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ABSTRACT

Due to exposure to environmental toxicants, a “field cancerization” effect occurs
in the lung resulting in the development of a field of initiated but morphologically
normal appearing cells in the damaged epithelium of bronchial airways with
dysregulated gene expression patterns. Using a mouse model of lung squamous
cell carcinoma (SCC), we performed transcriptome sequencing (RNA-Seq) to
profile bronchial airway gene expression and found activation of the PI3K and Myc
signaling networks in cytologically normal bronchial airway epithelial cells of mice
with preneopastic lung SCC lesions, which was reversed by treatment with the PI3K
Inhibitor XL-147 and pioglitazone, respectively. Activated MYC signaling was also
present in premalignant and tumor tissues from human lung SCC patients. In addition,
we identified a key microRNA, mmu-miR-449c-5p, whose suppression significantly
up-regulated Myc expression in the normal bronchial airway epithelial cells of mice
with early stage SCC lesions. We developed a novel bronchial genomic classifier in
mice and validated it in humans. In the classifier, Ppbp (pro-platelet basic protein)
was overexpressed 115 fold in the bronchial airways of mice with preneoplastic lung
SCC lesions. This is the first report that demonstrates Ppbp as a novel biomarker in
the bronchial airway for lung cancer diagnosis.

INTRODUCTION

Lung cancer is the leading cause of cancer related
death around the world [1]. Lung squamous cell carcinoma
(SCC) is a major category of non-small cell lung cancers
(NSCLC), accounting for about 25-30% of total lung
cancer cases in the US population. Lung SCC is a highly
heterogeneous disease that develops via multiple complex
steps [2, 3]. Genetic etiology of lung SCC has been studied
extensively in human and animal models [4-6]. However,
the understanding of lung SCC genetic etiology is still
incomplete and there is high heterogeneity in the cause of

this cancer according to large sequencing projects utilizing
tissue from human patients [7].

Although there has been extensive work examining
the development of lung adenocarcinomas in both
chemically induced and transgenic models, there is
limited examination of squamous cell carcinoma of
the lung in rodent models. In 2004 we published on a
N-nitroso-tris-chloroethylurea (NTCU) induced squamous
cell model [8] based on the initial studies of Rehm and
Lijinsky [9]. Multiple groups have confirmed the ability
of the model to generate lesions in the squamous region
of the lung following treatment of various mouse strains
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with NTCU. However, little is known about whether the
gene-expression biomarkers or classifiers from bronchial
airway samples of mice in which NTCU is used to induce
SCC recapitulate the molecular lesions found in human
patients. As a consequence of prolonged exposure to
environmental toxicants such as cigarette smoke or air
pollution, a “field cancerization” effect occurs in the lung
resulting in the development of a field of initiated but
morphologically normal appearing cells in the damaged
bronchial epithelium that contain molecular lesions such
as mutations in an oncogene or tumor Suppressor gene
[10-14]. Tissue samples from this extended injured
area can be collected in a less invasive manner by
bronchial brushing and have been used to develop a gene
expression—based biomarker signature for distinguishing
lung cancer in smokers [15]. Gene-expression classifier
from bronchial airway was also developed to improve
the diagnosis of lung cancer [16]. We therefore wished
to compare RNA expression results in the NTCU mouse
model and compare it with human data.

In this study, we therefore conducted RNA-
sequencing analysis using bronchial airway samples from
mice that were treated with NTCU. Normal appearing
bronchial epithelial cells from treated mice that represent
the field of damaged cells and contain undetectable
preneoplastic lesions of SCC (referred to as preneoplastic
or lung SCC early lesions) were isolated. We identified
significant activation of oncogenic pathways, especially
the PI3K/AKT and Myc pathways as early events during
lung SCC development. Modulation of these important
pathways would appear to be relevant to prevention or
early therapy of SCC. In particular, we found that the
PI3K pathway could be modulated by the PI3K inhibitor
XL-147 while the Myc pathway was modulated by
the peroxisome proliferator-activated receptor gamma
(PPAR) agonist - pioglitazone in the bronchial airways
of mice containing preneoplastic SCC lesions. XL-147
and pioglitazone have been used as chemopreventive
agents against human cancer. Specifically, PI3K pathway
inhibition by XL-147 inhibits proliferation, angiogenesis,
cellular invasion, and tumor cell growth and survival
[17]. Pioglitazone has also been found to be able to
prevent carcinogenesis in preclinical model and patients
[18, 19]. Our data revealed the molecular mechanisms of
how these two chemopreventive agents play their anti-
tumor roles in the context of lung cancer. Finally, we
performed microRNA-seq (miRNA-seq) and integrative
analysis of RNA-seq and miRNA-seq data, which
identified a key microRNA, mmu-miR-449¢-5p, as a novel
bronchial airway biomarker for lung SCC that exhibits
tumor suppressor activity through inhibition of Myc
expression. Finally, we developed a 36-gene-expression
classifier from bronchial epithelial cells of NTCU treated
mice, which can be extended to the human bronchial
airway samples and may aid in the diagnosis of squamous
cell lung cancer.

RESULTS

PI3K/AKT pathway and Myc signaling network
were activated in cytologically normal bronchial
airway epithelial cells of preneoplastic lung SCC
lesions

We analyzed patterns of pathway deregulation
in cytologically normal bronchial airway epithelial
cells from NCTU-treated mice obtained from bronchial
brushings after 20 weeks of NTCU treatment (lung SCC
early-lesion model). First, we filtered out genes with low
expression (median expression values < 4 cpm [counts
per million mapped reads]). Then we used the statistical
R packages edgeR and limma [20, 21] to generate the
list of differentially expressed genes in bronchial airway
samples between carcinogen treated and control untreated
mice. This was to cross-validate the results generated by
different RNA-seq data analysis programs and obtain
the most reliable set of differential expression genes
for follow-up analyses. A total of 3,016 genes were
differentially expressed between, with 1,252 genes up-
regulated and 1,764 genes down-regulated in the airway
samples of mice harboring preneoplastic SCC lesions. The
follow-up IPA (Ingenuity Pathway Analysis) study of the
differentially expressed genes suggested that a number
of oncogenic pathways/networks, i.e., PI3K/AKT, Myc,
NF-xB, Chemokine, Telomerase, EGF, ERK/MAPK,
and JAK/Stat signaling pathways were activated in the
bronchial airways of mice harboring preneoplastic SCC
lesions. The top two activated pathways identified by
IPA were the PI3K pathway and Myc signaling network
(Figure 1A). We further used another program, DART
[22], to check the activation status of oncogenic pathways
in our samples. Only the activation of PI3K/AKT and Myc
signaling was further confirmed (Figure 1B).

IPA was used to determine whether the differentially
expressed genes were enriched in known targets of
various transcription factors. This approach showed that
Myc was a dysregulated transcription factor in the normal
appearing airway epithelial cells from NTCU treated
mice. The differentially expressed genes in the airways
were also enriched in the previously reported targets
of Myc (Figure 2A). As Myc is predicted to activate
the expression of these target genes, the IPA program
showed that Myc activity was significantly induced
(P=1.13 E-21, Z-score = 2.152). We also performed pre-
ranked gene set enrichment analysis (GSEA) using the
well-established oncogenic pathway signatures [23] and
further validated that bronchial airway cells from NTCU-
treated mice were enriched for genes from the Myc
signaling network (Figure 2B). Importantly, we found
that the expression levels of both Myc and its downstream
target oncogenes such as LY6D, ST3GAL4, ASSI,
PTP4A3, UBE2C and E2F3 increased in the bronchial
airways significantly during progression from normal
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to preneoplastic SCC lesions (Figure 3, Supplementary
Table S1). This suggests that the elevated activity of Myc
network genes are due to the increased gene expression
in the bronchial airways of the carcinogen-treated mice.

