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Abstract:

 The cancer stem cell model introduces new strategies for the prevention and treatment of cancers. In cancers that appear to follow the stem cell model, pathways such as Wnt, Notch and Hedgehog may be targeted with natural compounds such as curcumin or drugs to reduce the risk of initiation of new tumors. Disease progression of established tumors could also potentially be inhibited by targeting the tumorigenic stem cells alone, rather than aiming to reduce overall tumor size. These new approaches mandate a change in the design of clinical trials and biomarkers chosen for efficacy assessment for preventative, neoadjuvant, adjuvant, and palliative treatments. Cancer treatments could be evaluated by assessing stem cell markers before and after treatment. Targeted stem cell specific treatment of cancers may not result in “complete” or “partial” responses radiologically, as stem cell targeting may not reduce the tumor bulk, but eliminate further tumorigenic potential. These changes are discussed using breast, pancreatic, and lung cancer as examples.
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1. Introduction

The current stochastic model for cancer initiation and progression does not adequately address the chemoresistance, radioresistance, and high recurrence rates seen in many solid organ and hematopoetic cancers. The cancer stem cell (CSC) model has been proposed as an alternate hypothesis for carcinogenesis that may explain why many different tumors have proven difficult to treat with conventional therapies. CSCs, which comprise a small subset of the tumor bulk, have the ability to self-renew indefinitely, are able to be quiescent for long periods of time, and have been shown to be resistant to chemotherapy and radiation therapy [1]. These CSC properties may contribute to a tumor's ability to persist despite treatment, and explain the potential for late recurrences in patients with long disease-free intervals. One challenge has been to identify stem cell markers that can be used to easily identify and isolate CSCs. Current methods utilize cell surface protein expression (CD24, CD44, CD133) or functional assays such as aldehyde dehydrogenase activity or Hoescht dye efflux [2]. As cancer stem cells are being identified in numerous histologies, such as hematologic malignancies, breast cancer, pancreatic cancer, and central nervous system tumors [3-6], many different regulators of stem cell survival have been discovered, including the Notch, Wnt, and Hedgehog pathways [7,8]. These pathways offer novel targets for the development of CSC specific preventative and therapeutic drug treatments. Targeted therapies for stem cells offer a host of challenges for drug clinical trial design. Traditional Phase I dose escalation studies that measure maximum drug toxicity may not be applicable to the evaluation of targeted therapies, which may not have the systemic toxicities seen with traditional therapies and may exert a maximum biological effect at the these toxic levels. Phase II studies evaluating for tumor size reduction would not be useful, as treatment of the cancer stem cell subset of the tumor may not result in whole tumor size reduction by traditional RECIST criteria. There are numerous lessons that have been learned over the last few years from clinical trials for therapies targeting specific pathways such as EGFR [9] and for cancer immunotherapies [10,11]. Using these lessons, we can better design trials for future cancer stem cell therapies.

Clinical trials for chemoprevention or cancer risk reduction (CRR) have focused upon high incidence cancers, such as breast cancer, for which there are well validated risk prediction criteria. For example, the risk for developing breast cancer can be estimated using mathematical models such as the Gail model, identifying the presence of pre-invasive lesions such as ductal carcinoma in situ, or detecting genetic conditions such as BRCA1 or BRCA2 mutations [12]. Cancer risk reduction trials have also targeted low incidence but highly lethal cancers, such as pancreatic cancer, for which there may be substantial benefit of improved survival by risk reduction or early diagnosis at a surgically resectable stage [13,14]. It is well known that chronic pancreatitis, identified by elevated serum amylase and lipase, CT scan changes in the pancreas, and symptomatic abdominal pain increases risk of pancreatic cancer [15]. Lung cancer risk reduction is complex. While smoking and the presence of chronic obstructive pulmonary disease (COPD) increases the risk for lung cancers, not all smokers or COPD patients are at risk for lung cancer [15,16]. We presently lack good risk prediction biomarkers or models to determine which patients are at most risk of developing lung cancer. Trials that have targeted all smokers with non specific cancer risk reductive interventions such as vitamin supplements have not only been found to lack risk reduction, but in some cases such as the CARET trial, have been stopped early as the intervention appeared to increase the risk of lung cancer [17]. Therefore, one critical factor in clinical cancer risk reduction trials is how to identify individuals at specific risk for developing cancer to enroll in such trials.

To date, natural products with pleotrophic mechanisms of activity, such as nutritional polyphenol isolates including curcumin from the spice turmeric or epigallo catechin gallate from green tea have been examined for CRR efficacy in early phase clinical trials [18,19]. Similarly, drugs working on hormonal or other pathway to target all cells, e.g., Tamoxifen or finretinide, have been tested in clinical cancer risk reduction trials [20,21]. Only a few such agents have actually been observed to reduce the risk of cancer, including tamoxifen, raloxifene, non-steroidal anti-inflammatory drugs such as celecoxib or aspirin. However, these drugs have such unacceptable potential toxicities, including venous thrombo emboli, risk of uterine cancer or heart disease, and gastrointestinal bleeding, that acceptance among eligible patients has been very poor [22,23]. Based on the stem cell model of carcinogenesis, only stem/early progenitor cells have the capacity for tumorigenesis and metastasis. Therefore it stands to reason that these stem/progenitor cells are the cells to target specifically with risk reductive interventions [24]. This presents the opportunity to investigate specific stem cell targeted risk reductive agents for cancer risk reduction efficacy with less potential for generalized toxicity [25]. Agents which have potential promise for stem cell targeted cancer risk reduction include signaling pathway inhibitors with low toxicity, such as Notch inhibitors, natural compounds such as curcumin or sulfurophane, and metabolic agents such as metformin [26-28]. We will discuss strategies for clinical drug and CRR trial design using breast, pancreatic, and lung cancers as examples.



