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ABSTRACT

An accurate estimate of patient survival at diagnosis is critical to plan effi-
cient therapeutic options. A simple and multiapplication tool is needed to
move forward the precision medicine era. Taking advantage of the broad
and high CDIO expression in stem and cancers cells, we evaluated the
molecular identity of aggressive cancer cells. We used epithelial primary
cells and developed a breast cancer stem cell-based progressive model.
The superiority of the early-transformed isolated molecular index was
evaluated by large-scale analysis in solid cancers. BMP2-driven cell trans-
formation increases CDI0 expression which preserves stemness properties.
Our model identified a unique set of 159 genes enriched in G,-M cell-cycle
phases and spindle assembly complex. Using samples predisposed to trans-

formation, we confirmed the value of an early neoplasia index associated

reaching HR = 5.15; 95% confidence interval: 4.00-6.64) for high ENI10
levels. Through different databases, Cox regression model analyses high-
lighted an association between ENII10 and poor progression-free intervals
for more than 50% of cancer subtypes tested, and the potential of ENIIO0 to
predict drug efficacy. The ENII0 index constitutes a robust tool to detect
pretransformed tissues and identify high-risk patients at diagnosis. Owing
to its biological link with refractory cancer stem cells, the ENI10 index con-
stitutes a unique way of identifying effective treatments to improve clinical

care.

Significance: We identified a molecular signature called ENI10 which, ow-
ing to its biological link with stem cell properties, predicts patient outcome

and drugs efficiency in breast and several other cancers. ENI10 should al-

to CD10 (ENI10) to discriminate premalignant status of a human tissue. low early and optimized clinical management of a broad number of cancers,

Using a stratified Cox model, a large-scale analysis (>10,000 samples, The regardless of the stage of tumor progression.

Cancer Genome Atlas Pan-Cancer) validated a strong risk gradient (HRs

pathologic contexts (1). This cell-surface zinc-dependent endopeptidase is ex-

Introduction
pressed on normal stem cells (SC) and involved in their regulation through the

Originally identified in leukemia as a tumor-specific antigen, CD10 (encoded cleavage of peptides from the microenvironment (2-4). CD10 expression char-

by the MME gene) is associated with multiple cellular functions in normal and acterizes sphere-forming cells in several human primary tissues and contributes

to maintaining immature properties of the mammary gland by controlling SC
fate and preventing differentiation (5). CD10 expression is increasingly associ-
] i . ated with cancer stem cells (CSC; refs. 6-11). At the clinical level, CD10 may
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be a marker of both good and poor prognosis, likely related to the stage of
the cancer, the cell type expressing it, the tissue of origin, the associated fac-
tor explored and clinical treatment (1, 6, 8, 12-15). The functional link between
CDI0 at the (stem) cell membrane and the bone morphogenetic proteins (BMP)
differentiation signal has been identified in different processes (16-18). We
and others revealed the implication of BMP signaling in the transformation
of hematopoietic (19, 20) or epithelial (21-23) SCs. This small population of
cells that self-renew and differentiate into other cancer cell types is associated
with tumor heterogeneity, progression, metastatic dissemination, and resis-
tance to treatment (24). Identifying such BMP-responding SCs (i.e., through
CD10 expression) and deciphering their transformation mechanism, may im-
prove their targeting and eradication. However, the detection of CSC at an early
stage to predict tumor aggressiveness and adapt therapeutic strategies remains
a challenge as CSC are difficult to identify and distinguish from their normal
counterparts (25, 26).

Here, we evaluated the importance of CD10-expressing cells in early stages of
SC transformation driven by the bone morphogenetic protein 2 (BMP2). We
revealed that, while CD10 expression increases during BMP2-driven mammary
epithelial transformation and is characteristic of cell populations with stemness
properties, it does not impact the transformed phenotype. After transformation
cells retained their SC properties and the molecular identity related to the CD10
control of key elements of the asymmetric division machinery. Consequently,
we derived from our results a unique molecular tool (ENII0 score) applicable
to a broad range of tumors for the early detection of transformation and patient

follow-up, to predict survival and potentially support therapeutic choices.

Materials and Methods

Animal Experimentation

Animal experiments were authorized by the ethics committee for animal ex-
perimentation of the Rhone-Alpes region (CECCAPP), France. Following
long-term treatment with BMP2 and IL6, 2 or 5 million MCFI0A, MC26 or
MIB26 cells were mixed with 50% growth factor-reduced Matrigel (BD Bio-
sciences) and injected subcutaneously close to the fourth inguinal mammary
gland of 6-7 weeks old athymic nude mice (RRID:IMSR_JCL:MID-0001, Har-
lan). Ten mice were injected per group. A 10 mg/mL B-estradiol solution was
applied to the neck region of the animals twice a week. Tumor formation
was monitored by measuring the size of the tumor. Mice were sacrificed after
6 weeks, and tumors were fixed, paraffin-embedded, sectioned, and subjected

to hematoxylin and eosin (H&E) staining.

Human Primary Tissue

The obtention of human tissue samples was approved by the ethics board of
the Léon Bérard Cancer Center in accordance with the Declaration of Helsinki
guidelines and patients gave written informed consent. Normal and BRCA-
mutated human mammary glands were obtained from patients undergoing
reduction mammoplasty or prophylactic mastectomy, respectively. Mammary
epithelial cells from healthy or BRCA carriers (three BRCAI and three BRCA2)
were prepared by BB-0033-00050, CRB Centre Léon Bérard, Lyon France as
described in ref. 5.

Cell Isolation, Culture, and Breast Cancer
Transformation Model

Primary cells were obtained from healthy human adult undergoing breast re-

duction mammoplasty, BRCA mutations carriers undergoing prophyalactic
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mastectomy or breast tumors after surgical removal (informed consent was
obtained from the patients) as described previously (5, 21). MCFI0A cells
(RRID:CVCL_0598) were purchased from the ATCC in 2008 (batch 7635052)
without additional authentication and cultured according to the manufacturer’s
recommendations in phenol red-free DMEM)/F-12 nutrient mix supplemented
with 5% horse serum (Life), 10 pg/mL insulin, 0.5 pg/mL hydrocortisone,
100 ng/mL cholera toxin and 20 ng/mL EGF (all supplied by Sigma), 1% peni-
cillin/streptomycin (Life Technologies). Exposure of MCF10A cells to BMP2
and IL6 (both at 10 ng/mL) led to the generation of the MC26 cell line that
mimics luminal breast tumors (21). Because we showed that BMP2-mediated
transformation was dependent on bone morphogenetic proteins receptor 1B
(BMPRIB) expression, we also used sorted BMPRIB™ MCFI0A cells, in that
case transformation was observed after only a few weeks of BMP2 and IL6
treatment. Three soft-agar clones from these BMP2/IL6-treated BMPRIB
MCFI0A cells were selected and expanded in the presence of BMP2/IL6, giving
rise to the M1B26 cell line. Absence of Mycoplasma was routinely tested by PCR

in all cell lines.

Functional Assay in Cell Lines

For mammosphere assays, single cells were seeded onto 96-well ultra-low at-
tachment plates (BD Corning) at limiting dilutions (100 cells/well) for 7 days
using the described sphere assay protocol (21). Resulting spheres were counted.
For the epithelial colony-forming cell (E-CFC) assay, cells were seeded in
MCFI10A 2% serum medium at a limiting dilution (250 cells/well of a 12-well
plate) on an irradiated fibroblast layer for 7 days, and resulting colonies were
counted and classified using size and shape criteria. For three-dimensional (3D)
terminal duct lobular units (TDLU) assays, 500 cells were seeded in growth
factor-reduced Matrigel (BD Corning) and assays were carried out in complete
medium (22). Analysis of 3D structures and all other assays were performed us-
ing Axiovert 25 microscope (RRID:SCR_002677), and images were analyzed
with the AxioVision 4.6 software (AxioVision Imaging System). Structures
were then washed with PBS 1X, fixed using formaldehyde 1% for 2 hours, and
sent to the AniPATH facility (Lyon) for inclusion, section and H&E staining.

Soft-Agar Colony Formation

To evaluate the transformation of cells, soft-agar colony formation assays were
performed as follows: the bottom agar layer was prepared from 1.8% agar
(Promega) diluted in an equal volume of 2X culture medium to a final concen-
tration of 0.9%, added to cell culture plates and incubated at room temperature
for 30 minutes. The top agar layer was prepared accordingly at a final density of
0.45%. Cells were mixed into the liquid top agar and added on top of the bot-
tom agar at a final concentration of 10,000 cells/mL. Colonies were quantified
and measured after 15 to 21 days of culture at 5% CO, and 37°C.

Retroviral Production and Infection

The CMV-BMP2-mPGK-hygromycin lentiviral vector construct and its cor-
responding control were a gift from Dr R. Iggo, University of Bordeaux,
France. The pLenti X2 Puro empty control vector (RRID:Addgene_20957)
and the pLenti X2 puro DEST (RRID:Addgene_17296) used to clone the pX2-
shBMPRIB vector were purchased from Addgene. Lentiviruses were produced
by calcium phosphate cotransfection of lentiviral constructs with a VSV-G
envelope construct (pMD2.G, RRID:Addgene_12259) and gagpol packaging
construct (PCMV-dR8.74) into HEK293T cells (RRID:CVCL_HA71) accord-
ing to standard techniques. Medium was replaced 6 hours after transfection.