PI3K/AKT and Myec signaling activation in
bronchial airways of lung SCC early-lesion mice
can be reversed by XL-147 and pioglitazone
treatment

We analyzed the RNA-seq data on the paired
bronchial airway samples from 1) lung SCC early lesion
mice before and after the extended NTCU treatment for
4 more weeks (i.e., 20 weeks mice vs 24 weeks mice,
named “BeforeCarci” and “AfterCarci”); 2) lung SCC
early lesion mice before and after the extended 4-week
NTCU plus 100 mg/kg XL-147 treatment (i.e., 20 weeks
mice vs 24 weeks mice, named “BeforeXL147” and
“AfterXL147”); 3) lung SCC early lesion mice
before and after the extended 4-week NTCU plus
15 mg/kg pioglitazone treatment (i.e., 20 weeks mice vs
24 weeks mice, named “BeforePio” and “AfterPio”).
We also analyzed the RNA-seq data on the bronchial
airway samples from the parallel normal control group
of mice without any treatment. As expected, the PI3K/
AKT and Myc pathway were activated in the airway
samples of all the 3 groups of lung SCC early-lesion
mice treated with NTCU compared to the normal control
mice not exposed to any carcinogen. The elevated
PI3K/AKT and Myc pathway activities observed in
the mice treated with NTCU for 24 weeks (AfterCarci)
can be down-regulated by XL-147 (a PI3K inhibitor)
and pioglitazone, respectively, to the similar level as
observed in the normal control group (Figure 4). These
data suggest that PI3K/AKT and Myc pathway activation
are early and reversible events in the normal appearing
epithelial cells of the upper bronchial airways during
lung SCC development. In total, XL-147 treatment
led to 1,135 differential expressed genes consisting
of 603 significantly down-regulated genes and 532
significantly up-regulated genes after XL-147 treatment
(Supplementary Table S2). Pioglitazone treatment
resulted in 3,018 differential expressed genes consisting
of 1,491 significantly down-regulated genes and 1,527
significantly up-regulated genes after pioglitazone
treatment (Supplementary Table S3).

Myc signaling activation was also present in the
early lesions/tumors of the human and mouse
lung SCC

In addition, we downloaded human RNA-seq data
on laser-microdissected cell populations along the SCC
pathologic continuum of normal basal cells, premalignant
lesions, and tumor cells [24]. The oncogenic pathway

analysis showed that the Myc pathway was significantly
activated in both human lung SCC premalignant lesions
and tumors (Figure 5A). We previously did RNA-seq for
a sample set consisting of 16 mouse lung SCC tumors
and 8 normal lung tissues. By analyzing this dataset,
we found that the Myc pathway was also significantly
activated in the mouse lung SCC tumors (Figure 5B).
These were consistent with the findings from the RNA-
seq analysis of the bronchial airway samples of lung SCC
early-lesion mice, suggesting that Myc network activation
is a common phenomenon present in both the bronchial
airways and early lesions/tumors of the human and mouse
lung SCC. We also found that the signature genes for
human lung SCC premalignant lesion samples [24] were
similarly regulated in the normal appearing bronchial
airway samples of NTCU treated mice (Figure 6). This
suggests that the gene expression alterations observed in
murine preneoplastic bronchial airway samples resemble
the molecular changes that occur during the early stages
of human lung SCC development, which supports the field
effect theory that the damage caused by carcinogens is not
limited solely to the lung but rather form a “field of injury”
throughout the entire respiratory tract [10]. PI3K pathway
activity was also elevated in the human lung tumors as has
been reported previously [10], hence we did not elaborate
on this pathway here.

Integrative analysis of the RNA-seq and miRNA-
seq data for the airway brush samples identified
mmu-miR-449¢-5p as a novel biomarker and a
tumor suppressor

The integrative analysis of the RNA-seq and
miRNA-seq data using the R software package
MiRComb [25] showed that 2,335 miRNA-mRNA pairs
were significantly negative correlated in expression
(Supplementary Table S4) and the paired members
were predicted by at least one miRNA-mRNA database
(microCosm/TargetScan or both) to target each other. Each
member of these miRNA-mRNA pairs was deregulated
in the airway brush samples of the lung SCC early-lesion
mice by at least 3 fold compared to the normal control
group.

Following this analysis, we then filtered the list
of significant miRNA-mRNA pairs using the following
criteria i) the genes in the miRNA-mRNA pairs should be
in the compiled list of 1571 cancer genes provided by The
Network of Cancer Genes (NCG, http://ncg.kcl.ac.uk/),
which is a manually curated repository of cancer genes
derived from the scientific literature [26] ii) the marked
‘oncogenes’ by NCG that showed up in our miRNA-
mRNA pairs list were up-regulated in the lung SCC early-
lesion mice relative to the normal control mice; iii) the
marked ‘tumor suppressor genes’ by NCG that showed
up in our miRNA-mRNA pairs list were down-regulated
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in the lung SCC early-lesion mice relative to the normal
control mice. The filtering steps gave a short list of six
oncogenes - Myc, Lmol, Ccnd2, Speccl, Notchl, and Piml
as well as two tumor suppressor genes, Msh2 and Chek2
along with their partner miRNAs. Table 1 summarizes
the statistics of these most significant miRNA-mRNA
pairs. The negative correlations of these genes with their
paired miRNAs were plotted in Figure S1. It can be seen
that the significant decrease of mmu-miR-449¢-5p level
(~ 14 fold) significantly correlated with the large increase
of Myc expression (~ 8 fold) in the normal appearing
bronchial airway cells from NTCU treated mice relative to
normal tissue from control mice. Given the importance of
Myec signaling activation in the early development of SCC
in the bronchial airways of NTCU treated mice, it appears
that mmu-miR-449c¢-5p could be a novel bronchial airway
biomarker and a tumor suppressor via its inhibition of Myc
expression during early tumorigenesis of lung SCC.

