University of South Florida

DIGITAL COMMONS Digital Commons @ University of
@ UNIVERSITY OF SOUTH FLORIDA South Florida

USF Patents

February 2014

Gene signature for the prediction of radiation therapy response

Javier F. Torres-Roca

Steven Eschrich

Follow this and additional works at: https://digitalcommons.usf.edu/usf_patents

Recommended Citation

Torres-Roca, Javier F. and Eschrich, Steven, "Gene signature for the prediction of radiation therapy
response" (2014). USF Patents. 89.

https://digitalcommons.usf.edu/usf_patents/89

This Patent is brought to you for free and open access by Digital Commons @ University of South Florida. It has
been accepted for inclusion in USF Patents by an authorized administrator of Digital Commons @ University of
South Florida. For more information, please contact digitalcommons@usf.edu.


https://digitalcommons.usf.edu/
https://digitalcommons.usf.edu/
https://digitalcommons.usf.edu/
https://digitalcommons.usf.edu/
https://digitalcommons.usf.edu/usf_patents
https://digitalcommons.usf.edu/usf_patents?utm_source=digitalcommons.usf.edu%2Fusf_patents%2F89&utm_medium=PDF&utm_campaign=PDFCoverPages
https://digitalcommons.usf.edu/usf_patents/89?utm_source=digitalcommons.usf.edu%2Fusf_patents%2F89&utm_medium=PDF&utm_campaign=PDFCoverPages
mailto:digitalcommons@usf.edu

a2 United States Patent

Torres-Roca et al.

US008660801B2

US 8,660,801 B2
Feb. 25, 2014

(10) Patent No.:
(45) Date of Patent:

(54) GENE SIGNATURE FOR THE PREDICTION
OF RADIATION THERAPY RESPONSE

(75) Inventors: Javier F. Torres-Roca, St Petersburg, FL.
(US); Steven Eschrich, Lakeland, FL.
(US)

(73) Assignee: University of South Florida, Tampa, FLL
(US)

(*) Notice: Subject to any disclaimer, the term of this

patent is extended or adjusted under 35

U.S.C. 154(b) by 6 days.

(21) Appl. No.: 13/037,153

(22) Filed: Feb. 28, 2011
(65) Prior Publication Data
US 2012/0053911 Al Mar. 1, 2012

Related U.S. Application Data

(63) Continuation of application No. 12/210,135, filed on
Sep. 12, 2008, now abandoned, and application No.
13/037,153, which is a continuation-in-part of
application No. 12/053,796, filed on Mar. 24, 2008,
now abandoned.

(60) Provisional application No. 60/972,544, filed on Sep.
14, 2007, provisional application No. 60/896,550,
filed on Mar. 23, 2007, provisional application No.
60/896,350, filed on Mar. 22, 2007.

(51) Int.CL

GOIN 33/50 (2006.01)

GOIN 33/48 (2006.01)
(52) US.CL

USPC e 702/19
(58) Field of Classification Search

None

See application file for complete search history.

(56) References Cited
U.S. PATENT DOCUMENTS

6,100,243 A 8/2000 Frisch
6,342,217 Bl 1/2002 Link et al.
8,101,349 B2 1/2012 Garcia et al.

2002/0128220 Al
2003/0175717 Al
2005/0123945 Al
2005/0282766 Al
2006/0210556 Al
2009/0023149 Al
2009/0181384 Al
2011/0039270 Al

9/2002 Gleave et al.

9/2003 Li et al.

6/2005 Torres-Roca et al.
12/2005 Wu et al.

9/2006 Baldwin et al.

1/2009 Knudsen

7/2009 Nekarda et al.

2/2011 Cowens et al.

FOREIGN PATENT DOCUMENTS

WO WO 00/50643 8/2000
OTHER PUBLICATIONS

Eschrich et al., “Mathematical Modeling of Radiation Response,”
Oasis, The Online Abstract Submission System, Abstract #3804:

American Association for Cancer Research (AACR) 98th Annual
Meeting, Los Angeles, CA, Apr. 2007, 3 pages.

Eschrich et al., “Mathematical Modeling of the Radiation Response
Network,” Poster, American Association for Cancer Research
(AACR) 98th Annual Meeting, Apr. 2007, 1 page.

Eschrich et al., “Mathematical Modeling of the Radiation Response
Network,”Abstract #3804, American Association for Cancer
Research (AACR) 98th Annual Meeting, Apr. 2007, 2 pages.
Eschrich et al., “Systems Biology Modeling of the Radiation Sensi-
tivity Network: A Biomarker Discovery Platform,” International
Journal of Radiation: Oncology Biology Physics, Pergamon Press,
USA, vol. 75, No. 2, pp. 497-505, Oct. 1, 2009.

Eschrich et al., “Towards Personalized Radiation Therapy: Transla-
tion of a Mathematical Model of Radiosensitivity Network to the
Prediction of Clinical Radiation Response” International Journal of
Radiation Oncology*Biology*Physics, vol. 69(3, Suppl):S595
(Abstract #2713, American Society for Radiation Oncology
(ASTRO) 49th Annual Meeting, Oct. 2007.

Eschrich et al., “Towards Personalized Radiation Therapy: Transla-
tion of a Mathematical Model of the Radiation Sensitivity Network to
the Prediction of Clinical Radiation Response,” Poster, American
Society for Radiation Oncology (ASTRO) 49th Annual Meeting,
Oct. 2007, 1 page.

Extended European Search Report; Application No. 08831180.8-
1408 / 2195005; mailed Mar. 11, 2013; Applicant: University of
South Florida; 7 pages.

International Search Report and Written Opinion; Application No.
PCT/US2008/076311; mailed May 19, 2009 (12 pages).

Pamment et al., “Regulation of the IRF-1 Tumour Modifier the
Response to Genotoxic Stress Involves an ATM-Dependent Signal-
ling Pathway,” Oncogene, 21:7776-7785 (2002).

Sha et al. “Cell Cycle-Mediated Drug Resistance and Emerging
Concept in Cancer Therapy,” Clin. Caner Res., pp. 2168-2181, Aug.
7,2001.

Torres-Roca, “A Multi-Gene Expression Model to Predict Tumor
Radiosensitivity,” Talk, RTOG Semi Annual Meeting, GU TRP Com-
mittee, Philadelphia, PA, Jun. 2008, 15 pages.

Torres-Roca, “Mathematical Models, Molecular Signatures and the
Prediction of Response to Radiation Therapy,” Talk, National Func-
tional Genomics Center (NFGC) Sth Annual External Advisory
Board Meeting, Clearwater, FL, Oct. 2007, 32 pages.

Torres-Roca, “Predicting Clinical Response to Concurrent
Radiochemotherapy Using a Systems Model of Radiosensitivity,”
Invited talk, City of Hope Medical Center, Duarte, CA), Jan. 2008, 32
pages.

Torres-Roca, “Prediction of Clinical Response to Concurrent
Radiochemotherapy Using a Systems Model of Radiosensitivity,”
Talk, Radiation Therapy Oncology Group (RTOG) Semi Annual
Meeting, Jan. 2008, 20 pages.

Torres-Roca; “Mathematical Models, Molecular Signatures and the
Prediction of Response to Radiation Therapy,” Talk, 1st Annual Total
Cancer Care Summit, Paradise Island, Bahamas, Oct. 2007,3 1 pages.
Voy et al., “Extracting Gene Networks for Low-Dose Radiation
Using Graph Theorectical Algorithms,” Computational Biology, vol.
2, Issue 7, pp. 0757-0768, Jul. 2006.

Zhang et al., “Biological Validation of a Linear Regression Math-
ematical Model of Gene Expression and Radiation Response,”
Poster, American Association for Cancer Research (AACR) 98th
Annual Meeting, Los Angeles, CA, Apr. 2007, 1 page.

(Continued)

Primary Examiner — Jason Sims
(74) Attorney, Agent, or Firm — Fish & Richardson P.C.

(57) ABSTRACT

Described are mathematical models and method, e.g., com-
puter-implemented methods, for predicting tumor sensitivity
to radiation therapy, which can be used, e.g., for selecting a
treatment for a subject who has a tumor.

8 Claims, 28 Drawing Sheets



US 8,660,801 B2
Page 2

(56) References Cited

OTHER PUBLICATIONS
Zhang et al., “Biological Validation of a Linear Regression Math-
ematical Model of Gene Express and Radiation Response” (Short
title “Mathematical Model of Radiation Response”), Abstract #3804,
American Association for Cancer Research (AACR) 98th Annual
Meeting, Los Angeles, CA, Apr. 2007, 3 pages.
Albert et al., “Error and attack tolerance of complex networks,”
Nature, 406: 378-382 (2000).
Algan et al., “Management of adenocarcinoma of the esophagus with
chemoradiation alone or chemoradiation followed by
esophagectomy: results of sequential nonrandomized phase II stud-
ies,” International journal of radiation oncology, biology, physics,
32:753-761 (1995).
Alizadeh et al., “Distinct types of diffuse large B-cell lymphoma
identified by gene expression profiling,” Nature, 403:503-511
(2000).
Al-Sarraf et al., “Chemoradiotherapy versus radiotherapy in patients
with advanced nasopharyngeal cancer: phase III randomized Inter-
group study 0099,” J Clin Oncol, 16:1310-1317 (1998).
Al-Saaf et al., “Progress report of combined chemoradiotherapy ver-
sus radiotherapy alone in patients with esophageal cancer: an inter-
group study,” J Clin Oncol, 15:277-284 (1997).
Beeretal., “Gene-expression profiles predict survival of patients with
lung adenocarcinoma,” Nat Med, 8:816-824 (2002).
Begg et al., “The value of pretreatment cell kinetic parameters as
predictors for radiotherapy outcome in head and neck cancer: a
multicenter analysis,” Radiother Oncol, 50:13-23 (1999).
Bild et al., “Oncogenic pathway signatures in human cancers as a
guide to targeted therapies,” Nature, 439:353-357 (2006).
Bjork-Eriksson et al., “Tumor radiosensitivity (SF2) is a prognostic
factor for local control in head and neck cancers,” (2000) Int J Radiat
Oncol Biol Phys, 46(1):13-19 (2000).
Bolla et al., “Improved Survival in Patients with Locally Advanced
Prostate Cancer Treated with Radiotherapy and Goserelin,” N Engl J
Med, 337:295-300 (1997).
Bolla et al., “Long-term results with immediate androgen suppres-
sion and external irradiation in patients with locally advanced pros-
tate cancer (an EORTC study): a phase III randomised trial,” The
Lancet 360:103-108 (2002).
Bossett et al., “Chemotherapy with Preoperative Radiotherapy in
Rectal Cancer,” N Engl J Med, 355:1114-1123 (2006).
Bourhis et al., “Potential doubling time and clinical outcome in head
and neck squamous cell carinoma treated with 70 GY in 7 weeks,” Int
J Radiat Oncol Biol Phys, 35:471-476 (1996).
Breiman et al., Classification and Regression Trees, Belmont:
Wadsworth (1983).
Brizel et al., “Hyperfractionated Irradiation with or without Concur-
rent Chemotherapy for Locally Advanced Head and Neck Cancer,” N
Engl J Med, 338:1798-1804 (1998).
Browman et al., “Choosing a concomitant chemotherapy and radio-
therapy regimen for squamous cell head and neck cancer: A system-
atic review of the published literature with subgroup analysis,”
Head & Neck, 23:579-589 (2001).
Bucci et al., “Advances in Radiation Therapy: Conventional to 3D, to
IMRT, to 4D, and Beyond,” CA Cancer J Clin, 55:117-134 (2005).
Buffa et al., “Incorporating biologic measurements (SF(2), CFE) into
a tumor control probability model increases their prognostic signifi-
cance: a study in cervical carcinoma treated with radiation therapy,”
Int J Radiat Oncol Biol Phys, 50(5):1113-1122 (2001).
Capirci et al., “Prognostic Value of Pathologic Complete Response
After Neoadjuvant Therapy in Locally Advanced Rectal Cancer:
Long-term Analysis of 566 ypCR Patients,” International Journal of
Radiation Oncology Biology Physics, 72(1):99-107 (2008).
Cernaet al., “Histone deacetylation as a target for radiosensitization,”
Curr Top Dev Biol, 73:173-204 (2006).
Chang et al., “GATHER: a systems approach to interpreting genomic
signatures,” Bioinformatics, 22:2926-2933 (2006).
Chen et al., “Downstaging of advanced rectal cancer following com-
bined preoperative chemotherapy and high dose radiation,” Interna-
tional Journal of Radiation Oncology, Biology, Physics, 30:169-175
(1994).

Chinnaiyan et al., “Modulation of radiation response by histone
deacetylase inhibition,” Int J Radiat Oncol Biol Phys, 62:223-229
(2005).

Chirieac et al., “Post therapy pathologic stage predicts survival in
patients with esophageal carcinoma receiving preoperative
chemoradiation,” Cancer, 103:1347-1355 (2005).

Cho et al., “Topoisomerase I inhibitors in the combined-modality
therapy of lung cancer,” Oncology, 18:29-39 (2004).

Chung et al., “Molecular classification of head and neck squamous
cell carcinomas using patterns of gene expression,” Cancer Cell,
5:489-500 (2004).

Corvo et al., “In vivo cell kinetics in head and neck squamous cell
carcinomas predicts local control and helps guide radiotherapy regi-
men,” J Clin Oncol, 13:1843-1850 (1995).

Cox etal., “The dark side of Ras: regulation of apoptosis,” Oncogene,
22:8999-9006 (2003).

Cuddihy et al., “The p53 protein family and radiation sensitivity: Yes
or No?” Cancer Metastasis Rev, 23:237-257 (2004).

D’Amico et al., “6-Month Androgen Suppression Plus Radiation
Therapy vs Radiation Therapy Alone for Patients With Clinically
Localized Prostate Cancer: A Randomized Controlled Trial,” JAMA,
292:821-827 (2004).

Dalton et al., “Cancer biomarkers—an invitation to the table,” Sci-
ence 312:1165-1168 (2006).

Deng et al., “Caenorhabditis Flegans ABL-1 Antogonizes P53-Me-
diated Germline Apoptosis After Ionizing Irradiation,” Nature Genet-
ics, 36:906-912 (2004).

Denis et al., “Final Results of the 94-01 French Head and Neck
Oncology and Radiotherapy Group Randomized Trial Comparing
Radiotherapy Alone With Concomitant Radiochemotherapy in
Advanced-Stage Oropharynx Carcinoma,” J Clin Oncol, 22:69-76
(2004).

Deschavanne etal., “A review of human cell radiosensitivity in vitro,”
Int J Radiat Oncol Biol Phys, 34(1):251-266 (1996).

Dobbin et al., “Interlaboratory comparability study of cancer gene
expression analysis using oligonucleotide microarrays,” Clin Cancer
Res, 11:565-572 (2005).

Eifel et al., “Pelvic Irradiation With Concurrent Chemotherapy Ver-
sus Pelvic and Para-Aortic Irradiation for High-Risk Cervical Can-
cer: An Update of Radiation Therapy Oncology Group Trial (RTOG)
90-01,” J Clin Oncol, 22:872-880 (2004).

El-Deiry, W. S., “The role of p53 in chemosensitivity and
radiosensitivity,” Oncogene, 22, 7486-7495 (2003).

Eschrich et al., “Molecular staging for survival prediction of
colorectal cancer patients,” J Clin Oncol, 23:3526-3535 (2005).
Eschwege et al., “Predictive assays of radiation response in patients
with head and neck squamous cell carcinoma: a review of the Institute
Gustave Roussy experience,” Int J Radiat Oncol Biol Phys, 39:849-
853 (1997).

Fertil et al., “Inherent cellular radiosensitivity as a basic concept for
human tumor radiotherapy,” Int J Radiat Oncol Biol Phys, 7(5):621-
629 (1981).

Fertil et al., “Intrinsic radiosensitivity of human cell lines is corre-
lated with radioresponsiveness of human tumors: analysis of 101
published survival curves,” International Journal of Radiation Oncol-
ogy, Biology, Physics, 11:1699-1707 (1985).

Fiorica et al., “Preoperative chemoradiotherapy for oesophageal can-
cer: a systematic review and meta-analysis,” Gut, 53(7):925-930
(2004).

Fryknis et al, “STAT1 signaling is associated with acquired
crossresistance to doxorubicin and radiation in myeloma cell lines,”
International Journal of Cancer, 120:189-195 (2007).

Furuse et al., “Phase III Study of Concurrent Versus Sequential Tho-
racic Radiotherapy in Combination With Mitomycin, Vindesine, and
Cisplatin in Unresectable Stage IIT Non-Small-Cell Lung Cancer,” J
Clin Oncol, 17:2692-2699 (1999).

Fyles et al., “Tumor hypoxia has independent predictor impact only
in patients with node-negative cervix cancer,” J Clin Oncol, 20:680-
687 (2002).

Gavioli et al., “Incidence and Clinical Impact of Sterilized Disease
and  Minimal  Residual Disease  After  Preoperative
Radiochemotherapy for Rectal Cancer,” Dis Colon Rectum,
48:1851-1857 (2005).



US 8,660,801 B2
Page 3

(56) References Cited
OTHER PUBLICATIONS

Giles et al., “Optimizing outcomes for patients with advanced disease
in chronic myelogenous leukemia,” Semin Oncol, 35:S1-17; quiz
S18-20 (2008).

Gudkov et al., “The Role of pS3 in Determining Sensitivity to Radio-
therapy,” Nature Reviews Cancer, 3:117-129 (2003).

Hallahan et al., “Prolonged c-jun expression in irradiated ataxia
telangiectasia fibroblasts,” International Journal of Radiation Oncol-
ogy, Biology, Physics, 36:355-360 (1996).

Hallahan et al., “Radiation signaling mediated by Jun activation
following dissociation from a cell type-specific repressor,” J Biol
Chem, 268:4903-4907 (1993).

Hanks et al., “Phase III Trial of Long-Term Adjuvant Androgen
Deprivation After Neoadjuvant Hormonal Cytoreduction and Radio-
therapy in Locally Advanced Carcinoma of the Prostate: The Radia-
tion Therapy Oncology Group Protocol 92-02,” J Clin Oncol,
21:3972-3978 (2003).

Hennequin et al., “Chemotherapy with cisplatinum, carboplatin and
SFU-folinic acid, followed by concomitant chemo-radiotherapy in
unresectable esophageal carcinomas,” Bull Cancer, 88(2):203-207
(2001).

Hennequin et al., “Impact on survival of surgery after concomitant
chemoradiotherapy for locally advanced cancers of the esophagus,”
International Journal of Radiation Oncology, Biology, Physics,
49:657-664 (2001).

Herskovic et al., “Combined chemotherapy and radiotherapy com-
pared with radiotherapy alone in patients with cancer of the
esophagus,” N Engl J Med, 326:1593-1598 (1992).

Hieronymus et al., “Gene expression signature-based chemical
genomic prediction identifies a novel class of HSP90 pathway modu-
lators,” Cancer Cell, 10:321-330 (2006).

Hood et a., “Systems Biology and New Technologies Enable Predic-
tive and Preventative Medicine,” Science, 306:640-643 (2004).
Hood et al., “The impact of systems approaches on biological prob-
lems in drug discovery,” Nat. Biotechnol., 10:1215-1217 (2004).
Irizarry et al.,, “Summaries of Affymetrix GeneChip probe level
data,” Nucleic Acids Res, 31:e15 (2003).

Janjan et al., “Improved Overall Survival Among Responders to
Preoperative Chemoradiation for Locally Advanced Rectal Cancer,”
Am J Clin Oncol, 24:107-112 (2001).

Janjan et al., “Tumor downstaging and sphincter preservation with
preoperative chemoradiation in locally advanced rectal cancer: the
M. D. Anderson Cancer Center experience,” International Journal of
Radiation Oncology,Biology,Physics, 44:1027-1038 (1999).
Jassem, J., “Combined chemotherapy and radiation in locally
advanced nonsmall-cell lung cancer,” The Lancet Oncology, 2:335-
342 (2001).

Jeong et al., “Lethality and centrality in protein networks,” Nature,
411:41-42 (2001).

Jeong et al., “The large-scale organization of metabolic networks,”
Nature, 407(6804):651-654 (2000).

Jeremic et al., “Hyperfractionated radiation therapy with or without
concurrent low-dose daily carboplatin/etoposide for stage III non-
small-cell lung cancer: a randomized study,” J Clin Oncol, 14:1065-
1070 (1996).

Jeremic et al., “Hyperfractionated Radiation Therapy With or With-
out Concurrent Low-Dose Daily Cisplatin in Locally Advanced
Squamous Cell Carcinoma of the Head and Neck: A Prospective
Randomized Trial,” J Clin Oncol, 18:1458-1464 (2000).

Jeremic et al., “Randomized trial of hyperfractionated radiation
therapy with or without concurrent chemotherapy for stage III non-
small-cell lung cancer,” J Clin Oncol, 13:452-458 (1995).
Kaminski et al., “Effect of sequencing of androgen deprivation and
radiotherapy on prostate cancer growth,” International Journal of
Radiation Oncology, Biology, Physics, 57:24-28 (2003).

Kao et al., “p34Cdc2kinase activity is excluded from the nucleus
during the radiation-induced G2 arrest in HeLa cells,” J Biol Chem,
274:34779-34784 (1999).

Keys et al., “Cisplatin, Radiation, and Adjuvant Hysterectomy Com-
pared with Radiation and Adjuvant Hysterectomy for Bulky Stage IB
Cervical Carcinoma,” N Engl J Med, 340:1154-1161 (1999).

Khan etal., “Classification and diagnostic prediction of cancers using
gene expression profiling and artificial neural networks,” Nature
Medicine, 7(6):673-679 (2001).

Kim et al.,, “The influence of Ras pathway signaling on tumor
radiosensitivity,” Cancer and Metastasis Reviews, 23:227-236

(2004).
Kitano, “Computational systems biology,” Nature, 420(6912):206-
210 (2002).

Kitano, H., “Systems Biology: A Brief Overview,” Science,
295:1662-1664 (2002).

Lamb et al., “The Connectivity Map: Using Gene-Expression Signa-
tures to Connect Small Molecules, Genes, and Disease,” Science,
313:1929-1935 (2006).

Landry et al., “Preoperative irradiation and fluorouracil chemo-
therapy for locally advanced rectosigmoid carcinoma: phase I-II
study,” Radiology, 188:423-426 (1993).

Lawton et al., “Androgen suppression plus radiation versus radiation
alone for patients with stage Dl/pathologic node-positive
adenocarcinoma of the prostate: updated results based on national
prospective randomized trial Radiation Therapy Oncology Group
85-31,” J Clin Oncol, 23:800-807 (2005).

Li et al., “AKT-independent protection of prostate cancer cells from
apoptosis mediated through complex formation between the andro-
gen receptor and FKHR,” Mol Cell Biol, 23:104-118 (2003).

Li et al., “Ionizing radiation and short wavelength UV activate NF-
kappa B through two distinct mechanisms,” PNAS, 95:13012-13017
(1998).

Lindsay et al., “The genetic basis of tissue responses to ionizing
radiation,” Br J Radiol, 80:S2-6 (2007).

Liuetal., “NF-[kappa]B Is Required for UV-Induced INK Activation
via Induction of PKC3,” Molecular Cell, 21:467-480 (2006).
Lorvidhaya et al., “Concurrent mitomycin C, 5-fluorouracil, and
radiotherapy in the treatment of locally advanced carcinoma of the
cervix: a randomized trial,” International Journal of Radiation
Oncology,Biology,Physics, 55:1226-1232 (2003).

Ma et al., “Combined-Modality Treatment of Solid Tumors Using
Radiotherapy and Molecular Targeted Agents,” J Clin Oncol,
21:2760-2776 (2003).

Malaise et al., “Distribution of radiation sensitivities for human
tumor cells of specific histological types: comparison of in vitro to in
vivo data,” International Journal of Radiation Oncology, Biology,
Physics, 12:617-624 (1986).

Mao et al., “SUMO-1 conjugation to topoisomerase I: A possible
repair response to topoisomerase-mediated DNA damage,” Proc Natl
Acad Sci U S, A97:4046-4051 (2000).

Marples et al., “Low-dose hyper-radiosensitivity: past, present, and
future,” Int J Radiat Oncol Biol Phys, 70:1310-13188 (2008).
Massague, J., “Sorting out breast-cancer gene signatures,” N. Engl. J.
Med., 356: 294-297 (2007).

Mialon et al., “DNA topoisomerase I is a cofactor for c-Jun in the
regulation of epidermal growth factor receptor expression and cancer
cell proliferation,” Mol. Cell Biol., 25:5040-5051 (2005).

Milas et al., “Chemoradiotherapy: Emerging treatment improvement
strategies” Head & Neck, 25:152-167 (2003).

Minsky et al., “Enhancement of radiation-induced downstaging of
rectal cancer by fluorouracil and high-dose leucovorin chemo-
therapy,” J. Clin. Oncol., 10:79-84 (1992).

Moeller et al, “Hypoxia and radiotherapy: opportunities for
improved outcomes in cancer treatment,” Cancer Metastasis Rev.,
26:241-248 (2007).

Mohiuddin et al., “Preoperative chemoradiation in fixed distal rectal
cancer: dose time factors for pathological complete response,” Inter-
national Journal of Radiation Oncology, Biology, Physics, 46:883-
888 (2000).

Mohiuddin et al., “Prognostic significance of postchemoradiation
stage following preoperative chemotherapy and radiation for
advanced/recurrent rectal cancers,” Int. J. Radiat. Oncol. Biol. Phys.,
48(4):1075-1080 (2000).



US 8,660,801 B2
Page 4

(56) References Cited
OTHER PUBLICATIONS

Morris et al., “Pelvic Radiation with Concurrent Chemotherapy
Compared with Pelvic and Para-Aortic Radiation for High-Risk
Cervical Cancer,” N. Engl. J. Med., 340:1137-1143 (1999).

Movsas et al., “Hypoxic prostate/muscle pO2 ratio predicts for bio-
chemical failure in patients with prostate cancer: preliminary find-
ings,” Urology, 60:634-639 (2002).

Nahta et al., “Mechanisms of disease: understanding resistance to
HER2-targeted therapy in human breast cancer,” Nat. Clin. Pract.
Oncol., 3:269-280 (2006).

Nakajima et al., “Involvement of protein kinase C-related anti-
apoptosis signaling in radiation-induced apoptosis in murine thymic
lymphoma(3SBHS5) cells,” Radiat. Res., 161:528-534 (2004).
Nakajima et al., “Regulation of radiation-inducted protein kinase
Cdelta activation in radiation-induced apoptosis differs between
radiosensitive and radioresistant mouse thymic lymphoma cell
lines,” Mutat. Res., 595(1-2):29-36 (2006).

Narlikar et al., “Cooperation between Complexes that Regulate
Chromatin Structure and Transcription,” Cell, 108:475-487 (2002).
Office Action issued in U.S. Appl. No. 10/904,326 on Dec. 11, 2008.
Office Action issued in U.S. Appl. No. 10/904,326 on Dec. 12, 2007.
Office Action issued in U.S. Appl. No. 10/904,326 on May 22, 2007.
Office Action issued in U.S. Appl. No. 10/904,326 on May 29, 2008.
Pamment et al., “Regulation of the IRF-1 tumour modifier during the
response to genotoxic stress involves an ATM-dependent signalling
pathway,” Oncogene, 21:7776-7785 (2002).

Peecters et al., “Acute and late complications after radiotherapy for
prostate cancer: results of a multicenter randomized trial comparing
68 Gy to 78 Gy,” Int. J. Radiat. Oncol. Biol. Phys., 61:1019-1034
(2005).