Lentiviral particles were collected 48 hours after transfection. Lentiviral titers
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were determined for each viral batch by serial dilution infections of MCF10A
cells and subsequent puromycin or hygromycin B (both from Sigma-Aldrich)
treatment. MCF10A cells were seeded one day prior to infection and cells were
infected overnight at a multiplicity of infection of 5-10. Forty-eight hours af-
ter infection, transduced cells were selected by puromycin or hygromycin B

treatment for 96 hours to 2 weeks.

dqRT-PCR

RNA was extracted using the RNeasy Plus Mini Kits (Qiagen) containing a
gDNA eliminator column or TriReagent (Sigma-Aldrich) and chloroform ex-
traction using Phase Lock Gel columns (5Prime). RNA concentration was
measured on a Nanodrop ND-1000 spectrophotometer (RRID:SCR_016517).
Reverse transcription was conducted using Superscript II (Invitrogen) accord-
ing to the manufacturer’s instructions. cDNA was stored at —80°C. Quantitative
PCR (qPCR) was performed using sequence-specific primers on a LightCycler
480 II system (RRID:SCR_020502, Roche Applied Science) with SyBR Green I
technology (QuantiFAST SyBR kit from Qiagen) and LightCycler 480 Multiwell
Plate 96 (Roche Applied Science). CPB and ACTBI were selected by geNORM
(RRID:SCR_006763) analysis as reference genes.

Flow Cytometry and Cell Sorting

Cells were resuspended in PBS and incubated for 30 minutes to 1 hour with
8 pL of PE-conjugated anti-CD10 (HI10a clone, mouse IgGlk, RRID:AB_
396586, BD Biosciences) per 10° cells. After centrifugation, cells were resus-
pended in HBSS, 2% FBS for flow cytometry cell sorting at a concentration of
5-10 x 10° cells/mL. Cell sorting was performed using a FACS Aria cell sorter
(RRID:SCR_019595, BD Biosciences) at low pressure (psi: 20) with 488 and
633 nm lasers. For phenotypic analysis, cells were suspended in PBS 1X and in-
cubated for 30 minutes to 1 hour with 1 uL PE-conjugated anti-CD10 antibody
or PE-conjugated isotype (MOPC-21 clone; mouse IgGlk, RRID:AB_394195)
from BD Biosciences. Flow cytometry was performed using a FACSCalibur cell
analyzer (RRID:SCR_000401, BD Biosciences) and analyzed using the FlowJo
software (RRID:SCR_008520).

Transcriptomic Analysis

Microarray analysis was performed by the platform ProfileXpert (SFR Santé
Lyon-Est UCBL-UMS 3453 CNRS - US7 INSERM) using a high-density
oligonucleotide array (GeneChip Human Genome UI33 plus 2.0 array,
Affymetrix). Total RNA (50 ng) from healthy human adult breast reduc-
tion mammoplasty cells, or BRCA carriers were amplified and biotin-labeled
using GeneChip 3’ IVT PLUS kit. Before amplification, spikes of synthetic
mRNA at different concentrations were added to all samples; these posi-
tive controls were used to ascertain the quality of the process. Biotinylated
antisense cRNA for microarray hybridization was prepared. After final pu-
rification using magnetic beads, cRNA quantification was performed on a
Nanodrop and quality checked with an Agilent 2100 Bioanalyzer (Agilent
Technologies, Inc). Hybridization was performed following the Affymetrix
protocol. Briefly, 10 pg of labeled cRNA was fragmented and denaturated
in hybridization buffer, then hybridized on chip for 16 hours at 45°C with
constant mixing by rotation at 60 rpm in a Genechip hybridization oven
640 (RRID:SCR_019346, Aftymetrix). After hybridization, arrays were washed
and stained with streptavidin-phycoerythrin (GeneChip Hybridization Wash
and Stain Kit) in a fluidic 450 (RRID:SCR_018034, Affymetrix) according to
the manufacturer’s instruction. The arrays were read with a confocal laser
(Genechip scanner 3000, RRID:SCR_016522, Affymetrix). CEL files were then
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generated using the Affymetrix GeneChip Command Console (AGCC) soft-
ware 3.0. Identification of the genes composing the CDI0 signature was
conducted using the GenePattern modules (27). Briefly, CEL files were con-
verted to RES files using the “ExpressionFileCreator module’, log, transformed
using the “PreprocessDataset” module and different probe set values for a
gene were converted to a single value by the “CollapseDataset” module using
the “maximum” collapse mode. Differentially expressed genes between CD10™
and CD10-positive (CD10") MCF10A-CT cells were then identified using the
“ComparativeMarkerSelection” module.

For RNA sequencing (RNA-seq) analysis, total RNA was extracted using
the RNeasy Mini Kit Plus (Qiagen). Poly-A RNA libraries were prepared
for sequencing using standard Illumina reagent and procedures and paired-
end sequenced on an Illumina NovaSeq6000 apparatus (RRID:SCR_016387).
Raw sequencing reads were aligned on the human genome (GRCh38) with
STAR (v2.7.3a, RRID:SCR_004463), with the annotation of known genes from
gencode v33. Gene expression was quantified using Salmon (1.1.0) and the

annotation of protein coding genes from gencode v33.

Bioinformatics Analysis

Data analysis was performed using the Array Studio software (Omicsoft Corpo-
ration) and the Bioconductor (RRID:SCR_006442) packages in the R language
(http://www.bioconductor.org; ref. 28). Raw data from microarrays were pro-
cessed using quantile normalization and the robust multiarray average (RMA)

algorithm and were log, transformed.

Gene set enrichment analysis (GSEA) was performed using the “preranked”
tool (29). The single-sample GSEA (ssGSEA) function of the GSVA package
from Bioconductor or the ssGSEA 2.0 package (30) was used to compute sepa-
rate scores for each sample of a given dataset using the ENII0 signature or other

gene sets derived or not from ENIIO0 that are described in the Results section.

Analysis of the melanoma cohort was done thanks to the RNA-seq data ac-
quired during routine molecular diagnosis performed at the Centre Léon
Bérard Cancer Center. RNA-seq data from this cohort are available on simple
request. Expression values were extracted using Kallisto version 0.42.5 tool with
GENCODE release 23-genome annotation based on GRCh38 genome refer-
ence. Kallisto transcript per million (TPM) expression values were transformed
in logy (TPM+-2) and all samples were normalized together using the quantile
method from the R LIMMA package within R (version 3.1.2) environment.

The results shown here are in whole or part based upon data generated by The
Cancer Genome Atlas (TCGA) Research Network: https://www.cancer.gov/
tcga (RRID:SCR_003193). TCGA RNA data were obtained from the GDC data
portal available at https://portal.gdc.cancer.gov/. Curated clinical data were ob-
tained from Supplementary Table S1 of TCGA-CDR article (31). Following
the author’s recommendations, we used progression-free interval (PFI) as the
outcome endpoint for survival analysis excepted for acute myeloid leukemia
(LAML) cancers for which overall survival (OS) was used. PAM50 breast can-
cer subtypes for TCGA-BRCA samples were obtained from additional file 2 of
the following article (32), where the normal-like samples were removed because
this subtype is likely to be an artifact caused by normal cells contamination of
the tumor (33).

Statistical Analysis

Data from the different MCF10A cell-derived models were compared using the

paired Student ¢ test, when data were normally distributed, or the Wilcoxon
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signed-rank test when data were not normally distributed. Unpaired Student
t test or Mann-Whitney test were performed to compare continuous data be-
tween two groups and one-way ANOVA or Kruskal-Wallis test if more than
two groups. Pearson ¥ ? test or Fisher exact test were used to analyze qualitative
data. OS as well as progression-free survival (PFS) curves were estimated using
the Kaplan-Meier method and compared with the log-rank test between groups
of patients defined by the median of the signature enrichment scores (low vs.
high score). For TCGA data analysis, the effect of the ENII0 score on survival
outcome was estimated, for each cancer separately, by HRs corresponding to
one SD of the ENII10 score taken as a continuous variable in the Cox model. To
obtain an “overall Pan-Cancer” estimate of the effect of the ENI10 score, unad-
justed and multivariable Cox models were fitted with a strata term on cancer
type (i.e., each tumor type had a specific baseline hazard function) so that vari-
ations in survival between the different cancers were taken into account and
treated as a “nuisance parameter”. For this Pan-Cancer analysis, the ENI10 score
was discretized into deciles, to finely investigate a putative dose-response rela-
tionship of the effect of the ENII0 score on survival outcome. To compare the
ENTI0 score levels in tumor and normal paired samples, the Wilcoxon signed-
rank test was used. All statistical tests were two sided, and P values <0.05 were
considered to be statistically significant. The statistical analysis was performed
using GraphPad Prism version 6.00 (RRID:SCR_002798) and Bioconductor
packages in the R language.

Data Availability

Transcriptomic data were deposited on the Gene Expression Omnibus repos-
itory under the accession numbers GSE123053 (for the microarray data on
CDI0 sorted cell lines), GSE186734 (for the RNA-seq data on unsorted cell
lines), GSE186733 (for the RNA-seq data on healthy or BRCA-mutated pri-
mary human epithelial cells), and GSE186735 (for the RNA-seq data on
shCD10-expressing MCF10A cells).

