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Abstract: Although the tumor-stroma ratio (TSR) has prognostic value in many cancers, the traditional
semi-quantitative visual assessment method has inter-observer variability, making it impossible for
clinical practice. We aimed to develop a machine learning (ML) algorithm for accurately quantifying
TSR in hematoxylin-and-eosin (H&E)-stained whole slide images (WSI) and further investigate its
prognostic effect in patients with muscle-invasive bladder cancer (MIBC). We used an optimal cell
classifier previously built based on QuPath open-source software and ML algorithm for quantitative
calculation of TSR. We retrospectively analyzed data from two independent cohorts to verify the
prognostic significance of ML-based TSR in MIBC patients. WSIs from 133 MIBC patients were
used as the discovery set to identify the optimal association of TSR with patient survival outcomes.
Furthermore, we performed validation in an independent external cohort consisting of 261 MIBC
patients. We demonstrated a significant prognostic association of ML-based TSR with survival
outcomes in MIBC patients (p < 0.001 for all comparisons), with higher TSR associated with better
prognosis. Uni- and multivariate Cox regression analyses showed that TSR was independently
associated with overall survival (p < 0.001 for all analyses) after adjusting for clinicopathological
factors including age, gender, and pathologic stage. TSR was found to be a strong prognostic factor
that was not redundant with the existing staging system in different subgroup analyses (p < 0.05 for all
analyses). Finally, the expression of six genes (DACH1, DEEND2A, NOTCH4, DTWD]1, TAF6L, and
MARCHF5) were significantly associated with TSR, revealing possible potential biological relevance.
In conclusion, we developed an ML algorithm based on WSIs of MIBC patients to accurately quantify
TSR and demonstrated its prognostic validity for MIBC patients in two independent cohorts. This
objective quantitative method allows application in clinical practice while reducing the workload of
pathologists. Thus, it might be of significant aid in promoting precise pathology services in MIBC.

Keywords: tumor-stroma ratio; whole slide image; machine learning; prognosis prediction; muscle-
invasive bladder cancer

1. Introduction

Bladder cancer is one of the top 10 malignancies worldwide, with an estimated
573,000 new cases and 213,000 deaths in 2020 [1]. Once the tumor invades the muscle
layer, the five-year survival rate for patients with muscle-invasive bladder cancer (MIBC)
decreases dramatically. Even after radical cystectomy (RC), the five-year survival rate is
only 40-60% [2—4]. Currently, the tumor-node-metastasis (TNM) staging established by the
American Joint Committee on Cancer (AJCC) has high prognostic value and serves as the
basis for clinical decision-making, but it is insufficient to cover the clinical characteristics of
all MIBC patients [5]. Because MIBC is a heterogeneous disease, clinical outcomes can differ

Int. J. Mol. Sci. 2023, 24, 2746. https:/ /doi.org/10.3390/ijms24032746

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


https://doi.org/10.3390/ijms24032746
https://doi.org/10.3390/ijms24032746
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/0000-0003-4682-3857
https://orcid.org/0000-0003-3882-2715
https://doi.org/10.3390/ijms24032746
https://www.mdpi.com/journal/ijms
https://www.mdpi.com/article/10.3390/ijms24032746?type=check_update&version=1

Int. J. Mol. Sci. 2023, 24, 2746

2 of 14

greatly among patients with the same TNM stage and treatment regimens [6]. Hence, it is
necessary to find more reliable new prognostic biomarkers to guide personalized therapy
for MIBC patients to avoid undertreatment or overtreatment.

Tumor microenvironment (TME), also known as tumor-associated stroma, refers to the
surrounding environment embedded in tumors that plays a crucial role in the occurrence,
development, invasion, and metastasis of tumors, and is receiving increasing attention [7,8].
Emerging evidence suggests that tumor-stroma ratio (TSR) has a significant prognostic
value in a variety of solid tumors, including MIBC, and high-abundant stroma is associated
with poorer prognosis [9-12]. A study of MIBC transcriptome analysis revealed that
higher stromal invasion was associated with shorter disease-specific survival even after
neoadjuvant chemotherapy and RC [13]. The traditional semi-quantitative assessment
of TSR is defined by pathologists under visual or microscopic examination, and a cut-off
point of 50% is typically used as the basis for grouping [14]. Liu et al. assessed the TSR
scores by visual inspection method and found that MIBC patients with a low stromal type
(<50%) had a better prognosis [15]. However, traditional visual assessment methods are
susceptible to the subjectivity of pathologists and inter-observer variability, preventing
them from being widely used in clinical practice [16]. Furthermore, using a predefined
cut-off point of 50% stromal content to classify patients into stromal-high or stromal-low
groups to assess risk stratification of MIBC patients is not appropriate. Therefore, there
is an urgent need to develop an automated method capable of achieving objective and
standardized TSR quantification to facilitate accurate and efficient pathology services.

In recent years, advances in digital pathology and the development of artificial
intelligence have led to the further quantitative analysis of thousands of available whole
slide images (WSIs) [17]. Machine learning (ML) extracts high-order information from
pathological images using manually predefined features to discover new biomarkers
that are helpful for diagnosis and prognosis [18]. Pathological images-based ML analysis
methods have proven to be useful for cancer detection [19], diagnosis [20], prognosis
prediction [21], and molecular pattern recognition [22]. To further objectively evaluate
the utility of TSR in tumor prognosis, ML-related automated quantification methods
have been applied to breast cancer [23,24] and colorectal cancer [25,26]. However, the
ML-based quantitative calculation method of TSR in MIBC has not been reported, which
deserves further investigation.

In this study, we utilized a previously developed ML algorithm [27] and Qupath
open-source software [28] to perform automated TSR assessment in histological slides for
prognosis prediction in MIBC patients. We demonstrated in two independent cohorts that
ML-based TSR is a robust independent prognostic factor that is not redundant with existing
clinical and histopathological features. Finally, we further investigated the expression of
the genes most correlated with TSR, revealing possible potential biological relevance.

2. Results
2.1. Patient Characteristics

Table 1 summarizes the baseline clinicopathological characteristics of the two co-
horts. There were 56 deaths among 133 MIBC patients enrolled in the RHWU cohort
and 124 deaths among 261 MIBC patients enrolled in the TCGA cohort. We selected
only one representative WSI for each patient for analysis. We used the RHWU cohort
as the discovery set and the TCGA cohort as an external validation set to evaluate the
prognostic efficacy of TSR.

