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Abstract: We aimed to overcome intratumoral heterogeneity in clear cell renal cell carcinoma (clear-
RCC). One hundred cases of clearRCC were sampled. First, usual standard sampling was applied
(1 block/cm of tumor); second, the whole tumor was sampled, and 0.6 mm cores were taken from
each block to construct a tissue microarray; third, the residual tissue, mapped by taking pieces
0.5 × 0.5 cm, reconstructed the entire tumor mass. Precisely, six randomly derived pieces of tissues
were placed in each cassette, with the number of cassettes being based on the diameter of the tumor
(called multisite 3D fusion). Angiogenic and immune markers were tested. Routine 5231 tissue blocks
were obtained. Multisite 3D fusion sections showed pattern A, homogeneous high vascular density
(10%), pattern B, homogeneous low vascular density (8%) and pattern C, heterogeneous angiogenic
signatures (82%). PD-L1 expression was seen as diffuse (7%), low (33%) and absent (60%). Tumor-
infiltrating CD8 scored high in 25% (pattern hot), low in 65% (pattern weak) and zero in 10% of cases
(pattern desert). Grading was upgraded in 26% of cases (G3–G4), necrosis and sarcomatoid/rhabdoid
characters were observed in, respectively, 11 and 7% of cases after 3D fusion (p = 0.03). CD8 and
PD-L1 immune expressions were higher in the undifferentiated G4/rhabdoid/sarcomatoid clearRCC
subtypes (p = 0.03). Again, 22% of cases were set to intermediate to high risk of clinical recurrence
due to new morphological findings of all aggressive G4, sarcomatoid/rhabdoid features by using
3D fusion compared to standard methods (p = 0.04). In conclusion, we propose an easy-to-apply
multisite 3D fusion sampling that negates bias due to tumor heterogeneity.

Keywords: clear cell renal cell carcinoma; tumor sampling; intratumoral heterogeneity; angiogenesis;
immunity; immunohistochemistry

1. Introduction

It is a critical feature of pathology practice that samples selected from specimens of
tumors reflect their biological behavior. If sampling is not representative, the risk is that
key diagnostic/prognostic features will be overlooked [1]. The development of tumor
heterogeneity de novo or subsequent to therapy is an established feature of malignancies [2],
and in the case of clear cell renal cell carcinoma (clearRCC), the existence of molecular
heterogeneity is well recognized [3–5].

It is recommended for the sampling of renal malignancies that one block of tissue
be taken per cm of tumor diameter [6,7], while molecular studies are often based upon
a single tissue sample. Although an extensive amount of molecular information may be
derived from a single fragment of tumor, the data are limited by the likelihood that they
underestimate the entire picture.

Several studies have investigated the vascularity of clearRCC with varying results, and
as a consequence, our understanding of the assessment of genetic signatures and patterns
of angiogenesis for clearRCC is in evolution [8–16]. The advent of immunotherapy based
upon immune checkpoint blockade, in addition to the development of drugs that target
angiogenesis, has meant that it has become increasingly important to determine which
patients with advanced disease are best treated by these adjuvant therapies [17–26]. In
view of this, it is imperative that there is some certainty that sections taken from cases
of clearRCC are representative of the tumor with prognostic parameters that will reflect
outcome. Moreover, recent adjuvant therapies have been proposed and approved in locally
advanced renal cancer, as pembrolizumab treatment has led to a significant improvement
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in disease-free survival compared with placebo after surgery among patients with kidney
cancer who were at high risk for recurrence [27].

The Meet-Uro 18 is a group of Italian researchers committed to developing a retrospec-
tive observational study on the predictive and prognostic role of biomarkers in renal cancer.
In this study, we developed a three-dimensional gross sampling methodology, which we
designated 3D fusion. This is designed to circumvent the apparent undersampling of renal
tumors due to intrinsic heterogeneity. We utilized this methodology to investigate mor-
phologic and immunohistochemical heterogeneity in clear cell RCC through an analysis of
angiogenic and immune patterns.

