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Abstract: Cancer diagnosis is currently undergoing a paradigm shift with the incorporation
of molecular biomarkers as part of routine diagnostic panel. The molecular alteration
ranges from those involving the DNA, RNA, microRNAs (miRNAs) and proteins.
The miRNAs are recently discovered small non-coding endogenous single-stranded RNAs
that critically regulates the development, invasion and metastasis of cancers. They are
altered in cancers and have the potential to serve as diagnostic markers for cancer.
Moreover, deregulating their activity offers novel cancer therapeutic approaches. The
availability of high throughput techniques for the identification of altered cellular
molecules allowed their use in cancer diagnosis. Their application to a variety of body
specimens from blood to tissues has been helpful for appreciating their use in the clinical
context. The development of innovative antibodies for immunohistochemical detection of
proteins also assists in diagnosis and risk stratification. Overall, the novel cancer diagnostic
tools have extended their application as prognostic risk factors and can be used as targets
for personalized medicine.
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1. Introduction

Recent years have seen a remarkable progress in the basic, translational and clinical research in
cancers. This has led to scientific and technological advances which have opened new vistas for cancer
diagnosis. National comprehensive cancer network (NCCN) reported tumor markers for six major
malignancies in defining the optimum test that will help patient care [1]. Significant contributions in
this aspect have been made by our group evaluating these molecular alterations in the pathogenesis of
a wide spectrum of malignancies including breast cancer [2,3], pancreatic cancer [4—10], and prostate
cancer [11-13]. Remarkable progress has been made in these areas with significant promise in the
clinical diagnostic arena. Not only have these led to the development of novel diagnostic approaches
but have also significantly impacted “molecular pharmacogenomics and therapeutics”. Several
small molecule inhibitors against these markers are under development for targeted therapies in
cancer treatment.

As we embark into the era of personalized medicine, using precise targets for diagnosis of cancers
is important since specific drug therapies will be targeted against these molecules. Not only will these
have implications in the cancer diagnosis but also in the institution of novel therapies. Treatment
modalities in cancer patients are no longer based only on anatomic location and the phenotype of the
tumor whether adenocarcinoma or squamous cell carcinoma. Our understanding of pathogenetic
evolution of cancer has improved considerably and this has been translated into the clinical context [13].
In the clinical domain there has been a paradigm shift in the cancer diagnosis approach which has
resulted in the development of novel algorithms for the therapeutic management of cancer patients that
paved the way for personalized oncology.

A significant part of this is due to the understanding of alterations occurring within the cancer cells
at the molecular level [4,14]. During pathogenesis and development, cancers acquire significant
alterations in several cellular molecules including DNA, RNA, mRNA, miRNA and proteins. Current
methodologies for cancer diagnosis have incorporated these cellular molecular changes into the cancer
diagnostic realm initially at the basic research level and gradually being translated to the clinical arena.

2. Cancer Cell Alterations as an Aid to Cancer Diagnosis

As the tumors progress and develop invasive and metastatic capabilities, these molecular changes
are deregulated due to inherent biologic properties of the cancer cell. These molecular alterations vary
not only by the origin of the tumor cell but also by the degree of differentiation and invasive capacity
of the cancer cell [4,11,15]. Based on in vivo and in vitro model studies conducted, it has been
demonstrated that these molecular alterations play a significant role in the tumor progression as well as
in the overall survival of cancer cells [11]. Additionally, these molecular alterations serve as targets to
design novel therapies for cancers.

Recent research has demonstrated that these molecular markers can assist in early and accurate
diagnosis and predict prognosis in cancers [4,13]. In particular, genetic and epigenetic changes in cells
and high frequency of methylated genes in tumors lead to adenocarcinoma and may serve as a
promising marker in the detection of cancer DNA [16,17]. A comprehensive approach based on
detection of a panel of molecular alterations can give us a recognizable pattern of molecular alterations
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in the cancer cells which can serve as a “signature” specific for each tumor. Once such a
“molecular signature” is identified in the tumor at the time of diagnosis, it can serve as a template for
personalized onco-pharmacogenomics.

The rapid progress in the identification of these molecular targets in the cancer cell has led to a
revolution of the “omic” in cancer diagnostics including (Whole) Genome (WGS), Exome (WES),
methylome, transcriptome (including the miRnome), microbiome, metabolome, proteome and
topome [18-20]. The result of this is the emergence of a new field of “Molecular Oncodiagnostics”.
This has resulted in altered perspectives in the diagnostic arena [21,22]. Tumors are no more just
diagnosed at the histomorphological level. Molecular alterations detected by high throughput
technologies are an integral part of the diagnostic armamentarium for ultimate benefit to the patient.

3. Molecular Alterations for Cancer Diagnosis

In the current context of the molecular alterations that have been used for the cancer
diagnosis are occurring at the DNA level include gene replication, rearrangements/translocations,
point mutations/deletions or insertions [13]. At the RNA level, the changes are seen in transcription and
post-transcriptional modifications [4,13], and at the protein level, it is seen at the translation and
post-translational effects [23,24] as depicted in Figure 1.

Figure 1. Molecular diagnostic schema representing routine biological specimens and their
molecular alterations.
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novel diagnostic approaches in cancer investigating the use of microRNAs (miRNAs) [2,4,9,12,13],
which has become the focus of many recent investigations. The miRNAs are small nucleotides about
19-25 nucleotides in length, and they are non-coding endogenous single-stranded RNAs. In cancers,
they are rapidly gaining importance since they actively regulate the evolution, development,
progression and metastasis of cancers, and thus they provide the invasive property of cancer cells.