A bronchial genomic classifier derived from
lung SCC early lesion mice can be used for the
diagnostic evaluation of lung cancer in humans

Due to the similarity of the gene expression
patterns, we further investigated whether the bronchial
genomic classifier from mice can assist in the diagnosis
of lung cancer in humans. We developed a 36-gene
classifier from the bronchial airway samples of lung
SCC early-lesion mice (Supplementary Figure S2). We
tested the effectiveness of this 36-gene classifier from
mice in the two human microarray datasets. In GSE4115,
the classifier had an area under the receiver-operating-
characteristic curve (AUC) of 0.77 (95% confidence
interval [CI], 0.73 to 0.8), a sensitivity of 80% (95%
CI, 73% to 87%), and a specificity of 63% (95% CI,
54% to 72%). In GSE19027, the classifier had an AUC
of 0.87 (95% CI, 0.82 to 0.92), a sensitivity of 86%

A Activated oncogenic pathways in bronchial airways of lung SCC
early lesion mice compared to healthy control mice
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Figure 1: The significantly activated oncogenic pathways in the bronchial airways of mice harboring preneoplastic

SCC lesions. (A) PI3K pathway and Myc signaling network were the top two most significant pathways activated as identified by IPA;
(B) DART validated the activation status of PI3K/AKT and Myc signaling (*P < 0.001).
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(95% CI, 67%-96%), and a specificity of 72% (95%
CI, 56%—85%). The performance of the classifier in the
two human datasets can be seen from Figure 7, which
is as good as the previous reported signature in terms
of sensitivity (86% vs. 89%) [16] and demonstrated a
significant higher specificity (72% vs. 47%). These data
suggested that the gene-expression classifier developed
from the bronchial airway samples from the mouse lung
SCC models may be applied to the accurate diagnosis
of squamous lesions in humans and might be used for
determining individuals (smokers or ex-smokers) who
are at particularly high risk and may be candidates for
preventive protocols.

DISCUSSION

Although gene-expression signatures have been
developed from bronchial brush samples to infer early

genomic events important to lung cancer etiology in
human populations, no corresponding research has been
done in mouse models. The goal of this study was to
determine the molecular changes in bronchial airways
that may reflect the early events associated with lung SCC
carcinogenesis in the NTCU mouse model. Furthermore,
we compared the gene expression signature of the mouse
model with data previously generated in humans. The
objectives were to help validate the SCC model as well as
to determine gene pathways and gene targets which might
prove applicable for prevention/therapy of SCC employing
this model. Our data showed that the NTCU mouse model
has significant overlap in terms of alterations in oncogenic
pathways with human lung SCC, therefore making it a
legitimate model for screening novel targeted therapeutic
and chemopreventive agents. We demonstrated that the
PI3K/AKT and Myc signaling pathways were activated
in the normal appearing bronchial airway epithelial cells
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Table 1: Statistics of the negative correlations of the six oncogenes — Myc, Lmol, Cecnd2, Speccl,
Notchl, Pim1 and two tumor suppressor genes — Msh2 and Chek2 with their most significant

correlated miRNAs

miRNA fold mRNA fold

mmuMiR mmuGene cor pval adj.pval change change description

mmu-miR-449¢-5p  Myc -0.89  1.2E-04 1.60E-03 -13.7 7.7 v-myc avian myelocytomatosis viral oncogene homolog
mmu-miR-181a-5p  Lmol -0.73  5.8E-03 1.80E-02 =8.1 5.1 LIM domain only 1 (rhombotin 1)

mmu-let-7d-3p Cend2 -0.94  6.0E-06 4.00E-04 =777 4.3 cyclin D2

mmu-miR-375-3p Speccl —0.83  7.4E-04 4.40E-03 =77 3.8 sperm antigen with calponin homology and coiled-coil domains 1
mmu-miR-92b-5p Notchl —0.95  3.2E-06 3.10E-04 —-108.1 35 notch 1

mmu-miR-328-3p Piml -0.9 7.6E-05 1.20E-03 —48.1 3.1 Pim-1 proto-oncogene serine/threonine kinase

mmu-miR-223-3p Msh2 -0.88  2.1E-04 2.10E-03 567.7 -3.6 mutS homolog 2

mmu-miR-143-3p Chek2 —0.81 1.3E-03 6.40E-03 6.9 -3.5 checkpoint kinase 2

of NTCU mice. The activation of PI3K signaling was
consistent with the findings in human bronchial brush
samples, which determined that PI3K is activated in the
proximal airway prior to development of clear lung tumors
[10]. The activation of Myc network was reported in early
stage human lung SCC lesions [24] and tumors [10].
However, our study discovered, for the first time, that Myc
signaling is also up-regulated in the bronchial airways of
preneoplastic lung SCC lesions in mice, suggesting that
Myc network is deregulated early in the progression
of lung SCC lesions and and is overexpressed in
SCCs as well.

We found that Myc network activation in the
bronchial airways of mice with preneoplastic lung SCC
lesions is mediated through the upregulation of Myc gene
expression. This is different from what has been found in
the premalignant lesions and malignant tumor samples
in human lung SCC, where it was reported that the Myc
network was activated by nuclear translocation of the
Myc transcriptional factor rather than Myc expression
change [24]. Our data suggested that the initiation stage
of lung SCC already demonstrates activation of the Myc
network (Figures 1-3) and this appears to be mediated
by upregulating the expression levels of the Myc gene
in bronchial airways relative to the original ‘healthy’
state of the epithelial cells in untreated control mice
(Figure 3). The elevated expression of Myc remains
constant across the bronchial airways, early lesions,
and tumors of human lung SCC patients [24]. However,
Myc signaling activity can be further elevated in the
early lesion/tumor tissues relative to the bronchial
airway samples by using non-transcriptional regulation
mechanisms such as Myc nuclear translocation [24]. These
data indicated that the activation of Myc signaling can be
realized through different mechanisms during the stepwise
progression of lung SCC, which has not been reported
previously. Corresponding to Figure 2A, the overexpressed
genes that are downstream effectors of the Myc signaling
network were listed in Supplementary Table S2. Of
note, LY6D, ST3GAL4, ASS1, PTP4A3 (also named
PRL-3), UBE2C (also named UBCH10), and E2F3 are

novel oncogenes and biomarkers whose overexpression
are related to metastases, migration, or proliferation of
NSCLC and other cancers [27-39]. Our data indicated that
Myc overexpression resulted in the overall upregulation of
a bunch of oncogenes subjected to Myc regulation, which
presumably contribute to the enhanced carcinogenesis
across the lung and upper bronchial airways.

It has been reported that the basal cells in human
prostate cancer use Myc signaling networks in the
initiation of tumorigenesis [40]. Moreover, Myc
signaling is responsible for the similarities between ESCs
(embryonic stem cells) and cancer [41-43] and Myc can
induce a basal stem cell/ESC-like transcriptional profile
when transduced into keratinocytes [44]. In this study,
we also found that the basal stem cell/ESC signature
genes characterized previously [45] were upregulated
in the airway brush samples from the lung SCC early
lesion mice (Figure S3-S4), which could be caused by the
upregulation of Myc expression and subsequent activation
of Myc network signaling (Figures 1-3). These results
suggest that the bronchial brush airway samples from lung
SCC early-lesion mice have more of the basal stem cell
characteristics than the non-lesion control mice, which
could be an important feature of the initialization phase
of the development of lung SCC premalignant lesions and
tumors.

As expected, the activated PI3K/AKT signaling
was inhibited in bronchial brush samples of lung SCC
early-lesion mice by the treatment of XL-147 that is a
potent PI3K inhibitor. This is similar to what was found
in the human airway brush samples of NSCLC patients,
where the elevated PI3K activity was inhibited by myo-
inositol, another PI3K inhibitor [10]. We also found that
Myec activation can be inhibited by pioglitazone, a PPARy
agonist. Interestingly, the PI3K/AKT pathway activity was
not significantly reduced by the treatment of pioglitazone,
and Myc pathway activity was not significantly
downregulated by the treatment of XL.-147. This suggested
that the combination therapy using both XL-147 and
pioglitazone treatment may complement each other and
thus achieve better efficacy in preventing lung SCC. Our
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previous research showed that pioglitazone significantly
inhibited progression of both lung adenocarcinoma and
SCC in the two mouse model systems [46]. Specifically,
pioglitazone significantly inhibited tumor load (sum
of tumor volume per lung in average) by 50%—64% (P
< 0.05) in the lung adenocarcinoma mouse model and
caused a 35% decrease (P < 0.05) in lung SCC. However,
the underlying molecular mechanisms remain elusive.
This study provides data suggesting that inhibition of Myc
network activity could be a key route for pioglitazone to
play its anti-tumor roles in lung SCC.