Results

CD10 Expression and BMP2-driven Mammary SC
Transformation

To evaluate the early association between CDI10 and the first steps of breast
cancer development, we developed new human models of breast cancer. We
used MCFI0A cells [nonmalignant fibrocystic mammary cells, pl6/CDKN2A
deleted, MYC amplified (34)] that display immature properties in 3D cultures
(35, 36) and like primary human mammary SC reconstruct a duct and lobule
3D structure in TDLU assay (37, 38). Indeed, to avoid any immediate, non-
physiologic, massive and sharp alteration, we chose not to overexpress master
oncogenes but used a more physiologic protocol based on a prolonged chronic
exposure to soluble factors known to be overproduced in breast cancer and to
promote tumorigenesis (21, 39, 40). Hence, based on our previous description
that BMP2-transforming effect were mediated by the BMPRIB (21), unsorted
or BMPRIB"-sorted MCFI0A cells were transformed by long-term exposure
to BMP2 and IL6 to generate the MC26 or M1B26 cell line, respectively
(Fig. 1A). Consistently with our previous finding, BMP2-mediated transforma-
tion was much faster on cells sorted for high BMPRIB expression (Fig. 1A).
The parental and transformed cells showed similar doubling time albeit M1B26
proliferates slightly slower than MCF10A-CT and MC26 cells (Supplementary
Fig. S1A). The relative levels of transformation of the different MCF10A-derived
models were then assessed using soft-agar colony formation assays (Fig. 1B)

and engraftment assays in immunocompromised mice (Fig. 1C). Results in-
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dicated that both MC26 and M1B26 cells have an increased ability to form
anchorage-independent clones and were able to engraft in mice, compared
with untreated control MCFI0A cells (CT). In both assays, M1B26 cells dis-
played a higher level of transformation than MC26 (Fig. 1B and C), suggesting
that they constitute novel models of progressive transformation to study early
steps of tumorigenesis. A transcriptomic analysis of these cell lines revealed
that both MC26 and M1B26 cells present a molecular expression profile highly
similar to primary breast cancer cells for upregulated and downregulated genes
while MCF10A-CT cells displayed a profile close to normal tissue compared
with breast ductal carcinoma or normal breast tissue (ref. 41; Fig. 1D). We then
applied a GSEA to the genes differentially expressed between MC26, M1B26,
and parental CT cells using hallmark gene sets from the Molecular Signature
DataBase (MSigDB; ref. 42). Genes involved in the response to interferon alpha
and gamma, in TNFa signaling and genes activated following KRAS signaling
were upregulated in MC26 and M1B26 cells compared with CT cells. In addi-
tion, genes involved in oxidative phosphorylation were downregulated in the
transformed cell lines (Fig. 1E). A complete Gene Ontology (GO) enrichment
analysis comparing MC26 and M1B26 cells with MCFI0A-CT cells is shown
in the Supplementary Table S1. As MCF10A cells display immature properties
similar to primary human mammary cells (such as TDLU, sphere and epithe-
lial colony-forming ability as well as molecular immature markers), we assessed
the ability of MC26 and M1B26 cells to generate spheres, TDLU and the pres-
ence of E-CFCs (22, 37). We observed no differences in the frequency of E-CFC
between MCF10A-CT, MC26, and M1B26 (Fig. 1F) and an increase in mammo-
sphere frequency with transformation (Fig. 1G). As for to parental MCF10A
cells and primary breast epithelial cells, MC26 and M1B26 models produced
TDLU, further demonstrating that these transformed cells retained their im-
mature properties (Fig. 1H and I). In accordance with the expression of CD10
on mammary SCs (5), flow cytometry analysis revealed a higher proportion of
membrane CDI0™ cells in M1B26 (51.6%) and MC26 (18.5%) models compared
with CT (5.9%) cells (Fig. 1], left). Moreover, higher mean fluorescence intensity
indicated that CD10™ transformed cells also displayed more CD10 molecules

per cell than their nontransformed counterparts (Fig. 1], right).

Collectively, these data indicate that MC26 and M1B26 cells constitute novel
models of early steps of progressive transformation associated with an increased
CDI10 expression.

The ENI10 Molecular Signature, Related to CD10* Mammary
SCs, Identifies Patients with High-risk Breast Cancer

On the basis of the high expression of CD10 in our transformed models, we
then checked CDI0 expression within the breast cancer cohort of The Cancer
Genome Atlas Program cohort (TCGA-BRCA; ref. 43). CD10 transcript lev-
els were relatively stable among prediction analysis of microarray 50 (PAM50)
subtypes in breast tumors and frequently under the level of expression observed
in healthy tissue (Fig. 2A). Similarly, we observed no CD10 differential expres-
sion between breast cancer molecular subtypes in the Molecular Taxonomy of
Breast Cancer International Consortium (METABRIC) cohort (ref. 44; Sup-
plementary Fig. S1B). The CDI0 transcript level was not predictive of patient
outcome in TCGA-BRCA cohort (Fig. 2B) and high expression was associated
with a marginally better survival in the METABRIC cohort (Supplementary
Fig. SIC). We then evaluated CD10 protein expression in breast cancer by IHC
staining in a breast tumor microarray (TMA). In total, only 2% of breast can-
cers of the different molecular subtypes tested (8/438 of the TMA) displayed a
positive (>20% CD10™ cells) intratumoral CDI10 staining, while no significant

difference between breast tumor subtypes was observed for CDIO0 staining in
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FIGURE 1 BMP2 induces early transformation of a model of breast SCs and increases CD10 expression. A, Schematic representation of the
experimental protocol used to obtain the MCF10-CT, MC26, and M1B26 cell lines from the MCF10A cells. B, Quantification of soft-agar colony formation
[error bars represent the SD (n = 7), significance measured using the Mann-Whitney test is indicated on the graph by the P values. ns for P > 0.05].
C, Xenografts of the indicated number cells of MCF10A-derived models injected into nude mice presented as the number of successful grafts after

4 weeks/mouse (n =10). D, GSEA of transcriptomic data comparing MC26 cells (top row) or M1B26 cells (bottom row) with MCF10A-CT cells. Data
represent enrichment plots analyzed using public gene sets (41) of upregulated (left) or downregulated (right) genes in human primary ductal
carcinoma compared with healthy tissues. E, GSEA of transcriptomic data comparing MC26 (first column) (Continued on the following page.)
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(Continued) or M1B26 (second column) with CT cells and M1B26 with MC26 cells (third column). The “hallmarks” gene sets from the MSigDB were used
and the NES (normalized enrichment score) with P values inferior to 0.05 are shown. F, E-CFC Progenitor content from MCFI0A-CT cells (n = 5), MC26
cells (n = 8) or M1B26 cells (n = 6) quantified after 6 days by scoring colonies numbers and presented/10,000 cells. G, Number of spheres per 100
seeded cells after 1 week from MCF10A-CT cells (n = 4), MC26 cells (n = 6), and M1B26 cells (n = 6). H, TDLU, 3D structures from primary human
breast cells (top) and MCF10A cell line (bottom). I, Images at day 21 of 3D structures in the TDLU assay from MCFI0A-CT, MC26, or M1B26 cells. A
representative TDLU section from MCF10A-CT, stained with H&E, is shown on the top right. J, Flow cytometry analysis of CD10 expression on
MCF10A-CT (n = 4), MC26 (n = 7), and M1B26 (n = 6) presented as the percentage of positive cells (left) and mean fluorescence intensity (right).

the stroma (Supplementary Table S2). The CD10" tumors were mostly of the
triple-negative molecular subtype that represented half of the CD10™ tumors
(Fig. 2C). Finally, we observed a significant correlation between high CD10™
staining in tumors and poor OS of patients (Fig. 2D) that could be due to
the poor prognosis of triple-negative tumors compared with other molecular
subtypes.

While we uncovered an increased CDI0 expression in our models of BMP2-
driven transformation, no correlation was observed between CD10 mRNA
expression in primary human breast cancers and prognosis. The pertinence
of the correlation between CD10 protein expression and prognosis is reduced
by the very low number of positive tumors. This suggests that the increase
in CD10 expression could be specific to immature cells or SCs that are rel-
atively scarce in primary tumors. This may have precluded any meaningful
detection by bulk transcriptomic strategies. We wondered whether a molec-
ular signature associated with CD10" cells could be more easily detected and
relevant in terms of patient prognosis. We performed a transcriptomic analy-
sis of MCFI10A cells sorted according to CD10 membrane expression (Fig. 2E),
which led us to identify 159 genes upregulated in CD10" compared with CD10~
cells (Supplementary Table S3). We called this molecular signature ENI10 (for
early neoplasia index associated to CD10). We then measured ENI10 expression
(called ENII0 score from now on) in our models of BMP2-driven transfor-
mation using ssGSEA and observed an increase in the ENII0 score between
MCF10A-CT and MI1B26 cells with an intermediate albeit not significantly
different score for MC26 cells (Fig. 2F).

To assess the ENII0 score in early primary human breast transformation, we
analyzed transcriptomic data from human ductal carcinoma in situ (DCIS)
and normal breast tissue (45). This showed a significantly higher ENI10 score
in DCIS versus healthy tissues (Fig. 2G). An increase in the ENI10 score was
also observed in TCGA-BRCA dataset in each molecular breast cancer subtype
compared with normal tissue (Fig. 2H). Interestingly, the ENI10 score was lower
in the less aggressive Luminal A tumors compared with other subtypes. An in-
crease in ENT10 score with breast tumor aggressiveness was also observed in the
METABRIC dataset (Supplementary Fig. SID).

