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Identifying biomarkers of breast cancer ® e
micrometastatic disease in bone marrow

using a patient-derived xenograft mouse

model

Sreeraj G. Pillai', Shungiang Li%, Chidananda M. Siddappa', Matthew J Ellis®, Mark A. Watson®* and Rebecca Aft"*¢"

Abstract

Background: Disseminated tumor cells (DTCs) found in the bone marrow (BM) of patients with breast cancer
portend a poor prognosis and are thought to be intermediaries in the metastatic process. To assess the clinical
relevance of a mouse model for identifying possible prognostic and predictive biomarkers of these cells, we have
employed patient-derived xenografts (PDX) for propagating and molecularly profiling human DTCs.

Methods: Previously developed mouse xenografts from five breast cancer patients were further passaged by
implantation into NOD/SCID mouse mammary fat pads. BM was collected from long bones at early, serial
passages and analyzed for human-specific gene expression by gRT-PCR as a surrogate biomarker for the
detection of DTCs. Microarray-based gene expression analyses were performed to compare expression profiles
between primary xenografts, solid metastasis, and populations of BM DTCs. Differential patterns of gene
expression were then compared to previously generated microarray data from primary human BM aspirates
from patients with breast cancer and healthy volunteers.

Results: Human-specific gene expression of SNA/T, GSC, FOXC2, KRT19, and STAM?2, presumably originating from DTCs,
was detected in the BM of all xenograft mice that also developed metastatic tumors. Human-specific gene expression
was undetectable in the BM of those xenograft lines with no evidence of distant metastases and in non-transplanted
control mice. Comparative gene expression analysis of BM DTCs versus the primary tumor of one mouse line identified
multiple gene transcripts associated with epithelial-mesenchymal transition, aggressive clinical phenotype, and
metastatic disease development. Sixteen of the PDX BM associated genes also demonstrated a statistically
significant difference in expression in the BM of healthy volunteers versus the BM of breast cancer patients
with distant metastatic disease.

Conclusion: Unique and reproducible patterns of differential gene expression can be identified that presumably
originate from BM DTCs in mouse PDX lines. Several of these identified genes are also detected in the BM of patients
with breast cancer who develop early metastases, which suggests that they may be clinically relevant biomarkers. The
PDX model may also provide a clinically relevant system for analyzing and targeting these intermediaries of metastases.

Keywords: Breast cancer, Disseminated tumor cells, Patient-derived xenograft, Metastasis, Gene expression profile

* Correspondence: aftr@wustl.edu

'Department of Surgery, Washington University School of Medicine, 660
South Euclid Avenue, St. Louis, MO 63110, USA

>Siteman Cancer Center at the Washington University School of Medicine, St.
Louis, MO, USA

Full list of author information is available at the end of the article

- © The Author(s). 2017 Open Access This article is distributed under the terms of the Creative Commons Attribution 4.0
() B|°Med Central International License (http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and
reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to
the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver
(http://creativecommons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.


http://crossmark.crossref.org/dialog/?doi=10.1186/s13058-017-0927-1&domain=pdf
mailto:aftr@wustl.edu
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/

Pillai et al. Breast Cancer Research (2018) 20:2

Background

Multiple prospective clinical trials have demonstrated
that disseminated tumor cells (DTCs) found in the bone
marrow (BM) of patients with early-stage breast cancer
are highly correlated with early recurrent disease devel-
opment and portend a poor prognosis [1, 2], even many
years after initial diagnosis [3]. BM DTCs are thought to
be intermediaries in the metastatic process, transitioning
in the BM, re-entering the circulation, and proliferating
in distant organs with a favorable molecular micro-
environment [4]. DTCs in the BM may be indicative of
the systemic burden of micrometastatic disease in the
patient [2]. Those patients with residual DTCs after
chemotherapy are at very high risk of recurrence, indi-
cating that those cells that survive chemotherapy have
high metastatic potential [5]. Recent animal models sug-
gest that early disseminated cells evolve in parallel to the
primary tumor and have high metastatic potential [6, 7].
To prevent the development of metastatic outgrowth, it
is necessary to devise therapeutic strategies to target the

intermediary cancer cells that evade conventional
treatment.
To date, primary DTCs have been difficult to

characterize. The rarity of these cells, the lack of uni-
form markers for detecting cells with metastatic poten-
tial, and the evolution of the cells while in a foreign
micro-environment are the main constraints in identify-
ing, isolating, and molecularly characterizing DTCs from
patient BM specimens [8]. To address these limitations,
we have investigated the use of patient-derived xenograft
mouse models (PDX), wherein primary human breast
carcinomas are transplanted and propagated in the
mammary fat pad of mice, as a continuous, reproducible
source of disseminated tumor cells for molecular
characterization. Multiple studies have documented that
the molecular profile, histopathological characteristics,
and therapeutic sensitivities of PDX tumors recapitulate
that of their primary tumor counterparts, and therefore
should serve as an excellent model for tracking, study-
ing, and testing interventions for metastatic disease
development [9-11]. Evidence from other studies shows
that primary, peripheral blood, circulating tumor cells
(CTCs) from patients with breast cancer can also survive
and propagate as mouse xenografts, again suggesting
phenotypic parallels between PDX and human metasta-
ses [12, 13]. Recently, detection of CTCs and DTCs has
been reported in a PDX model [14].

In this report, using a PDX system established by
transplanting primary tumors from pre-metastatic
patients with breast cancer, we demonstrate that devel-
opment of distant organ metastases correlates with the
presence of BM DTCs. Comparative gene expression
analysis of BM from these animals has allowed the iden-
tification of novel gene expression patterns associated
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with DTC colonization of BM and further supports the
concept that DTCs present in the BM undergo epithelial
to mesenchymal transition (EMT). Moreover, the ex-
pression of many of the genes identified in this PDX
model distinguish BM from patients with breast cancer
who develop early metastatic relapse from that of
healthy female volunteers, suggesting potential value as
prognostic and predictive biomarkers. We believe that
the PDX model is an effective tool to identify and study
the molecular characteristics of BM DTCs and their role
in the metastatic process, and should allow for the de-
velopment of new therapies to target these cells.

Methods

Patient population and establishment of PDX lines

After patients gave informed consent, human breast
adenocarcinomas were prospectively collected using a
protocol approved by the Institutional Review Board at
Washington University in St. Louis, and transplanted
into mice. All animal procedures were reviewed and
approved by the Institutional Animal Care and Use
Committee at Washington University in St. Louis.
Briefly, after 3-week old female NOD-SCID mice were
anesthetized, an inverted Y-shaped incision was made to
expose the mammary glands. Using a dissecting micro-
scope, the lymph-node and the vessel in the fat bridge
between the fourth and fifth mammary fat pads were
cauterized. The breast epithelium in this area was then
excised to create the “cleared fat pad” into which human
breast tissues were implanted without interference from
the host’s mammary epithelium. At 2 weeks post clear-
ance, 500,000 immortalized green fluorescent protein
(GFP)-labeled human breast fibroblasts were injected
into each cleared fat pad. After an additional 2 weeks,
the humanized fat pads received tumor implants. Breast
biopsies were prepared for engraftment by placing tissue
in ice-chilled high glucose DMEM, immediately trans-
porting it to the laboratory, and mincing into 1-2-mm
pieces for implantation in up to five mice. Further details
of the development and maintenance of xenograft lines
has been previously described [9-11]. Individual animals
are designated using the labeling convention: primary
tumor line — passage — unique animal ID (e.g. 17-B-
1141). Clinical features and pathological characteristics
of the five patient tumor xenograft lines that were used
for the present studies are listed in Table 1.