Our work also revealed a number of significant
miRNA-mRNA interactions that can be identified in the
bronchial airway samples of lung SCC early-lesion mice,
which may play a key role in the early tumorigenesis
of lung SCC. In particular,we detected that mmu-miR-
449c-5p targeted the Myc gene and that mmu-miR-
449c¢-5p expression was negatively correlated with Myc
expression. The human counterpart of mouse mmu-miR-
449c¢-5p, i.e., miR-449¢c, had been reported to be down-
regulated in human cancers, including nasopharyngeal
carcinoma [47], gastric carcinoma [48], and NSCLC

[49]. In vitro cell culture studies showed that miR-449¢
inhibited gastric carcinoma growth by targeting MET
[48] and inhibited NSCLC cell progression by targeting
c-Myc [49]. Our studied support these findings at the in
vivo level. Furthermore, our results show that miR-449¢
downregulation and the associated Myc activation were
early events important to lung SCC development, and
can be detected in the normal appearing bronchial airway
epithelial cells. Thus, miR-449¢ expression may be a
novel bronchial airway biomarker that can be used for the
diagnosis of lung SCC based on the use of non-invasive
bronchial brushing samples.

We derived a 36-gene classifier from the bronchial
airway samples of lung SCC early-lesion mice and
found that this classifier can detect lung cancer cases
based on both mice and human bronchial brush samples.
The information of the genes from the 36-gene based
mouse biomarker panels are given in Table 2. In this
classifier, some genes have been reported previously
as novel biomarkers for NSCLC. For example, PPBP
(pro-platelet basic protein, also known as “CTAP-III")
was previously known as a novel blood marker for the
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NSCLC diagnosis in humans [50, 51]. When comparing
the bronchial airways of lung SCC early lesion-mice to the
normal mice, the PPBP gene was overexpressed 115 fold
(Table 2). This is the first report to demonstrate that PPBP
is a novel biomarker in the bronchial airway for NSCLC
diagnosis. Mcl-1 is an antiapoptotic member of the Bcl-
2 family frequently upregulated in NSCLC and promotes
lung cancer cell migration [52]. FOSL2 belongs to the AP-1
transcription factor family and facilitates TGF-f1-induced
migration of NSCLC tumors [53]. MARCKS is significantly
overexpressed in human lung SCC relative to adjacent
non-cancer tissue and has been identified as a prognostic

Airway samples from normal mice

biomarker in human primary lung SCC [54]. MARCKS
was also reported to play a crucial role in potentiating lung
cancer cell migration/metastasis [55]. MAP4K4 expression
is closely associated with NSCLC progression and has an
independent prognostic value in lung adenocarcinoma [56].
CLCA2 has been found to be a novel blood biomarker for
NSCLC diagnosis and prognosis [57, 58]. A number of
established lung cancer oncogenes have also been included
in the classifier, such as ILIR2, JUNB, EGFR, SOX9, FOSB,
and JUND.

In summary, we detected the activation of the critical
oncogenic pathways like PI3K and Myc signaling networks

Airway samples from lung SCC
early lesion mice
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Figure 6: The signature genes for lung SCC premalignant lesion samples were similarly regulated in the bronchial
airway samples of lung SCC early-lesion mice. This suggested that the gene expressions of bronchial airway samples can be used to
recapitulate the molecular changes that occur during the early carcinogenesis of lung SCC, which may improve early diagnosis of lung SCC.
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in cytologically normal bronchial airway epithelial cells
of mice with preneopastic lung SCC lesions, which can
be reversed by treatment with XL-147 and pioglitazone,
respectively. We also identified a key microRNA,
mmu-miR-449c¢-5p, whose suppression significantly
up-regulated myc expression in the normal bronchial
airway epithelial cells of mice with early stage SCC
lesions. Finally, we developed a novel bronchial genomic
classifier in mice that can be used to assist in the diagnosis
of human lung cancer. Our findings supported the “field
cancerization” theory and suggested key pathways and
genes critical to the initiation of lung SCC.

MATERIALS AND METHODS

Mice populations and bronchial brush sample
collection

For comparison, we set up a negative control group of
Swiss mice that were not subjected to any treatment (called
‘Normal’ group). In parallel, the positive control group
(only treated with carcinogen) and several drug treatment
groups (carcinogene plus drug treatment) of mice were all
treated with the carcinogen - NTCU at the same dose and
duration of time (treated biweekly with topical 40 mmol/L
NTCU for 24 weeks for SCC early-lesion [SCC-EL]
model). For sample collection, we did bronchial brushing
twice for the carcinogen group (positive control), one at
20 weeks (called ‘BeforeCarci’) and another at 24 weeks
(called ‘AfterCarci’). We also collected brush samples for
the drug treatment groups of Swiss mice at the same time
points. The first drug group samples are composed of the
brush samples obtained from the lung SCC early lesion
mice before and after the extended 4-week NTCU plus XL-
147 treatment (i.e., 20 weeks mice [called ‘BeforeX1.147’]
vs 24 weeks mice [called ‘AfterXL147°], XL-147 dosage is

A. GSE4115

100 mg/Kg BW/day). The second drug group samples
consist of the brush samples obtained from the lung SCC
early lesion mice before and after the extended 4-week
NTCU plus pioglitazone treatment (i.e., 20 weeks mice
[called ‘BeforePio’] vs 24 weeks mice [called ‘AfterPio’],
pioglitazone dosage is 15 mg/kg body weight via oral
gavage). Therefore, there are a total of 7 groups of
brush airways samples, i.e., ‘Normal’, ‘BeforeCarci’,
‘AfterCarci’, ‘BeforeXL147’, ‘AfterXL147’, ‘BeforePio’,
‘AfterPio’ groups, with each group having 6 samples
subjected to RNA-sequencing.

