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Ther eof RELATED APPLI CATI ONS [ 0001] This application clainms the benefit of
U. S. Proweizoreal21ppl i cation Serial No. 61/373,687, fil @edTAsQuaw47153) 2010,
U.S. Provisional Application Serial No. 61/418,689, filed Decenber 1, 2010,
U.S. Provisional Application Serial No. 61/482,347, filed May 4, 2011, and
U.S. Provisional Application Serial No. 61/482,480, filed May 4, 2011, each
of which is incorﬁﬁrate .hﬁ{ein . reference iﬁ.itéﬂgntifety. FI ELD OF THE
| NVENTI ON [ 0002] THB® CehPRSEh I emAESTs g Hsey dstsPty to the detection
of biomarkers and the diagnosis of cancer in an individual and, nore
specifically, to one or nore biomarkers, nethods, devices, reagents,

syst i i i r, nore particularly pancreatic
cancgE, L@ﬁ%i%ﬁglﬁmoow] The foll ow ng description

provi des a summary of information relevant to the present application and
ISTWMﬂ1@%ﬁﬂM%M@M@W@%@m%ﬂm@ﬂ%wwﬂﬁM%ﬂkmmmMM%%@ﬁ
referenced herein is prior art to the present application. [0004]
Pandileatugustaht 2010 sUthd’rboisionhl Appldiatgnciuse Nof (dahber3Y; dlleat Pdcaigatrh, i n

t he USA ile the 5-year survjval is I % .this ha ns 0
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haveharadgitgnalerspraadts cthirstyl S because the di sease is notoriously difficult
to diagnose in its early stages. About 20 percent of patients with
"operabl e" disease [stage Ilb or |ess] undergo a "curative" resection and
the 5-year_survival increases fromless than 5% to 15-20% [ 0005]

Panckddtlcl ¥ st Er STHE I NV FEDIDBON he exocrine and endocrine portions
of the pancreas. O pancreatic tunors, 95% devel op fromthe exocrine

portion of the pancreas, including the ductal epithelium. acinar cells,
conn88P2l e Thp ggeent anplirgtiphatipestgeasindy Wpbrodiiratiael y! 75omatkery pnd the

pancy. i ' . row thi ] . r 5-20%
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Recutdveng aesanteydtoeal ard Ktobr ARghodiNecaRAE ndragartidul slapheapatar cahicst ant
(spread to organs such as the liver, lungs, or bone). Wen pancreatic
exodhiameindander- recurs, it is essentially treated the same way as
netastatic cancer, and is likely to include chenotherapy if the patient can
tolerate it. Typically, pancreatic cancer first netastasizes to regional

|y o) e liver, and, |less commonly, to the lungs. It can
a“gﬂgﬁiéﬁiag;fiékiibiﬁfrounding vi sceral organs such as the duodenum
stomach, and colon or netastasize to any surface in the abdom nal cavity

vi a Lt opeal read. Ascites result, and this.has,an om nous

or odB0PL TR e PRAFR doe R Elh Rl h Sk PREGRAABRAMC T OB Teren

met aghfissson RANGE §RL1 £ GAMGSIonUNEOMIRNbY I LASHAFIAE BrdvaldIone pubBRiths Two
clinical applications for a bl ood based pancreatic cancer test are for

pr eclefenérsadl hdieagrosiisr am tb hbe psssapt aprdichgonhi gh-ri sk popul ati on and

differential diagnosis i.n the s tomati ¢ popul ation, T clinical utilit
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cases of pancreatic cancer in the USA in 2010, and 36, 800 deat h's. netics,
f amihtertdrsioar y tleh2@hio€ sygnak eBgibtd oy a$nolkitivg” asdcthirgthealucdhdl inceasunpt i on
increase the risk of pancreatic cancer, as does cystic fibrosis. The

i ncridadBoi At Fhaskimpes dgarsiv.apaetban Ball thepyimes baveshprrhgiscasosngapodsy i s
2X 14 >25 per, day. | Sr3%.ri sk cohol ;: nore tha rinks,.per day.gives
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genetic nutations: 10x risk [0009] In the asynptomatic but at-risk

popul atirerivé nrestrdioatsenide ofcaamuefifadnirgeses ¢roge isnghapadadiogiritte cancer is
si mpl tected at the tinme af npi omati c presentation. . This is likely to
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of 20% in the 20% of early detection subjects is only 4% of the tota

popul ation. If the eligibility for curative surgery increased - by early
detection in the asynptomatic populaﬁion - fromthe current 20% then the
curable total would increase, as would the nunber of |ives saved per year.
Si nce pancreatic cancer is a |low preval ence disease, even in this

hi gh-ri sk popul ati on, high specificity is an inportant attribute of a
screening test. Alow false positive rate is essential to reduce the cost
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[0015] The utility of two-dinmensional electrophoresis is limted by |ow
detection sensitivity; issues with protein solubility, charge, and

hydr opholbwoi2b12/02¢m65 r epr oduci bility; and the possibilitpcofusaoigiontsiie spot
representing multiple proteins. For mass spectronetry, depending on the

format..us limtations revolve around the sanple processi ng and
soBRRkpERRe durd L RUhfTen G SR IF SRR EhEREF Ot s -
copgixgian@ly 03, ofaMmdpdeaditicl daycihOmbpR: atighiy thd@pd by ntheodel-qatetapr ot ei n.
Limtations in i munoassay approaches to bi omarker discovery are centered
on13-Re%i mabi i the bfdyaol iheqayctrasechdnidlO¥ipbexr asdaysilt o neasure a | arge
nunber .. of _anal ytes. m ght sinply print an array of high-quality

an[ﬁb i e%eC&W&PCW%géﬁog%lnGWé HE8r t%é%@?eﬁf’“%“aﬁ%}itﬁ‘gkgr Bttt {Sﬁrﬁtaﬁlose
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because hybridi zation can be a stringent test for identity. Even very good
antlitbe dregntate twbtatstit.i hyeiaelepsughaiin carsre st neeteresiresdiondgingalgamher s t o
vorkikn e, cont gty ofablgod or, eyen cell extracts hecase ! he Arotel n

en8endl e ''h"t hdse matft ces® have' @ ’remer 4T ferémt unganyces.@@ Thus, one

NUsdudsey Qistirhl 6F@NE sARPROARY dnbidhinimiibeassaydasied RNRERAGRRS thony

bi omar ker di scovery - one would need to use nultiplexed ELI SA assays (that
i ssurfamedwi ihhed)dotongetavguffip giceintnest spregéndscites measigsdt.nany tlan diay tees

si nmul t aneousl y. t Q deci de whi ch anal yt e i.ndeed . bi pmarkers. Sandw ch

i W%?@%E- %@PC?@&F éﬁa{ﬂ%erﬁ”fl@hslﬁ%ﬁi?z%%e Gl BF%HHBFB%? %mea%s?%s&@er y
uspRgeshid DARRE WRARMNLGR HOTIAGRSSAY ke ot possible using standard array
formats. Lastly, antibody reagents are subject to substantial | ot

vafocy | i Tyo ahdicsleggeiobtiomsioali Blody basBdepadnnstaaintcaptattbar aneffor perhhieiln

bi omar ker di scovery overcones this problem C{_0016%_ Many of these nethods

r ellipgBesinin Feganimedtepimict ipb-BTk Bapppdor padtdiBerstiiondiggneis otheneapral ysi s.
Thus t.he | ay. at 1,0n.r.equi run. a.sufficientl wer ed study
detTghaSrRATRUEN T R PRGN T PR DRI MLt B B er ”i
se[0®R] of seebhirfief #8 ds§ AP AGPUhiah ABIE popudXlibAMEhYredidrt hebiimatast ]y,
and tinme consumng. During fractionation, a wide range of variability can
be4$hil oducestsiaftpantivetivari@usn slanpbésin XG0, exhipRe) deathot enndtals, frar-ker
coyld.he unstable to the process, the concentration .of .the rker .coul d be
crihdudont MR oRH Gl o grSgas B eIt LaBdr SRarTOHOR St badtn e

i nagyQEHENL, RARL 8l cORE A MALLONTROM HoRE G EisRNds HBYUS QRSGHI L. the subtle
changes anticipated in early disease. [0017] It 1s wdely accepted that

bi omey kggaraits GRVRMY: ang HetRGtil o (Rt Rods,Hehigs Bheske technol ogi es have
serious Timtations for the identification of diagnostic bionmarkers. These
lim taathl@msl: i ineteudi@nandiinabh dri day %i@esdﬂl.‘ﬁ%ld vk abungdance bi omarkers, an
inability to consistently cover the entire dynam c range of the proteone,

i rrepr Odundliybiidtbty d firss alaplee rplacee ssihntheatiskabs asts aatinoraseand over al |
irreproducibility and | ack of robustness of the method. Further, these

st udieegdnétvevitintyodudedsibi Alsessk nto t he data and not adequately addressed
the conplexity of the sanple popul ations, including appropriate controls,
in ter MEOR2 gheetdi vtdatiousi bk dpd randomi zation required to identify and
val i date bionmarkers within a target di sease popul ation. [0018] Although

ef {009 dnnibd ;aymphendiisbav et-yislobopelatiandn efié ebianve obhorEekeresschavuamggone on
for several decades, the efforts have been | argely unsuccessful . Biomarkers
f oPaRpAIgTOHe Ginseais 8NPl sickul dathdigd Be ehsyddRETf icadcseRt s vad dritis likely

| apopat oLl a5, MR, %\lcle%ftanre%"lghde%@ct% ql.q4entah iﬁ&%gé%"t%y M@&Jm% di %%iel@??ss' c
research on sone di sease process. Based on the discover and Whh smal |
ameliible F @kitiicCalredat aThpapelst \Wareraublfi &lvedn tthatoosuggestiedidf@ion
identification of a new bi omarker. Mst of these proposed bi onmarkers,
howdhiests ihavke Hotof hbenotebpppulrtidnadl theatlictrilivskr yhrdi o ey Sncrpasedar i |y
because the smal.l punber of clinical.sanmples, tested vi de onl Kk

ot BE ety s BPBar PRAR nSarF o fonarRer st P 0t PRe i Yol Tha
IS tothN&olf ficflasd ARNELEIHCRETRMMBSHMRks KhEQr QUSyik t i f@SPECTetR dReePasi c
el enents of statistics. In each of the years 1994 through 2003, a search of
the scientific literature shows th t housands of references directed to
bi omar kers were published. During that sane tinme franme, however, the FDA
approved for diagnostic use, at nost, three new protein bionmarkers a year,
and in several years no new protein biomarkers were approved. [0019] Based

on the history of failed biomarker discovery efforts, nmathematical theories
have been proposed that further pronote the general understanding that
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[0086] Figure 8 is a flowhart for a nethod of indicating the |ikelihood
that an individual has pancreatic cancer in accordance with one enbodi nent.
[ 0087] Fiwore12d2itdsustrates an exenpl ary aptaner assay PhatusSe@n/ops7used to
detect one or nDre pancreatic cancer bi omar ker s in a biological sanpl e.

10 % g ed ¢ 1.0 _.o{( fre% %ncb\@ Q i ch bi orr(r)arkegrs wer e
usesda A BUTdl g lé‘r ﬁgs?erFéP tso P hgti'$H Bet' el %Q%F Sat ¢ AGEEr and

t het@huaner rl@aeatmg eaLr al Buf rartm@@mag%ﬁ'@ete%tnaat tPfedpot e bk iRiverar kers.
[0089] Figure 11A shows a pair hi st ogranms sunmari zing all possible

sr hgluenpcreesaey rﬁolhmfep @aty@slundsaﬁ]dr rfedere moortgdo( AWQpatirsitng t he bi omar kers set

le I, I|d) and a set of random markers_(dotted). [0090]
LQPH@] 11@%P lagrlPSIaf I *BE GYFRRECRGRPRZCRG: al ' BEesi BIE“t WS pr ot ei n

pr \V/ LS f i forth
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Bayes classifier scores (AUC) using the biomarkers set forth in Table 1
( serm@ratatmﬂ pancreetleﬁnd%tn@e rtvlr@arSkentyl@amrteéaycreﬁbeazl}/mh@maemasfntmtsf t he

r _nave sifiers. usin er.s, sel ected fromthe
Avile Rl o ek Il IS AL S TR R CSRR
angdy kor nrikrr s duri ng classifier generatl on. [0093] Figure 13 shovvs t he
performance of three different classifiers: CA19-9 al one, the SOVAmer panel
and tehébclonbbinal gtaio n pefticeGivBNehsn andai®ad 9 he p@394] Figure 14 shows the
performance of CA19-9 plus one (HAMP) or two (HAMP and CTSB) SOMAmer
bi one Qé)ﬁ@W‘[lYﬁ)%P FPgure 15 shows the performance of the 10 marker random
f orest ch ssrfreila %P%@]%L Fi gure 16A shows a set of ROC curves nodel ed from
the dabRliH FABIPE 1 $anel's of fromone to five markers. [0097] Figure
16B shows tﬂl??st of ROC curves conputed fromthe training data for panels of
fromone t ive markers as in Figure 12A. [0098] Figures 17A and 17B show
a conpani-sam, ahtiper f or mance between ten biomarkers selected by a greedy
sel ection procedure (Tabl e 19) and 1,000 randomy sanpled sets of ten "non
mar ker Nabsanmaokéisg The nean AUC for the ten biomarkers in Table 19 is
shown as a dotted vertical line. In Figure 17A, sets of ten biomarkers were
randmﬂAquee%dtredlemenireatlms10 anaI ytes present in all 3 cancer studies that

ed re. In Fi e17B the s

or S0 oF s BTVRPRY 88a MRS B TR S bitr RS PSeriErsa P o ehe
r eE"@hBE!pnt%lééttP'a@ MRLKeES of Eti%@% I&tha%t LhpaimWene nRQtyapkaatiednPynt begr eedy
procedure. [0099] Figure 18 shows recei ver operatiing characteristic (ROC)
cuhs/ced sjoptdrhe a&dnaveeﬁaylessnmtamss fheeos: Iseed frothehtable. Talel eenek®endrapomach

are r the curve (AUC). i s al so displayed net to the | egend.

%ntatee% %q@f%i‘hlﬁﬁoé& Ugé‘ v@na%rlﬁf@ér nﬂé%@e atBF 5
re Y ig ethe|nvent|on will be
deg@ﬁ@%@%ﬂ %ﬁ%ﬁc f@%ﬁéﬂo‘g&%@rﬁ rrer a@ﬂg b\é\!]nb di ments, it will be
under st pod that the mveRl I &_hot |nte®ﬂed to be I|mted to |t hose
enbodi nents. On the cont PRS2 i PREGINS N A€ i nt ended to covdr all
alternafives, nodifications, and egﬁié{«gbﬁ@&@eﬁ{l ammngeﬂétn)c&uded W t hin
t he scope—ef—the present—inventignas—detined g101] One
skilled|in the art wll rP@c@gt‘dgz:e frbay rretztﬁe&@ a1d64r&4er| a5§45| mlar or
equi val ent—to those desgribed _terein llcn cout - be used T arld are within
the scope dbdemEiappaict i ce &f-6the p?ge%nt HERt i pAV0.Fhe| pr@dEht| i nventi on
ted to g102] Unl ess

isin np way {1 t hdd al 5 rib .[
def i ned| ot herM'SEt echii catgg scil@at %é %2%: 5 i'l Have the same
meani ng| as qg@rgt}tniogs understlpg% by gqgg)o ogg@;(nar y 1alk57hll |1513 ;gg)le art to which

thl S I n \/ntl UII U\/I Cn"s I_\I t huugll ull_y Ill/ ||Cu u\/ | \J\/J, .Allu ||ul. brl al S

f

it
si m | ar | dvlaleguiavalfetigud ¢ t hoke dest&iﬂﬁ)ed hrenann Cal®, 38 ps¥dIi™ [t he practice
or testim the Tnvenyion preferfed methods, devices ang naterials

are now dg@f‘:"rel]?k?é]drea[“@lfo 3] ABP Cpubl PSAY i onss 45001 | SReld2pat @t ddcunent s, and
F t ed h D fl the | |
pat ent i%rbr}%ﬁyaggrseaﬁk :Ag.?f;/%' S §Rph ! Ca“/?é’G ar QE% Catél %20 the leve

of skill he’ applicdtfion peftdins ubl i cati ons,
publi shed pateng docurrent s, and pa-tg—:-ggo apgig Rl aggg gggt =@Qmeogl n are hereby
I nCOr pOI (J.t ed by I Cf CI CII\;C tU t hC QQIIU C/\I. CIII. (J.Q C IIUUUII ua\,h I II I VI dual

publ i cation, published patent docu or patent application was

specifically and individually indic ted as being incorporated by reference.
[0104] As used in this application, including the appended cl ains, the
singular forns "a," "an," and "the" include plural references, unl ess t he
cont ent cIearIy di ctates otherwi se, and are used interchangeably with "at

| east one" and one or nore. " Thus, reference to "an aptamer” includes
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Det ection and Determ nation of Bionmarkers and Bi omarker Values [0147] A
bi omar ker value for the biomarkers descri bed herein can be detected using
any of a wearoeto1m™s known anal ytical methods. |In one enipodiuseor/04270

bi omar ker value is detected using a capture reagent. As used herein, a

e e ent" or "capture reagent” refers t | ecul e th i apabl e
of (07 G S pae ey &S B mteat & Fitvdh BodRarndiufnel®ly ' HE apt or e
I eagRMkicR PO pEXPREEEh bOpdieeRi-QABEdEh crlefles OhUEH Q0 BMobig ceXRASRd toO

t he bi omarker while the capture reagent is imobilized on a solid support.

| ndotdrer Téwebbadieistd,panheatiapbucce is eggenily wedt aidisgraphiealiybg thhdindirg
reaftive wth a gecondary fEa ure on a soliﬁ support.ﬁfn th sg enbodi nent s,
t he éd@ﬁﬁr@“@é&é ntPEdn e %Edgﬁﬁ'P LPHES Bio maPKERUT 18bIoGL TOHY HAG t hen

thﬁo@vggérrgﬁrﬁgg%tcgﬁ k?ea{h{]v%ﬁe Pﬁ%‘%m Can,IB61 Y& Ha@.d%?éi‘k%‘ﬁ'i‘e%tévﬁi'ah Lt finthe

secon re on e so support to inmobilize the biomarker on the
soldqghirs Uppertup, Theudaptdisg osteaganting swsellelednedt blas edtiarts tahd diypifyofhe

anal ysis to be conducted. Capture reagents include but are not limted to
aptlgBess. anti bodi es, adnectins, ankyrins, other antibody ninetics and

of RELB" Ak, el QLR oAUt aantd badl.es.. 6T TENRS: oA MR EEULER: 0"
F( fragment, a single cHai“h'“an't’ ocfy Teragmen , an Fv ragmenp, a