4. The miRNAs in Cancer Diagnosis

The expression levels of miRNAs are tumor specific. This property of the cancer cell is being
utilized in cancer diagnosis for early and accurate cancer diagnosis [4,25,26]. Depending on their
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downstream signaling effect on genes and gene products, miRNAs may be up or down-regulated in
cancers [14]. The ones which are up-regulated in cancers are proposed to have an oncogenic potential.
Alternatively, the miRNAs which are down-regulated in malignancies are proposed to have a tumor
suppressor effect. The classical examples of miRNAs with an oncogenic potential include miR-155,
miR-17-92 and miR-21 and many others. The miR-21 has been found to be over-expressed in several
malignancies [9,15]. The miRNAs with tumor suppressor action are the let-7 family and miR-200
family which are frequently down-regulated in many types of cancers [2,12,15,27] although there are
many more miRNAs being discovered to be associated with cancers.

Previous research has demonstrated that the miRNAs regulate cancer stem cells (CSC) [12,14] and
epithelial mesenchymal transition (EMT) [2,11,14] phenotype of cancer cells. CSCs are known to play
a role in the development of resistance to chemotherapeutic drugs in cancers. The EMT phenomenon
leads to the development of invasive characters in cancer cells leading to the acquisition of an invasive
phenotype with spindled morphology [15]. Deregulation in the expression of miRNAs would thus have
significant implication in the invasion, progression, developing metastatic capabilities and drug
resistance in cancers [5,11,14].

5. Clinical Application of Cancer Diagnostic Modalities

The current oncology practice is rapidly undergoing a change. There is no more a “one size fits all”
approach. Personalized treatment approaches are being developed based on the cancer diagnostic
biomarkers. Translational research has shown the clinical application of the novel molecular
diagnostics markers in the early diagnosis of cancer [13]. Such molecules also hold promise in risk
stratification and prognosis. Before any molecule can be used in the cancer diagnosis arena, it needs to
be detected in a wide variety of clinical specimens including blood [28,29], fine needle aspirates [7]
and tissues both fresh frozen and paraffin embedded [13,25] as presented in Figure 1. Recent studies
have demonstrated the capability of detecting these molecules in all of these clinical specimens. With
the rapid evolution of molecular biology, there is a plethora of cancer diagnostic molecules with
possible application in the clinical diagnostic realm. These molecules could be limited on their
detection to certain patient specimens. This would greatly limit their widespread application in patient
testing. On the other hand, there may be molecules like miRNAs which are detectable in a variety of
patient specimens like blood, tissues and even fine needle aspirates, making them clinically applicable
and potentially useful biomarkers since they can be evaluated in a variety of such patient specimens. It
is the detectability of biomolecules in a variety of patient body samples that determines whether a
particular biomolecule will in future have potential clinical use in the diagnostic arena.

In the current clinical context, cancer diagnosis involves the use of biomarkers examining
molecules at the cellular level. Cancer diagnosis today is not just the recognition of the morphological
phenotype through microscopic examination, but it is a complex blend of these microscopic features
with immunohistochemical stains and molecular approaches to add value to the diagnostic report. The
current standardized surgical pathology reporting formats make use of the available molecular markers
to communicate prognostic and therapeutic implications with the clinicians.

Allele-specific quantitative PCR (IG/TCR-QPCR) is a robust and reproducible test with a
sensitivity of at least 0.01% to detect minimal residual disease (MRD) and quantify it for widespread
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use in therapeutic stratification of pediatric acute lymphoblastic leukemia (ALL). It can be extended to
achieve molecular MRD monitoring in adult and pediatric ALL [30]. Another test useful in the
molecular monitoring of leukemia is the multiplex RT-PCR followed by liquid bead array detection. It
is a rapid and flexible method which provides additional information for accurate diagnosis and
prognosis [31]. These methods are easy to incorporate into the clinical laboratory workflow and
generally complement the standard cytogenetic methods. Real time RT-PCR assay is currently being
used in the clinical diagnostic arena for the relative quantification of the ABL1 fusion transcripts in
establishing new diagnosis, determining relapse and monitoring remission by using clinical patient
specimens including whole blood and bone marrows [32-34]. Further, these tests can be extended to
determine the acquired mutations in the ABL1 kinase domain by RT-PCR of the ABL1 translocation
which is followed by nested PCR of the ABL1 kinase domain region and bidirectional sequencing to
identify mutations associated with drug resistance [35,36]. Likewise, PCR assay is also being currently
clinically used to identify mutations in KRAS gene for predicting response to targeted therapies [37,38].

The microRNAs (miRNAs) are recently described emerging biomarkers for cancer diagnosis and
prognosis with potential future implications in therapeutic interventions [2,3,12,13,39,40]. They have
widespread clinical application due to several advantages including their application to a variety of
biological specimens including blood, tissue, sputum and stool [7,41,42]. These are novel molecules
since they have downstream effects on several genes and signaling pathways by their up or down
regulation [43]. The biggest advantage of using the miRNAs based approaches in cancer diagnosis,
prognosis and therapeutics is the ability of miRNAs to concurrently target multiple effectors of
pathways involved in cell differentiation, proliferation and survival. Another advantage of using
miRNAs is the fact that they are stable in body fluid and tissue samples. Recently several novel
high-throughput methods have been developed for the detection of miRNAs in the cancer diagnosis
and prognosis. These include electrically magnetic-controllable electrochemical biosensors [44],
bead-based suspension array [45], power-free microfluidic chip [46] and one-step real time RT-PCR
for detection of miRNAs [47]. For hematological malignancies, flow cytometry and molecular
genomics has been an integral part of cancer diagnosis. Based on the WHO classification of
hematological malignancies, genomic alterations are a composite part of the cancer diagnosis [48].
This has implications in the selection of the right treatment protocol based on these molecular changes.
Further, the prognosis and risk stratification is based on these criteria.