BM and RNA isolation

Mice were killed when the primary xenograft tumor
reached approximately 1.5 cm in size (approximately 6—
8 weeks after implanting the tumor tissues). The femur
and tibia were dissected from surrounding tissue, avoid-
ing potential contamination, and flushed with cold PBS
to isolate BM cells. Normal mouse BM samples were
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Table 1 Clinical details and pathological characteristics of tumor specimens used for generating the PDX WHIM lines, as determined

and further described in a previous publication [11]

Patient details

Xenograft details

Pt Receptor Subtype Source of Sites of Survival WHIM Mouse Receptor Site of
D status tissue metastasis (months) line D status metastases
262 ER+/HER2- Luminal-B Breast BN, CNS 37 11 11E 1221 ER+/HER2- None
303 ER-/HER2- Claudin-low Breast PL, PC 12 12 12A 1282 ER-/HER2- L
12A1291 L
12C1363 ER-/HER2- H
12C1264 None
12C 1375 None
12C 1376 None
270 ER-/HER2- Basal Chest wall BR, CT, L, H, BN 444 ® 13 13A 1204 ER-/PR- None
7192 ER-/HER2- Claudin-low Breast None 37+ ° 17 17A 1384 ER-/HER2- H, N
17B 1139 ER-/HER2- H
17B 1141 L
17B1188 L H
17B29 LHS
17C1180 ER-/HER2- L
17C1182 LHSK
319 ER+/HER2- Luminal-B Skin CT, N 97 23 23C 1832 None
23C 1833 ER+/HER2- None
23C 1834 None

Individual mice used for bone marrow analysis are designated by: WHIM line number - passage number - unique mouse 1D
Abbreviations: PDX patient-derived xenograft, WHIM Washington University Human in Mouse ER estrogen receptor, HER2 human epidermal growth factor receptor
2, BR breast, CNS brain, BN bone, L lung, CT cutaneous, PL pleura, PC pericardium, N nodes, H liver, S spleen, K kidney, PR progesterone receptor

PAlive at last follow up

collected from non-tumor-bearing NOD-SCID mice,
both with and without transplanted human fibroblasts.
BM from the four long bones of each animal was pooled
and cells pelleted for RNA extraction. Total RNA was
isolated from samples using Trizol reagent (Invitrogen)
according to manufacturer’s protocol. The extracted
RNA was quantified and qualitatively assessed using an
Agilent Bioanalyzer.

qRT-PCR

One microgram of RNA was used for synthesis of first-
strand complementary DNA (cDNA) using the Retro-
script (Ambion) kit with random hexamers. Resulting
c¢DNA was diluted to an equivalent of 10 ng/uL of input
RNA. qRT-PCR of the indicated genes was performed as
described previously [8]. Human specific primer/probe
sets for the genes tested were purchased from Applied
Biosystems and the assay ids of the probes used are
given in Additional file 1: Table S1. Each reaction con-
sisted of 2 pL of cDNA, TagMan Master Mix (Applied
Biosystems) and primer/probe set in a total volume of
20 pL. For each transcript/sample, triplicate reactions
were run in an ABI 7500 FAST Sequence Detection
System. If a transcript was not detected in at least two

replicates by cycle 40, it was considered absent in that
sample and excluded from further analysis. Reactions
with a cycle threshold (Ct) value difference >1.5 for the
same probe were also excluded from further analysis.
The Cr values of each gene were normalized to mouse
glyceraldehyde-3-phosphate dehydrogenase (GAPDH)
Crt values for the same sample. These delta Ct (dCr)
values were then normalized to corresponding dCrt
values of the non-tumor-bearing mice for the same tran-
script and fold change calculated using the ddCr
method. Transcripts that did not reach Cy in non-
tumor-bearing control mouse samples after 40 cycles
were assigned a Ct value of 40 for calculation purposes.

Microarray analysis

Gene expression profiling was performed as previously
described [8]. Total RNA was used for two-cycle bio-
tinylated cRNA target synthesis (Affymetrix). Resulting
biotinylated cRNA was quantified and samples that
yielded >15 pg of cRNA were used for GeneChip micro-
array hybridization. Fragmented, biotinylated cRNAs
were hybridized to Affymetrix Human Gene 1.0 ST
microarrays following standard protocols. Arrays were
hybridized, washed, and scanned following the
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manufacturer's protocol. GeneChip CEL files were proc-
essed with the RMA algorithm and normalized using
Partek Genomics Suite software. Differential patterns of
gene expression were identified from annotated, normal-
ized microarray data as detailed in the “Results” section.
All data filtering, visualization, and analysis of variance
(ANOVA) was performed using Partek Genomics Suite
software. A schematic of data sets utilized and analysis
workflows are presented in Fig. 1. Gene expression data are
available at Gene Expression Omnibus [GEA:GSE57947].

Results

Development of metastatic tumors correlates with
presence of human cells in mouse BM

To investigate the clinical relevance of PDX models for
studying BM DTCs in patients with breast cancer, we
utilized a set of previously characterized PDX mouse
lines [9, 11, 15]. BM was collected from a total of 18 ani-
mals, spanning five different passages and representing
initial implants from five different patients with a variety
of molecular phenotypes (Table 1). All but one patient
(7192) developed distant, clinical metastatic disease.

To allow for multiple molecular analyses with limited
amounts of BM, we employed a molecular screen to
detect BM DTCs in each animal, based on detection of
human-specific GAPDH (hGAPDH) transcript. As
shown in Fig. 2a, 10 of 18 (55%) animals analyzed had
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hGAPDH expression clearly emanated from BM DTCs
as other humanized xenograft animals and non-grafted
controls, but fat pad humanized animals, had no detect-
able expression of hGAPDH (data not shown). Further-
more, all BM samples were assayed for GFP gene
expression and found to be negative (data not shown),
suggesting that hGAPDH expression emanated from
actual DTCs and not from the GFP-labelled human
fibroblasts that were implanted and that may have mi-
grated from fat pad implantation. Although the actual
number of human DTCs present in the BM of each
mouse could not be calculated based on qRT-PCR data,
assuming that #GAPDH expression levels per input mass
of total RNA are proportional to DTC cell numbers, it is
clear that WHIM17 mice maintained a much higher
tumor burden in their BM, as compared to those from
the WHIM12 line (Fig. 2a).