Si AGkRere Rt aRY of 1 agBMle afd RUGIsEls PG LMificant @AtieRce @ 4 UgaNd-Ripaditng
receptor, affybodi es, nanobodies, inprinted polyners, avinmers,

peptihgaowilifetd csitra Heprhdive beeeptdfic needisd ekphetivec dpvwarkeandas ymdhkt i ¢
receptors, and dification dfra nts of these. [014 In s

erBEa LA 1ol Rar RAanLL et Bﬁleﬁ%@rn@fogms?%ﬂﬁpﬁﬁ?fﬁrd@%ﬁﬁ%

re I (014 r [ |,OF v, i

oo B B e R S e S Tk gl

I nddllseiet tegporsdcto aspnfoor Exabpheirkas oa s¢tesiublonefrkes ridaaificdnatehginetgly
subsequent to the bionmarker/capture reagent interaction, but is dependent
onclitealboratgef whorothormetobh dadrlkealy Buptadrielor dhgerginebimsreded porsohid sone
emhaodi nent t Loner ker val ue 1,s t directly. fro he .bi rker in
ORGPk Bl R R B n B e R D5 R ect ec
Uskbge f THé ki-phaxadiferamtt {HhatledlifQwenfamitherietil-harequsidgatest ilen of

two or nore biomarkers in a biological sanple. In one enbodi nent of the
nmubtdilabexdédafaorlnees incdptdate reagents are i nmobilized, directly or
indirectly, coval ent or, non-covalently, in discret .pcations on solid
SulsHE ¥ B HeP e BB o SRS 1 e troh Hat cabBe Pl e R e ol d
SPHQ@E&&;&@&%& %@P%p§%ﬁi£&%&9§&&%mh%§%@iH&h&&%w&@H%&&ﬁnﬁ?%&%ﬂ%p@%%&&'ated
with that solid support, such as, for exanple quantum dots. In anot her
enbods speatronanryl mdi wnduadbasdgvinethods. Hsediddr aditen-adeérecthiegninofudeadhNAne of
mul ti pl e bionmarkers to be detected in a biological sanple. éndividua
dedFiiesi GaprobitescBrfP GOV e ar¢idesp i phlt sainé anplvorer Rere PHTERE DI ol cad sanpl e
to C e il t usly. For exanple, a mcrotiter plate can be used
sugﬁg%%%?BQ%EHQﬁ%%EH%ﬁJ g plate is used to uni quely anal yze one of
rm[(ldlmf]e i omali kesfs whalibendet Al @eropRosiBiiol Ogiea dy 1sampk&tiohGieAiviky one or
nore of the foregoing enbodiments, a fluorescent tag can be used to | abel a
companenth ofrotehes@itointy, kbrygeaprdhadomipbiekyt gelenpbldaciilgydenéche onssof t he

bi qﬁrkﬁr val.ue. In varifus gﬁFo inegts, he fl uorescent Igggl &an be
cohjigaf o ° SPeLptir e PBAJEAT PEREI Y 87 JHYS o THIBIomiPRTES $¥scr i bed
hegigl 048 K MW LS RBEAHESIouaNd Lt Bembleudtesss %nh%@?ém&@ﬁ,&ﬂﬁﬁwﬂ% used
to detect the correspondi ng bi omarker value. Suitable ftluorescent |abels

i ntd Wdeabardaneaptdtemhetighasp ifdiseoroasidetanioandarid sadaity vatinvesljatellyodem ne and
its derivatives, dansyl, allophycocyanin, PBXL-3, Qdot 605, Lissam ne,
phiiEoEiytHiestad Prexls [RadtatigRy IbRBHNeeH drpatisado TorsSTr fscore are

e j obhe fl.uo I I §: o sone
e M e AR RRERN L DSt whiufel WRRERORTR Sy E BB BRURE: ol BT e
I Nk dsurd MEIS YehBM hritntWiii 6Fral e hsdhbgil-ltyentibediet Bed 3wk asosmnakvithhe,
indoliumring contains a chemcally reactive group or a conjugated
subspanedhe |anabiee bewid dp rbatesantilmslichy e(Hk evaullé biendie ddasalapquayadsir efor

nol ecul e, such as, for exanple, Al exaFluor 488, Al exaFl uor 532, Al exaFl uor
647, Al exaFluor 680, or Al exaFluor 700. In other enbodinents, the dye

nol ecul e includes a first type and second type of dye nol ecul e, such as,
e.g., two different Al exaFluor noletules. In other enbodinents, the dye

nol ecul e includes a first type and a second type of dye nolecule, and the
two dye nol ecul es have different em ssion spectra. [0154] Fluorescence can
be neasured with a variety of instrunentation conpatible with a w de range
of assay formats. For exanple, spectrofluorinmeters have been designed to
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[0215] After staining, the sanple is dehydrated using a succession of

al cohol rinses with increasing al cohol concentration. The final wash is
done wi t WRYDER1T5 a Xyl ene substitute, such as a citr RETIUSEE@O€757¢ hat has
a refractive index close to that of the coverslip to be applied to the

erred to as clearin l.e,S

dehy ik ar Dy asa o e BR1S Rl ur AR am P apP e o Shal S AR iE e um
| SseRLeGLed ah OrhaYen 3r ket athi Mﬁbﬂuﬂﬁgﬁ%or%ﬁﬁa%nﬁéht thekgb@sssandrl g, Lapabl e of
bonding the coverslip to the slide. It will also inhibit the additional
drymn@ezehrngkmhgﬁtﬁn1ﬂamngIbhnth@y@ebdzsmmpdesa@@ﬁ@ﬁﬁuﬁE@ardm@sﬁlmﬂ t he
stai ns, or pracessing used, th evalug&)on of the ancreatlc
cyﬁ%ﬁfcéagctaﬁlr?% &éﬁar‘inserwd&wﬁyms op HLT0REB 5 IS r&é‘fsrh@&aasew sual
in r sence

or Tpehal R fe IR RO AR 8‘%%?%“%"3. PO s TS o hBLs
conger asilﬁerfehmepmednmth anohudbidey-endedadpprnidies es éi‘l(ﬁlﬁaﬂ{@ﬂﬁlisas‘tery[ 02k7] |If
secondary tests are required on the sanple after exam nation, the coverslip
mayopkl Raspdvede andtiplksed BLARA desvai(tied is pestwichivigoiy w@egnmwlﬁgemqye
original solvent systens sed | tainin e e ori hout the
bl o o R A R R UAT N S
Destiad Wit RAniBhaks9s Be canphrt edhby &eakitn@nt h@usbidgaiker ancacd @lgohol
until the cells are colorless. Once coloriess the slides are rinsed well in
a watrgentharklvasddiniensesonds saippisilg e progedandirdpptayetrmh02 18stlynawddi ti on,

pecific nol ecular.differentiation nay, . possi bl e in Q | u ion with the

ePI Y &7°eHG i pHBI B Chlto HaTgRRY B rvauéhmeenﬁgeagﬁvt Sse e e "Rt i
rggeaaa (BP0 A0 PORIES o Ol DHEH Bl Bl rugRes o aptamers. This

roves t accuracy o I agn Ostic cytolo cro-di ssection can be used
toﬁﬁH@ﬂaUHaayeﬂb&eerﬂﬁh@éﬁkeykmrmad@hhe@laktepakmaam@h;ﬁaﬂmmanmquMar for
genetic eval uation of abnornal chronosones gene expression, or_ mutations.
[ 0220 pralpErathion toF sanls @t@aéasfﬁﬂ gqged Hostu) %@P%élenelva?l’q}”éﬁf?%ﬁtqdﬁvol ves
fi I égstlln%@l to %hxgérsancp Ny C(.I)Vrefrl t%s% ﬁg}g/n’relg%%dbqer?lgrke% fjn 5 %grtuleso&l '91 deJEI"r% 4+ hose

on reagen use |de I ca
us ednple @me&@w lsamréa@ély‘: dtfh@hlﬁ 7Bt |, SHHEFmO Lo RfBHAE. VDnangWa@h@ha%rp al
features at the expense of nol ecul ar ones such as individual proteins. Tine
camidreraggy etivirfalility mindsuetiodnpldeintstimotarfoug ednake Hehydrated bueniinst ead

is frozen dth ioned whiile frozen. This is a npD entl e processin
or BEEk GG wﬁqﬂ? B R Sht et Rah P tdion i R e gl ibo oo e M
not,, &%%ﬁ&%@%g?eg{a@l n o?'@lgsaggtr gbﬁ&@&@lﬂ& oBurdatd %ﬁa‘&%ﬁmaﬁmﬁéc&fﬂ%ﬁla&%ﬁr

information 1S 1 ost he I ntroduction of ice crystals. Ice in the
froaﬂd<kt&smeidamnﬂemﬁbsbepﬁ@MedhﬁgehemaepMEdnnmgﬂpﬁﬁeeﬁs from producing a
hﬁ@}hln slice and thus sone mcroscopic resolution and i mgi ng of
Mullars st rgradee ahatbionggker qhﬁcoaeaf %m@)ﬁeie@t%r%hpﬁs PP atneie,
gmﬂog ol %’é¥9§eﬂlousLﬁ%%‘%a%18nJ ot ﬁ%’édg%@%c %%8 Ao%hgsb &‘Jﬁﬁi‘%{sa”%&e [ 0220]

rat es IS acco uccessi ve washes of |ncreaS|ng
aI ﬁﬁh@hoﬁ@n@@aﬂd at iieabilifyl eardkngt wbbuﬁdaalca&ﬁaﬁaﬁbrst hatinkbiliey $6idhaswi t h.
al cohol and the enbeddi ng materi al and invol ves a stepmnse rocess starting
at t8oly5@val gohoitire dearinngrangagé te prededrivenrrepO%icibdiyiinga pro¢ssplingne or

| e bstitut | trat | t he t Wit h
R T R Rt R ek b R e e By T S
i fske 8tudQ Qe @rﬁf@@cﬁ%&%w%@@ﬂ&o £16d &Qtra';ﬂﬂl aaenk @a{’c@lﬁ{%@réﬁ@@&/‘%m@&bﬁg
agent. Enbedding is conpleted by placing the tlssue in a nold or cassette
andykﬁkhemgnmbthnb%med1edhdd@mqgmagenecSMhmsamwwamsoag&ﬁhamﬂng@hatwn The
enbeddi ng agent is al]lowed to harden. The hardened tissue sanple may then
ber%doee@ti%tr@%lﬁ?dﬁ%@émlbrﬁ%\fd@%ﬁ hpwaﬂ%?ﬁawsthbsewea& dlé@?a‘?rpﬁla‘ﬂl%ﬂn [0221]

L(ET]ISE])O d@ttl% &Torgshz?mteﬁs&ut%escggéo'v&?f ef e%%&f%% R% 6181%91&3% EgVe %%q&ene s

ewax e section, one or an es and
t hen tibs seeralsddcatiydriat edioly 156 deSs| Mﬁgewaaha&cesaﬁal CBlhaiarpefrs deckeasisng
concentration. Prior to dewax, the tissue section may be heat i mmbilized
t odae@haW@ﬁHYd@Vatbearbei@mtlﬁ@@:Hf aradgpoutabpratpiieiyesally] Ozo@jh pnserdeapt ur e
m cro-di ssection allows the isolation of a subset of cells for further
analysis froma tissue section. [0223] As in cytology, to enhance the
vi sual i zation of the mcroscopic features, the tissue section or slice can
be stained with a variety of stains! A large nenu of commercially avail abl e
stains can be used to enhance or identify specific features. [0224] To
further increase the interaction of nolecular reagents with
cytological/histological sanpl es, a nunber of techniques for "anal yte
retrieval” have been developed The flrst such technlque uses hlgh

M 4 o o o v o



[0267] At |east sone enbodi nents of the nethods described herein can be

i npl emented with the use of a conputer. An exanple of a conputer system 100
is shown WO 2Bix2®s56. Wth reference to Figure 6, systemCTIO32013/0$1500n
conprised of hardware el enents that are electrically coupled via bus 108,

i ngl udi n processor 101, (i nput device 102 t put viice 103 t gr age

deyte S0n M EHRBEIER  ER AP Sher B halinge B by SR R i Eh one

SY sh8MEQRRY OC BB LN AL CHIRT BN p(Blidied tRSPs@geSRAGhAlIdRHIRASEN of a
processors) 107 and nenory 109. Conputer-readable storage nedia reader 105a
i snéwhidrearkeoudbgdttbeeanpuoerl-hi@aeidiot ¢ hstvovcagleavmedit &0 5t firttrd ssordli nat i on
conprehensively representjng renote, |ocal, fixed and/or renovabl e storage
defi b ubﬁlﬁglaé %?va@émﬁ@& CCOp eyém%‘b QUIGF of & %ﬁ@@%tﬁ%ﬂr Pk

pe t ant.ai nj : i nf.or i igh . ngl.ude

O R oe e B S R B e PR ! DAL 8P MRS B2 58k em 100
r egouslcidentdysitem B0 @l s reanprthsespesotd Wer Basid elamiahss dfshanmiicasibeidhg

currently located within working menory 191) including an operating system
199f HitdyathépI daeualn300% yetrazd) i yr wimitifigditarabnd thives|thrle thque2gs] ofw t h

respect to,.Figure .6, system 100 .ha ensi ye . flexibility and
conratragrer ! O uu by Vgl Ee R RS B et e I S0GRe et 11 zed
t OFDIPhSIBNE] PR 8scS8f MRES thRatheGaohen bionthRErs GORhE gtad sbfral
accordance with currently desirable protocols, protocol variations,

exyenmsinonsyw ptotein Howesekers werewipproved. apparent to those skilled in the art
th nbodi ment y. well be utilized.in accordance with, e specific
apﬁfqlﬁ% ?@%gﬁeaﬁb%ﬁmf@f ZAL Pedisgieraonsy @%@Fé‘?%ﬁﬁggpéﬁﬁﬁﬁ% Gy ght be
. . . _ ¢ hi
'mémge&d%mﬁf@r b WM h&aﬁugaﬁgtgmgghgfgﬁg{agp&s@ BseasPMhtcni N

A
communi cati ons system 106). Cﬁ om ze so be utilized
andiremnpalifficclultafing] Sieniikentegdircieasaipinei@ntidrinmshapewamestrs edjipsatse or
bot h. Further, while connection to other cpnputin%bdevices such as network

i nPUBr dwtipnt oeuY des s NeiBuikrsnBgvebeecanisiclbel Througk thesepabiiAadrest ood

th wi red,. wireless and/ o her..connection or _connect.ions_to

o hor e RS UE T LR The 2P B IR FPRARSHE SR r AROREFALE D © he
SYstcepieSan i MIRId Saordahahasel GONERI-BhIGiHeatid Bghef RHamaf Kk Snsem-
characteristic of pancreatic cancer. The bi omarker data (or biomarker

i nblr sfaprioomys oay el btithe 2edt dikelanto dpuge tvotht Heegengother thor theensasntpart of
a conputer ..i npl enent.ed net hod.. The bi omarker data. can include the data as
e BOTPEET HarRrm PIr0o0]oii i GHE PHSHELE T Sy e TUHENGE: EBpPISEs on or
MOL 8 cHeVbGRSe HRIteRr QYtALRE 1bVRUL: datia) ks hR-QP6tPhs MBSt RkREessors. [0271]
The system further conprises a nenory for storing a data set of ranked data
el @Y s. MLAREZ2ndwm anoit Heschasped tpatlivhrersdev t@eplothupraavhidiogg Maputbidat a
conprises a detector for detecting the characteristic of the data el enent,
e. glemisycpptiyags peBdndpde iy o ey Tok by arractenipordtddint wob7apllrheitbiypst em
addi t ] I y I t e n t . re s or
e ey R L R s R R T R B B h o R Liah Sy e
dat@abasehspadgesBntngysha@nmthat afy Qeesseso Whed agany ihenextdyaei, thd Joel evant
information fromthe database of training sets. [0274] The system nay be
conme¥ililyl manp ohthmet worted orainshvaknetawrkceger {rehicanebroneportadisellsl i ent s

are gonnect ed. net wor e a |local area twork. (LAN) or a wide area
et P Tk KRSt RHRa TRt enesEr v R e Urasl §o PrutbhUbr Ertes e
haﬁ@&@&%nﬂﬁ%§§%%hxﬁ&%hobgyﬂbagﬁ&BHRHﬁﬁQm@HQQE%Q%PEP%HQESmK&nﬁen&é&%ﬁ§Mﬁre)
to access dat abasé data for processing user requests. [0275] The system may

i nbtlode(eamn dpebdbvwnghes dsteetrivf dingts, of UND Xgebr ad mux} spertrexeacut WAtht must
instructions froma dat abase nanagenent system |In one aspect, .the

opBFstihesilendhsation @gdisatcertorlarlyylal nesehnt diersndonetkmt i 2 Siich as

th L] : I cat t 0, connect
ot stk LRk AE o BOAEE BT o T R P LB Sk Dl e
copphiases@ecaioaphical di splay interface conprising interface el enents such
as buttons, pull down nenus, scroll bars, fields for entering text, and the
|| K243 akerorduglynemnyed oxind fon bimaphicametlsels, iletiesst apgsnignawherinn akle art .
Requests entered on a user interface can be transmtted to an application
programin the systemfor formatting to search for relevant information in
one or nore of the system databases, Requests or queries entered by a user
may be constructed in any suitabl e 'database | anguage. [0277] The graphi cal
user interface may be generated by a graphical user interface code as part
of the operating systemand can be used to input data and/or to display
inputted data. The result of processed data can be displayed in the
interface, printed on a printer in communication with the system saved in

L T T



[ 0343] Approximately 400 nL Agilent Wash Buffer 1 was placed into each of
two separate gl ass staining dishes. One of the staining dishes was pl aced
on a nmagrEDi2e128Rispl ate and a slide rack and stir bar WweTASPIIA®ETH70 nt o t he
buffer. [0344] A staining dish for Agilent Wash 2 was prepared by placing a

stir bar in an e .ass_staining. dish, [0345]. A fourth glass staining
ai biie PBU SabR B RhBTEr RLPM et b ARk e e S T

hy by @iazahhomahanbersivagi i sasee phh@dati ey (ONGe dbhetish bgdRagking
sandwi ch was renoved fromits hybridizati on chanber and subnerged into the
st eamiengicdiegkers pmtdai di thg ddgtvsit.of Thecshiidesbacki ng sandwi ch was pried apart
using a pair of tweezers, while still subnerging the mcroarray slide. The
slide was quickly transferred into the slide rack in the Wash 1 staining

di n th netic stir plate. [0347] The slide rack was gently raised
angylﬁhﬂbﬁﬁﬁgfgﬁﬁes. The magnetic stirrer was turned on at a | ow setting
and the slides incubated for 5 mnutes. [0348] Wen one m nute was

repmai i ng.for Wash 1, WAsh Byffer 2 pre-warnmed to 37C in . an incubator was
DRI o ke PusCant iR it 8eS: HORET G Sr TS T PAEE ath Toe SUTrER y

tr ansfatrgd foaashoBYhd Qﬁag%o_@i@%f%axce@%%%o%g&fw%m henbettom, gl t he
rack was renoved by scraping it on the top of the starn dish. The slide

r aGkevasmgeatd yf tlad pederanapplioweoiedvebe tdameisied Thamgnagndtipxsdptamer-bwasl t ur ned
on at a |low setting and the slides incubated for 5 mnutes. [0349] The

s| perey reeikh waslesrdwilyinpdetrd dnotixarsplevis 32 usingkihsgrrippreevnimst Bioyarkerseconds
to. th ides f h lution..0350], Wt - [ o= O
SRR AlA S AR DS, SOLURI B0 NP fTBL P

r a@kaseattrca&Mc@fr hietharRert ABatag@ti@ofl fod €heSdaabdidhi &1 dihBeossd bidgaricagkionas
gently raised and lowered 5 tinmes. The magnetic stirrer was turned on at a
| owuget v nggllarvda ddree siuindes of neutyatbednfigerssthal pot eseful B35h detrstiohiade r ack
wa .slomdéfgulled out ofghhe ACN %tain i sh. and pl aced %B an absor bent

t oWBENOSha! bOt FbM BAFEE 8 1 e TSR HUMERFYS ofi e U 4Rt HE ¥Pde was
pl ﬁﬁ%eﬂ@%pirﬂi@ﬁﬁﬁr‘sa%ﬂlgsewg%xm_ez[sggéiz]sp%é-oszlﬁEl@@xref@-Xt Lomahng:ibO3e3{heThe
mcroarray slides were placed into Agilent scanner slide holders and | oaded
i ntoov feheolgidrentgeM Brioaratayit Soannéersat coditnge tover hanrhivuizakérutigrosery
instructions. [0354] The slides were inmaged in the Cy3-channel at 5 pm

r e SOIUINBHS dond NEDOPIPRMPIgéet g HAPREUXRD opt i on enabl ed at 0.05. The

. I ; : . .
ot SO NG ook MEO B MEEBIRAZAAER R, R AT So oS PR SR
i dasdet(in € ahd dhgdbsip@iantrcalic panef aatiheds anceischb@MBsker Srwas geiphior oed for

di agnosi s of pancreatic cancer in asynptomatic individuals and synptomatic
i ndiwtielaahbseit ohthedumerastic chnemiibcorpaikerseldiet presugedt! asot binel pahioneakdire.

obst ructi.on, .CGERD,. gall stone or. .abnor,mal | i ing | ate ou 0 _be

pon i b B SR i Rt B iy PR B o P b Bl B BT ¢ o

t hbl%[gﬁéﬁéjb'f Vel BeABCaliBeroh A S@lvid@RlEntR Lhysplit-arihe SQNSENE pladfdyPl asma
sanpl'e and docunented di agnosi s of pancreatic cancer or benign findings.
Forr éases,thbt cochisbhpbfaseccolingotiferepedsan the levedadfivdnt sebretsubigeraykand
suBsequ ntly qéa%nosed wi th pancreatic cancer. Exclusion criteria included
pr PGS '4° picRk w@Ment of cancer (excl udi ng squanous cell carci nona

¢ : e  of
oo & 1yl g R e D e Bt S L R e e
angeribkd leedh Nohergihakipr SENRhesite fhentiul Bibphakedalapt aeeindf fdunily Ycrassay as

described in Exanple 1 was used to neasure and report the RFU value for 823
an&byt edagn nagdhr of ithedealp 3R vgnpceiousigiheee digtmopidagicr arpivers Wene

obt ai.ned from.2 i ndependent st udi. nd, sj.tes, under simlar protocols, an
oI RS aRBHE s PESHTRY aF b el yPRoR isthbe Puhryer & i My b RiP

di agevery hwas. PehioniRerd 8396hcEACH Qhirlt Renteas e candn et @bcoRORUE-aMHI ONs
were separately conpared by generating class-dependent cunul ative

di stirdibotddomedliangtlygnlsce{le df $t) qicies eavhregfatiche r82@&nanastytethat ThgiKS-di st ance
(Kol nogarov-Smirnov statistic) between values fromtwo sets of sanples is a
noﬁﬁggﬁﬁﬂ%ﬁ?i Hﬁ@d§ﬁ§@ﬁ%ﬁt of the extent to which the enpirica

distribution of the values fromone set (Set A) differs fromthe
distribution of values fromthe other set (Set B). For any value of a
threshold T some proportion of the values fromSet Awll be less than T,
and sonme proportion of the val ues ffomSet Bwll be less than T. The