In addition, we performed a RNA-seq analysis of human breast samples
obtained from healthy donors undergoing esthetic surgery for breast size reduc-
tion or preventive mastectomies for BRCA-mutation carriers. Compared with
mutation-free donors, breast tissue from BRCA-mutated carriers displayed an
altered and variable ENIIO score indicating its potential value to follow pre-
transforming events (Fig. 2I). Considering the correlation between an increase
in ENTI0 score and breast cancer subtype aggressiveness, we evaluated the rela-
tionship between ENIIO0 score and patient survival in TCGA-BRCA dataset. A
high ENI10 score was associated with a lower PFI in patients with breast cancer
(Fig. 2], first panel). The same observation was made in the METABRIC dataset
(Supplementary Fig. SIE). Interestingly, when considering breast tumors ac-

cording to stage, a high ENII0 score was also correlated with a lower PFI in
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early and late breast cancer stages (Fig. 2]). Nonetheless, the ENII0 score was
not correlated to patient survival when breast tumors were stratified accord-
ing to molecular subtypes, this suggests that in breast cancers the correlation
between low ENTI0 score and good prognosis could be due to the Luminal A
tumors having both the lower ENI10 score and better prognosis (Supplementary
Fig. SIF and S1G).

Next, using gene expression profiles from breast cancer cell lines included in
the Cancer Cell Line Encyclopedia (46), we evaluated the correlation between
the ENIIO score and the ICs of 441 drugs already in clinical use or under devel-
opment. The ENII0 score was correlated with response to several drugs, either
indicative of resistance or sensitivity, depending on the drug. When focusing
on drugs where the ENIIO score was inversely correlated with the ICsy (Sup-
plementary Table S4), this analysis identified bleomycin, a drug that induces
an arrest in the G-phase of the cell cycle (47), as well as Refametinib (MEK
inhibitor), as potential potent treatments for breast tumors that display a high
CDI0 score (Fig. 2K; Supplementary Table S5).

The ENI10 Molecular Signature is Enriched in Asymmetric
Division-related Genes Controlled by CD10

To gain insight into the functions enriched in the ENI10 molecular signature,
we performed a GO analysis that revealed a strong enrichment in genes in-
volved in the regulation of cell division, especially in the mechanistic control of
chromosome condensation and segregation during the G,—M-phase (Fig. 3A).
No significant enrichment in genes involved in S-phase was detected. A cell-
cycle analysis of sorted CD10™ or CD10~ MCFI0A cells revealed no imbalance
in G,—-M cells between the two populations, indicating that the enrichment
in genes involved in G,-M molecular mechanisms in the ENII0 signature is
not linked to cell-cycle status (Fig. 3B). The relationship between genes that
define the ENIIO signature and the expression of CDI0 itself was evaluated
by knocking down CDI0 expression using short interfering RNA (shRNA) in
MCFI10A cells (Supplementary Fig. S2A and S2B). No significant enrichment
of the whole ENII0 signature in genes either upregulated or downregulated by
the shCD10 was detected by GSEA (Fig. 3C, top). Interestingly, when we used
as gene set in GSEA only the genes of the ENIIO signature belonging to the
GO terms shown in Fig. 3A, we observed a strong enrichment in genes down-
regulated by the CD10 knockdown (Fig. 3C, middle). Of particular interest,
a number of genes (TKKI/MPSI, BUBI, BUBIB, AURKA, AURKB) repressed
in shCD10-MCFI0A cells are known to play a role in the spindle assembly
checkpoint (SAC). The SAC controls the asymmetric division mechanism and
chromosome integrity/stability, and its dysregulation promotes aneuploidy and
cancer (48, 49). When we used only the genes of the ENII0 signature belong-
ing to the GO term “mitotic spindle assembly checkpoint signaling” shown in
Fig. 3A for GSEA, we observed that all these genes were downregulated by CD10
knockdown (Fig. 3C, bottom). We then evaluated the contribution of genes in-
volved in the G,—M-phase and in the SAC to the ability of the ENI10 signature

to discriminate early transformed from normal tissues. As previously shown
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FIGURE 2 The molecular identity of untransformed CD10-positive cells increase with mammary gland transformation. A, CD10 transcript expression
in TCGA breast tumors according to the molecular classification compared with normal samples. B, Kaplan-Meier plot of patients with breast cancers
in TCGA cohort as a function of CD10 expression level. C, Quantification in a TMA of the percentage of tumors with CD10 IHC staining higher than 20%
according to tumor subtype. D, Kaplan-Meier plot of patients with breast cancers from the TMA (as in C) as a function of CD10 protein expression level.
E, Schematic representation of the experimental protocol used to obtain identify the ENIT0 molecular signature. (Continued on the following page.)
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(Continued) F, ssGSEA quantification of the CD10 signature score in the different MCF10A-derived cell lines with nontransformed (CT, n = 6), early
(MC26, n = 6) and more aggressive (M1B26, n = 8) transformed models. G, ssGSEA ENI10 score of human primary DCIS versus healthy mammary

gland (series GSE21422). H, ssGSEA ENI10 score of matched normal or tumoral breast tissue from breast cancer subtypes from TCGA’s Pan-Cancer
Atlas. I, ssGSEA ENI0 score from RNA-seq transcriptomic data from three normal breast epithelial cells samples (wildtype) and six BRCA mutated

healthy epithelial cells samples. J, Kaplan-Meier plots of patients with breast cancers in TCGA cohort as a function of cancer stage and ENI10 score.
K, Using transcriptomic data from the “Genomics of drug sensitivity in cancer” project from the Sanger Institute, ENI10 score of human breast cancers
cell lines were correlated with their ICsq to 441 drugs. Drugs showing a significative negative correlation between the ENI10 ssGSEA score and ICsq
(indicating a sensitivity to the drug when the ENI10 score increase) are shown. According to the GDSC guidelines, red dots show drugs with a
significative ICsq correlation with the ENIT0 score with a P value inferior to 0.001and a Benjamini-Hochberg FDR inferior to 0.25. Black dots show
suggestive correlations with a P value inferior to 0.005 and a nonparametric P value inferior to 0.1.

in Fig. 2G, the ENII0 ssGSEA score discriminated DCIS from healthy breast
tissue. In that case, the variation of the ENII0 score is higher and therefore
more discriminant than the ssGSEA score of genes known to be overexpressed
in the G;-S or G2-M-phases of the cell cycle (Dominguez 2016), suggesting
that the ability of ENIIO0 to distinguish between normal and transformed tis-
sues is not solely a reflection of a higher proliferative state of the tumors. In
addition, when restricting the ENII0 signature to genes belonging to the GO
terms enriched in the signature or to the “mitotic spindle assembly checkpoint
signaling” term, we observed a more stringent discrimination between healthy
tissues and DCIS (Fig. 3D). This suggests that genes regulating the proper sep-
aration of the genetic material during mitosis could be specifically dysregulated
in DCIS. Given the link between the SAC and asymmetric division as well
as the importance of the latter in SC renewal, we tested the impact of CD10
knockdown on the SC population in our models. As MCFI0A cells display
immature properties similar to primary human mammary cells, we assessed
the ability of MC26 and M1B26 cells to generate spheres and E-CFC (22, 37).
Knocking down CDIO0 resulted in a significant increase in E-CFC frequency
in both MC26 and M1B26 models illustrating their engagement in differentia-
tion (Fig. 3E). Conversely, impairing CD10 expression significantly reduced the
number of cell-forming spheres in MC26 and M1B26 cells (Fig. 3F). This in-
dicates that, as for healthy mammary tissue (5), the CDIO protein is involved
in the maintenance of stemness properties of transformed mammary epithelial
cells. Interestingly, CD10 knockdown or overexpression did not significantly
modify the ability of our cells to form soft-agar colonies, demonstrating that
CDI0 by itself is not required or sufficient for the maintenance or induction of

the transformed phenotype (Fig. 3G; Supplementary Fig. S2A-S2F).

ENIT0 Predicts Pan-Cancer Survival

Next, we quantified the ENIIO score in a large series of tumor samples from
TCGA Pan-Cancer database (43). Our analyses showed a strong enrichment
in the ENIIO score in tumor cells compared with non-tumor cells in a large
range of tumors (>10,000 samples from 35 distinct solid tumors represented
in this database), indicating a global association of ENI10 with the transfor-
mation status (Fig. 4A). To gain further insight into the prognostic value of
ENIIO0 across tumor types, we adjusted multivariable stratified Cox models
with a different baseline hazard for each tumor type. Remarkably, HRs ad-
justed according to age at diagnosis were almost identical to unadjusted HRs,
and statistical adjustment based on stage or grade of disease did not alter the
strong risk gradient (Fig. 4B). As the 159 genes used to compute the ENI10
score included a large number of genes associated with the G;-M-phases of
the cell cycle (Fig. 3A), we further investigated the possibility that the ENI10
score could predict survival simply by measuring cell proliferation inside the

tumor. To achieve this, we compared the predicted value of the ENIIO score us-
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ing all of the 159 genes listed or an alternative ENII0 score excluding 25 genes
shown to be upregulated in the G,—M-phases (ref. 50; TTK, FAM64A, NUSAPI,
BUBI, PRCI, CDC25C, SPAG5, CCNA2, TOP2A, ESPL1, CCNF, BUBIB, CCNBI,
KIF2C, HMMR, UBE2C, CENPE, KPNA2, CENPF, CDCA3, TACC3, KIF23,
MKI67, NEK2, HMGB2). This analysis indicated that this alternative ENI10
score remained similarly predictive of patient survival (Fig. 4C).