Table 1. The distributions of demographic and clinicopathologic characteristics of MIBC patients in
the two cohorts.

RHWU (N =133) TCGA (N =261)
Age (years) 66 (26, 87) 69 (37,90)
Sex
female 20 (15.04%) 64 (24.52%)

male 113 (84.96%) 197 (75.48%)
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Table 1. Cont.

RHWU (N =133)

TCGA (N = 261)

pT stage
pT2
pT3
pT4
Tx

pN stage

pMx
TNM stage
tage 11
Stage III
Stage IV
Lymphovascular invasion
No
Yes
Missing
Survival status
Alive
Dead
OS time (months)

52 (39.10%)

63 (47.37%)

18 (13.53%)
0 (0%)

66 (49.62%)

34 (25.56%)

18 (13.53%)

15 (11.28%)
0 (0%)

129 (96.99%)
4(3.01%)
0 (0%)

38 (28.57%)
74 (55.64%)
21 (15.79%)

83 (62.41%)
50 (37.59%)
0 (0%)

77 (57.89%)
56 (42.11%)

15.3 (1.9, 66.0)

75 (28.74%)

141 (54.02%)

40 (15.33%)
5 (1.92%)

151 (57.85%)

34 (13.03%)

58 (22.22%)
5 (1.92%)
13 (4.98%)

112 (42.91%)
7 (2.68%)
142 (54.41%)

65 (24.90%)
95 (36.40%)
101 (38.70%)

80 (30.65%)
102 (39.08%)
79 (30.27%)

137 (52.49%)
124 (47.51%)
17.4 (0, 132.7)

MIBC, Muscle-invasive Bladder Cancer; OS, Overall survival.

2.2. TSR Automated Assessment

We applied the trained cell classifier to WSIs to define tumor and stromal regions
based on the distribution of four types of cells. Figure 1 shows representative examples
when the ML algorithm is applied to the stroma-low and stroma-high WSIL.

. Tumor Cells
. Stromal Cells

@ s

Stroma-high (TSR = 39.6%)

Stroma-low (TSR = 83.8%)

Figure 1. Representative examples of stromal-low (A) and stromal-high (B) H&E-stained WSI and
corresponding machine learning algorithm segmentation results (C, stromal-low; D, stromal-high).

H&E, hematoxylin-and-eosin; WSI, whole slide image; TILs, tumor-infiltrating lymphocytes.
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For TSR consistency analysis, Figure 2A shows examples of manual annotation by
pathologists and automatic segmentation and classification by ML algorithm. Good con-
cordance was observed in the classification of tumor and stromal regions between the ML
algorithm and pathologist annotation (Figure 2B). There was a high agreement between
ML-based and annotated TSR (correlation = 0.911, 95% CI 0.871-0.942). Bland-Altman
plot showed decent concordance between TSR calculated by the ML algorithm and that
annotated by the pathologist, with a mean difference in TSRs of 0.02 (Figure 2C).
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Figure 2. The results of TSR consistency analysis. (A) Examples of H&E images, pathologist anno-
tations, and ML algorithm predictions. (B) Concordance between ML-based TSR and pathologist.
(C) Bland-Altman plot for TSR estimation between ML algorithm and pathologist. The solid horizontal
black line is the mean and the two dashed lines are & SD. TSR, tumor-stromal ratio; HE, hematoxylin-
and-eosin; ML, machine learning; TILs, tumor-infiltrating lymphocytes; SD, standard deviation.
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2.3. Evaluation of TSR as a Prognostic Variable in Two Cohorts

We identified 45.7% as the optimal cut-off point for the RHWU cohort based on the
X-tile software (Version 3.6.1) and divided patients into the low stroma (TSR > 45.7%)
or high stroma (TSR < 45.7%) groups. Stroma-high was identified in 94 (70%) and
187 (71%) patients in the RHWU cohort and TCGA cohort, respectively. Our results showed
that low levels of TSR were associated with shorter overall survival (OS) in the RHWU
cohort (hazard ratio [HR] = 2.851, p < 0.0001; Figure 3A) and the TCGA cohort (HR = 2.346,
p <0.0001; Figure 3B). We performed uni- and multivariate Cox analyses in the TCGA cohort
to assess associations of TSR and clinicopathological features with prognosis. In univariate
Cox analysis, TSR (with a predefined 45.7% cut-off point), age, lymphovascular invasion,
pT stage, pN stage, and pTNM stage were all significantly associated with OS (Figure 3C).
Multivariate Cox analysis showed that TSR remained a significant prognostic factor after
retaining significant prognostic indicators in univariate analysis (HR = 2.622, log-rank
p <0.001; Figure 3D and Table 2).
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Figure 3. Evaluation of ML-based TSR with a 45.7% cut-off point as a prognostic variable in two
cohorts. Kaplan-Meier survival curves for (A) RHWU and (B) TCGA cohort. Hazard ratio and 95%
confidence interval for TSR and other clinicopathological features to predict survival in (C) univariate
Cox and (D) multivariate Cox analyses. ML, machine learning. ***, p < 0.001; **, p < 0.01; *, p < 0.05.

Table 2. Uni- and multivariate Cox analyses of prognostic factors in the TCGA cohort.

Univariate Analysis Multivariate Analysis
HR (95% CI) p-Value HR (95% CI) p-Value
Age
<70 Ref. Ref.
>70 1.610 (1.127, 2.298) 0.009 2.281 (1.493, 3.487) <0.001
Gender
female

Ref.
male 1.020 (0.679, 1.533) 0.923
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Table 2. Cont.

Univariate Analysis Multivariate Analysis
HR (95% CI) p-Value HR (95% CI) p-Value

pT stage

pT1-2 Ref. Ref.

pT3-4 1.700 (1.157, 2.499) 0.007 1.052 (0.654, 1.692) 0.552
pN stage

pNO-1 Ref. Ref.

pN2-3 1.842 (1.275, 2.662) 0.001 1.433 (0.934, 2.197) 0.142
pM stage

pMO Ref.

pM1 2.211 (0.899, 5.439) 0.084
pTNM stage

Stage II Ref. Ref.

Stage III-IV 2.193 (1.314, 3.660) 0.003 1.598 (0.826, 3.094) 0.138
Lymphovascular invasion
No Ref. Ref.
Yes 1.779 (1.249, 2.533) 0.001 1.410 (0.947, 2.100) 0.070
TSR

Stroma-low Ref. Ref.