Among the DTC-positive mice, seven originated from
the WHIM17 line and three originated from the
WHIM12 line. These ten animals all developed distant
solid metastases, primarily to the lung and liver (Table 1).
In contrast, eight other animals, originating from lines
WHIM11, WHIM12, WHIM13, and WHIM23 had nei-
ther detectable expression of #GAPDH in their BM nor
any evidence of distant solid metastases, even after pri-
mary tumor growth had progressed to 1.5 cm at their
greatest diameter at the time of sacrifice. The presence

detectable expression of AGAPDH in their BM. of BM DTCs and the development of distant metastases
Whim17 BM Control BM WHIM 17-B-29 WHIM 17-B-29
(N=7) (N=2) Tumor Met
— \ \
Figure 4 WHIM BM Genes WHIM 17-B-29 Tumor WHIM 17-B-29 Met
g (n=13, 294) Genes (n=13, 294) Genes (n=13, 294)
Supp. Table 1 WHIM BM- specific WHIM Met- specific
Genes (n=1,979) Genes (n=394)
I T
Publa]ed
Human Mapped Genes with Human Mapped Genes with
Table 2and 3 Citations (n=420) Citations (n=192)
T
. BRCA BM (N=16)
Figure 5 Normal BM (N=6)
FDR < 0.05
(BRCA BM vs. Normal BM)
Table 4
(n=17 genes)

Fig. 1 Data sets, analyses, and workflows utilized for identifying disseminated tumor cell gene expression biomarkers. BM bone marrow, Met
metastasis, BRCA breast cancer, WHIM Washington University Human in Mouse
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Fig. 2 Expression of human-specific GAPDH (hGAPDH) (a) and other biomarker genes of epithelial cell lineage and epithelial to mesenchymal
transition (b), detected in the bone marrow (BM) of patient-derived xenograft (PDX) mice. Expression of each transcript in the BM of tumor
bearing mice is represented relative to that in non-tumor-bearing humanized NOD-SCID mice (control), using the dd Cr method. Since human-specific
transcripts were not detected in the BM of control mice, for calculation purposes, a Cy value of 40 was assigned. *Animals that developed metastatic

tumors. The association between metastatic outcome and gene expression w
DSCR3 (p=0.004) and FOXC2 (p =0.036) analyzed by the Fisher exact test

as statistically significant for hGAPDH (p < 0.0001), STAMZ (p = 0.004),

were highly correlated (p <0.0001, Fisher’s exact test),
consistent with clinical observations of DTCs and meta-
static disease development in patients [1, 8]. In fact,
although only 18 animals were analyzed in this study,
detection of hGAPDH expression in BM was 100% spe-
cific and 100% sensitive for predicting metastatic spread
of the xenograft tumor.

Human DTCs in mouse BM express markers of epithelial-
mesenchymal transition (EMT)

Data suggest that only those cancer cells that undergo ex-
tensive molecular and phenotypic adaptations, such as
EMT, will successfully survive and proliferate in a foreign
micro-environment [16]. We therefore examined the BM of
the PDX mice for the expression of genes associated with
both epithelial cell lineage and EMT using directed, qRT-
PCR analyses for human-specific gene expression. EMT-
associated transcripts included Snaill (SNAII), Gooscoid
(GSC), and FOXC2. As expected, in control and non-

metastatic mice without #GAPDH expression in BM, none
of the epithelial and EMT marker genes were detected. In
eight of the ten #GAPDH-positive mice, epithelial marker
genes often used for DTC detection in human studies, ie
keratin17 (KRT'17), mammaglobin (SCGB2A2), and EpCAM
(TACSTDI) were also not detected. Keratinl9 (KRT19) ex-
pression was detected in only one animal derived from the
WHIM17 line (i.e. 17-B-1141). In contrast, expression of
three EMT marker transcripts, Snaill (SNAII), Gooscoid
(GSC), and FOXC2 were detected in many, albeit not all, of
the seven WHIM17-derived animals (Fig. 2b) but in none of
the WHIM12 mice. Since hGAPDH expression in the
WHIM12 animals was also lower, this may simply reflect
lower tumor (DTC) burden in the BM of these animals.

Comparative molecular profiles of DTCs and their
corresponding primary and metastatic tumors

To better understand the molecular evolution of tumor
metastasis we utilized one PDX line (WHIM17) to
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compare patterns of gene expression between primary
xenograft tumor, BM DTC populations, and distant solid
organ metastasis. Of specific interest were patterns of
gene expression that were unique to DTC populations,
and groups of genes that were common to both DTCs
and solid organ metastasis, but distinct from those of
the primary tumor itself.

Gene expression microarray analysis was performed
on the WHIM17 primary xenograft tumor (17-B-29),
a splenic metastasis that developed in that animal
(17-B-29), and one DTC-positive BM sample from the
same animal and six from different passages from the
same line. Although human-specific microarrays were
used for this analysis, it was expected that some
patterns of gene expression in the mouse BM samples
could originate from cross-hybridization of transcripts
from murine BM cells. Therefore, we also profiled
two BM samples from both control mice and non-
engrafted mice with humanized mammary fat pads.
Expression data from these animals was used as a
baseline to identify human DTC-specific expression in
the BM of each of the WHIM17 animals. To validate
this in silico approach, we selected six transcripts of
genes previously implicated in tumorigenesis and me-
tastasis [17-26] the expression of which was elevated
at least threefold in all seven WHIM BM samples, as
compared to control BM, and confirmed expression
using human-specific primers and qRT-PCR (Fig. 3,
Additional file 2: Table S2).

GLN3, ITGB3BB, MALATI, and ITGB1BP1 were de-
tected in the BM specimens from all WHIM17-derived
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mice, but not in the BM of mice derived from any other
line. CD44 and ALCAM expression was detected in both
mice that developed (WHIM17 and WHIM12) and mice
that did not develop (WHIM23) metastatic disease.
None of the non-tumor-bearing control mice with hu-
manized mammary fat pads demonstrated expression of
any of these genes (Fig. 3).

As shown in Fig. 4, global gene expression analysis of
seven WHIM17 BM samples and corresponding tumor
and metastatic lesion from the WHIM 17B29 animal
showed specific clusters of genes with upregulated
expression in both the primary tumor and the metastatic
lesion. Surprisingly, there was considerable variability in
gene expression among BM samples from the WHIM17
animals that appeared independent of tumor passage,
pattern of metastatic spread, RNA quality, or other tech-
nical parameters. Not surprisingly, the WHIM17B29 BM
expressed the greatest resemblance to the primary and
metastatic lesion from the same animal, while four other
BM samples shared a unique profile with a large number
of transcripts that were over represented compared to
primary tumor, metastasis, or other hGAPDH-positive
BM samples.