Perez, C., “Principles and Management of Radiation Therapy,” Phila-
delphia-New York, Lippincott-Raven (1998).

Peters et al., “Concurrent Chemotherapy and Pelvic Radiation
Therapy Compared With Pelvic Radiation Therapy Alone as Adju-
vant Therapy After Radical Surgery in High-Risk Early-Stage Cancer
of the Cervix,” J. Clin. Oncol., 18:1606-1613 (2000).

Peters etal., “Predictive assays of tumor radiocurability,” Am. J. Clin.
Oncol., 11(3):275-287 (1988).

Peters, LJ, “The ESTRO Regaud lecture. Inherent radiosensitivity of
tumor and normal tissue cells as a predictor of human tumor
response,” Radiother. Oncol., 17(3):177-190 (1990).

Pilepich et al., “Phase III radiation therapy oncology group (RTOG)
trial 86-10 of androgen deprivation adjuvant to definitive radio-
therapy in locally advanced carcinoma of the prostate,” International
Journal of Radiation Oncology, Biology, Physics, 50:1243-1252
(2001).

Potti et al., “Genomic signatures to guide the use of
chemotherapeutics,” Nat. Med., 12:1294-1300 (2006).

Pramana et al., “Gene expression profiling to predict outcome after
chemoradiation in head and neck cancer,” Int. J. Radiat. Oncol. Biol.
Phys., 69:1544-1552 (2007).

Qiu et al., “Molecular prognostic factors in rectal cancer treated by
radiation and surgery,” Dis. Colon Rectum, 43(4):451-459 (2000).
Reboul, F., “Radiotherapy and chemotherapy in locally advanced
non-small cell lung cancer: preclinical and early clinical data,”
Hematol. Oncol. Clin. North. Am., 18:41-53 (2004).

Richet al., “Preoperative infusional chemoradiation therapy for stage
T3 rectal cancer,” International Journal of Radiation Oncology, Biol-
ogy, Physics, 32:1025-1029 (1995).

Rose al., “Concurrent Cisplatin-Based Radiotherapy and Chemo-
therapy for Locally Advanced Cervical Cancer,” N. Engl. J. Med.,
340:1144-1153 (1999).

Rosen et al., “Biological Basis of Radiation Sensitivity. Part 2: Cel-
lular and Molecular Determinants of Radiosensitivity,” Oncology,
14:741-757 (2000).

Russell et al., “Gleevec-Mediated Inhibition of RadS1 Expression
and Enhancement of Tumor Cell Radiosensitivity,” Cancer Res.,
63:7377-7383 (2003).

Sauer et al., “Preoperative versus postoperative chemoradiotherapy
for rectal cancer,” N. Engl. J. Med., 351(17):1731-1740 (2004).

Schaake-Koning et al., “Effects of concomitant cisplatin and radio-
therapy on inoperable non-small-cell lung cancer,” N. Engl. J. Med.,
326:524-530 (1992).

Shedden et al., “Gene expression-based survival prediction in lung
adenocarcinoma: a multi-site, blinded validation study,” Nat. Med.,
14:822-827 (2008).

Simon et al., “Pitfalls in the Use of DNA Microarray Data for Diag-
nostic and Prognostic Classification,” J. Natl. Cancer. Inst., 95:14-18
(2003).

Staunton et al., “Chemosensitivity prediction by transcriptional pro-
filing,” Proc. Natl. Acad. Sci. USA, 98:10787-10792 (2001).
Stausbol-Gron et al., “Relationship between tumour cell in vitro
radiosensitivity and clinical outcome after curative radiotherapy for
squamous cell carcinoma of the head and neck,” Radiother. Oncol.,
50(1):47-55 (1999).

Taghian et al., “Intrinsic radiation sensitivity may not be the major
determinant of the poor clinical outcome of glioblastoma
multiforme,” Int. J. Radiat. Oncol. Biol. Phys., 25(2):243-249 (1993).
Tannapfel et al., “Apoptosis, proliferation, bax, bc1-2 and p53 status
prior to and after preoperative radiochemotherapy for locally
advanced rectal cancer,” Int. J. Radiat. Oncol. Biol. Phys., 41(3):585-
91(1998).

Tepper et al., “Superiority of trimodality therapy to surgery alone in
esophageal cancer: Results of CALGB 9781,” In: ASCO. San Fran-
cisco, (2006).

Terzoudi et al., “Increased G2 chromosomal radiosensitivity in can-
cer patients: the role of cdkl/cyclin-B activity level in the mecha-
nisms involved,” Int. J. Radiat. Biol., 76:607-615 (2000).
Torres-Roca et al., “Prediction of radiation sensitivity using a gene
expression classifier,” Cancer Res., 65:7169-7176 (2005).

Tusher et al., “Significance analysis of microarrays applied to the
ionizing radiation response,” Proc. Natl. Acad. Science USA,
98(9):5116-5121 (2001).

Van de Vijver et al., “A gene-expression signature as a predictor of
survival in breast cancer,” N. Engl. J. Med., 347:1999-2009 (2002).
Van Gelder et al., “Amplified RNA synthesized from limited quanti-
ties of heterogeneous cDNA,” Proc. Natl. Acad. Sci. USA, 87:1663-
1667 (1990).

Van ’T Veer et al., “Gene expression profiling predicts clinical out-
come of breast cancer,” Nature, 415:530-536 (2002).

Wang et al., “DNA repair factor XPC is modified by SUMO-1 and
ubiquitin following UV irradiation,” Nucleic Acids Res., 33:4023-
4034 (2005).

Wang et al., “Loss of Tumor Suppressor p53 Decreases PTEN
Expression and Enhances Signaling Pathways Ieading to Activation
of Activator Protein 1 and Nuclear Factor {kappa}B Induced by UV
Radiation,” Cancer Res., 65:6601-6611 (2005).

Watanbe et al., “Prediction of sensitivity of rectal cancer cells in
response to preoperative radiotherapy by DNA microarray analysis
of gene expression profiles,” Cancer Res., 66:3370-3374 (2006).
Wei et al., “Gene expression-based chemical genomics identifies
rapamycin as a modulator of MCL1 and glucocorticoid resistance,”
Cancer Cell, 10:331-342 (2006).

Weichselbaum et al., “An interferon-related gene signature for DNA
damage resistance is a predictive marker for chemotherapy and radia-
tion for breast cancer,” Proc. Natl. Acad. Sci. USA, 105(47):18490-
18495 (2008).

Wendt et al., “Simultaneous radiochemotherapy versus radiotherapy
alone in advanced head and neck cancer: a randomized multicenter
study,” J. Clin. Oncol., 16:1318-1324 (1998).

West et al.,, “Intrinsic radiosensitivity and prediction of patient
response to radiotherapy for carcinoma of the cervix,” Br. J. Cancer,
68:819-823 (1993).

West et al., “The independence of intrinsic radiosensitivity as a prog-
nostic factor for patient response to radiotherapy of carcinoma of the
cervix,” British Journal of Cancer, 76:1184-1190 (1997).

Whitney et al., “Randomized Comparison of Fluorouracil Plus
Cisplatin Versus Hydroxyurea as an Adjunct to Radiation Therapy in
Stage IIB-IVA Carcinoma of the Cervix With Negative Para-Aortic
Lymph Nodes: A Gynecologic Oncology Group and Southwest
Oncology Group Study,” J. Clin. Oncol., 17:1339-1348 (1999).
Wong et al., “Gene expression pattern associated with radiotherapy
sensitivity in cervical cancer,” Cancer J., 12:189-193 (2006).



US 8,660,801 B2
Page 5

(56) References Cited
OTHER PUBLICATIONS
Xu et al., “Merging microarray data from separate breast cancer

studies provides a robust prognostic test,” BMC Bioinformatics,
9:125 (2008).

Zelefsky et al., “High Dose Radiation Delivered by Intensity Modu-
lated Conformal Radiotherapy Improves the Outcome of Localized
Prostate Cancer,” The Journal of Urology, 166:876-881 (2001).
Zhang et al., “FoxO1 regulates multiple metabolic pathways in the
liver: effects on gluconeogenic, glycolytic, and lipogenic gene
expression,” J. Biol. Chem., 281(15):10105-10117 (2006).



U.S. Patent

PREDICTED SF2

PREDICTED SF2

Feb. 25, 2014 Sheet 1 of 28 US 8,660,801 B2
0.6 [J RESPONDERS
p=0.03 p=0.05 B NON-RESPONDERS
0.5
l
;
0.3
0.2
RECTAL ESOPHAGEAL
p=0.002 ‘82
0.5- A @) Sens — 80%
7 As, Spec — 82%
PPV — 85%
A4
) O RECTAL
0.2 o A ESOPHAGEAL
0.1 A

RESPONDERS NON-RESPONDERS

FIG. 1B



U.S. Patent Feb. 25,2014 Sheet 2 of 28 US 8,660,801 B2

1.0+

;o]

()]

Ke)

|y

O

Q.

8 0.61

e

ey

;5_ 0.4-

2

(0] .

n Estimated
0.24 Area

C=0.8363636

0.0-;

] ) ¥ ¥

0.0 0.2 0.4 0.6 0.8 1.0
1- specificity: RSI

FIG. 2



U.S. Patent Feb. 25,2014 Sheet 3 of 28 US 8,660,801 B2

1.0 .

0.8 -
=
2 0.6 y
0 + -
o
(A
= 0.4 -
=z
>
3 0.2
o= p=0.0628

0.0 -

0 50 100 150 200 250 300

Time to Recurrence in Weeks

FIG. 3



US 8,660,801 B2

Sheet 4 of 28

Feb. 25, 2014

U.S. Patent

BIEVFOD
984500070
LEVBOU0
Lereao o
LLG0E00
CLVLGOT
ceyiG00
[A4% Y
VOCBGOD
5091000
vEEL00C
BL0TGOD

GGPCo00
p

LITO0
LEF000°0
GHO0G'0
22100070
SUZOGO0
EYL0G00
BBEOC00
£Z5000°0
BYZOGO'D
L0GH0
ELZLPOC
BZGLO0'D
BOVZO00
V000
2IV0C0T
LEVO000
LAYDO0C
BZZO00D
LEFO00
R

GY5H00°0
SYao000
91180070
8OREO00
LZBFAOG
FRAPAVARY
91peaoo
S1PE000
9ivenao
60GT000
PaGle0o
VZLO00

VSLOOG

1EL00G

811000
639000°0
¢sy000°0
Z8P0G00
eEP000°0
¢6r000'0
TEYO00'0
ZYEQ00
TATALEEY
JRATVR]
9i¥E00°0
VZLO00

ZADY

LS00

VZLOGC

Zer000°0
121000

HizaRAnd{E

P

@

vagiel’o
oEe
245800
L58E60°0
L2610

109100
gH100
105100
Sririt0
LSIELO0
106100
OG0
FCGL00
186100
186100
8ZLFIEQ

FOSLO0
LOSL00
LOGL00
06100
LOSL00
snBeydos

CEBLOL0
L5860 ¢
VBOVSED
LOE0BE O
LOE0BL'G
SOL0

£GREZOC
€58670°0

CHBEZO0
€E86T0°0
£58620°G
GR6ZA0
86200
0S8620°0
snieydoss %00

o

SEL0L0°0
L2000 0
EBERLG0
PASTASIRY]
GOGLA00
LEBROGC
FBR&000
LBTEQD
GO0
9EBLS0 0
LOGSPH0

o

¢ wowe
[ T ToOR Yo B

N0

=

o

<

o

N
@ Q@
=]

<

Q@ <r
[ACIe )

= xR
Lol

o0 O

S B S o
[ R A

@©
bt
&N
=
<o

Zi8ee0’0
£LE5G0°0
GyeiL00
yrase0o
Preeson
LWZZL00
MPECLO0
8404200
L865E00
LPEZLO0
WWZEL00
£865€0°0
LBREE00
L8BSEQO
£03140°0
PraGoo'(

£LEE00°0
€LE500°0
£48G030°0
#GZ900'0
8IeTLO0
8LEG00°0

2862900
LPEZLOC
2865200
£45500°0
€LESCOO
BLEG000
L8000
£LEG00°0
£L£500°0

ue0sindo) 198l UE0SIOU0L XOHM

Y Old

T LOWNS Qv unid
LAY 19D OMd MY
(Yo LLYES unio
LMl U0 oy unfo
E«G unis e

Laul 1RY0 1LY oY
LEl LORNS IV LAVES
LAH] LOWNS GV Dld
LAl ovaH Y0 1Y
LAHE G0 Y0 1IVLS
LAE DYVAH LOWNS 1ave

107 LOWNS I9Yo
LA LOWNS T IVe dY
LORNS 1990 Wiy
Lol o0 ey uniy
Laui OwOH Y0 Oxd
VAN VA IMQD o
LA OVOH VO Y
b2l MDD Dd
LMY gy yieY 1Avis
LAd] OVAH [0 i
P TINN e i BV I o3Y
LA YD T OMd
Ldul v vied dy
LMD T Iave uY

LN LONNS Yo
LAul a2 DOMd
LUl OYQH ayD
Ldu LNMa0 gy
LA Ve uY
EERLEN
LAY Ay

LORUICGUIOD

o - S R A R - -

<r =<t

e A S S S

oMM om0 T ST

LIRS IR )

o™l



US 8,660,801 B2

Sheet 5 of 28

Feb. 25, 2014

U.S. Patent

E0ryi0
goriono

SOTO00'0
L90100°0
S1BZ00°0
9RKEH0'0
SBAL00°0
PTPO00'0
2969000
98ZE00'0
BOZ000°0
G0Z000°0
120007
BFL000°0
FOLO000
BEVOOO'0
SOR0G0'0
2001000
9810000
9ZEOU0'0
2000°6
£1000°0
7345¥0°0
1251900
ZOROKD0
Z80LY0D

]
i
S

QL1000

GL61L00°0
LBELE0C
8LLITOC
veeocod
FBEOOO'0
ZER000°C
£88000°0
6890000
[4:3g Y]
£8Puc00

FAG4E VY
2850C0°C
£2F000°0
LTYOOO0
L0000
429€50°0
FLEGSO'C
BLFLVDC
4 gAZ

QLLGZOD
[ 2 FXATRY]
GERZOC

BiE1Ee00
28216070
GA8EZ00
29887070
PESLL0°0
SYoEZOD
86Z8L0
8GT0Z0°0
LLGELOD
ZEB6L0°0
GEELZ0°0
WLFRC

PrOYLO0

2862
SEEC
G¥iGo
5868610
EEBLCLC
98200
LZESLOO
186610°0
10GI00
LGE100
oS00
10GL0C
LGGL00
Lgelae
seric
28590
2089070
90861270
148151y
258810
LLECEL0

91668070
SO0
00
QL8500
913600
3195070
SOLC
9E2EBLC
S98LECO
GEBLEQC

G9RLENG
FAYSYARY
£19i8L°0
G68LE00
S984E0°0
[ 7A A
LEGEECD
SLeigl’
CLaL8L0
FGERECD
EPZVIG0
L9600
£G8620°0

O

EP0EF0G
8800C
2001070
LEGLEDD
PLIEQD
[ZANGARY
LBGGL0G
PESRGOC
FLeGH0G
ZBESC0G
[A4 4y
G000
VLIEPD'C
281TH0°0
S2YE000
2678000
OGSO
£8GL90°0
2088C0°0
FRLTL00
£SZLLOC
2L8800°0
9ZeBL0G
LBO0L0C

2B8ZLOG
gELEVEG
8EGEPRC

B098PC0
[RZ#ATRY
(A ZA AT
82043070
840420°0
WETI00
WZZL00
8/8vZ0°0
48658070
£86GE00
L88GE00
C81L0°0
SOBLA00
S0RLL00
QLLORC
36000
18B85EC°0
AVELEQD
oA S Y
PEEe00°0

¥FES00°0

el

oy

o]
o]
[
&
S

PEIeoo o
BZETLO0
980sZ00
QENSZO'0
48683070
£86290°0

gy Ol

U007 ORNS Inve Oxd
LAl DYQAH I0W0 DMd LAVES
LA OVaH Y0 LIPS Y
OYOH JIORNS GYY L AVLS
LAl IO LONNS 1S LAVLS
LM OVAH GO IV LIVLS

LA L OWNS gy -
L OVAH JONNS 990 OMd
LR DVOH D LOWNS 1av2
LAl OVaOH 1ONNS I9v0 WY
LA OVOH LONNS [Kivo vied
LA ENa0 HORNS 19y YISy
LaAm T ONNS T wieY dY
Lu ] 0y Y LLVLS uni
LML LAAD Iy iy unb
IMAT LOWNS 1390 Y
LA LOWNS T 10ve iRy OMd
LA L OWNS T IVO Yisd LIS
LAl OVaH T LAOD IOV ONd
LA Iaw0 iR g unio
Lol Y vion unid T Hy
LAl OVGH VD ity LIVLS
L LG 1AV WIS LY
LAl G0 vieY LLVLS WY
bl OVaH M0 IGve IgY
LAl DYaH 19V VY DXd

Lan OO v Ty HY
LMl 45a0 Gy el dy
Lm0 VRN OMd dY

LMD OYaH ENEDT Iy MY
L a1V iRy OMd

Al IMAD Y0 OMd WY

LM VD YIRY OMd LLYLS
441 i9Ye OMd unko

LR OVAH Gy U

LAN LAGDT OGS U

LAdl LONNS unk

o

eI Eod

W

w0

Hel

e

W

W

(Lo T o I Ee IR T I e o)

el

e

= s K0 W

=



US 8,660,801 B2

Sheet 6 of 28

Feb. 25, 2014

U.S. Patent

yrPOvs0
88.500°0
SEEO000
GSYE000
VWZiacn
SZEC00
3GZ0G00
QLECC00
220000
60600070
CLICCQO
8ziG000
g16000°0
Q0ZCo00
6510000
2810000

rﬂ

71985070
gLLI50°0
Sy l00
LEVEZO0
1261070
L5810

Gyl
PBLECCO
LZSE000
LBE0G00
FEVEGO0
89000
€LZL00°0
LERL0070
CLLECD
pessa
£8G00°0
LEEEL00
SEGI000
200100

')3

GLeL000
Gi6i600
181000
LLLLGO0
F86000°0
7aGG00'0
6830500
BE9020°0

o
o

Z8P0000
8GY0R00
€ZFCOO0
£2r0000
Prazs g
LOFCO00
LOPEC00
Yiecsdo
Grez00

8885200
618€Z0'0
GLEEZ00
LEZLZ00
148020°0

£98CG1L0°0
LOEEG00

o]
@
(53]

(327

o
o)
on

8w

IR ]

GE6000°0
LGERO0 0
CLVQLOC
PUEVQD

£48210°0
QLZI00
25ZOLOD
£81810°0
1562100
L8840°0

218%80°0
G3vO80°0
£9PZ50°0
£988¢0°0
P80t
£C1800°0
5Z1900°0

221990°C

£R0LLO0G
80100
B2G80°0
888000
£69800°0
G88E00°0
Pl

0CLO0

%
i

LVELS00
LPELEn0
BZEZLO0
G29520°0
PFES00°0
Prasoo o
QTLZIO0
8Z8ZI0°0
£1£500°0
8485000
GREI00

¥Eean0t
¥GZ900°0
PEEO000

Zraeelc
Yai820°0
Prea000
Sa010C
ZELO0C
FrEe00°c

BiOLENC

SLSG000
EOL0C
EILO0°0
2865200

220420°0
Praso00

b4Hl OVAH
i HOWNS

LU OVOH LOWNS 19v0 ViIRY Dild

Jo_\.{_:myﬁqﬂgmm prE RSN
HOD VS VieY LLYES
OO IeY DMd LIvAS
LAulT LD 0 iRy unk T Hy
LAMIIGvY WIS OMd Uk Ty
Al NGV WIEH LIVLS uY
LA 1Yo vy OMd LiYLS HY
LA YA INAD KO iR dY
TOVOH 1S YIsY D5id dY
A0 IOYD ISy Odd LLVES
LAdl OWGH ENGOT IS YisY Odd
LAY A0 10V WIRY Did uv
SVQAH T INGDTIYY O uY
14U OVaH YD Wi OXd L1YLS
LAY OWOAH 10y wioY LIVIS oY
T DvaH _a? ,ZQ

=

Em,.._czzw.,._ﬁu, i«:

Emﬁ@%«uxa:ﬁﬁmq
Axdi EIMOT 1090 LLYLS
Laul VAN LMD oo uni
pHl LOWNE WY OMd LIviS
LA OVAH IS O WY

EAul O 1Y LAVES U
bAul 1gYS LLvES W
[w_w_‘os.sw;ﬁ%:uxm:z«
LA 1OYS 0N L AYLS Uy

S HY
LR BOWNS 1AV LAVLS Ay
HAD 1qwd unks Yy
MDY DM Ui
LAdl NGO IGYe OMd LLYLS
LA OVAH 19v0 WIBY U

LAl OWGH 190

Wow LW

Wow

“w

W

«©

W oW

Wi 0w 8w

W

fe)

W

W 0 A 0 W O W 0 W

1]

W



US 8,660,801 B2

Sheet 7 of 28

Feb. 25, 2014

U.S. Patent

BLYEGO0
82020070
SE7800°0
g1Z010°0

ZEE¥000
£80100°0
BENLHN0
LPRERQTO
AVGOO00
§85000°0
0

£68900°0
VPG00
Sevicn0
bLLBOD

L482L0°0
652921070
SIEZLO0
£H80LO0
SECILT0
SiE0i0°0
1000
FHEB000
<E00
18840070
ZTHAU0
SLiece
£29%00°0

282000
1ELCC00
1861000
T96L00°0
6210000
GLL00C

BLL0C G

LPBICOC
V810070

99VBY( 0
8648410
LBUEE00
8aITE00
222580

5891100
B0IZS00
ZE6L0

8172100
yBSZN0

29Z900°0
gigte00
AArEL00
BV5ETTN0
GORL10°0
LPPEZ00
98¥ET00

SOV
8L5L02°C
L9880

QeLo

BOBIYL O
SL850°0
972eal’0
GLG6E80T
SE850°0
SOL'e
G¥EVLO
BLO0C20
6200820
BCTEYLD

A INY

ZVL0L00
S8Pe0a0

93000
G0GL00°0
B OO
8588000
e0LGe0°0
4345200
GLLIVEN

LEGFEQD
PIEL00D
L88800°0

EYRLGHQ
408000
Z0%180°0
SrAZASIRY
908EL00
8

Lesea'g

av

Wezioc
CEFLONG
£79820°0

C8YL00°C
PREGOG
220472070
SELGON0
8098Y0°0
220472070
BL0LIH0

€08LA0T
e0elioG
e0RLLNG

LRI OVAH 19D DM S 1VAS dY
LAl IO YO LiYLS unb gy
LAME INTD IOWNS 1GY0 OMd LLYLS
LAl OVOH EDWNG [wd L 1vES oY
LAul DYaH GO IGYD DMg unid
Ll OYQOH LOWNS e wisw unio
LAYl SYOH EMAD 199 LLIVAS unia
LA OWGH IMGD v und Ty

LAd OVGH LONNS [G9e Did +1VLS
LMl A0 YD D¥d unl dy

LA OVAH T IMO0 T ONNG 16Y0 DM
SYAH A0 LONNS GYY LAVLS
LAE] A0 EORNS 19D LIVLS Y
LAME NGO VY OMd LLVAS Y
LMD DVEH 1w i Dvid unia
LAY DVAH 90 viRY uni wy
Ldi MO0 LOWNS KD wiel uni
Em_:ﬁoz:mazﬁ{_um;uxau%s

Yis

LY
LAd PO u
LN G0 Dl WY
L1 OYAH 140D LONWNS IGY0 YISy
OWNG 1avo wiod oy
OWNS 1Yo sy v
Iy visy LLYiS un
GO VIEH Thid L LWL uni
LA VOWNS 109S visd 11viS HY
VAN DVAH INGT G LIVES WY
LA OVGH B6a0 S ity uni
AP 1400 LOWNS T IOV VoY OYd
Lad LGy ViEd LIS uni
LAYl OVGH LOWNS 1D Diid dv
LAE DVOH IMTDT LONNS 1YY HY
LAl DVAH LOWNG 16v0 Yoy 1YL

LA INADLOWNS G0 iy LAVIS

LA DVaH |

Wow oW W

W

43

& oW

@ oW @

g



US 8,660,801 B2

Sheet 8 of 28

Feb. 25, 2014

U.S. Patent

CB0G000

H8L160°0
SPELR0D
GEBOT0
VBLOG0

VLEZOWD
80400070
6492000
GLE000°0
FECOROD
LOZOC00
GL2000°0
SEE000T0
LOOZG0
LBPES00
GrL5E0°0

FIOLLGD
9EZ0LD'0
g9eriso

T~
23

@

A I ]
2156800
01010
GEBLEDQ
FATAYR ]
FLG890°0

EVIvEoQ
EVZVTG
£0850°0

BLGL0TC
£EBLILG
£E6LOL D
L80V9L 0
138270

LA LOWNEG 16 {mmm:,\....v_&::ad:m{

Ezﬂué_.ﬁigoyv O

= L.QQI

LA 1G0T LOWNS 1ave Wisd OMd uvY
ER IS sl ea)

Lol OVAH LHG0T LOWNS [Ays visy T LIviS
Lril LOWNG w0 vioy OMd $1VES dY
LRl OYOH EHG0 LONNS 19D ISy Y
LA TOVOHTLOMNS IOV ien OMd LAYLS
Laul OYOH LOWNS Vs vioy L1viS oy
LAd MO0 IONNG IGYS VoY LAVLE WY
LN OVaH EHGD TI9YS Ry LLVES
pAdIMGD T HOWNG 1Y Yol ONd
Ll OVaAH A0 v iRy unk

LulT NGO v ied OMd
OVaH T IMGD IOYY viIo ONd
et 5

VLS U Yy

H0 IO IRY Ovd

LA OV A0 ST vieY LIVES Y

LA OVOH w0 o DM 1AVLES dY

LA OYOH T LMADTIGYY iRy OMd T HY

LA VHODT ORNNS 1GyY OXd uni

Ll OWOH VOGS 199 Dxd unid

LAHE OVOH LOWNS 090 und gy

L34 OVAaH LORNE 1Gve LLvLs uni

LAYl LOWNS WD ONd 1LVLAS unb

Ladl LOWNS IV LLVLS unb Ty

sl B OWNS T IaYY Dd U

T e

Ll IMADT LOWNS [GYS LIVES

OWOH IO Dy unlo Ty

OYAH WGD LORNS dyouni

T LONNS e DX 3AVLS Y

LR 100 OMd LIYES

LM IMOD YD Od LAVES L

LUl OVAH YD LIS une Yy
Lddl oV -

GH 1OVe DM 1LVLS unb

LRl e

N~

P

~

AR T (o JA)

4

e}



US 8,660,801 B2

Sheet 9 of 28

Feb. 25, 2014

U.S. Patent

JAL IR
£06000°0
28000 ¢
85¥000°C
3oC0E00
CELSTN0
Z80¥Z0°0
Figday
L€izzao
8000
2281070
BEGBIO
VBFLI0T0
204910°0
(AN EAY]
ZL0BL00
98VG10°0
LPOZI00
B4L0°0
QTHLLNC
Zri0i00
Gie0i00
GHBCN'G
G8L00°C
BYEL00°0
BSEBOOC
22850070
9TPGO00
L9FPO0 0
88eyo00
LGEOTC
B3RE00°0
LBLEQOD
6iL00°0¢
6362000
ZEEO00
[£A=rA R}
FAVT AL NN