6. Implications of Cancer Diagnostic Tests on Treatment

Several novel diagnostic biomarkers have been identified for clinical diagnosis of cancers as
demonstrated in Figure 2. Some of these are also “druggable” targets against which small molecule
inhibitors are under development. Each day the repertoire of targeted therapies is rapidly expanding.
These include markers for hematological malignancies e.g., FLT3, NPM1, CEBPA and PRAMI in
Acute Myeloid Leukemia [48]. In myeloproliferative neoplasms like Chronic Myelogenous leukemia,
BCR-ABL serves as a diagnostic marker [48]. So, are the alterations of JAK2 in Polycythemia Vera,
Primary Myelofibrosis and Essential Thrombocythemia [48] has been demonstrated. Recent studies
have shown the significance of ALK, EGFR, KRAS and BRAF in lung cancer [49]. BRAF, KIT and
NRAS are clinically relevant in melanomas [50]. Additionally, besides tumor markers, tumor
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microenvironment consisting of host immune cells may control tumor behavior or function as a useful
biomarker [51]. These diagnostic approaches for cancer have far reaching consequences in the
therapeutic management of cancer patients. These molecules have already been incorporated in the
clinical patient management for early and accurate diagnosis, determining prognosis and risk
stratification of disease, as well as designing targeted molecular therapeutics.

Figure 2. Novel diagnostic biomarkers used in the clinic for various types of cancers and
their targeted drug therapy.
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There also has been a significant progress in the development of novel antibodies for
immunohistochemical detection of proteins which is the end result of the translation due to DNA and
RNA alterations that have translated from the research bench [52] and now proven to have clinical
utility in the diagnosis and risk stratification of cancers [53]. This immunohistochemical detection of
proteins nowadays assists in routine diagnosis in Surgical Pathology.

7. Novel Cancer Diagnostic Technologies

Recent advances in the field of cancer diagnosis have seen a plethora of rapid and accurate high
throughput diagnostic tests. Initially used as research tools [2,3,6,11,12,54], these molecular diagnostic
tests have now been demonstrated to be applicable in the clinical scenario [4,7,13]. The use of these
biomarkers in cancer diagnosis has been facilitated by the availability of several high throughput
and high resolution technologies for the detection of these novel biomarker abnormalities as presented
in Table 1. Based on basic, translational and clinical research new platforms like qualitative
PCR-ARMS and RFLP, real time PCR-TagMan assays, nested PCR, FISH, capillary electrophoresis,
sequencing/pyrosequencing, sequenom [55], targeted gene panel sequencing and microarrays [13] are
available for clinical use in cancer diagnosis.

Quantitative PCR has widespread application in the detection of DNA/RNA/miRNA abnormalities
for initial diagnosis of cancer. These would also be applicable in surveillance, follow-up and
monitoring treatment outcome of cancer patient. It can be used for single-nucleotide polymorphism
(SNP) detection, gene expression profiling and also quantification of viral load in infection associated
cancers. Gel electrophoresis has its limitations including low resolution, poor precision, and results not
being quantifiable. Hence, capillary electrophoresis has been developed with widespread application in
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detecting gene rearrangements, single nucleotide polymorphism (SNP), and loss of heterozygosity
(LOH) [56]. With the availability of sequencing and rapid technological advances, the cost of
performing sequencing for cancer diagnosis with >46 gene panels is about $1000, and the turn-around
time is now 48 h [57].

Table 1. Current high throughput tests for cancer diagnosis.

Analysis Method References
MicroRNA and RNA Microarray technology [13]
Single nucleotide polymorphism

Capill lectrophoresi 56
(SNP) arrays, gene arrangements apriiary clectrophoresis [56]

. . . Matrix-associated laser desorption/ionization
Single nucleotide polymorphism

) time-of-flight mass spectrometry [58]
genotyping (MALDI-TOF MS) sequenom
Methylation analysis Quantitative sequenom and pyrosequencing [55]
70 Gene microarray panel analysis MammaPrint [59]
in breast cancer
Hotspot cancer mutations Ampliseq [60]
Classification of thyroid nodules Afirma gene profiling [61]

The sub-cellular deciphering of molecular alterations can be used as tumor specific “signatures” for
cancer diagnosis. Targeted diagnostic strategies using DNA, RNA, miRNA or proteomic approaches
have enabled early and accurate diagnosis. This varies from a “single-gene” diagnosis to a panel of
tumor specific alterations used to identify a tumor phenotype. Incorporation of bioinformatics has
enabled evaluation of multiple genes and miRNAs in parallel for identifying clinical algorithms for
cancer diagnosis [13].

8. Molecular Cancer Diagnosis Panels

A typical example of a genomic panel recommended for cancer diagnosis is a panel comprising of
BRAF, KIT, NRAS, GNA11 and GNAQ for Melanomas [50]. For lung cancers, the genomic panel
comprises of ALK, EGFR, KRAS and BRAF [49]. For acute myeloid leukemia the panel is composed
of FLT3ITD/FLT3-TKD, NPM1, C-KIT, PTPN11 and CEBPA [48].

Upon diagnosis of rearrangement of ALK gene in NSCLC lung cancers, drugs have been approved
for clinical use. However with the detection of KRAS mutation in lung cancers the drugs are currently
under development. With the use of recent high throughput technologies like the Sequenom
Maldi-TOF spectrometry gene panels can be evaluated for diagnosis of cancers [48,58]. These studies
allow multiplexing with up to 15 patients and 11 genes in two days. Apart from genetic alterations for
assisting the cancer diagnosis, these methodologies can also be used for SNP genotyping, methylation
assay and even quantitative gene expression analysis [58].

The molecular targets identified for cancer diagnosis have implications in the treatment protocols.
This has led to the development of “pharmacogenomics” and “pharmacogenetics” [62] which are the
central component of personalized medicine. It has also contributed in identifying variants which may
influence drug metabolism or interaction of a drug with its cellular target, allowing customization of
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choice of drugs and dosage. In the clinical arena, its objectives are to avoid adverse drug reactions,
maximize drug efficacy and to select responsive patients [62].