2. Materials and Methods
2.1. Ethical Approval

This study was approved by the Institutional Review Board of the Department of
Diagnostics and Public Health, University of Verona, in accordance with the Helsinki
Declaration of 1975. Ethical Approval Number: PRIHTA2014-00000453. Informed consent
was obtained from all subjects involved in the study.

2.2. Case Selection and Sampling Methodology

We recruited 100 patients with staging category ≥pT3a RCC treated by radical
nephrectomy.

Gross examination of the specimens was performed by two specialist uropathologists
(Matteo Brunelli and Guido Martignoni), and the tumors were photographed. Tumors were
sectioned along the longitudinal axis at 0.5 cm intervals. Samples were taken for routine
diagnostic purposes, and the remaining tissues were fixed in formalin and embedded in
paraffin, with sections taken from each block.

Three sets of samples were obtained. In the first set, the tumor was sampled utilizing
standard procedures with a single fragment of tissue (3 × 1.5 cm) taken per cm of tumor
diameter, according to standard gross sampling recommendations [6,7]. The tumor was
then sectioned in entirety, and a single punch was taken from the central portion of each
section. These cores were then used to construct tissue microarrays (TMAs). The third
method of sampling involved a novel 3D fusion multisite tumor sampling protocol. For 3D
fusion, sampling was based on the size of the tumor. For each cm diameter of tumor six
blocks of tissue, each measuring 0.5 × 0.5 cm, were randomly selected and placed in an
individual cassette (steps shown in Figure 1A–C).

For 3D fusion, sampling the blocks were embedded according to the site of origin in
the kidney, with the larger sections and each section constituent smaller fragments being
arranged from top to bottom and from left to right, thus representing multiple coronal
sections of the kidney upon reconstruction. The site of origin of each tissue sample was
mapped to produce a complete reconstruction of the tumor in three dimensions (Figure 2).
Nine TMAs were built using the manual tissue arrayer MTA-1 (Beecher Instruments Inc.,
Madison, WI, USA). The section of each tissue core measured 0.6 mm in diameter, with an
area of 0.28 mm2.

For each sampling method (routine, 3D fusion multisite sampling and TMAs), 3 µm
thick sections were cut and stained with routine hematoxylin and eosin (H&E) and exam-
ined by specialist uropathologists (Matteo Brunelli, Guido Martignoni, Anna Caliò).

2.3. TCGA Transcriptome Investigation

The publicly available dataset for Kidney Renal Clear Cell Carcinoma, PanCancer
Atlas, the Cancer Genome Atlas (TCGA): https://www.cancer.gov/aboutnci/organization/
ccg/research/structural-genomics/tcga) was accessed on 10 February 2022 through the
cBioPortal [28–30]. The analysis of the genome-wide TCGA public molecular repository was
undertaken with the aim of determining the profile of angiogenic and immune signatures
for clearRCC.

https://www.cancer.gov/aboutnci/organization/ccg/research/structural-genomics/tcga
https://www.cancer.gov/aboutnci/organization/ccg/research/structural-genomics/tcga
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Figure 1. Intratumoral heterogeneity in clear cell RCCs. Gross images of different slices of clear cell 
RCCs with heterogenous macroscopic appearance (A); usual block (white cassette) and multisite 
Figure 1. Intratumoral heterogeneity in clear cell RCCs. Gross images of different slices of clear cell
RCCs with heterogenous macroscopic appearance (A); usual block (white cassette) and multisite
sampling with 6 pieces of tumor tissue per single block (green cassette) and 3D fusion multisite
reconstruction (B,C); H&E staining (C).
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A representative cartoon of multisite 3D fusion sampling is shown in Figure 2.
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Figure 2. Schematic representation of multisite 3D fusion sampling procedure. Fusion sampling was
based on the size of the tumor. For each cm diameter of tumor, six blocks of tissue, each measuring
0.5 × 0.5 cm, were randomly selected and placed in an individual cassette.