We focused on clusters of 1979 unique “BM-specific”
and 394 unique “metastasis-specific” transcripts to iden-
tify those that may be most relevant as biomarkers for
the presence of DTCs. Additional file 3: Table S3 pro-
vides a complete list of those transcripts with signifi-
cantly different expression between DTCs and primary
tumors, and metastasis and primary tumor, while
Tables 2 and 3 provide further filtered lists of those

-

N ALCAM B GNL3

ITGB3BP B MALAT1 CD44

W ITGB1BP1

13
100000 8
10000 a
5

1000 X
b}

®

100 2
=

10 =&
)

[

Fig 3 Validation of expressed genes identified from microarray analysis of Washington University Human in Mouse (WHIM)17 bone marrow (BM)
samples, by qRT-PCR. Expression of each transcript in the BM of tumor-bearing mice is represented relative to that in non-tumor-bearing humanized NOD-
SCID mice (control), using the dd G method. Since human-specific transcripts were not detected in the BM of control mice, for calculation purposes, a Gy
value of 40 was assigned. *Animals that developed metastatic tumors. The association between metastatic outcome and gene expression was statistically
significant for ALCAM (p=0.013), GNL3 (p=0.004), [TGB1BPT (p = 0.004). [TGB3BP (p = 0.004), MALATT (p =0.023 and CD44 (p = 0.004) analyzed by the Fisher
exact test




Pillai et al. Breast Cancer Research (2018) 20:2

17829
1781141
1781188
17C1182
17C1180
1781139
17A1384

-

1
-
2
@
~
-

17829 Primary

Fig. 4 Unsupervised hierarchical cluster analysis of 13,294 gene
transcripts across seven samples of Washington University Human
in Mouse (WHIM17) bone marrow (BM) and corresponding primary
tumor and metastatic lesion. Specific sample numbers are indicated
(see Table 1) and gene expression clusters specifically upregulated in
primary tumor, metastasis, and a subset of BM samples are highlighted

transcripts most highly associated with “metastasis” in
the published literature in a comparison between metas-
tases versus primary tumor and BM versus primary
tumor. Many of these genes could be therapeutically tar-
geted and are at different stages of clinical development
(Tables 2 and 3). SLPI is appears in both gene sets indi-
cating its enhanced expression in DTCs as well as meta-
static tumor.

The molecular profiles of PDX DTCs are also found in BM
from patients with breast cancer

Since gene expression patterns strongly suggested that
cells in PDX mouse BM are derived from their primary
xenograft tumor, and that there is a robust association
between their presence and metastatic outcome, we next
investigated whether gene expression in the BM of
mouse PDX models could also be detected in the BM of
patients with breast cancer, prior to the development of
overt metastatic disease. Using previously generated BM
gene expression microarray data from a cohort of
treatment-naive, clinical stage II/III patients with breast
cancer and healthy female controls [8], we examined the
expression of 420 unique genes from the PDX BM data
set to determine whether they could detect differences
between these populations. From the original set of 1979
“BM-specific” transcripts identified in the xenograft
model, we derived a set of 420 transcripts that both
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could be mapped to human microarray expression data
probe sets and that were annotated in PubMed citations
with the key words “metastasis”, “invasion”, and “epithe-
lial mesenchymal transition” (Fig. 1). Globally (Fig. 5)
the WHIM17 BM gene set did not distinguish healthy
female BM from BM of patients with breast cancer and
had no ability to classify those patients who did or did
not experience a distant metastatic event. However, we
did identify a subset of 17 genes with expression that
after correcting for false discovery, could distinguish
between healthy BM and BM from patients with breast
cancer (Table 4, Fig. 1). Given that the expression of
these genes (1) is frequently associated with biological
processes such as tumor cell proliferation, invasion, and
metastasis; (2) are detectable only in BM from PDX mice
that develop DTCs in their BM and distant organ metas-
tases; and (3) are expressed in patients with breast
cancer, as compared to healthy human BM, we propose
that they are excellent biomarker candidates for future
prospective studies to evaluate whether they can stratify
patients with breast cancer for risk of recurrent disease
based upon detection and classification of BM DTCs.

Discussion

The presence of DTCs in the BM of patients with early-
stage breast cancer identifies patients at high risk of
recurrence [1]. Clinically, it is not clear whether the
DTCs detected in the BM are the sole population of cells
that later develop into metastatic foci, whether they rep-
resent the systemic burden of micrometastatic disease,
or a combination of both. Regardless, clinical data dem-
onstrate that DTCs can persist through chemotherapy
and their presence after chemotherapy identifies a
patient population at very high risk of recurrence, rela-
tive to those patients who clear their DTCs with chemo-
therapy [5, 27, 28]. In spite of these findings, DTC
detection has not become a routine part of breast cancer
patient management, primarily due to the limited num-
ber of targetable biomarkers and lack of a cost-effective,
robust assay for detection which yields molecular infor-
mation [8]. If the DTC phenotype is representative of
the micrometastatic disease that will eventually become
metastatic foci, then eliminating DTCs with targeted
therapeutic approaches could prevent recurrent disease
and result in a survival benefit to patients with breast
cancer. Characterizing these cells is essential as our un-
derstanding of the parallel progression of the primary
tumor and DTCs improves [6, 29].

To date, it has been difficult to study the role of DTCs
in the metastatic cascade and to perform molecular
characterization due to their rarity. However, several
studies have shown that PDX models recapitulate the
molecular phenotype and biological behavior, and are
predictive of clinical response of primary human tumors
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Table 2 Gene transcripts differentially expressed in the metastasis of WHIM17 lineage mice relative to both control mice and

primary xenograft tumor

Gene symbol Gene name Fold expression p value Targetable
ALB Albumin 97.6 2.77E-08
IGF2 Insulin-like growth factor 2 46.0 1.12E-06
FABPI1 Fatty acid binding protein 1 370 3.21E-07
GPC3 Glypican 3 249 5.78E-09 Yes [38, 39]
DCT Dopachrome tautomerase 213 2.15E-07
SPP1 Secreted phosphoprotein 1 16.7 1.18E-07
FGG Fibrinogen gamma chain 16.5 2.56E-07
FGA Fibrinogen alpha chain 15.8 1.67E-07
MAL2 Mal, T-cell differentiation protein 2 14.2 3.75E-08
APOB Apolipoprotein B 12.2 2.62E-07
CPE Carboxypeptidase E 10.7 1.11E-06
BAMBI BMP and activin membrane bound inhibitor 96 0.00021247
TYR Tyrosinase 94 3.52E-07
BCHE Butyrylcholinesterase 88 1.02E-06
D24 CD24 molecule 8.7 1.55E-05
LEFT Lymphoid enhancer binding factor 1 8.2 0.0001236
TSPAN8 Tetraspanin 8 6.8 9.95E-06
SERPINAT Serpin family A member 1 6.2 2.00E-05
CGA Glycoprotein hormones, alpha polypeptide 6.2 7.70E-05
AZGP1 Alpha-2-glycoprotein 1, zinc-binding 6.2 0.00126944
TFF1 Trefoil factor 1 6.2 3.83E-05
HGD Homogentisate 1,2-dioxygenase 59 6.49E-05
TYRPI Tyrosinase related protein 1 52 2.68E-05
DSP Desmoplakin 5.1 8.91E-05

a3 Complement C3 5.1 0.00067128
SLPI Secretory leukocyte peptidase inhibitor 5.1 7.24E-05

[9-11, 30]. Several studies have characterized CTCs
using PDX models in breast cancer to better understand
the biology of this process [12, 13] and recently, DTCs
have been reported using PDX models [14]. In the report
by Giuliano et al. [14], DTCs were detected in 62% of
PDX mouse BM.