<

=

e

o5

G4

[ACIx ]
F84520°0

€TYBTN0

8920070
[4 5]
898000

264940070
81.900°0

B4G220°0
60vES0 0
B9geaz0’0
FPGS00°0

Z06240°C
1998000
9/5720°0
SLIQDQ
GLLU0C

LEQLLOQ

4¥ 'Ol

LA Ovar IHAD T LONNS IS ViR L 1YLS dY
LA OYOH ENGD IGY0 viSy LiviS upb )
LT DYGH IMGO IV VIS OMd und uy
VAN OYAH IMGS 10V ViEd OMg LYLS uY
TOVOH IMGD LONNS G0 Did
NGO LOWNS 19 I LIYES
LA DYOR LOWNS 190 LIV LS unio Ty
LAl OVGH LOWNS 1Yo OMd W
LA LOWNS 190 DXd 1iviS unld uy
Ll IMQD LONNS 19V _;}_,m;caoum,«
L4l OVAH LOWNS TI0ws OMd 1LY
L4 J,xﬂ%"‘oz:.wJ%Exoxmxs._@xm,q
LA IS T LOWNS 190 OMd LIVLS Uy
LM OwOH MO LOWNS 1990 LIVLS

LAul OVGH §mu;5<ﬂuxa LLVLS
LAul OYAH 100 10v0 LivES unld Yy
LA LAGDTIED Od LiYAS und Y

LAl OVAHT L OWNS [y viol unib Yy
LAl OVAH LAY LORNS 19V OMd LLVES
LAl SYGH LOWNS MY vied Ddag uni
44 OVAH LOWNS (Y2 OMg 3LYLS dY
LA DYAH IMAT

LA LONNS A vied OMd LLVLIE T
LAl LOWNS Ige vien LiYES uni T uy
Lul OVAH OO LOMNS 1Y vy unb
LAl NGO LOWNNS 1Y vivd DM
Ll DwaH awe iew Dxld unic Yy

L%l MO0 LONNS 1y vy U
LAl DYAH NGO LOWNS v LIVLIS oy
LA T OVAH VR0 IOYS OMd VLS Y
AR OVAH AT LOWNS 10D YiIoE Oid
AN G0 YD YIEY OMd LLYLG unis
LA IO LOWNS w0 WIS 11VLS unb
LA VAN 19Y0 visyd OMd LIVLIS unb
VAU WD WIRY OMd LIVAE unlD My

LA OYGHT GO YD vieY Dld unb

VDD uni T Yy

ve

o e

[

AT SN O

~



US 8,660,801 B2

Sheet 10 of 28

Feb. 25, 2014

U.S. Patent

FePELO0
[AZ TRV AR
G616600°0
£8Z900°0
LOEVO0C
£08800°0

STHIOOO
Yayeoo e
928000°0
8612000
LETZGO0
GiBO0C

FOr0G00
£48200°0
5070070
YEZLO00
E¥9100°0

11510070
FAZNATORE]
BYELO0°0
985900°0
00
LU0
LFBL0O0
GZ8150°0
259100°0
[FRXAARY
Bri0Z070
¥G5810°0
ZELLVO0
FeGLo0
61100
piaeto0
L8LL00°0
BFEL0 0

S¥6Le070
STARHERY]
85916070

JAZGTAN AT
A XAZ RS
Gi592e0°0
FLBas0'0
9598500
CELVEQQ
G1EQ70°0
63969Z0°0
ZLVEZO0
EIATTACRY
604890°0
B14E30°0
B6USENQ
BLEOOLO0
LPGLE070
Ay
BOEVEL0
65965070
4829700
LivyPQ0
2EPFe00
9aEeTF0

2G9GL0°0
Treei00
BOLSSD0
eZi0V00
Lo
£SRBO0
38192070
Go3LE0°0
£49920°0

BERECL O
80500

9180E0°0
3OGE0 0
B808LE7

50890
LGV5E81°0
LOLCL'0
BFGO60

BERECE
L9880
815202
BOBSLTC
LGPSR1LD
GOGSLE G
FAYSTARY
GEBEEL0
29S80
GLGEO0°0
808G1Z°0
18091 G
LOL0L'0

900681 0
LOLOL D

50400

L6900
19800
gUCET 0

<

<< (.] C‘

'C_‘

[FASKIACRY
8GGLC00
RTARUSRY
£80E80°0
SOPPERND
§2ER00°0
8yeLZ00
YOELED'O
gLagse'0
BELGE0 0
BELTEDD
93GE80°0
8616200
BOBLZH'0
1808000
18e 0o
Z6LYGH0
EVLLEDD
SEELEN0
JALRIASRY
8L24800
BLTSE0
e89400°0
FRLFAZORS]
26420070
18.20°0

GTOBEQD
Ry AZERY
VZE€900 0
B8LEEP00
9G9LP0°0
202200

SPyEel0

LE96Z0°0
FrigZoo

196000
L898Z0°0
S&P0E0'0
BLGVEQ'Q
FELEC00
PFLEED0
88¥Zr00
PrigZo0
YGLGZ0
yESEG00
£TYU8TN0
8LEVZ0°0
BIGEZ0°0
£20650°0
YLGCL00
DLGETV0
CLELEno
GLLOGO

Z0YCLU0
1E9600°0

¥Gi8T00
EZFYENQ
S8P0E0°0
8LEvel’ 0

OF Oid

LA DVGH BAGD LOWNS 90 visy OXd LIViS

bl OV MO0 LOWNS 19V OMd LAY

P OYEH LOWNS 1OV wisy OMd LiviS

LA%E AT LOWNS 1OvD wisd OXd LLViS |

L OVOH LAAD LOWNS 1990 VIRY DMdg U

LMl OYAH LHOD 19v0 visY OMd LLYLS

LA OVOH IMGD LOWNGS AV Yigd OMd LLVLIS U

LAl OWGH DMAO LOWNS 1G9 VIS LLVLS unb v

VAUl DPGH LAAD T LOWNS 0y ey OMd LLYES E
LAYD OVaH LOWNS 19Y0 OXd LIvES

LA NGO LOWNS 19vD OMd 1AvES %.slm,,*

LA OVAHT MO0 LOWNS 1av9 OMd U

LAl DYGH LG0T LOWNS 1990 OMd ™ Eﬁ.w..g

LAdT OVAH IHUD T LONNS T IBYY LLYLY

Emmao«dIywvmmolziﬂxal_.;c&wa oY

TOVAH MO0 LOWNS Yo T OMd B AVLES oY

TOVAH T LOWNS TS WIeY OYd uni

LAl OVGH 0D 1ONNS 19v2 Ve Dxd U
b LHQD T LOWNS 19V winy LIvES
sl OVOH LOWNS 1Yo vIed OMd 11vig U
Ld L0 LONNS KO VIR ONd 1IVIS ¢
LAMD DYAH 1OvD visY DXd LLYLS a._aimx‘
Lad OYVOH IMGD LONNS GV YR Oid oY
bz MO0 VO By OMd LAVLS unb Ty
Em_logIlimojfo%wxﬁﬁ;ﬂmm;
LAsl oV aH LONNS IS visy Livis U
EAREIMOD FORNS 1992 WDy DXd U
LA OVOH IMOD 1GY0 vied OMd LLYLE
LA INOOT LONNS 10v0 vis OMd LIS HY
LA OYaHT LOWNS 19y isY OMd 1IYIS HY
LAME DVSH IAGD FOWNS 190 Yied LLvis o
bl OWQH EMOO LOWMNS QYD VDY ONd BLIVES

[ o PR v s B e B v R o]
-

:

o} W W & >

[ee el

o3

w0



US 8,660,801 B2

Sheet 11 of 28

Feb. 25, 2014

U.S. Patent

G Old




US 8,660,801 B2

Sheet 12 of 28

Feb. 25, 2014

U.S. Patent

A2:4710d
gZEvY
GLINOM
dedol
LA
[A-£= 1
YEDO0
AN
PAMHD
aag-4
CredyD
arins
ZHNS
SXOTY
LAY DM
LHEASH
ELT00
PE6G2L 007
wedEn

§Sdd

PEE

EAMLN

00
SHEAVIAN
SENMNGSD
NLL

AN

480
OOUIAT LSS

10id pojenesse-03 sniia sluoyded usuiny)
usBeai-p yNHW uBLo-H peb

>4 95t
[$19

20
Ui susolAy oiydosounsu

¢ adfy doydso

4 sppdedilod (paoslip YNG) I (YN ssessiufjod
Anuisg susBoouo Qv JequiBW 'gZEYH

0 Jonluat T Apwmigns "jsuuey BuiAiioa-Aipiesmul wnissejod
e12q (i (YNNG sseiswosioda

L Jooey Alojedidssd Jeeony

Zv weoid pejeposse-Aleuouind ueoeuns

eydie ‘SURRIDE BYi-Z0

soprial (1Y1S pus) oAt-N

$ oliliEasnw “Joidsoal afisuloyn

nop

2 uidss

oy Uleloud pajenosse yimoud

7 ‘anfl Biaq ‘pungns {uedosse ‘swescsd) awosesiold

sseusbAxody-g sjeuopiLoEIR

1 BINOBICUL UOISEYPE. 1|32 |eImay

| QSRIBWICSRYED PIGIS)s pue -gsg £ ‘eseusboipAysp plossis-g-e BR-ARDIRAL
14 pusBy {inow o0} supiowayd

oi-uieinidosAll susiguiew jeibapl

{swicipufs

3 wisjodd upnbign
esi B {age e
g5 uisiosd jrwosoql
waus Ayl ZHN APV

45]

Uigioud (215450 USPASTIoIEYD
G 2RBUD| BSBLD BSEUNY UISd pelealsE-usoyw
spidadiiod gled 7 gsBUD| UIBSED

L

¥ wsjoud Jabuy Buu
uegoud BUIDWO YN OY
i} Sus;

1 EyLIT77

B e0LPEX
FERERES Jole ey

1B S5ETSN

® L0480
1ESTERERIN

18 12U BLGHOIN
¥ /B8LEG

1B BYeZen

18 SOYSLIN

12 8007.38
IR s ls1s
ETLB08EN

¥ 565920

1© 009C0r

¥ pZ8LIs

T LEu (RLBEIN
€ zi86vQ

' gesLZN

® FZZZ004Y

1ETLOFREX

1B OABYLN

1B 098Fen

8 ZLOG0N

127 9ZP LR LBEEDH
1 PosLaT
965490

1B LTSI LI ZOH
1 89506X

18 8e50008Y

128 LLPEDT

(il 185 8Goid



US 8,660,801 B2

Sheet 13 of 28

Feb. 25, 2014

U.S. Patent

EVELd
LA
H1NAG
LV AN
LHOVL
HOdH
a0 11852 U
g0 /7 L4820 1
SEO0 1 G900
12HI0d
VidloY
3400
L0
480
Vidan
SONNLD
PrO
2140
ZHAveEn
OLYNDYO
LEVO
g3
ZdiM
ass-9
LaANZ
ZPZLLDON
ZO0DN
£y
INHDI
g0l
CALidAD

apndedAlod L ‘i J0i08) vopeinBeco

L-Ax wiEpead Buiplig pioe oisonu eageind

uosdolius

¢ Ueoud PeIBo0SSE-IRLUGUOIDIU

L 0pdana uunAyoe)

toydansl usiodoiife

uidonopeuol owoloyn 7 L spiadsdijod eisg ‘uidonopeuol ouououn 1y g sprdadiiod 2180
‘wuidonopruod siuouous i /4 epidediiod eleg ‘uidosopeuod suououR i 6

spidsdiiod msg ‘udosiopeued cuououd j epudedind gisg ‘uidonopeucd ciwouoyo

B ™ spadadAjod {papsalip WNC) 1 (vMyY) sseiewiiod

(1sesA) eudiz UOBAUSD v Bojowiny | UIS10Id DEIBISI-UIDE LWy

g Jopd8nes {(IRou 7)) SURCUSUD

/ wsuodiuos usweduwioo

{=ydosolq]) Asesu 0F JB|us Uielnid aalRINg

{osej0ipAy opided yoyd) eudie 'y uudaw

doyeid 1eunsy) 7 eysp (v18Inid PRIBIDOSSE-ULBYDED} UIUSIED
(4§ UMBUUCOY BePILE P BUdIE ‘Liginld uonoun] defl
sphdadAiod 5 ‘'usBiue DLgD

Z a1 Jotoes Asepine YN JBeionu lBWS (ZNNWIZN
aungns o eydie ‘edh 1 uspuadep-sBejoa BuuBYS WNDED
BOPIGE L UIpLIGED

gL swey Buipeal uado g SLI0SOLLCILD

(uioid yeadsi-ule paygBI-U

{g1 AYEdOINSU Y00 L-BUBIN-IOBIBEYD) 0UsZ Lisoud Lyai
9 uidss

(OLALH “LddH) 16 Lot ualuy ouiz

ZPEL L DD wepid pogsodiy

2 auouinb ‘eseusbolphusp HIQIYN

{unsalie-¥) [BUNS: ‘g URSeUR

NI JUBIBLOD Asesy uingoouniuig

@ 5820 ‘UsoA|B jousouiApieydsoyd

z epndadAiod ‘g Ajwisians ‘L ALiB 081 SW0MYS0IAD

g9 'DId

1B BEGPLIA

12 E0804X

12 £666/0

3B LeUlLEZEET
I LIH T LOH
1B 08ZYAN

e wlmmmmkxww_\wmva

2 paaieX

12 e8LeH

106880
1B g6v1l7
127080890
€TL08800
® L5720
18 298791
¥ gELeBN
68061
1B 4288714
1 LL9680
WesEerz
1B RZ861IN
1 69908N
1€ BZL T LH-65885M
L iel v
¥ 218080
¥ ZAGLLT
187Z2086X
®7ggazor
18 554998
¥ L89rIN
®B R8LzrQ
1 L yivEX



US 8,660,801 B2

Sheet 14 of 28

Feb. 25, 2014

U.S. Patent

L FIXOH
i

dd
WLEANZ
Tidddd
AN

AL LS
844
yadd
YIT0L
LO8d
Z¥LinGo
Qe Lt
WO
cddnid
HYOV
glds
g5z00a0
gid
iVENLE
ZWVOd
A WE |4
271480
ZLOIV
gL
SdVMY
LYNYY
LASLVIH
AGHN

LS XOU O8LI0Y

uigo|Boydey

sSBUD PaIBIBI-UA

(17 xOM} B8 Uisioad sebuy 2wz
Z oyji-Lusioad oIsBq 18t81Eid-0ud
{sisopioiAwE teusl} awizosh)

(sseul; sustiA) palgR-EL-0) Jojdsoe: | Buneinuys sBeydoioew

g Jope) Aoienbsd UciapBIUl

ydosouz ‘Boiowoy sounp 23 sse,eisaipoudsoud) D1108dE-JINY0 Wi FsisIsaipoldsoyd

Vi BUOUdUAEILSHNS] 80~ 1
L uisleidonAlB- ~23e0 posds Asusubaid
Z sudie i} ad4y ‘usbeyon

1 ‘sdh) ool ‘eseipydsoyd suisail) UeeId

{UlBLED) BOMBT 7 UIpUIGED
ssepndadopus Aoud
{judonnsu) sseupiy (Anefxaiion

(pojelal L nd/L-1dg) Jooe; uondiosuzl gridg

HGZ 91040 UCISIAID 197

¥ lowgl uonznbesd

LY JBguusill ‘g Ajjwielons ‘uiijdoiding
{(smsnul) 7 sseynu syeiack Boydsoyd

{swoipuAs pey) 7 wsiosd Buipug od0 IAUBH
g souenbss BuliloeueR] 1BHA0HS) DIdCH008 {BULINLY) WHIE-S8D

7 DSRIBISBONLS Yo u-iAoe

(ewiispoiEiay mjugidoned oRAIoULSRICS) § UIRIeY

DI

g uigioud Joynue (yidd) sseud vy
aseigsLaAane-N suLEOyelflE

L dotory olioeds 11 AIH

suab passaudxainno BwosEgoiydau

5 ga09LX

1B LSpO LEPEOY
8 TEezIN

1B GLLB9K
00l

L LBU RO0FLY
1270P004X

18 E0ELHEREDH
2961 L6

ST eR08N

1 LUl OPEIeX
¥ SLAVEN

1S ZSPo Q20N
1©BZRET

1% 8 998CLH/BLEDH
18 £9995%
9P

¥ Orgzon
1261099

TS PEGY IH-FIgYOM
1 OIOLRIS
127ee5827

18§ JZBL0A

¥ L0600
178866X
®zZLeen
L0901
AL ST rAD TS
8 0687

12 6SENGIY
TR LBSOMN
B ZABLN

187 ¥8596%



US 8,660,801 B2

Sheet 15 of 28

Feb. 25, 2014

U.S. Patent

W4NL
g4v%

i3
X
OL5HAS
LSedv
E0dMY
&C33
[A<10;
904
oravy
PPIEPLOOT /1
(AR RGO N
IS4t
AL
SYXNY

FAS

129:8]-14
ZANIdEES

¥idddS
XKeLY

LIS

121
FAZRA L0 0N

fi1 25426007
£48.13
VLHARAL

L4LE

[BUpUCUDOIIW Yojor; uoneBusis uoleisuR Ny

£ JOIOE) JUSLIUDRRIE PIOYRoS

aepiEydeoyd [CIISCUl BEYDLLS ASUDTY DUE S{0SNIU RISIBYS

L Uxopamosd

(epydosci ‘Bopuioy 7 Jsuuoisues) oL uou-suuessuiiiie Gooey Buonds

Hungns  ewibis ‘¢ xeiduos uislold pojejsi-cidene

2ERPE ‘2 IUnagns xedwon gz uisosd pereis) ujoe

zz pueil now D-0) supDWBLG

Z Uuisiodd Lou-suindiB pue suigsAon

g 2130 ‘uubsiu

Aiel susBoouo Qyy JequiBll "gobaYy

{topory Buipuig-nay) {418 (Y5-4i9) VG J010B) UOREIIW UTHBISURIE DIOAIING OF Jejiuis
/17 (Jo308) BuIpuUIg-A8Y) (Qb-d18) (VG-418) WS J0108) Uonei

UCHB|SUR DI0AIBYNT 0] JBIIWIS [/ WS J0108] UDIRNII UCTeiSURS D10Aleyna

{DLUCIPUAS LOYESIONW-030ILIOAL) DSRI0ISNSLED

oY UIKaUuE

ausb ;g

A0 uisioidodiiode

Z iequiaui ((JoBs
ul sseppded uidiss

paaLsp wnisysde uswbid ‘unuseidaue 7-2Ud|2) 4 8pEID UCH

w1 ueiodd uou-sunodd lews

(zmisingiac ' ‘Bojowny $5yM) DENUIFY SLUCIDUAS UCIBEBIS) [BIUBIL/RIIUSSSEIEY) BUR
{ssmiouios) sipteseoianBAaiRw) | L1627 asesasURl susiLeIn B

¥ i0)d808. 810

ii8

L XOOOewoy ulek uonenased of Jejiuls 7/ | XOCOBLIoY UlRiG uopeingsel o1 Jejiw

L wejoud Slipulg [BULLSERD
¥L Buineuoo-now sypedu
1 9SEIRWAING WK OB USIRUILLSY uoldussuRy

a9 'Did

®ESYEIS
1L
HeN e ol
12 14820%
B 90850
1 ZEBLEN
JT 1808 HLLBZDH
GOSN
s gEZEEN
5800500
1878 Z00ESX
BL27800
127S 720748

B S LLELT
S 189L0N

B ROGZIN

T LeulTgs6zeN
1298407

EEXIY LY A4V

1 ZEZFIM-Z96E0H
ETLGLG0
YEOSLELHCSLIOH
WS 9EGZLN

I BEGEEN
ELa0esN

¥ BETLLT

8 BLZELH"GL00TH
EOFLEN
' 8L8080
1B EIBE8X



US 8,660,801 B2

Sheet 16 of 28

Feb. 25, 2014

U.S. Patent

IAHED
EWOLLE
8dEY0O
LLvdlLs
13u10G
TODNH
AT
C-dil
Suvd
518
EYHOaY
1801
PAENOd
€494

TIHAD
TEAIAS
LISIAAL
TANS

L840
AJELA
MG
HHG
OcfedNH
Hd
LO40H
b AN
ZdSGLT
LHASH
O]
HO

R 9]
SVt

g esewp| Joydsos) peidnoa-uisiold ©

7 sseigjsuziARs-0 z-eudie apisoorei-B1eg 1S

ssepndad suimsAD peigjau-siscidode ‘g osedsed

{asnow) BoolUoL £ DIO. DI0U8 AQ ROIBINWIS

{smensias g ‘Boowoy Z0Sd) i ABUsl YU-5S0I0 YNNG
{sunppesuenBifusAKIpAL) SsBAl Y sAzURON-ALRIN BIAY BUWFE~AUIBUAXOIPALY-
oierscd ‘g uepilEY

¢ Lspost SUIpUIg-yNYW i-4O

a5E18UIUAB YNMIHAUIBIE

(wsgoid Buiptig ¥ SWAZUSOD- A0 iDIBINpOLU Jokda0a. VYD) Il Buipuig wedszelp
soidanal gy suisouspe

L ‘ZEGgdT o Jeonpsuen

y JoloB) UopduUosSURI} 'E SSBI0 UIRLOR N

{Bojowiny susboouo

{Z-Jui-A) 8Y1S UCHRIBBIU| SNUIA JOLUN AJBUALELL SULINW) £ 0308} YWD 1SBIG0IGH

7 pae|es-t i010E) usweiduod

(BBISIARIB0 "S) BYII-Z AHABDE HDIDHEIA J8] pusdns

{2rydosoic]) (BWoipUAs USZIoU-BIIBES 1T AMfpepuisoieydancioe) | BoloLcy J5Im)
(g ‘BB g7Yd) £ IRINGNS J01BALee (LBdooRIL ' AUI0S00) sloses)CH

uebiue 260D

{AudonsAp seinosnul ieyusBuos ‘uisossi) 7 BydiE LiuuwE]

M-S

{epudoscuq) Bopowoy BoysBpey yesap

(epiie ‘L wemeld Buiplin YN JUBWSIS UoL-NY) ( Ueioudoaonuagll jeson snoeusBoimsy
soydanal padnos wsioud 0 sajend

{eodd £10S88008-01 JA) 10 40108} 1831504

| SERUD 2UILOSJUYRUNES BUNDRISI 95U JYW

7 ssejeydsoud (jews (v spudediod || sseiaWARG WY “UBWOD [BUNLUSI-AXQGIED} (LD
1 U0 B0 L LRG0 HO0US 128Y

| oSBEX0AID

aseun {oiesi|B

i spidediiod syu-epguie] wingoBounw

SSBIBUIUAS YHI-SHIONSIOS!

H9 'O

1 798837

12 P06 LH-BE8 L DH
¥ 080890

1B 97196X
900560

B Gr0zyd
1200

¥ BIL6ESR

B 8gLI6N

18 EPE08S

1 LBuU DOTYLIN
0444
R gl ctole

¥ YEETBX

12 SHPPLX

V8 LL8h0X
T LL860N
12 go766X
Ll TARR
S p9L8iN
S Eg
18 i1ZGEX
® gyiBsN
=R golel Lot
1 6hreid
1B 010021
12 BOr000EY
¥ ggsLaEn
jicieisiclielsly]
IR Eyi i Ry
1B EFRELT



US 8,660,801 B2

Sheet 17 of 28

Feb. 25, 2014

U.S. Patent

Odddd
LIaY
Zavd
Lddd
HOdVYD

F0004
YEOMNR
I VdsH
VNZdY
ediov
ENXLS
294D
LINNL
BEVdSH
JACR O R |
WO

LAANS
VLLANZ
SVHEYD
SWAL
LOVaOH
TOEddd

(OB I=te I
A2
GYOON
8L03
YOO
TAPAYIN

BUIIBILOD IOUMdd HOU-BUIONS|

i Boowoy susfoouo B BYNS| BUKNW UOSIBOY ITB-A
Aiel susBoouo Sy J8quis ‘TavH
| wioud pojeicosse upAwedei-zy weield Buipuig 9nsMd
aseusioipAysp sipudsoyd-g-apAyspiriaci|B

Jjaoueyue ssepidedopus-n uszjoooid
we Buuuas uwiewop fuown|
g1 uield BpIg L Hooys eay

nungns | nw ‘g xapdion usieid peigjar-oidepe

(1onp Bunosyjo) 7 uuodenbe

€ UIXBUBDIS

{r ssepndedAixonien ‘ewseid) 29 ssepidedAixegies

{mo[s ‘218ieys) | 2dA) | uiuodon

{Z-ulleuiotl) g6 weynd BCBI0.L %oouUs 1Bey

F unosiel) 2 fegnios ‘Bupuig-episoioeeb funns

{opudadAiod sude

i1 usbinue peeposse-uGoun syAsoydwiA] {ogLd) viign usbiyue) 1 eydie ‘uubsiul
L BUILIBILOD UIBLUCD JANS

g eydiz Jodsssl ¥ (yavs) pioe sulingoupue-ewwed
S8BIBUIUAS aimiApiuALg

| BSEAIEDRDD BUOSI

{eilu

W ULnstsien} LS euniEb Siungns onfiEee gz Assuue)) ¢ ssesudsoyd weioud
£ IS0 [BULIOSOU [BLPUOUOGHU

Z W00 Y J0108) UONEIL) UOHEISUERY shoAlEN NS

g JCIBANSEOD J030802) J8anni

{e12u) g YuUNans ‘L 40l Buiueiuos uuosedeLo
sjeydsoydeIG-8800N Y esBlopR

Z 9BBUD| aSEUN SSBEUD] 8sEUN UiIsiosd pateane-usBoju

49 "Did

1 LY
R T
s SLZETN
18 G4areT
1T BLESIN/HG
Y OWH-X 42
127664887
¥ BLZ047
S yIststel
2549000
RIS LHBIGEDH
1 oyRLed

& 62555
JETZEPELHGSZE DM
12 90LGIN
18 (eip0r
8 681517
ETSTEPO00N
18 08400A

EZEFLEN
' BhZLEN
1585801
¥ $r0ZLiHS651DH
1965000
®G0p0sa
187229978

1B £Z890X
1550080
12 £00080
LRVl e|
12 LPPELX
B BPEL0N



US 8,660,801 B2

Sheet 18 of 28

Feb. 25, 2014

U.S. Patent

SHHVNG
LLVES

2130d
LVroS
Lo
LediH
T T
413
SAFDHUY
bAN
&40
Lo
BHOPD
£Ldvs
HAdg
TKNN
A
cHo
GHS4
BEWIHL
e0A0
SLNGTD
LaE
24591
SHD
SEHLLSIH
(RS ZO NI
HODD
LR

71 spadedAod Aneey ‘BLUSUCKE "UIDUAD
BepiLs ‘L uopdunsues o ioleagoe pue Jaosnpsued jeubis

Bepi0) Wapusdap-Uinpoljes ‘1 aselaseipoudsoyd

(S4 UMBULIOD) BEMOE b Budie "uietosd uonouni deld

1277 ulesnud [euioscgu

1 ueosd Bunoesep ugBuiguny

£Z7 Us0ld [BLIOSOH [BLPUCUDO L

apndadAiod 218g ‘Wsicidoar-isiSUBI-UCIOSE

g {435 Jowpe] abusyoxe apnosonu suiuend Zropn/oey

{aspasip UOSIEAL ‘OSBASID LUasN2UBLIPIOSY UCA 'SISOIBIIOIQYOINSU) | UBIoIgYoInay
{(SWOIPUAS 18y} 7 Uisioud Suipuig odny iAuew