2. Overview of Clinical Trial Design for Cancer Stem Cell Targeted Treatments or Cancer Risk Reduction


2.1. Sampling Methods and Biomarkers

One of the key aspects for evaluating drugs that target stem cells in solid organ cancers is the measurement of the percentage of stem cells within primary or metastatic tumors. The current limitation of Fine Needle Aspirations (FNAs) of tumors is that insufficient tissue may be aspirated to identify rare populations of cancer stem cells. Core needle biopsies utilize larger needles and are able to give more structural detail on the pathologic evaluation, but also may be limited by not acquiring sufficient tissue. Future work will involve evaluating peripheral blood samples for circulating cancer stem cells or circulating cytokines or proteins specific to stem cells from different malignancies. When comparing organ systems, primary breast tumors are the easiest to biopsy, and they may be accessed by palpation or by ultrasound guidance. The same tumor can be biopsied pre and post treatment in neoadjuvant trials with relatively low risk of complications [29,30]. Pancreatic cancers require a more invasive approach, with endoscopic retrograde cholangiopancreatography (ERCP) often required for the initial tumor biopsy and for later samples. ERCP has a reported complication rate as high as 1% [31], with pancreatitis and abdominal pain being the most common potential complications. Lung cancers may be diagnosed by a bronchoscopy with a biopsy of visualized endoluminal tumors, a needle biopsy by Endobronchial Ultrasound (EBUS) or blind Wang needle biopsy. Lesions that are not accessible by bronchoscopy must be biopsied by radiologic guidance, usually by computerized tomography (CT). Complications from each of these procedures include bleeding and pneumothorax, which may require chest tube placement. Reported complication rates can be as high as 38% [32]. These tumors represent the spectrum of problems associated with biopsy related assessments. All yield small amounts of tissue that may not have adequate cellularity or tumor volume to determine the effect of a chemotherapeutic agent on the stem cell percentages within a tumor. Also, repeat biopsies of the same location may result in hemorrhage, confounding the results of future biopsies from the same location.

Patients with metastatic tumors that are located in areas accessible to biopsy, such as skin lesions, may be the best candidates to enroll in clinical studies, but these patients are rare, and usually do not represent the average patient. The most common sites for metastatic disease for breast cancers are to the bone, lung, and liver, while pancreatic cancers spread locally, and then to the liver, and lung . Lung cancers can spread to the bones and brain, among other locations [33]. Each of these locations carry its own inherent difficulties with biopsies, although liver biopsies can be performed with CT or ultrasound guidance with minimal morbidity and are fairly well tolerated by patients [34]. Unfortunately, the heterogeneity of primary tumor location and of metastatic spread limits the standardization of biopsy methods within each histology. Stem cells, or their markers, must be able to be assessed from only a few hundred cells on standard FNA's. If the stem cell population is as small as 1% of the total cells, then the beginning number of stem cells from 300 cancer cells could be as few as 2–3 cells, prior to treatment. This provides a poor option for measuring the effects of a stem cell specific therapy. Alternative methods for measuring the effects include measuring the pathway specific effects of the therapy on all of the sampled cells. As mentioned, the Notch pathway is felt to be a key stem cell pathway [35] and is being evaluated as a target for therapeutic and preventative trials. Notch inhibition may be measured in the biopsy samples and prove to be a surrogate for stem cell inhibition. This would need to be validated though in numerous tumors prior to acceptance as a valid biomarker for use in clinical trials.



2.2. Phase I Trials

Phase I trials for cytotoxic drugs have historically been designed to identify the maximum tolerated dose (MTD) and the dose-limiting toxicity (DLT) for each therapy [36,37]. Phase 1 trials are designed to be completed within a year [37] using relatively few patients. These Phase 1 trial patients have metastatic disease and have exhausted conventional therapeutic options. Phase I trials start at a “safe” dose, based on the dosing used in pre-clinical animal models. Initial doses are often 0.1 of the MELD10 (mouse equivalent lethal dose 10), which is the dose at which 10% of mice die from drug treatment. Dose escalation from that starting point has been based on modified Fibonacci sequences with increasing doses in cohorts of 3 patients [36]. DLT has been felt to represent the dose for maximum effect, as the higher the dose, the more likely it is to work [36]. The higher the dose of drug in general the more toxic it is, resulting in side effects in normal tissue, but with more toxicity to the tumor as well [37]. This maximum dose then provides a starting point for Phase II trials.