Stroma-high 2.346 (1.537, 3.581) <0.001 2.622 (1.712, 4.015) <0.001

95% CI, 95% Confidence Interval.

2.4. Validation of the Prognostic Value of TSR in Different Subgroups

We analyzed MIBC patients in the TCGA cohort to further investigate the prognostic
value of TSR with a cut-off point of 45.7% in different subgroups. The results confirmed that
higher TSR was not only associated with better prognosis in pTNM stage III-IV patients,
but also enabled risk identification in subgroups with other characteristics (age, gender,
pT stage, pN stage, pM stage, pTNM stage, and lymphovascular invasion) (Figure 4).
Therefore, ML-based TSR is not redundant with the existing staging system, and could
further implement risk stratification for high-risk stage III-IV MIBC patients, and facilitate
more aggressive treatment decisions.
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Figure 4. The performance of ML-based TSR with a 45.7% cut-off point in predicting prognosis in the
TCGA cohort. Kaplan—-Meier survival curves for the following subgroups: (A) age > 70; (B) male;
(C) female; (D) high histologic grade; (E) lymphovascular invasion; (F) pT stage 3—4; (G) pN stage 0-1;
(H) pM stage 0; (I) pTNM stage III-IV.



Int. J. Mol. Sci. 2023, 24, 2746

7 of 14

DACH1

MARCHF5

3.0

&5

2.0

15

1.0

0.5

0.0

4.0

."”
]

ast
°

2.5

2.5. Gene Expression Correlation with TSR

The TCGA database contains molecular and gene expression information of MIBC
patients, allowing us to investigate the correlation between TSR and genomics. After
excluding missing values, we included 92 MIBC patients. Associations between TSR
and gene expression levels in each patient were examined by Spearman correlation anal-
ysis, revealing possible potential biological correlations. The results showed that the
expression of six genes was significantly correlated with TSR: DACH1 (correlation = 0.401;
Spearman’s correlation test, p = 4.2 x 10~%), TAF6L (correlation = 0.361; Spearman’s
correlation test, p = 2.6 x 1073), DENND2A (correlation = 0.414; Spearman’s correla-
tion test, p =2.3 x 10’4), MARCHF?5 (correlation = —0.370; Spearman’s correlation test,
p =13 x 10~3), NOTCH4 (correlation = 0.376; Spearman’s correlation test, p = 1.5 x 10~3) and
DTWDI1 (correlation = 0.438; Spearman’s correlation test, p = 8.4 x 107%) (Figure 5).
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Figure 5. Correlates between ML-based TSR and gene expression levels. Biological correla-
tion between TSR and (A) the DACH1 expression (N = 92 samples), (B) the TAF6L expression
(N =91 samples), (C) the DENND2A expression (N = 92 samples), (D) the MARCHF5 expression
(N =92 samples), (E) the NOTCH4 expression (N = 92 samples), and (F) the DTWD1 expression
(N =92 samples) available for the TCGA dataset.

3. Discussion

Bladder cancer can be divided into non-muscle invasive bladder cancer and MIBC ac-
cording to the TNM staging system [29]. Currently, cisplatin-based neoadjuvant chemother-
apy is the standard treatment for pre-RC MIBC [30]. Despite the fact that aggressive local
therapy has the potential to eliminate residual cancer and improve survival in patients
with locally advanced bladder cancer, clinical benefit is unlikely in approximately 60%
of patients, with potentially fatal surgical delays and treatment toxicity [31]. The TNM
staging system is typically used to predict the prognosis of MIBC patients, but there are
also some poorly differentiated tumors that have a very poor prognosis regardless of the
TNM stage [32]. Thus, there is an urgent need to develop more new prognostic prediction
methods independent of the current TNM staging for MIBC patients. In this study, we per-
formed accurate TSR quantification of WSIs in MIBC patients using a previously proposed
ML algorithm and validated its prognostic value independent of the TNM system.

The TME is composed of a variety of immune cells, stromal cells, and the factors they
secrete, cultivating an intratumoral atmosphere of chronic inflammation, immunosuppres-
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sion, and pro-angiogenic [33]. An increasing number of studies have demonstrated that
TSR in the TME has a crucial prognostic effect on various solid tumors [15,34-36]. Unfortu-
nately, traditional visual or microscopic methods are susceptible to inter-institutional or
inter-observer variability, making them unavailable in clinical practice. Recently, some stud-
ies have attempted to quantify TSR using ML or convolutional neural network methods,
thereby revealing the correlation with the prognosis of cancer patients [24-26,37]. However,
such methods have not been validated in MIBC patients and cannot provide an optimal
cut-off point for TSR, which is critical for clinical applicability.

In the present work, we used an ML approach to quantitatively calculate TSR and
validated that high stromal tumors (low TSR) were associated with poorer prognosis in two
independent cohorts of MIBC patients. To the best of our knowledge, our study provides
the first evidence of the prognostic effect of quantitative TSR in MIBC, which will aid in
personalized therapy. Our results in subgroups demonstrated that TSR is not redundant
with existing clinical, biological, and histopathological features and is a strong prognostic
factor. This method allows us to perform objective and reliable TSR assessments of WSIs
while reducing the workload of pathologists, making it suitable for use in clinical practice.
Furthermore, compared with traditional visual assessment methods, ML-based TSR is a
continuous variable rather than a discrete classification, which could guide us to use a more
appropriate predefined cut-off point for risk stratification. But in this study, TSR was not
adjusted for specific pathological stages, tumor molecular subtype, variant histology, and
treatment modality. Therefore, we suggest that the cut-off point of TSR can be defined with
an appropriate range, so that it can be adjusted according to the actual situation in future
large-scale clinical trials and practice.

With the development of next-generation sequencing technology and bioinformatics,
more and more effective biomarkers have been discovered [38]. Programmed cell death
ligand 1-based immunohistochemical detection is probably the most widely accepted
method [39]. However, the implementation of high-throughput gene sequencing tech-
nology as well as immunohistochemical staining methods in clinical practice has been
hampered by high costs, tissue preparation requirements, and issues of standardization
and reproducibility [40]. In contrast, our ML method only requires TSR quantification on
a single WSI to perform prognostic analysis on MIBC patients. Because such histological
materials are readily available in the surgical setting, the ML method is easier to carry out
in clinical practice management. Moreover, an ML-based TSR quantification method that
is unaffected by inter-institutional and inter-observer variability will hopefully result in a
reliable, reproducible, and standardized prognostic strategy.

