUP grade groups 114 1.4 [1.1–1.7] 0.001 0.59 1.2 [1.0–1.5] 0.1
IHC-assisted ISUP grade groups 114 1.6 [1.3–1.9] <0.001 0.63 1.4 [1.1–1.8] 0.02

* Hazard ratio (HR) with 95% confidence interval (95% CI) for a 1 unit increase in the ISUP grade. # Analyses
adjusted for extracapsular extensions, surgical margins, seminal vesicle involvements, perineural involvements
and lymphovascular involvements at the time of tissue block sampling.
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Figure 1. Kaplan–Meier estimates of clinical recurrence (CR) and biochemical recurrence (BCR) by
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Benign patients are indicated in red, ISUP 1 in yellow, ISUP 2 in green, ISUP 3 in teal, ISUP 4 in blue
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3.3. IHC-Assisted ISUP Grade Group Reclassifications

The most common up-classifications to occur in the patient cohort were within the
47 patients graded by H&E, initially classified as ISUP grade group 1; on evaluation of
the IHC slides, 15 of these patients were reclassified to ISUP grade group 2, four to ISUP
grade group 3 and one to ISUP grade group 4 (one patient was down-classified to benign).
Notably, patients that were up-classified had meaningfully higher risk of both CR and
BCR. The 10-year incidence of CR was 8% in those who remained classified as ISUP grade
group 1, which then increased to 22% in those who were up-classified. Similarly, the
10-year incidence of BCR increased from 39% to 61%, respectively. Figure 2 presents
Kaplan–Meier observations of the time to CR and BCR according to IHC-assisted up-
classifications in patients H&E-graded as ISUP 1. These observations outline that patients
up-classified trended towards worse CR and BCR outcomes compared to their counterparts
who remained in ISUP grade group 1—a larger cohort than herein would be required to
statistically evaluate this observation.
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Figure 2. Kaplan–Meier estimates of clinical recurrence (CR) and biochemical recurrence (BCR)
according to IHC-associated up-classifications in patients H&E-graded as ISUP 1. (A) CR of H&E
ISUP grade 1 patients according to IHC slides. (B) BCR of H&E ISUP grade 1 patients according to
IHC slides. Red indicates patients who remained ISUP grade 1 with IHC, and blue indicates patients
up-classified with IHC.

The most common down-classifications to occur in the patient cohort were within
the 27 patients assigned to an ISUP grade group of 2 by H&E; on evaluation of the IHC
slides, six were reclassified to ISUP grade group 1 (four patients were up-classified to ISUP
grade group 3). Within this small subgroup, a trend in the validity of the IHC-assisted
down-classifications was observed within the 10-year incidence of CR, which was 28%
in those who remained classified as ISUP grade group 2, and that decreased to 0% in
those who were down-classified. Similarly, the 10-year incidence of BCR was observed to
decrease from 41% to 33%. Figure 3 presents Kaplan–Meier observations of the time to CR
and BCR according to IHC-assisted down-classifications in patients H&E-graded as ISUP
grade group 2.
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according to IHC-associated down-classifications in patients H&E-graded as ISUP 2. (A) CR of H&E
ISUP grade 2 patients according to IHC slides. (B) BCR of H&E ISUP grade 2 patients according to
IHC slides. Red indicates patients who remained ISUP grade 2 with IHC, and blue indicates patients
down-classified with IHC.

4. Discussion

The current study demonstrated that IHC-assisted grading using Appl1, Sortilin
and Syndecan-1 biomarkers improved prognostic predictions in patients with prostate
cancer compared to H&E. The biomarker panel provided information independent of
other common prognostic factors, indicating a more accurate reporting of the pathology.
The study illustrates the potential power of the biomarker technology to assist in the
contemporary interpretation of Gleason/ISUP grading for improved prediction of BCR
and CR, which would be an important step towards a novel precision medicine solution
for patients with prostate cancer.

Several clinical models are available to predict BCR, including the D’Amico risk
stratification scheme, the Cancer of the Prostate Risk Assessment (CAPRA) score and
nomograms from the Memorial Sloan Kettering Cancer Centre (MSKCC) [13,37–41]. These
nomograms are limited by their heavy reliance on H&E interpretation for Gleason grading,
which has underlying problems with observer variability and confounding pathology.
Further investigation is required to assess the performance of IHC-assisted Appl1, Sortilin
and Syndecan-1 grading compared to the D’Amico, CAPRA and MSKCC risk stratification
schemes. In addition, the likelihood of BCR is largely based on ISUP grade group averages,
which do not give an accurate indication for an individual. Nearly half of the patients
graded as ISUP 1 by H&E were upgraded by the biomarker panel assessment, and this
resulted in predictions with fewer ISUP 1 patients experiencing BCR. This change in grading
has the potential to transform clinical practice by utilising biomarker-informed biology to
report more accurately on cancer pathology [20].

There are limited tools available for reliable prediction of CR in clinical practice. The
most frequently used methods are the tumour node metastasis (TNM) system and the
MSKCC nomogram [40–43]. These tools have demonstrated significant limitations in
reliably stratifying patient risks for CR [40,41]. In this study, Appl1, Sortilin and Syndecan-1
demonstrated significant potential to assist improved CR predictions compared to H&E.
For example, of the 47 patients assigned to ISUP grade group 1 by H&E, 15 patients were
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reclassified to ISUP grade group 2 after evaluation of the slides by Appl1, Sortilin and
Syndecan-1 IHC—four to ISUP grade group 3 and one to ISUP grade group 4 (one patient
was down-classified to benign). Notably, the 10-year incidence of CR was 8% in those who
remained classified as ISUP grade group 1, which increased to 22% in those who were
up-classified. This provides an indication that the reclassifications appeared appropriate
and supported the statistical observation of a higher CR prediction performance (C-statistic)
for IHC-assisted ISUP grading versus H&E grading.

The largest proportions of IHC-assisted reclassifications occurred in the upgrading of
patients from the H&E-based ISUP grade group 1 and the downgrading of patients from
the H&E-based ISUP grade group 2. These reclassifications appear appropriate due to
improved CR and BCR prediction performances for IHC-assisted ISUP grading versus H&E
grading. This has implications for discriminating between Gleason patterns 3 (ISUP 1) and
4 (ISUP ≥ 2), which is critical for predicting patient outcomes. On adjusted analysis, the
biomarker-assisted discrimination of Gleason patterns was associated with an improved
prediction of patient outcome, independent from known clinicopathological prognostic
variables. This ability of the biomarkers to discriminate between the two Gleason patterns
is therefore central to the improved risk class stratification.

5. Conclusions

In summary, in a small retrospective cohort study, a biomarker panel based on Appl1,
Sortilin and Syndecan-1 was a strong independent predictor for both CR and BCR outcomes,
with a higher prediction performance (C-statistic) than H&E-based pathological grading.
Preliminary evidence suggested that ISUP grade group reclassifications (both up and
down) based on the biomarker panel (as opposed to H&E grading) resulted in better risk
stratification of patients. Additional studies should be conducted to investigate the effects
of androgen sensitivity and insensitivity on patient stratification when using the biomarker
panel. Prospective cohort studies are now being conducted to validate the biomarker
technology, and there should be further considerations to investigate the findings in larger
real-world cohorts, including for long-term survival outcomes.
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