Next, we tested the added predictive value of the ENII0 over two previously
identified signatures obtained from healthy adult tissue SCs (51, 52). These two
studies aimed at understanding the relationship between epithelial cancers and
SC transcriptional programs using, as in our present study, epithelial SCs as
a starting point. Pece and colleagues identified a CSC molecular signature of
20 genes specifically expressed in normal epithelial mammary SCs (51). Smith
and colleagues used a pan-SC and Pan-Cancer approach to identify a transcrip-
tional signature shared by epithelial adult normal SCs and tumors (52) and
isolated a signature consisting of the top 50 genes associated with adult SCs,
naive or primed human embryonic SCs, with no gene overlap among the three
SC signatures. To investigate the added value of ENI10 compared with these
two other signatures, we calculated their respective score by ssGSEA and fitted
Cox models for the ENII0 score, including the two other scores as adjustment
variables. The ENIIO score, which represents the molecular signature of pre-
malignant SCs, displayed high HRs when adjusted against the Smith (ref. 52;
Fig. 4D) or Pece (ref. 51; Fig. 4E) cancer and SC-related scores. Of note, after ad-
justment against the ENTI10 score, the predictive value of the Pece and colleagues
score was markedly reduced and the Smith and colleagues score completely lost
statistical significance. These findings indicate that the ENII0 score is a more
robust and powerful way to predict clinical outcomes in many different solid

tumors than signatures of normal and CSCs.

ENI10 is a Robust and Independent Prognostic Factor for
Several Solid Tumors and to Screen Drugs

Because using the pan-cancer strategy shown in Fig. 4, it can be difficult to test
all confounding variables, especially cancer type, due to the high number of
samples required to use the decile approach, we then evaluated CD10 expression
as well as the association of the ENII0 signature with the transformation at the
level of individual solid tumors represented in TCGA database. At the transcript
level, there was no clear CD10 dysregulation compared with normal tissues in
any TCGA cancer type (Supplementary Fig. S3A). Moreover, data from the Hu-
man Protein Atlas (53) showed that at the protein level, CDI10 is only detectable
in a fraction of cancer types (Supplementary Fig. S3B). On the other hand, in
all cancer types but one where matched normal tissues were available, we ob-
served a significant increase in the ENII0 score in tumors (Fig. 5A). We next
analyzed the ability of the ENIIO0 score to predict patient survival in 33 differ-
ent cancers of TCGA database. Analyses by Cox regression models highlighted
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FIGURE 4 ENINO predict pan-cancer survival independently of the cell cycle and more efficiently than other SC-derived signatures. A, sSGSEA score
of the ENI10 signature in all tumors and normal samples from TCGA database. B, Correlation of CD10 signature score and survival in TCGA’s
Pan-Cancer Atlas. All tumor samples were pooled and the effect of the CD10-signature score discretized by deciles on survival outcome was evaluated
from Cox models stratified on cancer types, using unadjusted (black marks), adjusted on age alone (blue marks, modeled with a 3-degree polynomial
spline) or with a supplemental stratification term for stage (I/11/111/1V; green marks) or grade (1/2/3/4; red marks) pathologic scoring systems. Dots
show the HR for PFl and adjacent bars the 95% confidence interval. C, Left: Overall Pan-Cancer analysis of the correlation between the ENI10 score and
survival in TCGA’s Pan-Cancer Atlas. All tumor samples were pooled and the effect of the ENIT0 score discretized by deciles on survival outcome was
evaluated from Cox models stratified on cancer types. Right: Same analysis with a reduced ENI10 signature were genes known to be regulated during
the cell cycle were removed. D and E, Overall Pan-Cancer analysis of the effect of CD10 score on survival in TCGA’s Pan-Cancer atlas. All tumor samples
were pooled and the effect of the CD10 enrichment score discretized by deciles on survival outcome was evaluated using a multivariable Cox model
including as covariables both the CD10 score and the Smith and colleagues (D) or Pece and colleagues (E) signatures. Dots show the hazard ratio for
PFl and adjacent bars the 95% confidence interval.
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FIGURE 5 Anincreased ENIO score predicts patient’s survival in several cancer types. A, ssGSEA ENI0 score in pairs of normal and tumor samples
from TCGA’s Pan-Cancer atlas linked by gray lines and the difference are color coded on the dots representing the tumor samples. ACC: adrenocortical
carcinoma, BLCA: bladder urothelial carcinoma, BRCA: breast invasive carcinoma, CESC: cervical squamous cell carcinoma and endocervical
adenocarcinoma, CHOL: cholangiocarcinoma, COAD: colon adenocarcinoma, DLBC: lymphoid neoplasm diffuse large B-cell lymphoma,

ESCA: esophageal carcinoma, HNSC: head and neck squamous cell carcinoma, KICH: kidney chromophobe, (Continued on the following page.)
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(Continued) KIRC: kidney renal clear cell carcinoma, KIRP: kidney renal papillary cell carcinoma, LAML: acute myeloid leukemia, LGG: low-grade glioma,
LIHC: liver hepatocellular carcinoma, LUAD: lung adenocarcinoma, LUSC: lung squamous cell carcinoma, MESO: mesothelioma, OV: ovarian cancer,
PCPG: pheochromocytoma and paraganglioma, PRAD: prostate adenocarcinoma, READ: rectum adenocarcinoma, SARC: sarcoma, SKCM: skin
cutaneous melanoma, STAD: stomach adenocarcinoma, TGCT: testicular germ cell tumor, THCA: thyroid carcinoma, THYM: thymoma, UCEC: uterine
corpus endometrial carcinoma, UCS: uterine carcinosarcoma, UVM: uveal melanoma. B, Correlation of the ENI10 score and survival outcome for each
type of cancer of TCGA Pan-Cancer atlas estimated by HRs of PFS corresponding to one SD of the score taken as a continuous variable. Dots show the
HR and adjacent bars the 95% confidence interval. C, Examples of PFS curves from TCGA Pan-Cancer atlas in the whole cohort and as a function of
stage estimated using the Kaplan-Meier method and compared with the log-rank test between groups of patients defined by the median of the ENI10
score (low scores in blue and high scores in red). D, ssGSEA ENI10 score in transcriptomic data from nevus or melanoma at different stage of clinically
defined transformation. E, Using transcriptomic data from the “Genomics of drug sensitivity in cancer” project from the Sanger Institute, ENI10 score of
all human cancers cell lines available were correlated with their IC5g to 441 drugs. Targets of the drugs with a significative negative correlation between
the ENINO ssGSEA score and ICsq (indicating a sensitivity to the drug when the ENI10 score increase) are shown. According to the GDSC guidelines, red
dots show drugs with a significative ICsg correlation with the ENI10 score with a P value inferior to 0.001 and a Benjamini-Hochberg FDR inferior to

0.25. Black dots show suggestive correlations with a P value inferior to 0.005 and a nonparametric P value inferior to 0.1.

that the CDI0 score is associated with poor PFI for more than 50% (18/33) of the
tested cancer types (Fig. 5B). Kaplan-Meier curves for all cancer types where
the ENTIO score predicted survival are shown (Supplementary Fig. S3C). Impor-
tantly, when available we analyzed the predictive value of the ENII0 score as a
function of tumor stage. This analysis revealed that in a number of cancers, the
ENTI10 score discriminates patients with a worse prognosis even at an early stage,
including for the very aggressive pancreatic adenocarcinoma (Fig. 5C). Patient
survival was the most strongly determined by the ENI10 score for TCGA uveal
melanoma (UVM; Supplementary Fig. S3C). Because UVM is a rare and very
specific type of melanoma, we explored an in-house cohort of skin nevus or
melanoma at different stages of clinically-defined transformation. As observed
in breast tissue, the ENII0 score increased within tumor cells even at very early
stages of skin transformation (Fig. 5D). The same increase in ENII0 score was
found using transcriptomic data from another cohort of benign melanocytic
nevi and primary melanoma from the literature (ref. 54; Supplementary
Fig. $3D).

We then attempted to correlate the ENII0 score and drug response using all
cancer types represented in the Cancer Cell Line Encyclopedia. A subset of 9
drugs appeared to efficiently target a broad range of cancer cell lines expressing
high levels of the ENII0 score (Fig. 5E; Supplementary Tables S5 and S6). This
included cetuximab (as in the breast cancer specific analysis), IGFIR and LCK
inhibitors, all identified to modulate the SAC (55, 56). Very interestingly, three
of the nine drugs are inhibitors of PARP also reported to downregulate the SAC
and induce a G,-M arrest (57).

Collectively, these findings indicate that using the ENII0 molecular signature
is a robust and powerful way to predict clinical outcome in a large number of
different solid tumors. In addition, our analyses unveiled a short list of drugs
that may efficiently target cancer cells with a high ENTI0 score, likely owing to
their ability to modulate SAC-related elements. Altogether, these data strongly
suggest that the ENII0 signature may help to identify high-risk patients and

tailor systemic therapy in patients with cancer.