2.4. Immunohistochemical Staining

For the evaluation of the vessel numbers and microvascular density (MVD), sec-
tions were stained using CD34 antibody (monoclonal, mouse, clone QBEnd/10, 1:1200
dilution, high temperature and pH 6 buffer antigen retrieval, Novocastra) and CD31 anti-
body (monoclonal, mouse, clone JC70A, 1:50, high temperature and pH 6 buffer antigen
retrieval, Dako).

PD-L1 expression was evaluated by using two clones (E1L3N Cell Signaling and sp263
Ventana platform). Percentages of neoplastic cells were used for categorization between
strong 2+ (≥50% of cells), low/weak 1+ (≥1 × <50% positive cells) and absence (score 0) of
expression (<1%).

Tumor-infiltrating cells CD8+ were scored according to the number of CD8+ cells
per mm2 after digital 25th and 75th percentiles of T, CD8+ cells. Interpretations were
categorized for semantics as follows: hot/weak and desert forms.

2.5. Digital Slides Image Capture and Evaluation

Following immunohistochemical staining digital images from routine, 3D fusion
multisite and TMA sections were acquired using Grundium Ocus (Tampere, Finland)
at 20× magnification and stored in a jpg file format. Digital slides were evaluated with
ImageJ, an open-source program for image analysis and processing.

2.6. Statistical Analysis

The number of vessels defined as CD31- or CD34-positive structures (spots) were
determined for each core. The digital results were compared to the microscopic count from
paraffin sections. The mean, median, standard deviation (SD) and coefficient of variation
(CV) were assessed. A cut-off of CV < 0.2 was utilized to define the vascular staining of
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a case as homogeneous. From this, the MVD, expressed as positive vessels/mm2, was
assessed for every core.

The concordance index and Fisher’s test were applied to the comparison of the three
methods with all clinical-pathological results. Cohen’s kappa statistics, as a measure of
interrater agreement (manual count of vessels per tissue fragment, MVD values on single
TMA tissue cores, tissues obtained from routine sampling and from 3D fusion multisite
sampling) were calculated by the use of Stata software version 16 (StataCorp). Correlations
between all tested methods and all clinic-pathological findings were evaluated. A p-value
less than 0.05 was considered statistically significant.

3. Results
3.1. Clinicopathological Characteristics of Patients

The series consisted of 69 males and 31 females (mean age: 66 years). Fifty-four tumors
were located in the right kidney and 46 in the left kidney. pT staging category was pT3a
for 68 cases, pT3b for 28 cases and pT4 for 6 cases. Utilizing the WHO/ISUP grading
system for clearRCC [31], 9 tumors were grade 2, 61 were grade 3 and 30 were grade 4.
Rhabdoid differentiation was present in nine cases, while eight cases showed sarcomatoid
differentiation. The clinicopathological features are summarized in Table 1.

Table 1. Clinicopathological findings in 100 advanced ≥pT3a staged clearRCC.

Males 69
females 31
right kidney 54
left kidney 46
pT3a 68
pT3b 28
pT4 6
grading sec. ISUP/WHO 2016
G1 0
G2 9
G3 61
G4 30
rhabdoid differentiation 9
sarcomatoid differentiation 8
gross images collected 656
paraffin blocks embedded 5231
Tissue microarray array (TMA) sections 3093

A total of 656 gross images were collected, representing the three-dimensional imaging
of the tumors. The number of tissue blocks for each tumor ranged from 33 to 198 (mean: 53),
with a total of 5231 tissue blocks being examined for the whole series. With the addition of
the TMA samples, a total of 8324 tumor sections were examined for the various components
of the study