In cancer diagnosis, the role of the Pathologist is to link the phenotypic expression of the tumor
visualized microscopically with the variation in molecular genotype. For personalized medicine the
genetic alterations occurring in cancers are used not only for diagnosis but also for targeted drug
therapy as displayed in Figure 2. The typical examples include BCR-ABL, a target for Imatinib and
Dasatinib therapy in Chronic Myeloid Leukemia [63]. In melanomas, the BRAF mutations are targeted
with Vemurafenib [64]. In non-small cell lung cancers (NSCLC), EGFR mutations are targeted with
Gefitinib and Erlotinib [65]. Cetuximab and Panitumumab are targeted against wild-type KRAS in
colon cancers [66]. Several recent reports suggested that aspirin usage improves colon cancer
mortalities [67—69] especially among patients with mutated-PIK3CA, indicating PIK3CA as potential
biomarker in colon cancer [68,69]. The second major genomic instability pathway involved in
pathogenesis of colon cancer is the microsatellite instability (MSI) pathway caused by mutations in the
DNA mismatch repair genes (MMR). Deficiency in MMR genes in tumors has been related to
improved prognosis, and thus represents one of the most promising molecular markers for
chemo-sensitivity [70,71]. ERBB2 amplification in breast cancers is targeted with Trastuzumab and
Lapatinib [72] but these are only some recent examples.

To assist the diagnosis of cancers, there are commercially available cancer panels like the
Oncocarta [13] and the Ampliseq cancer panels [60]. The Ampliseq is a panel comprising of 739n
hotspot cancer mutations in 46 genes involving hematological and solid tumor cancers. The recent
application of microarray technology to analyze the expression analysis of more than 1000 miRNAs
simultaneously has helped in the diagnosis of multiple cancers [7,12,13]. In Oncotype Dx 21 genes are
profiled based on which the recurrence risk is predicted at the time of diagnosis [73]. The MammaPrint
is a 70 gene microarray panel for risk stratification [59]. In both Oncotype Dx and MammaPrint, the
patients with low score are given only hormonal therapy and high risk ones are also given
chemotherapy. Afirma gene expression profiling is used in the classification of thyroid nodules [61]. It
sub classifies cases which need further surgery if suspicious on fine-needle aspirates (FNA).

Deep understanding of the pathogenesis of cancer has led to unearthing of novel molecular
diagnostic tools for cancer diagnosis. High throughput technology of molecular genetics and genomic
analysis of sub-cellular molecules has rapidly changed the diagnostic landscape of cancer testing [13].
High-resolution molecular cytogenetic analysis has enables detection of deletions and duplications of
DNA, RNA and miRNA, well below the resolution of the light microscope. Diagnostic testing for
“single-gene” disorders can be done by targeted analysis for specific mutations, by sequencing a specific
gene to scan for mutations, or by analyzing multiple genes in which mutation may lead to a similar
phenotype [13]. The advent of massively parallel next-generation sequencing facilitates the analysis of
multiple genes and now is being used to sequence the coding regions of the genome (the exome) for
clinical testing. Exome sequencing requires bioinformatics analysis of the thousands of variants that
are identified to find one that is contributing to the pathology; there is also a possibility of incidental
identification of other medically significant variants, which may complicate genetic counseling. DNA
testing can also be used to identify variants that influence drug metabolism or interaction of a drug
with its cellular target, allowing customization of choice of drugs and dosage. Exome and genome
sequencing are being applied to identify specific gene changes in cancer cells to guide therapy, to
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identify inherited cancer risk, and to estimate prognosis. Genomic testing may be used to identify risk
factors for common disorders, although the clinical utility of such testing is unclear. Genetic and
genomic tests may raise new ethical, legal, and social issues, some of which may be addressed by
existing genetic nondiscrimination legislation, but which also must be addressed in the course of
genetic counseling.

Advances in molecular microbiology have also had far reaching consequences and impact on cancer
diagnosis. This includes the detection of viruses in cancers which have prognostic implications. A
typical example of this is the utilization of the HPV detection in head and neck cancers which assist in
the risk stratification of cases [74]. In future, these molecular features would become an integral part of
all cancer diagnosis with implications in treatment management protocols. Most hematological
malignancies have already seen that trend and solid tumors are following the same route, which would
likely revolutionize cancer diagnosis and personalized therapy.

9. Conclusions

In conclusion, the diagnosis of cancer has undergone a paradigm shift. No longer is cancer
diagnosed only based on morphological parameters. More and more the diagnostic algorithm is
supported by immunohistochemical and molecular alterations at the DNA, mRNAs, miRNAs and
proteomic level. Multiple platforms and high throughput technological advances enable faster and
cheaper analysis of all these as well as the whole genome. This is having a significant impact on how
medicine is now being practiced in a personalized approach leading to the development of precision
medicine based on pharmacogenomics. It is being realized that a tumor may not be characterized by a
single gene alteration but by a panel of ‘signature’ genomic alterations leading to targeted therapeutic
strategies and surveillance based on the tumor specific alterations. The ultimate goal of cancer
diagnosis in personalized medicine would be to identify the correct diagnosis and guide the therapy so
that every patient received precision medicine that is the right drug at the right dose.

Conflict of Interest
The authors have no conflict of interest to declare.
References

1. Febbo, P.G.; Ladanyi, M.; Aldape, K.D.; de Marzo, A.M.; Hammond, M.E.; Hayes, D.F.;
lafrate, A.J.; Kelley, R.K.; Marcucci, G.; Ogino, S.; et al. NCCN Task Force report: Evaluating
the clinical utility of tumor markers in oncology. J. Natl. Compr. Canc. Netw. 2011, 9, S1-S32.