We also further explored the association between TSR and gene expression levels
in MIBC patients, and found that DACH1, DEEND2A, NOTCH4, DTWD1, and TAF6L
were positively correlated with TSR, while MARCHF5 was negatively correlated. Some
of these six genes have been reported to play important roles in regulating a range of
cellular processes, including tumor occurrence and progression, as previously reported.
DACH]1, a known tumor suppressor gene in breast, colon, and kidney cancers, plays a
key role in tumor growth and metastasis by acting on cell cycle control [41-43]. NOTCH4,
one of four transmembrane receptors in the NOTCH family, is frequently mutated in
several cancer types. A recent study reported that NOTCH4 mutation is a novel biomarker
associated with better response to immune checkpoint inhibitor therapy in a variety of
cancers, including bladder cancer [44]. TAF6L is identified as a novel epigenetic regulator
of the embryonic stem cell state. Together with c-MYC, TAF5L/TAF6L activates the MYC
regulatory network, which primarily regulates the cell cycle, DNA replication, ribosome
biosynthesis, and metabolism, as well as maintaining embryonic stem cell proliferation and
self-renewal [45]. The tumor suppressor gene DTWDI, a novel p53 target gene, inhibits
cancer cell growth by reducing the expression of cyclin B1 [46,47]. MARCHS belongs to
the MARCH family and is an integral mitochondrial outer membrane protein involved
in the control of mitochondrial morphology [48]. A study has reported that MARCHS is
more highly expressed in epithelial ovarian cancer tissues and promotes tumor migration,
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invasion, and autophagy [49]. The above findings show that through the analysis of TSR
combined with genomics, some genes closely related to tumor occurrence and progression
can be identified, providing a reference for the discovery of more new biomarkers and
therapeutic targets.

There are still limitations to our work. First, our study was retrospective, which
has inherent shortcomings. The endpoint of both cohorts was overall survival, and the
prognostic value of disease-free survival was not analyzed. Thus, it is necessary to carry
out a multi-center prospective clinical trial to further explore the prognostic efficacy of ML-
based TSR and human-determined TSR, and the association of this variation with survival.
Second, while we used the ESV function in our study to unify the staining differences of
different WSIs, the impact of such differences on cell segmentation or classification could
not be completely eliminated. To improve the quality of pathological slide images in the
future, a standardized production procedure from sample collection to digital scanning will
be required. Finally, manual annotations about tumor regions are not automatic; Instead,
annotations are performed subjectively by the pathologist. As such, different pathologists
will receive different TSR scores, because their annotations will not be exactly the same. To
address this issue in the future, we will require a detection module that can objectively and
automatically annotate tumor regions.

4. Materials and Methods
4.1. Patient Cohorts

In this study, we retrospectively analyzed two independent cohorts. The first cohort
was from The Cancer Genome Atlas (TCGA) and included 457 WSIs from 386 patients
with bladder cancer (https://portal.gdc.cancer.gov/, accessed on 2 December 2022). The
second cohort, from Renmin Hospital of Wuhan University (RHWU; Wuhan, Hubei, China),
included 150 WSIs from 150 patients with bladder cancer diagnosed from 2017 to 2022. All
pathological slide images were saved in the form of digital WSI.

Inclusion criteria for both cohorts were as follows: (a) specific pathological diagnosis
of MIBC, (b) available clinicopathological information, (c) available follow-up information,
and (d) availability of clear H&E-stained diagnostic slides.

In addition, we also collected the clinical data, biological and pathological charac-
teristics (including age, gender, lymphovascular invasion, survival status, survival time,
pathological grade, and TNM stage (according to the 8th edition of the AJCC staging man-
ual [50])) of patients in the two cohorts. Among them, the patient data of the TCGA cohort
can be obtained through the UCSC Xena database (http://xena.ucsc.edu/, accessed on
2 December 2022), and the patient data of the RHWU cohort can be obtained through the
hospital information management system.

4.2. Ethics

This retrospective study was approved by the RHWU Ethics Committee (No. WDRY2022-
K084), and informed consent was obtained from the patients.

4.3. WSI Preprocessing

Hé&E-stained slides from the RHWU cohort were digitized using a KF-PRO-020 digital
scanner at 20 x magnification (0.5 pm per pixel). After the scanning was completed, all
WSIs were carefully reviewed by a uropathologist to ensure that all images were clear
and usable prior to further analysis, followed by annotation of tumor regions. Since the
WSIs of the two cohorts were at different magnifications, we uniformly loaded them at
20x magnification here. All WSIs were annotated with tumor regions by one pathologist
and reviewed by another pathologist before further analysis.

4.4. WSI Image Analysis

In this study, we used the ML algorithm based on the QuPath open-source software
(Version 0.3.2) with the neural network method and the optimal cell classifier in the previous
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study [27] for cell segmentation and classification. Due to staining variability in histological
slides both between cohorts and within cohorts, we optimized H&E staining intensity for
each WSI using the estimated staining vector (ESV) function in QuPath. The workflow for
staining normalization using the ESV function is shown in Supplementary Figure S1. We
used the watershed cell detection method to perform cell segmentation, and the parameters
involved were set as follows: Detection image: hematoxylin OD; requested pixel size:
0.5 um; background radius: 8 um; median filter radius: 0 um; sigma: 1.5 pm; minimum
cell area: 10 pm?2; maximum cell area: 400 um?; threshold: 0.1; maximum background
intensity: 2. For cell classification, an expert pathologist selected representative specific
regions to classify tumor cells (red), TILs (purple), and stromal cells (green), with the
remaining irrelevant factors (false detections and background) set to “ignore”. Then based
on these representative regions, we used the built-in neural network classifier with 8 hidden
layers (maximum iterations: 1000) for training to produce the optimal cell classification. To
further improve classification accuracy, we added specific regions as needed and smooth
object features at 25 pym and 50 pm radius to complement the existing measurement features
of cells. Supplementary Table S1 described all features used for cell classification. The
training of the classifier required multiple rounds of optimization to achieve the best
classification effect. All the above processes were quality controlled by uropathologists. We
applied the optimal cell classifier to all WSIs in both cohorts via a built-in script in QuPath
which could be available in an online repository (https://github.com/zqy396/ML_TSR/,
accessed on 22 January 2023) to improve reproducibility, and then counted the number of
each cell type. Finally, the flowchart of this study is shown in Figure 6.
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Figure 6. Flow chart of ML-based WSI processing and analysis in this study. (A) WSI reprocessing.
All WSIs were loaded in QuPath, normalized for staining with the ESV function, and annotated by
pathologists. (B) WSI analysis. We used the watershed cell detection method for cell segmentation,
and then trained an optimal neural network for cell classification. (C) TSR assessment. The number
of cells in all categories was counted to calculate TSR, and the correlation of TSR with prognosis and
gene expression association was analyzed in two dependent cohorts. WSI, whole slide image; ESV,
estimated staining vector; TSR, tumor-stroma ratio; TILs, tumor-infiltrating lymphocytes.
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4.5. TSR Assessment

In this study, the TSR defined by ML was calculated as: TSR = tumor cells/(stroma
cells + tumor cells) x 100%. We calculated TSR based on the counted four types of cells as
quantitative results.