L uisosd snjeaedde (Bi0b

6 awzil Buipeal LUado p BLISOLIOILD

¢ si80 | Ag pasiuBona; uabinue BLOUDIEDS §80 SNOWENRbS

(imoe) vopduosuel BUPUWG-IUBSLLISIE BEUCHSSI LUNISS S040) JOINE) 9SUOdS8 LNes
¢ 0108 UoNdUoSURY pelR SN

AA Bpidac

7 Joideosl (sndia Leg uisisdype) Jusuoduos Juawsduion
apidadAicd 2380 ‘auculicy BunB|NLS 81010}

pe Buiieiuoo-piows siiedi

(equiod "5) oG BI0AD UOISIAD 18T §DOD

0L Wpneo

1 8043 101denm |

7 dsguisw ‘Apuepsdns upngoBounuiu

"~

=

Ol ‘| BUDISIY

£ IBgIUSW iBBURUOXS UOIUR ' AJLIE) JBILIED 8INj0S
gseueloipAusp v swAzuson~1AdenG

L{] 9SBUD| LRI0Id

09 51

¥ Z03e87
12 YN GEGL6IA
NEADSINNH-X Y
L2080

B IGObLH-LLEPS
18 24RTSX
164570
ETEEIELN
¥ ySZeYT
I TAR 'Y
®seee1d
HvrAsTARe
12 08968X%
1278 98EY LML L PO
1©LLEEEN
12990008y
2 629500
1S BEPPLH-BILYOH
1ETLBLE0N
¥ gL2607
Je ZEUL 68010
ELariLg

5 089798
1B S pL6YSIN
12 1p508N
EEEPLEQ
EaLeAEN
18 ZRFLZIN
¥ Zyheez
12 EE818X
1B RZLIGK
®seLziz
3 LELEN
18788464



US 8,660,801 B2

Sheet 19 of 28

Feb. 25, 2014

U.S. Patent

idvd
JriNidL
P8O VS0
ZAGVASTI
ENGE
rAAY=VNG)
GEHOBLO
8400
SOW
£HHEOY
SOLLTODW
ZYHDE 1 LVHD
Yileicid

£ 3dD

ola

SXE0
LD
20sd

AR T
YSdDId
YiZavd
£4180
LAY LS
LVENLE
HIZYENLE
HAIEYENLE
VACALS
Od¥

Pl NN

™
bWOLDTS

Auie) eusbo2UD Sy I0 J8gUISU YidyYH

g% Butlipiuoo-pow sppediy

3 URRISAD /i NG UBISAD

Z oseup uielold pEIBANCE-sSBUD Uis1oid pajeaoR-usBou
{Ajude) Jepuig 3 ‘wsloud BUIpUIQ 719 UIMEHA) | URLBEGODISUR
7 spndedijod v AjuuBigns '} AURL ‘00T« BLUOILIDOIAD
gg awel Dupes) usdo gL SWOSCUILIUD

& JCIdaoal {10 D-0) SUNOWSLD

g sseusbixcouniu Bulueguao waey

Joydenss ~o-g184g ‘olfisusipe

coL 700N wsicdd [BoisUIctAY 4y UsyiRw wpy) 7 euyd)e
ingojBounwiug i | Bydie uesuoo Aaesy uwngoBountuui
{e5 W) .8 nungns AloenBal vz eseeydsoud uigiold

L U20IdAID

(eseiewios] v sWAZUBDN-ACUS-SURS Z'C) SEEIBLUCSI E3BD v SAZUSCH-ACUSISROD
{eiudosoiqy ‘Boowoy eudie L4H) § Bojouicy Xoqouiouus

§ ulEosd doleipsLy asucdsad uisdeiod

ODOUSED
7 svi-oidaosy {uigwioaul) |t Joe uoienBees

{zeqn) soideses ‘el Anuige Mol ‘96 1o wswBel) oy
Arws; suslodun Qyy JBOWBL VL7 EYH

B(IM// T WINGNS “Yx-eud ¢ fiojoe) uoneinuuns sbeaesp

juBIsUOD AABBY

L uisodd Buipuig UXeIuAS

Ly seouaul ‘g Aueigns ‘upydoiiing o
Z Jequueul o Anueigne ‘udosiing jy oy sequisul g Auegns ‘unudolAing

By 'L epndadAiod L aoor uonduosues Bisusb

Hoo sisadAjed sisolelucuspe

{pauesu-suBIgWSW) p1 esepidado)eiau XuBwW

CUIeH

L dequisw (AjWel JSHOUSURII0D P9 SIIQAUNIPCS) L AllEB] JBLIED SIN0S

HY "5id

127 1B08PN

i 0dX 5T8L0A
e Lo0rEN
ST AN

1€ 880500

1B A90LEN

18 IS806X

1 Z8E5FN

® 8657

18§ gZy08X
AN A h

TS $LLYZT

18 GLGA0T

12 ZL08.0

IR ARy
BTLeTeN

18 ZEBLEIN

¥ PE0LSN
127284510

12 10ZPLH LS00
115889
wLd) zZevesis

©8 268060

Lo )

125 9RAPLH-GESLOH
ETLE0PAX

18 BHSELN

18 5E5E8Y

I CPYRZ

®Tes8L2N



US 8,660,801 B2

Sheet 20 of 28

Feb. 25, 2014

U.S. Patent

HEHWOA
(4= tai

ps ek
4510

Lyl Ovvid
LAHO8D
A TAS N )
CLYNTOEL
23083
23Q0
PESVNY
Yo
CASYNY
WO
HANAS
Lo
ENTCO
L5830
HO
Zaedsk
2asndy
LEGHODd
LA TAG I
NS
LHADAL
FOAT
Qe
1INV
SOSid
PoudD
SYOd
XOdd
LODN

BOMO L M epidadijod (pejosip wNG) 1 (YY) eselswiiod

L Joyoey AdoeinBas uoisueLy

{eiuiscueissioysladAl [eirue;) joldesss uisioidod) Aususp moj
3 uisdayieo

LY LOYYEA

19 sukzil Buipesl usdo g SLIOSOILCILD

L1 4equisw ‘{(Usuies ajeseinBoxe UsleD [BUpUOLOCII) 67 Ajuie) Jeled s1nes
£00OD weioid rogsUiodiy

Buipuig Yy ‘70 Buluislucs UIBULIOD YO0uS PIoo

N ZD PUE S O} 1D "2 BI34D UOISIAID 18D

p AuBL Y 95BN (SSESIDNUGOL

¥ Uliino

{Lisodd ouoneD HYGOUISDS) ¢ ‘AIUIBL Y 98BN ‘SSESONUCY
WHNONBHED

upjeidwiis

L JOHGIYUL UDERI0OSSID 0D

asepidadopus-p (J)] @dA) usbBejoonoid

(e18) £ yunans ‘1 404 Bulieiuos uiioiadeys

spidadAod Aoygiyul suiseld

7 SSBISLUOSI-BYSP DICISIS pUe -B1q ¢ ‘aseusbBoipiusp pioisss-g-elep-Axoipiy
z Buiigiuoo LiBLUop oseluAs SiBjApnepnesd Wiy

L1 B18g udeypesoiod

g Joguuisu ‘(JOIROOISURL SPIIOB|ONL SUIUBPE JBILRD [BLRUCUDO}IL) §7 AUE] JBLLIED S10s
| eseniiosn|Boydseyd

L I0E0RL UIM0IE PBALISDR-BLUCLIDIEDOIRIS)

I3 snoo| ‘xe|dwos g usbiaue ajAooudiud

) JBCLUBL ‘D AJME|RUIS BouUBNDes UM Ajpue;

JoyeoojsuRy Jesimnu iodsoal uogseoouphy e

{UIeig) BOpiLE 8sBUNAS Z0) uipueBeisoud

g ndaos) pejdnos-weinid o

{v usbouisdad) | dnob ‘¢ usBouisdad

esepxe uabounAudiodoiad

L suouinb ‘essusbBoipiusp Hi4IOYN

19 'Did

jLeu L 100X
¥ Z800000Y

1€ 0RZRLN

18 0EE50K
WTLERLEN

1€ 060880
1ELeU OBR5GX
B/ PON
18924880

1B LGERLX

18 gr0es
1ETEPResn

¥ GRLELW

s
&
—
&N e
o
@ QO
]

e
R
@ o
RS
Oy
o
o
=

S pO8C0P



US 8,660,801 B2

Sheet 21 of 28

Feb. 25, 2014

U.S. Patent

291 LE0DN
HPNHDE
LVOHDH OHDI
ANE]
ELNAA
SLdN
8o

Sed Dl
FOOWE
PIAYTE
HME
G100
COHEYD

L 20MHd
600V
2823430
9dZdAD

JEYINGS
2407

ZA0W

(= 1510)

LXAs
LANDM
YVIANVAHEHO
{1 LdNAHD

c4viOd
DidVa
bdD
42730

S3LLZTON
maofounwied /f {esueu wi o) | eunueh
nagoBoUnuILY £/ B8P JLUEIEU0S Aasay wngoBounuau

pydonnal ‘7 9Re1sEle

L dsawsil ‘Auel sys uoneiBain AL adArsesBuim
{(paussuraueIiquisw) g esepidedo|RiBu xR
BCRIgT L WpUigEo

240 HooEl uopduosuey

L wnpowodos

d0S0CI(] ‘UCISIA [BULOUGE ‘[BLie! Huofiguus) A1
suocwuoy Buiseszi-udoiloiAy)

Junagns g3sa '] odAy sseussusgifusisbiiuesss ueiod

7 2wiwied oidesal v {(vavo) pioe suAingouiwie-euiueb
L B384 ‘D 35BUN UISHY

(800N

NG7 31240 UCISIAID 18D

g spudadAiod ‘(3 AuBIOnS ‘F AUIBE Gk SUICUUDTAD

uiegiud jeopsuiodAl g N JuBISLaC AABBY
pEsuos Asay

o

(q uabyue ni) y axpii-(e

SSEIRIPAYBD BULES

¢ (Uuoudewas) ‘PoIsInes fuIBLUCY Sised Hoys (B wrwop uinGoBounLuL ‘UIBLIOD BLUSS
{Beplgz o usiesd spfoomins) BuiliBlIoD UBWLOR ZHS) 7 uisiadd 510s0A0 s1A00uGIUA
8ouUsNbas DuiUICISLEN PBALSD BUl| 180 7 401

{eBeydotoriy} | oy Bugeinugs Auciod

L Jowey uonduosuel} xog oswoy adAy iBpneo

L aequisus W AJWEIgNS ‘BulUBYS Wwinisselod

UoISN: {3~y SUCKS Y/ AIBHUIS BoUsnbas LM AllLBY) viINY 4

pue (gi-g suoxs '/ spidadAiod eydie ‘aunooi Sowiacas DiBieunoyo)

L¥NHMHD 4 2 spndedind sudie ‘olupociu “Joidenss 2iflisuljoyd

Z 4030} uonduosues) ‘f SSEIC ‘UIBLUCE N0

L 85BUD UISld pEIBIDOSSE-LIESD

weieds dnosB poeyg sdouy Buipriow ¢y sojdeoss {(gp/og) jusuodwios uswsidiuos
27 810A0 UOISIAIR 118D

f9 514

12 988iTIN

B LiP00A
182 4080K
1278 LEEBRG
1219590
EPAYEOn
18 0044
12 CPezon
12 Z9GEa
LS
T 0/EGLY
18 8L890¥%
YETPPOZEO

¥ LL0GLHO0OYOH

' X LJ067Z
1899891 %

1©7Y ppern
17280500

18 LOLYAH-CEPYOM

1 9/2880
1 8GL0ZN
12 9657L%
12TGER LTI
EGE0LEN

125 500060
18 IBT0LK

2 CET90N
¥ Y0194
12 B0550X
A TR



US 8,660,801 B2

Sheet 22 of 28

Feb. 25, 2014

U.S. Patent

N1V
YHHE3
LB 7/ ALNTG
41 0Wy™
FONId&ES
PdOd
LBPOOPO0OT
M HEH
Yy
GledS
12818)

LNDO
LNl
GIANVS
HOGIH
EYNSd
Gldviv
Lo

AR )

aeid
dves
LS3H
EV8OTS
PISVYNY [ ONY

f=1clate
LAY
IO
AV d
mIEan

sydie J0idsos) peieiss~usbolise

{ssnow) Bojowoy 1§ waoud sabuy ouiz 7 Jopel siudosoinau Ae
g1 BuluiBluos Jeadal UoU ationaT

L Jsgiusiy (UICLUCILBRUE) O SPE|T 4OHY sseppdad widies

+ uistold fjeo alunung
iordesel ¢ UpneEILl O} JBjIUNS /7 JCIH@08. § UMnelsiUl

1 UIBLUOPR SAOBIDIUL LOL |V
&1 40)d90sd peidnon-UIaLd ©
{aed) ueliyue »01D
{enydosoucy) | Bojowoly Buissiw siea gyb
L Jopdanas (ebsiuo pue g18q ‘eudps) uoispelll

ERSp |} {eseun Weo) sseun wsjosd juspusdep-UNPOUHBDLUNISIED

SERICIPAY W BWAZUSOIHAIAINGOSIARCIPAL-C

¢ ‘adiA eydie Yungns (wedoioeW ‘swoscid) swoseaiold

o) weodd Joyoue {Wyiud) sseup y

| sieada) apidadoniiisga) Yiam LI1SiCid PeonpU-LCISSILI

{ssdf} suieyoo-sgspasugoerespy-Bulmoc sepdwus gsopng sisfjouepids) ¢ uirgisy

apndsdied g ity Jowoe uoneinbeod

uisied Joidepe pelgis-ZEHO

{enudosoi) ‘1 uids 10 Jpoueuus pue Aligy

¢ daquisit {1aBuBLDXS WNDIES-LLMPOS) § AJILUE] J8LIES 8jnios

b ALEL Y SSENY TSSERIONUOGH [/ G AllUE] ¥ 95BN ‘esespnucau ‘wuslofiue
wiztosd Buipuig W (1

yog suoe ‘YNHW (sousnbes sy-ARpUNOg [BELICSOINECPNSSd) 19V 11908
{2HLC0S0MT) | BxiFPUILMBISEL

eeMiGz 3 spidachiod {pajoain YN 1 (YN} esesswiied

Z sseu pelerloe-{y L NYMAD) 1 2d

»il-1 3 swAzus Bupgeagos-upinbign

219 "D

1 LPISEN
®TAGEEET

1 68855X

18 GOZOLA

e 061007

1 0LZLH0LZDH
I BEBEEN

1€ LBul $O06ET

1 4EP098
B 148780
¥TI0E648
1 2L 9880
JBTLALE0P
1 OBLLELN
37599980
1 757000
JETNAY LN ALY
3 LGA00N
1 $BGPTIN
B BRELEW
ETEERLRS
1B L BUL $EGPOIA
® L5280
B PLE6LT
1 AL086X
' OLBUL A9GLLIN

1S 9BPELM-BLECDH

1260191
¥ BE965Q
I 584£80
B 1670
EEGLEZN
1258817



US 8,660,801 B2

Sheet 23 of 28

Feb. 25, 2014

U.S. Patent

1d08d

92as
LXudd
EVPeN
IA42NG

1vay
Lodgnk
LAGL
LObddZ
LANSD
CALNG

LY ENYIN
VDG
280
THAV-CH
A vELELL 00T
Hovant
NCGML
VO
£5EL800T
gRianisielen
T
L1400
Ld40
PVHLEM
Btz Ele
EVidiy
Ze4L
bLd4bA
by
bldVHl
OOt

1 sual uoiBal 010 SLUCIPUAS UMOQ

(ppdy) uebnue gza0

1 euueys uot peiei-pusbl ‘wzd woidesss niflisuund

¢ laquiawl v dnoib ‘p Auiegns Jodacsd Jespny

{spudedAind 2100 Lol ioidessd | Anue ubiy

by o puewibei 04) Pasguaw 'y ApWigIgNs ‘suswop-y Buuueds-susiguisul
aseigjsuBLoulue sELAINgoUUE-Y

L passsidixsg A

{esnowl) Bojotucy L g wacsd Jabuy cuiz

| sudoo

{7 uBuoduIon SRS ‘BIPIGS © LY UIRICID peIBID0ESE-UIUCd0ASAD) 7 B180 UIUdOIUAS
{ Jaguiel “YE ss2i0 'Bydie ‘SsepisouLIzw

| |ELSIEL JBjouusouad

{pmzcosse-snia sadiey)  eseppded oynads uipnbign

ctfounuiw)
goBountuuh

wizosd eBawc of Jepws Jy7 (owosds jeo-g-aud ‘1 apndadijed evji-epowue;
LEHOTEMG o seyuas ) | sprdedAod swipepguie

{spsnud-uou) 1

b wisiold wsiwdoieAsD [RIDBIOIURIO

L OIPIDE By ‘UBEBISY

uolisds (4g3y0) wierid Buipulg 180UBYUS/ L YV OD
spudadiiod ¢ Byde Buipodsurly 454N ‘osedly
2603 wimoud sowny

L 4B0WBLL Ajuie) UISeUD

{erpigz ‘ueiid pifiepn Buiuopauueyn) | uuodenbe
B Buiuieiuos uBwioD gvH L

sseusbAxoip ¢z sjouAd-suuesiopul

19 'DId

EL9EG8N
ETLSPY GLBLCW
WS REPGEN
EIBLSLH OV AP OH
1 6868

B LEU9B/68IM

1B S 9ZzZ08n
BP9/ L9
¥RRLEND
2658680
1 gpzEen
®ZLE0VN
966590
1€ L9
W EEHTLZ
1B Q0PSO

187586811
1€ €845
126y LN

12 P0PseX
1 BERGE
®0/598%
€S 5989%N
BIGPIEN
ELERLN
1 9ZRIEN
1S RZ8LLN
1ETRICOLT
1B GSEIEN



US 8,660,801 B2

Sheet 24 of 28

Feb. 25, 2014

U.S. Patent

EVidLY
TeWwe
LTIHAN
AR
BBV dSH
LoAvE
iAo
PIAIN
LTHLOY
YNDd
§10
Svd
NO
AR TAO N
3ovd
LNED

Hi
CZNIEL
[PHLLSIH

i APHL LS

5400
SZNIEE
TLYWZ

190
VANIEES

YZONMO
VL0 A
bediNG
=148
TYAOIs

spudadAjod ¢ pydie ‘BULIOOSURE +M/+BN '95BdLY
aczhu_i,w_ 7 ‘ajgnios ‘Bupuig-episooeed ‘unos
(1j00 37} § BNI-{if STEBONUOPUS iU

{oSBI8ISURNIAIBDE-M SUILBIAE) £ o5BIaISURBAIOuR-N

(Z-Uljeuoi} g6 ueiold BOpiGL %O0US 188Y

L Jepbiasiuobaue-210g

{asBUN BUiBAISE-PD ‘SiAer) sndousy Bojowoy S1OW) £ 82U Juepuadsp-uinid
DiuoAIOWS e e ‘v epidadAiod 1By ‘wisodw

{ ai-ioidenald i usLigoibue

usbiiug Jesiany 1180 Bunsisyiosd

o puebl (0w -K-0) SUINOWBYD

{9 seqwaly ‘Ajuieiadns Joidedal 4L S8y
Em_\,mv Boowoy sUsBoouo £ sniia BuicIES unfa
DL PBEROS-WNIPoS) 87 AU IBIUED BIN0S
uabiue zuwnueBw g

§ uugsIp

| sequisus ‘uapodsueg 8

Joisoas padnoo Welold O [Bulsd
7 BuitigluOs-How ejuedin
Rt ‘1 SUOISIY Jjs 2P ') BUCY

(%]
i

& JONG8I8. {jou T-D) BUDOWSYD
G7 BliiEuos-HioLw mtf_macw
7 arA} uuieus JsBuy o

{umosd Buipuig v swAZUS0- A0 LoIBINPOLL J01d8s8) YEVYO) SNl Bumuig wedszep
| Jsguistu {1ope;

paausp whisunds wewbid ‘urusedue Z-rudie) 4 speio JoNgiul asepnded uidiss

vz ‘wajosd Bulpuig uiine ULeIOo

PLTOVYIA

1 wisjoad suesUSLY (BIBYde

uizedd peIBInOSER-LIRsp

7 Jequiawl (UBuSipRIOU sLodsuRI] 1SHILISUBICINGU) § AllB] JBIAIED 8INjos

NG B4

2GPLEN
1B 093L8W

1€ QLGN
IGHLLH-RZRLOH
12250060

12 9900

1278 LRGN

W O7E0T

12 G000

B ZPOS0N

E PLEs0r

12 0593.X

1B LL459X
WL
996290

12 08L6iN

®E Z080H0N
et ﬁl‘mm; EyH
2 OLEYLN
ﬁaoommmx

12 HYF00X

1S EREA6
1B GOTLEO
T C08L8¥
1B ZLEESN
....... 70X poghBYX
®05YISN

EO250ISN

® P9vi8Q0
178 gLeCEn
12T50184%
Rl A6



US 8,660,801 B2

Sheet 25 of 28

Feb. 25, 2014

U.S. Patent

Y6L00
SHHO
§A:40)
SO03AN
LN
SaHL
&
X0
LNV
LHZHO
£Xad
Y434
YEASD
YOy id
PridNY
LOWNS
Cladld
1240
LiXad

EMLS
SCiNgd
Ll E

GEVHOY
AVOLL
WYL

LOEN
NXL
bedd®
HOCddd
NOXd
A Ld

{eude paemosse-uyngoibountuun) usfinue ¥s,0a0

G aseup J0ydsosl pednos-ugiold ©

{Audosie 114D} oSBIGISUBOURLE 2U

g paenba-umop Aljeiusuideaasp ‘passaidxs |ed Josinoaid jeinau

L uisoad sebuy Buu

G ‘oisBg ey ‘uziey

{nudousos yne) BURSINWES-AUGIO0) G UDINBUSLUI

¥ XCOOBLWCY SSB-BISID

asesasueAUIaLRN slejsoeoupiuenb

L AB0WBW ‘W ARuRIgns ‘7 Ae) ojdenal Alopeyo

g spidadi|od xog (dsy-eiy-nD-dsy) Ovad

¥ 190 ‘Uisusiep

eydie ¢ aseuUl ssrYIuAS usbBoodb

(JuspusCsp-WiniDIes "DICSHAC) YA dnoud 7y esedijoydsoyd

by tisrosd ssbuy Bun

(wesd) | Bojowoy ¢ omy ju 0 Jossauddns CINS

77 SLIOSOWGIYD UO DBIZIB-OVY

{ssr10An KuiuenB) aseispsusnnioAs spndad-jAunueinib

{srisiness g ‘Boiowioy

ssEOYBY BI-LTHD) L epudadijod xoq (s)Hdsy-epy-nig-dsy) HIAQY3J

{(1sesi ‘Dojolucy 0Z3LS) © SSEUD SUUOBILYBULIeS

Gg et jnow Buipuis wNy

{ueiag) od ‘c syso-g Ul isoueyus sush apidsdAed

I} erichzy 10 J0108) 420N Yy Brinwioly susBosus B2IIA SISOIBUICPUSDINDISI [84-A

Joydsna; ~uz-eyde ‘oiblsusipe

fesoon uewiny ‘gL usbiue) g eyde ‘uubepuy

{epudsedAd sydie usbinue ebeydoioeiu

Hos1d) g Lo se umous osie fBydie ‘g soidess weuodwies justusiducs) iy sudie ‘Lubsuu

{usyoo) 1 Bojouioy uiusBosu

LXOP&I0IL]

{1, ucizanoe syAcoudiuAl-L Aues | ulEicidolels auoey ‘upuodosise) | uisinidoudsayd pesices

SuUD|en} ULICIOS! 818q Hungns oudjeieo {gz Ausuuoy) ¢ ssejeudsoyd ueioid
{eiudosoic]) Boowoy UiSepMOIs

glag 7 2seUR| sUISeA} Wsiodd gZMld

{spidedAiod eydie {1 usbijue sjAooydiu

N9 O

125 LGPELX
187888611
1B IZERTIN
1 Z99EzA
T 000LZ
1BOPLE6X
1 98040X
'Tezeein
B QLR6Y2
ETGIEGET

ETSRZLGLX
I BRELAZ
1€ 1720097
1B 79991
1® £866L0
1 2pieen
1B LPRI0A
®GELLIY
BTR06%/N

R A
12 Z6E0YT
1€ 8EgeEn

R
18716868
Egzeenr

wEarLen
¥ PgGLIX
g Leus gg/08n
LGS
©TE86980
ETZEGEEN



US 8,660,801 B2

Sheet 26 of 28

Feb. 25, 2014

U.S. Patent

£800YVIM
b0

& dT
SHENH
HADO
110
COdHAN
ZHAN
EVENLY
£34L
JL44e60
Yo H0d
[=RE= )
SIS
YOulddd
Zdg.l
dLxX0OD
=Y

LAOHEY
ARG
P 00YYIA
dOdd

£1010123:4
Jldsh
ShduL

Y3

GLAvHD
IMNED
HID

wnpoud susb Ja00vvid
fugsed-1) 1 w930 DI0S0AD S3ADOLCIUA
Z sx-{e)d 'ueioudody

() 7 wsjoudosionuogr Jesonu snosusBoissy
(epieodl) sseusbolplusp (sizieniBomsy-eydie) sieleinBoxo
i joydeosl (ax-unosy) uisjosdod) Aisusp Mo PESIBIXO

Hnpe ‘gi

sy 1se) 'y uisosd Buipuig wisoiul
osnul el ‘7 spndsdAnd Aaesy ‘LiSoAL
Ty Jagueil g ArEgns ‘uiydeifing

¢ JSOUBLUS MDY 03 Buipulg 0108y UoHGUOsURY

01 swey Bupesl usdo g SWOSOLICIUD

B(M0ZZ Y opidedAind (pe1oslip WNG) 1 (WNY) 9sgiswiA|od

{J dsquisiu ‘D ALUBEgNS) sussses Buipuig-d Yy oweinbal

LAICICS! BUG

QUUEIONDUOD SUBIGLUSIUSUERI] SISTIQ 01sA0
{enudosoiqy} 7 Bojowoy papunu-gi8uis

75 Hd) g uunagns Aloweinbss ({yz Ausuliol) 7 eseieudsoyd usicsd

Z uientud Buipuig e1e0 10108y UnosB Buiuioisury Jusye

UQIBZILILUS] 48

QLA HUNGNS 8SBPIXG 5 BLUCIOOIAD

{e9ussiD Apsuusy] [AUdodie Jgnosniu Jeqing pue euids
188) JoYdesss sUOIRIS0ISSI0IRAYID) Jowdsne) uelicipue

L equisl (YY) O AlE-ane “s)eeseD BUIDUIg-JLY
g isquawl {Ajwz) J8UOdSURNICS PICE Siq/LUNIpos) O} AllLUR) JB1UE0 8Inos

GrOOvYEA
{ny sseuwsusioiBue) ssepudsdixoniesifiosd

{erpin/ ‘usBiueoine M) g §80 JBISWEY 883U Ul lidad aAnosiap Buiusiua|duins Jiedal Avi-y