KS- di st ance neasures the maxi num (unsi gned) difference between the
proportion of the values fromthe two sets for any choice of T. [0357] This
set of potential biomarkers can be used to build classifiers that assign
sanples to either a control or disease group. In fact, many such

Y o - o o N o



[ 0395] Subsets of the biomarkers in Table 1 were selected to construct
potential classifiers that could be used to determ ne which of the narkers
coul d be weedi2zae19éner al cancer bi omarkers to detect caRCEUS2010896)70 G ven a
set of markers, a distinct nodel mas trained for each of the 3 cancer
@ﬁsag?oobasenea q§e qt erformance was req ke se ‘%&d set of
ers't Wad Pabt &' 1S 1871485 Pk}l Sl ?%%oﬂ‘&t‘? ]r?Hhag} &Ffaf ePent et%ypes of
caﬂﬁ»atse eliher rgﬁﬁt@tﬁremotar%hesc@mfbh@armonerttQﬁa@frte@ He&dahecen S themieanr of the

area under ROC curve across all nave Bayes cIaSS|f|ers The curve is a
pIdﬁkuﬁmalewggb@scﬂ@&@n&nﬁhcmamemﬁnsmbew@n@ameomeﬂheak i) ey diviens eischt he
fal se positive rate (1-speci The rea underéggﬁ curve (AUC)

r afy &S 1Bl an@feaWd% o b I@Feaztwoo Wféleﬁoﬁ og%ﬁﬁtqne@ét or ab-

Sithdl! tgﬁr%:la%&dfoﬁﬂd'%%eofaﬁq%{é %Jeﬁ%?%gmb&d?me QQQhQ Hi QR kers

cIaSS|%|er can apply ot como asures o per ormance such as the
F- peasdadencraHihe, Sum2okvhpthogiuedtedhbsensietd Mehyifiahdsisgaahflitipidyaptamer-
Specifically, one mght want to treat sensitivity and specificity with
di paseeli %@ameisgiwcrlbw grgerln o Espople t hodenelcadsiificahs it Fapmpér Borliewi t h
o g‘s Thers %V'I@% t‘apbg(}; flga'?% uSeTRER (%a%nosﬁlorrean%eelnavtctc!a\rlllct Y phghlghg”les%gasey(:tpt hose
Sp%‘{hiﬂt@beﬁfulaﬁ{@n ahagser dRtiHs@sking aé\htfé HeGAYSEe PJahcRRGANPASESS ) dpdncreatic
conbi nat1ons of sensitivity and specificity in a single neasure. D fferent
appbitvatioon& R ID] ghlatmesli drfabnenhalbengirigt lstdr dpurtd webpbgiigin remapahcreage
negative findings, and wll have different costs associated with fal se
posttive findings fromfalse negatlve findings. Changing the performance
TR rt%ltgtt%nq i) DPENEXRChiRHDS Gl QfidBRkE! $iaehgeked ol Qrd ghyeRyset of
da 6?0397 For e Bayes?an ap réﬁ 1Cto t he aﬁgcrlnlngtﬁ%n 6% cancer
satpleeisng amthﬂtagndsstmg paampltescadesc hicbiedlsiane Sectie@nibéd hewin fonitse gxoapplge, t he
classifier was conpletely paraneterized by the distributions of biomarkers
i nobaelirge sultatspf é%eercr%atttfoﬁae@er Rapigathees § aéereoq‘aCbué@faH@earBawé@ ‘fig¥en from
Tapl g, E0r TRAL TBuL Qa3BYs ohDSIRURPEL: OF iMREKELS chasen. d oK. ingltshon

a ¢l ass manner g ven raining
datanptlgﬁgal bm@argé@eweﬂmt NOQ aert@e{s@xaa Htaﬁark\éa.s [USRHet @nseanthtd or it he
opti mal subset of markers from Table 1. For small nunbers of markers or
cIaéeﬁ@de®bewhyhmnémaﬁmmeﬂﬁﬁﬂenﬂhdﬁkers every possible subset of markers

iR e R T AN L A 2‘?5%2 it

(Thios appr 235 hoss, y"% lo. 5@02’\@5 L. @2? i ghd afibshiglhal | 'NC% s@[%cteﬁ%tbe
sel ection"; see .0., Hastie et al). However, for the classifiers

deﬁcmbbeﬁoheﬁetﬁ10tBeuh@mn2K3ﬁTmenﬁimaﬂimms3e5 mﬂ®t$ﬁﬁeomﬁmﬁeﬂ3cmaﬁ be
very large, and it was not feasible to eval uate every possible set of 10

rraev@e@@lm%s,@ﬁerseleateé t3deouy, *legbeﬁcf%%]il Bt e 4chti IRati28nd-20h&B0 cro nE40,
gengk aglef)% f4r§5mo? 4- 6§t Ir?f Itlrhte b30 uln%ltlt% Nalr%aée}/ ct;eedt toBﬁg%H§%u%betr om 5 7,

|npratt|call Searc rou every Ker's e single

optd1mab- 1SUB~‘E©'E 5108y 5130t 5058, Bml@nel,45h@vaever55 by 5Usi. g dthexserﬁlﬁ@ilﬁl%ﬁfh, NTRny
excel | ent subsets were found, and, in many cases, %bof t hese subsets may

reeﬂeﬁeﬁﬁoanaﬂﬁmummmbheﬁlQ@@g@ﬂ5tﬁ§ﬂeé@5oﬁE@V§Rﬁa@r Gedferby>(hdsBd.bite set

rker reed W se appro f o} e,
o 673 aniiy it GRS e, NSO Rt T B e Py By Oneapece) Corpr Gig
CI ?-%%' f7'4@at7'4?)n 7f500m E%er&?m 65 Dat @thepleﬁl%o%rgé 10)is sQdQ02Z to be any number
doi : 10. 1371/ our nal . pone. 0001002). Using this method, a classifier is
st&nﬁe&&@48h5t&é0b&§6 &Bﬁg&é5n&4@e@46b&§@ﬁ8ﬁh &ﬁ%ﬂﬁshandErknﬁwﬂhemns
i ndi vi dual markers) and grown_at each_step by tryin in turn each

TeNbBrSCrieal Hapk ey ST HEHi 5 ot 2o -Pent . &bkt St thed.sbes.or

mapker c figr; e es t b [

T Sy R R, X LR T OB S .

i s10-8peat-ad, LnLd | 10380, fllﬂ)t?;fhejﬁr liongy. O efEnte hpprRek{colr IRNCE chis b@(lslale@ﬁé@dto
Unfortunately, this a proach may m ss val uabl e conbi nati ons of markers for
mhﬂ@Wmmwﬁﬁ%ﬁmﬂheuﬁh@ﬁ@f@@ahIﬁﬁ@%ers are not all chosen before the process
stops. [0400] The greedy procedure used here was an el aboration of the
precedi ng forward stepw se approach, in that, to broaden the search, rather
t han keeping just a single marker %gbset at each step, a list of candidate
mar ker sets was kept. The |ist was Sseeded with a list of single markers.
The list was expanded in steps by deriving new nmarker subsets fromthe ones
currently on the list and adding themto the |list. Each marker subset
currently on the list was extended by adding any marker from Table 1 not
already part of that cla55|f|er and mhlch mould not, on |ts addltlon to

1 . . Y 2 o M. e



C5 727 P01031 Coa Up 11 C5-Co6 727, 729 P01031; P13671 C5b, 6 Conplex Up 12
C9 735 P02748 C9 Up 13 CCL18 6362 P55774 M P-4 Up 14 CCL23 6368 P55773

MPI F-1 UpWO200R2aR2B56368 P55773 Ck-0-8-1 Up 16 CDK5- CDKSRCTAG2M1/04757%
Q00535; Q15078 CDK5/p35 Up 17 CKB-CKM 1152; 1158 P12277; P06732 CK-MB Down

P R A e R

CD3R1ubR t8S nfeaid %Qﬁi?néﬁ@é@t@né?nﬂ@%&o&i@al%nﬁﬂfﬁ%n?a%ﬁh@%@l? At least one
biomarker value corresponding to at least one biomarker selected from the group of biomarkers
provided in Table 1, Col. 2, wherein the individual is classified as having pancreatic cancer
based on the at least one biomarker value.
[0029] In another aspect, a method is provided for diagnosing pancreatic cancer in an indi-
vidual, the method including detecting, in a biological sample from an individual, biomarker
values that each correspond to one of at least N biomarkers selected from the group of biomark-
ers set forth in Table 1, Col. 2, wherein the likelihood of the individual having pancreatic
cancer is determined based on the biomarker values.
[0030] In another aspect, a method is provided for diagnosing pancreatic cancer in an indi-
vidual, the method including detecting, in a biological sample from an individual, biomarker
values that each correspond to one of at least N biomarkers selected from the group of biomark-
ers set forth in Table 1, Col. 2, wherein the individual is classified as having pancreatic cancer
based on the biomarker values, and wherein N = 2-10.
[0031] In another aspect, a method is provided for diagnosing pancreatic cancer in an indi-
vidual, the method including detecting, in a biological sample from an individual, biomarker
values that each correspond to one of at least N biomarkers selected from the group of biomark-
ers set forth in Table 1, Col. 2, wherein the likelihood of the individual having pancreatic
cancer is determined based on the biomarker values, and wherein N = 2-10.
[0032] In another aspect, a method is provided for diagnosing that an individual does not
have pancreatic cancer, the method including detecting, in a biological sample from an indi-
vidual, at least one biomarker value corresponding to at least one biomarker selected from the
group of biomarkers set forth in Table 1, Col. 2, wherein the individual is classified as not
having pancreatic cancer based on the at least one biomarker value.
[0033] In another aspect, a method is provided for diagnosing that an individual does not
have pancreatic cancer, the method including detecting, in a biological sample from an in-
dividual, biomarker values that each corresponding to one of at least N biomarkers selected
from the group of biomarkers set forth in Table 1, Col. 2, wherein the individual is classified
as not having pancreatic cancer based on the biomarker values, and wherein N = 2-10.

[0034] In another aspect, a method is provided for diagnosing pancreatic cancer, the method
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from the group of biomarkers set forth in Table 1, Col. 2, wherein a classification of the
biomarker values indicates that the individual has pancreatic cancer, and wherein N = 3-10.
[0035] In another aspect, a method is provided for diagnosing pancreatic cancer, the method
including detecting, in a biological sample from an individual, biomarker values that each
correspond to a biomarker on a panel of N biomarkers, wherein the biomarkers are selected
from the group of biomarkers set forth in Table 1, Col. 2, wherein a classification of the
biomarker values indicates that the individual has pancreatic cancer, and wherein N = 3-10.
[0036] In another aspect, a method is provided for diagnosing pancreatic cancer, the method
including detecting, in a biological sample from an individual, biomarker values that each
correspond to a biomarker on a panel of biomarkers selected from the group of panels set forth
in Tables 2-11, wherein a classification of the biomarker values indicates that the individual
has pancreatic cancer.
[0037] In another aspect, a method is provided for diagnosing an absence of pancreatic
cancer, the method including detecting, in a biological sample from an individual, biomarker
values that each correspond to a biomarker on a panel of N biomarkers, wherein the biomarkers
are selected from the group of biomarkers set forth in Table 1, Col. 2, wherein a classification of
the biomarker values indicates an absence of pancreatic cancer in the individual, and wherein
N = 3-10.
[0038] In another aspect, a method is provided for diagnosing an absence of pancreatic
cancer, the method including detecting, in a biological sample from an individual, biomarker
values that each correspond to a biomarker on a panel of N biomarkers, wherein the biomarkers
are selected from the group of biomarkers set forth in Table 1, Col. 2, wherein a classification of
the biomarker values indicates an absence of pancreatic cancer in the individual, and wherein
N = 3-10.
[0039] In another aspect, a method is provided for diagnosing an absence of pancreatic
cancer, the method including detecting, in a biological sample from an individual, biomarker
values that each correspond to a biomarker on a panel of biomarkers selected from the group
of panels provided in Tables 2-11, wherein a classification of the biomarker values indicates an

absence of pancreatic cancer in the individual.
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values that correspond to one of at least N biomarkers selected from the group of biomarkers
set forth in Table 1, Col. 2, wherein the individual is classified as having pancreatic cancer
based on a classification score that deviates from a predetermined threshold, and wherein
N=2-10.
[0041] In another aspect, a method is provided for diagnosing an absence of pancreatic
cancer in an individual, the method including detecting, in a biological sample from an indi-
vidual, biomarker values that correspond to one of at least N biomarkers selected from the
group of biomarkers set forth in Table 1, Col. 2, wherein said individual is classified as not
having pancreatic cancer based on a classification score that deviates from a predetermined
threshold, and wherein N=2-10.
[0042] In another aspect, a computer-implemented method is provided for indicating a like-
lihood of pancreatic cancer. The method comprises: retrieving on a computer biomarker
information for an individual, wherein the biomarker information comprises biomarker values
that each correspond to one of at least N biomarkers, wherein N is as defined above, selected
from the group of biomarkers set forth in Table 1, Col. 2; performing with the computer a
classification of each of the biomarker values; and indicating a likelihood that the individual
has pancreatic cancer based upon a plurality of classifications.
[0043] In another aspect, a computer-implemented method is provided for classifying an
individual as either having or not having pancreatic cancer. The method comprises: retrieving
on a computer biomarker information for an individual, wherein the biomarker information
comprises biomarker values that each correspond to one of at least N biomarkers selected
from the group of biomarkers provided in Table 1, Col. 2; performing with the computer
a classification of each of the biomarker values; and indicating whether the individual has
pancreatic cancer based upon a plurality of classifications.
[0044] In another aspect, a computer program product is provided for indicating a likelihood
of pancreatic cancer. The computer program product includes a computer readable medium
embodying program code executable by a processor of a computing device or system, the
program code comprising: code that retrieves data attributed to a biological sample from

an individual, wherein the data comprises biomarker values that each correspond to one of
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[0045] In another aspect, a computer program product is provided for indicating a pancreatic

cancer status of an individual. The computer program product includes a computer readable

medium embodying program code executable by a processor of a computing device or system,

the program code comprising: code that retrieves data attributed to a biological sample from

an individual, wherein the data comprises biomarker values that each correspond to one of at

least N biomarkers in the biological sample selected from the group of biomarkers provided

in Table 1, Col. 2; and code that executes a classification method that indicates a pancreatic

cancer status of the individual as a function of the biomarker values.

[0046] In another aspect, a computer-implemented method is provided for indicating a like-

lihood of pancreatic cancer. The method comprises retrieving on a computer biomarker in-

formation for an individual, wherein the biomarker information comprises a biomarker value

corresponding to a biomarker selected from the group of biomarkers set forth in Table 1, Col.

2; performing with the computer a classification of the biomarker value; and indicating a

likelihood that the individual has pancreatic cancer based upon the classification.

[0047] In another aspect, a computer-implemented method is provided for classifying an

individual as either having or not having pancreatic cancer. The method comprises retrieving

from a computer biomarker information for an individual, wherein the biomarker informa-

tion comprises a biomarker value corresponding to a biomarker selected from the group of

biomarkers provided in Table 1, Col. 2; performing with the computer a classification of the

biomarker value; and indicating whether the individual has pancreatic cancer based upon the

classification.

[0048] In still another aspect, a computer program product is provided for indicating a

likelihood of pancreatic cancer. The computer program product includes a computer readable

medium embodying program code executable by a processor of a computing device or system,

the program code comprising: code that retrieves data attributed to a biological sample from

an individual, wherein the data comprises a biomarker value corresponding to a biomarker in

the biological sample selected from the group of biomarkers set forth in Table 1, Col. 2; and
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pancreatic cancer as a function of the biomarker value.
[0049] In still another aspect, a computer program product is provided for indicating a
pancreatic cancer status of an individual. The computer program product includes a computer
readable medium embodying program code executable by a processor of a computing device
or system, the program code comprising: code that retrieves data attributed to a biological
sample from an individual, wherein the data comprises a biomarker value corresponding to a
biomarker in the biological sample selected from the group of biomarkers provided in Table
1, Col. 2; and code that executes a classification method that indicates a pancreatic cancer
status of the individual as a function of the biomarker value.
[0050] While certain of the described cancer biomarkers are useful alone for detecting and
diagnosing cancer, methods are described herein for the grouping of multiple subsets of the
cancer biomarkers that are useful as a panel of biomarkers. Once an individual biomarker or
subset of biomarkers has been identified, the detection or diagnosis of cancer in an individual
can be accomplished using any assay platform or format that is capable of measuring differences
in the levels of the selected biomarker or biomarkers in a biological sample.
[0051] However, it was only by using the aptamer-based biomarker identification method de-
scribed herein, wherein over 800 separate potential biomarker values were individually screened
from a large number of individuals having previously been diagnosed either as having or not
having cancer that it was possible to identify the cancer biomarkers disclosed herein. This
discovery approach is in stark contrast to biomarker discovery from conditioned media or
lysed cells as it queries a more patient-relevant system that requires no translation to human
pathology.
[0052] Thus, in one aspect of the instant application, one or more biomarkers are provided
for use either alone or in various combinations to diagnose cancer. Exemplary embodiments
include the biomarkers provided in Table 19, which were identified using a multiplex aptamer-
based assay, as described generally in Example 1 and more specifically in Example 7. The
markers provided in Table 19 are useful in distinguishing individuals who have cancer from
those who do not have cancer.
[0053] While certain of the described cancer biomarkers are useful alone for detecting and

diagnosing cancer, methods are also described herein for the grouping of multiple subsets
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wherein N is at least three biomarkers. In other embodiments, N is selected to be any number
from 3-65 biomarkers.
[0054] In yet other embodiments, N is selected to be any number from 3-7, 3-10, 3-15, 3-20,
3-25, 3-30, 3-35, 3-40, 3-45, 3-50, 3-55, 3-60, or 3-65. In other embodiments, N is selected
to be any number from 4-7, 4-10, 4-15, 4-20, 4-25, 4-30, 4-35, 4-40, 4-45, 4-50, 4-55, 4-60, or
4-65. In other embodiments, N is selected to be any number from 5-7, 5-10, 5-15, 5-20, 5-25,
5-30, 5-35, 5-40, 5-45, 5-50, 5-55, 5-60, or 5-65. In other embodiments, N is selected to be any
number from 6-10, 6-15, 6-20, 6-25, 6-30, 6-35, 6-40, 6-45, 6-50, 6-55, 6-60, or 6-65. In other
embodiments, N is selected to be any number from 7-10, 7-15, 7-20, 7-25, 7-30, 7-35 7-40, 7-45,
7-50, 7-55, 7-60, or 7-65. In other embodiments, N is selected to be any number from 8-10,
8-15, 8-20, 8-25, 8-30, 8-35, 8-40, 8-45, 8-50, 8-55, 8-60, or 8-65. In other embodiments, N is
selected to be any number from 9-15, 9-20, 9-25, 9-30, 9-35, 9-40, 9-45, 9-50, 9-55, 9-60, or
9-65. In other embodiments, N is selected to be any number from 10-15, 10-20, 10-25, 10-30,
10-35, 10-40, 10-45, 10-50, 10-55, 10-60, or 10-65. It will be appreciated that N can be selected
to encompass similar, but higher order, ranges.
[0055] In another aspect, a method is provided for diagnosing cancer in an individual, the
method including detecting, in a biological sample from an individual, at least one biomarker
value corresponding to at least one biomarker selected from the group of biomarkers provided
in Table 19, wherein the individual is classified as having cancer based on the at least one
biomarker value.
[0056] In another aspect, a method is provided for diagnosing cancer in an individual, the
method including detecting, in a biological sample from an individual, biomarker values that
each correspond to one of at least N biomarkers selected from the group of biomarkers set
forth in Table 19, wherein the likelihood of the individual having cancer is determined based
on the biomarker values.
[0057] In another aspect, a method is provided for diagnosing cancer in an individual, the
method including detecting, in a biological sample from an individual, biomarker values that
each correspond to one of at least N biomarkers selected from the group of biomarkers set

forth in Table 19, wherein the individual is classified as having cancer based on the biomarker
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[0058] In another aspect, a method is provided for diagnosing cancer in an individual, the
method including detecting, in a biological sample from an individual, biomarker values that
each correspond to one of at least N biomarkers selected from the group of biomarkers set
forth in Table 19, wherein the likelihood of the individual having cancer is determined based
on the biomarker values, and wherein N = 3-10.

[0059] In another aspect, a method is provided for diagnosing that an individual does not
have cancer, the method including detecting, in a biological sample from an individual, at
least one biomarker value corresponding to at least one biomarker selected from the group
of biomarkers set forth in Table 19, wherein the individual is classified as not having cancer
based on the at least one biomarker value.