RNA processing, RNA-seq and miRNA-seq
experimentation

Total RNA samples were extracted from the airway
brush samples using Qiagen (Valencia, CA) RNeasy®
Mini Kit. The quality of the total RNA samples obtained
was very high, with RIN (RNA integrity number) values
in the range of 9-10. Total RNA samples were divided into
two aliquots for RNA-seq and miRNA-seq experiments
separately. We used TruSeq RNA Library Preparation Kit
v2 and TruSeq Small RNA Library Preparation Kits from
[llumina (San Diego, CA) to construct the RNA-seq and
miRNA-seq libraries, respectively. The sequencing of these
RNA-seq and miRNA-seq library samples was performed
in The Medical College of Wisconsin (MCW) Human and
Molecular Genetics Center (HMGC) Sequencing Core
using the HiSeq 2500 platforms (Illumina, San Diego, CA).
The reads generated were single-end with 50 nucleotides
in length. The qualities of the RNA-seq and miRNA-seq
reads were analyzed using the FastQC program (http://
www.bioinformatics.babraham.ac.uk/projects/fastqc/).
The coverages ranged from 15 million to 32 million reads
per RNA-seq sample and 3 million to 5 million reads per
miRNA-seq sample. The quality scores of > 95.3% of all

B. GSE19027
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Figure 7: Classifier performance in the (A) Dataset GSE4115 comprising 90 smokers without cancer and 97 smokers
with lung cancer; (B) Dataset GSE19027 comprising 29 smokers without cancer and 21 smokers with lung cancer.
Shown are receiver-operating-characteristic curves. In GSE4115, the area under the curve (AUC) was 0.77 (95% confidence interval [CI],
0.73 t0 0.8). In GSE19027, the AUC was 0.87 (95% CI, 0.82 to 0.92).
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Table 2: Description of the 36-gene classifier derived from the mouse lung SCC early lesion model
that are used for the diagnosis of human lung cancer by bronchial airway samples

FoldChange
Gene Name KEGG_PATHWAY mouseLCvsNormal P Value
PPBP pro-platelet basic protein (chemokine hsa04062:Chemokine signaling pathway 115.0 3.4E-22
(C-X-C motif) ligand 7)
IL1R2 interleukin 1 receptor, type 11 hsa04010:MAPK signaling pathway 7.6 2.8E-12
HILPDA hypoxia inducible lipid droplet associated 6.6 5.1E-15
CWH43 hypothetical protein FLJ21511 59 2.5E-24
JUNB jun B proto-oncogene 5.6 1.2E-13
EGR1 ecarly growth response 1 hsa05020:Prion diseases 5.4 2.8E-08
MCL1 myeloid cell leukemia sequence 1 (BCL2- 4.8 5.0E-15
related)
FOSL2 FOS-like antigen 2 3.7 1.0E-21
MARCKS myristoylated alanine-rich protein kinase hsa04666:Fc = gamma  R-mediated 3.6 1.2E-07
C substrate phagocytosis
SIDT2 SID1 transmembrane family, member 2 33 3.1E-14
BHLHE41 basic helix-loop-helix family, member e41  hsa04710:Circadian rhythm 33 7.3E-04
PDLIM4 PDZ and LIM domain 4 3.1 8.2E-04
HTRA1 HtrA serine peptidase 1 3.1 1.1E-05
MAP4K4 mitogen-activated protein kinase kinase hsa04010:MAPK signaling pathway 2.7 9.2E-15
kinase kinase 4
EGFR epidermal  growth  factor receptor hsa04010:MAPK signaling pathway 2.5 6.5E-08
(erythroblastic leukemia viral (v-erb-b)
oncogene homolog, avian)
CYR61 cysteine-rich, angiogenic inducer, 61 2.4 1.2E-03
SOX9 SRY (sex determining region Y)- 2.4 1.2E-04
box 9
CALML3 calmodulin-like 3 hsa04070:Phosphatidylinositol signaling 2.4
systempathway 1.8E-05
CLCA2 chloride channel accessory 2 hsa04740:Olfactory transduction 2.4 2.4E-03
IQSECI 1Q motif and Sec7 domain 1 hsa04144:Endocytosis 2.3 6.1E-05
FOSB FBJ murine osteosarcoma viral oncogene 2.1 2.5E-02
homolog B
IER2 immediate early response 2 2.0 3.8E-05
SMC2 structural maintenance of chromosomes 2 1.9 5.5E-03
CA12 carbonic anhydrase XII hsa00910:Nitrogen metabolism 1.9 9.1E-05
CPE carboxypeptidase E hsa04940:Type I diabetes mellitus 1.9 3.0E-05
AVPI1 arginine vasopressin-induced 1 1.7 2.0E-06
TMEM45A  transmembrane protein 45A 1.7 2.0E-03
JUND jun D proto-oncogene hsa04010:MAPK signaling pathway 1.7 8.5E-04
CHST15 carbohydrate (N-acetylgalactosamine hsa00532:Chondroitin sulfate 1.7 9.5E-05
4-sulfate 6-O) sulfotransferase 15 biosynthesis
ATG101 autophagy related 101 1.6 1.2E-04
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CLTB clathrin light chain B hsa04142:Lysosome 1.5 4.3E-04

EFNB2 ephrin-B2 hsa04360:Axon guidance 1.5 7.1E-03

IDS iduronate 2-sulfatase hsa00531:Glycosaminoglycan degradation —1.8 1.6E-07

GCLC glutamate-cysteine ligase, catalytic subunit hsa00480:Glutathione metabolism —2.1 5.7E-07

SERPING1  serpin peptidase inhibitor, clade G (C1 hsa04610:Complement and coagulation —2.3 1.1E-05
inhibitor), member 1 cascades

ANK3 ankyrin 3, node of Ranvier (ankyrin G) 2.4 3.0E-16

the bases of each sample are > 30, averaging around 40,
greatly exceeding the threshold of 20.

RNA-seq and miRNA-seq reads alignment and
differential expression analysis

The pre-processed sample RNA-seq reads were
aligned to the mm9 mouse genome (UCSC version, July
2007) using Bowtie-TopHat (version 2.0.4, segment length
29nt, 1 mismatch in segment permitted, for maximum
sensitivity, coverage search performed [59, 60]). Read
counts were obtained using HTseq [61]. Batch effects
were adjusted using the R package - RUVSeq [62]. Data
normalization and differential expression analysis were
performed using the statistical algorithms implemented in
the statistical R packages - edgeR and limma [20, 21]. FDR
(False discovery rate) corrected p-values of less than 0.05
were used as criteria for significantly regulated genes. We
used FastQC [63] to check the quality of raw sequences
after the miRNA sequencing based on the HiSeq 2500
platform. Cutadapt [64] was used to remove adapter and
unwanted sequences from raw data for miRNA-seq reads.
Then FastQC was used again to recheck the quality of the
preprocessed reads. The mapping of the trimmed high
quality miRNA-seq reads was performed using Chimira
[65], which is a fast and robust system for the cleaning,
filtering, quality control, and mapping of miRNA-Seq
data. The initially mapped miRNA-seq reads were further
adjusted for the confounding factors, like batch effects,
and normalized by the individual library sizes using
the software programs RUVSeq [62] and edgeR [21].
Similar to RNA-seq, the differential expression analysis
of miRNA was performed using the statistical algorithms
implemented in the statistical R packages edgeR and
limma [20, 21].

Oncogenic pathway analysis and activation
analysis

The list of differentially expressed genes in the
bronchial airway samples between lung SCC early-lesion
mice and non-lesion control mice was analyzed by IPA

(http://www.ingenuity.com). The two major modules
in IPA, ie., ‘Canonical Pathways’ and ‘Networks’,
were adopted for pathway and network enrichment
analysis. GSEA [66] analysis was performed for the pre-
ranked differentially expressed genes using the option
‘GseaPreranked’. In GSEA, 1000 permutations were
used to calculate significance. A gene set was considered
to be significantly enriched in one of the two groups
when the P value was lower than 0.05 and the FDR
was lower than 0.25 for the corresponding gene set. For
inferring and comparing the activity of the oncogenic
pathways across different groups, we utilized the
statistical R package DART [22, 67]. This software uses a
perturbation expression signature database encompassing
perturbations of over 90 cancer genes, in combination with
a novel statistical denoising algorithm, to help discern
perturbations of the oncogenic pathways.