0L ssepiaded oyoeds unbion

g JBquus ‘A ABWEBIGNS ‘(BuUBYD UolEd Brused Jojdess) usisuen

{usiag) god ‘¢ 51180~

7 Ul J8ous

10401081 Jespnuy Y Bojouloy 2uaBoU0 (1A SISC! BLUIOPUBOINONE) [BI-A
{gad) g aungns ‘4 J0JoL) ACIUSSSE UIRUIOIUD

09 'DId

uopsds ‘| 83BUD UIBSED
{osel-aunued sUIUCIGIBISAD) SEBUCILIBISAD

178802vd

1€ £Z6Z00

® JLGELN
BTEZEL0N

18 ¢75014

1® 08088Q
BTELLEIX

1B $SE06WN

12 0v8EL8
LRl Z0G/6N
18 LB 00LIBX
17500080

188 LeU F/8P/X
I LCLGSIN
®ISh0eN

12 6Z6F9N

B 926457

W ppEyL7

18 £9707

EEBULLEEESN
¥® $/9/90
®BTREGEZC
1B 448817
EBYLELS
ETLLar0r
1B ZL008Q
®eLezen

¥ S gegeen

12 0§60TN
1B £rDLET

1B s 8z0ues
£ 5 gTrLiH-GSrIOH



US 8,660,801 B2

Sheet 27 of 28

Feb. 25, 2014

U.S. Patent

213
cegLgz
HEWXYEL
ZALN
cadvs
L4858y
g1o0
26000
454!
8] 2:9]
8500

©490
PV00LS

HNY
LN
A
¥ivday
STHAnN
9¥SD
ooEHL
L DZHN
A IR0
LRSS

sabiuy ouIzZ Ul 88E018Y

of Buiieuoo urewop g g pue Jebuy owz
Hydenas 7y oUBXOQUIDIY)

7 SSEUD DOIRISI BILIODEBA

TE OB, JUSLUYDENE RIOLEBOS

£ Aueg ueiop (9-4w/SODIEN) UOIBIDOSSE SBY

{sseigsuegAsojoeRD apluisias asooBEE-40IN) R 8sRIeSUBIASOoAID Jan

usBiue D00Sao

{1t ueynidojers aueq ‘Uisroudoieis suog) wsosdoies Buipuig-uubaw

2jlep weisuos Asesy uingeBountius

(PP PUB 2279 08P 0L

‘GYe 0l SOIPOTIUR [BLOKCUOW Ag paynusp usBaue) gr-g1d usbiue gD
LGNS 219G Yope; Buipuig-sioD

{Boowioy muened suuni

‘UISBISE)BIU ‘UINDSBAIED “W1e104d WNDIED) vy ulesoid Buipuig wWnicies 0oL s
BUNULIDY UBLSNIN-IUR

| Joydesss el uoieually

{B3BLIYOIDNI) SSBUNOXSLOISY

Joideon) -yL-eudie ‘oibsusipe

273 swizus Buebniuos-uinbign

o adAy LIXe®LISRONS 83BUBAU0D Usoidold

Z WpLIOCSOquIoL)

L dsquwsw ‘o dnodl ‘7 Auieigns Joidenal jes|oniy

7 JeqUiB {aUiLBOUCU JBINTISEA) QL AJILUBE JBLUED 8InDs

L tequisw ‘Buissud-usBonss Iy AR SSEIBISUBLONNS

d9 'Oid

18 2488280

12 9802000y
1B 120880
BLERL00NY
B OSPI00aY
1E 9Z605G

1B ER0LEIN

B QEBlEn

¥ 1439

® CLEsor
e LEPU 280N
1B BYerar

12 8620271
12 £0508H

1 pLYE0

s peul JpZsif
184884

1 707280

e 0LOLBIN

1B Z8r08N
18088717

12 G86LZI

12 AUyl

B FOL8EN

1B LEIPLHZOYYOH



US 8,660,801 B2

Sheet 28 of 28

Feb. 25, 2014

U.S. Patent

L Ol

VNY [Buiosodll sgl

xaldwos aseuabolplysp sleuaons au 1o sush v Jungns

UOREIOUUY BISJSD L696Z0ZDOU dUa9) ‘uislold Buipuiq xoq v1v]

UoiRIoUUY 243190 980Z2290M 9u99 (120D ‘0sd) Joidsoeal uls)suey

UoHRIOUUY BI2BD £29500290Y 2uss ‘sseuaboipAysp aleydsoyd-g-apiyapieiaok|s
UoyBIoulY BI21970 $E00ZO DY sUsD | aseuly sjelaok|Boydsoyd

uolelouly elsjed L0498/ 1O0Y suag ulingojboloiu-z-e1aq

uonelouly 21sis)) 8/ H81LO0H SUSL Bleg ‘asEpioInon|B

UONBIoUUY BIBISD | ABG1DDY BueD‘Bjaq ‘ulde

LIoBEIOUUY BISBD 819P] 0Z9DY auss (Y uljudopAo) v asetawios: jfjoidiipydsd

UCHBIOUUY BIB[RD) ZG19L0ZD0Y sueD'd ‘able} ‘uisjold jewosoqi

UoljeIoULY B13130) ZL 751 ODY SUsD'(sW0IPUAS UBYAN-YISET) | sseiejsueijAsoquoydsoyd aujyjuexodiy
Lalielotuy 219190 697004 2UBD'g uloduy

UoRejouUY BISI3) £10ZPDOY SURD'BON0ZT Y spiidadLjod (psioalp YNQ) I (YNN) eseiswA|od

uojejouly 212123 gPLB00ZO0M BUsD
‘aphidedAjod gjez ‘usiod uoieAloe aseusBAxoounil-g ueydoydAlyaseusBAXOoUCU-E SUISOIA]

UOIBIOUUY BID[RYD BBEREDDY SUSD "BSELIUAS SUR|IGIAYIRLIAXOIPAY
uoljejouuy elsjad 08LryLL O sus 'O umnbign
SWEN sU3D JUITSND0T

s8Us9) |0JJU0D

891700 N
EPELE00 WN
L'PEZE00 N
£'9¥0200 AN
162000 WN
2870700 WIN
Z'181000 WN
Z'L0LLO0 N
021120 WN

£'Z00LD0 NN '£'5/Z850 WN

L'#61000 AN
Z'06£900 WN
T'/£6000 WIN
Z'90¥£00” AN

£061000_WN
7'600120° WN

"ON 90y bagjay 199N



US 8,660,801 B2

1
GENE SIGNATURE FOR THE PREDICTION
OF RADIATION THERAPY RESPONSE

CLAIM OF PRIORITY

This application is a continuation of U.S. patent applica-
tion Ser. No. 12/210,135, filed on Sep. 12, 2008, which claims
the benefit of U.S. Provisional Patent Application Ser. No.
60/972,544, filed on Sep. 14, 2007, and is a continuation in
part of U.S. patent application Ser. No. 12/053,796, filed on
Mar. 24, 2008, which claims the benefit of U.S. Provisional
Patent Application Ser. No. 60/896,550, filed on Mar. 23,
2007, and U.S. Provisional Patent Application Ser. No.
60/896,350, filed on Mar. 22, 2007. The entire contents of the
foregoing are hereby incorporated by reference.

FEDERALLY SPONSORED RESEARCH OR
DEVELOPMENT

This invention was made with Government support under
Grant No. 5 K08 CA108926-03, NCI Grant R21CA101355,
Department of Defense, National Functional Genomics Cen-
ter—DAMD 17-02-2-0051. The Government has certain
rights in the invention.

TECHNICAL FIELD

This invention relates to mathematical models and meth-
ods for predicting tumor sensitivity to radiation therapy using
biological assay data, which can be used, e.g., for selecting a
treatment for a subject who has a tumor.

BACKGROUND

Personalized medicine holds the promise that the diagno-
sis, prevention and treatment of cancer will be based on
individual assessment of risk (Dalton and Friend, Science
2006; 312(5777):1165-8). The delivery of this promise in
radiation oncology is dependent on the ability to define the
variables that define response to clinical radiotherapy.
Although most strategies in personalized medicine have
focused on specific disease sites and/or drug therapies (van ’t
Veer et al., Nature 2002; 415(6871):530-6; Beer et al., Nat
Med 2002; 8(8):816-24; Chung et al., Cancer Cell 2004;
5(5):489-500; Eschrich et al., J Clin Oncol 2005; 23(15):
3526-35; Giles et al., Semin Oncol 2008; 35 (1 Suppl 1):S1-
17), the impact of individualizing radiation therapy is signifi-
cant. Approximately 60% of cancer patients are treated with
radiation therapy during their diagnosis (Perez, Principles
and Management of Radiation Therapy. Philadelphia-New
York: Lippincott-Raven; 1998). Thus, radiation therapy pro-
vides a common denominator in cancer therapeutics.

Significant advances towards personalized radiation
therapy have been largely achieved by physical advances in
radiotherapy treatment planning and delivery (Bucci et al.,
CA Cancer J Clin 2005; 55(2):117-34). In contrast, the efforts
in understanding the biological parameters that define intrin-
sic radiosensitivity have not met the same success. Thus,
radiotherapy is prescribed without considering the potential
individual differences in tumor and patient radiosensitivity.
However there is evidence to suggest that differences in
intrinsic radiosensitivity exist (Zelefsky et al., J. Urology
2001; 166(3):876-81) and understanding their biological
basis could significantly impact clinical practice. Thus, a
successful radiosensitivity predictive assay would be central
to the development of biologically-guided personalized treat-
ment strategies in radiation oncology. However, although a
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2

number of promising approaches have been developed in the
past (e.g., determination of ex-vivo tumor SF2, (Bjork-Eriks-
son et al., Int J Radiat Oncol Biol Phys 2000; 46(1):13-9;
Buffa et al., Int J Radiat Oncol Biol Phys 2001; 50(5):1113-
22; HEschwege et al., Int J Radiat Oncol Biol Phys 1997;
39(4):849-53; Taghian et al., Int J Radiat Oncol Biol Phys
1993; 25(2):243-9; West et al., British Journal of Cancer
1997; 76(9):1184-90; West et al., Br J Cancer 1993; 68(4):
819-23); the use of electrodes to measure tumor hypoxia
(Fyles et al., J Clin Oncol 2002; 20(3):680-7; Movsas et al.,
Urology 2002; 60(4):634-9); and determination of tumor pro-
liferative potential (Tpot) (Begg etal., Radiother Oncol 1999;
50(1):13-23; Bourhis et al., Int J Radiat Oncol Biol Phys
1996; 35(3):471-6; Corvo et al., J Clin Oncol 1995; 13(8):
1843-50), none has become routine in the clinic.

SUMMARY

At least in part, the inventions described herein are based
on the development of methods and models that predict
intrinsic sensitivity of a tumor to radiation therapy based on a
gene expression profile.

In one aspect, the invention provides methods, e.g., com-
puter-implemented methods, for predicting the sensitivity of
a cell, i.e., a living cell, e.g., a tumor cell or a normal (non-
tumor) cell, or a cultured cell, to a selected dose of radiation
therapy. The methods include assigning a radiation sensitivity
index to the cell based on expression levels of two or more
signature genes in the cell, wherein the radiation sensitivity
index indicates whether the cell is sensitive to radiation
therapy.

In an additional aspect, the invention provides methods for
predicting the effect of radiation therapy on a tumor. The
methods include assigning a radiation sensitivity index to the
tumor based on expression levels of two or more signature
genes in a cell from the tumor, wherein the radiation sensi-
tivity index indicates whether the radiation therapy is likely to
be effective.

In yet another aspect, the invention provides methods for
assessing a tumor in a subject for a radiation therapy regimen.
The methods include assigning a radiation sensitivity index to
the tumor based on expression levels of two or more signature
genes in a cell from the tumor, wherein the radiation sensi-
tivity index indicates whether the tumor in the subject should
be treated with radiation therapy.

In a further aspect, the invention provides methods for
selecting a treatment regimen for a subject having a tumor.
The methods include assigning a radiation sensitivity index to
the tumor based on expression levels of two or more signature
genes in a cell from the tumor, and selecting a treatment
regimen for the subject based on the radiation sensitivity
index. In general, a radiation sensitivity index below a thresh-
old indicates that radiation therapy is likely to be effective in
treating the tumor, and the method includes selecting a treat-
ment regimen including radiation therapy. Conversely, a
radiation sensitivity index above a threshold indicates that
radiation therapy is not likely to be effective in treating the
tumor, and the method includes selecting a treatment regimen
excluding radiation therapy, or a treatment regime including a
high dose of radiation therapy.

In another aspect, the invention provides methods for
selecting a dose of radiation to be administered to a subject
having a tumor. The methods include assigning to the tumor
aradiation sensitivity index for a preselected dose of radiation
based on expression levels of two or more signature genes in
a cell from the tumor, and selecting a dose of radiation for the
subject based on the radiation sensitivity index at the prese-
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lected dose of radiation. In some embodiments, the methods
include selecting a dose of radiation that is the same as or less
than the preselected dose of radiation, if the radiation sensi-
tivity index is below a threshold. In some embodiments, the
methods include selecting a dose of radiation that is the
greater than the preselected dose of radiation, if the radiation
sensitivity index is above a threshold.

In some embodiments of the methods described herein,
assigning a radiation sensitivity index comprises applying a
linear regression model to the gene expression levels, e.g., a
rank-based linear regression model. In some embodiments,
the expression levels of the two or more signature genes are
weighted.

In some embodiments, the linear regression model is rep-
resented by the following algorithm:

RSI=k,* AR+, *c-juntky* STAT1 +k, *PKC-+es*Rel A+
kg*cAbl+k,*SUMO1 +kg*PAK 2-+k, *HDAC+
kio*IRFL. 1

In some embodiments of the methods described herein,
assigning a radiation sensitivity index can include determin-
ing a level of expression of two or more signature genes in a
cell.

In some embodiments of the methods described herein, the
signature genes are selected from the group consisting of
Androgen receptor (AR); Jun oncogene (c-Jun); Signal trans-
ducer and activator of transcription 1 (STAT1); Protein kinase
C, beta (PRKCB or PKC); V-rel reticuloendotheliosis viral
oncogene homolog A (avian) (RELA or p65); c-Abl onco-
gene 1, receptor tyrosine kinase (ABL1 or c-Abl); SMT3
suppressor of mif two 3 homolog 1 (S. cerevisiae) (SUMO1);
PAK?2; Histone deacetylase 1 (HDAC1); and Interferon regu-
latory factor 1 (IRF1). In some embodiments, the signature
genes comprise a subset of the genes as listed in Table 10, 11,
or 12. Optionally, assigning a radiation sensitivity index can
also include using gene expression levels of one or more
genes listed in FIGS. 6 A-6P.

In another aspect, the invention provides computer-imple-
mented method of identifying genes associated with radiation
sensitivity. The methods include assigning a radiation sensi-
tivity value to one or more populations of cells, wherein the
radiation sensitivity value represents the sensitivity of the
cells to a selected dose of radiation; determining a level of
gene expression in the one or more populations of cells for
each of a plurality of genes; and identifying a subset compris-
ing two or more genes, the expression of which is correlated
with the radiation sensitivity value. In some embodiments,
the subset of the genes is identified by a method including
applying a model representing gene expression and radiosen-
sitivity, e.g., a multivariate linear regression model. The
model can include, e.g., at least one coefficient representing
one, two, or all three of: tissue of origin, ras status, or p53
status. In addition, the model can include information regard-
ing the dose of radiation administered and the presence of any
additional treatment or factors relevant to the cell.

In some embodiments, the methods further include asso-
ciating a classifier representing biological importance with
each gene in the subset of genes, expression of which is
correlated with the radiation sensitivity value, and selecting a
second subset comprising two or more genes wherein the
classifier representing biological importance is above a pre-
selected threshold, thereby selecting a subset of biologically
important genes. In some embodiments, the classifier repre-
senting biological importance is based on a review of relevant
scientific literature. In some embodiments, the model also
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4

includes a variable representing an effect of administration of
a treatment on expression of each gene in the subset of bio-
logically important genes.

In some embodiments, the methods further include select-
ing a third subset comprising one or more genes based on the
effect of administration of the treatment, thereby identifying
a subset of therapeutic target genes, e.g., genes the expression
of which may be usefully manipulated to alter (i.e., increase
or decrease) sensitivity to radiation. In some embodiments,
the effect of the treatment is an increase or decrease in radi-
osensitivity. In some embodiments, the methods further
include selecting a treatment that has an effect on radiosen-
sitivity in the model.

In yet another aspect, the invention provides databases
including a plurality of records, wherein each record includes
data on the expression of at least two signature genes in a cell,
and a value representing sensitivity of the cell to a selected
dose of radiation. In some embodiments, the database also
includes data regarding the administration of a treatment,
e.g., chemotherapy, to the cell. In some embodiments, the
database is in computer readable form.

Also provided herein are microarrays including a substrate
and a plurality of individually addressable hybridisable array
elements arranged thereon, wherein the individually addres-
sable hybridisable array elements are selective for at least two
signature genes, and optionally at least one hybridisable array
element selective for an internal normalization control gene.
In some embodiments, the plurality of hybridisable array
elements consists of at least one element selective for each of
AR; c-Jun; STAT1; PKC; RelA (p65); c-Abl; SUMO-1;
PAK2; HDAC1; and IRF1.

In an additional aspect, the invention provides microfluidic
devices including a substrate and a plurality of reaction cham-
bers with reagents for selective quantification of at least two
signature genes; and optionally at least one reaction chamber
comprising reagents for selective quantification of an internal
normalization control gene. In some embodiments, the
devices include duplicate sets of the reaction chambers, e.g.,
to allow processing of multiple samples simultaneously.

In a further aspect, the invention provides a medium, e.g.,
computer-readable medium, bearing instructions to cause a
computer to perform a method described herein. For example,
the medium can bear instructions to cause a computer to
assign a radiation sensitivity index to a cell based on expres-
sion levels of two or more signature genes in the cell. In some
embodiments, assigning a radiation sensitivity index com-
prises applying a linear regression model to the gene expres-
sion levels, e.g., a rank-based linear regression model, e.g.,
wherein the two or more signature genes are weighted.

In an additional aspect, the invention provides a medium,
e.g., computer-readable medium, bearing instructions to
cause a computer to assign a radiation sensitivity value to one
or more populations of cells, wherein the radiation sensitivity
value represents the sensitivity of the cells to a selected dose
of radiation; assign a level of gene expression in the one or
more populations of cells for each of a plurality of genes; and
identify a subset comprising two or more genes, the expres-
sion of which is correlated with the radiation sensitivity value.
In some embodiments, identifying a subset of the genes com-
prises applying a model representing gene expression and
radiosensitivity, e.g., a multivariate linear regression model.
In some embodiments, the model includes at least one coef-
ficient representing one, two, or all three of: tissue of origin,
ras status, or p53 status.

In some embodiments, the medium further comprises
instructions to cause a computer to associate a classifier rep-
resenting biological importance with each gene in the subset
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of genes, expression of which is correlated with the radiation
sensitivity value, and selecting a second subset comprising
two or more genes wherein the classifier representing biologi-
cal importance is above a preselected threshold, thereby
selecting a subset of biologically important genes.

In some embodiments, the model further comprises a vari-
able representing an effect of administration of a treatment on
expression of each gene in the subset of biologically impor-
tant genes. In some embodiments, the medium further
includes instructions to cause a computer to select a third
subset comprising two or more genes based on the effect of
administration of the treatment, thereby identifying a subset
of therapeutic target genes.

Also provided by the present invention are kits including
reagents for the specific quantification of gene expression
levels of two or more signature genes in a cell, and instruc-
tions for carrying out a method as described herein. In some
embodiments, the kits include a medium as described herein.

The present invention has a number of advantages. The
models and methods described herein provide an opportunity
to individualize radiation dose parameters based on intrinsic
radiosensitivity. Since higher doses of radiation therapy are
associated with higher toxicity rate (Peeters et al., Int J Radiat
Oncol Biol Phys 2005; 61(4):1019-34), dose personalization
would result in a therapeutic ratio benefit. In addition the
model may provide a unique framework to understand the
differences between responders and non-responders that
share a predicted radioresistant phenotype. This may allow
the accurate identification of patients that benefit from the
addition of concurrent chemotherapy.

Unless otherwise defined, all technical and scientific terms
used herein have the same meaning as commonly understood
by one of ordinary skill in the art to which this invention
belongs. Methods and materials are described herein for use
in the present invention; other, suitable methods and materials
known in the art can also be used. The materials, methods, and
examples are illustrative only and not intended to be limiting.
All publications, patent applications, patents, sequences,
database entries, and other references mentioned herein are
incorporated by reference in their entirety. In case of conflict,
the present specification, including definitions, will control.

Other features and advantages of the invention will be
apparent from the following detailed description and figures,
and from the claims.

DESCRIPTION OF DRAWINGS

FIGS. 1A and B are bar graphs showing that the predicted
tumor radiosensitivity is correlated with clinical response to
concurrent radiochemotherapy in rectal and esophageal can-
cer patients. Predicted radiosensitivity indices (RSI) for each
patient were generated using a ten-gene, rank-based linear
regression model built from the cell line data as described
herein. Statistical significance was determined using a one-
sided Mann-Whitney test for differences. (1A) The mean
predicted RSI of responders is significantly lower than in
non-responders in both clinical cohorts (esophageal: p=0.05,
rectal: p=0.03). (1B) Predicted RSI of each individual patient
in both cohorts is significantly different relative to response
(combined: p=0.001511).

FIG. 2 is a ROC curve that was generated using the pre-
dicted RSI values to determine the sensitivity and specificity
of the radiosensitivity predictor. Using a threshold RSI value
01'0.4619592, the predictor has an 80% sensitivity and 82%
specificity, with a positive predictive value (PPV) of 86%.
The estimated area under the curve (AUC) is 0.84.
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6

FIG. 3 is a line graph demonstrating that predicted radi-
osensitivity distinguishes clinical populations with different
disease related outcomes in head and neck cancer. Radiosen-
sitivity predictions were generated with the gene expression
model as described in 92 patients treated with definitive con-
current radiochemotherapy at the Netherlands Cancer Insti-
tute. Using the 25th percentile as cutpoint (RS1<0.023), there
is a superior 2 year Recurrence Free Survival (RFS) in the
predicted radiosensitive group (86% vs. 62%, p=0.06).

FIGS. 4A-4H is a list setting forth gene combinations
(profiles) that were evaluated and demonstrated significant
association with radiosensitivity in the Rectal+Esophagus
cohorts described herein. The gene symbols are joined by _’
and the p-values from tests of significance between respond-
ers and non-responders are also given.

FIG. 5 is a block diagram of computing devices and sys-
tems.

FIGS. 6A-6P is a list setting forth 500 genes identified as
being correlated with radiosensitivity using a systems net-
work model as described herein.

FIG. 7 is a list of exemplary control genes useful in the
methods described herein.

DETAILED DESCRIPTION

The advent of high dimensional and high-throughput tech-
nologies has provided an opportunity to address the develop-
ment of biomarkers from a different perspective. For
example, gene expression signatures have been shown to be
prognostic in breast (van ’t Veer et al., Nature 2002; 415
(6871):530-6), lung (Beer etal., Nat Med 2002; 8(8):816-24),
head and neck (Chung et al., Cancer Cell 2004; 5(5):489-500)
and colon cancer (Eschrich et al., J Clin Oncol 2005; 23(15):
3526-35). Recent studies have identified biomarkers predic-
tive of patient response to drug treatment, including response
to Gleevec in Chronic Myelogenous Leukemia (CML) (Giles
etal., Semin Oncol 2008; 35 (1 Suppl 1):S1-17). In addition,
gene expression can predict cellular intrinsic radiosensitivity
(Torres-Roca et al., Cancer Res. 65(16):7169-76 (2005)). The
present inventors have developed a gene expression model to
predict radiosensitivity in patients.

Described herein is a novel multi-gene expression model of
intrinsic tumor radiosensitivity in a database of 48 human
cancer cell lines. The model is based on the expression of sets
of signature genes, which predicts a radiosensitivity index
(RSI) that is directly proportional to tumor radioresistance.
The model was clinically validated as a predictive factor of
pathological response in two independent cohorts of esoph-
ageal (n=12) and rectal (n=14) cancer patients treated with
preoperative concurrent chemoradiation in prospective clini-
cal trials at Moffitt Cancer Center. In addition, RSI calculated
by a method described herein was of prognostic value in a
third external dataset of head and neck cancer patients (n=92)
treated with definitive concurrent chemoradiation within
Phase 2 and 3 clinical trials at the Netherlands Cancer Insti-
tute. Thus this model can be used to individualize therapy in
clinical radiation oncology. For example, the model provides
an opportunity to individualize radiation dose parameters
based on intrinsic radiosensitivity. Since higher doses of
radiation therapy are associated with higher toxicity rate,
dose personalization would result in a therapeutic ratio ben-
efit. In addition the model provides a unique framework to
understand the differences between responders and non-re-
sponders that share a predicted radioresistant phenotype. This
allows more accurate identification of patients that benefit
from the addition of concurrent chemotherapy.
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In the molecular medicine era, high-throughput technolo-
gies (e.g., microarrays and proteomics) have led to the iden-
tification of numerous molecular signatures of prognostic
and/or predictive significance (van ’t Veer et al., Nature 2002;
415(6871):530-6; Beer et al., Nat Med 2002; 8(8):816-24;
Chung et al., Cancer Cell 2004; 5(5):489-500; Eschrich et al.,
J Clin Oncol 2005; 23(15):3526-35; Alizadeh et al., Nature
2000; 403(6769):503-11; Bild et al., Nature 2006; 439(7074):
353-7; van de Vijver et al., New Eng. J. Med. 2002; 347(25):
1999-2009; Shedden et al., Nat Med 2008; 14(8):822-7).
However the initial enthusiasm that these signatures would
lead to personalized medicine has been dampened by their
frequent lack of robustness (Simon et al., J Natl Cancer Inst
2003; 95(1):14-8).

The robustness of the radiosensitivity model described
herein is supported by several lines of evidence. First, the
algorithm was validated in three independent prospectively
collected datasets in three different diseases. Second, the
model was valid across different gene expression platforms.
Gene expression data in the esophageal and rectal cancer
cohorts were derived from Affymetrix U-133 Plus microar-
rays. However, gene expression in the head and neck dataset
was derived from NKI arrays, which is a two channel based
c¢DNA microarray platform. The observation that the algo-
rithm is transferable across platforms is important as it dem-
onstrates transferability to other clinical platforms (e.g.,
using RT-PCR/Formalin-fixed tissue). Third, all patients in
the validating clinical cohorts were treated with concurrent
chemoradiation, since we were unable to obtain a dataset of
patients treated with radiation alone. However the algorithm
was based on cellular radiosensitivity. Thus, in spite of this
potential source of inaccuracy, the model was still validated.
Finally, the model showed both predictive and prognostic
value.

The model described herein is designed to predict tumor
radiosensitivity. RSI was prognostic in the head and neck
cancer dataset, suggesting that the biological factors that
determine radiosensitivity are related to disease prognosis
after treatment. This is consistent with the observation that
complete pathological response in both esophageal and rectal
cancer has strong prognostic significance in several studies
(Janjan et al., Am J Clin Oncol 2001; 24(2):107-12; Chirieac
etal., Cancer 2005; 103(7):1347-55; Gavioli et al., Dis Colon
Rectum 2005; 48(10):1851-7; Capirci et al., Int J Radiat
Oncol Biol Phys. 2008 Sep. 1; 72(1):99-107. Epub Apr. 11,
2008). Thus a model that can identify complete responders
would indeed be desirable. Using the current model, 6/8
complete responders fall below the threshold suggested by
the ROC analysis (SF2=0.46) suggesting that this model suc-
cessfully identifies this population.