[0060] In another aspect, a method is provided for diagnosing that an individual does
not have cancer, the method including detecting, in a biological sample from an individ-
ual, biomarker values that each corresponding to one of at least N biomarkers selected from
the group of biomarkers set forth in Table 19, wherein the individual is classified as not having
cancer based on the biomarker values, and wherein N = 3-10.

[0061] In another aspect, a method is provided for diagnosing cancer, the method including
detecting, in a biological sample from an individual, biomarker values that each correspond to
a biomarker on a panel of N biomarkers, wherein the biomarkers are selected from the group
of biomarkers set forth in Table 19, wherein a classification of the biomarker values indicates
that the individual has cancer, and wherein N = 3-10.

[0062] In another aspect, a method is provided for diagnosing cancer, the method including
detecting, in a biological sample from an individual, biomarker values that each correspond to
a biomarker on a panel of N biomarkers, wherein the biomarkers are selected from the group
of biomarkers set forth in Table 19, wherein a classification of the biomarker values indicates
that the individual has cancer, and wherein N = 3-10.

[0063] In another aspect, a method is provided for diagnosing cancer, the method including
detecting, in a biological sample from an individual, biomarker values that each correspond
to a biomarker on a panel of biomarkers selected from the group of panels set forth in Tables
20-29 wherein a classification of the biomarker values indicates that the individual has cancer.

[0064] In another aspect, a method is provided for diagnosing an absence of cancer, the
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each correspond to a biomarker on a panel of N biomarkers, wherein the biomarkers are
selected from the group of biomarkers set forth in Table 19, wherein a classification of the
biomarker values indicates an absence of cancer in the individual, and wherein N = 3-10.
[0065] In another aspect, a method is provided for diagnosing an absence of cancer, the
method including detecting, in a biological sample from an individual, biomarker values that
each correspond to a biomarker on a panel of N biomarkers, wherein the biomarkers are
selected from the group of biomarkers set forth in Table 19, wherein a classification of the
biomarker values indicates an absence of cancer in the individual, and wherein N = 3-10.
[0066] In another aspect, a method is provided for diagnosing an absence of cancer, the
method including detecting, in a biological sample from an individual, biomarker values that
each correspond to a biomarker on a panel of biomarkers selected from the group of panels
provided in Tables 20-29, wherein a classification of the biomarker values indicates an absence
of cancer in the individual.

[0067] In another aspect, a method is provided for diagnosing cancer in an individual, the
method including detecting, in a biological sample from an individual, biomarker values that
correspond to one of at least N biomarkers selected from the group of biomarkers set forth in
Table 19, wherein the individual is classified as having cancer based on a classification score
that deviates from a predetermined threshold, and wherein N=3-10.

[0068] In another aspect, a method is provided for diagnosing an absence of cancer in
an individual, the method including detecting, in a biological sample from an individual,
biomarker values that correspond to one of at least N biomarkers selected from the group of
biomarkers set forth in Table 19, wherein said individual is classified as not having cancer
based on a classification score that deviates from a predetermined threshold, and wherein
N=3-10.

[0069] In another aspect, a computer-implemented method is provided for indicating a like-
lihood of cancer. The method comprises: retrieving on a computer biomarker information
for an individual, wherein the biomarker information comprises biomarker values that each
correspond to one of at least N biomarkers, wherein N is as defined above, selected from the
group of biomarkers set forth in Table 19; performing with the computer a classification of

each of the biomarker values; and indicating a likelihood that the individual has cancer based
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[0070] In another aspect, a computer-implemented method is provided for classifying an
individual as either having or not having cancer. The method comprises: retrieving on a com-
puter biomarker information for an individual, wherein the biomarker information comprises
biomarker values that each correspond to one of at least N biomarkers selected from the group
of biomarkers provided in Table 19; performing with the computer a classification of each of
the biomarker values; and indicating whether the individual has cancer based upon a plurality
of classifications.

[0071] In another aspect, a computer program product is provided for indicating a likelihood
of cancer. The computer program product includes a computer readable medium embody-
ing program code executable by a processor of a computing device or system, the program
code comprising: code that retrieves data attributed to a biological sample from an individ-
ual, wherein the data comprises biomarker values that each correspond to one of at least N
biomarkers, wherein N is as defined above, in the biological sample selected from the group of
biomarkers set forth in Table 19; and code that executes a classification method that indicates
a likelihood that the individual has cancer as a function of the biomarker values.

[0072] In another aspect, a computer program product is provided for indicating a cancer
status of an individual. The computer program product includes a computer readable medium
embodying program code executable by a processor of a computing device or system, the
program code comprising: code that retrieves data attributed to a biological sample from an
individual, wherein the data comprises biomarker values that each correspond to one of at
least N biomarkers in the biological sample selected from the group of biomarkers provided in
Table 19; and code that executes a classification method that indicates a cancer status of the
individual as a function of the biomarker values.

[0073] In another aspect, a computer-implemented method is provided for indicating a like-
lihood of cancer. The method comprises retrieving on a computer biomarker information for
an individual, wherein the biomarker information comprises a biomarker value correspond-
ing to a biomarker selected from the group of biomarkers set forth in Table 19; performing
with the computer a classification of the biomarker value; and indicating a likelihood that the
individual has cancer based upon the classification.

[0074] In another aspect, a computer-implemented method is provided for classifying an
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computer biomarker information for an individual, wherein the biomarker information com-
prises a biomarker value corresponding to a biomarker selected from the group of biomarkers
provided in Table 19; performing with the computer a classification of the biomarker value;
and indicating whether the individual has cancer based upon the classification.
[0075] In still another aspect, a computer program product is provided for indicating a
likelihood of cancer. The computer program product includes a computer readable medium
embodying program code executable by a processor of a computing device or system, the
program code comprising: code that retrieves data attributed to a biological sample from an
individual, wherein the data comprises a biomarker value corresponding to a biomarker in the
biological sample selected from the group of biomarkers set forth in Table 19; and code that
executes a classification method that indicates a likelihood that the individual has cancer as
a function of the biomarker value.
[0076] In still another aspect, a computer program product is provided for indicating a
cancer status of an individual. The computer program product includes a computer readable
medium embodying program code executable by a processor of a computing device or system,
the program code comprising: code that retrieves data attributed to a biological sample from
an individual, wherein the data comprises a biomarker value corresponding to a biomarker in
the biological sample selected from the group of biomarkers provided in Table 19; and code
that executes a classification method that indicates a cancer status of the individual as a
function of the biomarker value.
[0077] In still another aspect, a method is provided for diagnosing pancreatic cancer, the
method including detecting, in a biological sample from an individual, the tumor marker
CA 19-9 in addition to biomarker values that each correspond to a biomarker on a panel of
biomarkers selected from the group of panels set forth in Table 1 wherein a classification of the

combined CA 19-9 and biomarker values indicates that the individual has pancreatic cancer.

BRIEF DESCRIPTION OF THE DRAWINGS

[0078] Figure 1A is a flowchart for an exemplary method for detecting pancreatic cancer in

a biological sample.
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a biological sample using a naive Bayes classification method.
[0080] Figure 2 shows a ROC curve for a single biomarker, CTSB, using a naive Bayes
classifier for a test that detects pancreatic cancer.
[0081] Figure 3 shows ROC curves for biomarker panels of from two to ten biomarkers using
naive Bayes classifiers for a test that detects pancreatic cancer.
[0082] Figure 4 illustrates the increase in the classification score (AUC) as the number of
biomarkers is increased from one to ten using naive Bayes classification for a pancreatic cancer
panel.
[0083] Figure 5 shows the measured biomarker distributions for CTSB as a cumulative
distribution function (cdf) in log-transformed RFU for the GI and normal controls combined
(solid line) and the pancreatic cancer disease group (dotted line) along with their curve fits to
a normal cdf (dashed lines) used to train the naive Bayes classifiers.
[0084] Figure 6 illustrates an exemplary computer system for use with various computer-
implemented methods described herein.
[0085] Figure 7 is a flowchart for a method of indicating the likelihood that an individual
has pancreatic cancer in accordance with one embodiment.
[0086] Figure 8 is a flowchart for a method of indicating the likelihood that an individual
has pancreatic cancer in accordance with one embodiment.
[0087] Figure 9 illustrates an exemplary aptamer assay that can be used to detect one or
more pancreatic cancer biomarkers in a biological sample.
[0088] Figure 10 shows a histogram of frequencies for which biomarkers were used in building
classifiers to distinguish between pancreatic cancer and the GI and normal controls from an
aggregated set of potential biomarkers.
[0089] Figure 11A shows a pair of histograms summarizing all possible single protein naive
Bayes classifier scores (AUC) using the biomarkers set forth in Table 1 (solid) and a set of
random markers (dotted).
[0090] Figure 11B shows a pair of histograms summarizing all possible two-protein protein
naive Bayes classifier scores (AUC) using the biomarkers set forth in Table 1 (solid) and a set
of random markers (dotted).

[0091] Figure 11C shows a pair of histograms summarizing all possible three-protein naive
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random markers (dotted).
[0092] Figure 12 shows the AUC for naive Bayes classifiers using from 2-10 markers selected
from the full panel (diamond) and the scores obtained by dropping the best 5, 10, and 15
markers during classifier generation.
[0093] Figure 13 shows the performance of three different classifiers: CA19-9 alone, the
SOMAmer panel and the combination of SOMAmers and CA19-9.
[0094] Figure 14 shows the performance of CA19-9 plus one (HAMP) or two (HAMP and
CTSB) SOMAmer biomarkers.
[0095] Figure 15 shows the performance of the 10 marker random forest classifier.
[0096] Figure 16A shows a set of ROC curves modeled from the data in Table 14 for panels
of from one to five markers.
[0097] Figure 16B shows a set of ROC curves computed from the training data for panels
of from one to five markers as in Figure 12A.
[0098] Figures 17A and 17B show a comparison of performance between ten biomarkers
selected by a greedy selection procedure (Table 19) and 1,000 randomly sampled sets of ten
“non marker” biomarkers. The mean AUC for the ten biomarkers in Table 19 is shown as a
dotted vertical line. In Figure 17A, sets of ten biomarkers were randomly selected from all
10 analytes present in all 3 cancer studies that were not selected by the greedy procedure. In
Figure 17B, the same procedure as 17A was used; however, the sampling was restricted to the
remaining 55 biomarkers from Table 1 that were not selected by the greedy procedure.
[0099] Figure 18 shows receiver operating characteristic (ROC) curves for the 3 naive Bayes
classifiers set forth in Table 19. For each study, the area under the curve (AUC) is also

displayed next to the legend.

DETAILED DESCRIPTION

[0100] Reference will now be made in detail to representative embodiments of the invention.
While the invention will be described in conjunction with the enumerated embodiments, it
will be understood that the invention is not intended to be limited to those embodiments. On

the contrary, the invention is intended to cover all alternatives, modifications, and equivalents
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[0101] One skilled in the art will recognize many methods and materials similar or equivalent
to those described herein, which could be used in and are within the scope of the practice of
the present invention. The present invention is in no way limited to the methods and materials

described.

[0102] Unless defined otherwise, 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. Although any methods, devices, and materials similar or equivalent to those described
herein can be used in the practice or testing of the invention, the preferred methods, devices
and materials are now described.

[0103] All publications, published patent documents, and patent applications cited in this
application are indicative of the level of skill in the art(s) to which the application pertains.
All publications, published patent documents, and patent applications cited herein are hereby
incorporated by reference to the same extent as though each individual publication, published
patent document, or patent application was specifically and individually indicated as being
incorporated by reference.

[0104] As used in this application, including the appended claims, the singular forms “a,”
“an,” and “the” include plural references, unless the content clearly dictates otherwise, and are
used interchangeably with “at least one” and “one or more.” Thus, reference to “an aptamer”
includes mixtures of aptamers, reference to “a probe” includes mixtures of probes, and the
like.

[0105] As used herein, the term “about” represents an insignificant modification or variation
of the numerical value such that the basic function of the item to which the numerical value
relates is unchanged.

W L W

[0106] As used herein, the terms “comprises,” “comprising,” “includes,” “

including,” “con-

tains,” “

containing,” and any variations thereof, are intended to cover a non-exclusive in-
clusion, such that a process, method, product-by-process, or composition of matter that
comprises, includes, or contains an element or list of elements does not include only those
elements but may include other elements not expressly listed or inherent to such process,

method, product-by-process, or composition of matter.

[0107] The present application includes biomarkers, methods, devices, reagents, systems,
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[0108] In one aspect, one or more blomarkers are provided for use either alone or in various
combinations to diagnose pancreatic cancer, permit the differential diagnosis of pancreatic
cancer from non-malignant GI conditions including acute or chronic pancreatitis (or both),
pancreatic obstruction, GERD, gallstones, or abnormal imaging later found to be benign,
monitor pancreatic cancer recurrence, or address other clinical indications. As described in
detail below, exemplary embodiments include the biomarkers provided in Table 1, Col. 2,
which were identified using a multiplex aptamer-based assay that is described generally in
Example 1 and more specifically in Example 2

[0109] Table 1, Col. 2 sets forth the findings obtained from analyzing hundreds of individual
blood samples from pancreatic cancer cases, and hundreds of equivalent individual blood
samples from GI and normal controls. The GI and normal controls group was designed to
match the populations with which a pancreatic cancer diagnostic test can have the most
benefit, including asymptomatic individuals and symptomatic individuals. The normal control
group represents asymptomatic individuals with a high risk of pancreatic cancer. High risk
for pancreatic cancer includes family history of pancreatic cancer, obesity, smoking, diabetes,
cystic fibrosis, chronic or hereditary pancreatitis, BRCA mutation carrier, p16 mutation, and
Peutz-Jeghers syndrome (Brand E et al. Gut 2007:56:1460). The GI control group includes
nonspecific abdominal symptoms such as acute or chronic pancreatitis (or both), pancreatic
obstruction, GERD, gallstones, or abnormal imaging later found to be benign. Samples from
the normal controls were combined with the GI controls to discover biomarkers useful for
both screening high risk asymptomatic individuals and differential diagnosis in symptomatic
individuals. The potential biomarkers were measured in individual samples rather than pooling
the disease and control blood; this allowed a better understanding of the individual and group
variations in the phenotypes associated with the presence and absence of disease (in this
case pancreatic cancer). Since 823 protein measurements were made on each sample, and
several hundred samples from each of the disease and the control populations were individually
measured, Table 1, Col. 2 resulted from an analysis of an uncommonly large set of data. The
measurements were analyzed using the methods described in the section, “Classification of
Biomarkers and Calculation of Disease Scores” herein. Table 1, Col. 2 lists the 65 biomarkers

found to be useful in distinguishing samples obtained from individuals with pancreatic cancer
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with acute or chronic pancreatitis (or both), pancreatic obstruction, GERD, gallstones, or
abnormal imaging later found to be benign.

[0110] While certain of the described pancreatic cancer biomarkers are useful alone for de-
tecting and diagnosing pancreatic cancer, methods are also described herein for the grouping
of multiple subsets of the pancreatic cancer biomarkers, where each grouping or subset se-
lection is useful as a panel of three or more biomarkers, interchangeably referred to herein
as a “biomarker panel” and a panel. Thus, various embodiments of the instant application
provide combinations comprising N biomarkers, wherein N is at least two biomarkers. In other
embodiments, N is selected from 2-65 biomarkers.

[0111] In yet other embodiments, N is selected to be any number from 2-7, 2-10, 2-15, 2-20,
2-25, 2-30, 2-35, 2-40, 2-45, 2-50, 2-55, or 2-65. In other embodiments, N is selected to be any
number from 3-7, 3-10, 3-15, 3-20, 3-25, 3-30, 3-35, 3-40, 3-45, 3-50, 3-55, or 3-65. In other
embodiments, N is selected to be any number from 4-7, 4-10, 4-15, 4-20, 4-25, 4-30, 4-35, 4-40,
4-45, 4-50, 4-55, or 4-65. In other embodiments, N is selected to be any number from 5-7,
5-10, 5-15, 5-20, 5-25, 5-30, 5-35, 5-40, 5-45, 5-50, 5-55, or 5-65. In other embodiments, N is
selected to be any number from 6-10, 6-15, 6-20, 6-25, 6-30, 6-35, 6-40, 6-45, 6-50, 6-55, or
6-65. In other embodiments, N is selected to be any number from 7-10, 7-15, 7-20, 7-25, 7-30,
7-35, 7-40, 7-45, 7-50, 7-55, or 7-65. In other embodiments, N is selected to be any number
from 8-10, 8-15, 8-20, 8-25, 8-30, 8-35, 8-40, 8-45, 8-50, 8-55, or 8-65. In other embodiments,
N is selected to be any number from 9-15, 9-20, 9-25, 9-30, 9-35, 9-40, 9-45, 9-50, 9-55, or
9-65. In other embodiments, N is selected to be any number from 10-15, 10-20, 10-25, 10-30,
10-35, 10-40, 10-45, 10-50, 10-55, or 10-65. It will be appreciated that N can be selected to
encompass similar, but higher order, ranges.

[0112] In one embodiment, the number of biomarkers useful for a biomarker subset or panel
is based on the sensitivity and specificity value for the particular combination of biomarker
values. The terms “sensitivity” and “specificity” are used herein with respect to the ability
to correctly classify an individual, based on one or more biomarker values detected in their
biological sample, as having pancreatic cancer or not having pancreatic cancer. “Sensitivity”
indicates the performance of the biomarker(s) with respect to correctly classifying individuals

that have pancreatic cancer. “Specificity” indicates the performance of the biomarker(s) with
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85% specificity and 90% sensitivity for a panel of markers used to test a set of control samples
and pancreatic cancer samples indicates that 85% of the control samples were correctly classi-
fied as control samples by the panel, and 90% of the pancreatic cancer samples were correctly
classified as pancreatic cancer samples by the panel. The desired or preferred minimum value
can be determined as described in Example 3. Representative panels are set forth in Tables
4-11, which set forth a series of 100 different panels of 3-10 biomarkers, which have the indi-
cated levels of specificity and sensitivity for each panel. The total number of occurrences of
each marker in each of these panels is indicated at the bottom of each Table.

[0113] In one aspect, pancreatic cancer is detected or diagnosed in an individual by con-
ducting an assay on a biological sample from the individual and detecting biomarker values
that each correspond to at least one of the biomarkers CTSB, Cba or C5 and at least N ad-
ditional biomarkers selected from the list of biomarkers in Table 1, Col. 2, wherein N equals
2,3,4,5,6,7 8 or9. In a further aspect, pancreatic cancer is detected or diagnosed in an
individual by conducting an assay on a biological sample from the individual and detecting
biomarker values that each correspond to the biomarkers CTSB, CHa or C5 and one of at least
N additional biomarkers selected from the list of biomarkers in Table 1, Col. 2, wherein N
equals 1, 2, 3, 4, 5, 6, or 7. In a further aspect, pancreatic cancer is detected or diagnosed in
an individual by conducting an assay on a biological sample from the individual and detecting
biomarker values that each correspond to the biomarker CTSB and one of at least N additional
biomarkers selected from the list of biomarkers in Table 1, Col. 2, wherein N equals 2, 3, 4, 5,
6, 7, 8, or 9. In a further aspect, pancreatic cancer is detected or diagnosed in an individual
by conducting an assay on a biological sample from the individual and detecting biomarker
values that each correspond to the biomarker Cba and one of at least N additional biomarkers
selected from the list of biomarkers in Table 1, Col. 2, wherein N equals 2, 3,4, 5,6, 7, 8, or 9.
In a further aspect, pancreatic cancer is detected or diagnosed in an individual by conducting
an assay on a biological sample from the individual and detecting biomarker values that each
correspond to the biomarker C5 and one of at least N additional biomarkers selected from the
list of biomarkers in Table 1, Col. 2, wherein N equals 2, 3, 4, 5, 6, 7, 8, or 9.