Unfortunately, oncology drugs overall have a high failure rate in Phase I and Phase II trials [38]. Phase I trials have changed recently, as more are using biomarkers as endpoints, as opposed to toxicity data [38]. Targeted therapies are less toxic than classical cytotoxic agents, and the optimal biologic dose (OBD) may not be the same as the MTD, as presumed in earlier studies [9]. Because of less toxicity, targeted drugs may be investigated in healthy volunteers, rather than patients with end stage disease. Even in the healthy population, there is a large variation in pharmacokinetics, and thus pharmacodynamic endpoints may be valuable, even in Phase I trials [9]. In this healthy population, normal tissues may be sampled to assess the effect of a given therapy, such as blood samples or skin tissue [38]. These biopsies of normal tissue from healthy volunteers may allow one to measure a therapy's effect on normal stem cells that may be found in hematopoietic cells or in normal skin tissue [36]. Defining and validating the optimal biologic dose is another challenge in all targeted therapies [39].

Given these concerns, Phase I trials for stem cell therapeutics will likely need to start at a dose defined in pre-clinical animal models, but one that shows a demonstrable effect on either the relative stem cell population, or a defined stem cell pathway. Dose escalation may then proceed, but pharmacodynamic measurements must be performed to assess for the therapies effects, either on tumors, or in normal tissues. CSC viability may also be measured from tumor samples, but methods must first be established in early passage xenografts to allow for a quick assessment of the cancer stem cell population [40]. Endpoints for targeted therapy Phase I trials shift from MTD and DLT, to establishing the minimum target inhibiting dose (MTID) [37]. This depends on what's being measured, either tumor or normal tissue, and then if a pathway is being evaluated, or a stem cell population. Either way, it is unclear if this will ultimately translate to a survival benefit, as tumor response rates in cytotoxic agents often do not correlate with patient survival [41,42].



2.3. Phase II Trials

Phase II trials have been designed as single arm studies, comparing results to historical controls with the goal of identifying the most promising agents for Phase III study [43]. Unfortunately, this single arm design, which was thought to help increase the efficiency of drug development, may have actually hindered drug evaluation because of prognostic bias from older data [11,44]. As trial design has been re-evaluated, the goals of Phase II studies have also been reassessed, to include evaluating for drug activity, directing tumor selection for targeted therapies, and to serve as a gateway to Phase III trials [45]. Endpoints for cytotoxic agents have been objective tumor response, using RECIST (Response Evaluation Criteria in Solid Tumors), looking for response rates of 30%–50% reduction in tumor size. There are many limitations of using tumor size. There has been documented variability in tumor measurements by different clinicians evaluating the same CT scans [46]. Also, tumors with necrotic centers may not appear to change by RECIST criteria, although there has been a significant tumor effect [47]. While a reduction in primary tumor size may be seen with cytotoxic therapies, targeted drugs, especially ones that aim at the stem cell population, will initially only effect the small subset of tumorigenic cells, which could be as few as 1% of the tumor bulk. This makes RECIST criteria a poor choice for tracking the effects of stem cell specific therapeutics.

Alternative endpoints for Phase II trials include time to progression, progression free rate, tumor growth rate, and progression free survival rate. These may be better endpoints than tumor size, but require longer follow up to obtain clinically significant results [47]. Overall survival may be the best endpoint, but requires too long a time for follow up [45]. Biomarkers can also be used for Phase II trials, but offer significant limitations, including a lack of validation for prognostic use in newer therapies [45]. Potential markers need strong pre-clinical data that connects biomarker changes to therapeutic dosing and has a defined assay for clinical use [48]. Even if such assays are not used to evaluate target response, they may help determine if patients are eligible for certain treatments, as some tumors may not have measurable cancer stem cell numbers to allow for therapy evaluation [48]. Single-arm monotherapy trials may still have value, but randomized trials may be better to help determine optimal dosing regimens for new therapies, or to compare them to standard treatments. Blinded trials would be optimal [45].



2.4. Phase III Trials

Phase III trials were usually designed to enroll hundreds to thousands of patients, and randomized the new therapy to the gold standard treatment, with the goal of measuring drug efficacy. These trials have had an extremely high failure rate, with only 50% of drugs succeeding as of 2006. This failure rate may be even higher in oncology therapies. Many targeted therapies have failed in Phase III because of concerns ranging from toxicity to efficacy issues [49]. Other methods of failure in immunotherapy trials have included lack of time for follow up, as cytotoxic agents have historically shown an effect earlier prompting shorter follow-up times in the designs of the trials, and the high costs of running Phase III trials, which can limit even “successful” drugs from being fully evaluated, trials may be stopped prematurely if the new therapeutic appears unsuccessful early on [11]. These trials often required at least 2–5 years to complete, with extremely high costs to the pharmaceutical company supporting the research [37].

When considering CSC therapeutics, two factors must be taken into consideration: patient selection and trial design. One may target only patients with tumors which express a high cancer stem cell content based on pre-treatment evaluation. Patients with low stem cell percentages may not have a way to measure the therapeutic effect. This again raises the concerns of sampling and adequate biomarkers in these trials [37]. The second consideration is in designing appropriate end points to measure the drug's efficacy on stem cells, whether overall tumor growth or patient survival. These two concerns are critical. A meaningful response can be missed if too many patients with tumors have low stem cell percentages, and an effect is not detected by measuring stem cell reduction. This would appear to indicate that the tumors are not sensitive to stem cell therapies, but it may be that the tumors were not the right model to evaluate for a stem cell response [50]. Responses can also be missed because the planned end points of the trial are too short to identify the slower acting cytostatic effects of stem cell inhibition. Studies can be designed to add stem cell therapies to standard chemotherapies, which may allow one to see a quicker effect, using cytotoxic and cytostatic therapies in conjunction [9]. Overall survival is the best end point, but adds to the length of follow-up time of a trial and adds significantly to the costs. Alternative end points for Phase III trials may be similar to those for Phase II design, such as time to progression, progression free rate, and symptom palliation. Appropriately selected end points may salvage a number of therapies that could have otherwise been deemed “failures” by using traditional designs, as has been seen in immunotherapy trials [10].