In this study, we have focused on the combined use of
PDX and patient BM samples to identify unique sets of
gene transcripts that can both detect and classify breast
cancer BM DTCs. A persistent limitation of this
approach is the small number of stable PDX lines that
can be created by implanting primary breast tumor
tissues and, subsequently the number that demonstrate
metastatic behavior. Of the five lines investigated in this
study, only two (WHIM12 and WHIM17) developed
solid organ metastases. Importantly, these were also the
only two lines in which human-specific gene expression
(presumably emanating from DTCs) could be detected
in BM, strongly supporting the idea that DTC

establishment is causal to or at least associated with dis-
tant organ metastasis in PDX mouse models. Further-
more, only one PDX line (WHIM17), derived from a
patient with triple-negative breast cancer, consistently
showed patterns of human gene expression that were
reminiscent of a “mesenchymal-like” phenotype in mul-
tiple animals across multiple passages. It is curious that
WHIM17 was the only tumor xenograft line to persist-
ently propagate BM micrometastasis and it is recognized
that the conclusions on gene expression biomarkers in
human breast cancer BM samples may be necessarily
constrained by this. Recently, Huang et al. [31] reported
that later passages of the WHM17 tumor resembled a
lymphoproliferative malignancy and not breast adeno-
carcinoma, based on RNA sequencing and phosphopro-
teomic studies. Such evolution of genomic features of
PDX tumors when the tumor is propagated in mice has
been reported recently [32]. Nevertheless, data from Li
et al., who also performed molecular profiling of earlier
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Table 3 Gene transcripts differentially expressed in the bone marrow of WHIM17 lineage mice relative to both control mice and

primary xenograft tumor

Gene symbol Gene name Fold expression p value Targetable
CD53 CD53 molecule 4.1 0.0006062
PTPRC Protein tyrosine phosphatase, receptor type C 37 0.00474656
KIR3DL1 Killer cell immunoglobulin like receptor, three Ig domains 32 0.00145097
and long Cytoplasmic Tail 1
HBAT Hemoglobin subunit alpha 1 2.7 0.00117262
MT3 Metallothionein 3 27 0.00033581
HBB Hemoglobin subunit beta 2.7 0.00086439
Osm Oncostatin M 25 0.00677886
MAP2K6 Mitogen-activated protein kinase kinase 6 25 0.00632423
ARHGDIB Rho GDP dissociation inhibitor beta 24 0.00115363
SLPI Secretory leukocyte peptidase inhibitor 23 0.00071176
DDC Dopa Decarboxylase 23 0.00080507 Yes [40]
SSTR4 Somatostatin receptor 4 23 0.00058499 Yes [41, 42]
MAPT Microtubule associated protein tau 23 0.0010915
HPR Haptoglobin-related protein 23 0.00139515
SPN Sialophorin 23 0.00092894
HLA-B Major histocompatibility complex, class |, B 22 4.27E-05
CISH Cytokine inducible SH2 containing protein 2.2 0.00021425
MST4 Serine/threonine protein kinase 26 2.1 0.0035196
SERPINAS Serpin family A member 5 2.1 0.00622652
PTPN6 Protein tyrosine phosphatase, non-receptor type 6 2.1 0.00735724
MMP17 Matrix metallopeptidase 17 2.1 0.00493339
CEACAMG Carcinoembryonic antigen related cell adhesion molecule 6 20 0.00179388
passages of this tumor [11] similar to the specimens
used in the current study, suggest that at least initially,
WHIM17 is molecularly characteristic of other “basal-
like” breast cancers.
Using the WHIM17 line, array-based gene expression
rofiling was performed to compare primary tumor tis-
- il e Eue andga solitzry metastatic lesign topmultip}ie BM sam-
- @ Memstaticbrea ples among different animals and different passages of
: ::::ol the WHIM17 line. By using a human-specific, short-
° oligonucleotide array platform (i.e. Affymetrix Gene-
é sirE Chips) and comparing WHIM17 BM samples with those
g Pe ¢ of control mice, it was inferred that the majority of the
® | @ ® 13,000+ transcripts identified (Additional file 3: Table
_ - L | »® S3) originated from human xenograft-derived tumor
° ® cells. Secondarily, by identifying those transcripts that
| were differentially expressed between the primary xeno-
. ) graft tumor and multiple WHIM17 BM samples, a list of
Fig. 5 Principal component (PC) analysis (PCA) of 16 bone marrow candidate biomarkers of cells with high metastatic po-
(BM) samples from patients with breast cancer (12 without distant tential was created, which was further filtered and
relapse and 4 with distant relapse) and 6 healthy female control BM curated based upon association with published manu-
sampleé, ba§ed upon a 420-gene signature identified from Washing- scripts related to metastasis biology (Fig. 1).
L?Zagtmcvairzgry Human in Mouse (WHIM17) BM samples. BRCA Among individual transcripts identified by this analysis

were several genes known to be associated with the
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Table 4 WHIM bone marrow (BM) gene transcripts with expression
that is statistically greater than background expression in normal
human BM (p < 0.05, corrected for multiple comparisons using the
false discovery (FDR) method)

Gene Gene name Drugs available against target
gene
D163 CD163 molecule
PDGFC Platelet derived growth
factor C
GLIPRT GLI pathogenesis related
1
ANXAS Annexin A5
CPVL Carboxypeptidase,
vitellogenic like
PF4 Platelet factor 4
CYPIB1  Cytochrome P450 family 1 Yes [43]
subfamily B member 1
EPB41L3  Erythrocyte membrane
protein band 4.1 like 3
MEIST Meis homeobox 1
TNFRSF17 TNF receptor superfamily
member 17
DLCT DLCT rho GTPase
activating protein
HEBP1 Heme binding protein 1
CFDP1 Craniofacial development
protein 1
CD36 CD36 molecule
CD33 CD33 molecule Gemtuzumab ozogamicin,
acute myeloid leukemia
[44-46]
UGDH UDP-glucose 6-
dehydrogenase
CD44 CD44 molecule

metastatic process (ALCAM, MALATI) and EMT
(SNAII, GSC, FOXC2, SIP1) and breast cancer stem cells
(CD44). Of equal importance, the absence of epithelial-
specific transcripts was a conspicuous feature of these
analyses. While expression of human epithelial genes
such as cytokeratins in the BM have been the corner-
stone for the identification of DTCs as tumor-derived
cells, the absence of these genes is not surprising.
Tumor cells undergo significant transformation in their
morphology and molecular profiles during each stage of
the metastatic process [33]. Only those tumor cells that
successfully adapt to the unfamiliar molecular environ-
ments after being released from the primary tumor into
circulation can survive and grow at a different anatom-
ical location [34]. The BM environment has been shown
to enhance this process through the action of various
stromal cell populations [35]. Therefore, the loss of epi-
thelial and breast-tissue-specific features in these cells
can be attributed to the possible molecular transition
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which enables these cells to migrate to and survive in
the BM matrix.