[0114] The pancreatic cancer biomarkers identified herein represent a relatively large number

of choices for subsets or panels of biomarkers that can be used to effectively detect or diagnose
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combination of biomarkers chosen. It is important to remember that panels of biomarkers for
detecting or diagnosing pancreatic cancer may also include biomarkers not found in Table 1,
Col. 2, and that the inclusion of additional biomarkers not found in Table 1, Col. 2 may
reduce the number of biomarkers in the particular subset or panel that is selected from Table
1, Col. 2. The number of biomarkers from Table 1, Col. 2 used in a subset or panel may
also be reduced if additional biomedical information is used in conjunction with the biomarker
values to establish acceptable sensitivity and specificity values for a given assay.
[0115] Another factor that can affect the number of biomarkers to be used in a subset
or panel of biomarkers is the procedures used to obtain biological samples from individuals
who are being diagnosed for pancreatic cancer. In a carefully controlled sample procurement
environment, the number of biomarkers necessary to meet desired sensitivity and specificity
values will be lower than in a situation where there can be more variation in sample collection,
handling and storage. In developing the list of biomarkers set forth in Table 1, Col. 2, multiple
sample collection sites were utilized to collect data for classifier training. This provides for
more robust biomarkers that are less sensitive to variations in sample collection, handling and
storage, but can also require that the number of biomarkers in a subset or panel be larger
than if the training data were all obtained under very similar conditions.
[0116] One aspect of the instant application can be described generally with reference to
Figures 1A and 1B. A biological sample is obtained from an individual or individuals of interest.
The biological sample is then assayed to detect the presence of one or more (N) biomarkers
of interest and to determine a biomarker value for each of said N biomarkers (referred to
in Figure 1B as marker RFU). Once a biomarker has been detected and a biomarker value
assigned each marker is scored or classified as described in detail herein. The marker scores
are then combined to provide a total diagnostic score, which indicates the likelihood that the
individual from whom the sample was obtained has pancreatic cancer.
[0117] “Biological sample”, “sample”, and “test sample” are used interchangeably herein
to refer to any material, biological fluid, tissue, or cell obtained or otherwise derived from an
individual. This includes blood (including whole blood, leukocytes, peripheral blood mononu-
clear cells, buffy coat, plasma, and serum), sputum, tears, mucus, nasal washes, nasal aspirate,

breath, urine, semen, saliva, peritoneal washings, ascites, cystic fluid, meningeal fluid, amni-
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aspirate, bronchial brushing, synovial fluid, joint aspirate, organ secretions, cells, a cellular
extract, and cerebrospinal fluid. This also includes experimentally separated fractions of all
of the preceding. For example, a blood sample can be fractionated into serum, plasma or into
fractions containing particular types of blood cells, such as red blood cells or white blood cells
(leukocytes). If desired, a sample can be a combination of samples from an individual, such
as a combination of a tissue and fluid sample. The term “biological sample” also includes
materials containing homogenized solid material, such as from a stool sample, a tissue sample,
or a tissue biopsy, for example. The term “biological sample” also includes materials derived
from a tissue culture or a cell culture. Any suitable methods for obtaining a biological sample
can be employed; exemplary methods include, e.g., phlebotomy, swab (e.g., buccal swab), and
a fine needle aspirate biopsy procedure. Exemplary tissues susceptible to fine needle aspira-
tion include lymph node, lung, lung washes, BAL (bronchoalveolar lavage),thyroid, breast,
pancreas and liver. Samples can also be collected, e.g., by micro dissection (e.g., laser capture
micro dissection (LCM) or laser micro dissection (LMD)), bladder wash, smear (e.g., a PAP
smear), or ductal lavage. A “biological sample” obtained or derived from an individual in-
cludes any such sample that has been processed in any suitable manner after being obtained
from the individual.

[0118] Further, it should be realized that a biological sample can be derived by taking
biological samples from a number of individuals and pooling them or pooling an aliquot of
each individual’s biological sample. The pooled sample can be treated as a sample from a
single individual and if the presence of cancer is established in the pooled sample, then each
individual biological sample can be re-tested to determine which individual /s have pancreatic
cancer.

[0119] For purposes of this specification, the phrase “data attributed to a biological sample
from an individual” is intended to mean that the data in some form derived from, or were
generated using, the biological sample of the individual. The data may have been reformatted,
revised, or mathematically altered to some degree after having been generated, such as by
conversion from units in one measurement system to units in another measurement system;
but, the data are understood to have been derived from, or were generated using, the biological

sample.

26



0.875 15 Cha CTSB KLK7 ETHE1 0.875 16 PLAT C5 CTSB ETHELl 0.875 17 C5 Cha
CTSB HAMP 0. 874 18 CTSB KLK7 HAMP ETHE1l 0.874 19 C5 KIT CCL18 CTSB 0.874 20
C9 C5 CTSBOEIHERIDS874 Table 5 - continued from previ oRETA®QE 10BTSREr s CV
AUC 21 C5 CCL18 CTSB THBS4 0.874 22 C5-C6 CCL18 CTSB ETHEL 0.874 23 C5 LTF

oI A 2 D S LT IR TS 70 2 ©
to any molecule of interest that may be present in a biological sample. A “molecule of inter-
est” includes any minor variation of a particular molecule, such as, in the case of a protein,
for example, minor variations in amino acid sequence, disulfide bond formation, glycosylation,
lipidation, acetylation, phosphorylation, or any other manipulation or modification, such as
conjugation with a labeling component, which does not substantially alter the identity of the
molecule. A “target molecule”, “target”, or “analyte” is a set of copies of one type or species
of molecule or multi-molecular structure. “Target molecules”, “targets”, and “analytes” re-
fer to more than one such set of molecules. Exemplary target molecules include proteins,
polypeptides, nucleic acids, carbohydrates, lipids, polysaccharides, glycoproteins, hormones,
receptors, antigens, antibodies, affybodies, antibody mimics, viruses, pathogens, toxic sub-
stances, substrates, metabolites, transition state analogs, cofactors, inhibitors, drugs, dyes,
nutrients, growth factors, cells, tissues, and any fragment or portion of any of the foregoing.
[0121] As used herein, “polypeptide,” “peptide,” and “protein” are used interchangeably
herein to refer to polymers of amino acids of any length. The polymer may be linear or
branched, it may comprise modified amino acids, and it may be interrupted by non-amino
acids. The terms also encompass an amino acid polymer that has been modified naturally or
by intervention; for example, disulfide bond formation, glycosylation, lipidation, acetylation,
phosphorylation, or any other manipulation or modification, such as conjugation with a label-
ing component. Also included within the definition are, for example, polypeptides containing
one or more analogs of an amino acid (including, for example, unnatural amino acids, etc.), as
well as other modifications known in the art. Polypeptides can be single chains or associated
chains. Also included within the definition are preproteins and intact mature proteins; pep-
tides or polypeptides derived from a mature protein; fragments of a protein; splice variants;
recombinant forms of a protein; protein variants with amino acid modifications, deletions, or
substitutions; digests; and post-translational modifications, such as glycosylation, acetylation,
phosphorylation, and the like.

[0122] As used herein, “marker” and “biomarker” are used interchangeably to refer to a
target molecule that indicates or is a sign of a normal or abnormal process in an individual or of
a disease or other condition in an individual. More specifically, a “marker” or “biomarker” is an

anatomic, physiologic, biochemical, or molecular parameter associated with the presence of a
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chronic or acute. Biomarkers are detectable and measurable by a variety of methods including
laboratory assays and medical imaging. When a biomarker is a protein, it is also possible to
use the expression of the corresponding gene as a surrogate measure of the amount or presence
or absence of the corresponding protein biomarker in a biological sample or methylation state
of the gene encoding the biomarker or proteins that control expression of the biomarker.
[0123] As used herein, “biomarker value”, “value”, “biomarker level”, and “level” are used
interchangeably to refer to a measurement that is made using any analytical method for de-
tecting the biomarker in a biological sample and that indicates the presence, absence, absolute
amount or concentration, relative amount or concentration, titer, a level, an expression level,
a ratio of measured levels, or the like, of, for, or corresponding to the biomarker in the bio-
logical sample. The exact nature of the “value” or “level” depends on the specific design and
components of the particular analytical method employed to detect the biomarker.
[0124] When a biomarker indicates or is a sign of an abnormal process or a disease or
other condition in an individual, that biomarker is generally described as being either over-
expressed or under-expressed as compared to an expression level or value of the biomarker
that indicates or is a sign of a normal process or an absence of a disease or other condition
in an individual. “Up-regulation”, “up-regulated”, “over-expression”, “over-expressed”, and
any variations thereof are used interchangeably to refer to a value or level of a biomarker
in a biological sample that is greater than a value or level (or range of values or levels) of
the biomarker that is typically detected in similar biological samples from healthy or normal
individuals. The terms may also refer to a value or level of a biomarker in a biological sample
that is greater than a value or level (or range of values or levels) of the biomarker that may
be detected at a different stage of a particular disease.
[0125] ”Down-regulation”, “down-regulated”, “under-expression”, “under-expressed”, and
any variations thereof are used interchangeably to refer to a value or level of a biomarker in a
biological sample that is less than a value or level (or range of values or levels) of the biomarker
that is typically detected in similar biological samples from healthy or normal individuals. The
terms may also refer to a value or level of a biomarker in a biological sample that is less than a
value or level (or range of values or levels) of the biomarker that may be detected at a different

stage of a particular disease.
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referred to as being “differentially expressed” or as having a “differential level” or “differential
value” as compared to a “normal” expression level or value of the biomarker that indicates or
is a sign of a normal process or an absence of a disease or other condition in an individual.
Thus, “differential expression” of a biomarker can also be referred to as a variation from a
“normal” expression level of the biomarker.
[0127] The term “differential gene expression” and “differential expression” are used inter-
changeably to refer to a gene (or its corresponding protein expression product) whose expres-
sion is activated to a higher or lower level in a subject suffering from a specific disease, relative
to its expression in a normal or control subject. The terms also include genes (or the corre-
sponding protein expression products) whose expression is activated to a higher or lower level
at different stages of the same disease. It is also understood that a differentially expressed
gene may be either activated or inhibited at the nucleic acid level or protein level, or may be
subject to alternative splicing to result in a different polypeptide product. Such differences
may be evidenced by a variety of changes including mRNA levels, surface expression, secretion
or other partitioning of a polypeptide. Differential gene expression may include a comparison
of expression between two or more genes or their gene products; or a comparison of the ratios
of the expression between two or more genes or their gene products; or even a comparison of
two differently processed products of the same gene, which differ between normal subjects and
subjects suffering from a disease; or between various stages of the same disease. Differential
expression includes both quantitative, as well as qualitative, differences in the temporal or
cellular expression pattern in a gene or its expression products among, for example, normal
and diseased cells, or among cells which have undergone different disease events or disease
stages.
[0128] As used herein, “individual” refers to a test subject or patient. The individual can
be a mammal or a non-mammal. In various embodiments, the individual is a mammal. A
mammalian individual can be a human or non-human. In various embodiments, the individual
is a human. A healthy or normal individual is an individual in which the disease or condition
of interest (including, for example, pancreatic diseases, pancreatic-associated diseases, or other
pancreatic conditions) is not detectable by conventional diagnostic methods.

[0129] “Diagnose”, “diagnosing”, “diagnosis”, and variations thereof refer to the detection,
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or more signs, symptoms, data, or other information pertaining to that individual. The health
status of an individual can be diagnosed as healthy / normal (i.e., a diagnosis of the absence
of a disease or condition) or diagnosed as ill / abnormal (i.e., a diagnosis of the presence,
or an assessment of the characteristics, of a disease or condition). The terms “diagnose”,
“diagnosing”, “diagnosis”, etc., encompass, with respect to a particular disease or condition,
the initial detection of the disease; the characterization or classification of the disease; the
detection of the progression, remission, or recurrence of the disease; and the detection of disease
response after the administration of a treatment or therapy to the individual. The diagnosis
of pancreatic cancer includes distinguishing individuals who have cancer from individuals who
do not. It further includes distinguishing GI and normal controls from pancreatic cancer.
[0130] “Prognose”, “prognosing”, “prognosis”, and variations thereof refer to the prediction
of a future course of a disease or condition in an individual who has the disease or condition
(e.g., predicting patient survival), and such terms encompass the evaluation of disease response
after the administration of a treatment or therapy to the individual.

[0131] “Evaluate”, “evaluating”, “evaluation”, and variations thereof encompass both “di-
agnose” and “prognose” and also encompass determinations or predictions about the future
course of a disease or condition in an individual who does not have the disease as well as
determinations or predictions regarding the likelihood that a disease or condition will recur in
an individual who apparently has been cured of the disease. The term “evaluate” also encom-
passes assessing an individual’s response to a therapy, such as, for example, predicting whether
an individual is likely to respond favorably to a therapeutic agent or is unlikely to respond to
a therapeutic agent (or will experience toxic or other undesirable side effects, for example),
selecting a therapeutic agent for administration to an individual, or monitoring or determin-
ing an individual’s response to a therapy that has been administered to the individual. Thus,
“evaluating” pancreatic cancer can include, for example, any of the following: prognosing the
future course of pancreatic cancer in an individual; predicting the recurrence of pancreatic
cancer in an individual who apparently has been cured of pancreatic cancer; or determining or
predicting an individual’s response to a pancreatic cancer treatment or selecting a pancreatic
cancer treatment to administer to an individual based upon a determination of the biomarker

values derived from the individual’s biological sample.
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0. 866 pancreatic cancer: initially detecting the presence or absence of pancreatic cancer; deter-
mining a specific stage, type or sub-type, or other classification or characteristic of pancreatic
cancer; determining whether a suspicious mass is a benign lesion or a malignant pancreatic
tumor; or detecting/monitoring pancreatic cancer progression (e.g., monitoring tumor growth
or metastatic spread), remission, or recurrence.
[0133] As used herein, “additional biomedical information” refers to one or more evaluations
of an individual, other than using any of the biomarkers described herein, that are associated
with cancer risk or, more specifically, pancreatic cancer risk. “Additional biomedical informa-
tion” includes any of the following: physical descriptors of an individual, including a pancreatic
mass observed by any of contrast-enhanced multislice (multidetector) helical computed tomog-
raphy (CT) scanning with three dimensional reconstruction ,transcutaneous or endoscopic ul-
trasound (US or EUS), endoscopic retrograde cholangiopancreatography (ERCP), magnetic
resonance imaging (MRI), MR cholangiopancreatography (MRCP), or abdominal ultrasound;
the height and/or weight of an individual; change in weight; the ethnicity of an individual;
occupational history; family history of pancreatic cancer (or other cancer); the presence of a
genetic marker(s) correlating with a higher risk of pancreatic cancer (or other cancer) in the
individual or a family member; the presence or absence of a pancreatic mass or other abdomi-
nal mass; size of mass; location of mass; morphology of mass and associated abdominal region
(e.g., as observed through imaging); clinical symptoms such as abdominal pain, weight loss,
anorexia, early satiety, diarrhea, or steatorrhea, jaundice, recent onset of atypical diabetes mel-
litus, a history of recent but unexplained thrombophlebitis, or previous attack of pancreatitis,
and the like; gene expression values; physical descriptors of an individual, including physical
descriptors observed by radiologic imaging; the height and/or weight of an individual;, the
gender of an individual; the ethnicity of an individual; smoking history; alcohol use history;
occupational history; exposure to known carcinogens (e.g., exposure to any of asbestos, radon
gas, chemicals, smoke from fires, and air pollution, which can include emissions from station-
ary or mobile sources such as industrial /factory or auto/marine/aircraft emissions); exposure
to second-hand smoke; and family history of pancreatic cancer or other cancer. Testing of
biomarker levels in combination with an evaluation of any additional biomedical information,

including other laboratory tests (e.g., CA 19-9 testing, serum bilirubin concentration, alkaline
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and/or AUC for detecting pancreatic cancer (or other pancreatic cancer-related uses) as com-
pared to biomarker testing alone or evaluating any particular item of additional biomedical
information alone (e.g., ultrasound imaging alone). Additional biomedical information can
be obtained from an individual using routine techniques known in the art, such as from the
individual themselves by use of a routine patient questionnaire or health history questionnaire,
etc., or from a medical practitioner, etc. Testing of biomarker levels in combination with an
evaluation of any additional biomedical information may, for example, improve sensitivity,
specificity, and/or AUC for detecting pancreatic cancer (or other pancreatic cancer-related
uses) as compared to biomarker testing alone or evaluating any particular item of additional
biomedical information alone (e.g., CT imaging alone).

[0134] Cancer associated antigen 19-9 (CA 19-9) is a known blood marker for pancreatic
cancer. The reported sensitivity and specificity of CA 19-9 for pancreatic cancer are 80
to 90 percent, respectively. However, these values are closely related to tumor size. The
accuracy of CA 19-9 to identify patients with small surgically resectable cancers is limited.
CA 19-9 requires the presence of the Lewis blood group antigen (a glycosyl transferase) to
be expressed. Among individuals with a Lewis-negative phenotype (an estimated 5 to 10
percent of the population), CA 19-9 levels are not a useful tumor marker. The specificity
of CA 19-9 is also limited. CA 19-9 is frequently elevated in patients with various benign
pancreaticobiliary disorders. The degree of elevation of CA 19-9 (both at initial presentation
and in the postoperative setting) is associated with long-term prognosis. Furthermore, in
patients who appear to have potentially resectable disease, the magnitude of the CA 19-9
level can also help to predict the presence of radiographically occult metastatic disease as
well. Serial monitoring of CA 19-9 levels is useful to follow patients after potentially curative
surgery and for those who are receiving chemotherapy for advanced disease. Rising CA 19-
9 levels usually precede the radiographic appearance of recurrent disease, but confirmation
of disease progression should be pursued with imaging studies and/or biopsy. Testing of
biomarker levels in combination with CA 19-9 may, for example, improve improve sensitivity,
specificity, and/or AUC for detecting pancreatic cancer (or other pancreatic cancer-related
uses) as compared to CA 19-9 alone.

[0135] The term “area under the curve” or “AUC” refers to the area under the curve of a
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measures are useful for comparing the accuracy of a classifier across the complete data range.
Classifiers with a greater AUC have a greater capacity to classify unknowns correctly between
two groups of interest (e.g., pancreatic cancer samples and normal or control samples). ROC
curves are useful for plotting the performance of a particular feature (e.g., any of the biomark-
ers described herein and/or any item of additional biomedical information) in distinguishing
between two populations (e.g., cases having pancreatic cancer and controls without pancreatic
cancer). Typically, the feature data across the entire population (e.g., the cases and controls)
are sorted in ascending order based on the value of a single feature. Then, for each value
for that feature, the true positive and false positive rates for the data are calculated. The
true positive rate is determined by counting the number of cases above the value for that
feature and then dividing by the total number of cases. The false positive rate is determined
by counting the number of controls above the value for that feature and then dividing by
the total number of controls. Although this definition refers to scenarios in which a feature
is elevated in cases compared to controls, this definition also applies to scenarios in which a
feature is lower in cases compared to the controls (in such a scenario, samples below the value
for that feature would be counted). ROC curves can be generated for a single feature as well
as for other single outputs, for example, a combination of two or more features can be math-
ematically combined (e.g., added, subtracted, multiplied, etc.) to provide a single sum value,
and this single sum value can be plotted in a ROC curve. Additionally, any combination of
multiple features, in which the combination derives a single output value, can be plotted in a
ROC curve. These combinations of features may comprise a test. The ROC curve is the plot
of the true positive rate (sensitivity) of a test against the false positive rate (1-specificity) of
the test.

[0136] As used herein, “detecting” or “determining” with respect to a biomarker value in-
cludes the use of both the instrument required to observe and record a signal corresponding
to a biomarker value and the material /s required to generate that signal. In various embod-
iments, the biomarker value is detected using any suitable method, including fluorescence,
chemiluminescence, surface plasmon resonance, surface acoustic waves, mass spectrometry,
infrared spectroscopy, Raman spectroscopy, atomic force microscopy, scanning tunneling mi-

croscopy, electrochemical detection methods, nuclear magnetic resonance, quantum dots, and
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CC‘}()ﬁ%’?] ”Solid support” refers herein to any substrate having a surface to which molecules
may be attached, directly or indirectly, through either covalent or non-covalent bonds. A
“solid support” can have a variety of physical formats, which can include, for example, a
membrane; a chip (e.g., a protein chip); a slide (e.g., a glass slide or coverslip); a column; a
hollow, solid, semi-solid, pore- or cavity- containing particle, such as, for example, a bead;
a gel; a fiber, including a fiber optic material; a matrix; and a sample receptacle. Fxem-
plary sample receptacles include sample wells, tubes, capillaries, vials, and any other vessel,
groove or indentation capable of holding a sample. A sample receptacle can be contained
on a multi-sample platform, such as a microtiter plate, slide, microfluidics device, and the
like. A support can be composed of a natural or synthetic material, an organic or inorganic
material. The composition of the solid support on which capture reagents are attached gen-
erally depends on the method of attachment (e.g., covalent attachment). Other exemplary
receptacles include microdroplets and microfluidic controlled or bulk oil /aqueous emulsions
within which assays and related manipulations can occur. Suitable solid supports include, for
example, plastics, resins, polysaccharides, silica or silica-based materials, functionalized glass,
modified silicon, carbon, metals, inorganic glasses, membranes, nylon, natural fibers (such
as, for example, silk, wool and cotton), polymers, and the like. The material composing the
solid support can include reactive groups such as, for example, carboxy, amino, or hydroxyl
groups, which are used for attachment of the capture reagents. Polymeric solid supports can
include, e.g., polystyrene, polyethylene glycol tetraphthalate, polyvinyl acetate, polyvinyl chlo-
ride, polyvinyl pyrrolidone, polyacrylonitrile, polymethyl methacrylate, polytetrafluoroethy-
lene, butyl rubber, styrenebutadiene rubber, natural rubber, polyethylene, polypropylene,
(poly)tetrafluoroethylene, (poly)vinylidenefluoride, polycarbonate, and polymethylpentene.
Suitable solid support particles that can be used include, e.g., encoded particles, such as

Luminex-type encoded particles, magnetic particles, and glass particles.