3.2. TCGA Findings—CD31 and CD34 mRNA Levels in clearRCC

We evaluated the genome of the angiogenic and immunoexpression patterns in
512 clearRCC cases included in the Kidney Renal Clear Cell Carcinoma study (PanCancer
Atlas, TCGA) and additionally focused on CD31 (PECAM1), CD274 and CD8A expression. We
established epithelial and mesenchymal (stem cell, undifferentiated) subtypes by the clustering
of 18 genes, including the six classical transcriptional inhibitors and epithelial–mesenchymal
transition markers ZEB1, ZEB2, SNAI, SNAI2, TWIST1 and TWIST2, as well as CD34 and
genes that discriminated “epithelial” and undifferentiated/mesenchymal subtypes in differ-
ent cancer types [32] (Figure 3). PECAM1 (CD31), CD274 (PD-L1) and CD8A (CD8) were
then added to the established case list in order to show the level of the three genes in the two
clearRCC subtypes. Of the samples, about 40% were identified as having a mesenchymal
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(stem cell undifferentiated) genome, while about 60% had an “epithelial” genome, namely
those cases expressing a very low level of EMT markers. CD34, PECAM1, CD274 and CD8A
genes were mostly overexpressed in the undifferentiated/mesenchymal stem cell clear-
RCC subtype. CD31 and CD34 strongly correlated with ZEB1 (q-value = 5.3 × 10−24 and
4.8 × 10−57, respectively) and to lesser extent with ZEB2 (q = 3.0 × 10−5 and 1.8 × 10−13,
respectively) levels.
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Figure 3. Transcriptome investigation in 512 clear cell RCC cases from TCGA (PanCancer Atlas
study). The mRNA levels are z-scores relative to diploid samples (RNA Seq V2 RSEM). Clusteri-
zation procedure was applied to the first 18 genes, then the PECAM1 (CD31), CD274 (PD-L1) and
CD8A mRNA levels were added to the established case list order. A dashed line was added to
separate mesenchymal and epithelial clearRCC cases. The heat map shows angiogenesis and im-
mune signatures in the clearRCC epithelial and mesenchymal subtypes. Higher levels of angiogenic
markers CD31 and CD34 and of the immune markers PD-L1 and CD8A come up predominantly in
the mesenchymal subtype.

3.3. Immunohistochemical Findings

The expression of CD31 and CD34 in tissues obtained from routine sampling was
compared with that obtained from 3D fusion multisite sampling and TMA core samples
(Table 2).

Table 2. Neoangiogenesis measured as count of vessels in clearRCCs after fusion 3D multisite
sampling (tumor included in toto).

Size Samples CD31 CD34 Vessels/mm2

Routine sampling one sample (3 × 1.5 cm) per cm
single block 5–389 7–410 816 manual count

13–408 21–478 899 digital count
Tissue microarray
(TMAs) sampling 0.6 mm tissue core sample 41–480 49–393 432 manual count

524 digital count
Fusion 3D

multisite tissue
sampling

six samples (0.5 × 0.5 cm) per cm
single block 21–465 15–691 995 manual count

19–510 32–680 1001 digital count

CD31 and CD34 immunoexpressions arose in all samples but variably and indepen-
dently in terms of scoring in both undifferentiated and differentiated subtypes (p < 0.001).
The digital vessel counts of the entire series showed a mean of 90 vessels/mm2, with a
median of 60, an SD of 85 and a CV of 0.97 for CD31 and a mean of 113 vessels/mm2, with
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a median of 93, an SD of 93 and a CV of 0.82 for CD34. Manual light microscopic evaluation
of the entire series produced a mean of 102 vessels/mm2, median of 82, SD of 81 and CV of
0.80 for CD31 and a mean of 99, median of 68, SD of 96 and CV of 0.95 for CD34.

Utilizing the 3D fusion tumor samples, CD31 immunohistochemistry showed three
patterns of angiogenesis (Figure 4): pattern A, homogeneous with high vascular density
(mean CD31 density: 410 spots, SD: 208) (10% of cases); pattern B, low vascular density
(mean CD31: 103 spots, SD: 57) (8% of cases); pattern C, mixed heterogeneous angiogenic
signature (82% of cases). Similar patterns were observed on CD34 immunostaining with
pattern A (mean CD34: 303 spots, SD: 108); pattern B (mean CD34: 163 spots, SD: 57) and
pattern C, again characterized by mixed heterogeneous angiogenic signature.
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These patterns were found to be identifiable by simple microscopy by the three coordi-
nating pathologists (Guido Martignoni, Anna Caliò, Matteo Brunelli) with a concordance
of 0.86 for pattern A, 0.56 for pattern B and 0.81 for pattern C.