3. Stem Cell Targeted Cancer Risk Reduction Clinical Trials


3.1. Sampling Methods and Biomarkers for CCR Trials

As with cancer treatment clinical trials, cancer risk reduction clinical trials are limited by the need for biomarkers to assess intervention efficacy, since a cancer incidence endpoint requires very large patient numbers and long follow-up times, both of which are prohibitively expensive for investigating new as yet unproven interventions [51]. One challenge in clinical cancer prevention has been that biomarkers used to date have been associated with risk of cancer, e.g., Mammographic breast density or inflammatory cytokines such as prostaglandin E2, but have not been integrally implicated in the carcinogenesis process, per se [52]. Therefore, there is a great need for novel biomarkers of efficacy which are integrally involved in carcinogenesis. As mentioned earlier, stem cell percentage in a given tissue or signaling pathways, such as Wnt, Notch and Hedgehog, may be attractive biomarkers for cancer risk reduction efficacy [53]. Other potential stem cell specific biomarkers include expression of the polycomb cassette of proteins BMI1, EZH2 or SUZ12 expressed in breast tissue [54]. These polycomb proteins regulate whether a stem cell self renews or differentiates. Cancer risk reduction clinical trials also are limited in the means by which they can access tissue for biomarker assessment. Although patients with existing cancer may find a 1% risk of developing a complication from a biopsy procedure such as ERCP for pancreas acceptable, the threshold for acceptable risk is much more stringent for cancer risk reduction trials in which the participants are at risk but do not already have disease. Core biopsy of the breast before and after a risk reductive intervention, may cause emotional distress, bleeding and scarring which could limit trial approval through institutional review boards or trial accrual [55]. Similarly, bronchoscopic lung biopsy with risk of bleeding or even pneumothorax or ERCP for pancreas biopsy with risk of abdominal pain and infection are problematic in cancer risk reduction clinical trials [56]. Such approaches may also not yield sufficient tissue to isolate the relative rare stem cell populations and determine meaningful differences in the stem cell percentage or signaling. Other approaches such as random periareolar fine needle aspiration or ductal lavage previously used in breast cancer risk reductive trials are not applicable for use in assessing efficacy of stem cell targeted intervention trials [57].

Stem cell basic science research has yet to identify changes within stem cells which reflect an increased risk of transformation to malignancy or in other words changes which identify an “initiated stem cell”. Ideally, for cancer risk reduction one would aim to target stem cells in which there has already been some premalignant change rather than the general population of normal stem cells in a given organ system. Normal tissue specific stem cells serve a critical function of being able to participate in tissue repair and homeostasis so one would not wish to nonspecifically kill stem cells in any organ system [58]. Current approaches to stem cell targeted cancer risk reduction have focused on interventions which limit stem cell self renewal without killing the stem cell because dysregulated stem cell self renewal has been proposed to lead to clonal expansion as an early step in transformation to malignancy [25]. Some stem cell specific proteins and miRNA are currently being investigated as potential biomarkers of risk, including the polycomb protein EZH2 expression which has been shown to increase serially from normal to atypical ductal hyperplasia to ductal carcinoma in situ and finally to invasive cancer [54]. Changes in such stem cell specific biomarkers of risk could also be used as biomarkers of intervention efficacy if validated against a cancer incidence or mortality outcome. To move forward in stem cell targeted cancer risk reductive intervention clinical trials, assessment of appropriateness and validity of risk and efficacy biomarkers is critical. These areas of stem cell targeting for cancer treatment or cancer risk reduction represent paradigm shifting strategies which could yield less toxic and more effective therapies if successful.



3.2. Clinical Trial Design for Stem Cell Targeted Cancer Risk Reductive Interventions

The trial design which is likely to yield the best opportunity to investigate the stem cell specific effects of a given intervention in Phase II or III clinical trials is a “neoadjuvant” design. In a neoadjuvant cancer treatment approach, a pre-treatment biopsy must be taken and then the intervention is typically given for 14–28 days prior to surgery in which the entire remaining tumor is removed [59]. Changes in the biomarkers selected are compared between the core biopsy pre-treatment and the larger volume of surgical tissue post treatment [60]. For cancer risk reduction trials in the breast for e.g., there are certain conditions in which risk of cancer is so high, as in BRCA1 mutation carriers who have 30%-70% lifetime risk of developing breast cancer that the standard of care is to offer risk reduction mastectomy [61]. In such a scenario, agents could be tested in randomized trial with risk reductive stem cell targeting drug or other intervention prior to scheduled surgery to allow access to sufficient tissue to isolate rare stem cell populations. High risk ductal carcinoma in situ by Van Nuys criteria is another such clinical condition in which surgery is indicated for invasive cancer risk reduction [62]. Severe inflammatory bowel disease (IBD) is a gastrointestinal condition in which there may be up to a 30 fold increase in risk of developing colon cancer and often a segment of the affected colon is surgically removed to decrease such risk and symptoms from IBD [63]. A neoadjuvant approach for cancer risk reduction is not as feasible for pancreatic or lung cancers. However, unlike BRCA1 or BRCA2 mutation carriers who may have field cancerization changes, in the high risk preinvasive breast conditions such as ductal carcinoma in situ, one must assess concordance between pretreatment core biopsy generally taken from within the center of the lesion and the residual tissue resected in the final surgery [64]. Stem cells have been shown to reside at the leading invasive edge of breast cancers and preinvasive breast lesions such as DCIS so geographic distribution within a lesion may affect the stem cell percentage seen independent of the intervention [65]. Therefore, the inherent variability of assessing the number or percent of the rare stem cells in core biopsies versus mastectomy samples must be validated prior to the use of stem cells as biomarkers in DCIS trials. Stem cells as biomarkers of cancer risk reductive agent efficacy is perhaps more challenging than treatment trials where patients with Stage IV disease may have large volumes of tissue from which to detect stem cell changes.