Exemplary Uses of Biomarkers

[0138] In various exemplary embodiments, methods are provided for diagnosing pancreatic
cancer in an individual by detecting one or more biomarker values corresponding to one or more

biomarkers that are present in the circulation of an individual, such as in serum or plasma, by
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These biomarkers are, for example, differentially expressed in individuals with pancreatic
cancer as compared to individuals without pancreatic cancer. Detection of the differential
expression of a biomarker in an individual can be used, for example, to permit the early
diagnosis of pancreatic cancer, to distinguish between a benign and malignant mass (such as,
for example, a mass observed on a computed tomography (CT) scan, MRI or ultrasound), to
monitor pancreatic cancer recurrence, or for differential diagnosis from other clinical conditions
such as acute or chronic pancreatitis (or both), pancreatic obstruction, GERD, gallstones, or
abnormal imaging later found to be benign.

[0139] Any of the biomarkers described herein may be used in a variety of clinical indications
for pancreatic cancer, including any of the following: detection of pancreatic cancer (such as
in a high-risk individual or population); characterizing pancreatic cancer (e.g., determining
pancreatic cancer type, sub-type, or stage), such as by distinguishing between pancreatic can-
cer (pancreatic cancer) and acute or chronic pancreatitis (or both), pancreatic obstruction,
GERD, gallstones, or abnormal imaging later found to be benign and/or between adenocar-
cinoma and other malignant cell types (or otherwise facilitating histopathology); determining
whether a pancreatic mass is benign or a malignant pancreatic tumor; determining pancreatic
cancer prognosis; monitoring pancreatic cancer progression or remission; monitoring for pan-
creatic cancer recurrence; monitoring metastasis; treatment selection; monitoring response to
a therapeutic agent or other treatment; stratification of individuals for endoscopic ultrasound
(EUS) screening (e.g., identifying those individuals at greater risk of pancreatic cancer and
thereby most likely to benefit from radiologic screening, thus increasing the positive predictive
value of EUS); combining biomarker testing with additional biomedical information, such as
smoking or alcohol history, etc., or CA 19-9 level, the presence of a genetic marker(s) indi-
cating a higher risk for pancreatic cancer, etc., or with mass size, morphology, presence of
ascites, etc. (such as to provide an assay with increased diagnostic performance compared
to CA 19-9 testing or other biomarker testing or with mass size, morphology, etc.); facilitat-
ing the diagnosis of an abdominal mass as malignant or benign; facilitating clinical decision
making once an abdominal mass is observed on CT, MRI, PET or EUS (e.g., ordering repeat
radiologic scans if the abdominal mass is deemed to be low risk, such as if a biomarker-based

test is negative, with or without categorization of mass size, or considering biopsy if the mass
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categorization of mass size or extent of tissue invasion); and facilitating decisions regarding
clinical follow-up (e.g., whether to implement repeat radiologic imaging scans, fine needle
biopsy, or surgery after observing an abdominal mass on imaging). Biomarker testing may
improve positive predictive value (PPV) over EUS screening of high risk individuals alone. In
addition to their utilities in conjunction with EUS screening, the biomarkers described herein
can also be used in conjunction with any other imaging modalities used for pancreatic cancer,
such as CT, MRI or PET scan. Furthermore, the described biomarkers may also be useful in
permitting certain of these uses before indications of pancreatic cancer are detected by imaging
modalities or other clinical correlates, or before symptoms appear. It further includes distin-
guishing acute or chronic pancreatitis (or both), pancreatic obstruction, GERD, gallstones, or
abnormal imaging later found to be benign from pancreatic cancer.

[0140] As an example of the manner in which any of the biomarkers described herein can
be used to diagnose pancreatic cancer, differential expression of one or more of the described
biomarkers in an individual who is not known to have pancreatic cancer may indicate that the
individual has pancreatic cancer, thereby enabling detection of pancreatic cancer at an early
stage of the disease when treatment is most effective, perhaps before the pancreatic cancer
is detected by other means or before symptoms appear. Over-expression of one or more of
the biomarkers during the course of pancreatic cancer may be indicative of pancreatic cancer
progression, e.g., a pancreatic tumor is growing and/or metastasizing (and thus indicate a
poor prognosis), whereas a decrease in the degree to which one or more of the biomarkers
is differentially expressed (i.e., in subsequent biomarker tests, the expression level in the in-
dividual is moving toward or approaching a “normal” expression level) may be indicative of
pancreatic cancer remission, e.g., a pancreatic tumor is shrinking (and thus indicate a good or
better prognosis). Similarly, an increase in the degree to which one or more of the biomark-
ers is differentially expressed (i.e., in subsequent biomarker tests, the expression level in the
individual is moving further away from a “normal” expression level) during the course of pan-
creatic cancer treatment may indicate that the pancreatic cancer is progressing and therefore
indicate that the treatment is ineffective, whereas a decrease in differential expression of one
or more of the biomarkers during the course of pancreatic cancer treatment may be indicative

of pancreatic cancer remission and therefore indicate that the treatment is working success-
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biomarkers after an individual has apparently been cured of pancreatic cancer may be indica-
tive of pancreatic cancer recurrence. In a situation such as this, for example, the individual
can be re-started on therapy (or the therapeutic regimen modified such as to increase dosage
amount and/or frequency, if the individual has maintained therapy) at an earlier stage than
if the recurrence of pancreatic cancer was not detected until later. Furthermore, a differential
expression level of one or more of the biomarkers in an individual may be predictive of the
individual’s response to a particular therapeutic agent. In monitoring for pancreatic cancer
recurrence or progression, changes in the biomarker expression levels may indicate the need
for repeat imaging (e.g., repeat EUS), such as to determine pancreatic cancer activity or to
determine the need for changes in treatment.

[0141] Detection of any of the biomarkers described herein may be particularly useful fol-
lowing, or in conjunction with, pancreatic cancer treatment, such as to evaluate the success
of the treatment or to monitor pancreatic cancer remission, recurrence, and/or progression
(including metastasis) following treatment. Pancreatic cancer treatment may include, for ex-
ample, administration of a therapeutic agent to the individual, performance of surgery (e.g.,
surgical resection of at least a portion of a pancreatic tumor or removal of pancreatic and
surrounding tissue), administration of radiation therapy, or any other type of pancreatic can-
cer treatment used in the art, and any combination of these treatments. For example, any
of the biomarkers may be detected at least once after treatment or may be detected multiple
times after treatment (such as at periodic intervals), or may be detected both before and
after treatment. Differential expression levels of any of the biomarkers in an individual over
time may be indicative of pancreatic cancer progression, remission, or recurrence, examples
of which include any of the following: an increase or decrease in the expression level of the
biomarkers after treatment compared with the expression level of the biomarker before treat-
ment; an increase or decrease in the expression level of the biomarker at a later time point
after treatment compared with the expression level of the biomarker at an earlier time point
after treatment; and a differential expression level of the biomarker at a single time point after
treatment compared with normal levels of the biomarker.

[0142] As a specific example, the biomarker levels for any of the biomarkers described herein

can be determined in pre-surgery and post-surgery (e.g., 2-8 weeks after surgery) serum or
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KLK&npared with the pre-surgery sample can indicate progression of pancreatic cancer (e.g.,
unsuccessful surgery), whereas a decrease in the biomarker expression level(s) in the post-
surgery sample compared with the pre-surgery sample can indicate regression of pancreatic
cancer (e.g., the surgery successfully removed the pancreatic tumor). Similar analyses of the
biomarker levels can be carried out before and after other forms of treatment, such as before
and after radiation therapy or administration of a therapeutic agent or cancer vaccine.
[0143] In addition to testing biomarker levels as a stand-alone diagnostic test, biomarker
levels can also be done in conjunction with determination of SNPs or other genetic lesions or
variability that are indicative of increased risk of susceptibility of disease. (See, e.g., Amos et
al., Nature Genetics 40, 616-622 (2009)).

[0144] In addition to testing biomarker levels as a stand-alone diagnostic test, biomarker lev-
els can also be done in conjunction with radiologic screening. In addition to testing biomarker
levels as a stand-alone diagnostic test, biomarker levels can also be done in conjunction with
relevant symptoms or genetic testing. Detection of any of the biomarkers described herein
may be useful after pancreatic mass has been observed through imaging to aid in the diagno-
sis of pancreatic cancer and guide appropriate clinical care of the individual, including care
by an appropriate surgical specialist or by palliative therapy in the unresectable patient. In
addition to testing biomarker levels in conjunction with relevant symptoms or risk factors,
information regarding the biomarkers can also be evaluated in conjunction with other types of
data, particularly data that indicates an individual’s risk for pancreatic cancer (e.g., patient
clinical history, symptoms, family history of pancreatic cancer, history of smoking or alcohol
use, sudden onset of diabetes mellitus, jaundice, risk factors such as the presence of a ge-
netic marker(s), and/or status of other biomarkers, etc.). These various data can be assessed
by automated methods, such as a computer program /software, which can be embodied in a
computer or other apparatus/device.

[0145] In addition to testing biomarker levels in conjunction with radiologic screening in high
risk individuals (e.g., assessing biomarker levels in conjunction with size or other characteristics
of a pancreatic mass observed on an imaging scan), information regarding the biomarkers can
also be evaluated in conjunction with other types of data, particularly data that indicates an

individual’s risk for pancreatic cancer (e.g., patient clinical history, symptoms, family history
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and /or status of other biomarkers, etc.). These various data can be assessed by automated
methods, such as a computer program /software, which can be embodied in a computer or
other apparatus/device.

[0146] Any of the described biomarkers may also be used in imaging tests. For example,
an imaging agent can be coupled to any of the described biomarkers, which can be used to
aid in pancreatic cancer diagnosis, to monitor disease progression/remission or metastasis, to

monitor for disease recurrence, or to monitor response to therapy, among other uses.

Detection and Determination of Biomarkers and Biomarker Values

[0147] A biomarker value for the biomarkers described herein can be detected using any of a
variety of known analytical methods. In one embodiment, a biomarker value is detected using

7 or “capture reagent” refers to a molecule

a capture reagent. As used herein, a “capture agen
that is capable of binding specifically to a biomarker. In various embodiments, the capture
reagent can be exposed to the biomarker in solution or can be exposed to the biomarker while
the capture reagent is immobilized on a solid support. In other embodiments, the capture
reagent contains a feature that is reactive with a secondary feature on a solid support. In
these embodiments, the capture reagent can be exposed to the biomarker in solution, and
then the feature on the capture reagent can be used in conjunction with the secondary feature
on the solid support to immobilize the biomarker on the solid support. The capture reagent is
selected based on the type of analysis to be conducted. Capture reagents include but are not
limited to aptamers, antibodies, adnectins, ankyrins, other antibody mimetics and other pro-
tein scaffolds, autoantibodies, chimeras, small molecules, an F(ab’)s fragment, a single chain
antibody fragment, an Fv fragment, a single chain Fv fragment, a nucleic acid, a lectin, a
ligand-binding receptor, affybodies, nanobodies, imprinted polymers, avimers, peptidomimet-
ics, a hormone receptor, a cytokine receptor, and synthetic receptors, and modifications and
fragments of these.

[0148] In some embodiments, a biomarker value is detected using a biomarker/capture
reagent complex.

[0149] In other embodiments, the biomarker value is derived from the biomarker/capture

reagent complex and is detected indirectly, such as, for example, as a result of a reaction that
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of the biomarker/capture reagent complex.
[0150] In some embodiments, the biomarker value is detected directly from the biomarker
in a biological sample.
[0151] In one embodiment, the biomarkers are detected using a multiplexed format that
allows for the simultaneous detection of two or more biomarkers in a biological sample. In
one embodiment of the multiplexed format, capture reagents are immobilized, directly or
indirectly, covalently or non-covalently, in discrete locations on a solid support. In another
embodiment, a multiplexed format uses discrete solid supports where each solid support has a
unique capture reagent associated with that solid support, such as, for example quantum dots.
In another embodiment, an individual device is used for the detection of each one of multiple
biomarkers to be detected in a biological sample. Individual devices can be configured to
permit each biomarker in the biological sample to be processed simultaneously. For example,
a microtiter plate can be used such that each well in the plate is used to uniquely analyze one
of multiple biomarkers to be detected in a biological sample.
[0152] In one or more of the foregoing embodiments, a fluorescent tag can be used to label a
component of the biomarker /capture complex to enable the detection of the biomarker value.
In various embodiments, the fluorescent label can be conjugated to a capture reagent specific
to any of the biomarkers described herein using known techniques, and the fluorescent label
can then be used to detect the corresponding biomarker value. Suitable fluorescent labels
include rare earth chelates, fluorescein and its derivatives, rhodamine and its derivatives,
dansyl, allophycocyanin, PBXL-3, Qdot 605, Lissamine, phycoerythrin, Texas Red, and other
such compounds.
[0153] In one embodiment, the fluorescent label is a fluorescent dye molecule. In some
embodiments, the fluorescent dye molecule includes at least one substituted indolium ring
system in which the substituent on the 3-carbon of the indolium ring contains a chemically
reactive group or a conjugated substance. In some embodiments, the dye molecule includes an
AlexFluor molecule, such as, for example, AlexaFluor 488, AlexaFluor 532, AlexaFluor 647,
AlexaFluor 680, or AlexaFluor 700. In other embodiments, the dye molecule includes a first
type and a second type of dye molecule, such as, e.g., two different AlexaFluor molecules. In

other embodiments, the dye molecule includes a first type and a second type of dye molecule,
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C5[(ﬁ“621$1 k6 eGLead® can be measured with a variety of instrumentation compatible with a
wide range of assay formats. For example, spectrofluorimeters have been designed to analyze
microtiter plates, microscope slides, printed arrays, cuvettes, etc. See Principles of Fluores-
cence Spectroscopy, by J.R. Lakowicz, Springer Science + Business Media, Inc., 2004. See
Bioluminescence & Chemiluminescence: Progress & Current Applications; Philip E. Stanley
and Larry J. Kricka editors, World Scientific Publishing Company, January 2002.

[0155] In one or more of the foregoing embodiments, a chemiluminescence tag can option-
ally be used to label a component of the biomarker/capture complex to enable the detection
of a biomarker value. Suitable chemiluminescent materials include any of oxalyl chloride,
Rodamin 6G, Ru(bipy)32+ , TMAE (tetrakis(dimethylamino)ethylene), Pyrogallol (1,2,3-
trihydroxibenzene), Lucigenin, peroxyoxalates, Aryl oxalates, Acridinium esters, dioxetanes,
and others.

[0156] In yet other embodiments, the detection method includes an enzyme /substrate com-
bination that generates a detectable signal that corresponds to the biomarker value. Gener-
ally, the enzyme catalyzes a chemical alteration of the chromogenic substrate which can be
measured using various techniques, including spectrophotometry, fluorescence, and chemilumi-
nescence. Suitable enzymes include, for example, luciferases, luciferin, malate dehydrogenase,
urease, horseradish peroxidase (HRPO), alkaline phosphatase, beta-galactosidase, glucoamy-
lase, lysozyme, glucose oxidase, galactose oxidase, and glucose-6-phosphate dehydrogenase,
uricase, xanthine oxidase, lactoperoxidase, microperoxidase, and the like.

[0157] In yet other embodiments, the detection method can be a combination of fluores-
cence, chemiluminescence, radionuclide or enzyme/substrate combinations that generate a
measurable signal. Multimodal signaling could have unique and advantageous characteristics
in biomarker assay formats.

[0158] More specifically, the biomarker values for the biomarkers described herein can be
detected using known analytical methods including, singleplex aptamer assays, multiplexed
aptamer assays, singleplex or multiplexed immunoassays, mRNA expression profiling, miRNA
expression profiling, mass spectrometric analysis, histological /cytological methods, etc. as

detailed below.

41



CTSB .892 THBS4 0 Table 7 - continued from previ ous page Mrkers
C5 ETHE1 C5a CCL18 CTSB KLK7 0.892 11 C5 ETHE1 CCL18 CTSB KLK7 .89
12 C5 ETHEO20PR2CHa CCL18 CTSB 0.892 13 PLAT ETHE1L C5 CRaT@SRMB/0€7P

Cv AUC 10
2 HAMP O
3B 0. 891

14 C5 CTSB KIT CSF1R C5a CCL18 0.891 15 C5 THBS4 CSF1R Co5a CCL18 CTSB 0. 891

co Ll iR £ 1B R Rrk VT des yshes “Ertdinber B Raros®

0.890 20 C5 ETHE1l ALPL Csa CCL18 CTSB 0.890 21

0.891 18
CTSB

[0159] Assays directed to the detection and quantification of physiologically significant
molecules in biological samples and other samples are important tools in scientific research
and in the health care field. One class of such assays involves the use of a microarray that
includes one or more aptamers immobilized on a solid support. The aptamers are each capable
of binding to a target molecule in a highly specific manner and with very high affinity. See,
e.g., U.S. Patent No. 5,475,096 entitled “Nucleic Acid Ligands”; see also, e.g., U.S. Patent
No. 6,242,246, U.S. Patent No. 6,458,543, and U.S. Patent No. 6,503,715, each of which is
entitled “Nucleic Acid Ligand Diagnostic Biochip”. Once the microarray is contacted with
a sample, the aptamers bind to their respective target molecules present in the sample and
thereby enable a determination of a biomarker value corresponding to a biomarker.

[0160] As used herein, an “aptamer” refers to a nucleic acid that has a specific binding
affinity for a target molecule. It is recognized that affinity interactions are a matter of degree;
however, in this context, the “specific binding affinity” of an aptamer for its target means
that the aptamer binds to its target generally with a much higher degree of affinity than it
binds to other components in a test sample. An “aptamer” is a set of copies of one type
or species of nucleic acid molecule that has a particular nucleotide sequence. An aptamer
can include any suitable number of nucleotides, including any number of chemically modified
nucleotides. “Aptamers” refers to more than one such set of molecules. Different aptamers
can have either the same or different numbers of nucleotides. Aptamers can be DNA or RNA
or chemically modified nucleic acids and can be single stranded, double stranded, or contain
double stranded regions, and can include higher ordered structures. An aptamer can also be
a photoaptamer, where a photoreactive or chemically reactive functional group is included in
the aptamer to allow it to be covalently linked to its corresponding target. Any of the aptamer
methods disclosed herein can include the use of two or more aptamers that specifically bind
the same target molecule. As further described below, an aptamer may include a tag. If an
aptamer includes a tag, all copies of the aptamer need not have the same tag. Moreover, if
different aptamers each include a tag, these different aptamers can have either the same tag
or a different tag.

[0161] An aptamer can be identified using any known method, including the SELEX process.

Once identified, an aptamer can be prepared or synthesized in accordance with any known
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aptamer having improved off-rate characteristics. SOMAmers can be generated using the
improved SELEX methods described in U.S. Publication No. 2009/0004667, entitled “Method
for Generating Aptamers with Improved Off-Rates.”

[0163] The terms “SELEX” and “SELEX process” are used interchangeably herein to refer
generally to a combination of (1) the selection of aptamers that interact with a target molecule
in a desirable manner, for example binding with high affinity to a protein, with (2) the ampli-
fication of those selected nucleic acids. The SELEX process can be used to identify aptamers
with high affinity to a specific target or biomarker.