The clinical relevance of the gene expression patterns
identified in WHIM mouse BM was evaluated in the BM
of treatment-naive patients with breast cancer as well.
Although the xenograft used to create the WHIM17 line
was a “triple negative” tumor, given the small number of
BM gene expression data sets available, we considered
BM samples from all patients, regardless of primary
tumor molecular phenotype, as a single group. A small
number of gene transcripts (Table 4) were differentially
detected in patient BM as compared to healthy female
controls, and the biological role and potential drug
targetability of many of these genes (such as CD44,
CD33, GLIPR1, and HEPBI1) has been previously dem-
onstrated. Although we were not able to determine the
number of human DTCs present in the xenograft ani-
mals in the current study, previous studies have demon-
strated that gene-expression-based detection of DTCs in
human bone marrow samples using qRT-PCR can detect
as few as 1 in 1 x 1076 cells when analyzing 1077 — 10”8
nucleated cells from a 3-mL BM aspirate, depending
upon the specific gene transcript analyzed [36]. Whether
one or more of these transcripts can be routinely
detected above background expression in normal human
BM, and whether expression of these gene(s) are actually
prognostic for metastatic recurrence are questions cur-
rently being addressed. Although we were unable to
analyze the expression of these genes in the peripheral
blood of xenograft mice, it will also be interesting and
clinically relevant to determine whether the expression
of these genes can be detected in peripheral blood of
patients with breast cancer, possibly providing a less in-
vasive assay to predict early metastatic recurrence.

Our data would argue that DTCs derived from the pri-
mary tumor are mesenchymal-like and express genes
associated with the metastatic process in animals and in
humans. Presence of these cells was limited strictly to
the BM of mice with metastatic tumor development and
they were present in BM at a pre-metastatic time point.
It has been suggested that the parallel progression of pri-
mary and metastatic tumors can occur simultaneously
with early dissemination of cancer cells from the primary
tumor [6, 7, 37]. Since the molecular features of the
tumor cells remain consistent across passages, if DTCs
were a general occurrence rather than associated with
metastatic potential, we would expect to find DTCs in
all animals from the same line irrespective of their meta-
static outcome.

Our results support the use of the PDX mice as a clin-
ically relevant model to examine the molecular features
of DTCs, alteration over time, and whether elimination
of BM DTCs using targeted therapies will result in abro-
gation of metastatic disease development.
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Conclusion

The presence of DTCs in the BM and its association with
metastatic outcome was observed in the PDX model sys-
tem. Our results provide an experimental support for the
clinical association between DTCs in the BM of patients
with early-stage breast cancer and recurrent disease devel-
opment. We found that DTCs lose epithelial features and
express genes associated with metastases and EMT. More-
over, using this system, we have identified new targetable
genes associated with DTCs. Our data suggest that the
PDX model provides a powerful tool to explore the meta-
static process and the molecular characterization of
DTCs.

Additional files

Additional file 1: Table S1. Assay ids of the Tagman probes used in
the study. (XLSX 9 kb)

Additional file 2: Table S2. qRT-PCR validation of the expression of six
transcripts of genes previously implicated in tumorigenesis and metastasis

and found to be elevated at least threefold in all seven WHIM BM samples

by microarray analysis. (PPTX 33 kb)

Additional file 3: Table S3. Complete list of transcripts with significantly
different expression between DTCs and primary tumors, and metastasis and
primary tumor by microarray analysis. (XLSX 532 kb)

Abbreviations

BM: Bone marrow; cDNA: Complementary DNA; Cy: Cycle threshold;

dCy: Delta Cy; DMEM: Dulbecco’s modified Eagle’s medium;

DTC: Disseminated tumor cells; EMT: Epithelial to mesenchymal transition;
ER: Estrogen receptor; GAPDH: Glyceraldehyde-3-phosphate dehydrogenase;
GFP: Green fluorescent protein; Her2: Human epidermal growth factor
receptor 2; hGAPDH: human-specific GAPDH; PBS: Phosphate-buffered saline;
PDX: Patient-derived xenograft; WHIM: Washington University Human in
Mouse

Acknowledgements
This study was supported by NIH, Komen foundation and the Fashion
Footwear Association of New York.

Funding

This work was supported by grants to Rebecca Aft and Mark Watson (Komen
foundation, NIH RO1CA172623), Matthew Ellis and Shungiang Li (Komen
foundation, NIH/NCRR Washington University-ICTS) and Matthew Ellis (Fashion
Footwear Association of New York — FFANY).

Availability of data and materials
The datasets generated during the current study are available in Gene
Expression Omnibus.

Authors’ contributions

SGP participated in the design, performed the collection, processing and
analysis of mouse BM and data analysis and interpretation, and drafted the
manuscript. SL established PDX lines and prepared mouse specimens. CMS
participated in the specimen processing and interpretation of results. MAW
participated in the design of the study and performed the analysis and
interpretation of microarray data, and participated in manuscript preparation
and revision. MJE coordinated the establishment of the PDX mouse system,
interpretation of results, and revision of the manuscript. RA conceived the
study, collected patient BM for establishing the PDX system, and participated
in design and coordination of the study, and manuscript preparation and
revision. All authors read and approved the final manuscript.

Page 11 of 12

Ethics approval and consent to participate

All animal studies were approved by the Washington University School of
Medicine Institutional Animal Care and Use Committee. All tumor and
patient information were prospectively collected after informed consent was
received from patients, using a protocol approved by the Institutional
Review Board at Washington University in St. Louis.

Consent for publication

Written informed consent was obtained from the patients for publication of
their individual details in this manuscript (Table 1). The consent form is held
by the authors’ institution in the patients’ clinical notes and is available for
review by the Editor-in-Chief.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details

'Department of Surgery, Washington University School of Medicine, 660
South Euclid Avenue, St. Louis, MO 63110, USA. Department of Internal
Medicine, Division of Medical Oncology, Washington University School of
Medicine, St. Louis, MO, USA. Baylor College of Medicine, Lester and Sue
Smith Breast Center, Houston, TX, USA. 4Department of Pathology and
Immunology, Washington University School of Medicine, St. Louis, MO, USA.
>Siteman Cancer Center at the Washington University School of Medicine, St.
Louis, MO, USA. ®John Cochran Veterans Administration Hospital, St. Louis,
MO, USA.

Received: 29 June 2017 Accepted: 12 December 2017
Published online: 02 January 2018

References

1. Braun S, Vogl FD, Naume B, Janni W, Osborne MP, Coombes RC, Schlimok
G, Diel I, Gerber B, Gebauer G, et al. A pooled analysis of bone marrow
micrometastasis in breast cancer. N Engl J Med. 2005,353(8):793-802.