4. Conclusions

The cancer stem cell model offers new insights into the limitations of current cancer treatments. Stem cell specific therapies offer new targets, whose treatment may or may not eradicate tumors, but should prevent them from spreading, by eliminating the malignant potential. Cancer risk reduction is an attractive option to target these stem cells, as most risk reductive agents are natural compounds or drugs with lower toxicities than standard chemotherapies. The key to evaluating these new therapies is the proper design of Phase I, II, and III clinical trials to accurately assess the effects of these treatments. Tumor response by size criteria will not reflect a stem cell specific therapy's effects. Clinical end points such as progression free rate or overall survival, while taking longer to assess and more expensive than current end points, will be the best way to assess stem cell therapies' effects.






References


	1. 
Creighton, C.J.; Li, X.; Landis, M.; Dixon, J.M.; Neumeister, V.M.; Sjolund, A.; Rimm, D.L.; Wong, H.; Rodriguez, A.; Herschkowitz, J.I.; et al. Residual breast cancers after conventional therapy display mesenchymal as well as tumor-initiating features. Proc. Natl. Acad. Sci. USA 2009, 106, 13820–13825. [Google Scholar]

	2. 
Keysar, S.B.; Jimeno, A. More than markers: Biological significance of cancer stem cell-defining molecules. Mol. Cancer Ther. 2010, 9, 2450–2457. [Google Scholar]

	3. 
Lane, S.W.; Gilliland, D.G. Leukemia stem cells. Semin. Cancer Biol. 2010, 20, 71–76. [Google Scholar]

	4. 
Liu, S.; Wicha, M.S. Targeting breast cancer stem cells. J. Clin. Oncol. 2010, 28, 4006–4012. [Google Scholar]

	5. 
Bednar, F.; Simeone, D.M. Pancreatic cancer stem cells and relevance to cancer treatments. J. Cell. Biochem. 2009, 107, 40–45. [Google Scholar]

	6. 
Fan, X.; Salford, L.G.; Widegren, B. Glioma stem cells: Evidence and limitation. Semin. Cancer Biol. 2007, 17, 214–218. [Google Scholar]

	7. 
Gilbert, C.A.; Ross, A.H. Cancer stem cells: Cell culture, markers, and targets for new therapies. J. Cell. Biochem. 2009, 108, 1031–1038. [Google Scholar]

	8. 
Garvalov, B.K.; Acker, T. Cancer stem cells: A new framework for the design of tumor therapies. J. Mol. Med. 2010, 89, 95–107. [Google Scholar]

	9. 
Arteaga, C.L.; Baselga, J. Clinical trial design and end points for epidermal growth factor receptor-targeted therapies: Implications for drug development and practice. Clin. Cancer Res. 2003, 9, 1579–1589. [Google Scholar]

	10. 
Hoos, A.; Eggermont, A.M.; Janetzki, S.; Hodi, F.S.; Ibrahim, R.; Anderson, A.; Humphrey, R.; Blumenstein, B.; Old, L.; Wolchok, J.; et al. Improved endpoints for cancer immunotherapy trials. J. Natl. Cancer Inst. 2010, 102, 1388–1397. [Google Scholar]

	11. 
Finke, L.H.; Wentworth, K.; Blumenstein, B.; Rudolph, N.S.; Levitsky, H.; Hoos, A. Lessons from randomized phase III studies with active cancer immunotherapies—Outcomes from the 2006 meeting of the cancer vaccine consortium (CVC). Vaccine 2007, 25 (Suppl. 2), B97–B109. [Google Scholar]

	12. 
Gail, M.H. Personalized estimates of breast cancer risk in clinical practice and public health. Stat. Med. 2011, 30, 1090–1104. [Google Scholar]

	13. 
Yokoi, K.; Hawke, D.; Oborn, C.J.; Jang, J.Y.; Nishioka, Y.; Fan, D.; Kim, S.W.; Kim, S.J.; Fidler, I.J. Identification and validation of SRC and phospho-SRC family proteins in circulating mononuclear cells as novel biomarkers for pancreatic cancer. Transl. Oncol. 2011, 4, 83–91. [Google Scholar]

	14. 
Hartwig, W.; Hackert, T.; Hinz, U.; Gluth, A.; Bergmann, F.; Strobel, O.; Buchler, M.W.; Werner, J. Surgery of pancreatic cancer in the new millennium: Better prediction of outcome. Ann. Surg. 2011. [Google Scholar] [CrossRef]