[0164] SELEX generally includes preparing a candidate mixture of nucleic acids, binding of
the candidate mixture to the desired target molecule to form an affinity complex, separating
the affinity complexes from the unbound candidate nucleic acids, separating and isolating the
nucleic acid from the affinity complex, purifying the nucleic acid, and identifying a specific
aptamer sequence. The process may include multiple rounds to further refine the affinity of
the selected aptamer. The process can include amplification steps at one or more points in the
process. See, e.g., U.S. Patent No. 5,475,096, entitled “Nucleic Acid Ligands”. The SELEX
process can be used to generate an aptamer that covalently binds its target as well as an
aptamer that non-covalently binds its target. See, e.g., U.S. Patent No. 5,705,337 entitled
“Systematic Evolution of Nucleic Acid Ligands by Exponential Enrichment: Chemi-SELEX.”
[0165] The SELEX process can be used to identify high-affinity aptamers containing mod-
ified nucleotides that confer improved characteristics on the aptamer, such as, for example,
improved in vivo stability or improved delivery characteristics. Examples of such modifications
include chemical substitutions at the ribose and/or phosphate and/or base positions. SELEX
process-identified aptamers containing modified nucleotides are described in U.S. Patent No.
5,660,985, entitled “High Affinity Nucleic Acid Ligands Containing Modified Nucleotides”,
which describes oligonucleotides containing nucleotide derivatives chemically modified at the
5’- and 2’-positions of pyrimidines. U.S. Patent No. 5,580,737, see supra, describes highly
specific aptamers containing one or more nucleotides modified with 2’-amino (2’-NH2), 2’-
fluoro (2'-F), and/or 2’-O-methyl (2’-OMe). See also, U.S. Patent Application Publication
20090098549, entitled “SELEX and PHOTOSELEX”, which describes nucleic acid libraries
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istics. See U.S. Patent Application Publication 20090004667, entitled “Method for Generating
Aptamers with Improved Off-Rates”, which describes improved SELEX methods for gener-
ating aptamers that can bind to target molecules. Methods for producing aptamers and
photoaptamers having slower rates of dissociation from their respective target molecules are
described. The methods involve contacting the candidate mixture with the target molecule,
allowing the formation of nucleic acid-target complexes to occur, and performing a slow off-
rate enrichment process wherein nucleic acid-target complexes with fast dissociation rates will
dissociate and not reform, while complexes with slow dissociation rates will remain intact. Ad-
ditionally, the methods include the use of modified nucleotides in the production of candidate
nucleic acid mixtures to generate aptamers with improved off-rate performance.
[0167] A variation of this assay employs aptamers that include photoreactive functional
groups that enable the aptamers to covalently bind or “photocrosslink” their target molecules.
See, e.g., U.S. Patent No. 6,544,776 entitled “Nucleic Acid Ligand Diagnostic Biochip”. These
photoreactive aptamers are also referred to as photoaptamers. See, e.g., U.S. Patent No.
5,763,177, U.S. Patent No. 6,001,577, and U.S. Patent No. 6,291,184, each of which is entitled
“Systematic Evolution of Nucleic Acid Ligands by Exponential Enrichment: Photoselection
of Nucleic Acid Ligands and Solution SELEX”; see also, e.g., U.S. Patent No. 6,458,539,
entitled “Photoselection of Nucleic Acid Ligands”. After the microarray is contacted with the
sample and the photoaptamers have had an opportunity to bind to their target molecules,
the photoaptamers are photoactivated, and the solid support is washed to remove any non-
specifically bound molecules. Harsh wash conditions may be used, since target molecules that
are bound to the photoaptamers are generally not removed, due to the covalent bonds created
by the photoactivated functional group(s) on the photoaptamers. In this manner, the assay
enables the detection of a biomarker value corresponding to a biomarker in the test sample.
[0168] In both of these assay formats, the aptamers are immobilized on the solid support
prior to being contacted with the sample. Under certain circumstances, however, immobiliza-
tion of the aptamers prior to contact with the sample may not provide an optimal assay. For
example, pre-immobilization of the aptamers may result in inefficient mixing of the aptamers

with the target molecules on the surface of the solid support, perhaps leading to lengthy re-
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. 88Btamers to their target molecules. Further, when photoaptamers are employed in the assay
and depending upon the material utilized as a solid support, the solid support may tend to
scatter or absorb the light used to effect the formation of covalent bonds between the pho-
toaptamers and their target molecules. Moreover, depending upon the method employed,
detection of target molecules bound to their aptamers can be subject to imprecision, since the
surface of the solid support may also be exposed to and affected by any labeling agents that
are used. Finally, immobilization of the aptamers on the solid support generally involves an
aptamer-preparation step (i.e., the immobilization) prior to exposure of the aptamers to the
sample, and this preparation step may affect the activity or functionality of the aptamers.
[0169] Aptamer assays that permit an aptamer to capture its target in solution and then
employ separation steps that are designed to remove specific components of the aptamer-target
mixture prior to detection have also been described (see U.S. Patent Application Publication
20090042206, entitled “Multiplexed Analyses of Test Samples”). The described aptamer assay
methods enable the detection and quantification of a non-nucleic acid target (e.g., a protein
target) in a test sample by detecting and quantifying a nucleic acid (i.e., an aptamer). The
described methods create a nucleic acid surrogate (i.e, the aptamer) for detecting and quan-
tifying a non-nucleic acid target, thus allowing the wide variety of nucleic acid technologies,
including amplification, to be applied to a broader range of desired targets, including protein
targets.
[0170] Aptamers can be constructed to facilitate the separation of the assay components
from an aptamer biomarker complex (or photoaptamer biomarker covalent complex) and per-
mit isolation of the aptamer for detection and/or quantification. In one embodiment, these
constructs can include a cleavable or releasable element within the aptamer sequence. In
other embodiments, additional functionality can be introduced into the aptamer, for example,
a labeled or detectable component, a spacer component, or a specific binding tag or immobi-
lization element. For example, the aptamer can include a tag connected to the aptamer via
a cleavable moiety, a label, a spacer component separating the label, and the cleavable moi-
ety. In one embodiment, a cleavable element is a photocleavable linker. The photocleavable
linker can be attached to a biotin moiety and a spacer section, can include an NHS group for

derivatization of amines, and can be used to introduce a biotin group to an aptamer, thereby
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separation of sample and reagents prior to the detection of signal. These methods are rapid
and easy to use. These methods generate signal based on a molecular capture or binding
reagent that reacts with its specific target. For pancreatic cancer, the molecular capture
reagents would be an aptamer or an antibody or the like and the specific target would be a
pancreatic cancer biomarker of Table 1, Col. 2.
[0172] In one embodiment, a method for signal generation takes advantage of anisotropy
signal change due to the interaction of a fluorophore-labeled capture reagent with its specific
biomarker target. When the labeled capture reacts with its target, the increased molecular
weight causes the rotational motion of the fluorophore attached to the complex to become
much slower changing the anisotropy value. By monitoring the anisotropy change, binding
events may be used to quantitatively measure the biomarkers in solutions. Other methods
include fluorescence polarization assays, molecular beacon methods, time resolved fluorescence
quenching, chemiluminescence, fluorescence resonance energy transfer, and the like.
[0173] An exemplary solution-based aptamer assay that can be used to detect a biomarker
value corresponding to a biomarker in a biological sample includes the following: (a) preparing
a mixture by contacting the biological sample with an aptamer that includes a first tag and has
a specific affinity for the biomarker, wherein an aptamer affinity complex is formed when the
biomarker is present in the sample; (b) exposing the mixture to a first solid support including
a first capture element, and allowing the first tag to associate with the first capture element;
(c) removing any components of the mixture not associated with the first solid support; (d)
attaching a second tag to the biomarker component of the aptamer affinity complex; (e)
releasing the aptamer affinity complex from the first solid support; (f) exposing the released
aptamer affinity complex to a second solid support that includes a second capture element
and allowing the second tag to associate with the second capture element; (g) removing any
non-complexed aptamer from the mixture by partitioning the non-complexed aptamer from
the aptamer affinity complex; (h) eluting the aptamer from the solid support; and (i) detecting
the biomarker by detecting the aptamer component of the aptamer affinity complex.
[0174] Any means known in the art can be used to detect a biomarker value by detecting

the aptamer component of an aptamer affinity complex. A number of different detection
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KLKarhNSRh P88 7atlch §R2aETHEdss spectroscopy, or QPCR. In some embodiments, nucleic
acid sequencing methods can be used to detect the aptamer component of an aptamer affinity
complex and thereby detect a biomarker value. Briefly, a test sample can be subjected to any
kind of nucleic acid sequencing method to identify and quantify the sequence or sequences
of one or more aptamers present in the test sample. In some embodiments, the sequence
includes the entire aptamer molecule or any portion of the molecule that may be used to
uniquely identify the molecule. In other embodiments, the identifying sequencing is a specific
sequence added to the aptamer; such sequences are often referred to as “tags,” “barcodes,” or
“zipcodes.” In some embodiments, the sequencing method includes enzymatic steps to amplify
the aptamer sequence or to convert any kind of nucleic acid, including RNA and DNA that
contain chemical modifications to any position, to any other kind of nucleic acid appropriate
for sequencing.
[0175] In some embodiments, the sequencing method includes one or more cloning steps.
In other embodiments the sequencing method includes a direct sequencing method without
cloning.
[0176] In some embodiments, the sequencing method includes a directed approach with
specific primers that target one or more aptamers in the test sample. In other embodiments,
the sequencing method includes a shotgun approach that targets all aptamers in the test
sample.
[0177] In some embodiments, the sequencing method includes enzymatic steps to amplify
the molecule targeted for sequencing. In other embodiments, the sequencing method directly
sequences single molecules. An exemplary nucleic acid sequencing-based method that can
be used to detect a biomarker value corresponding to a biomarker in a biological sample
includes the following: (a) converting a mixture of aptamers that contain chemically modified
nucleotides to unmodified nucleic acids with an enzymatic step; (b) shotgun sequencing the
resulting unmodified nucleic acids with a massively parallel sequencing platform such as, for
example, the 454 Sequencing System (454 Life Sciences/Roche), the Illumina Sequencing
System (Illumina), the ABI SOLID Sequencing System (Applied Biosystems), the HeliScope
Single Molecule Sequencer (Helicos Biosciences), or the Pacific Biosciences Real Time Single-

Molecule Sequencing System (Pacific BioSciences) or the Polonator G Sequencing System
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Determination of Biomarker Values using Immunoassays

[0178] Immunoassay methods are based on the reaction of an antibody to its corresponding
target or analyte and can detect the analyte in a sample depending on the specific assay for-
mat. To improve specificity and sensitivity of an assay method based on immuno-reactivity,
monoclonal antibodies are often used because of their specific epitope recognition. Polyclonal
antibodies have also been successfully used in various immunoassays because of their increased
affinity for the target as compared to monoclonal antibodies. Immunoassays have been de-
signed for use with a wide range of biological sample matrices. Immunoassay formats have
been designed to provide qualitative, semi-quantitative, and quantitative results.

[0179] Quantitative results are generated through the use of a standard curve created with
known concentrations of the specific analyte to be detected. The response or signal from an
unknown sample is plotted onto the standard curve, and a quantity or value corresponding to
the target in the unknown sample is established.

[0180] Numerous immunoassay formats have been designed. ELISA or EIA can be quanti-
tative for the detection of an analyte. This method relies on attachment of a label to either
the analyte or the antibody and the label component includes, either directly or indirectly, an
enzyme. ELISA tests may be formatted for direct, indirect, competitive, or sandwich detec-
tion of the analyte. Other methods rely on labels such as, for example, radioisotopes (1125)
or fluorescence. Additional techniques include, for example, agglutination, nephelometry, tur-
bidimetry, Western blot, immunoprecipitation, immunocytochemistry, immunohistochemistry,
flow cytometry, Luminex assay, and others (see ImmunoAssay: A Practical Guide, edited by
Brian Law, published by Taylor & Francis, Ltd., 2005 edition).

[0181] Exemplary assay formats include enzyme-linked immunosorbent assay (ELISA), ra-
dioimmunoassay, Huorescent, chemiluminescence, and fluorescence resonance energy transfer
(FRET) or time resolved-FRET (TR-FRET) immunoassays. Examples of procedures for de-
tecting biomarkers include biomarker immunoprecipitation followed by quantitative methods
that allow size and peptide level discrimination, such as gel electrophoresis, capillary elec-

trophoresis, planar electrochromatography, and the like.
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enzymes (where the detectable label is an enzyme; see above) can be, without limitation, flu-
orescent, luminescent, or radioactive or they may absorb visible or ultraviolet light. Fxamples
of detectors suitable for detecting such detectable labels include, without limitation, x-ray film,
radioactivity counters, scintillation counters, spectrophotometers, colorimeters, fluorometers,
luminometers, and densitometers.
[0183] Any of the methods for detection can be performed in any format that allows for any
suitable preparation, processing, and analysis of the reactions. This can be, for example, in
multi-well assay plates (e.g., 96 wells or 384 wells) or using any suitable array or microarray.
Stock solutions for various agents can be made manually or robotically, and all subsequent
pipetting, diluting, mixing, distribution, washing, incubating, sample readout, data collection
and analysis can be done robotically using commercially available analysis software, robotics,

and detection instrumentation capable of detecting a detectable label.

Determination of Biomarker Values using Gene Expression Profiling

[0184] Measuring mRNA in a biological sample may be used as a surrogate for detection of
the level of the corresponding protein in the biological sample. Thus, any of the biomarkers
or biomarker panels described herein can also be detected by detecting the appropriate RNA.
[0185] mRNA expression levels are measured by reverse transcription quantitative poly-
merase chain reaction (RT-PCR followed with gPCR). RT-PCR is used to create a ¢cDNA
from the mRNA. The ¢cDNA may be used in a qPCR assay to produce fluorescence as the
DNA amplification process progresses. By comparison to a standard curve, gPCR can pro-
duce an absolute measurement such as number of copies of mRNA per cell. Northern blots,
microarrays, Invader assays, and RT-PCR combined with capillary electrophoresis have all
been used to measure expression levels of mRNA in a sample. See Gene Expression Profiling:
Methods and Protocols, Richard A. Shimkets, editor, Humana Press, 2004.

[0186] miRNA molecules are small RNAs that are non-coding but may regulate gene ex-
pression. Any of the methods suited to the measurement of mRNA expression levels can
also be used for the corresponding miRNA. Recently many laboratories have investigated the

use of miRNAs as biomarkers for disease. Many diseases involve wide-spread transcriptional
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between protein levels and disease, yet the value of miRNA biomarkers might be substantial.
Of course, as with any RNA expressed differentially during disease, the problems facing the
development of an in vitro diagnostic product will include the requirement that the miRNAs
survive in the diseased cell and are easily extracted for analysis, or that the miRNAs are
released into blood or other matrices where they must survive long enough to be measured.
Protein biomarkers have similar requirements, although many potential protein biomarkers
are secreted intentionally at the site of pathology and function, during disease, in a paracrine
fashion. Many potential protein biomarkers are designed to function outside the cells within

which those proteins are synthesized.

Detection of Biomarkers Using In Vivo Molecular Imaging Technolo-
gies

[0187] Any of the described biomarkers (see Table 1, Col. 2) may also be used in molec-
ular imaging tests. For example, an imaging agent can be coupled to any of the described
biomarkers, which can be used to aid in pancreatic cancer diagnosis, to monitor disease pro-
gression /remission or metastasis, to monitor for disease recurrence, or to monitor response to
therapy, among other uses.

[0188] In vivo imaging technologies provide non-invasive methods for determining the state
of a particular disease in the body of an individual. For example, entire portions of the
body, or even the entire body, may be viewed as a three dimensional image, thereby providing
valuable information concerning morphology and structures in the body. Such technologies
may be combined with the detection of the biomarkers described herein to provide information
concerning the cancer status, in particular the pancreatic cancer status, of an individual.
[0189] The use of in vivo molecular imaging technologies is expanding due to various ad-
vances in technology. These advances include the development of new contrast agents or
labels, such as radiolabels and/or fluorescent labels, which can provide strong signals within
the body; and the development of powerful new imaging technology, which can detect and an-
alyze these signals from outside the body, with sufficient sensitivity and accuracy to provide

useful information. The contrast agent can be visualized in an appropriate imaging system,
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as an aptamer or an antibody, for example, and/or with a peptide or protein, or an oligonu-
cleotide (for example, for the detection of gene expression), or a complex containing any of
these with one or more macromolecules and/or other particulate forms.
[0190] The contrast agent may also feature a radioactive atom that is useful in imaging.
Suitable radioactive atoms include technetium-99m or iodine-123 for scintigraphic studies.
Other readily detectable moieties include, for example, spin labels for magnetic resonance
imaging (MRI) such as, for example, iodine-123 again, iodine-131, indium-111, fluorine-19,
carbon-13, nitrogen-15, oxygen-17, gadolinium, manganese or iron. Such labels are well known
in the art and could easily be selected by one of ordinary skill in the art.
[0191] Standard imaging techniques include but are not limited to magnetic resonance imag-
ing, computed tomography scanning, positron emission tomography (PET), single photon
emission computed tomography (SPECT), and the like. For diagnostic in vivo imaging, the
type of detection instrument available is a major factor in selecting a given contrast agent,
such as a given radionuclide and the particular biomarker that it is used to target (protein,
mRNA, and the like). The radionuclide chosen typically has a type of decay that is detectable
by a given type of instrument. Also, when selecting a radionuclide for in vivo diagnosis, its
half-life should be long enough to enable detection at the time of maximum uptake by the
target tissue but short enough that deleterious radiation of the host is minimized.
[0192] Exemplary imaging techniques include but are not limited to PET and SPECT,
which are imaging techniques in which a radionuclide is synthetically or locally administered
to an individual. The subsequent uptake of the radiotracer is measured over time and used to
obtain information about the targeted tissue and the biomarker. Because of the high-energy
(gamma-ray) emissions of the specific isotopes employed and the sensitivity and sophistication
of the instruments used to detect them, the two-dimensional distribution of radioactivity may
be inferred from outside of the body.
[0193] Commonly used positron-emitting nuclides in PET include, for example, carbon-
11, nitrogen-13, oxygen-15, and fluorine-18. Isotopes that decay by electron capture and/or
gamma-emission are used in SPECT and include, for example iodine-123 and technetium-

99m. An exemplary method for labeling amino acids with technetium-99m is the reduction of
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modified chemotactic peptide to form a technetium-99m-chemotactic peptide conjugate.
[0194] Antibodies are frequently used for such in vivo imaging diagnostic methods. The
preparation and use of antibodies for in vivo diagnosis is well known in the art. Labeled an-
tibodies which specifically bind any of the biomarkers in Table 1, Col. 2 can be injected into
an individual suspected of having a certain type of cancer (e.g., pancreatic cancer), detectable
according to the particular biomarker used, for the purpose of diagnosing or evaluating the dis-
ease status of the individual. The label used will be selected in accordance with the imaging
modality to be used, as previously described. Localization of the label permits determina-
tion of the spread of the cancer. The amount of label within an organ or tissue also allows
determination of the presence or absence of cancer in that organ or tissue.
[0195] Similarly, aptamers may be used for such in vivo imaging diagnostic methods. For
example, an aptamer that was used to identify a particular biomarker described in Table 1,
Col. 2 (and therefore binds specifically to that particular biomarker) may be appropriately
labeled and injected into an individual suspected of having pancreatic cancer, detectable ac-
cording to the particular biomarker, for the purpose of diagnosing or evaluating the pancreatic
cancer status of the individual. The label used will be selected in accordance with the imaging
modality to be used, as previously described. Localization of the label permits determination
of the spread of the cancer. The amount of label within an organ or tissue also allows determi-
nation of the presence or absence of cancer in that organ or tissue. Aptamer-directed imaging
agents could have unique and advantageous characteristics relating to tissue penetration, tis-
sue distribution, kinetics, elimination, potency, and selectivity as compared to other imaging
agents.
[0196] Such techniques may also optionally be performed with labeled oligonucleotides, for
example, for detection of gene expression through imaging with antisense oligonucleotides.
These methods are used for in situ hybridization, for example, with fluorescent molecules
or radionuclides as the label. Other methods for detection of gene expression include, for
example, detection of the activity of a reporter gene.
[0197] Another general type of imaging technology is optical imaging, in which fluorescent

signals within the subject are detected by an optical device that is external to the subject.
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in vivo diagnostic assays.

[0198] The use of in vivo molecular biomarker imaging is increasing, including for clinical
trials, for example, to more rapidly measure clinical efficacy in trials for new cancer thera-
pies and/or to avoid prolonged treatment with a placebo for those diseases, such as multiple
sclerosis, in which such prolonged treatment may be considered to be ethically questionable.

[0199] For a review of other techniques, see N. Blow, Nature Methods, 6, 465-469, 2009.

Determination of Biomarker Values using Histology /Cytology Meth-

ods

[0200] For evaluation of pancreatic cancer, a variety of tissue samples may be used in histo-
logical or cytological methods. Sample selection depends on the primary tumor location and
sites of metastases. For example, tissue samples (forceps biopsy, fine needle aspiration (FNA),
and /or brush cytology) collected at the time of endoscopic retrograde cholangiopancreatogra-
phy (ERCP), or endoscopic ultrasound (EUS)-guided FNA can be used for histology. Ascites
or peritoneal washings or pancreatic fluid can be used for cyotology. Any of the biomarkers
identified herein that were shown to be up-regulated (ee Table 1, Col. 6) in the individuals
with pancreatic can be used to stain a histological specimen as an indication of disease.
[0201] In one embodiment, one or more capture reagent/s specific to the corresponding
biomarker/s are used in a cytological evaluation of a pancreatic cell sample and may include
one or more of the following: collecting a cell sample, fixing the cell sample, dehydrating,
clearing, immobilizing the cell sample on a microscope slide, permeabilizing the cell sample,
treating for analyte retrieval, staining, destaining, washing, blocking, and reacting with one
or more capture reagent/s in a buffered solution. In another embodiment, the cell sample is
produced from a cell block.