Integrative analysis of the RNA-seq and miRNA-
seq data for the airway brush samples from the
lung SCC early-lesion mice

As the starting point we used three basic
assumptions in the miRNA-mRNA combination analysis
[25]: i) miRNAs negatively regulate expression of their
mRNA targets; ii) miIRNA/mRNA interactions, as they
are based on RNA hybridization, can be predicted with
bioinformatic approaches; iii) miRNAs and mRNAs that
play a role in a specific diseases are deregulated in that
disease. We used an R software package - MiRComb [25]
- to conduct the analysis of miRNA-mRNA interactions
based on the RNA-seq and miRNA-seq data we generated
for the airway brush samples from the lung SCC early-
lesion mice and the normal control group.

Development and validation of a bronchial
genomic classifier from lung SCC early lesion
mice

We first developed a 36-gene classifier using the
cancerclass R package [68] based on the analysis of the
RNA-seq data of the bronchial airway samples from a
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mouse cohort comprising 12 lung SCC mice and 11 normal
mice available from this study. Then we validated the
accuracy of this classifier for the diagnosis of lung cancer
using the two downloaded human microarray datasets of
bronchial airway samples obtained from smokers with and
without lung cancer. These two datasets are deposited in
the GEO database with Accession # of GSE4115 [10] and
GSE19027 [69]. Dataset GSE4115 comprised 90 smokers
without cancer and 97 smokers with lung cancer. Dataset
GSE19027 comprised 29 smokers without cancer and 21
smokers with lung cancer. We conducted preprocessing
of these raw microarray data, data normalization and
filtering, and differential expression analyses using the
limma R package [20]. The performance of the mouse-
derived classifier was evaluated with the use of receiver-
operating-characteristic curves, calculation of AUC [70],
and estimates of sensitivity and specificity implemented
in the cancerclass R package [71]. This classification
protocol starts with a feature selection step and continues
with nearest-centroid classification. The accurarcy of
the predictor can be evaluated using training and test set
validation, leave-one-out cross-validation or in a multiple
random validation protocol. Fisher’s exact test was used
for categorical variables. All confidence intervals are
reported as two-sided binomial 95% confidence intervals.
Statistical analysis was performed with R software,
version 3.1.2 (R Project for Statistical Computing).

ACKNOWLEDGMENTS

We thank Drs. Liang Wang, Pengyuan Liu and other
outside reviewers for the suggestions and revisions of this
manuscript.

CONFLICTS OF INTEREST

No potential conflicts of interest were disclosed by
any authors of this manuscript.

GRANT SUPPORT

This work was supported in part by National
Institutes of Health NOICN201200015, RO1CA134682,
RO1CA134433 & RO1CA208648.

REFERENCES

1. Ridge CA, McErlean AM, Ginsberg MS. Epidemiology of
lung cancer. Semin Intervent Radiol. 2013; 30:93-98.

2. Colby TV, Wistuba, II, Gazdar A. Precursors to pulmonary
neoplasia. Adv Anat Pathol. 1998; 5:205-215.

3. Minna JD, Roth JA, Gazdar AF. Focus on lung cancer.
Cancer Cell. 2002; 1:49-52.

4. Sy SM, Wong N, Lee TW, Tse G, Mok TS, Fan B, Pang E,
Johnson PJ, Yim A. Distinct patterns of genetic alterations

10.

11.

12.

13.

14.

15.

16.

17.

in adenocarcinoma and squamous cell carcinoma of the
lung. Eur J Cancer. 2004; 40:1082—1094.

Yakut T, Schulten HJ, Demir A, Frank D, Danner B,
Egeli U, Gebitekin C, Kahler E, Gunawan B, Urer N,
Ozturk H, Fuzesi L. Assessment of molecular events in
squamous and non-squamous cell lung carcinoma. Lung
Cancer. 2006; 54:293-301.

Zochbauer-Muller S, Minna JD. The biology of lung cancer
including potential clinical applications. Chest Surg Clin
N Am. 2000; 10:691-708.

Cancer Genome Atlas Research Network. CGAR.
Comprehensive genomic characterization of squamous cell
lung cancers. Nature. 2012; 489:519-525.

Wang Y, Zhang Z, Yan Y, Lemon WJ, LaRegina M,
Morrison C, Lubet R, You M. A chemically induced
model for squamous cell carcinoma of the lung in mice:
histopathology and strain susceptibility. Cancer Res. 2004;
64:1647-1654.

Rehm S, Lijinsky W, Singh G, Katyal SL. Mouse
bronchiolar cell carcinogenesis. Histologic characterization
and expression of Clara cell antigen in lesions induced by
N-nitrosobis-(2-chloroethyl) ureas. Am J Pathol. 1991;
139:413-422.

Gustafson AM, Soldi R, Anderlind C, Scholand MB, Qian J,
Zhang X, Cooper K, Walker D, McWilliams A, Liu G,
Szabo E, Brody J, Massion PP, et al. Airway PI3K pathway
activation is an early and reversible event in lung cancer
development. Sci Transl Med. 2010; 2:26ra25.

Slaughter DP, Southwick HW, Smejkal W. Field
cancerization in oral stratified squamous epithelium; clinical
implications of multicentric origin. Cancer. 1953; 6:963-968.

Wistuba, II, Mao L, Gazdar AF. Smoking molecular damage
in bronchial epithelium. Oncogene. 2002; 21:7298-7306.
Sozzi G, Miozzo M, Pastorino U, Pilotti S, Donghi R,
Giarola M, De Gregorio L, Manenti G, Radice P,
Minoletti F and et al. Genetic evidence for an independent
origin of multiple preneoplastic and neoplastic lung lesions.
Cancer Res. 1995; 55:135-140.

Park IW, Wistuba, 11, Maitra A, Milchgrub S, Virmani AK,
Minna JD, Gazdar AF. Multiple clonal abnormalities in the
bronchial epithelium of patients with lung cancer. J Natl
Cancer Inst. 1999; 91:1863-1868.

Spira A, Beane JE, Shah V, Steiling K, Liu G, Schembri F,
Gilman S, Dumas YM, Calner P, Sebastiani P, Sridhar S,
Beamis J, Lamb C, et al. Airway epithelial gene expression
in the diagnostic evaluation of smokers with suspect lung
cancer. Nat Med. 2007; 13:361-366.

Silvestri GA, Vachani A, Whitney D, Elashoff M, Porta
Smith K, Ferguson JS, Parsons E, Mitra N, Brody J,
Lenburg ME, Spira A. A Bronchial Genomic Classifier for
the Diagnostic Evaluation of Lung Cancer. N Engl J Med.
2015; 373:243-251.

Foster P, Yamaguchi K, Hsu PP, Qian F, Du X, Wu J, Won KA,
Yu P, Jaeger CT, Zhang W, Marlowe CK, Keast P, Abulafia W,

www.impactjournals.com/oncotarget

18897

Oncotarget



18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

et al. The Selective PI3K Inhibitor XL147 (SAR245408)
Inhibits Tumor Growth and Survival and Potentiates the
Activity of Chemotherapeutic Agents in Preclinical Tumor
Models. Mol Cancer Ther. 2015; 14:931-940.