2. Ahmad, A.; Aboukameel, A.; Kong, D.; Wang, Z.; Sethi, S.; Chen, W.; Sarkar, F.H.; Raz, A.
Phosphoglucose isomerase/autocrine motility factor mediates epithelial-mesenchymal transition
regulated by miR-200 in breast cancer cells. Cancer Res. 2011, 71, 3400-3409.

3. Ahmad, A.; Sarkar, S.H.; Bitar, B.; Ali, S.; Aboukameel, A.; Sethi, S.; Li, Y.; Bao, B.; Kong, D.;
Banerjee, S.; et al. Garcinol regulates EMT and Wnt signaling pathways in vitro and in vivo,
leading to anticancer activity against breast cancer cells. Mol. Cancer Ther. 2012, 11,2193-201.



Int. J. Mol. Sci. 2013, 14 14780

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

Ali, S.; Almhanna, K.; Chen, W.; Philip, P.A.; Sarkar, F.H. Differentially expressed miRNAs in
the plasma may provide a molecular signature for aggressive pancreatic cancer. Am. J. Transl. Res.
2010, 3, 28-47.

Ali, S.; Ahmad, A.; Aboukameel, A.; Bao, B.; Padhye, S.; Philip, P.A.; Sarkar, F.H. Increased Ras
GTPase activity is regulated by miRNAs that can be attenuated by CDF treatment in pancreatic
cancer cells. Cancer Lett. 2012, 319, 173-181.

Ali, S.; Banerjee, S.; Logna, F.; Bao, B.; Philip, P.A.; Korc, M.; Sarkar, F.H. Inactivation of
Ink4a/Arf leads to deregulated expression of miRNAs in K-Ras transgenic mouse model of
pancreatic cancer. J. Cell. Physiol. 2012, 227, 3373-3380.

Ali, S.; Saleh, H.; Sethi, S.; Sarkar, F.H.; Philip, P.A. MicroRNA profiling of diagnostic needle
aspirates from patients with pancreatic cancer. Br. J. Cancer 2012, 107, 1354—1360.

Azmi, A.S.; Ali, S.; Banerjee, S.; Bao, B.; Maitah, M.N.; Padhye, S.; Philip, P.A.; Mohammad, R.M.;
Sarkar, F.H. Network modeling of CDF treated pancreatic cancer cells reveals a novel c-myc-p73
dependent apoptotic mechanism. Am. J. Transl. Res. 2011, 3, 374-382.

Bao, B.; Ali, S.; Kong, D.; Sarkar, S.H.; Wang, Z.; Banerjee, S.; Aboukameel, A.; Padhye, S.;
Philip, P.A.; Sarkar, F.H. Anti-tumor activity of a novel compound-CDF is mediated
by regulating miR-21, miR-200, and PTEN in pancreatic cancer. PLoS One 2011, 6, ¢17850.

Li, Y.; Vandenboom, T.G.; Wang, Z.; Kong, D.; Ali, S.; Philip, P.A.; Sarkar, F.H. miR-146a
suppresses invasion of pancreatic cancer cells. Cancer Res. 2010, 70, 1486—1495.

Kong, D.; Banerjee, S.; Ahmad, A.; Li, Y.; Wang, Z.; Sethi, S.; Sarkar, F.H. Epithelial to
mesenchymal transition is mechanistically linked with stem cell signatures in prostate cancer
cells. PLoS One 2010, 5, e12445.

Kong, D.; Heath, E.; Chen, W.; Cher, M.L.; Powell, I.; Heilbrun, L.; Li, Y.; Ali, S.; Hassan, O.;
Hwang, C.; et al. Loss of let-7 up-regulates EZH2 in prostate cancer consistent with the acquisition
of cancer stem cell signatures that are attenuated by BR-DIM. PLoS One 2012, 7, €337209.

Sethi, S.; Kong, D.; Land, S.; Dyson, G.; Sakr, W.A.; Sarkar, F.H. Comprehensive molecular
oncogenomic profiling and miRNA analysis of prostate cancer. Am. J. Transl. Res. 2013, 5,200-211.
Sethi, S.; Sarkar, F.H. Evolving concept of cancer stem cells: Role of micro-RNAs and their
implications in tumor aggressiveness. J. Carcinog. Mutag. 2011, doi:10.4172/2157-2518.S1-005.
Ali, S.; Ahmad, A.; Banerjee, S.; Padhye, S.; Dominiak, K.; Schaffert, J.M.; Wang, Z.;
Philip, P.A.; Sarkar, F.H. Gemcitabine sensitivity can be induced in pancreatic cancer cells
through modulation of miR-200 and miR-21 expression by curcumin or its analogue CDF.
Cancer Res. 2010, 70, 3606-3017.

Kitkumthorn, N.; Mutirangura, A. Long interspersed nuclear element-1 hypomethylation in
cancer: Biology and clinical applications. Clin. Epigenetics 2011, 2, 315-330.

Lao, V.V.; Grady, W.M. Epigenetics and colorectal cancer. Nat. Rev. Gastroenterol. Hepatol.
2011, 8, 686—700.

Ku, C.S.; Cooper, D.N.; Roukos, D.H. Clinical relevance of cancer genome sequencing. World J.
Gastroenterol. 2013, 19, 2011-2018.

Ogino, S.; King, E.E.; Beck, A.H.; Sherman, M.E.; Milner, D.A.; Giovannucci, E.
Interdisciplinary education to integrate pathology and epidemiology: Towards molecular and
population-level health science. Am. J. Epidemiol. 2012, 176, 659—667.



Int. J. Mol. Sci. 2013, 14 14781

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Staehler, C.F.; Keller, A.; Leidinger, P.; Backes, C.; Chandran, A.; Wischhusen, J.; Meder, B.;
Meese, E. Whole miRNome-wide differential co-expression of microRNAs. Genomics
Proteomics Bioinforma. 2012, 10, 285-294.