To assess the concordance of TSR estimation between the ML algorithm and patholo-
gist annotation, we used random 100 WSIs from the TCGA cohort for consistency analysis,
and then calculated the Spearman correlation coefficient and intra-class correlation coeffi-
cient (ICC). The Bland-Altman plot was used to determine the agreement of TSR estimation
between the ML algorithm and pathologist annotation.

4.6. Statistical Analysis

We used SPSS 26.0 software (SPSS Inc., Chicago, IL, USA) for statistical analysis. The
X-tile cut-point finder [51], a software that traverses possible combined partitions to find the
optimal classification threshold, was used to determine statistical significance thresholds
for TSR. Kaplan-Meier survival curves were drawn using R software (Version 3.5.1) for
prognostic analysis, and log-rank tests were performed. The prognostic value of TSR was
evaluated using uni- and multivariate Cox proportional hazards models. A Cox model with
TSR, age, gender, lymphovascular invasion, and TNM stage as variables was generated
for univariate analysis. All p values were two-tailed, and p values less than 0.05 were
considered statistically significant.

5. Conclusions

We presented an ML method for the quantitative assessment of TSR using digitized
H&E-stained images of MIBC. We demonstrated in two independent cohorts that ML-
based TSR is a robust prognostic factor that is not redundant with existing prognostic
factors. Quantitative and standardized analysis of histopathological images by ML al-
gorithms might be of great help in clinical prognosis prediction and decision-making of
MIBC patients.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/ijms24032746/s1. Supplementary Figure S1. The workflow for
staining normalization using the estimated staining vector function in QuPath. (A) A representative
region is selected for staining vector estimation for the entire image. (B) Estimate stain vector using
the “Auto” function. (C) Eosin stain vector before staining normalization and (D) after normalization.
(E) Hematoxylin stain vector before staining normalization and (F) after normalization. Supplemen-
tary Table S1. Features incorporated by neural network-driven cell classifier.

Author Contributions: Conceptualization, Q.Z. and Z.J.; Data curation, PJ., ] W. (Jiejun Wu), L.X.,
J.Y., J.W. (Jingsong Wang) and ].J.; Formal analysis, X.N. and S.Y.; Funding acquisition, Z.C. and X.L.;
Investigation, PJ., JJW,, L.X,, .Y, JW. (Jingsong Wang) and ].J.; Methodology, Q.Z. and Z.].; Project
administration, L.W., RY., Z.C. and X.L.; Software, Q.Z. and Z.J.; Supervision, R.Y., Z.C. and X.L.;
Validation, X.N. and S.Y.; Writing—review and editing, R.Y., Z.C. and X.L. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was funded by “Hubei Province Key Research and Development Project,
grant number 2020BCB051” and “Hubei Province Central Guiding Local Science and Technology
Development Project, grant number 2022BGE232”.

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki, and approved by the Ethics Committee of Renmin Hospital of Wuhan University (protocol
code WDRY2022-K084, approved July 2022).

Informed Consent Statement: Informed consent was obtained from all patients involved in the study.

Data Availability Statement: The datasets of TCGA cohort for this study can be found in the [The
Cancer Genome Atlas Program] [https://portal.gdc.cancer.gov/, accessed on 10 December 2022].
All scripts involved in the study can be accessed in the online repository [ML_TSR] [https://github.
com/zqy396/ML_TSR/, accessed on 22 January 2023].


https://www.mdpi.com/article/10.3390/ijms24032746/s1
https://www.mdpi.com/article/10.3390/ijms24032746/s1
https://portal.gdc.cancer.gov/
https://github.com/zqy396/ML_TSR/
https://github.com/zqy396/ML_TSR/

Int. . Mol. Sci. 2023, 24, 2746 12 of 14

Acknowledgments: We thank our colleagues in the Department of Urology and Pathology, RHWU, for
their support of this work, as well as all colleagues involved in model development and data collection.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.
18.

19.

20.

21.

22.

Sung, H.; Ferlay, |J.; Siegel, R.L.; Laversanne, M.; Soerjomataram, I.; Jemal, A.; Bray, F. Global Cancer Statistics 2020: GLOBOCAN
Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA Cancer |. Clin. 2021, 71, 209-249. [CrossRef]
[PubMed]

Ploussard, G.; Shariat, S.F.; Dragomir, A.; Kluth, L.A.; Xylinas, E.; Masson-Lecomte, A.; Rieken, M.; Rink, M.; Matsumoto, K;
Kikuchi, E.; et al. Conditional survival after radical cystectomy for bladder cancer: Evidence for a patient changing risk profile
over time. Eur. Urol. 2014, 66, 361-370.

Hautmann, R.E.; de Petriconi, R.C.; Pfeiffer, C.; Volkmer, B.G. Radical cystectomy for urothelial carcinoma of the bladder without
neoadjuvant or adjuvant therapy: Long-term results in 1100 patients. Eur. Urol. 2012, 61, 1039-1047. [CrossRef] [PubMed]
Nuhn, P; May, M.; Sun, M; Fritsche, H.M.; Brookman-May, S.; Buchner, A.; Bolenz, C.; Moritz, R.; Herrmann, E.; Burger, M.; et al.
External validation of postoperative nomograms for prediction of all-cause mortality, cancer-specific mortality, and recurrence in
patients with urothelial carcinoma of the bladder. Eur. Urol. 2012, 61, 58-64.