	15. 
Dite, P.; Novotny, I.; Precechtelova, M.; Ruzicka, M.; Zakova, A.; Hermanova, M.; Trna, J.; Nechutova, H. Incidence of pancreatic carcinoma in patients with chronic pancreatitis. Hepatogastroenterology 2010, 57, 957–960. [Google Scholar]

	16. 
Beane, J.; Vick, J.; Schembri, F.; Anderlind, C.; Gower, A.; Campbell, J.; Luo, L.; Zhang, X.H.; Xiao, J.; Alekseyev, Y.O.; et al. Characterizing the impact of smoking and lung cancer on the airway transcriptome using RNA-seq. Cancer Prev. Res. (Phila) 2011, 4, 803–817. [Google Scholar]

	17. 
Kang, N.J.; Shin, S.H.; Lee, H.J.; Lee, K.W. Polyphenols as small molecular inhibitors of signaling cascades in carcinogenesis. Pharmacol. Ther. 2011, 130, 310–324. [Google Scholar]

	18. 
Carroll, R.E.; Benya, R.V.; Turgeon, D.K.; Vareed, S.; Neuman, M.; Rodriguez, L.; Kakarala, M.; Carpenter, P.M.; McLaren, C.; Meyskens, F.L., Jr.; et al. Phase IIa clinical trial of curcumin for the prevention of colorectal neoplasia. Cancer Prev. Res. (Phila) 2011, 4, 354–364. [Google Scholar]

	19. 
Green tea and leukoplakia. the indian-US head and neck cancer cooperative group. Am. J. Surg. 1997, 174, 552–555.

	20. 
Johnson, K.A.; Brown, P.H. Drug development for cancer chemoprevention: Focus on molecular targets. Semin. Oncol. 2010, 37, 345–358. [Google Scholar]

	21. 
Vogel, V.G.; Costantino, J.P.; Wickerham, D.L.; Cronin, W.M.; Cecchini, R.S.; Atkins, J.N.; Bevers, T.B.; Fehrenbacher, L.; Pajon, E.R.; Wade, J.L., 3rd; et al. Update of the national surgical adjuvant breast and bowel project study of tamoxifen and raloxifene (STAR) P-2 trial: Preventing breast cancer. Cancer Prev. Res. (Phila) 2010, 3, 696–706. [Google Scholar]

	22. 
Omenn, G.S. Chemoprevention of lung cancers: Lessons from CARET, the beta-carotene and retinol efficacy trial, and prospects for the future. Eur. J. Cancer Prev. 2007, 16, 184–191. [Google Scholar]

	23. 
Huang, E.S.; Strate, L.L.; Ho, W.W.; Lee, S.S.; Chan, A.T. Long-term use of aspirin and the risk of gastrointestinal bleeding. Am. J. Med. 2011, 124, 426–433. [Google Scholar]

	24. 
Cramer, D.W.; Bast, R.C., Jr.; Berg, C.D.; Diamandis, E.P.; Godwin, A.K.; Hartge, P.; Lokshin, A.E.; Lu, K.H.; McIntosh, M.W.; Mor, G.; et al. Ovarian cancer biomarker performance in prostate, lung, colorectal, and ovarian cancer screening trial specimens. Cancer Prev. Res. (Phila) 2011, 4, 365–374. [Google Scholar]

	25. 
Cufi, S.; Vazquez-Martin, A.; Oliveras-Ferraros, C.; Martin-Castillo, B.; Joven, J.; Menendez, J.A. Metformin against TGFbeta-induced epithelial-to-mesenchymal transition (EMT): From cancer stem cells to aging-associated fibrosis. Cell Cycle 2010, 9, 4461–4468. [Google Scholar]

	26. 
D'Angelo, R.C.; Wicha, M.S. Stem cells in normal development and cancer. Prog. Mol. Biol. Transl. Sci. 2010, 95, 113–158. [Google Scholar]

	27. 
Park, C.H.; Hahm, E.R.; Park, S.; Kim, H.K.; Yang, C.H. The inhibitory mechanism of curcumin and its derivative against beta-catenin/Tcf signaling. FEBS Lett. 2005, 579, 2965–2971. [Google Scholar]

	28. 
Wang, Z.; Zhang, Y.; Banerjee, S.; Li, Y.; Sarkar, F.H. Notch-1 down-regulation by curcumin is associated with the inhibition of cell growth and the induction of apoptosis in pancreatic cancer cells. Cancer 2006, 106, 2503–2513. [Google Scholar]

	29. 
Fackler, M.J.; Evron, E.; Khan, S.A.; Sukumar, S. Novel agents for chemoprevention, screening methods, and sampling issues. J. Mammary Gland. Biol. Neoplasia 2003, 8, 75–89. [Google Scholar]

	30. 
Manga, G.P.; Shahi, P.K.; Urena, M.M.; Pereira, R.Q.; Plaza, M.I.; Peron, Y.I.; Val, R.G.; Carrion, J.B.; Canon, E.P.; Alfonso, P.G. Phase II study of neoadjuvant treatment with doxorubicin, docetaxel, and capecitabine (ATX) in locally advanced or inflammatory breast cancer. Breast Cancer 2010, 17, 205–211. [Google Scholar]