Liu, E.T. Molecular oncodiagnostics: Where we are and where we need to go. J. Clin. Oncol.
2003, 21, 2052-2055.

Manzeniuk, O.I.; Malakho, S.G.; Pekhov, V.M.; Kosorukova, I.S.; Poltaraus, A.B.
Characterization of the universal Russian reagent sets for real-time PCR and its application for
molecular oncodiagnostic. Mol. Biol. 2006, 40, 349-356.

Demidyuk, 1.V.; Shubin, A.V.; Gasanov, E.V.; Kurinov, A.M.; Demkin, V.V.; Vinogradova, T.V_;
Zinovyeva, M.V.; Sass, A.V.; Zborovskaya, .B.; Kostrov, S.V. Alterations in gene expression of
proprotein convertases in human lung cancer have a limited number of scenarios. PLoS One 2013,
8, e55752.

Goldstein, T.; Paull, E.O.; Ellis, M.J.; Stuart, J.M. Molecular pathways: Extracting medical
knowledge from high throughput genomic data. Clin. Cancer Res. 2013, doi:10.1158/1078-0432.
Liang, Y.; Ridzon, D.; Wong, L.; Chen, C. Characterization of microRNA expression profiles in
normal human tissues. BMC Genomics 2007, 8, 166.

Lu, J.; Getz, G.; Miska, E.A.; Alvarez-Saavedra, E.; Lamb, J.; Peck, D.; Sweet-Cordero, A.;
Ebert, B.L.; Mak, R.H.; Ferrando, A.A.; et al. MicroRNA expression profiles classify human
cancers. Nature 2005, 435, 834—838.

Jusufovic, E.; Rijavec, M.; Keser, D.; Korosec, P.; Sodja, E.; Iljazovic, E.; Radojevic, Z.; Kosnik, M.
let-7b and miR-126 are down-regulated in tumor tissue and correlate with microvessel density and
survival outcomes in non-small-cell lung cancer. PLoS One 2012, 7, e45577.

Gall, T.M.; Frampton, A.E.; Krell, J.; Castellano, L.; Stebbing, J.; Jiao, L.R. Blood-based
miRNAs as noninvasive diagnostic and surrogative biomarkers in colorectal cancer. Expert. Rev.
Mol. Diagn. 2013, 13, 141-145.

Liu, R.; Liao, J.; Yang, M.; Shi, Y.; Peng, Y.; Wang, Y.; Pan, E.; Guo, W.; Pu, Y.; Yin, L.
Circulating miR-155 expression in plasma: A potential biomarker for early diagnosis of
esophageal cancer in humans. J. Toxicol. Environ. Health A 2012, 75, 1154-1162.

Garand, R.; Beldjord, K.; Cave, H.; Fossat, C.; Arnoux, I.; Asnafi, V.; Bertrand, Y.;
Boulland, M.L.; Brouzes, C.; Clappier, E.; ef al. Flow cytometry and IG/TCR quantitative PCR
for minimal residual disease quantitation in acute lymphoblastic leukemia: A French multicenter
prospective study on behalf of the FRALLE, EORTC and GRAALL. Leukemia 2013, 27, 370-376.
Gocke, C.D.; Mason, J.; Brusca, L.; Laosinchai-Wolf, W.; Higgs, C.; Newell, H.; Masters, A.;
Friar, L.; Karp, J.; Griffiths, M.; ef al. Risk-based classification of leukemia by cytogenetic and
multiplex molecular methods: Results from a multicenter validation study. Blood Cancer J. 2012,
2, doi:10.1038/bcj.2012.24.

Alonso, C.N.; Gallego, M.S.; Rossi, J.G.; Medina, A.; Rubio, P.L.; Bernasconi, A.R.;
Zubizarreta, P.A.; Felice, M.S. RT-PCR diagnosis of recurrent rearrangements in pediatric acute
lymphoblastic leukemia in Argentina. Leuk Res. 2012, 36, 704—708.

Cho, Y.U.; Chi, H.S.; Park, C.J.; Jang, S.; Seo, E.J. Rapid detection of prognostically significant
fusion transcripts in acute leukemia using simplified multiplex reverse transcription polymerase
chain reaction. J. Korean Med. Sci. 2012, 27, 1155-1161.



Int. J. Mol. Sci. 2013, 14 14782

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

Jennings, L.J.; Smith, F.A.; Halling, K.C.; Persons, D.L.; Kamel-Reid, S. Design and analytic
validation of BCR-ABL1 quantitative reverse transcription polymerase chain reaction assay for
monitoring minimal residual disease. Arch. Pathol. Lab. Med. 2012, 136, 33—-40.

Chapman, P.B.; Hauschild, A.; Robert, C.; Haanen, J.B.; Ascierto, P.; Larkin, J.; Dummer, R.;
Garbe, C.; Testori, A.; Maio, M.; et al. Improved survival with vemurafenib in melanoma with
BRAF V600E mutation. N. Engl. J. Med. 2011, 364, 2507-2516.

Ravnan, M.C.; Matalka, M.S. Vemurafenib in patients with BRAF V600E mutation-positive
advanced melanoma. Clin. Ther. 2012, 34, 1474—-1486.

Duldulao, M.P.; Lee, W.; Nelson, R.A.; Li, W.; Chen, Z.; Kim, J.; Garcia-Aguilar, J. Mutations in
specific codons of the KRAS oncogene are associated with variable resistance to neoadjuvant
chemoradiation therapy in patients with rectal adenocarcinoma. Ann. Surg. Oncol. 2013, 20,
2166-2171.

Imamura, Y.; Morikawa, T.; Liao, X.; Lochhead, P.; Kuchiba, A.; Yamauchi, M.; Qian, Z.R.;
Nishihara, R.; Meyerhardt, J.A.; Haigis, K.M.; et al. Specific mutations in KRAS codons 12 and
13, and patient prognosis in 1075 BRAF wild-type colorectal cancers. Clin. Cancer Res. 2012, 18,
4753-4763.