Statistical analysis revealed concordance between immunostaining of CD31 and CD34
(k-Cohen: 0.8). Similar indices were obtained for vascular immunohistochemistry for 3D
fusion multisite sampling versus TMA cores, whereas poor concordance was obtained
between values from routine sampling versus TMA cores or 3D fusion multisite samples
(k-Cohen: 0.3).
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PD-L1 diffuse immune expression (≥50% of neoplastic cells) was seen in a minority of
clearRCC (7%), a low level of PD-L1 expression (≥1%–<50% of cells) was observed in 33%
of cases and absence of expression (<1%) in 60% of cases, after in toto 3D tumor inclusion
(Figures 5 and 6).
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CD8 and PD-L1 expressions were higher and correlated (k-Cohen: 0.8) in the un-
differentiated rhabdoid and sarcomatoid clearRCC subtypes. The same mesenchymal
signature was observed for the four genes at the mRNA level (Figure 3), consistent with
the undifferentiated nature of the subtypes.

Of note, 30% of score 1 cases set 0 at routine sample analysis. Both PD-L1 E1L3N and
sp263 clones displayed concordance (k-Cohen: 0.82).
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3.4. Evaluation of 3D Fusion Sections

Examination of the 3D fusion sections stained with CD31 and CD34 showed the
vascular pattern to be homogenous (patterns A and B) in 18% of cases, with overlapping
CD31 and CD34 staining. In 18% of these tumors, two patterns of homogenous angiogenesis
were found. The first of these was a high level of angiogenesis, which was seen in 10% of
tumors. The second pattern consisted of a low level of angiogenesis, which was present in
8% of tumors. The remaining 82% of cases were characterized by high levels of angiogenesis
with adjacent zones showing low-density angiogenesis.

CD31/CD34 and CD8/PD-L1 comparisons revealed similar profiles between multisite
3D fusion and in toto tumor samples (p = 0.03), whereas discordances in standard sampling
(p = 0.05). ISUP/WHO grading was upgraded in 26% of cases (G3–G4), and necrosis and
sarcomatoid/rhabdoid characters were observed in 11 and 7% of cases, respectively, only
after 3D fusion (both p = 0.03).

Again, 22% of cases were set to intermediate to high risk of clinical recurrence by
using 3D fusion compared to standard methods (p = 0.04), mainly due to findings of all
aggressive characters such as grading G4, presence of sarcomatoid/rhabdoid characters
and tumoral necrosis.

4. Discussion

In this study, we showed that the 3D fusion gross sampling method is simple to
perform and negates the bias of heterogeneity in renal cell carcinoma (RCC) sampling and
molecular profiling. Further, we demonstrated that the number of paraffin blocks required
from multisite sampling, to overcome intratumoral heterogeneity, is equal to the maximum
diameter of the neoplasms. For example, a tumor measuring 7 cm as maximum diameter
requires seven blocks with multisite random sampling (six random tissue fragments per
block), whereas a tumor measuring 9 cm as maximum diameter requires nine blocks,
each containing six tissue fragments. Despite the identification of a number of prognostic
parameters that have shown clinical utility for clearRCC, overall survival varies among
patients, due primarily to the biological phenomenon of morphological and molecular
heterogeneity [1]. Neovascularization is one of the biological processes that characterize
clearRCC, and for this reason, angiogenic inhibitors are considered to be a first-line therapy
for tumors that cannot be surgically cured [33]. While an understanding of the dynamics
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and morphology of angiogenesis may ultimately inform both immunotherapy and anti-
angiogenic treatments, the efficacy of this may be hampered by observations producing
skewed results resulting from inadequate sampling. Previous studies have stressed this
point, noting that standard sampling protocols may be insufficient to negate tumoral
heterogeneity, thus confounding treatment decisions and prognostic assessment [1,34]. The
aim of our study was to develop a new approach to tumor gross sampling that is able to
profile the entire tumor, and we applied this to the evaluation of angiogenesis in our series
of clearRCC. As a component of the study, we also validated the use of a digital system to
assess the number of vessels and vascular density, by comparing a standard manual count
of vascular structures with digital analysis data.