Rouprét, M.; Babjuk, M.; Burger, M.; Capoun, O.; Cohen, D.; Compérat, E.M.; Cowan, N.C.; Dominguez-Escrig, ].L.; Gontero, P;
Hugh, M.A.; et al. European Association of Urology Guidelines on Upper Urinary Tract Urothelial Carcinoma: 2020 Update. Eur.
Urol. 2021, 79, 62-79. [CrossRef]

Warrick, J.I; Sjodahl, G.; Kaag, M.; Raman, ]J.D.; Merrill, S.; Shuman, L.; Chen, G.; Walter, V.; Degraff, D.]. Intratumoral
heterogeneity of bladder cancer by molecular subtypes and histologic variants. Eur. Urol. 2019, 75, 18-22. [CrossRef] [PubMed]
Kumari, S.; Advani, D.; Sharma, S.; Ambasta, R K.; Kumar, P. Combinatorial therapy in tumor microenvironment: Where do we
stand? Biochim. Biophys. Acta Rev. Cancer 2021, 1876, 188585. [CrossRef]

Hui, L.; Chen, Y. Tumor microenvironment: Sanctuary of the devil. Cancer Lett. 2015, 368, 7-13.

Vangangelt, K.; Tollenaar, L.; van Pelt, G.W.; de Kruijf, E.M.; Dekker, T.; Kuppen, P.,; Tollenaar, R.; Mesker, W.E. The prognostic
value of tumor-stroma ratio in tumor-positive axillary lymph nodes of breast cancer patients. Int. ]. Cancer 2018, 143, 3194-3200.
[CrossRef]

Zong, L.; Zhang, Q.; Kong, Y.; Yang, F; Zhou, Y.; Yu, S.; Wu, M.; Chen, J.; Zhang, Y.; Xiang, Y. The tumor-stroma ratio is an
independent predictor of survival in patients with 2018 FIGO stage IIIC squamous cell carcinoma of the cervix following primary
radical surgery. Gynecol. Oncol. 2020, 156, 676-681.

Huijbers, A.; Tollenaar, R.A.; V, PG.; Zeestraten, E.C.; Dutton, S.; Mcconkey, C.C.; Domingo, E.; Smit, V.T.; Midgley, R.;
Warren, B.E,; et al. The proportion of tumor-stroma as a strong prognosticator for stage II and III colon cancer patients: Validation
in the VICTOR trial. Ann. Oncol. 2013, 24, 179-185. [CrossRef] [PubMed]

Karpathiou, G.; Vieville, M.; Gavid, M.; Camy, F.; Dumollard, ].M.; Magné, N.; Froudarakis, M.; Prades, ].M.; Peoc’H, M.
Prognostic significance of tumor budding, tumor-stroma ratio, cell nests size, and stroma type in laryngeal and pharyngeal
squamous cell carcinomas. Head Neck 2019, 41, 1918-1927. [CrossRef] [PubMed]

Efstathiou, J.A.; Mouw, KW,; Gibb, E.A.; Liu, Y.; Wu, C.L.; Drumm, M.R; Da, C.J.; du Plessis, M.; Wang, N.Q.; Davicioni, E.; et al.
Impact of immune and stromal infiltration on outcomes following Bladder-Sparing trimodality therapy for Muscle-Invasive
bladder cancer. Eur. Urol. 2019, 76, 59-68. [CrossRef] [PubMed]

van Pelt, G.W,; Sandberg, T.P.; Morreau, H.; Gelderblom, H.; van Krieken, J.; Tollenaar, R.; Mesker, W.E. The tumour-stroma ratio
in colon cancer: The biological role and its prognostic impact. Histopathology 2018, 73, 197-206. [CrossRef]

Liu, J; Li, C,; Huang, K.; Aldanakh, A.; Yang, D.; Wang, J.; Sun, X.; Song, X. A classification based on tumor-stroma ratio and
tumor budding for patients with muscle-invasive bladder cancer. Expert Rev. Anticancer. Ther. 2022, 22, 323-330. [CrossRef]

van Pelt, G.W.; Kjeer-Frifeldt, S.; van Krieken, J.; Al, D.R.; Morreau, H.; Tollenaar, R.; Serensen, F.B.; Mesker, W.E. Scoring the
tumor-stroma ratio in colon cancer: Procedure and recommendations. Virchows Arch. 2018, 473, 405-412. [CrossRef]

Niazi, M.; Parwani, A.V.; Gurcan, M.N. Digital pathology and artificial intelligence. Lancet Oncol. 2019, 20, e253—e261. [CrossRef]
Xu, H.; Cong, E; Hwang, T.H. Machine learning and artificial intelligence-driven spatial analysis of the tumor immune microenvi-
ronment in pathology slides. Eur. Urol. Focus 2021, 7, 706-709. [CrossRef]

Liang, N.; Li, B,; Jia, Z.; Wang, C.; Wu, P; Zheng, T.; Wang, Y.; Qiu, F; Wu, Y.; Su, J.; et al. Ultrasensitive detection of circulating
tumour DNA via deep methylation sequencing aided by machine learning. Nat. Biomed. Eng. 2021, 5, 586-599. [CrossRef]
Chen, S.; Zhang, N; Jiang, L.; Gao, F; Shao, J.; Wang, T.; Zhang, E.; Yu, H.; Wang, X.; Zheng, J. Clinical use of a machine learning
histopathological image signature in diagnosis and survival prediction of clear cell renal cell carcinoma. Int. . Cancer 2021, 148,
780-790. [CrossRef]

Acs, B.; Ahmed, ES.; Gupta, S.; Wong, P.F.; Gartrell, R.D.; Sarin, PJ.; Rizk, E.M.; Gould, R.B.; Saenger, Y.M.; Rimm, D.L. An open
source automated tumor infiltrating lymphocyte algorithm for prognosis in melanoma. Nat. Commun. 2019, 10, 5440. [CrossRef]
Ding, W.; Chen, G.; Shi, T. Integrative analysis identifies potential DNA methylation biomarkers for pan-cancer diagnosis and
prognosis. Epigenetics 2019, 14, 67-80. [CrossRef]


http://doi.org/10.3322/caac.21660
http://www.ncbi.nlm.nih.gov/pubmed/33538338
http://doi.org/10.1016/j.eururo.2012.02.028
http://www.ncbi.nlm.nih.gov/pubmed/22381169
http://doi.org/10.1016/j.eururo.2020.05.042
http://doi.org/10.1016/j.eururo.2018.09.003
http://www.ncbi.nlm.nih.gov/pubmed/30266310
http://doi.org/10.1016/j.bbcan.2021.188585
http://doi.org/10.1002/ijc.31658
http://doi.org/10.1093/annonc/mds246
http://www.ncbi.nlm.nih.gov/pubmed/22865778
http://doi.org/10.1002/hed.25629
http://www.ncbi.nlm.nih.gov/pubmed/30620425
http://doi.org/10.1016/j.eururo.2019.01.011
http://www.ncbi.nlm.nih.gov/pubmed/30712971
http://doi.org/10.1111/his.13489
http://doi.org/10.1080/14737140.2022.2012158
http://doi.org/10.1007/s00428-018-2408-z
http://doi.org/10.1016/S1470-2045(19)30154-8
http://doi.org/10.1016/j.euf.2021.07.006
http://doi.org/10.1038/s41551-021-00746-5
http://doi.org/10.1002/ijc.33288
http://doi.org/10.1038/s41467-019-13043-2
http://doi.org/10.1080/15592294.2019.1568178