McCormick DL, Horn TL, Johnson WD, Peng X, Lubet RA,
Steele VE. Suppression of Rat Oral Carcinogenesis by
Agonists of Peroxisome Proliferator Activated Receptor
gamma. PLoS One. 2015; 10:e0141849.

Takahashi H, Hosono K, Uchiyama T, Sugiyama M,
Sakai E, Endo H, Maeda S, Schaefer KL, Nakagama H,
Nakajima A. PPARgamma Ligand as a Promising Candidate
for Colorectal Cancer Chemoprevention: A Pilot Study.
PPAR Res. 2010; 2010.

Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W,
Smyth GK. limma powers differential expression analyses
for RNA-sequencing and microarray studies. Nucleic Acids
Res. 2015; 43:¢e47.

Robinson MD, McCarthy DJ, Smyth GK. edgeR: a
Bioconductor package for differential expression analysis
of digital gene expression data. Bioinformatics. 2010; 26:
139-140.

Jiao Y, Lawler K, Patel GS, Purushotham A, Jones AF,
Grigoriadis A, Tutt A, Ng T, Teschendorft AE. DART:
Denoising Algorithm based on Relevance network
Topology improves molecular pathway activity inference.
BMC Bioinformatics. 2011; 12:403.

Bild AH, Yao G, Chang JT, Wang Q, Potti A, Chasse
D, Joshi MB, Harpole D, Lancaster JM, Berchuck A,
Olson JA Jr, Marks JR, et al. Oncogenic pathway signatures
in human cancers as a guide to targeted therapies. Nature.
2006; 439:353-357.

Ooi AT, Gower AC, Zhang KX, Vick JL, Hong L, Nagao B,
Wallace WD, Elashoff DA, Walser TC, Dubinett SM,
Pellegrini M, Lenburg ME, Spira A, et al. Molecular
profiling of premalignant lesions in lung squamous cell
carcinomas identifies mechanisms involved in stepwise
carcinogenesis. Cancer Prev Res (Phila). 2014; 7:487-495.

Vila-Casadesus M, Gironella M, Lozano JJ. MiRComb:
An R Package to Analyse miRNA-mRNA Interactions.
Examples across Five Digestive Cancers. PLoS One. 2016;
11:¢0151127.

An O, Dall'Olio GM, Mourikis TP, Ciccarelli FD. NCG
5.0: updates of a manually curated repository of cancer
genes and associated properties from cancer mutational
screenings. Nucleic Acids Res. 2016; 44:D0992-999.

LuY, Lemon W, Liu PY, Yi Y, Morrison C, Yang P, Sun Z,
Szoke J, Gerald WL, Watson M, Govindan R, You M. A
gene expression signature predicts survival of patients
with stage I non-small cell lung cancer. PLoS Med.
2006; 3:¢467.

Yoshihama N, Yamaguchi K, Chigita S, Mine M, Abe M,
Ishii K, Kobayashi Y, Akimoto N, Mori Y, Sugiura T. A
Novel Function of CD82/KAI1 in Sialyl Lewis Antigen-
Mediated Adhesion of Cancer Cells: Evidence for an Anti-

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Metastasis Effect by Down-Regulation of Sialyl Lewis
Antigens. PLoS One. 2015; 10:e0124743.

Shan YS, Hsu HP, Lai MD, Yen MC, Chen WC, Fang JH,
Weng TY, Chen YL. Argininosuccinate synthetase 1
suppression and arginine restriction inhibit cell migration
in gastric cancer cell lines. Sci Rep. 2015; 5:9783.

den Hollander P, Rawls K, Tsimelzon A, Shepherd J,
Mazumdar A, Hill J, Fuqua SA, Chang JC, Osborne CK,
Hilsenbeck SG, Mills GB, Brown PH. Phosphatase PTP4A3
Promotes Triple-Negative Breast Cancer Growth and Predicts
Poor Patient Survival. Cancer Res. 2016; 76:1942—-1953.

Yeh HC, Huang CN, Li CC, Chang LL, Lin HH, Ke HL,
Huang AM, Liang PI, Li CF, Wu WJ. Overexpression of
PTP4A3 is associated with metastasis and unfavorable
prognosis in bladder cancer. World J Urol. 2016; 34:835-846.

Lian YX, Chen R, Xu YH, Peng CL, Hu HC. Effect of
protein-tyrosine phosphatase 4A3 by small interfering RNA
on the proliferation of lung cancer. Gene. 2012; 511:169-176.

Yamashita S, Masuda Y, Matsumoto K, Okumura Y,
Matsuzaki H, Kurizaki T, Haga Y, Katafuchi S,
Murayama T, Ikei S, Kawahara K. Down-regulation of the
human PRL-3 gene is associated with the metastasis of
primary non-small cell lung cancer. Ann Thorac Cardiovasc
Surg. 2007; 13:236-239.

Ming J, Liu N, Gu 'Y, Qiu X, Wang EH. PRL-3 facilitates
angiogenesis by increasing ERK
phosphorylation and up-regulating the levels and activities
of Rho-A/C in lung cancer. Pathology. 2009; 41:118-126.
Jian M, Nan L, Guocheng J, Qingfu Z, Xueshan Q,
Enhua W. Downregulating PRL-3 inhibit migration and
invasion of lung cancer cell via RhoA and mDial. Tumori.
2012; 98:370-376.

Zhang Z, Liu P, Wang J, Gong T, Zhang F, Ma J, Han N.
Ubiquitin-conjugating enzyme E2C regulates apoptosis-

and metastasis

dependent tumor progression of non-small cell lung cancer
via ERK pathway. Med Oncol. 2015; 32:149.

Tang XK, Wang KJ, Tang YK, Chen L. Effects of ubiquitin-
conjugating enzyme 2C on invasion, proliferation and cell
cycling of lung cancer cells. Asian Pac J Cancer Prev. 2014;
15:3005-30009.

Trikha P, Sharma N, Pena C, Reyes A, Pecot T, Khurshid S,
Rawahneh M, Moffitt J, Stephens JA, Fernandez SA,
Ostrowski MC, Leone G. E2f3 in tumor macrophages
promotes lung metastasis. Oncogene. 2015.

Ren XS, Yin MH, Zhang X, Wang Z, Feng SP, Wang GX,
Luo YJ, Liang PZ, Yang XQ, He JX, Zhang BL. Tumor-
suppressive microRNA-449a induces growth arrest and
senescence by targeting E2F3 in human lung cancer cells.
Cancer Lett. 2014; 344:195-203.

Smith BA, Sokolov A, Uzunangelov V, Baertsch R,
Newton Y, Graim K, Mathis C, Cheng D, Stuart JM,
Witte ON. A basal stem cell signature identifies aggressive
prostate cancer phenotypes. Proc Natl Acad Sci USA. 2015;
112:E6544-6552.

WWW

.impactjournals.com/oncotarget

18898

Oncotarget



41.

42.

43.
44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

Kim J, Woo AJ, Chu J, Snow JW, Fujiwara Y, Kim CG,
Cantor AB, Orkin SH. A Myc network accounts for
similarities between embryonic stem and cancer cell
transcription programs. Cell. 2010; 143:313-324.
Rothenberg ME, Clarke MF, Diehn M. The Myc connection:
ES cells and cancer. Cell. 2010; 143:184—186.