Discussion

We explored the importance of CDI0 expression during mammary SC
transformation using a new series of breast cancer models based on non-
oncogene-driven transformation of the MCFI10A cell line that we developed

by chronic exposure to BMP2 (21). We unveil that CD10 expression increases
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with cell transformation and remains linked to SC-like properties in fully trans-
formed cells, though it was not necessary to maintain a transformed state. This
is consistent with data reported in breast cancer (7), melanoma (58), lung can-
cer, mesothelioma (59, 60), or head and neck squamous cell carcinoma (6), and
indicates that CD10™ cells share common features with SC both in their normal
and transformed state. We extracted a CD10™ SC-specific molecular signature
of 159 genes enriched in primary breast cancers and identified this ENT10 index

as a reliable marker for breast cancer prognosis (44, 45).

The ENII0 was significantly enriched in various solid tumor tissues compared
with paired healthy tissues regardless of the initial ENIIO level. In addition,
using our breast cancer MCF10A-derived BMP2-driven early transformation
model or primary non-tumoral tissues from BRCA-mutated carriers, we estab-
lished that the ENTIO0 is a powerful tool to identify very early transformation
processes, further confirmed in the context of melanoma in which CD10
has been associated with aggressiveness and treatment escape (58). The in-
creased risk gradient observed in a Pan-Cancer Cox model, highlighted a
dose-response relationship of the effect of the ENII0 on patient outcome. A
role for BMP signaling has been reported in cancers for which we identify that
a high ENTI0 was predictive of poor prognosis [melanoma (61, 62), lung adeno-
carcinoma (63), Glioma (64, 65), clear renal carcinoma (66), prostate (67, 68)
or pancreas (69, 70)]. In addition, a direct link between CD10-expressing cells
and a BMP-SC response is described in lymphoid (17), breast (38) or nervous
system (18) as well as during cancer formation or progression (23). Altogether,
it suggests that within CD10-expressing immature cells a cellular subset could
constitute a preferential target of the transformation process which will con-
sequently lead to an enrichment of the ENII0. Therefore, CD10™ cells could
constitute a preferential pool of cells highly sensitive to a BMP-driven trans-
formation (70). Modulation of CDI10 expression confirmed its direct control
of a significant number of genes of the ENII0 involved in G;-M, such as the
SAC. Importantly, SAC-related genes are involved in asymmetric cell division,
a key SC feature (71, 72) that allows one of the two daughter cells to preferen-
tially inherit the leading strand (mother) chromatid (73). This ensures fidelity
of chromosome segregation and prevents chromosome instability. Dysregula-
tion of the SAC promote aneuploidy, tumor initiation, and progression (48, 49).
Interestingly, in breast cancer cells, BMP signaling controls genes of the mi-
totic checkpoints of the SAC (TTK/MPSI; ref. 74), highlighting a link between
BMP-responsive SCs, CDI10 and the asymmetric division process ensured by

SAC-related genes. It suggests a role for CD10 in preventing the acquisition of

Cancer Res Commun; 3(9) September 2023

1977



Guyot et al.

chromosomal instability by SC that could contribute to resistance and main-
tenance of CD10-expressing CSC. Also, drugs that induce a G,—M arrest and
target the SAC, such as PARP inhibitors (PARPj; ref. 57), cetuximab (75), IGFIR,
and LCK inhibitors (46, 55, 56), seemed to particularly predict efficiency against
cancer cells with a high ENII0 score. In this context, pancreatic cancer (PAAD)
is especially impressive as the ENI10 score identify patients with PAAD at early
stages or grades that could benefit from PARPis as suggested (76).

In summary, we identified a molecular signature related to the CD10 function
on SC features and representative of premalignant cells even though CDI10 itself
does not drive cell transformation. This ENI10 is linked to cancer evolution and
patient survival and may contribute to identifying effective therapies. This score
appears to be unique, powerful and highly robust to help predict cancer evo-
lution in many different cancer types including very early stages of the disease
in the worst types of solid cancers. Further analysis in various clinical settings,
for example, focusing on specific cancers like PAAD or response to treatments
like PARPi could lead to define in each case clinically useful thresholds of the

ENII0 score for patient management.

Authors’ Disclosures

B. Guyot reports grants from Canceropdle 19 Rhone-Auvergne, Agence Na-
tionale pour la Recherche, Institut National du Cancer, Cancerpole Ile de
France, Région Rhone Alpes, Ligue Nationale contre le Cancer, Fondation
ARC, Association Ruban Rose, and Comité féminin pour le dépistage du can-
cer du sein 74 during the conduct of the study; in addition, B. Guyot has a
patent to WO2020201166 issued. F. Clément reports grants from Region Rhone-
Alpes and Foundation ARC during the conduct of the study; in addition, F.
Clément has a patent to W02020201166A1 issued. ].-P. Foy reports a patent
to PCT/EP2020/058872 issued. P. Saintigny reports grants from HTG molec-
ular diagnostics, Inivata, Archer Dx, Bristol Myer Squibb, Roche Molecular
Diagnostics, Roche, AstraZeneca, Novartis, BMS Foundation, Omicure, Ari-
anaPharma, and Illumina outside the submitted work; in addition, P. Saintigny
has a patent to Patent on CD10 molecular signature, relative to the presence of
CSCs, as a clinical marker to monitor residual disease and progression markers
in solid tumors, issued. V. Maguer-Satta reports grants from Canceropole Clara,
Agence Nationale pour la Recherche, Institut National du Cancer, Canceropole
Ile de France, Region Rhone Alpes, Ligue Nationale contre le Cancer, Fonda-
tion ARC, Association Ruban Rose, and Comité Féminin pour le depistage du
cancer du sein 74 during the conduct of the study; in addition, V. Maguer-Satta
has a patent to W0202001166 issued. No disclosures were reported by the other

authors.

References

1. Maguer-Satta V, Besancon R, Bachelard-Cascales E. Concise review: neu-
tral endopeptidase (CD10): a multifaceted environment actor in stem cells,
physiological mechanisms, and cancer. Stem Cells 2011;29: 389-96.

2. Kenny AJ, O’Hare MJ, Gusterson BA. Cell-surface peptidases as modulators of
growth and differentiation. Lancet 1989;2: 785-7.

3. Mizerska-Dudka M, Kandefer-Szerszen M. Neutral endopeptidase, its inhibitors
and cancer: is there a relationship among them? Arch Immunol Ther Exp
2015;63: 197-205.

Cancer Res Commun; 3(9) September 2023

Authors’ Contributions

B. Guyot: Conceptualization, resources, supervision, investigation, method-
ology, writing-original draft. F. Clément: Resources, formal analysis, inves-
tigation, methodology. Y. Drouet: Resources, formal analysis, investigation,
visualization, methodology, writing-original draft. X. Schmidt: Resources, in-
vestigation, methodology. S. Lefort: Investigation, methodology. E. Delay:
Resources. I. Treilleux: Formal analysis, investigation. J.-P. Foy: Formal anal-
ysis, investigation. S. Jeanpierre: Investigation, methodology. E. Thomas:
Investigation. J. Kielbassa: Investigation. L. Tonon: Investigation. H.H.
Zhu: Resources. P. Saintigny: Formal analysis, investigation. W.-Q. Gao:
Resources. A. de la Fouchardiere: Resources, investigation. F. Tirode:
Resources, investigation. A. Viari: Investigation. J.-Y. Blay: Resources, in-
vestigation, writing-review and editing. V. Maguer-Satta: Conceptualization,
formal analysis, supervision, funding acquisition, investigation, methodology,

writing-original draft, project administration.

Acknowledgments

We thank Dr Patrick Mehlen for its support and helpful advices. We thank
P. Battiston-Montagne and C. Vanbelle, CRCL-PIC cytometry and imaging
platform. We thank Dr Brigitte MANSHIP (CRCL) for critical English proof-
reading. This study was funded by Canceropodle Rhone-Auvergne (CLARA)
(V. Maguer-Satta); Agence Nationale de la Recherche (V. Maguer-Satta,
ANR-10-LABX-0061, ANR-CESA-018-04 and Convergence PLASCAN ANR-
17-CONV-0002); Institut National du Cancer (V. Maguer-Satta and X. Schmidt,
INCA-PLBIO 2010-216); Cancéropdle Ile-de-France 2014-1-SEIN-01-ICR-1 (V.
Maguer-Satta); Région Rhone-Alpes (V. Maguer-Satta and F. Clément, CMIRA-
COOPERA-12-004945-01); La Ligue Nationale Contre le Cancer Ain, Rhone
and Sadne-et-Loire (V. Maguer-Satta); Fondation ARC (V. Maguer-Satta,
SFI20111203500, PJA20171206331); the ERICAN program of Fondation MSD-
Avenir (V. Maguer-Satta, DS-2018-0015) and Déchaine Ton Cceur; Association
RUBAN ROSE Prix Avenir 2021 (V. Maguer-Satta); Comité féminin pour le
dépistage du cancer du sein 74 (V. Maguer-Satta and E. Delay).

Note

Supplementary data for this article are available at Cancer Research Comm-

unications Online (https://aacrjournals.org/cancerrescommun/).

Received May 02, 2023; revised August 01, 2023; accepted September 08, 2023;
published first September 29, 2023.