In addition, there is a role for identifying patients that are
likely to be downstaged, particularly in rectal cancer. For
example, this knowledge might lead to better counseling of
patients with low-lying rectal tumors where sphincter-spar-
ing surgery is being considered. Patients that have low lying
rectal cancer are generally patients that have a tumor within 5
cm of the anal sphincter. Classically, these patients when
operated were treated with an abdomino-perineal resection
(APR), which removes the anal sphincter and thus requires
the patient to have a permanent colostomy bag, which gener-
ally adversely affects the patient’s quality of life. In order to
address this, protocols were developed about 10-15 years ago
to test whether using a course of preoperative radiation or
chemoradiation would improve the ability of the surgeon to
spare the sphincter; shrinking the tumor improves the chances
that the surgeon can remove the cancer and reconnect the
rectum and keep the normal sphincter mechanism intact. This
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approach has been successtul, but the likelihood of sphincter-
sparing surgery is related to the amount of downstaging
achieved by chemoradiation. Thus, the model described
herein can improve patient counseling before a treatment
decision is made. For example, if the patient is likely to
respond to preoperative treatment because the model deter-
mines that the rectal tumor is radiosensitive, then the chances
of success are high. However, if the tumor is radioresistant,
success is unlikely, and the patient can be counseled to go
directly to surgery and thereby be spared the side effects of a
treatment that is unlikely to be successful, or if preoperative
treatment is still pursued then higher doses of radiation
therapy could be prescribed to increase the chances of suc-
cess.

Determination of Radiosensitivity Index (RSI) of a Tumor

The methods described herein use a rank-based linear algo-
rithm to assign a radiosensitivity index (RSI) to a cell, i.e., a
living cell, e.g., atumor cell from a patient, a normal cell from
a patient, or a cultured cell. In general, the methods are
applicable to any mammal, particularly humans. The meth-
ods include determining expression levels of signature genes
in a cell or cells of the tumor, and determining a RSIbased on
the expression levels. In some embodiments, the methods
include the use of two or more, e.g., three, four, five, six,
seven, eight, nine, or all ten signature genes, as follows:
Androgen receptor (AR); Jun oncogene (c-Jun); Signal trans-
ducer and activator of transcription 1 (STAT1); Protein kinase
C, beta (PRKCB or PKC); V-rel reticuloendotheliosis viral
oncogene homolog A (avian) (RELA or p65); c-Abl onco-
gene 1, receptor tyrosine kinase (ABL1 or c-Abl); SMT3
suppressor of miftwo 3 homolog 1 (S. cerevisiae) (SUMO1);
PAK?2; Histone deacetylase 1 (HDAC1); and Interferon regu-
latory factor 1 (IRF1).

TABLE A
Exemplary Sequences of Signature Genes - Human
Probe
Gene Refseq Design
Gene Name Symbol Identifiers Identifier
Androgen Receptor AR NM_000044.2 M23263.1
NM_001011645.1
Jun oncogene NM_002228.3 Jo4111.1
Signal transducer and STAT1 NM_007315.2 M97935.1
activator of’ NM_139266.1
transcription 1
Protein kinase C, beta PRKCB NM_002738.5 X06318.1
PKC NM_212535.1
v-rel reticulo- RELA NM_021975.2 U33838.1
endotheliosis P65
viral oncogene
homolog A (avian)
c-Abl oncogene 1, ABL1 NM_007313.2 X16416.1
receptor tyrosine kinase  c-Abl NM_005157.3
SMTS3 suppressor of SUMO1 NM_001005781.1  U83117.1
mif two 3 homolog 1 NM_001005782.1
(S. cerevisiae) NM_003352.4
P21 protein PAK?2 NM_002577.3 U24153.1
(Cdc42/Rac)- activated
kinase 2
Histone deacetylase 1 HDAC1 NM_004964.2 D50405.1
HDAC
Interferon regulatory IRF1 NM_002198.2 105072.1
factor 1

Although the exemplary gene sequences set forth above are
for the human genes, and thus are best suited for use in human
cells, one of'skill in the art could readily identify mammalian
homologs using database searches (for known sequences) or
routine molecular biological techniques (to identify addi-
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tional sequences). In general, genes are considered homologs
if they show at least 80%, e.g., 90%, 95%, or more, identity in
conserved regions (e.g., biologically important regions).

In some embodiments, the profile includes the signature
genes listed in a profile shown in Table 10, Table 11, Table 12,
or FIGS. 4A-4G. In some embodiments, the profile includes
atleast c-jun, STAT1, cAbl, and IRF1. In some embodiments,
the profile includes at least IRF1.

A linear regression model useful in the methods described
herein includes gene expression levels and coefficients, or
weights, for combining expression levels. The coefficients
can be calculated using a least-squares fit of the proposed
model to a measure of cellular radiation sensitivity. One
example described herein used the survival fraction at 2 Gy
(SF2) although other measures at other dose levels (e.g., SF8)
can be considered with different coefficients being deter-
mined from each. The functional form of the algorithm is
given below, wherein each of the k, coefficients will be deter-
mined by fitting expression levels to a particular RSI measure.

RSI=k,* AR+, *c-juntky* STAT1 +k, *PKC-+es*Rel A+
kg*cAbL+k,*SUMO1 +kg*PAK 2-+k *HDAC+
kyo*IRF1 1

In some embodiments, the methods include applying an
algorithm to expression level data determined inacell;e.g., a
rank-based linear regression algorithm as described herein. In
some embodiments, the algorithm includes weighting coef-
ficients for each of the genes.

Methods of Use

The methods described herein can be used to identify a
radiation sensitivity index to a selected dose of radiation for
any solid tumor in a subject. A solid tumor is an abnormal
mass of hyperproliferative or neoplastic cells from a tissue
other than blood, bone marrow, or the lymphatic system,
which may be benign or cancerous. In general, the tumors
treated by the methods described herein are cancerous. As
used herein, the terms “hyperproliferative” and “neoplastic”
refer to cells having the capacity for autonomous growth, i.e.,
an abnormal state or condition characterized by rapidly pro-
liferating cell growth. Hyperproliferative and neoplastic dis-
ease states may be categorized as pathologic, i.e., character-
izing or constituting a disease state, or may be categorized as
non-pathologic, i.e., a deviation from normal but not associ-
ated with a disease state. The term is meant to include all types
of'solid cancerous growths, metastatic tissues or malignantly
transformed cells, tissues, or organs, irrespective of histo-
pathologic type or stage of invasiveness. “Pathologic hyper-
proliferative” cells occur in disease states characterized by
malignant tumor growth. Examples of non-pathologic hyper-
proliferative cells include proliferation of cells associated
with wound repair. Examples of solid tumors are sarcomas,
carcinomas, and lymphomas. Leukemias (cancers of the
blood) generally do not form solid tumors.

The term “carcinoma” is art recognized and refers to malig-
nancies of epithelial or endocrine tissues including respira-
tory system carcinomas, gastrointestinal system carcinomas,
genitourinary system carcinomas, testicular carcinomas,
breast carcinomas, prostatic carcinomas, endocrine system
carcinomas, and melanomas. In some embodiments, the dis-
ease is lung carcinoma, rectal carcinoma, colon carcinoma,
esophageal carcinoma, prostate carcinoma, head and neck
carcinoma, or melanoma. Exemplary carcinomas include
those forming from tissue of the cervix, lung, prostate, breast,
head and neck, colon and ovary. The term also includes car-
cinosarcomas, e.g., which include malignant tumors com-
posed of carcinomatous and sarcomatous tissues. An “adeno-
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carcinoma” refers to a carcinoma derived from glandular
tissue or in which the tumor cells form recognizable glandular
structures.

The term “sarcoma” is art recognized and refers to malig-
nant tumors of mesenchymal derivation.

In some embodiments, the tumors treated by a method
described herein are of epithelial cell origin. In some embodi-
ments, the tumors originate from lung, colon, rectal, esoph-
ageal, prostate, or head/neck tissues (e.g., originating from
the upper aerodigestive tract, including the lip, oral cavity,
nasal cavity, paranasal sinuses, pharynx, and larynx, e.g.,
squamous cell carcinomas originating from the mucosal lin-
ing (epithelium)). In some embodiments, the tumors are
metastatic, and originate from an epithelial tissue (and are
thus epithelial in origin) but have spread to another tissue,
e.g., epithelial-origin prostate cancer that has spread to the
bones of the pelvis, spine and/or ribs, or lung carcinoma that
has metastasized to the adrenal glands, liver, brain, or bones.

The methods described herein can identify tumors that are
sensitive to radiation therapy, and thereby identify subjects
who would benefit from administration of radiation therapy
having, or who would benefit from concurrent administration
of radiation therapy and radiation sensitizing chemotherapy.
For example, once a RSI has been determined for a tumor, if
the RSI is low and thus indicates that the tumor is sensitive to
radiation (and thus is likely to be effectively treated with
radiation), then a course of radiation alone can be prescribed
for the patient, or radiation and possibly less invasive surgical
removal methods, e.g., laparoscopic methods. Alternatively,
if the RSI is high and thus indicates that the tumor is less
sensitive or is not sensitive to radiation therapy, then a course
of chemotherapy, e.g., radiation sensitizing chemotherapy,
can be prescribed in combination with radiation therapy, and
optionally more invasive or radical surgical resection. Thus
the methods can be used to predict a subject’s response to
radiation therapy. In some embodiments, the threshold for
sensitivity using an RSI as defined in esophageal and rectal
cancer as 0.46.

As one example, the methods can be used for identifying
patients that are likely to be downstaged, particularly in rectal
cancer. For example, this knowledge might lead to better
counseling of patients with low-lying rectal tumors where
sphincter-sparing surgery is being considered, as described
above.

In some embodiments, a subject having a tumor is identi-
fied (methods for diagnosing the presence of a tumor are well
known in the art and need not be repeated herein). A test
sample is obtained from the tumor and the level of signature
protein or nucleic acid (e.g., mRNA) is evaluated, wherein the
level of signature protein or nucleic acid is indicative of the
sensitivity of the tumor to radiation therapy. As used herein, a
“test sample” refers to a biological sample obtained from a
subject of interest including a cell or cells, e.g., tissue, from
the tumor.

The assays described herein can also be used to determine
whether a subject should be administered one or more of
radiation therapy, chemotherapy, or surgical resection to treat
a solid tumor, e.g., to select a therapy or therapeutic regime
for a subject. For example, such methods can be used to
determine whether a subject can be effectively treated with
radiation therapy alone or radiation therapy with a second,
non-radiation treatment modality, e.g., surgery or chemo-
therapy, or will need radiation, surgery, and chemotherapy.

In addition, the methods described herein can be used on
normal cells, i.e., non-tumor cells, to determine their sensi-
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tivity to radiation therapy. This allows the use of the model to
predict the likelihood of radiation therapy-related toxicity or
other side effects.

The network system models described herein can also be
used to select genes to target for agents, e.g., radiosensitizing
orradioprotective agents. In these methods, the network mod-
els are modified to model the effects of modulating various
genes. One such approach is to simulate the eftects of bio-
logical targeting of one or more of the identified network
hubs. This type of in silico perturbation of the developed
model can provide additional information on the hubs most
likely to effect radiation phenotype. The model can be per-
turbed by systematically reducing (using computer simula-
tions) the rank or weight of each hub gene to the lowest
possible value, in effect “knocking” the gene out. The altered
expression pattern will be used to predict patient radiosensi-
tivity using the same model previously constructed.

Differences from the unaltered SF2 predictions will be
recorded. These changes in SF2 will be examined and aver-
aged over the entire patient cohort to estimate the impact of
individual gene knockout.

Radiation therapies, chemotherapies, surgical resection
techniques, and methods that can be used to select specific
therapies appropriate for a given tumor, are known in the art,
see, e.g., “Practical Radiotherapy Planning,” Dobbs, Barrett,
and Ash (1999) Arnold; “Walter & Miller’s Textbook of
Radiotherapy,” Bomford and Kunkler (2002) Churchill Liv-
ingstone; “Cancer Chemotherapy and Biotherapy: Principles
and Practice,” Chabner and Longo (2005) Lippincott Will-
iams & Wilkins; “Regional Chemotherapy: Theory and Prac-
tice,” Kerr and McArdle (2000) Informa Healthcare; and
“Textbook of Surgery,” Tjandra et al. (2006) Wiley-Black-
well.

Assays for Determining Expression Levels

Any method known in the art for obtaining a sample com-
prising at least one living cell (preferably a plurality of cells),
e.g., acell from atumor (e.g., from a biopsy), or a normal cell,
or a cultured cell, can be used. Commonly used methods to
obtain tumor cells include surgical (the use of tissue taken
from the tumor after removal of all or part of the tumor) and
needle biopsies. The samples should be treated in any way
that preserves intact the gene expression levels of the living
cells as much as possible, e.g., flash freezing or chemical
fixation, e.g., formalin fixation.

Any method known in the art can be used to extract mate-
rial, e.g., protein or nucleic acid (e.g., mRNA) from the
sample. For example, mechanical or enzymatic cell disrup-
tion can be used, followed by a solid phase method (e.g.,
using a column) or phenol-chloroform extraction, e.g., guani-
dinium thiocyanate-phenol-chloroform extraction of the
RNA. A number of kits are commercially available for use in
isolation of mRNA. Purification can also be used if desired.
See, e.g., Peirson and Butler, Methods Mol. Biol. 2007; 362:
315-27. A number of methods are also known in the art to
obtain proteins from cells, see, e.g., “Protein Methods,” 2nd
Edition by Bollag et al., Wiley Pub. (1996). Optionally, cDNA
can be transcribed from the mRNA.

Gene expression levels can be determined in many difter-
ent ways, including the quantification of fluorescence of
hybridized mRNA on glass slides, Northern blot analysis,
real-time reverse transcription PCR(RT-PCR) or other mea-
sures of gene expression abundance. Each of these ways
provides a different scale, however each approach is propor-
tional to the abundance of a particular mRNA transcript.

A number of assays suitable for the determination of
expression levels of the signature genes in a biological sample
are known in the art. For example, expression levels can be
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evaluated by obtaining a biological sample from tumor of a
test subject and contacting the biological sample with a com-
pound or an agent capable of detecting mRNA for the signa-
ture genes, or protein encoded by the signature genes, such
that the level of the protein or nucleic acid is detected in the
biological sample. The term “biological sample” includes
tissues, cells and fluids comprising cells or tissues isolated
from tumor of a subject, as well as tissues and cells and fluids
present within a subject. A preferred biological sample is a
biopsy sample taken from the tumor. The level of expression
of the signature genes can be measured in a number of ways,
including, but not limited to: measuring the mRNA encoded
by the signature genes; measuring the amount of protein
encoded by the signature genes; or measuring the activity of
the protein encoded by the signature genes.

The level of mRNA corresponding to the signature gene in
a cell can be determined both by in situ and by in vitro
formats.

The isolated mRNA can be used in hybridization or ampli-
fication assays that include, but are not limited to, Southern or
Northern analyses, polymerase chain reaction analyses and
probe arrays. One exemplary diagnostic method for the detec-
tion of mRNA levels involves contacting the isolated mRNA
with a nucleic acid molecule (probe) that can hybridize to the
mRNA encoded by the gene being detected. The nucleic acid
probe can be, for example, a full-length nucleic acid or an
oligonucleotide of at least 7, 15, 30, 50, 100, 250 or 500
nucleotides in length and sufficient to specifically hybridize
under stringent conditions to mRNA for a signature gene.
Other suitable probes for use in the diagnostic assays are
known in the art.

Inone format, mRNA (or cDNA) from the sample is immo-
bilized on a surface and contacted with the probes, for
example by running the isolated mRNA on an agarose gel and
transferring the mRNA from the gel to a membrane, such as
nitrocellulose. In an alternative format, the probes are immo-
bilized on a surface and the mRNA (or ¢cDNA) from the
sample is contacted with the probes, for example, in a two-
dimensional gene chip array. A skilled artisan can adapt
known mRNA detection methods for use in detecting the
level of mRNA encoded by the signature genes.

The level of mRNA in a sample that is encoded by one of
signature can be evaluated with nucleic acid amplification,
e.g., by rtPCR (Mullis (1987) U.S. Pat. No. 4,683,202), ligase
chain reaction (Barany (1991) Proc. Natl. Acad. Sci. USA
88:189-193), self sustained sequence replication (Guatelli et
al., (1990) Proc. Natl. Acad. Sci. USA 87:1874-1878), tran-
scriptional amplification system (Kwoh et al., (1989), Proc.
Natl. Acad. Sci. USA 86:1173-1177), Q-Beta Replicase (Liz-
ardi et al., (1988) Bio/Technology 6:1197), rolling circle rep-
lication (Lizardi et al., U.S. Pat. No. 5,854,033) or any other
nucleic acid amplification method, followed by the detection
of'the amplified molecules using techniques known in the art.
As used herein, amplification primers are defined as being a
pair of nucleic acid molecules that can anneal to 5' or 3'
regions of a gene (plus and minus strands, respectively, or
vice-versa) and contain a short region in between. In general,
amplification primers are from about 10 to 30 nucleotides in
length and flank a region from about 50 to 200 nucleotides in
length. Under appropriate conditions and with appropriate
reagents, such primers permit the amplification of a nucleic
acid molecule comprising the nucleotide sequence flanked by
the primers.

A preferred method is the use of microfluidic devices, e.g.,
forhigh-throughput real time-polymerase chain reaction (RT-
PCR), e.g., as described herein.



US 8,660,801 B2

13

For in situ methods, a cell or tissue sample can be prepared/
processed and immobilized on a support, typically a glass
slide, and then contacted with a probe that can hybridize to
mRNA that encodes the signature gene being analyzed.

In another embodiment, the methods further contacting a
control sample with a compound or agent capable of detect-
ing signature mRNA, and comparing the presence of signa-
ture mRNA in the control sample with the presence of signa-
ture mRNA in the test sample.

A variety of methods can be used to determine the levels of
proteins encoded by the selected signature genes. In general,
these methods include contacting an agent that selectively
binds to the protein, such as an antibody, with a sample, and
evaluating the level of protein in the sample. In a preferred
embodiment, the antibody bears a detectable label. Antibod-
ies can be polyclonal, or more preferably, monoclonal. An
intact antibody, or a fragment thereof (e.g., Fab or F(ab")2)
can be used. The term “labeled,” with regard to the probe or
antibody, is intended to encompass direct labeling of the
probe or antibody by coupling (i.e., physically linking) a
detectable substance to the probe or antibody, as well as
indirect labeling of the probe or antibody by reactivity with a
detectable substance. Examples of detectable substances are
known in the art, as are methods of quantifying levels of
proteins detected thereby.

The detection methods can be used to detect signature
protein in a biological sample in vitro as well as in vivo. In
vitro techniques for detection of signature protein include
enzyme linked immunosorbent assays (ELISAs), immuno-
precipitations, immunofluorescence, enzyme immunoassay
(EIA), radioimmunoassay (RIA), and Western blot analysis.
In vivo techniques for detection of signature protein include
introducing into a subject a labeled anti-signature antibody.
For example, the antibody can be labeled with a radioactive
marker whose presence and location in a subject can be
detected by standard imaging techniques.

In another embodiment, the methods further include con-
tacting a control sample with a compound or agent capable of
detecting signature protein, quantifying the level of signature
protein, and comparing the level of signature protein in the
control sample with the level of signature protein in the test
sample.

In some embodiments, the sensitivity of a tumor to radia-
tion therapy can be predicted by determining a gene expres-
sion profile including expression levels for two or more of the
signature genes described herein, and comparing that expres-
sion profile to a reference profile, e.g., a reference profile
representing a tumor that is sensitive to radiation; in that case,
substantial similarity between the reference profile and the
profile of expression from the tumor would indicate that the
tumor was sensitive to radiation. Methods for performing
such methods are known in the art, e.g., as described in U.S.
Pat. No. 7,148,008.

Kits

The invention also includes kits for detecting and quanti-
fying the selected signature genes (e.g., mRNA or protein
corresponding to the signature genes) in a biological sample.
For example, the kit can include a compound or agent capable
of detecting mRNA or protein corresponding to the signature
genes in a biological sample; and a standard; and optionally
one or more reagents necessary for performing detection,
quantification, or amplification. The compounds, agents, and/
or reagents can be packaged in a suitable container. The kit
can further comprise instructions for using the kit to detect
and quantify signature protein or nucleic acid.

For antibody-based kits, the kit can include: (1) a first
antibody (e.g., attached to a solid support) which binds to a
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polypeptide corresponding to a signature gene; and, option-
ally, (2) a second, different antibody which binds to either the
polypeptide or the first antibody and is conjugated to a detect-
able agent.

For oligonucleotide-based kits, the kit can include: (1) an
oligonucleotide, e.g., a detectably labeled oligonucleotide,
which hybridizes to a nucleic acid sequence corresponding to
a signature gene or (2) a pair of primers useful for amplifying
a nucleic acid molecule corresponding to a signature gene.
The kit can also includes a buffering agent, a preservative,
and/or a protein stabilizing agent. The kit can also include
components necessary for detecting the detectable agent
(e.g., an enzyme or a substrate). The kit can also contain a
control sample or a series of control samples which can be
assayed and compared to the test sample contained. Each
component of the kit can be enclosed within an individual
container and all of the various containers can be within a
single package, along with instructions for interpreting the
results of the assays performed using the kit.

In some embodiments, the kits include reagents specific for
the quantification of the signature genes listed in a profile
shown in Table 10, Table 11, Table 12, or FIGS. 4A-4G. In
some embodiments, the kits include primers or antibodies
selective for at least c-jun, STAT1, cAbl, and IRF1. In some
embodiments, the kits include primers or antibodies selective
for at least IRF1 and one additional signature gene. microf-
luidic devices for RT-PCR. In some embodiments, the kits
also include primers or antibodies selective for a housekeep-
ing or control gene, e.g., as listed in FIG. 7.

Microarrays/Microfluidic Devices

Also described herein are microarrays useful for detecting
and quantifying levels of mRNA or protein corresponding to
the signature genes. The microarray comprises a substrate
and hybridisable array elements. For the detection of mRNA,
the microarray will include a plurality of individually addres-
sable areas including hybridizable array elements selective
for the selected signature genes. For the detection of protein,
the microarray will include a plurality of individually addres-
sable areas including reagents for the detection of one or more
proteins encoded by the signature genes, e.g., antibodies.

In some embodiments, the microarrays include hybridis-
able array elements selective for the signature genes listed in
a profile shown in Table 10, Table 11, Table 12, or FIGS.
4A-4G. In some embodiments, the microarrays include
hybridisable array elements selective for at least c-jun,
STAT1, cAbl, and IRF1. In some embodiments, the microar-
rays include hybridisable array elements selective for at least
IRF1 and one additional signature gene.

The term “microarray” refers to a substrate having an
ordered arrangement of hybridisable array elements arranged
thereon. In some embodiments, the array elements are
arranged so that there are preferably at least about 10 different
array elements, on a 1 cm.sup.2 substrate surface. The maxi-
mum number of array elements is unlimited, but can be
upwards of at least 100,000 array elements. Furthermore, a
hybridization signal from each of the array elements is indi-
vidually distinguishable. In a preferred embodiment, the
array elements comprise polynucleotide probes.

Hybridization causes a denatured polynucleotide probe
and a denatured complementary target to form a stable duplex
through base pairing. Hybridization methods are well known
to those skilled in the art (See, e.g., Laboratory Techniques in
Biochemistry and Molecular Biology, Vol. 24: Hybridization
With Nucleic Acid Probes, P. Tijssen, ed. Elsevier Science,
New York, N.Y. (1993)). Conditions can be selected for
hybridization where exactly complementary target and poly-
nucleotide probe can hybridize, i.e., each base pair must
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interact with its complementary base pair. Alternatively, con-
ditions can be selected where target and polynucleotide
probes have mismatches but are still able to hybridize. Suit-
able conditions can be selected, for example, by varying the
concentrations of salt or formamide in the prehybridization,
hybridization and wash solutions, or by varying the hybrid-
ization and wash temperatures.

Hybridization can be performed at low stringency with
buffers, such as 6xSSPE with 0.005% Triton X-100 at 37° C.,
which permits hybridization between target and polynucle-
otide probes that contain some mismatches to form target
polynucleotide/probe complexes. Subsequent washes are
performed at higher stringency with buffers, such as 0.5x
SSPE with 0.005% Triton X-100 at 50° C., to retain hybrid-
ization of only those target/probe complexes that contain
exactly complementary sequences. Alternatively, hybridiza-
tion can be performed with buffers, such as 5xSSC/0.2% SDS
at 60° C. and washes are performed in 2xSSC/0.2% SDS and
then in 0.1xSSC. Stringency can also be increased by adding
agents such as formamide. Background signals can be
reduced by the use of detergent, such as sodium dodecyl
sulfate, Sarcosyl or Triton X-100, or a blocking agent, such as
sperm DNA.

Hybridization specificity can be evaluated by comparing
the hybridization of specificity-control polynucleotide
probes to specificity-control target polynucleotides that are
added to a sample in a known amount. The specificity-control
target polynucleotides may have one or more sequence mis-
matches compared with the corresponding polynucleotide
probes. In this manner, whether only complementary target
polynucleotides are hybridizing to the polynucleotide probes
or whether mismatched hybrid duplexes are forming is deter-
mined.

After hybridization, the microarray is washed to remove
non-hybridized nucleic acids and complex formation
between the hybridisable array elements and the target poly-
nucleotides is detected.

Methods for detecting complex formation are known in the
art. In some embodiments, the target polynucleotides are
labeled with a fluorescent label and measurement of levels
and patterns of fluorescence indicative of complex formation
is accomplished by fluorescence microscopy, preferably con-
focal fluorescence microscopy. An argon ion laser excites the
fluorescent label, emissions are directed to a photomultiplier
and the amount of emitted light detected and quantitated. The
detected signal should be proportional to the amount of
probe/target polynucleotide complex at each position of the
microarray. The fluorescence microscope can be associated
with a computer-driven scanner device to generate a quanti-
tative two-dimensional image of hybridization intensity. The
scanned image is examined to determine the abundance/ex-
pression level of each hybridized target polynucleotide.

Typically, microarray fluorescence intensities can be nor-
malized to take into account variations in hybridization inten-
sities when more than one microarray is used under similar
test conditions. In a preferred embodiment, individual poly-
nucleotide probe/target complex hybridization intensities are
normalized using the intensities derived from internal nor-
malization controls contained on each microarray, e.g., con-
trol genes, e.g., ubiquitin C; hydroxymethylbilane synthase;
tyrosine 3-monooxygenase/tryptophan S5-monooxygenase
activation protein, zeta polypeptide; polymerase (RNA) II
(DNA directed) polypeptide A, 220 kDa; importin 8; hypox-
anthine phosphoribosyltransferase 1 (Lesch-Nyhan syn-
drome); ribosomal protein, large PO (RLPO); peptidylprolyl
isomerase A (cyclophilin A); beta actin; beta glucuronidase;
beta-2-microglobulin; phosphoglycerate kinase 1; glyceral-
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dehyde-3-phosphate dehydrogenase; transferrin receptor
(p90; CD71); TATA box binding protein; subunit A of the
succinate dehydrogenase complex; and the 18s ribosomal
RNA (see FIG. 7).

The microarrays described herein include (or consist of)
individually addressable hybridisable array elements selec-
tive for the signature genes as described herein, or a subset
thereoflisted in any of Tables 10-12 or FIGS. 4A-4G. In some
embodiments, the microarrays also include one or more
hybridisable array elements selective for an internal normal-
ization control, e.g., as described herein. In some embodi-
ments, the microarrays do not include hybridisable array ele-
ments selective for other genes.