Swami M. MYC matters. Nat Rev Cancer. 2010; 10:812.

Wong DJ, Liu H, Ridky TW, Cassarino D, Segal E,
Chang HY. Module map of stem cell genes guides creation of
epithelial cancer stem cells. Cell Stem Cell. 2008; 2:333-344.

Rock JR, Onaitis MW, Rawlins EL, Lu Y, Clark CP, Xue Y,
Randell SH, Hogan BL. Basal cells as stem cells of the
mouse trachea and human airway epithelium. Proc Natl
Acad Sci USA. 2009; 106:12771-12775.

Wang Y, James M, Wen W, Lu Y, Szabo E, Lubet RA,
You M. Chemopreventive effects of pioglitazone on
chemically induced lung carcinogenesis in mice. Mol
Cancer Ther. 2010; 9:3074-3082.

Wang F, Lu J, Peng X, Wang J, Liu X, Chen X, Jiang Y,
Li X, Zhang B. Integrated analysis of microRNA
regulatory network in nasopharyngeal carcinoma with deep
sequencing. J Exp Clin Cancer Res. 2016;

Wu Z, Wang H, Fang S, Xu C. MiR-449c inhibits gastric
carcinoma growth. Life Sci. 2015; 137:14-19.

Miao LJ, Huang SF, Sun ZT, Gao ZY, Zhang RX, Liu Y,
Wang J. MiR-449c targets c-Myc and inhibits NSCLC cell
progression. FEBS Lett. 2013; 587:1359-1365.

Ulivi P, Mercatali L, Casoni GL, Scarpi E, Bucchi L,
Silvestrini R, Sanna S, Monteverde M, Amadori D,
Poletti V, Zoli W. Multiple marker detection in peripheral
blood for NSCLC diagnosis. PLoS One. 2013; 8:¢57401.

Yee J, Sadar MD, Sin DD, Kuzyk M, Xing L, Kondra J,
McWilliams A, Man SF, Lam S. Connective tissue-
activating peptide III: a novel blood biomarker for early
lung cancer detection. J Clin Oncol. 2009; 27:2787-2792.

Huang H, Shah K, Bradbury NA, Li C, White C. Mcl-1
promotes lung cancer cell migration by directly interacting
with VDAC to increase mitochondrial Ca2+ uptake and
reactive oxygen species generation. Cell Death Dis. 2014;
5:e1482.

Wang J, Sun D, Wang Y, Ren F, Pang S, Wang D, Xu S.
FOSL2 positively regulates TGF-betal signalling in non-
small cell lung cancer. PLoS One. 2014; 9:¢112150.

Hanada S, Kakehashi A, Nishiyama N, Wei M, Yamano S,
Chung K, Komatsu H, Inoue H, Suehiro S, Wanibuchi H.
Myristoylated alanine-rich C-kinase substrate as a
prognostic biomarker in human primary lung squamous cell
carcinoma. Cancer Biomark. 2013; 13:289-298.

Chen CH, Thai P, Yoneda K, Adler KB, Yang PC, Wu R.
A peptide that inhibits function of Myristoylated Alanine-
Rich C Kinase Substrate (MARCKS) reduces lung cancer
metastasis. Oncogene. 2014; 33:3696-3706.

Qiu MH, Qian YM, Zhao XL, Wang SM, Feng XJ, Chen XF,
Zhang SH. Expression and prognostic significance of

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

MAP4K4 in lung adenocarcinoma. Pathol Res Pract. 2012;
208:541-548.

Hayes DC, Secrist H, Bangur CS, Wang T, Zhang X,
Harlan D, Goodman GE, Houghton RL, Persing DH,
Zehentner BK. Multigene real-time PCR detection of
circulating tumor cells in peripheral blood of lung cancer
patients. Anticancer Res. 2006; 26:1567-1575.

Man 'Y, Cao J, Jin S, Xu G, Pan B, Shang L, Che D, Yu Q,
Yu Y. Newly identified biomarkers for detecting circulating
tumor cells in lung adenocarcinoma. Tohoku J Exp Med.
2014; 234:29-40.

Langmead B, Trapnell C, Pop M, Salzberg SL. Ultrafast and
memory-efficient alignment of short DNA sequences to the
human genome. Genome Biol. 2009; 10:R25.

Trapnell C, Pachter L, Salzberg SL. TopHat: discovering
splice junctions with RNA-Seq. Bioinformatics. 2009;
25:1105-1111.

Anders S, Pyl PT, Huber W. HTSeq—a Python framework to
work with high-throughput sequencing data. Bioinformatics.
2015; 31:166-169.

Risso D, Ngai J, Speed TP, Dudoit S. Normalization of
RNA-seq data using factor analysis of control genes or
samples. Nat Biotechnol. 2014; 32:896-902.

Kroll KW, Mokaram NE, Pelletier AR, Frankhouser
DE, Westphal MS, Stump PA, Stump CL, Bundschuh R,
Blachly JS, Yan P. Quality Control for RNA-Seq (QuaCRS):
An Integrated Quality Control Pipeline. Cancer Inform.
2014; 13:7-14.

Chen C, Khaleel SS, Huang H, Wu CH. Software for pre-
processing Illumina next-generation sequencing short read
sequences. Source Code Biol Med. 2014; 9:8.

Vitsios DM, Enright AJ. Chimira: analysis of small
RNA sequencing data and microRNA modifications.
Bioinformatics. 2015; 31:3365-3367.

Subramanian A, Tamayo P, Mootha VK, Mukherjee S,
Ebert BL, Gillette MA, Paulovich A, Pomeroy SL,
Golub TR, Lander ES, Mesirov JP. Gene set enrichment
analysis: a knowledge-based approach for interpreting
genome-wide expression profiles. Proc Natl Acad Sci USA.
2005; 102:15545-15550.

Teschendorff AE, Li L, Yang Z. Denoising perturbation
signatures reveal an actionable AKT-signaling gene module
underlying a poor clinical outcome in endocrine-treated
ER+ breast cancer. Genome Biol. 2015; 16:61.

Budczies J, Kosztyla D, Torne CV, Stenzinger A, Darb-
Esfahani S, Dietel M, Denkert C. cancerclass: An R
Package for development and validation of diagnostic tests
from high-dimensional molecular data. J Stat Software.
2014; 59:1-19.

Wang X, Chorley BN, Pittman GS, Kleeberger SR,
Brothers J, 2nd, Liu G, Spira A, Bell DA. Genetic variation
and antioxidant response gene expression in the bronchial
airway epithelium of smokers at risk for lung cancer. PLoS
One. 2010; 5:¢11934.

WWW

.impactjournals.com/oncotarget

18899

Oncotarget



70. Hanley JA, McNeil BJ. The meaning and use of the areca Package for Development and Validation of Diagnostic
under a receiver operating characteristic (ROC) curve. Tests from High-Dimensional Molecular Data. 2014. 2014;
Radiology. 1982; 143:29-36. 59:19.

71. Jan B, Kosztyla D, von Térme C, Stenzinger A, Darb-

Esfahani S, Dietel M, Denkert C. cancerclass: An R

www.impactjournals.com/oncotarget 18900 Oncotarget