4. Carl-McGrath S, Lendeckel U, Ebert M, Rocken C. Ectopeptidases in tumour
biology: a review. Histol Histopathol 2006;21: 1339-53.

5. Bachelard-Cascales E, Chapellier M, Delay E, Pochon G, Voeltzel T, Puisieux A,
et al. The CD10 enzyme is a key player to identify and regulate human mammary
stem cells. Stem Cells 2010;28: 1081-8.

6. Fukusumi T, Ishii H, Konno M, Yasui T, Nakahara S, Takenaka Y, et al. CD10 as a
novel marker of therapeutic resistance and cancer stem cells in head and neck
squamous cell carcinoma. Br J Cancer 2014;111: 506-14.

https://doi.org/10.1158/2767-9764.CRC-23-0196 | CANCER RESEARCH COMMUNICATIONS


https://aacrjournals.org/cancerrescommun/

20.

21.

22.

23

24,

25.

26.

27.

28.

Louhichi T, Saad H, Dhiab MB, Ziadi S, Trimeche M. Stromal CD10 expression in
breast cancer correlates with tumor invasion and cancer stem cell phenotype.
BMC Cancer 2018;18: 49.

Raposo TP, Comes MS, Idowu A, Agit B, Hassall J, Fadhil W, et al. CD10 in-
hibits cell motility but expression is associated with advanced stage disease in
colorectal cancer. Exp Mol Pathol 2018;104: 190-8.

YuS,LuY,SuA, Chen J, Li J, Zhou B, et al. A CD10-OGP membrane peptolytic
signaling axis in fibroblasts regulates lipid metabolism of cancer stem cells via
SCD1. Adv Sci 2021;8: €2101848.

Wang Y, Li Q, Xu L, Chen J, Pu Y, Wang L, et al. Cancer stemness of CD10-
positive cells regulated by Hedgehog pathway promotes the resistance to
cisplatin in oral squamous cell carcinoma. Oral Dis 2021;27: 1403-11.

. Virtanen S, Schulte R, Stingl J, Caldas C, Shehata M. High-throughput sur-

face marker screen on primary human breast tissues reveals further cellular
heterogeneity. Breast Cancer Res 2021;23: 66.

Ffrench B, Gasch C, Hokamp K, Spillane C, Blackshields G, Mahgoub TM, et al.
CD107/ALDH-" cells are the sole cisplatin-resistant component of a novel ovarian
cancer stem cell hierarchy. Cell Death Dis 2017;8: e3128.

Mishra D, Singh S, Narayan G. Role of B cell development marker CD10 in cancer
progression and prognosis. Mol Biol Int 2016;2016: 4328697.
Bergman-Larsson J, Gustafsson S, Mear L, Huvila J, Tolf A, Olovsson M, et al.
Combined expression of HOXATI and CD10 identifies endometriosis versus
normal tissue and tumors. Ann Diagn Pathol 2022;56: 151870.

Koulis A, Di Costanzo N, Mitchell C, Lade S, Goode D, Busuttil RA, et al. CD10
and Dasl: a biomarker study using immunohistochemistry to subtype gastric
intestinal metaplasia. BMC Gastroenterol 2022;22: 197.

Kersten C, Dosen G, Myklebust JH, Sivertsen EA, Hystad ME, Smeland EB, et al.
BMP-6 inhibits human bone marrow B lymphopoiesis-upregulation of Id1 and
1d3. Exp Hematol 2006;34: 72-81.

Ichii M, Oritani K, Yokota T, Nishida M, Takahashi |, Shirogane T, et al. Regulation
of human B lymphopoiesis by the transforming growth factor-beta superfamily
in a newly established coculture system using human mesenchymal stem cells
as a supportive microenvironment. Exp Hematol 2008;36: 587-97.

Mujtaba T, Mayer-Proschel M, Rao MS. A common neural progenitor for the CNS
and PNS. Dev Biol 1998;200: 1-15.

Laperrousaz B, Jeanpierre S, Sagorny K, Voeltzel T, Ramas S, Kaniewski B, et al.
Primitive CML cell expansion relies on abnormal levels of BMPs provided by the
niche and on BMPRIb overexpression. Blood 2013;122: 3767-77.

Voeltzel T, Flores-Violante M, Zylbersztejn F, Lefort S, Billandon M, Jeanpierre S,
et al. A new signaling cascade linking BMP4, BMPRIA, DeltaNp73 and NANOG
impacts on stem-like human cell properties and patient outcome. Cell Death
Dis 2018;9: 1011.

Chapellier M, Bachelard-Cascales E, Schmidt X, Clement F, Treilleux |, Delay
E, et al. Disequilibrium of BMP2 levels in the breast stem cell niche launches
epithelial transformation by overamplifying BMPRIB cell response. Stem Cell
Reports 2015;4: 239-54.

Clement F, Xu X, Donini CF, Clement A, Omarjee S, Delay E, et al. Long-term
exposure to bisphenol A or benzo(a)pyrene alters the fate of human mammary
epithelial stem cells in response to BMP2 and BMP4, by pre-activating BMP
signaling. Cell Death Differ 2017;24: 155-66.

Berzaghi R, Maia VS, Pereira FV, Melo FM, Guedes MS, Origassa CS, et al. SOCS1
favors the epithelial-mesenchymal transition in melanoma, promotes tumor
progression and prevents antitumor immunity by PD-L1 expression. Sci Rep
2017;7: 40585.

Clarke MF. Clinical and therapeutic implications of cancer stem cells. N Engl J
Med 2019;380: 2237-45.

Saygin C, Matei D, Majeti R, Reizes O, Lathia JD. Targeting cancer stemness in
the clinic: from hype to hope. Cell Stem Cell 2019;24: 25-40.

Lei MML, Lee TKW. Cancer stem cells: emerging key players in immune evasion
of cancers. Front Cell Dev Biol 2021;9: 692940.

Reich M, Liefeld T, Gould J, Lerner J, Tamayo P, Mesirov JP. GenePattern 2.0.
Nat Genet 2006;38: 500-1.

Caicedo JC, Cooper S, Heigwer F, Warchal S, Qiu P, Molnar C, et al. Data-analysis
strategies for image-based cell profiling. Nat Methods 2017;14: 849-63.

AACRJournals.org

29.

30.

31.

32.

33.

34,

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

CD10 Early Neoplasia Index and Cancer Prognosis

Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA, et al.
Gene set enrichment analysis: a knowledge-based approach for interpreting
genome-wide expression profiles. Proc Natl Acad SciU S A 2005;102: 15545-50.

Krug K, Mertins P, Zhang B, Hornbeck P, Raju R, Ahmad R, et al. A curated re-
source for phosphosite-specific signature analysis. Mol Cell Proteomics 2019;18:
576-93.

Liu J, Lichtenberg T, Hoadley KA, Poisson LM, Lazar AJ, Cherniack AD, et al. An
integrated TCGA pan-cancer clinical data resource to drive high-quality survival
outcome analytics. Cell 2018;173: 400-16.

Netanely D, Avraham A, Ben-Baruch A, Evron E, Shamir R. Expression and
methylation patterns partition luminal-A breast tumors into distinct prognostic
subgroups. Breast Cancer Res 2016;18: 74.

Parker JS, Mullins M, Cheang MC, Leung S, Voduc D, Vickery T, et al. Super-
vised risk predictor of breast cancer based on intrinsic subtypes. J Clin Oncol
2009;27: 1160-7.

Kadota M, Yang HH, Gomez B, Sato M, Clifford RJ, Meerzaman D, et al. Delin-
eating genetic alterations for tumor progression in the MCF10A series of breast
cancer cell lines. PLoS One 2010;5: €9201.

Neve RM, Chin K, Fridlyand J, Yeh J, Baehner FL, Fevr T, et al. A collection of
breast cancer cell lines for the study of functionally distinct cancer subtypes.
Cancer Cell 2006;10: 515-27.

Debnath J, Muthuswamy SK, Brugge JS. Morphogenesis and oncogenesis
of MCF-10A mammary epithelial acini grown in three-dimensional basement
membrane cultures. Methods 2003;30: 256-68.

Villadsen R, Fridriksdottir AJ, Ronnov-Jessen L, Gudjonsson T, Rank F, LaBarge
MA, et al. Evidence for a stem cell hierarchy in the adult human breast. J Cell
Biol 2007;177: 87-101.

Fridriksdottir AJ, Villadsen R, Morsing M, Klitgaard MC, Kim J, Petersen OW,
et al. Proof of region-specific multipotent progenitors in human breast epithelia.
Proc Natl Acad Sci U S A 2017;114: E10102-E11.

lliopoulos D, Hirsch HA, Wang G, Struhl K. Inducible formation of breast cancer
stem cells and their dynamic equilibrium with non-stem cancer cells via IL6
secretion. Proc Natl Acad Sci U S A 2011;108: 1397-402.

Sheshadri N, Catanzaro JM, Bott AJ, Sun Y, Ullman E, Chen El, et al.
SCCAT/SERPINB3 promotes oncogenesis and epithelial-mesenchymal transi-
tion via the unfolded protein response and IL6 signaling. Cancer Res 2014;74:
6318-29.

Turashvili G, Bouchal J, Baumforth K, Wei W, Dziechciarkova M, Ehrmann J,
et al. Novel markers for differentiation of lobular and ductal invasive breast car-
cinomas by laser microdissection and microarray analysis. BMC cancer 2007;7:
55.