Hassan, O.; Ahmad, A.; Sethi, S.; Sarkar, F.H. Recent updates on the role of microRNAs in
prostate cancer. J. Hematol. Oncol. 2012, 5, 9.

Hinton, J.; Callan, R.; Bodine, C.; Glasgow, W.; Brower, S.; Jiang, S.W.; Li, J. Potential
epigenetic biomarkers for the diagnosis and prognosis of pancreatic ductal adenocarcinomas.
Expert Rev. Mol. Diagn. 2013, 13, 431-443.

Li, C,; Li, J.F,; Cai, Q.; Qiu, Q.Q.; Yan, M.; Liu, B.Y.; Zhu, Z.G. MiRNA-199a-3p: A potential
circulating diagnostic biomarker for early gastric cancer. J. Surg. Oncol. 2013, doi:10.1002/js0.23358.
Xiao, Y.F.; Yong, X.; Fan, Y.H.; Lu, M.H.; Yang, S.M.; Hu, C.J. microRNA detection in feces,
sputum, pleural effusion and urine: Novel tools for cancer screening (Review). Oncol. Rep. 2013,
30, 535-544.

Plaisier, C.L.; Bare, J.C.; Baliga, N.S. miRvestigator: Web application to identify miRNAs
responsible for co-regulated gene expression patterns discovered through transcriptome profiling.
Nucleic Acids Res. 2011, 39, W125-W131.

Wang, Z.; Zhang, J.; Guo, Y.; Wu, X.; Yang, W.; Xu, L.; Chen, J.; Fu, F. A novel electrically
magnetic-controllable electrochemical biosensor for the ultra sensitive and specific detection of
attomolar level oral cancer-related microRNA. Biosens. Bioelectron. 2013, 45, 108—113.

Wang, Y.; Shi, J.; Wu, Y.; Xu, W.; Wang, Q.; Zhang, J.; Jiang, M.; Gu, G. Use of Luminex
XMAP bead-based suspension array for detecting microRNA in NSCLC tissues and its clinical
application. Tumori 2012, 98, 792—799.

Arata, H.; Komatsu, H.; Han, A.; Hosokawa, K.; Maeda, M. Rapid microRNA detection using
power-free microfluidic chip: Coaxial stacking effect enhances the sandwich hybridization.
Analyst 2012, 137, 3234-3237.

Yan, J.; Zhang, N.; Qi, C.; Liu, X.; Shangguan, D. One-step real time RT-PCR for detection of
microRNAs. Talanta 2013, 110, 190—-195.

Swerdlow, S.H.; Campo, E. WHO Classification of Tumours of Haematopoietic and Lymphoid
Tissues, 4th ed; International Agency for Research on Cancer Press: Lyon, France, 2008.



Int. J. Mol. Sci. 2013, 14 14783

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Fan, Y.S. Companion diagnostic testing for targeted cancer therapies: An overview. Genet. Test.
Mol. Biomarkers 2013, doi:10.1089/gtmb.2012.0510.

Lovly, C.M.; Dahlman, K.B.; Fohn, L.E.; Su, Z.; Dias-Santagata, D.; Hicks, D.J.; Hucks, D.;
Berry, E.; Terry, C.; Duke, M.; ef al. Routine multiplex mutational profiling of melanomas
enables enrollment in genotype-driven therapeutic trials. PLoS One 2012, 7, €353009.

Ogino, S.; Galon, J.; Fuchs, C.S.; Dranoff, G. Cancer immunology--analysis of host and tumor
factors for personalized medicine. Nat. Rev. Clin. Oncol. 2011, 8, 711-719.

Sethi, S.; Sarkar, F.H.; Ahmed, Q.; Bandyopadhyay, S.; Nahleh, Z.A.; Semaan, A.; Sakr, W.;
Munkarah, A.; Ali-Fehmi, R. Molecular markers of epithelial-to-mesenchymal transition are
associated with tumor aggressiveness in breast carcinoma. Transl. Oncol. 2011, 4, 222-226.
Ali-Fehmi, R.; Semaan, A.; Sethi, S.; Arabi, H.; Bandyopadhyay, S.; Hussein, Y.R.;
Diamond, M.P.; Saed, G.; Morris, R.T.; Munkarah, A.R. Molecular typing of epithelial ovarian
carcinomas using inflammatory markers. Cancer 2011, 717, 301-309.

Kang, H.W.; Crawford, M.; Fabbri, M.; Nuovo, G.; Garofalo, M.; Nana-Sinkam, S.P;
Friedman, A. A mathematical model for microRNA in lung cancer. PLoS One 2013, 8, €53663.
Castelo-Branco, P.; Choufani, S.; Mack, S.; Gallagher, D.; Zhang, C.; Lipman, T.; Zhukova, N.;
Walker, E.J.; Martin, D.; Merino, D.; et al. Methylation of the TERT promoter and risk
stratification of childhood brain tumours: An integrative genomic and molecular study.
Lancet Oncol. 2013, 14, 534-542.

Hosein, A.N.; Song, S.; McCart Reed, A.E.; Jayanthan, J.; Reid, L.E.; Kutasovic, J.R;
Cummings, M.C.; Waddell, N.; Lakhani, S.R.; Chenevix-Trench, G.; et al. Evaluating the repair
of DNA derived from formalin-fixed paraffin-embedded tissues prior to genomic profiling by
SNP-CGH analysis. Lab. Invest. 2013, doi:10.1038/labinvest.2013.54.

Rao, A.V.; Smith, B.D. Are results of targeted gene sequencing ready to be used for clinical
decision making for patients with acute myelogenous leukemia? Curr. Hematol. Malig. Rep.
2013, doi:10.1007/s11899-013-0161-6.