Recently, adjuvant therapies have been proposed in locally advanced renal cancer, as
pembrolizumab treatment has led to a significant improvement in disease-free survival
compared with placebo after surgery among patients with kidney cancer who were at
high risk for recurrence. A significant cohort of patients from the actual study does
harbor characteristics that fit perfectly in this setting and does merit proposals for adjuvant
therapies. The 3D fusion method increases assessment of advanced-stage patients after
sampling (more G4 and more sarcomatoid/rhabdoid morphological characters with clinical
relevance) [27]. A significant proportion of cases from our study increased the grading
(26% from G3 to G4) and presence of necrosis (additional 11%). We believe these findings
are clinically relevant in light of the recently approved new chances of therapies [27], due
to the evidence that 22% of cases were set to intermediate to high risk of clinical recurrence
by using 3D fusion compared to standard methods.

At the technical level, the extent to which the digital examination method and 3D
fusion improve the result issued by the pathologist and the impact to which this report mod-
ifies the complementary oncological treatment is clear by the fact that such a methodology
does harbor standardization of the analytical level and automation. The standardization
brings quality to the appropriate selection of patients [35]. The proposed 3D fusion gross
examination of renal carcinoma and the digital examination of histological and immunohis-
tochemical slide evaluation have statistically significantly different results from that of the
standard method (both p = 0.03). Along with this issue, we believe an AI/machine learning
algorithm on multisite 3D fusion samples may be an attractive project in the near future.

Previous studies on the vascularity of clearRCCs have produced conflicting results.
Many biomarkers are used for tissue diagnostics in tumors arising from the urogenital
tract (for example, CAIX, S100A1, cathepsin-k, CK7, CD10 and others); however, difficul-
ties have been observed among biomarkers for real neoangiogenesis grading versus the
immunoenvironment [36,37].

It is clear from the detailed analysis of these results that there is a considerable variation
in methodology. Some studies utilized mixed tumor groups that included clear cells and
other types of renal neoplasia. In many of the studies that were confined to tumors with
clear cell morphology, it is apparent that inadequate sampling is a major issue. In particular,
for some studies, random archival sections were used, while in other studies, so-called
hot spots of the highest tumor grade were chosen. In no study has there been a complete
sampling of the tumor. A further point of concern relates to the way in which tumors were
visualized. Recent reports have indicated that there appear to be two populations of vessels
present that may be differentiated according to their respective immunoexpression. In this
study, it was demonstrated that the vessels that have cells that are CD34 positive are more
highly differentiated [16], while those that were CD31 positive and CD34 negative were
classified as undifferentiated. This variation in staining means that if CD34 is utilized as
the only vascular marker, as is the case in most published studies, then some vessels will
be overlooked.

In our detailed analysis of the vascular tree associated with clearRCC, we showed
three distinct patterns of vascular morphology. The first of these has a homogenous
morphology consisting of a rich vascular network. The second vascular pattern is also
homogenous, but here, the vascular density is much lower. The third pattern is distinctly
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heterologous in morphology, consisting of a rich network of small vessels intermixed with
medium-sized vessels.

Our study demonstrated that a cut-off of CV < 0.2 with respect to MVD values can
discriminate homogenous from heterogeneous vascularity, with homogenous morphology
being seen in approximately one-fifth of cases. In the homogenous vessel group, absolute
values of vessels/MVD were then able to discriminate tumors showing high and low levels
of vascularity.

While this study has shown that 3D fusion multisite sampling of clearRCC negates
problems associated with tumor undersampling, we acknowledge that in routine laboratory
practice, it is not always possible to submit the tumor in toto. It is, however, apparent
that the current recommendations that sampling be limited 1 block/cm of tumor tissue
diameter are inadequate. We recommend that, for completeness of sampling and to negate
the tumor heterogeneity that is characteristic of renal cell carcinoma, 3D fusion sampling be
performed as a routine procedure.
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