In some embodiments, a microfiuidic RT-PCR/paraffin-
preserved tissue platform can be used. There are several
advantages to the use of this platform. First, this platform is
practical to use for routine diagnostic application. For
example, OncotypeDX, a multi-gene model for risk assess-
ment in breast cancer is in an RT-PCR/paraffin-preserved
tissue platform. Further, the RT-PCR approach is cost-effi-
cient. In addition, a standardized and optimized test could
readily be tested in banked tissue (paraffin-preserved), e.g.,
from cooperative group trials (e.g., the Radiation Therapy
Oncology Group (RTOG)), for development into routine
clinical use.

Custom-design microfiuidics cards can be obtained, e.g.,
from Applied Biosystems (ABI), that include all 10 genes in
the hub model, or a subset thereof (e.g., as described herein),
along with the standard 16 housekeeping genes recom-
mended by ABI, or a subset thereof. Additional genes, e.g.,
20,30, 40, 50,60, 70,80, 90, or 100 genes, e.g., genes selected
from the larger network model consisting of 500 genes (listed
in FIGS. 6 A-6P), can also be included in the cards. In some
embodiments, all genes will be present at least in duplicate,
e.g., in duplicate or triplicate, enabling the analysis of two or
more samples per card. As one example, if an ABI card is
used, the microarray probeset targets identified using a
method described herein will be sequence-aligned with the
ABI probeset to determine the ABI probes closest to the
microarray target.

As one example, the microfluidics assays can be performed
substantially as follows. Briefly, THE ABI TAQMAN LOW
DENSITY ARRAY (TLDA) cards profile gene expression
using the Comparative CT Method of relative quantification.
Each card consists of a series of 384 interconnected wells
divided into eight sets of assays. Each well contains dried
Applied Biosystems TagMan primers and probes for one
mRNA target. Each of the 8 ports of the card is loaded with
100 uL of sample-specific PCR mix (Each 100-ul. PCR mix
should contain 1 ng to 100 ng of total RNA converted to
c¢DNA. Once the card is loaded with samples, it is centrifuged
to distribute the PCR mix throughout the 48 wells of each
port. The TLDA card is run in the AB 7900HT using relative
quantification analysis.

General methods for making and using microfluidic
devices are known in the art, see, e.g., U.S. Pat. Nos. 6,960,
437 and 7,250,260.

Databases

In another aspect, the invention features a database com-
prising a plurality of records. Each record includes data onthe
expression of at least two signature genes in a tumor cell, and
at least one, two or preferably all of the following: data on
tissue of origin of the cell; data on ras status of the cell; and
data on p53 status of the cell, and optionally data on a prese-
lected factor relating to a subject who has the tumor. In some
embodiments, the preselected factor can be one or more of:
the presence of a treatment (e.g., the administration of a
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compound, e.g., a drug (e.g., chemotherapy), vitamin, food or
dietary supplement); the presence of an environmental factor
(e.g., the presence of a substance in the environment); the
presence of a genetic factor or physical factor such as age.

In some embodiments, the database includes at least two
records, and the preselected factor in each of the records
differs form the other record. For example, in one embodi-
ment, the preselected factor can be administration of a com-
pound and in one record the preselected factor includes
administration of the compound and in the other record the
compound is not administered, is administered at a different
dose and/or a different compound is administered. In another
embodiment, the preselected factor can be an environmental
factor and in one record the factor is present and in the other
record the environmental factor is not present or is present at
a different level. In yet another embodiment, the preselected
factor can be a physical factor such as age and the age in one
record varies from the age in the other record, e.g., a differ-
ence in age of at least 5, 10, 15, 20 years or more.

In some embodiments, each record of the database includes
data on at least two preselected factors relating to the subject.
In one embodiment, the database includes at least two
records, and at least one preselected factor in each of the
records differs from the other record. Preferably, the database
includes at least two records and at least one preselected
factor in the records differ and at least one of the other pre-
selected factors is the same. In other embodiments, the data-
base can include at least two records and each record includes
at least one preselected factor and at least one preselected
condition.

In some embodiments, the database includes at least two
records, wherein each record includes information regarding
a cell including expression levels of a subset or all of the 10
signature genes as described herein, dose of radiation admin-
istered, and survival fraction in response to that dose of radia-
tion (e.g., for a dose of 2 Gy, the survival fraction is referred
to as SF2).

The database can be any kind of storage system capable of
storing the various data for each of the records as described
herein. For example, the database may be a flat file, a rela-
tional database, a table in a database, an object in a computer
readable volatile or non-volatile memory, data accessible by
computer program, such as data stored in a resource fork ofan
application program file on a computer readable storage
medium. Preferably, the database is in a computer readable
medium (e.g., a computer memory or storage device).

In some embodiments, each record can further include data
on the expression of at least one internal control gene, e.g., as
listed in FIG. 7.

The information obtained by evaluating the efficacy of
radiation therapy in treating a tumor can also be used to
evaluate the effects that various factors and conditions, e.g.,
environmental conditions, can have on tumor treatment. In
some embodiments, the information can be stored in a data-
base as described herein.

In another aspect, the invention features a method of evalu-
ating the likelihood that radiation therapy will be effective in
treating a tumor, using a database as described herein.

The database can be any kind of storage system capable of
storing various data for each of the records as described
herein. In preferred embodiments, the database is a computer
medium having a plurality of digitally encoded data records.
The data record can be structured as a table, e.g., a table that
is part of a database such as a relational database (e.g., a SQL
database of the Oracle or Sybase database environments).

As used herein, “machine-readable media” refers to any
medium that can be read and accessed directly by a machine,
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e.g., a digital computer or analogue computer. Non-limiting
examples of a computer include a desktop PC, laptop, main-
frame, server (e.g., a web server, network server, or server
farm), handheld digital assistant, pager, mobile telephone,
and the like. The computer can be stand-alone or connected to
acommunications network, e.g., alocal area network (such as
a VPN or intranet), a wide area network (e.g., an Extranet or
the Internet), or a telephone network (e.g., a wireless, DSL, or
ISDN network). Machine-readable media include, but are not
limited to: magnetic storage media, such as floppy discs, hard
disc storage medium, and magnetic tape; optical storage
media such as CD-ROM,; electrical storage media such as
RAM, ROM, EPROM, EEPROM, flash memory, and the like;
and hybrids of these categories such as magnetic/optical stor-
age media.

A variety of data storage structures are available to a skilled
artisan for creating a machine-readable medium having
recorded thereon the data described herein. The choice of the
data storage structure will generally be based on the means
chosen to access the stored information. In addition, a variety
of data processor programs and formats can be used to store
the information of the present invention on computer readable
medium.

Computer Software/Hardware

FIG. 5 is a block diagram of computing devices and sys-
tems 700, 750 that may be used and implemented to perform
operations associated with the audio file toolbox 404. Com-
puting device 700 is intended to represent various forms of
digital computers, such as laptops, desktops, workstations,
personal digital assistants, servers, blade servers, main-
frames, and other appropriate computers. Computing device
750 is intended to represent various forms of mobile devices,
such as personal digital assistants, cellular telephones, smart-
phones, and other similar computing devices. The compo-
nents shown here, their connections and relationships, and
their functions, are meant to be exemplary only, and are not
meant to limit implementations of the inventions described
and/or claimed in this document.

Computing device 700 includes a processor 702, memory
704, a storage device 706, a high-speed interface 708 con-
necting to memory 704 and high-speed expansion ports 710,
and a low speed interface 712 connecting to low speed bus
714 and storage device 706. Each of the components 702,
704,706,708, 710, and 712, are interconnected using various
busses, and can be mounted on a common motherboard or in
other manners as appropriate. The processor 702 can process
instructions for execution within the computing device 700,
including instructions stored in the memory 704 or on the
storage device 706 to display graphical information for a GUI
on an external input/output device, such as display 716
coupled to high speed interface 708. In other implementa-
tions, multiple processors and/or multiple buses can be used,
as appropriate, along with multiple memories and types of
memory. Also, multiple computing devices 700 can be con-
nected, with each device providing portions of the operations
(e.g., as a server bank, a group of blade servers, or a multi-
processor system).

The memory 704 stores information within the computing
device 700. In one implementation, the memory 704 is a
computer-readable medium. In one implementation, the
memory 704 is a volatile memory unit or units. In another
implementation, the memory 704 is a non-volatile memory
unit or units.

The storage device 706 is capable of providing mass stor-
age for the computing device 700. In one implementation, the
storage device 706 is a computer-readable medium. In vari-
ous different implementations, the storage device 706 can be
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a floppy disk device, a hard disk device, an optical disk
device, or a tape device, a flash memory or other similar solid
state memory device, or an array of devices, including devices
in a storage area network or other configurations. In one
implementation, a computer program product is tangibly
embodied in an information carrier. The computer program
product contains instructions that, when executed, perform
one or more methods, such as those described above. The
information carrier is a computer- or machine-readable
medium, such as the memory 704, the storage device 706,
memory on processor 702, or a propagated signal.

The high speed controller 708 manages bandwidth-inten-
sive operations for the computing device 700, while the low
speed controller 712 manages lower bandwidth-intensive
operations. Such allocation of duties is exemplary only. In
one implementation, the high-speed controller 708 is coupled
to memory 707, display 716 (e.g., through a graphics proces-
sor or accelerator), and to high-speed expansion ports 710,
which can accept various expansion cards (not shown). In the
implementation, low-speed controller 712 is coupled to stor-
age device 706 and low-speed expansion port 714. The low-
speed expansion port, which can include various communi-
cation ports (e.g., USB, Bluetooth, Ethernet, wireless
Ethernet) can be coupled to one or more input/output devices,
such as akeyboard, a pointing device, a scanner, or a network-
ing device such as a switch or router, e.g., through a network
adapter.

The computing device 700 can be implemented in a num-
ber of different forms, as shown in the figure. For example, it
can be implemented as a standard server 720, or multiple
times in a group of such servers. It can also be implemented as
part of a rack server system 724. In addition, it can be imple-
mented in a personal computer such as a laptop computer 722.
Alternatively, components from computing device 700 can be
combined with other components in a mobile device (not
shown), such as device 750. Each of such devices can contain
one or more of computing device 700, 750, and an entire
system can be made up of multiple computing devices 700,
750 communicating with each other.

Computing device 750 includes a processor 752, memory
764, an input/output device such as a display 754, a commu-
nication interface 766, and a transceiver 768, among other
components. The device 750 can also be provided with a
storage device, such as a microdrive or other device, to pro-
vide additional storage. Each of the components 750, 752,
764, 754, 766, and 768, are interconnected using various
buses, and several of the components can be mounted on a
common motherboard or in other manners as appropriate.

The processor 752 can process instructions for execution
within the computing device 750, including instructions
stored in the memory 764. The processor can also include
separate analog and digital processors. The processor can
provide, for example, for coordination of the other compo-
nents of the device 750, such as control of user interfaces,
applications run by device 750, and wireless communication
by device 750.

Processor 752 can communicate with a user through con-
trol interface 758 and display interface 756 coupled to a
display 754. The display 754 can be, forexample, a TFT LCD
display or an OLED display, or other appropriate display
technology. The display interface 756 can comprise appro-
priate circuitry for driving the display 754 to present graphi-
cal and other information to a user. The control interface 758
can receive commands from a user and convert them for
submission to the processor 752. In addition, an external
interface 762 can be provide in communication with proces-
sor 752, so as to enable near area communication of device

10

15

20

25

30

35

40

45

50

55

60

65

20

750 with other devices. External interface 762 can provide,
for example, for wired communication (e.g., via a docking
procedure) or for wireless communication (e.g., via Blue-
tooth or other such technologies).

The memory 764 stores information within the computing
device 750. In one implementation, the memory 764 is a
computer-readable medium. In one implementation, the
memory 764 is a volatile memory unit or units. In another
implementation, the memory 764 is a non-volatile memory
unit or units. Expansion memory 774 can also be provided
and connected to device 750 through expansion interface 772,
which can include, for example, a SIMM card interface. Such
expansion memory 774 can provide extra storage space for
device 750, or can also store applications or other information
for device 750. Specifically, expansion memory 774 can
include instructions to carry out or supplement the processes
described above, and can include secure information also.
Thus, for example, expansion memory 774 can be provide as
a security module for device 750, and can be programmed
with instructions that permit secure use of device 750. In
addition, secure applications can be provided via the SIMM
cards, along with additional information, such as placing
identifying information on the SIMM card in a non-hackable
manner.

The memory can include for example, flash memory and/or
MRAM memory, as discussed below. In one implementation,
a computer program product is tangibly embodied in an infor-
mation carrier. The computer program product contains
instructions that, when executed, perform one or more meth-
ods, such as those described above. The information carrier is
a computer- or machine-readable medium, such as the
memory 764, expansion memory 774, memory on processor
752, or a propagated signal.

Device 750 can communicate wirelessly through commu-
nication interface 766, which can include digital signal pro-
cessing circuitry where necessary. Communication interface
766 can provide for communications under various modes or
protocols, such as GSM voice calls, SMS, EMS, or MMS
messaging, CDMA, TDMA, PDC, WCDMA, CDMA2000,
or GPRS, among others. Such communication can occur, for
example, through radio-frequency transceiver 768. In addi-
tion, short-range communication can occur, such as using a
Bluetooth, WiFi, or other such transceiver (not shown). In
addition, GPS receiver module 770 can provide additional
wireless data to device 750, which can be used as appropriate
by applications running on device 750.

Device 750 can also communication audibly using audio
codec 760, which can receive spoken information from a user
and convert it to usable digital information. Audio codex 760
can likewise generate audible sound for a user, such as
through a speaker, e.g., in ahandset of device 750. Such sound
can include sound from voice telephone calls, can include
recorded sound (e.g., voice messages, music files, etc.) and
can also include sound generated by applications operating
on device 750.

The computing device 750 can be implemented in a num-
ber of different forms, as shown in the figure. For example, it
can be implemented as a cellular telephone 780. It can also be
implemented as part of a smartphone 782, personal digital
assistant, or other similar mobile device.

Where appropriate, the systems and the functional opera-
tions described in this specification can be implemented in
digital electronic circuitry, or in computer software, firm-
ware, or hardware, including the structural means disclosed
in this specification and structural equivalents thereof, or in
combinations of them. The techniques can be implemented as
one or more computer program products, i.e., one or more
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computer programs tangibly embodied in an information car-
rier, e.g., in a machine readable storage device or in a propa-
gated signal, for execution by, or to control the operation of,
data processing apparatus, e.g., a programmable processor, a
computer, or multiple computers. A computer program (also
known as a program, software, software application, or code)
can be written in any form of programming language, includ-
ing compiled or interpreted languages, and it can be deployed
in any form, including as a stand alone program or as a
module, component, subroutine, or other unit suitable for use
in a computing environment. A computer program does not
necessarily correspond to a file. A program can be stored in a
portion of a file that holds other programs or data, in a single
file dedicated to the program in question, or in multiple coor-
dinated files (e.g., files that store one or more modules, sub
programs, or portions of code). A computer program can be
deployed to be executed on one computer or on multiple
computers at one site or distributed across multiple sites and
interconnected by a communication network.

The processes and logic flows described in this specifica-
tion can be performed by one or more programmable proces-
sors executing one or more computer programs to perform the
described functions by operating on input data and generating
output. The processes and logic flows can also be performed
by, and apparatus can be implemented as, special purpose
logic circuitry, e.g., an FPGA (field programmable gate array)
or an ASIC (application specific integrated circuit).

Processors suitable for the execution of a computer pro-
gram include, by way of example, both general and special
purpose microprocessors, and any one or more processors of
any kind of digital computer. Generally, the processor will
receive instructions and data from a read only memory or a
random access memory or both. The essential elements of a
computer are a processor for executing instructions and one
or more memory devices for storing instructions and data.
Generally, a computer will also include, or be operatively
coupled to receive data from or transfer data to, or both, one
or more mass storage devices for storing data, e.g., magnetic,
magneto optical disks, or optical disks. Information carriers
suitable for embodying computer program instructions and
data include all forms of non volatile memory, including by
way of example semiconductor memory devices, e.g.,
EPROM, EEPROM, and flash memory devices; magnetic
disks, e.g., internal hard disks or removable disks; magneto
optical disks; and CD ROM and DVD-ROM disks. The pro-
cessor and the memory can be supplemented by, or incorpo-
rated in, special purpose logic circuitry.

To provide for interaction with a user, aspects of the
described techniques can be implemented on a computer
having a display device, e.g., a CRT (cathode ray tube) or
LCD (liquid crystal display) monitor, for displaying informa-
tion to the user and a keyboard and a pointing device, e.g., a
mouse or a trackball, by which the user can provide input to
the computer. Other kinds of devices can be used to provide
for interaction with a user as well; for example, feedback
provided to the user can be any form of sensory feedback, e.g.,
visual feedback, auditory feedback, or tactile feedback; and
input from the user can be received in any form, including
acoustic, speech, or tactile input.

The techniques can be implemented in a computing system
that includes a back-end component, e.g., as a data server, or
that includes a middleware component, e.g., an application
server, or that includes a front-end component, e.g., a client
computer having a graphical user interface or a Web browser
through which a user can interact with an implementation, or
any combination of such back-end, middleware, or front-end
components. The components of the system can be intercon-
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nected by any form or medium of digital data communication,
e.g., a communication network. Examples of communication
networks include a local area network (“LLAN”) and a wide
area network (“WAN™), e.g., the Internet.

The computing system can include clients and servers. A
client and server are generally remote from each other and
typically interact through a communication network. The
relationship of client and server arises by virtue of computer
programs running on the respective computers and having a
client-server relationship to each other.

One computer-implemented modeling algorithm is
described herein (namely, the linear and quadratic analysis),
although such algorithms themselves are generally outside
the scope of the present invention. Other software-based
modeling algorithms can also be utilized, alone or in combi-
nation, such as the classification or decision trees, support
vector machines or neural networks.

EXAMPLES

The invention is further described in the following
examples, which do not limit the scope of the invention
described in the claims.

Example 1

A Radiosensitivity Systems Model Captures Central
Regulatory Pathways in Radiation Response

The model used in the methods described herein was devel-
oped in 48 cancer cell lines from the NCI panel of 60 (listed
in Table 1). Radiosensitivity measurements (as determined by
clonogenic survival at 2 Gy, SF2) were either determined
using known methods (Gupta et al., Cancer Res 2001;
61:4278-82; Torres-Roca et al., Cancer Res 2005; 65(16):
7169-76) (25 cell lines) or obtained from the literature (23 cell
lines). SF2 results for each cell line are presented in Table 1.

TABLE 1

48 cell lines and measured SF2 values.

Cell Line Recorded SF2
BREAST _HS578T 0.79
BREAST MDAMB231 0.82
COLON_HCTI116 0.38
COLON_HCT15 0.4
COLON_SW620 0.62
LEUK_CCRFCEM 0.185
LEUK_HL60 0.315
LEUK_MOLT4 0.05
MELAN_SKMEL?2 0.66
NSCLC_A349ATCC 0.61
NSCLC_H460 0.84
NSCLC_HOP62 0.164
NSCLC_NCIH23 0.086
OVAR_OVCARS 0.408
RENAL_SN12C 0.62
BREAST_BT549 0.632
BREAST_MCF7 0.576
BREAST _MDAMBA435 0.1795
BREAST_T47D 0.52
CNS_SF268 0.45
CNS_SF539 0.82
CNS_SNB19 0.43
CNS_SNB75 0.55
CNS_U251 0.57
COLON_COLO205 0.69
COLON_HCC-2998 0.44
COLON_HT29 0.79
COLON_KM12 0.42
MELAN_LOXIMVI 0.68
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TABLE 1-continued

24
TABLE 3

48 cell lines and measured SF2 values.

Cell Line Recorded SF2
MELAN_M14 0.42
MELAN_MALME3M 0.8
MELAN_SKMEL28 0.74
MELAN_SKMELS5 0.72
MELAN_UACC257 0.48
MELAN_UACC62 0.52
NSCLC_EKVX 0.7
NSCLC_HOP92 0.43
OVAR_OVCAR3 0.55
OVAR_OVCAR4 0.29
OVAR_OVCARS 0.6
OVAR_SKOV3 0.9
PROSTATE_DU145 0.52
PROSTATE_PC3 0.484
RENAL_7860 0.66
RENAL_A498 0.61
RENAL_ACHN 0.72
RENAL_CAKI1 0.37
RENAL UO31 0.62

Gene expression profiles for all cell lines at baseline were
from Affymetrix HU6800 chips (7,129 genes) from a previ-
ously published study (Staunton et al., Proc Natl Acad Sci
USA2001;98(19):10787-92). These are publicly available as
supplemental data to the published study (Staunton et al.,
2001). The gene expression data had been previously prepro-
cessed using the Affymetrix MAS 4.0 algorithm in average
difference units. Negative expression values were set to zero
and the chips were normalized to the same mean intensity.

From the total of 7,129, a subset of genes of interest was
selected by a linear regression algorithm where radiosensi-
tivity was modeled based on survival fraction at 2 Gy (SF2) in
the 48 cancer cell line database. Gene expression profiles and
SF2 for all cell lines in the database had been previously
determined, as described above.

A general linear model was created for each gene in the cell
line dataset to model the SF2 values. Independent variables
used within the linear model were gene expression, p53 muta-
tion status (17 lines were wt, 31 were mutant), ras mutation
status (33 wt, 15 mutant) and tissue of origin (TO), see Tables
2 and 3 for additional details on the numbers of cell lines
within each category. Tissue of origin, p53 mutation and ras
mutation were coded using “dummy” variables (0/1).

TABLE 2

Cell line characteristics for TO (Tissue of Origin)
Tissue of Origin Number of Cell lines
Melanoma 8
Colon 7
Breast 6
Renal 6
Non-Small Cell Carcinoma (NSCLC) 6
CNS 5
Ovarian 5
Leukemia 3
Prostate 2
TOTAL 48
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Cell line characteristics by each biological variable.

Tissue of Origin ras wt ras mut
p53 wt
Renal 5 0
Breast 0 0
CNS 0 0
Colon 0 0
Leukemia 0 0
Melanoma 4 0
NSCLC 2 0
Ovarian 4 0
Prostate 2 0
P53 mut
Renal 0 1
Breast 4 2
CNS 5 0
Colon 4 3
Leukemia 0 3
Melanoma 3 1
NSCLC 0 4
Ovarian 0 1
Prostate 0 0

The linear model format initially considered all terms (9
TO, ras wt/mut, p53 wt/mut) and 2-, 3- and 4-way interactions
among these terms. Without accounting for linearly depen-
dent terms, there are 180 terms total, far more than the number
of'observations (i.e., 48). These include an intercept, 14 terms
involving a single variable (gene expression, 9 TO, 2 p53, 2
ras), 53 paired terms, 76 triples and 36 terms with four vari-
ables interacting. However, the number of non-singular terms
was far less due to the sample size (Table 3) and linearly
dependent variables (typically interactions with no effect) are
dropped from the model. Interactions of larger numbers of
variables were dropped in favor of fewer in the case of linearly
dependent variables. Thus there are only 29 terms in the linear
model (an intercept, gene expression, 9 TO, p53, ras, 15
two-way interactions and 2 three-way interactions). When
considering biological states, the intercept was not used thus
producing 28 biological states. This model is expected to
overfit the data significantly; however the model was used to
describe the relationships in the data in an exploratory fashion
as opposed to statistically determining a significant relation-
ship.

TABLE 4

Terms used in linear modeling. The term (y) represents gene expression.
The operator x represents an interaction term between two or more
variables.

Terms

y (Gene expression )
TissueTypeBREAST
TissueTypeCNS
TissueTypeCOLON
TissueTypeLEUK
TissueTypeMELAN
TissueTypeNSCLC
TissueTypeOVAR
TissueTypePROSTATE
RASmut

P53mut

y % TissueTypeBREAST
y % TissueTypeCNS

y % TissueTypeCOLON
y % TissueTypeLEUK

y % TissueTypeMELAN
v % TissueTypeNSCLC
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TABLE 4-continued

Terms used in linear modeling. The term (y) represents gene expression.
The operator x represents an interaction term between two or more
variables.

Terms

y % TissueTypeOVAR

y % TissueTypePROSTATE

y x RASmut

y X P53mut

TissueTypeBREAST x RASmut
TissueTypeCOLON x RASmut
TissueTypeMELAN x RASmut
TissueTypeNSCLC x RASmut
TissueTypeOVAR x RASmut

y % TissueTypeBREAST x RASmut
v % TissueTypeCOLON x RASmut

A model based on the description above was constructed
for each gene in the dataset using a least-squares fit. The best
fitting genes were selected, as measured by the sum of squares
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representing these genes were loaded into GeneGO Meta-
Core software (GeneGO, Encinitas, Calif.) and analyzed for
significant over-representation in various pathways; the pri-
mary edges (interconnections) were plotted using literature-
based annotations and the model was reduced by identifying
all genes (network hubs) with more than 5 edges and less than
50% of edges hidden within the network. 485 probesets were
recognized in GeneGO.

Hubs within a gene network were defined using the
GeneGO™ software as nodes consisting of more than 5 con-
nections and less than 50% of the edges hidden within the
network. Table 5 details all defined hubs within the radiation
response network together with the number of edges and the
number of hidden edges (along with the probesets used on
each platform for each of the hubs).

TABLE §

Radiation network hub genes.

Gene Number of Number of HU6800 U133Plus

Gene Name Number Edges Hidden Edges Probeset Probeset

Androgen 1. 19 0 M23263_at 211110_s_at

receptor

c-Jun 2. 19 4 JO4111_at 201466_s_at

STAT1 3 15 1 AFFX- AFFX-
HUMISGF3A/ HUMISGF3A/
M97935_MA_at  M97935_MA_at

PKC 4. 14 4 X06318_at 207957_s_at

RelA (p65) 5. 14 2 U33838_at 201783_s_at

c-Abl 6. 13 0 X16416_at 202123_s_at

SUMO-1 7. 13 0 U83117_at 208762_at

PAK2 8. 11 3 U24153_at 205962_at

HDAC 9. 10 0 D50405_at 201209_at

Integrin 10. 7 4

IRF1 11. 7 0 L05072_s_at 202531 _at

PKC-beta 12. 6 5

Caspase-8 13. 5 0

CDC25C 14. 5 4

Cyeclin D1 15. 5 0

FasR (CD95) 16. 5 0

Galpha(g)-specific 17. 5 5

peptide GPCRs

HES1 18 5 0

of residuals. The gene-based linear models were compared to
the fit expected simply from the biological characteristics
(tissue of origin, ras status (mut vs. wild-type) and p53 status
(mut vs. wild-type)). This simpler model used 28 terms and
resulted in a sum of squared error of residuals of 1.208211.

The Resulting Model:

SF2=ky+k (y,)+k>(TO)+k3(ras status)+k,(p53 status)+
ks )(TO)+kg(y,)(ras status)+k-(TO)(ras status)+
ks(r,)(p53 status)+ko(TO)(pS53)+k o(ras status)
(p53 status)+k (¥, )(TO)(ras status)+k» (v, )(ras
status)(p53 status)+k, 3(TO)(ras status)
(p53status)+k4(v,)(TO)(ras status)(p53 status)

500 gene-based models were chosen (threshold
$5q=0.5416959) corresponding to at most 45% of the sum
squared error from the biological characteristics model. The
500 genes, which are listed in FIGS. 6A-6P, represent 7% of
the total number of probesets on the chip.

Next, pathway analysis was performed to examine the
biological significance of the genes identified. 500 probesets
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The Gather program (Gene Annotation Tool to Help
Explain Relationships (Chang and Nevins, Bioinformatics
22(23):2926-2933, 2006) tool was used to identity significant
relationships of terms from the 10 genes. A threshold of
p<0.005 was used as a cutoff.