Falzoi, M.; Mossa, A.; Congeddu, E.; Saba, L.; Pani, L. Multiplex genotyping of CYP3A4,
CYP3AS5, CYP2C9 and CYP2C19 SNPs wusing MALDI-TOF mass spectrometry.
Pharmacogenomics 2010, 11, 559-571.

Saghatchian, M.; Mook, S.; Pruneri, G.; Viale, G.; Glas, A.M.; Guerin, S.; Cardoso, F.; Piccart, M.;
Tursz, T.; Delaloge, S.; et al. Additional prognostic value of the 70-gene signature
(MammaPrint((R))) among breast cancer patients with 4-9 positive lymph nodes. Breast 2013,
doi:10.1016/j.breast.2012.12.002.

Yousem, S.A.; Dacic, S.; Nikiforov, Y.E.; Nikiforova, M. Pulmonary langerhans cell
histiocytosis: Profiling of multifocal tumors using next-generation sequencing identifies
concordant occurrence of BRAF V600E mutations. Chest 2013, 143, 1679-1684.

Kloos, R.T.; Reynolds, J.D.; Walsh, P.S.; Wilde, J.I.; Tom, E.Y.; Pagan, M.; Barbacioru, C.;
Chudova, D.I.; Wong, M.; Friedman, L.; ef al. Does addition of BRAF V600E mutation testing
modify sensitivity or specificity of the Afirma gene expression classifier in cytologically
indeterminate thyroid nodules? J. Clin. Endocrinol. Metab. 2013, 98, E761-E768.



Int. J. Mol. Sci. 2013, 14 14784

62. Trent, R.J.; Cheong, P.L.; Chua, E.W.; Kennedy, M.A. Progressing the utilisation
of pharmacogenetics and pharmacogenomics into clinical care. Pathology 2013,
doi:10.1097/PAT.0b013e328360b66e.

63. Mian, A.A.; Metodieva, A.; Badura, S.; Khateb, M.; Ruimi, N.; Najajreh, Y.; Ottmann, O.G.;
Mahajna, J.; Ruthardt, M. Allosteric inhibition enhances the efficacy of ABL kinase
inhibitors to target unmutated BCR-ABL and BCR-ABL-T3151. BMC Cancer 2012, 12,
doi:10.1186/1471-2407-12-411.

64. Khattak, M.; Fisher, R.; Turajlic, S.; Larkin, J. Targeted therapy and immunotherapy in advanced
melanoma: An evolving paradigm. Ther. Adv. Med. Oncol. 2013, 5, 105-118.

65. Galvani, E.; Peters, G.J.; Giovannetti, E. EGF receptor-targeted therapy in non-small-cell lung
cancer: Role of germline polymorphisms in outcome and toxicity. Future Oncol. 2012, 8, 1015-1029.

66. Ogino, S.; Meyerhardt, J.A.; Irahara, N.; Niedzwiecki, D.; Hollis, D.; Saltz, L.B.; Mayer, R.J.;
Schaefer, P.; Whittom, R.; Hantel, A.; et al. KRAS mutation in stage III colon cancer and clinical
outcome following intergroup trial CALGB 89803. Clin. Cancer Res. 2009, 15, 7322—7329.

67. Chia, W.K.; Ali, R.; Toh, H.C. Aspirin as adjuvant therapy for colorectal cancer--reinterpreting
paradigms. Nat. Rev. Clin. Oncol. 2012, 9, 561-570.

68. Langley, R.E.; Rothwell, P.M. Potential biomarker for aspirin use in colorectal cancer therapy.
Nat. Rev. Clin. Oncol. 2013, 10, 8-10.

69. Liao, X.; Lochhead, P.; Nishihara, R.; Morikawa, T.; Kuchiba, A.; Yamauchi, M.;
Imamura, Y.; Qian, Z.R.; Baba, Y.; Shima, K.; et al. Aspirin use, tumor PIK3CA mutation, and
colorectal-cancer survival. N. Engl. J. Med. 2012, 367, 1596—-1606.

70. Gavin, P.G.; Colangelo, L.H.; Fumagalli, D.; Tanaka, N.; Remillard, M.Y.; Yothers, G.; Kim, C.;
Taniyama, Y.; Kim, S.I.; Choi, H.J.; et al. Mutation profiling and microsatellite instability in stage
IT and III colon cancer: An assessment of their prognostic and oxaliplatin predictive value.
Clin. Cancer Res. 2012, 18, 6531-6541.

71. Guastadisegni, C.; Colafranceschi, M.; Ottini, L.; Dogliotti, E. Microsatellite instability as a
marker of prognosis and response to therapy: A meta-analysis of colorectal cancer survival data.
Eur. J. Cancer 2010, 46, 2788-2798.

72. Bouchalova, K.; Cizkova, M.; Cwiertka, K.; Trojanec, R.; Friedecky, D.; Hajduch, M. Lapatinib
in breast cancer—The predictive significance of HER1 (EGFR), HER2, PTEN and PIK3CA
genes and lapatinib plasma level assessment. Biomed. Pap. Med. Fac. Univ. Palacky Olomouc.
Czech. Repub. 2010, 154, 281-288.

73. Varga, Z.; Sinn, P.; Fritzsche, F.; von, H.A.; Noske, A.; Schraml, P.; Tausch, C.; Trojan, A.;
Moch, H. Comparison of EndoPredict and Oncotype DX test results in hormone receptor positive
invasive breast cancer. PLoS One 2013, 8, ¢58483.

74. Sethi, S.; Ali-Fehmi, R.; Franceschi, S.; Struijk, L.; van Doorn, L.J.; Quint, W.; Albashiti, B.;
Ibrahim, M.; Kato, I. Characteristics and survival of head and neck cancer by HPV status: A
cancer registry-based study. Int J. Cancer 2012, 131, 1179-1186.

© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/3.0/).