	31. 
Salminen, P.; Laine, S.; Gullichsen, R. Severe and fatal complications after ERCP: Analysis of 2555 procedures in a single experienced center. Surg. Endosc. 2008, 22, 1965–1970. [Google Scholar]

	32. 
Geraghty, P.R.; Kee, S.T.; McFarlane, G.; Razavi, M.K.; Sze, D.Y.; Dake, M.D. CT-guided transthoracic needle aspiration biopsy of pulmonary nodules: Needle size and pneumothorax rate. Radiology 2003, 229, 475–481. [Google Scholar]

	33. 
Laurence, D.J.; Neville, A.M. The detection and evaluation of human tumor metastases. Cancer Metastasis Rev. 1983, 2, 351–374. [Google Scholar]

	34. 
Whitmire, L.F.; Galambos, J.T.; Phillips, V.M.; Sewell, C.W.; Erwin, B.C.; Torres, W.E.; Gedgaudas-McClees, R.K.; Bernardino, M.E. Imaging guided percutaneous hepatic biopsy: Diagnostic accuracy and safety. J. Clin. Gastroenterol. 1985, 7, 511–515. [Google Scholar]

	35. 
Dontu, G.; Jackson, K.W.; McNicholas, E.; Kawamura, M.J.; Abdallah, W.M.; Wicha, M.S. Role of notch signaling in cell-fate determination of human mammary stem/progenitor cells. Breast Cancer Res. 2004, 6, R605–R615. [Google Scholar]

	36. 
Wang, J.C. Evaluating therapeutic efficacy against cancer stem cells: New challenges posed by a new paradigm. Cell Stem Cell 2007, 1, 497–501. [Google Scholar]

	37. 
Rocha Lima, C.M.; Green, M.R.; Rotche, R.; Miller, W.H., Jr; Jeffrey, G.M.; Cisar, L.A.; Morganti, A.; Orlando, N.; Gruia, G.; Miller, L.L. Targeting targeted agents: Open issues for clinical trial design. J. Exp. Clin. Cancer Res. 2009, 28, 66. [Google Scholar]

	38. 
Goulart, B.H.; Clark, J.W.; Pien, H.H.; Roberts, T.G.; Finkelstein, S.N.; Chabner, B.A. Trends in the use and role of biomarkers in phase I oncology trials. Clin. Cancer Res. 2007, 13, 6719–6726. [Google Scholar]

	39. 
Parulekar, W.R.; Eisenhauer, E.A. Phase I trial design for solid tumor studies of targeted, non-cytotoxic agents: Theory and practice. J. Natl. Cancer Inst. 2004, 96, 990–997. [Google Scholar]

	40. 
Diehn, M.; Cho, R.W.; Clarke, MF. Therapeutic implications of the cancer stem cell hypothesis. Semin. Radiat. Oncol. 2009, 19, 78–86. [Google Scholar]

	41. 
Rocha Lima, C.M.; Green, M.R.; Rotche, R.; Miller, W.H., Jr.; Jeffrey, G.M.; Cisar, L.A.; Morganti, A.; Orlando, N.; Gruia, G.; Miller, L.L. Irinotecan plus gemcitabine results in no survival advantage compared with gemcitabine monotherapy in patients with locally advanced or metastatic pancreatic cancer despite increased tumor response rate. J. Clin. Oncol. 2004, 22, 3776–3783. [Google Scholar]

	42. 
Abratt, R.P.; Brune, D.; Dimopoulos, M.A.; Kliment, J.; Breza, J.; Selvaggi, F.P.; Beuzeboc, P.; Demkow, T.; Oudard, S. Randomised phase III study of intravenous vinorelbine plus hormone therapy versus hormone therapy alone in hormone-refractory prostate cancer. Ann. Oncol. 2004, 15, 1613–1621. [Google Scholar]

	43. 
Booth, C.M.; Calvert, A.H.; Giaccone, G.; Lobbezoo, M.W.; Eisenhauer, E.A.; Seymour, L.K. Design and conduct of phase II studies of targeted anticancer therapy: Recommendations from the task force on methodology for the development of innovative cancer therapies (MDICT). Eur. J. Cancer 2008, 44, 25–29. [Google Scholar]

	44. 
Hunsberger, S.; Zhao, Y.; Simon, R. A comparison of phase II study strategies. Clin. Cancer Res. 2009, 15, 5950–5955. [Google Scholar]

	45. 
Seymour, L.; Ivy, S.P.; Sargent, D.; Spriggs, D.; Baker, L.; Rubinstein, L.; Ratain, M.J.; Le Blanc, M.; Stewart, D.; Crowley, J.; et al. The design of phase II clinical trials testing cancer therapeutics: Consensus recommendations from the clinical trial design task force of the national cancer institute investigational drug steering committee. Clin. Cancer Res. 2010, 16, 1764–1769. [Google Scholar]

	46. 
Petrick, N.; Brown, D.G.; Suleiman, O.; Myers, K.J. Imaging as a tumor biomarker in oncology drug trials for lung cancer: The FDA perspective. Clin. Pharmacol. Ther. 2008, 84, 523–525. [Google Scholar]

	47. 
Verweij, J. Other endpoints in screening studies for soft tissue sarcomas. Oncologist 2008, 13 (Suppl. 2), 27–31. [Google Scholar]