2. Vincent-Salomon A, Bidard FC, Pierga JY. Bone marrow micrometastasis in
breast cancer: review of detection methods, prognostic impact and
biological issues. J Clin Pathol. 2008;61(5):570-6.

3. Wiedswang G, Borgen E, Karesen R, Qvist H, Janbu J, Kvalheim G, Nesland
JM, Naume B. Isolated tumor cells in bone marrow three years after
diagnosis in disease-free breast cancer patients predict unfavorable clinical
outcome. Clin Cancer Res. 2004;10(16):5342-8.

4. Pantel K, Woelfle U. Detection and molecular characterisation of
disseminated tumour cells: implications for anti-cancer therapy. Biochim
Biophys Acta. 2005;1756(1):53-64.

5. Braun S, Kentenich C, Janni W, Hepp F, de Waal J, Willgeroth F, Sommer H,
Pantel K. Lack of effect of adjuvant chemotherapy on the elimination of
single dormant tumor cells in bone marrow of high-risk breast cancer
patients. J Clin Oncol. 2000;18(1):80-6.

6. Harper KL, Sosa MS, Entenberg D, Hosseini H, Cheung JF, Nobre R, Avivar-
Valderas A, Nagi C, Girnius N, Davis RJ et al: Mechanism of early
dissemination and metastasis in Her2+ mammary cancer. Nature. 2016;540:
588-92.

7. Ghajar CM, Bissell MJ: Metastasis: pathways of parallel progression. Nature.
2016;540:528-9.

8. Watson MA, Ylagan LR, Trinkaus KM, Gillanders WE, Naughton MJ,
Weilbaecher KN, Fleming TP, Aft RL. Isolation and molecular profiling of
bone marrow micrometastases identifies TWIST1 as a marker of early tumor
relapse in breast cancer patients. Clin Cancer Res. 2007;13(17):5001-9.

9. Ding L, Ellis MJ, Li S, Larson DE, Chen K, Wallis JW, Harris CC, McLellan MD,
Fulton RS, Fulton LL, et al. Genome remodelling in a basal-like breast cancer
metastasis and xenograft. Nature. 2010,464(7291):999-1005.

10.  Kuperwasser C, Chavarria T, Wu M, Magrane G, Gray JW, Carey L,
Richardson A, Weinberg RA. Reconstruction of functionally normal and
malignant human breast tissues in mice. Proc Natl Acad Sci U S A.
2004;101(14):4966-71.


dx.doi.org/10.1186/s13058-017-0927-1
dx.doi.org/10.1186/s13058-017-0927-1
dx.doi.org/10.1186/s13058-017-0927-1

Pillai et al. Breast Cancer Research (2018) 20:2

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Li S, Shen D, Shao J, Crowder R, Liu W, Prat A, He X, Liu S, Hoog J, Lu C et al:
Endocrine-therapy-resistant ESR1 variants revealed by genomic
characterization of breast-cancer-derived xenografts. Cell Rep. 2013;4:1116-30.
Zhang L, Ridgway LD, Wetzel MD, Ngo J, Yin W, Kumar D, Goodman JC,
Groves MD, Marchetti D. The identification and characterization of breast
cancer CTCs competent for brain metastasis. Sci Transl Med. 2013;5(180):
180ra148.

Baccelli I, Schneeweiss A, Riethdorf S, Stenzinger A, Schillert A, Vogel V, Klein
C, Saini M, Bauerle T, Wallwiener M, et al. Identification of a population of
blood circulating tumor cells from breast cancer patients that initiates
metastasis in a xenograft assay. Nat Biotechnol. 2013;31(6):539-44.

Giuliano M, Herrera S, Christiny P, Shaw C, Creighton CJ, Mitchell T, Bhat R,
Zhang X, Mao S, Dobrolecki LE, et al. Circulating and disseminated tumor
cells from breast cancer patient-derived xenograft-bearing mice as a novel
model to study metastasis. Breast Cancer Res. 2015;17:3.

Proia DA, Kuperwasser C. Reconstruction of human mammary tissues in a
mouse model. Nat Protoc. 2006;1(1):206-14.

Chaffer CL, San Juan BP, Lim E, Weinberg RA. EMT, cell plasticity and
metastasis. Cancer Metastasis Rev. 2016;35(4):645-54.

Talukder AH, Gururaj A, Mishra SK, Vadlamudi RK, Kumar R. Metastasis-
associated protein 1 interacts with NRIF3, an estrogen-inducible nuclear
receptor coregulator. Mol Cell Biol. 2004;24(15):6581-91.

Fournier HN, Dupe-Manet S, Bouvard D, Luton F, Degani S, Block MR, Retta
SF, Albiges-Rizo C. Nuclear translocation of integrin cytoplasmic domain-
associated protein 1 stimulates cellular proliferation. Mol Biol Cell. 2005;
16(4):1859-71.

Zhang G, Zhang Q, Zhang Q, Yin L, Li S, Cheng K, Zhang Y, Xu H, Wu W.
Expression of nucleostemin, epidermal growth factor and epidermal growth
factor receptor in human esophageal squamous cell carcinoma tissues. J
Cancer Res Clin Oncol. 2010;136(4):587-94.

Yoshida R, Fujimoto T, Kudoh S, Nagata M, Nakayama H, Shinohara M, Ito T.
Nucleostemin affects the proliferation but not differentiation of oral
squamous cell carcinoma cells. Cancer Sci. 2011;102(7):1418-23.

Ji P, Diederichs S, Wang W, Boing S, Metzger R, Schneider PM, Tidow N,
Brandt B, Buerger H, Bulk E, et al. MALAT-1, a novel noncoding RNA, and
thymosin beta4 predict metastasis and survival in early-stage non-small cell
lung cancer. Oncogene. 2003;22(39):8031-41.

Tseng JJ, Hsieh YT, Hsu SL, Chou MM. Metastasis associated lung
adenocarcinoma transcript 1 is up-regulated in placenta previa increta/
percreta and strongly associated with trophoblast-like cell invasion in vitro.
Mol Hum Reprod. 2009;15(11):725-31.

Guo F, Li Y, Liu'Y, Wang J, Li Y, Li G. Inhibition of metastasis-associated lung
adenocarcinoma transcript 1 in CaSki human cervical cancer cells
suppresses cell proliferation and invasion. Acta Biochim Biophys Sin. 2010;
42(3):224-9.

Jezierska A, Matysiak W, Motyl T. ALCAM/CD166 protects breast cancer cells
against apoptosis and autophagy. Med Sci Monit. 2006;12(8):BR263-273.
Lunter PC, van Kilsdonk JW, van Beek H, Cornelissen IM, Bergers M, Willems
PH, van Muijen GN, Swart GW. Activated leukocyte cell adhesion molecule
(ALCAM/CD166/MEMD), a novel actor in invasive growth, controls matrix
metalloproteinase activity. Cancer Res. 2005;65(19):8801-8.