Int. . Mol. Sci. 2023, 24, 2746 13 of 14

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

Yan, D.; Ju, X.; Luo, B.; Guan, F,; He, H.; Yan, H.; Yuan, ]J. Tumour stroma ratio is a potential predictor for 5-year disease-free
survival in breast cancer. BMC Cancer 2022, 22, 1082. [CrossRef]

Millar, E.K.; Browne, L.H.; Beretov, J.; Lee, K.; Lynch, J.; Swarbrick, A.; Graham, PH. Tumour stroma ratio assessment using
digital image analysis predicts survival in triple negative and luminal breast cancer. Cancers 2020, 12, 3749. [CrossRef]

Jakab, A.; Patai, A.V.; Micsik, T. Digital image analysis provides robust tissue microenvironment-based prognosticators in patients
with stage I-IV colorectal cancer. Hum. Pathol. 2022, 128, 141-151. [CrossRef] [PubMed]

Geessink, O.; Baidoshvili, A ; Klaase, ].M.; Ehteshami, B.B.; Litjens, G.; van Pelt, G.W.; Mesker, W.E.; Nagtegaal, 1.D.; Ciompi, E,;
van der Laak, J]. Computer aided quantification of intratumoral stroma yields an independent prognosticator in rectal cancer. Cell
Oncol. 2019, 42, 331-341. [CrossRef]

Zheng, Q.; Yang, R.; Ni, X;; Yang, S.; Jiao, P; Wu, J.; Xiong, L.; Wang, |.; Jian, J.; Jiang, Z. Quantitative assessment of Tumor-
Infiltrating lymphocytes using machine learning predicts survival in Muscle-Invasive bladder cancer. J. Clin. Med. 2022, 11, 7081.
[CrossRef] [PubMed]

Bankhead, P.; Loughrey, M.B.; Fernandez, J.A.; Dombrowski, Y.; Mcart, D.G.; Dunne, P.D.; Mcquaid, S.; Gray, R.T.; Murray, L.].;
Coleman, H.G.; et al. QuPath: Open source software for digital pathology image analysis. Sci. Rep. 2017, 7, 16878. [CrossRef]
Ghandour, R.; Singla, N.; Lotan, Y. Treatment options and outcomes in nonmetastatic muscle invasive bladder cancer. Trends
Cancer 2019, 5, 426-439. [CrossRef]

Lenis, A.T.; Lec, PM.; Chamie, K.; Mshs, M.D. Bladder cancer: A review. JAMA 2020, 324, 1980-1991. [CrossRef] [PubMed]
Grossman, H.B.; Natale, R.B.; Tangen, C.M.; Speights, V.O.; Vogelzang, N.J.; Trump, D.L.; Devere, W.R.; Sarosdy, M.E.; Wood, D.J.;
Raghavan, D.; et al. Neoadjuvant chemotherapy plus cystectomy compared with cystectomy alone for locally advanced bladder
cancer. N. Engl. J. Med. 2003, 349, 859-866. [CrossRef] [PubMed]

Humphrey, P.A.; Moch, H.; Cubilla, A.L.; Ulbright, T.M.; Reuter, V.E. The 2016 WHO classification of tumours of the urinary
system and male genital Organs-Part b: Prostate and bladder tumours. Eur. Urol. 2016, 70, 106-119. [CrossRef] [PubMed]

Cao, R.; Yuan, L.; Ma, B.; Wang, G.; Tian, Y. Tumour microenvironment (TME) characterization identified prognosis and
immunotherapy response in muscle-invasive bladder cancer (MIBC). Cancer Immunol. Immunother. 2021, 70, 1-18. [CrossRef]
[PubMed]

Gao, J.; Shen, Z.; Deng, Z.; Mei, L. Impact of Tumor-Stroma ratio on the prognosis of colorectal cancer: A systematic review. Front.
Oncol. 2021, 11, 738080. [CrossRef]

Xi, KX.; Wen, Y.S.; Zhu, CM,; Yu, X.Y;; Qin, R.Q.; Zhang, X.W,; Lin, Y.B.; Rong, T.H.; Wang, W.D.; Chen, Y.Q; et al. Tumor-stroma
ratio (TSR) in non-small cell lung cancer (NSCLC) patients after lung resection is a prognostic factor for survival. J. Thorac. Dis.
2017, 9, 4017-4026. [CrossRef]

Zhang, R.; Song, W.; Wang, K.; Zou, S. Tumor-stroma ratio(TSR) as a potential novel predictor of prognosis in digestive system
cancers: A meta-analysis. Clin. Chim. Acta 2017, 472, 64—68. [CrossRef]

Du, Y.;; Zhang, R.; Zargari, A.; Thai, T.C.; Gunderson, C.C.; Moxley, K.M.; Liu, H.; Zheng, B.; Qiu, Y. Classification of tumor
epithelium and stroma by exploiting image features learned by deep convolutional neural networks. Ann. Biomed. Eng. 2018, 46,
1988-1999. [CrossRef]

Fancello, L.; Gandini, S.; Pelicci, P.G.; Mazzarella, L. Tumor mutational burden quantification from targeted gene panels: Major
advancements and challenges. J. Immunother. Cancer 2019, 7, 183. [CrossRef]

Chan, T.A.; Yarchoan, M.; Jaffee, E.; Swanton, C.; Quezada, S.A.; Stenzinger, A.; Peters, S. Development of tumor mutation burden
as an immunotherapy biomarker: Utility for the oncology clinic. Ann. Oncol. 2019, 30, 44-56. [CrossRef]

Patel, S.P.; Kurzrock, R. PD-L1 expression as a predictive biomarker in cancer immunotherapy. Mol. Cancer Ther. 2015, 14, 847-856.
[CrossRef]