Liberzon A, Birger C, Thorvaldsdottir H, Ghandi M, Mesirov JP, Tamayo P. The
Molecular Signatures Database (MSigDB) hallmark gene set collection. Cell Syst
2015;1: 417-25.

Cooper LA, Demicco EG, Saltz JH, Powell RT, Rao A, Lazar AJ. PanCancer in-
sights from The Cancer Genome Atlas: the pathologist’s perspective. J Pathol
2018;244: 512-24.

Curtis C, Shah SP, Chin SF, Turashvili G, Rueda OM, Dunning MJ, et al. The ge-
nomic and transcriptomic architecture of 2,000 breast tumours reveals novel
subgroups. Nature 2012;486: 346-52.

Kretschmer C, Sterner-Kock A, Siedentopf F, Schoenegg W, Schlag PM,
Kemmner W. Identification of early molecular markers for breast cancer. Mol
Cancer 2011;10: 15.

Barretina J, Caponigro G, Stransky N, Venkatesan K, Margolin AA, Kim S, et al.
The cancer cell line encyclopedia enables predictive modelling of anticancer
drug sensitivity. Nature 2012;483: 603-7.

Nakayama Y, lgarashi A, Kikuchi I, Obata Y, Fukumoto Y, Yamaguchi N.
Bleomycin-induced over-replication involves sustained inhibition of mitotic
entry through the ATM/ATR pathway. Exp Cell Res 2009;315: 2515-28.

Brown A, Geiger H. Chromosome integrity checkpoints in stem and progenitor
cells: transitions upon differentiation, pathogenesis, and aging. Cell Mol Life Sci
2018;75: 3771-9.

Foijer F, DiTommaso T, Donati G, Hautaviita K, Xie SZ, Heath E, et al. Spindle
checkpoint deficiency is tolerated by murine epidermal cells but not hair follicle
stem cells. Proc Natl Acad Sci U S A 2013;110: 2928-33.

Cancer Res Commun; 3(9) September 2023

1979



1980

Guyot et al.

50.

51

52.

53.

54,

55.

56.

57.

58.

59.

60.

61.

62.

Cancer Res Commun; 3(9) September 2023

Dominguez D, Tsai YH, Gomez N, Jha DK, Davis I, Wang Z. A high-resolution
transcriptome map of cell cycle reveals novel connections between periodic
genes and cancer. Cell Res 2016;26: 946-62.

Pece S, Disalvatore D, Tosoni D, Vecchi M, Confalonieri S, Bertalot G, et al. Identi-
fication and clinical validation of a multigene assay that interrogates the biology
of cancer stem cells and predicts metastasis in breast cancer: a retrospective
consecutive study. EBioMedicine 2019;42: 352-62.

Smith BA, Balanis NG, Nanjundiah A, Sheu KM, Tsai BL, Zhang Q, et al. A human
adult stem cell signature marks aggressive variants across epithelial cancers.
Cell Rep 2018;24: 3353-66.

Uhlen M, Bjorling E, Agaton C, Szigyarto CA, Amini B, Andersen E, et al. A human
protein atlas for normal and cancer tissues based on antibody proteomics. Mol
Cell Proteomics 2005;4: 1920-32.

Kunz M, Loffler-Wirth H, Dannemann M, Willscher E, Doose G, Kelso J, et al.
RNA-seq analysis identifies different transcriptomic types and developmental
trajectories of primary melanomas. Oncogene 2018;37: 6136-51.

Liu Y, Malureanu L, Jeganathan KB, Tran DD, Lindquist LD, van Deursen JM,
et al. CAML loss causes anaphase failure and chromosome missegregation. Cell
Cycle 2009;8: 940-9.

Yamagishi A, lkeda Y, lkeuchi M, Yuki R, Saito Y, Nakayama Y. Targeting insulin-
like growth factor 1 receptor delays m-phase progression and synergizes with
aurora b inhibition to suppress cell proliferation. Int J Mol Sci 2020;21: 1058.

Majuelos-Melguizo J, Rodriguez MI, Lopez-Jimenez L, Rodriguez-Vargas JM,
Marti Martin-Consuegra JM, Serrano-Saenz S, et al. PARP targeting counteracts
gliomagenesis through induction of mitotic catastrophe and aggravation of
deficiency in homologous recombination in PTEN-mutant glioma. Oncotarget
2015;6: 4790-803.

Oba J, Nakahara T, Hashimoto-Hachiya A, Liu M, Abe T, Hagihara A, et al.
CD10-equipped melanoma cells acquire highly potent tumorigenic activity:
a plausible explanation of their significance for a poor prognosis. PLoS One
2016;11: €0149285.

Kadota K, Buitrago D, Lee MC, Villena-Vargas J, Sima CS, Jones DR, et al.
Tumoral CD10 expression correlates with high-grade histology and increases
risk of recurrence in patients with stage | lung adenocarcinoma. Lung Cancer
2015;89: 329-36.

Kadota K, Villena-Vargas J, Nitadori J, Sima CS, Jones DR, Travis WD, et al.
Tumoral CD10 expression correlates with aggressive histology and prognosis in
patients with malignant pleural mesothelioma. Ann Surg Oncol 2015;22: 3136-
43,

Gao J, Muroya R, Huang F, Nagata K, Shin M, Nagano R, et al. Bone morpho-
genetic protein induces bone invasion of melanoma by epithelial-mesenchymal
transition via the Smad1/5 signaling pathway. Lab Invest 2021;101: 1475-83.
Gramann AK, Frantz WT, Dresser K, Gomes CBF, Lian CG, Deng A, et al. BMP sig-
naling promotes neural crest identity and accelerates melanoma onset. J Invest
Dermatol 2021;141: 2067-70.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

Xu Z, Chen C. Abnormal expression and prognostic significance of bone mor-
phogenetic proteins and their receptors in lung adenocarcinoma. Biomed Res
Int 2021;2021: 6663990.

Verploegh ISC, Conidi A, Brouwer RWW, Balcioglu HE, Karras P, Makhzami
S, et al. Comparative single-cell RNA-sequencing profiling of BMP4-treated
primary glioma cultures reveals therapeutic markers. Neuro Oncol 2022;24:
2133-45.

Kaye J, Mondal A, Foty R, Jia D, Langenfeld J. Bone morphogenetic protein
receptor inhibitors suppress the growth of glioblastoma cells. Mol Cell Biochem
2022;477:1583-95.

Zhang F, Wu P, Wang Y, Zhang M, Wang X, Wang T, et al. Identification of
significant genes with prognostic influence in clear cell renal cell carcinoma via
bioinformatics analysis. Trans| Androl Urol 2020;9: 452-61.

Tremblay M, Viala S, Shafer ME, Graham-Paquin AL, Liu C, Bouchard M. Reg-
ulation of stem/progenitor cell maintenance by BMP5 in prostate homeostasis
and cancer initiation. Elife 2020;9: e54542.

Han H, Wang Y, Curto J, Gurrapu S, Laudato S, Rumandla A, et al. Mesenchymal
and stem-like prostate cancer linked to therapy-induced lineage plasticity and
metastasis. Cell Rep 2022;39: 110595.

Kokaji E, Shimomura A, Minamisaka T, Nakajima T, Miwa S, Hatta H, et al. En-
doglin (CD105) and SMAD4 regulate spheroid formation and the suppression
of the invasive ability of human pancreatic cancer cells. Int J Oncol 2018;52:
892-900.

Kelly MP, Savage JW, Bentzen SM, Hsu WK, Ellison SA, Anderson PA. Cancer
risk from bone morphogenetic protein exposure in spinal arthrodesis. J Bone
Joint Surg Am 2014;96: 1417-22.

Carty BL, Dunleavy EM. Centromere assembly and non-random sister chromatid
segregation in stem cells. Essays Biochem 2020;64: 223-32.

Dattoli AA, Carty BL, Kochendoerfer AM, Morgan C, Walshe AE, Dunleavy EM.
Asymmetric assembly of centromeres epigenetically regulates stem cell fate.
J Cell Biol 2020;219: €201910084.

Royall LN, Jessberger S. How stem cells remember their past. Curr Opin Cell
Biol 2021;69: 17-22.

Yan H, Zhu S, Song C, Liu N, Kang J. Bone morphogenetic protein (BMP) sig-
naling regulates mitotic checkpoint protein levels in human breast cancer cells.
Cell Signal 2012;24: 961-8.

Chen H, Lu W, Zhang Y, Zhu X, Zhou J, Chen Y. A Bayesian net-
work meta-analysis of the efficacy of targeted therapies and chemotherapy
for treatment of triple-negative breast cancer. Cancer Med 2019;8: 383-
99.

Reiss KA, Mick R, O’Hara MH, Teitelbaum U, Karasic TB, Schneider C, et al.
Phase Il Study of maintenance rucaparib in patients with platinum-sensitive
advanced pancreatic cancer and a pathogenic germline or somatic variant in
BRCAI, BRCA2, or PALB2. J Clin Oncol 2021;39: 2497-505.

https://doi.org/10.1158/2767-9764.CRC-23-0196 | CANCER RESEARCH COMMUNICATIONS




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 0
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 200
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 200
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 900
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on '[High Quality Print]'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides true
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        18
        18
        18
        18
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 18
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [792.000 1224.000]
>> setpagedevice