Mani SA, Guo W, Liao MJ, Eaton EN, Ayyanan A, Zhou AY, Brooks M, Reinhard F,
Zhang CG, Shipitsin M, et al. The epithelial-mesenchymal transition generates
cells with properties of stem cells. Cell. 2008;133(4).704-15.

Hall C, Krishnamurthy S, Lodhi A, Bhattacharyya A, Anderson A, Kuerer H,
Bedrosian |, Singh B, Lucci A. Disseminated tumor cells predict survival after
neoadjuvant therapy in primary breast cancer. Cancer. 2012;118(2):342-8.
Janni W, Vogl FD, Wiedswang G, Synnestvedt M, Fehm T, Juckstock J, Borgen
E, Rack B, Braun S, Sommer H, et al. Persistence of disseminated tumor cells in
the bone marrow of breast cancer patients predicts increased risk for relapse-a
European pooled analysis. Clin Cancer Res. 2011;17(9):2967-76.

Hosseini H, Obradovic MM, Hoffmann M, Harper KL, Sosa MS, Werner-Klein
M, Nanduri LK, Werno C, Ehrl C, Maneck M et al: Early dissemination seeds
metastasis in breast cancer. Nature. 2016;540: 552-8.

Zhang X, Claerhout S, Prat A, Dobrolecki LE, Petrovic |, Lai Q, Landis MD,
Wiechmann L, Schiff R, Giuliano M, et al. A renewable tissue resource of
phenotypically stable, biologically and ethnically diverse, patient-derived
human breast cancer xenograft models. Cancer Res. 2013;73(15):4885-97.
Huang KL, Li S, Mertins P, Cao S, Gunawardena HP, Ruggles KV, Mani DR,
Clauser KR, Tanioka M, Usary J, et al. Proteogenomic integration reveals
therapeutic targets in breast cancer xenografts. Nat Commun. 2017,8:14864.

32.

33.

34,

35.

36.

37.

38.

39.

40.

42.

43.

45.

46.

Page 12 of 12

Ben-David U, Ha G, Tseng YY, Greenwald NF, Oh C, Shih J, McFarland JM,
Wong B, Boehm JS, Beroukhim R, et al. Patient-derived xenografts undergo
mouse-specific tumor evolution. Nat Genet. 2017,49(11):1567-75.

Yang J, Weinberg RA. Epithelial-mesenchymal transition: at the crossroads of
development and tumor metastasis. Dev Cell. 2008;14(6):818-29.

Weinberg RA. Mechanisms of malignant progression. Carcinogenesis. 2008;
29(6):1092-5.

Suva LJ, Griffin RJ, Makhoul I. Mechanisms of bone metastases of breast
cancer. Endocr Relat Cancer. 2009;16(3):703-13.

Siddappa CM, Watson MA, Pillai SG, Trinkaus K, Fleming T, Aft R. Detection
of disseminated tumor cells in the bone marrow of breast cancer patients
using multiplex gene expression measurements identifies new therapeutic
targets in patients at high risk for the development of metastatic disease.
Breast Cancer Res Treat. 2013;137(1):45-56.

Klein CA. Parallel progression of primary tumours and metastases. Nat Rev
Cancer. 2009;9(4):302-12.

Zhu AX, Gold PJ, El-Khoueiry AB, Abrams TA, Morikawa H, Ohishi N, Ohtomo
T, Philip PA. First-in-man phase | study of GC33, a novel recombinant
humanized antibody against glypican-3, in patients with advanced
hepatocellular carcinoma. Clin Cancer Res. 2013;19(4):920-8.

Wang L, Yao M, Pan LH, Qian Q, Yao DF. Glypican-3 is a biomarker and a
therapeutic target of hepatocellular carcinoma. Hepatobiliary Pancreat Dis
Int. 2015;14(4):361-6.

Gilbert JA, Frederick LM, Ames MM. The aromatic-L-amino acid
decarboxylase inhibitor carbidopa is selectively cytotoxic to human
pulmonary carcinoid and small cell lung carcinoma cells. Clin Cancer Res.
2000;6(11):4365-72.

Delpassand ES, Samarghandi A, Zamanian S, Wolin EM, Hamiditabar M,
Espenan GD, Erion JL, O'Dorisio TM, Kvols LK, Simon J, et al. Peptide
receptor radionuclide therapy with 177Lu-DOTATATE for patients with
somatostatin receptor-expressing neuroendocrine tumors: the first US phase
2 experience. Pancreas. 2014;43(4):518-25.

Tejeda M, Gaal D, Hullan L, Csuka O, Schwab R, Szokoloczi O, Keri GY.
Continuous administration of the somatostatin structural derivative/TT-232/
by subcutaneously implanted osmotic pump improves the efficacy and
potency of antitumor therapy in different mouse and human tumor
models. Anticancer Res. 2008;28(5A):2769-74.

Takemura H, Itoh T, Yamamoto K, Sakakibara H, Shimoi K. Selective
inhibition of methoxyflavonoids on human CYP1B1 activity. Bioorg Med
Chem. 2010;18(17):6310-5.

Duong HK, Sekeres MA. Targeted treatment of acute myeloid leukemia in
older adults: role of gemtuzumab ozogamicin. Clin Interv Aging. 20094
197-205.

Unal S, Cakir M, Kuskonmaz B, Cetin M, Tuncer AM. Successful treatment
with gemtuzumab ozogamicin monotherapy in a pediatric patient with
resistant relapse of acute myeloid leukemia. Turk J Pediatr. 2009;51(1):69-71.
Borthakur G, Rosenblum MG, Talpaz M, Daver N, Ravandi F, Faderl S,
Freireich EJ, Kadia T, Garcia-Manero G, Kantarjian H, et al. Phase 1 study of
an anti-CD33 immunotoxin, humanized monoclonal antibody M195
conjugated to recombinant gelonin (HUM-195/rGEL), in patients with
advanced myeloid malignancies. Haematologica. 2013;98(2):217-21.

Submit your next manuscript to BioMed Central
and we will help you at every step:

* We accept pre-submission inquiries

e Our selector tool helps you to find the most relevant journal

* We provide round the clock customer support

e Convenient online submission

e Thorough peer review

e Inclusion in PubMed and all major indexing services

e Maximum visibility for your research

Submit your manuscript at

www.biomedcentral.com/submit ( BiolMed Central




	Identifying biomarkers of breast cancer micrometastatic disease in bone marrow using a patient-derived xenograft mouse model
	Please let us know how this document benefits you.
	Recommended Citation
	Authors

	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Patient population and establishment of PDX lines
	BM and RNA isolation
	qRT-PCR
	Microarray analysis

	Results
	Development of metastatic tumors correlates with presence of human cells in mouse BM
	Human DTCs in mouse BM express markers of epithelial-mesenchymal transition (EMT)
	Comparative molecular profiles of DTCs and their corresponding primary and metastatic tumors
	The molecular profiles of PDX DTCs are also found in BM from patients with breast cancer

	Discussion
	Conclusion
	Additional files
	Abbreviations
	Funding
	Availability of data and materials
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