	48. 
Dancey, J.E.; Dobbin, K.K.; Groshen, S.; Jessup, J.M.; Hruszkewycz, A.H.; Koehler, M.; Parchment, R.; Ratain, M.J.; Shankar, L.K.; Stadler, W.M.; et al. Guidelines for the development and incorporation of biomarker studies in early clinical trials of novel agents. Clin. Cancer Res. 2010, 16, 1745–1755. [Google Scholar]

	49. 
Hampton, T. Targeted cancer therapies lagging: Better trial design could boost success rate. JAMA 2006, 296, 1951–1952. [Google Scholar]

	50. 
George, S.L. Statistical issues in translational cancer research. Clin. Cancer Res. 2008, 14, 5954–5958. [Google Scholar]

	51. 
Kakarala, M.; Brenner, D.E.; Korkaya, H.; Cheng, C.; Tazi, K.; Ginestier, C.; Liu, S.; Dontu, G.; Wicha, M.S.; et al. Targeting breast stem cells with the cancer preventive compounds curcumin and piperine. Breast Cancer Res. Treat. 2010, 122, 77–785. [Google Scholar]

	52. 
Kakarala, M.; Wicha, M.S. Implications of the cancer stem-cell hypothesis for breast cancer prevention and therapy. J. Clin. Oncol. 2008, 26, 2813–2820. [Google Scholar]

	53. 
Dontu, G.; Al-Hajj, M.; Abdallah, W.M.; Clarke, M.F.; Wicha, M.S. Stem cells in normal breast development and breast cancer. Cell Prolif. 2003, 36 (Suppl. 1), 59–72. [Google Scholar]

	54. 
Kunju, L.P.; Cookingham, C.; Toy, K.A.; Chen, W.; Sabel, M.S.; Kleer, C.G. EZH2 and ALDH-1 mark breast epithelium at risk for breast cancer development. Mod. Pathol. 2011, 24, 786–793. [Google Scholar]

	55. 
Moffatt, D.C.; Cote, G.A.; Avula, H.; Watkins, J.L.; McHenry, L.; Sherman, S.; Lehman, G.A.; Fogel, E.L. Risk factors for ERCP-related complications in patients with pancreas divisum: A retrospective study. Gastrointest. Endosc. 2011, 73, 963–970. [Google Scholar]

	56. 
Kumar, S.; Sacchini, V. The surgical management of ductal carcinoma. in situ. Breast J. 2010, 16 (Suppl. 1), S49–S52. [Google Scholar]

	57. 
Alvarez, R.H.; Hortobagyi, G.N. Primary systemic therapy for operable breast cancer patients: The need for the new generation of trial design. Breast Cancer Res. Treat. 2010, 124, 701–705. [Google Scholar]

	58. 
Dontu, G.; Liu, S.; Wicha, M.S. Stem cells in mammary development and carcinogenesis: Implications for prevention and treatment. Stem Cell Rev. 2005, 1, 207–213. [Google Scholar]

	59. 
Domchek, S.M.; Friebel, T.M.; Singer, C.F.; Evans, D.G.; Lynch, H.T.; Isaacs, C.; Garber, J.E.; Neuhausen, S.L.; Matloff, E.; Eeles, R.; et al. Association of risk-reducing surgery in BRCA1 or BRCA2 mutation carriers with cancer risk and mortality. JAMA 2010, 304, 967–975. [Google Scholar]

	60. 
McArthur, H.L.; Hudis, C.A. Chemotherapy: Neoadjuvant trial design: Time for a brave new world? Nat. Rev. Clin. Oncol. 2010, 7, 359–360. [Google Scholar]

	61. 
Fabian, C.J. Surrogate response biomarkers in prevention research: Do they point the way or lead us astray? J. Clin. Oncol. 2009, 27, 3734–3736. [Google Scholar]

	62. 
Khan, S.A.; Lankes, H.A.; Patil, D.B.; Bryk, M.; Hou, N.; Ivancic, D.; Nayar, R.; Masood, S.; Rademaker, A. Ductal lavage is an inefficient method of biomarker measurement in high-risk women. Cancer Prev. Res (Phila) 2009, 2, 265–273. [Google Scholar]

	63. 
Shaukat, A.; Virnig, D.J.; Salfiti, N.I.; Howard, D.H.; Sitaraman, S.V.; Liff, J.M. Is inflammatory bowel disease an important risk factor among older persons with colorectal cancer in the united states? A population-based case-control study. Dig. Dis. Sci. 2011. [Google Scholar] [CrossRef]

	64. 
Wapnir, I.L.; Dignam, J.J.; Fisher, B.; Mamounas, E.P.; Anderson, S.J.; Julian, T.B.; Land, S.R.; Margolese, R.G.; Swain, S.M.; Costantino, J.P.; et al. Long-term outcomes of invasive ipsilateral breast tumor recurrences after lumpectomy in NSABP B-17 and B-24 randomized clinical trials for DCIS. J. Natl. Cancer Inst. 2011, 103, 478–488. [Google Scholar]

	65. 
Park, S.Y.; Lee, H.E.; Li, H.; Shipitsin, M.; Gelman, R.; Polyak, K. Heterogeneity for stem cell-related markers according to tumor subtype and histologic stage in breast cancer. Clin. Cancer Res. 2010, 16, 876–887. [Google Scholar]





© 2011 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/).







nav.xhtml


  cancers-03-02696


  
    		
      cancers-03-02696
    


  




  