Allhubs with more than 5 connections and less than 50% of
edges hidden within the network were selected as the major
hubs for classification purposes. Genes listed in Table 6 were
selected. The probes used on each platform (Affymetrix
HU6800, HG U133Plus 2.0 and NKI ¢cDNA arrays) are also
listed in Table 3. Matches were identified via sequence simi-
larity to the original HU6800 platform.

Table 6 shows the ten “hub” genes on whose expression the
radiosensitivity model is built. These genes are also referred
to herein as “signature” genes.
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TABLE 6

28
TABLE 7

Radiation network hub (signature) genes.

HU6800 U133Plus NKI
Gene Name Probeset Probeset Reporter
Androgen receptor ~ M23263_at 211110_s_at 324293
c-Jun J04111_at 201466_s_at 329987
STAT1 AFFX- AFFX- 308421

HUMISGF3A/ HUMISGF3A/

M97935_MA_at M97935_MA_at
PKC X06318_at 207957 _s_at 322907
RelA (p65) U33838_at 201783_s_at 326475
c-Abl X16416_at 202123_s_at 304192
SUMO-1 U83117_at 208762_at 308596
PAK2 U24153_at 205962_at 332859
HDAC1 D50405_at 201209_at 308690
IRF1 L05072_s_at 202531 _at 310653

The selected genes are biologically important, as they have
been reported to be involved in regulating radiation signaling
(Deng et al., Nat Genet 2004; 36(8):906-12; Hallahan et al.,
International Journal of Radiation
Oncology*Biology*Physics 1996;36(2):355-60; Kao etal., J
Biol Chem 1999; 274(49):34779-84; Li and Karin, PNAS
1998; 95(22):13012-7; Liu et al., Molecular Cell 2006; 21(4):
467-80; Marten Fryknés et al., International Journal of Can-
cer 2007; 120(1):189-95; Nakajima et al., Radiat Res 2004;
161(5):528-34; Pamment et al., Oncogene 2002;
21(51):7776-85; Terzoudi et al., Int J Radiat Biol 2000; 76(5):
607-15; Wang et al., Nucleic Acids Res 2005; 33(13):4023-
34). In addition, 7/10 (HDAC1, PKC-beta, NFKB, c-Abl,
STAT1, AR, PAK2) have been studied as targets for radiosen-
sitizer development (Wang et al., Nucleic Acids Res 2005;
33(13):4023-34; Russell et al., Cancer Res 2003; 63(21):
7377-83; Ma et al., J Clin Oncol 2003; 21(14):2760-76;
Cerna et al., Current topics in developmental biology 2006;
73:173-204; Milas et al., Head & Neck 2003; 25(2):152-67,
Kaminski et al., Int J Radiat Oncol Biol Phys 2003; 57(1):24-
8). Furthermore, the Gene Ontology (GO) terms captured by
the 10 gene systems model, include DNA damage response,
histone deacetylation, regulation of cell cycle, apoptosis and
proliferation, all of which play an important role in radiation
response (Marples et al., Int ] Radiat Oncol Biol Phys 2008;
70(5):1310-8; Chinnaiyan et al., Int ] Radiat Oncol Biol Phys
2005; 62(1):223-9) Lindsay et al., Br J Radiol. 2007 Septem-
ber; 80 Spec No 1:52-6; Ma et al., 2003, supra). One notable
exception includes hypoxia (Moeller et al., Cancer Metastasis
Rev 2007; 26(2):241-8). However, since the analysis is based
on data generated in normoxic conditions, we would not
expect the model to capture hypoxia-related genes. In sum-
mary, the systems model captures central pathways and genes
involved in regulating radiosensitivity.

Eight different cell lines were used to validate the impor-
tance of c-jun in the systems model. In each experiment, a
pooled siRNA and c-jun siRNA experiment were performed
several times (i.e. replicates). One estimate of the impact, per
cell line, of c-Jun knockdown is a Wilcoxon signed-rank test
between the experiment and control that were run together.
Table 7 represents the characteristics of the experiments per-
formed, including the tissue of origin, number of times the
experiment was performed, mean values (with standard
deviation) and a p-value testing differences between mean
values (Wilcoxon signed-rank test for cell line replicate
experiments).
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Individual cell line siRNA experiment:

SF2 (Mean = standard

Tissue Cell deviation)
of Origin Line n siRNA pool vs. c-Jun siRNA  p-value
Lung A549 5 0.52 £0.13; 0.71 £0.11 0.062
Cancer H460 9 0.50 +0.06; 0.60 = 0.08 0.004
Hop62 8 0.41 £0.16; 0.50 £0.18 0.039
Colon HCT116 7 0.23 £0.05; 0.30 £ 0.06 0.016
Cancer HCT15 7 0.59 +0.09; 0.66 = 0.13 0.156
HT29 5 0.85 £0.21; 0.96 £ 0.31 0.312
Breast Hs578 10 0.62 +0.09; 0.61 =£0.07 0.770
Cancer MDA231 6 0.61 +0.09; 0.67 £0.11 0.156

These results demonstrate that at least one of the genes in
the model, c-jun, is mechanistically involved in the cellular
response to radiation.

Example 2

Development of a Radiosensitivity Predictive Model
Based on the Systems Model

A linear regression algorithm to predict radiosensitivity
was developed and optimized using gene expression of the 10
genes in the systems model.

Translation of the model to other datasets was an important
requirement, therefore the hubs were assigned ranks by
expression (gene expression data for the 10 identified genes
were rank ordered, so that lowest expression among the ten
genes was ranked 1; HDAC gene expression was generally
the highest of the ten genes and therefore was often ranked
tenth) and the linear regression model was built from ranks
(instead of absolute expression) (Xu et al., BMC Bioinfor-
matics 2008; 9:125) based on expression levels in the 48 cell
lines using the R statistical software package (available on the
world wide web at r-project.org). The model predicts a con-
tinuous radiosensitivity index (RSI) that is based on the sur-
vival fraction at a given dose, measured for the cell lines in the
database. Thus, the radiosensitivity index is directly propor-
tional to radioresistance (high index=radioresistance). Since
the 10 hubs were selected from the cell line data, cross-
validation of this linear regression model would yield opti-
mistically-biased estimates of accuracy. As a result, addi-
tional datasets were used for validation.

A general model based on expression of all 10 hub genes is
as follows, including the weighting coefficient for each term
representing expression levels of the recited gene:

RSI=k * AR+, *o-jun+ky* STAT 1 +k, *PKC+ks*Rel A+
kg*cAbl4k;*SUMO1 +k*PAK 2k *HDAC+
kio*IRF1 I

The rank-based linear regression equation for determining
RSI atadose of 2Gy identified using the present methods was
the following:

RST=-0.0098009* AR+0.0128283*c-jun+
0.0254552*STAT1-0.0017589*PKC-
0.0038171*RelA+0.1070213*cABL-
0.0002509*SUMO1-0.0092431*PAK 2~
0.0204469*HDAC-0.0441683*IRF1 I

Example 3

The Radiosensitivity Model Predicts Pathological
Response to Chemoradiation in Rectal and
Esophageal Cancer

The regression model developed as described in Examples
1-2 was then applied to similarly rank-ordered patient data to
generate a Radiation Sensitivity Index (RSI).
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The model was applied to the prediction of clinical
response to concurrent radiochemotherapy in two indepen-
dent prospectively-collected pilot cohorts of patients with
rectal (n=14) and esophageal cancer (n=12). Pathological
response was defined by T stage criteria (see methods).

The Rectal Cancer Cohort consisted of 14 patients enrolled
in an IRB-approved prospective Phase 1 trial evaluating esca-
lating doses of oral topotecan as a radiosensitizing agent in
patients with rectal cancer. Informed consent was obtained
for all patients prior to enrollment. The eligibility criteria
included patients with histologically-confirmed rectal cancer
with a primary tumor at least 3 cm in size and a clinical stage
of T,-T,. An ECOG performance status of 2 or less was
required as well as a life expectancy of more than 3 months.
The diagnosis could not be more than 90 days from initial
clinic visit or from the start of therapy. All study subjects were
treated at the H Lee Moffitt Cancer Center and Research
Institute. Subjects were clinically-staged by endoscopic
ultrasound (EUS). Tumor and adjacent normal mucosa biop-
sies (a minimun of 5 core biopsies) were obtained for
microarray analysis before initiation of therapy and between
day 10 and 14 of preoperative radiochemotherapy. For the
purposes of this study only the pretreatment tumor tissue
microarray was utilized. Biopsies were snap frozen in liquid
nitrogen. No macro or microdissection of the biopsies was
performed.

All study subjects were treated with preoperative concur-
rent radiochemotherapy and underwent surgical resection
(APR or LAR in 13/14) within 8 weeks of completion of
preoperative treatment. The starting dose of oral Topotecan
was 0.25 mg/m? and it was administered at least 3 hours
before XRT on a daily basis. Patients were treated with 45 Gy
per day (prescribed to the isocenter) to a standard pelvic field
with either a three field or four field 3-D conformal technique.
Table 8 shows a summary ofthe clinical characteristics of this
cohort.

TABLE 8

Clinical Characteristics for Rectal Cancer Trial
Sex
Male 10
Female 4
Age (v)
Mean 69.4
Median (range) 72 (50-90)
Chemotherapy Dose
0.25 mg/m?/day 3 (21)
0.4 mg/m2/day 5 (36)
0.55 mg/m2/day 6 (43)
Ultrasound Tumor Stage
T3 14 (100)
Pathological Tumor Stage
TO 2 (14.3)
Tis 1(7)
T1 2 (14.3)
T2 3 (214)
T3 5 (36)
T4 1(7)
Downstaging
Yes 8 (57)
No 6 (43)

Values are number (percentage) unless otherwise noted.

Pathological response in the rectal cancer cohort was
defined by at least a decrease of one T stage in the primary
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tumor between the pretreatment EUS and the pathological
evaluation of the specimen (Janjan et al., Int. J. Rad. Oncol.
Biol. Phys. 1999; 44(5):1027-38; Janjan et al., Am J Clin
Oncol 2001; 24(2):107-12). Pathological complete response
was defined as no evidence of tumor in the surgical specimen
(primary and nodes). Based on this definition, 57% (8/14) of
the patients were considered responders.

The Esophageal Cancer Cohort consisted of 12 patients
enrolled in an IRB-approved prospective tissue collection
trial, aimed at defining molecular signatures of prognostic
value in esophageal cancer. Clinical management was not
dictated by the protocol and left to the clinical judgment of the
treating physicians. Treatment details are presented intable 9.
Eligibility criteria included a histological diagnosis of esoph-
ageal cancer, deemed a reasonable candidate for preoperative
radiochemotherapy and/or esophagectomy by the evaluating
physician. An ECOG performance below 2 was required. In
addition, patients were required to be chemotherapy naive.
Study subjects were clinically staged by EUS. Biopsies of the
tumor and normal mucosa were snap frozen in liquid nitrogen
for microarray analysis.

All subjects in this cohort were treated with concurrent
radiochemotherapy to be followed by planned esophagec-
tomy. 9/12 underwent planned esophagectomy. Three
patients completed concurrent radiochemotherapy but were
not operated because of patient or physician preference (2
patients) or progressive disease (one patient). The clinical
characteristics of this cohort is summarized in Table 9.

TABLE 9

Clinical Characteristics for Esophageal Trial

Sex

Male 7 (58.3)
Female 5 (41.7)
Age (y)

Mean 67.08
Median (range) 66 (51-80)
Chemotherapy Regimen

CDDP + 5-FU 3 (25)
5-FU 2 (16.7)
Carbo/Tax + 5-FU 1 (8.3)
NA 6 (50)
Radiation Dose

45 1 (83)
50.4 4 (33.3)
54 2 (16.7)
61.2 1 (83)
NA 4 (33.3)
Clinical Tumor Stage

T2N1 1 (83)
T3NO 1 (83)
T3N1 7 (58.4)
T4N1 3 (25)
Pathological Tumor Stage

TONO 4 (33.3)
TON1 1 (83)
T1aNO 1 (83)
TIN1 2 (16.7)
T2bN1 1 (83)
T2N1 1 (83)
Progressive Dx 2 (16.7)
Downstaging

Yes 7 (58.3)
No 5 (41.7)

Values are number (percentage) unless otherwise noted.
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Clinical response in the esophageal cancer cohort was
defined as a decrease of at least two T stages between the
pretreatment EUS evaluation and the pathological evaluation
of the specimen (Chirieac et al., Cancer 2005; 103(7):1347-
55). Three patients in our cohort did not undergo esophagec-
tomy. One had progressive disecase during preoperative
therapy; the other two experienced clinical complete
responses (documented by PET and/or EUS and biopsy) and
had no evidence of disease at least one year after completion
of treatment. Based on this definition 50% (6/12) of the
patients were considered responders.

The specimen sampled was flash frozen within 15 minutes
of resection and the RNA was extracted. Total RNA from the
excised tissue was isolated using the TRIZOL™ Reagant
(Invitrogen, Carlsbad, Calif.) and the manufacturer’s proto-
col. The aqueous phase containing the RNA separated from
the TRIZOL™ reagent was further purified using the RNeasy
cleanup procedure (Qiagen Inc., Valencia, Calif.). The quality
of'total RNA was then assessed by agarose gel electrophore-
sis and A,q/,5o ratio or by analysis on the Agilent 2100
Bioanalyzer. Five micrograms of total RNA from each
sample was processed for microarray analysis. The poly(A)
RNA was specifically converted to cDNA and then amplified
and labeled with biotin following the procedure initially
described by Van Gelder et al. (Proc Natl Acad Sci USA 1990;
87(5):1663-7). Hybridization with the biotin labeled RNA,
staining, and scanning of the chips followed the prescribed
procedure outlined in the Affymetrix technical manual and
has been previously described (Dobbin et al., Clin Cancer Res
2005; 11 (2 Pt 1):565-72).

The oligonucleotide probe arrays used were the Affymetrix
U133A 2.0 plus chips. Since the original cell line data was
created on the HU6800 GeneChip, while the newer patient
expression data was generated on HG-U133Plus chips, it was
necessary to translate the hub probesets in Table 6. This was
done using the blast program to find the best U133+ probeset
match to the consensus sequence from which the 6800
probeset was designed. The Affymetrix NetAffx software
was also used for this translation. Scanned output files were
visually inspected for hybridization artifacts and then ana-
lyzed using the robust multi-array analysis method (RMA)
(Irizarry et al., Nucleic Acids Res 2003; 31 (4):el5 (27)).
Statistical testing for patient cohorts was determined from
predicted RSI values using a one-sided Mann-Whitney test.
The test was used to determine if the predicted RSI was
significantly higher for non-responders. Bar-charts of patient
response were graphed using mean and standard error values
for each response group in both the rectal cancer and esoph-
ageal cancer data. Relapse-free survival differences between
low and high RSI values were calculated using a log-rank test
of censored survival times.

As shown in FIG. 1, the model significantly separated
responders (R) from non-responders (NR) in the pilot clinical
cohort (all patients, mean predicted radiosensitivity index, R
vs. NR 0.34 vs. 0.48, p=0.002). Importantly, the model was
accurate in both disease cohorts in spite of the small number
of patients (rectal cancer patients, mean predicted radiosen-
sitivity index, R vs. NR 0.32 vs. 0.46, p=0.03) (esophageal
cancer patients, mean predicted radiosensitivity index, R vs.
NR 0.37 vs. 0.50, p=0.05).

To further describe the model, an ROC curve (FIG. 2) was
generated using the predicted radiosensitivity index values to
determine the sensitivity and specificity of the predictor.
Using a threshold RSI value of 0.46, the model has a sensi-
tivity and specificity of 80 and 82% respectively, with a posi-
tive predictive value (PPV) of 86%. In addition, there were 8
patients that experienced a complete pathological response in
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the two cohorts. 6/8 complete responders had a predicted
radiosensitivity index below the threshold. These numbers
are encouraging since the predictor was not developed to
account for the radiosensitizing effect of chemotherapy and
the inclusion of chemotherapy was expected to account for
prediction inaccuracies.

These results show that RST when analyzed as a continuous
variable is correlated with pathological response in rectal and
esophageal cancer patients treated with preoperative concur-
rent chemoradiation.

It is important to note that false negatives (predicted
radioresistant that responded) were the main inaccuracy
when the model was dichotomized in the esophageal and
rectal datasets. This population represented 60% of the mis-
classified cases in the esophageal and rectal cancer cohorts. It
is possible that this inaccuracy is due to the radiosensitization
effect of chemotherapy. The proportion of individuals within
the rectal and esophageal dataset that are classified in this
group (11.5%) is consistent with the observed improvement
in clinical responses with concurrent chemotherapy over
radiotherapy alone (Herskovic et al., The New England Jour-
nal of Medicine 1992;326(24):1593-8; Al-Sarrafet al., ] Clin
Oncol 1997; 15(1):277-84 (published erratum appears in J
Clin Oncol 1997 February; 15(2):866); Bossetetal., The New
England journal of medicine 2006;355(11):1114-23). There-
fore, it is possible that this effect can be addressed by analyz-
ing differences between responders and non-responders that
share a predicted radioresistant phenotype.

Example 4

The Radiosensitivity Predictive Model is of
Prognostic Value in Head and Neck Cancer

The model was further tested as a prognostic marker in
locally-advanced head and neck cancer patients treated with
definitive concurrent radiochemotherapy.

The Head and Neck Cancer Cohort consisted of 92 patients
with head and neck cancer treated within prospective ran-
domized Phase II-III trials at The Netherlands Cancer Insti-
tute. The majority of tumors were locally-advanced advanced
(94% T3 and above, 74% N1 and above). The full clinical
details of this cohort were previously published (Pramana et
al., Int J Radiat Oncol Biol Phys 2007; 69(5):1544-52). All
patients were treated with concurrent radiochemotherapy
with cisplatin-based chemotherapy. Total radiation dose was
70Gy in 2Gy daily fractions in all cases. Two different sched-
ules of cisplatin were given: 1. (high dose) 100 mg/m> IV
three times during radiotherapy or 150 mg/m? given intra-
arterially four times during radiotherapy; or 2. (low dose)
20x6 mg/m* daily. No disease outcome differences were
found between chemotherapy schedules.

Gene expression profiles for all patients were generated
using the NKI array. These methods were previously pub-
lished, see Pramana et al., Int J Radiat Oncol Biol Phys 2007;
69(5):1544-52. Probes were mapped from the HU6800 plat-
form to the HG-U133 Plus 2.0 platform and NKI array format
by mapping the probe sequences onto a corresponding NCBI
refseq ID or genomic region, then identifying the closest
probe match on the new microarray platform.

Using the same algorithm developed in cell lines and tested
in the rectal and esophageal cohorts, radiosensitivity predic-
tions were generated for this dataset. The average radiosen-
sitivity index prediction was lower in this disease site when
compared with rectal and esophagus (predicted radiosensi-
tivity index, head and neck vs. esophagus vs. rectal 0.06 vs.
0.43 vs. 0.39). Although this could be partly a function of
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radiosensitivity differences between these diseases, it could
also be due to platform differences (Affymetrix U133 Plus vs.
NKI array). In spite of these differences, the radiosensitivity
index was still of prognostic value within the head and neck
dataset. The predicted radiosensitive group had an improved
2 year Relapse-Free survival (2 yr RFS 86% vs. 62%,
p=0.06), thus arguing that the model is capturing biological
commonalities that determine tumor radiosensitivity across
disease sites (FIG. 3).

These results show that RSI is of prognostic significance in
a cohort of 92 patients with locally-advanced head and neck
cancer. The applicability of the model in three different dis-
ease sites strongly suggests that the model captures common-
alities that define radiosensitivity across disease sites. There-
fore the model should be generally applicable to other disease
sites (e.g., lung, prostate, or cervical cancer).

In addition, as noted above the gene expression in the head
and neck dataset was derived from NKI arrays, which is a two
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between the predicted radiosensitive and radioresistant
groups to assess statistical significance. In addition, the mean
predicted RSI was also used a threshold and evaluated.

The rank-based approach to prediction does not allow
single genes to be used. In addition, some subsets of two
genes lead to identical ranking for all cell lines, thereby
limiting the number of possible subsets to be evaluated.

All of the potential gene combinations were evaluated in
each of the patient cohorts described above. Table 10 and 11
show results for statistical significant subsets of genes (gene
symbols joined by ‘_") and p-values from tests of significance
between responders and non-responders (in the manner
described earlier). Many significant subsets were identified,
ranging from subsets of 2 genes to 10 genes.

Inthe head & neck trial there were 12 significant subsets of
genes when considering the difference in recurrence free
survival split at the 25" percentile of predicted RSI, which are
listed in Table 10. Using the median of predicted RSI identi-
fied the gene subsets shown in Table 11.

TABLE 10

Subsets Significant in Head & Neck Cancer Cohort by 257 Percentile

Number in
Subset

Combination

25th Percentile

[ R R e e e e e VRV N

—

STAT1_SUMOI1_HDAC_IRF1
AR_STAT1_SUMOI1_HDAC_IRF1
c-jun_STAT1_RelA_SUMOI1_IRF1
AR_c-jun_STAT1_RelA_SUMOI1_IRF1
AR_c-jun_STAT1_cAbl_SUMOI1_IRF1
AR_c-jun_STAT1_SUMOI1_HDAC_IRF1
c-jun_STAT1_RelA_cAbl_SUMOI1_IRF1
c-jun_STAT1_RelA_SUMO1_PAK2_IRF1
AR_c-jun_STAT1_RelA_SUMO1_PAK2_IRF1
c-jun_STAT1_PKC_RelA_cAbl_HDAC_IRF1
AR_c-jun_STAT1_PKC_RelA_cAbl_HDAC_IRF1
AR_c-jun_STAT1_PKC_RelA_cAbl_SUMO1_PAK2 HDAC_IRF1

0.053506572
0.050918175
0.059557472
0.042062687
0.046890608
0.053117262
0.059557472
0.059557472
0.042062687
0.046900514
0.032529876
0.062801635

channel based cDNA microarray platform, while the gene
expression data in the esophageal and rectal cancer cohorts
were derived from Affymetrix U-133 Plus microarrays. This
indicates that the algorithm is transferable across platforms.

Example 5

Identification of Subsets of Genes Significantly
Associated with Radiation Sensitivity

To determine whether all 10 of the above-described signa-
ture genes were necessary for a robust prediction, subset
analysis was performed using the methods described herein.

Considering the 10 signature genes, subsets of these genes
were selected and tested for statistical significance in the
patient cohorts described earlier. For each subset, the gene
expression data was rank ordered and a linear regression
model was built. The coefficients and ranks of these models
differ from the 10-gene model. Each new model was evalu-
ated by generating RSI predictions on the esophageal and
rectal cancer patient cohort and using a one-sided Wilcox test
for significant difference in RSI between responders and non-
responders. In addition, a one-sided Student’s t test was also
used to assess statistical significance.

Likewise, the RSI predictions were generated for the head
and neck cancer patient set. Here, the 25th percentile of
predicted RSI was used as described above as a threshold for
calling a patient’s tumor radiosensitive or radioresistant (for
the purposes of time to local recurrence). A log-rank statisti-
cal test was performed on recurrence free survival times
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TABLE 11

Subsets Significant in Head & Neck Cancer Cohort by Median

Number
in

Subset Combination Median

AR_PKC_cAbl_SUMOI1_IRF1
c-jun_STAT1_RelA_SUMOI1_IRF1
AR_c-jun_STAT1_RelA_SUMOI1_IRF1
AR_c-jun_STAT1_cAbl_SUMOI1_IRF1
c-jun_STAT1_RelA_cAbl_SUMOI1_IRF1
c-jun_STAT1_RelA_SUMO1_PAK2_IRF1
AR_c-jun_STAT1_RelA_SUMO1_PAK2_IRF1
AR_c-jun_STAT1_RelA_cAbl_SUMOI1_IRF1
AR_c-jun_STAT1_PKC_RelA_cAbl_SUMOI1_IRF1 0.043331767

0.039215827
0.059557472
0.046890608
0.046890608
0.059557472
0.059557472
0.046890608
0.046890608

[ I S R = = N = NV V]

The Rectal & Esophageal trial had 259 significant subsets,
ranging from two hubs to all ten; FIGS. 4A-4G present a list
of those subsets.

There were five gene subsets that generated RSI predic-
tions that were of statistical significance in both the head/neck
and rectal and esophageal cancer patient cohorts. All included
c-jun, STAT1, cAbl, IRF1, and are listed in Table 12:
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TABLE 12

Subsets Significant in
Head & Neck, Esophageal, and Rectal Cancer Cohorts

Number of
Genes in
Profile Genes in Profile

6 AR + c-jun + STAT1 + cAbl + SUMO1 + IRF1

6 c-jun + STAT1 + RelA + cAbl + SUMO1 + IRF1

7 c-jun + STAT1 + PKC + RelA + cAbl + HDAC + IRF1
8 AR + c-jun + STAT1 + PKC + RelA + cAbl + HDAC +

IRF1
10 AR + c-jun + STAT1 + PKC + RelA + cAbl + SUMOL +

PAK?2 + HDAC + IRF1

This indicates that these subsets of genes can be used in the
present methods in place of the ten signature gene profile.

OTHER EMBODIMENTS

It is to be understood that while the invention has been
described in conjunction with the detailed description
thereof, the foregoing description is intended to illustrate and
not limit the scope of the invention, which is defined by the
scope of the appended claims. Other aspects, advantages, and
modifications are within the scope of the following claims.

What is claimed is:
1. A method of treating a subject having a breast tumor, the
method comprising:

determining expression levels of signature genes compris-
ing Androgen receptor (AR); Jun oncogene (c-Jun); Sig-
nal transducer and activator of transcription 1 (STAT1);
Protein kinase C, beta (PRKCB or PKC); V-rel reticu-
loendotheliosis viral oncogene homolog A (avian)
(RELA or p65); c-Abl oncogene 1, receptor tyrosine
kinase (ABL1 or c-Abl); SMT3 suppressor of mif two 3
homolog 1 (S. cerevisiae) (SUMOL1); p21 (CDKN1A)-
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activated kinase 2 (PAK2); Histone deacetylase 1
(HDAC1); and Interferon regulatory factor 1 (IRF1)ina
cell from the tumor;

assigning a radiation sensitivity index to the tumor based

on expression levels of the signature genes;

selecting a treatment regimen for the subject based on the

radiation sensitivity index; and

administering the selected treatment to the subject.

2. The method of claim 1, wherein a radiation sensitivity
index below a threshold indicates that radiation therapy is
likely to be effective in treating the tumor, and the method
includes selecting a treatment regimen including radiation
therapy; and

wherein a radiation sensitivity index above a threshold

indicates that radiation therapy is not likely to be effec-
tive in treating the tumor, and the method includes
selecting a treatment regimen excluding radiation
therapy, or a treatment regime including a high dose of
radiation therapy.

3. The method of claim 1, comprising selecting a dose of
radiation that is the greater than the preselected dose of radia-
tion, if the radiation sensitivity index is above a threshold.

4. The method of claim 1, wherein assigning a radiation
sensitivity index comprises applying a linear regression
model to the gene expression levels.

5. The method of claim 4, wherein the model is a rank-
based linear regression model.

6. The method of claim 1, wherein the two or more signa-
ture genes are weighted.

7. The method of claim 5, wherein the linear regression
model is represented by the following algorithm:

RSI=k, * AR+, *o-jun+ky* STAT 1 +k, *PKC+es* Rel A+
kg*cAbl+k,*SUMO1 +k*PAK 2+ *HDAC+
k1o*IRFL. I

8. The method of claim 1, wherein the method is computer-
implemented.
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