Chu, Q.; Han, N.; Yuan, X.; Nie, X.; Wu, H.; Chen, Y.; Guo, M,; Yu, S.; Wu, K. DACHI1 inhibits cyclin D1 expression, cellular
proliferation and tumor growth of renal cancer cells. J. Hematol. Oncol. 2014, 7, 73. [CrossRef] [PubMed]

Aman, S.; Li, Y,; Cheng, Y,; Yang, Y; Lv, L.; Li, B.; Xia, K,; Li, S.; Wu, H. DACH]1 inhibits breast cancer cell invasion and metastasis
by down-regulating the transcription of matrix metalloproteinase 9. Cell Death Discov. 2021, 7, 351. [CrossRef] [PubMed]

Hu, X.; Zhang, L.; Li, Y;; Ma, X.; Dai, W.; Gao, X.; Rao, X.; Fu, G.; Wang, R.; Pan, M.; et al. Organoid modelling identifies that
DACH]I functions as a tumour promoter in colorectal cancer by modulating BMP signalling. EBioMedicine 2020, 56, 102800.
[CrossRef] [PubMed]

Long, J.; Wang, D.; Yang, X.; Wang, A ; Lin, Y,; Zheng, M.; Zhang, H.; Sang, X.; Wang, H.; Hu, K; et al. Identification of NOTCH4
mutation as a response biomarker for immune checkpoint inhibitor therapy. BMC Med. 2021, 19, 154. [CrossRef]

Seruggia, D.; Oti, M.; Tripathi, P.; Canver, M.C.; Leblanc, L.; Di Giammartino, D.C.; Bullen, M.].; Nefzger, CM.; Sun, Y,;
Farouni, R.; et al. TAF5L and TAF6L maintain Self-Renewal of embryonic stem cells via the MYC regulatory network. Mol. Cell
2019, 74, 1148-1163. [CrossRef] [PubMed]

Ma, Y; Yue, Y.; Pan, M,; Sun, J.; Chu, J.; Lin, X.; Xu, W.; Feng, L.; Chen, Y.; Chen, D.; et al. Histone deacetylase 3 inhibits new
tumor suppressor gene DTWDI in gastric cancer. Am. J. Cancer Res. 2015, 5, 663-673.

Son, H.J.; Choi, E.J.; Yoo, N.J.; Lee, S.H. Inactivating mutations of tumor suppressor genes KLOTHO and DTWD1 in colorectal
cancers. Pathol. Res. Pract. 2020, 216, 152816. [CrossRef]

Nakamura, N.; Kimura, Y.; Tokuda, M.; Honda, S.; Hirose, S. MARCH-V is a novel mitofusin 2- and Drp1-binding protein able to
change mitochondrial morphology. EMBO Rep. 2006, 7, 1019-1022. [CrossRef]


http://doi.org/10.1186/s12885-022-10183-5
http://doi.org/10.3390/cancers12123749
http://doi.org/10.1016/j.humpath.2022.07.003
http://www.ncbi.nlm.nih.gov/pubmed/35820451
http://doi.org/10.1007/s13402-019-00429-z
http://doi.org/10.3390/jcm11237081
http://www.ncbi.nlm.nih.gov/pubmed/36498655
http://doi.org/10.1038/s41598-017-17204-5
http://doi.org/10.1016/j.trecan.2019.05.011
http://doi.org/10.1001/jama.2020.17598
http://www.ncbi.nlm.nih.gov/pubmed/33201207
http://doi.org/10.1056/NEJMoa022148
http://www.ncbi.nlm.nih.gov/pubmed/12944571
http://doi.org/10.1016/j.eururo.2016.02.028
http://www.ncbi.nlm.nih.gov/pubmed/26996659
http://doi.org/10.1007/s00262-020-02649-x
http://www.ncbi.nlm.nih.gov/pubmed/32617668
http://doi.org/10.3389/fonc.2021.738080
http://doi.org/10.21037/jtd.2017.09.29
http://doi.org/10.1016/j.cca.2017.07.003
http://doi.org/10.1007/s10439-018-2095-6
http://doi.org/10.1186/s40425-019-0647-4
http://doi.org/10.1093/annonc/mdy495
http://doi.org/10.1158/1535-7163.MCT-14-0983
http://doi.org/10.1186/s13045-014-0073-5
http://www.ncbi.nlm.nih.gov/pubmed/25322986
http://doi.org/10.1038/s41420-021-00733-4
http://www.ncbi.nlm.nih.gov/pubmed/34772908
http://doi.org/10.1016/j.ebiom.2020.102800
http://www.ncbi.nlm.nih.gov/pubmed/32512510
http://doi.org/10.1186/s12916-021-02031-3
http://doi.org/10.1016/j.molcel.2019.03.025
http://www.ncbi.nlm.nih.gov/pubmed/31005419
http://doi.org/10.1016/j.prp.2020.152816
http://doi.org/10.1038/sj.embor.7400790

Int. . Mol. Sci. 2023, 24, 2746 14 of 14

49. Hu,]J.; Meng, Y.; Zhang, Z.; Yan, Q.; Jiang, X.; Lv, Z.; Hu, L. MARCHS5 RNA promotes autophagy, migration, and invasion of
ovarian cancer cells. Autophagy 2017, 13, 333-344. [CrossRef]

50. Paner, G.P; Stadler, W.M.; Hansel, D.E.; Montironi, R.; Lin, D.W.; Amin, M.B. Updates in the eighth edition of the tumor-node-
metastasis staging classification for urologic cancers. Eur. Urol. 2018, 73, 560-569. [CrossRef]

51. Camp, R.L.; Dolled-Filhart, M.; Rimm, D.L. X-tile: A new bio-informatics tool for biomarker assessment and outcome-based
cut-point optimization. Clin. Cancer Res. 2004, 10, 7252-7259. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1080/15548627.2016.1256520
http://doi.org/10.1016/j.eururo.2017.12.018
http://doi.org/10.1158/1078-0432.CCR-04-0713
http://www.ncbi.nlm.nih.gov/pubmed/15534099

	Introduction 
	Results 
	Patient Characteristics 
	TSR Automated Assessment 
	Evaluation of TSR as a Prognostic Variable in Two Cohorts 
	Validation of the Prognostic Value of TSR in Different Subgroups 
	Gene Expression Correlation with TSR 

	Discussion 
	Materials and Methods 
	Patient Cohorts 
	Ethics 
	WSI Preprocessing 
	WSI Image Analysis 
	TSR Assessment 
	Statistical Analysis 

	Conclusions 
	References