[0202] In another embodiment, one or more capture reagent /s specific to the corresponding
biomarkers are used in a histological evaluation of a pancreatic tissue sample and may include
one or more of the following: collecting a tissue specimen, fixing the tissue sample, dehydrat-
ing, clearing, immobilizing the tissue sample on a microscope slide, permeabilizing the tissue

sample, treating for analyte retrieval, staining, destaining, washing, blocking, rehydrating,
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[0203] In another embodiment, the one or more aptamer/s specific to the corresponding
biomarker /s are reacted with the histological or cytological sample and can serve as the nucleic
acid target in a nucleic acid amplification method. Suitable nucleic acid amplification methods
include, for example, PCR, g-beta replicase, rolling circle amplification, strand displacement,
helicase dependent amplification, loop mediated isothermal amplification, ligase chain reaction,
and restriction and circularization aided rolling circle amplification.
[0204] In one embodiment, the one or more capture reagent /s specific to the corresponding
biomarkers for use in the histological or cytological evaluation are mixed in a buffered solution
that can include any of the following: blocking materials, competitors, detergents, stabilizers,
carrier nucleic acid, polyanionic materials, etc.
[0205] A “cytology protocol” generally includes sample collection, sample fixation, sample
immobilization, and staining. “Cell preparation” can include several processing steps after
sample collection, including the use of one or more slow off-rate aptamers for the staining of
the prepared cells.
[0206] Sample collection can include directly placing the sample in an untreated transport
container, placing the sample in a transport container containing some type of media, or
placing the sample directly onto a slide (immobilization) without any treatment or fixation.
[0207] Sample immobilization can be improved by applying a portion of the collected speci-
men to a glass slide that is treated with polylysine, gelatin, or a silane. Slides can be prepared
by smearing a thin and even layer of cells across the slide. Care is generally taken to minimize
mechanical distortion and drying artifacts. Liquid specimens can be processed in a cell block
method. Or, alternatively, liquid specimens can be mixed 1:1 with the fixative solution for
about 10 minutes at room temperature.
[0208] Cell blocks can be prepared from residual effusions, sputum, urine sediments, gas-
trointestinal fluids, cell scraping, or fine needle aspirates. Cells are concentrated or packed
by centrifugation or membrane filtration. A number of methods for cell block preparation
have been developed. Representative procedures include the fixed sediment, bacterial agar, or
membrane filtration methods. In the fixed sediment method, the cell sediment is mixed with

a fixative like Bouins, picric acid, or buffered formalin and then the mixture is centrifuged
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The tissue cassette is placed in a jar with additional fixative and processed as a tissue sample.
Agar method is very similar but the pellet is removed and dried on paper towel and then cut
in half. The cut side is placed in a drop of melted agar on a glass slide and then the pellet
is covered with agar making sure that no bubbles form in the agar. The agar is allowed to
harden and then any excess agar is trimmed away. This is placed in a tissue cassette and the
tissue process completed. Alternatively, the pellet may be directly suspended in 2% liquid
agar at 65°C and the sample centrifuged. The agar cell pellet is allowed to solidify for an hour
at 4°C. The solid agar may be removed from the centrifuge tube and sliced in half. The agar
is wrapped in filter paper and then the tissue cassette. Processing from this point forward is
as described above. Centrifugation can be replaced in any these procedures with membrane
filtration. Any of these processes may be used to generate a “cell block sample”.

[0209] Cell blocks can be prepared using specialized resin including Lowicryl resins, LR
White, LR Gold, Unicryl, and MonoStep. These resins have low viscosity and can be poly-
merized at low temperatures and with ultra violet (UV) light. The embedding process relies
on progressively cooling the sample during dehydration, transferring the sample to the resin,
and polymerizing a block at the final low temperature at the appropriate UV wavelength.
[0210] Cell block sections can be stained with hematoxylin-eosin for cytomorphological ex-
amination while additional sections are used for examination for specific markers.

[0211] Whether the process is cytologoical or histological, the sample may be fixed prior
to additional processing to prevent sample degradation. This process is called “fixation” and
describes a wide range of materials and procedures that may be used interchangeably. The
sample fixation protocol and reagents are best selected empirically based on the targets to be
detected and the specific cell /tissue type to be analyzed. Sample fixation relies on reagents
such as ethanol, polyethylene glycol, methanol, formalin, or isopropanol. The samples should
be fixed as soon after collection and affixation to the slide as possible. However, the fixative se-
lected can introduce structural changes into various molecular targets making their subsequent
detection more difficult. The fixation and immobilization processes and their sequence can
modify the appearance of the cell and these changes must be anticipated and recognized by the

cytotechnologist. Fixatives can cause shrinkage of certain cell types and cause the cytoplasm
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ciations, and reduce membrane permeability. Formalin fixation is one of the most common
cytological /histological approaches. Formalin forms methyl bridges between neighboring pro-
teins or within proteins. Precipitation or coagulation is also used for fixation and ethanol
is frequently used in this type of fixation. A combination of crosslinking and precipitation
can also be used for fixation. A strong fixation process is best at preserving morphological
information while a weaker fixation process is best for the preservation of molecular targets.
[0212] A representative fixative is 50% absolute ethanol, 2 mM polyethylene glycol (PEG),
1.85% formaldehyde. Variations on this formulation include ethanol (50% to 95%), methanol
(20% - 50%), and formalin (formaldehyde) only. Another common fixative is 2% PEG 1500,
50% ethanol, and 3% methanol. Slides are place in the fixative for about 10 to 15 minutes at
room temperature and then removed and allowed to dry. Once slides are fixed they can be
rinsed with a buffered solution like PBS.
[0213] A wide range of dyes can be used to differentially highlight and contrast or “stain”
cellular, sub-cellular, and tissue features or morphological structures. Hematoylin is used to
stain nuclei a blue or black color. Orange G-6 and Eosin Azure both stain the cell’s cytoplasm.
Orange G stains keratin and glycogen containing cells yellow. Eosin Y is used to stain nucleoli,
cilia, red blood cells, and superficial epithelial squamous cells. Romanowsky stains are used
for air dried slides and are useful in enhancing pleomorphism and distinguishing extracellular
from intracytoplasmic material.
[0214] The staining process can include a treatment to increase the permeability of the cells
to the stain. Treatment of the cells with a detergent can be used to increase permeability.
To increase cell and tissue permeability, fixed samples can be further treated with solvents,
saponins, or non-ionic detergents. Enzymatic digestion can also improve the accessibility of
specific targets in a tissue sample.
[0215] After staining, the sample is dehydrated using a succession of alcohol rinses with
increasing alcohol concentration. The final wash is done with xylene or a xylene substitute,
such as a citrus terpene, that has a refractive index close to that of the coverslip to be applied
to the slide. This final step is referred to as clearing. Once the sample is dehydrated and

cleared, a mounting medium is applied. The mounting medium is selected to have a refractive
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[0216] Regardless of the stains or processing used, the final evaluation of the pancreatic
cytological specimen is made by some type of microscopy to permit a visual inspection of the
morphology and a determination of the marker’s presence or absence. Exemplary microscopic
methods include brightfield, phase contrast, fluorescence, and differential interference contrast.
[0217] If secondary tests are required on the sample after examination, the coverslip may be
removed and the slide destained. Destaining involves using the original solvent systems used
in staining the slide originally without the added dye and in a reverse order to the original
staining procedure. Destaining may also be completed by soaking the slide in an acid alcohol
until the cells are colorless. Once colorless the slides are rinsed well in a water bath and the
second staining procedure applied.

[0218] In addition, specific molecular differentiation may be possible in conjunction with the
cellular morphological analysis through the use of specific molecular reagents such as antibodies
or nucleic acid probes or aptamers. This improves the accuracy of diagnostic cytology. Micro-
dissection can be used to isolate a subset of cells for additional evaluation, in particular, for
genetic evaluation of abnormal chromosomes, gene expression, or mutations.

[0219] Preparation of a tissue sample for histological evaluation involves fixation, dehydra-
tion, infiltration, embedding, and sectioning. The fixation reagents used in histology are very
similar or identical to those used in cytology and have the same issues of preserving morpholog-
ical features at the expense of molecular ones such as individual proteins. Time can be saved
if the tissue sample is not fixed and dehydrated but instead is frozen and then sectioned while
frozen. This is a more gentle processing procedure and can preserve more individual markers.
However, freezing is not acceptable for long term storage of a tissue sample as subcellular
information is lost due to the introduction of ice crystals. Ice in the frozen tissue sample also
prevents the sectioning process from producing a very thin slice and thus some microscopic
resolution and imaging of subcellular structures can be lost. In addition to formalin fixation,
osmium tetroxide is used to fix and stain phospholipids (membranes).

[0220] Dehydration of tissues is accomplished with successive washes of increasing alcohol
concentration. Clearing employs a material that is miscible with alcohol and the embedding

material and involves a stepwise process starting at 50:50 alcohol:clearing reagent and then
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embedding agent: clearing agent and the 100% embedding agent. Embedding is completed by
placing the tissue in a mold or cassette and filling with melted embedding agent such as wax,
agar, or gelatin. The embedding agent is allowed to harden. The hardened tissue sample may
then be sliced into thin section for staining and subsequent examination.

[0221] Prior to staining, the tissue section is dewaxed and rehydrated. Xylene is used to
dewax the section, one or more changes of xylene may be used, and the tissue is rehydrated
by successive washes in alcohol of decreasing concentration. Prior to dewax, the tissue section
may be heat immobilized to a glass slide at about 80°C for about 20 minutes.

[0222] Laser capture micro-dissection allows the isolation of a subset of cells for further
analysis from a tissue section.

[0223] As in cytology, to enhance the visualization of the microscopic features, the tissue
section or slice can be stained with a variety of stains. A large menu of commercially available
stains can be used to enhance or identify specific features.

[0224] To further increase the interaction of molecular reagents with cytological /histological
samples, a number of techniques for “analyte retrieval” have been developed. The first such
technique uses high temperature heating of a fixed sample. This method is also referred to
as heat-induced epitope retrieval or HIER. A variety of heating techniques have been used,
including steam heating, microwaving, autoclaving, water baths, and pressure cooking or a
combination of these methods of heating. Analyte retrieval solutions include, for example,
water, citrate, and normal saline buffers. The key to analyte retrieval is the time at high
temperature but lower temperatures for longer times have also been successfully used. An-
other key to analyte retrieval is the pH of the heating solution. Low pH has been found to
provide the best immunostaining but also gives rise to backgrounds that frequently require
the use of a second tissue section as a negative control. The most consistent benefit (increased
immunostaining without increase in background) is generally obtained with a high pH solu-
tion regardless of the buffer composition. The analyte retrieval process for a specific target is
empirically optimized for the target using heat, time, pH, and buffer composition as variables
for process optimization. Using the microwave analyte retrieval method allows for sequential

staining of different targets with antibody reagents. But the time required to achieve antibody
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[0225] To initiate the analyte retrieval process, the section is first dewaxed and hydrated.
The slide is then placed in 10mM sodium citrate buffer pH 6.0 in a dish or jar. A representative
procedure uses an 1100W microwave and microwaves the slide at 100% power for 2 minutes
followed by microwaving the slides using 20% power for 18 minutes after checking to be sure
the slide remains covered in liquid. The slide is then allowed to cool in the uncovered container
and then rinsed with distilled water. HIER may be used in combination with an enzymatic
digestion to improve the reactivity of the target to immunochemical reagents.

[0226] One such enzymatic digestion protocol uses proteinase K. A 20 g/ml concentration of
proteinase K is prepared in 50 mM Tris Base, ImM EDTA, 0.5% Triton X-100, pH 8.0 buffer.
The process first involves dewaxing sections in 2 changes of xylene, 5 minutes each. Then the
sample is hydrated in 2 changes of 100% ethanol for 3 minutes each, 95% and 80% ethanol
for 1 minute each, and then rinsed in distilled water. Sections are covered with Proteinase
K working solution and incubated 10-20 minutes at 37C in humidified chamber (optimal
incubation time may vary depending on tissue type and degree of fixation). The sections
are cooled at room temperature for 10 minutes and then rinsed in PBS Tween 20 for 2x2
min. If desired, sections can be blocked to eliminate potential interference from endogenous
compounds and enzymes. The section is then incubated with primary antibody at appropriate
dilution in primary antibody dilution buffer for 1 hour at room temperature or overnight at
4C. The section is then rinsed with PBS Tween 20 for 2x2 min. Additional blocking can be
performed, if required for the specific application, followed by additional rinsing with PBS
Tween 20 for 3x2 min and then finally the immunostaining protocol completed.

[0227] A simple treatment with 1% SDS at room temperature has also been demonstrated
to improve immunohistochemical staining. Analyte retrieval methods have been applied to
slide mounted sections as well as free floating sections. Another treatment option is to place
the slide in a jar containing citric acid and 0.1 Nonident P40 at pH 6.0 and heating to 95°C.
The slide is then washed with a buffer solution like PBS.

[0228] For immunological staining of tissues it may be useful to block non-specific association
of the antibody with tissue proteins by soaking the section in a protein solution like serum or

non-fat dry milk.
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dogenous enzymes like peroxidase and alkaline phosphatase. Endogenous nucleases may be
inactivated by degradation with proteinase K, by heat treatment, use of a chelating agent such
as EDTA or EGTA, the introduction of carrier DNA or RNA, treatment with a chaotrope
such as urea, thiourea, guanidine hydrochloride, guanidine thiocyanate, lithium perchlorate,
ete, or diethyl pyrocarbonate. Alkaline phosphatase may be inactivated by treated with 0.1N
HCI for 5 minutes at room temperature or treatment with 1 mM levamisole. Peroxidase ac-
tivity may be eliminated by treatment with 0.03% hydrogen peroxide. Endogenous biotin
may be blocked by soaking the slide or section in an avidin (streptavidin, neutravidin may be
substituted) solution for at least 15 minutes at room temperature. The slide or section is then
washed for at least 10 minutes in buffer. This may be repeated at least three times. Then the
slide or section is soaked in a biotin solution for 10 minutes. This may be repeated at least
three times with a fresh biotin solution each time. The buffer wash procedure is repeated.
Blocking protocols should be minimized to prevent damaging either the cell or tissue structure
or the target or targets of interest but one or more of these protocols could be combined to
“block” a slide or section prior to reaction with one or more slow off-rate aptamers. See Basic
Medical Histology: the Biology of Cells, Tissues and Organs, authored by Richard G. Kessel,
Oxford University Press, 1998.

Determination of Biomarker Values using Mass Spectrometry Meth-

ods

[0230] A variety of configurations of mass spectrometers can be used to detect biomarker
values. Several types of mass spectrometers are available or can be produced with various
configurations. In general, a mass spectrometer has the following major components: a sam-
ple inlet, an ion source, a mass analyzer, a detector, a vacuum system, and instrument-control
system, and a data system. Difference in the sample inlet, ion source, and mass analyzer
generally define the type of instrument and its capabilities. For example, an inlet can be a
capillary-column liquid chromatography source or can be a direct probe or stage such as used
in matrix-assisted laser desorption. Common ion sources are, for example, electrospray, includ-

ing nanospray and microspray or matrix-assisted laser desorption. Common mass analyzers
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Chem. 70:647 R-716R (1998); Kinter and Sherman, New York (2000)).
[0231] Protein biomarkers and biomarker values can be detected and measured by any of the
following: electrospray ionization mass spectrometry (ESI-MS), ESI-MS/MS, ESI-MS/(MS)n,
matrix-assisted laser desorption ionization time-of-flight mass spectrometry (MALDI-TOF-
MS), surface-enhanced laser desorption/ionization time-of-flight mass spectrometry (SELDI-
TOF-MS), desorption /ionization on silicon (DIOS), secondary ion mass spectrometry (SIMS),
quadrupole time-of-flight (Q-TOF), tandem time-of-flight (TOF/TOF) technology, called ul-
traflex III TOF/TOF, atmospheric pressure chemical ionization mass spectrometry (APCI-
MS), APCI-MS/MS, APCI-(MS)N, atmospheric pressure photoionization mass spectrometry
(APPI-MS), APPI-MS/MS, and APPI-(MS)N, quadrupole mass spectrometry, Fourier trans-
form mass spectrometry (FTMS), quantitative mass spectrometry, and ion trap mass spec-
trometry.
[0232] Sample preparation strategies are used to label and enrich samples before mass spec-
troscopic characterization of protein biomarkers and determination biomarker values. Label-
ing methods include but are not limited to isobaric tag for relative and absolute quantita-
tion (ITRAQ) and stable isotope labeling with amino acids in cell culture (SILAC). Capture
reagents used to selectively enrich samples for candidate biomarker proteins prior to mass
spectroscopic analysis include but are not limited to aptamers, antibodies, nucleic acid probes,
chimeras, small molecules, an F(ab’)2 fragment, a single chain antibody fragment, an Fv frag-
ment, a single chain Fv fragment, a nucleic acid, a lectin, a ligand-binding receptor, affybodies,
nanobodies, ankyrins, domain antibodies, alternative antibody scaffolds (e.g. diabodies etc)
imprinted polymers, avimers, peptidomimetics, peptoids, peptide nucleic acids, threose nucleic
acid, a hormone receptor, a cytokine receptor, and synthetic receptors, and modifications and

fragments of these.

Determination of Biomarker Values using a Proximity Ligation As-
say

[0233] A proximity ligation assay can be used to determine biomarker values. Briefly, a test

sample is contacted with a pair of affinity probes that may be a pair of antibodies or a pair
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on each of two different protems, which may exist as homo- or hetero-multimeric complexes.
When probes bind to the target determinates, the free ends of the oligonucleotide extensions
are brought into sufficiently close proximity to hybridize together. The hybridization of the
oligonucleotide extensions is facilitated by a common connector oligonucleotide which serves to
bridge together the oligonucleotide extensions when they are positioned in sufficient proximity.
Once the oligonucleotide extensions of the probes are hybridized, the ends of the extensions
are joined together by enzymatic DNA ligation.

[0234] Each oligonucleotide extension comprises a primer site for PCR amplification. Once
the oligonucleotide extensions are ligated together, the oligonucleotides form a continuous
DNA sequence which, through PCR amplification, reveals information regarding the identity
and amount of the target protein, as well as, information regarding protein-protein interactions
where the target determinates are on two different proteins. Proximity ligation can provide a
highly sensitive and specific assay for real-time protein concentration and interaction informa-
tion through use of real-time PCR. Probes that do not bind the determinates of interest do
not have the corresponding oligonucleotide extensions brought into proximity and no ligation
or PCR amplification can proceed, resulting in no signal being produced.

[0235] The foregoing assays enable the detection of biomarker values that are useful in meth-
ods for diagnosing pancreatic cancer, where the methods comprise detecting, in a biological
sample from an individual, at least N biomarker values that each correspond to a biomarker
selected from the group consisting of the biomarkers provided in Table 1, Col. 2, wherein a
classification, as described in detail below, using the biomarker values indicates whether the
individual has pancreatic cancer. While certain of the described pancreatic cancer biomarkers
are useful alone for detecting and diagnosing pancreatic cancer, methods are also described
herein for the grouping of multiple subsets of the pancreatic cancer biomarkers that are each
useful as a panel of three or more biomarkers. Thus, various embodiments of the instant appli-
cation provide combinations comprising N biomarkers, wherein N is at least three biomarkers.
In other embodiments, N is selected to be any number from 2-65 biomarkers. It will be ap-
preciated that N can be selected to be any number from any of the above described ranges,

as well as similar, but higher order, ranges. In accordance with any of the methods described
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[0236] In another aspect, methods are provided for detecting an absence of pancreatic can-
cer, the methods comprising detecting, in a biological sample from an individual, at least N
biomarker values that each correspond to a biomarker selected from the group consisting of the
biomarkers provided in Table 1, Col. 2, wherein a classification, as described in detail below,
of the biomarker values indicates an absence of pancreatic cancer in the individual. While
certain of the described pancreatic cancer biomarkers are useful alone for detecting and diag-
nosing the absence of pancreatic cancer, methods are also described herein for the grouping of
multiple subsets of the pancreatic cancer biomarkers that are each useful as a panel of three or
more biomarkers. Thus, various embodiments of the instant application provide combinations
comprising N biomarkers, wherein N is at least three biomarkers. In other embodiments, N is
selected to be any number from 2-65 biomarkers. It will be appreciated that N can be selected
to be any number from any of the above described ranges, as well as similar, but higher order,
ranges. In accordance with any of the methods described herein, biomarker values can be
detected and classified individually or they can be detected and classified collectively, as for

example in a multiplex assay format.

Classification of Biomarkers and Calculation of Disease Scores

[0237] A biomarker “signature” for a given diagnostic test contains a set of markers, each
marker having different levels in the populations of interest. Different levels, in this context,
may refer to different means of the marker levels for the individuals in two or more groups, or
different variances in the two or more groups, or a combination of both. For the simplest form
of a diagnostic test, these markers can be used to assign an unknown sample from an individual
into one of two groups, either diseased or not diseased. The assignment of a sample into one
of two or more groups is known as classification, and the procedure used to accomplish this
assignment is known as a classifier or a classification method. Classification methods may also
be referred to as scoring methods. There are many classification methods that can be used
to construct a diagnostic classifier from a set of biomarker values. In general, classification
methods are most easily performed using supervised learning techniques where a data set is

collected using samples obtained from individuals within two (or more, for multiple classifica-
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be trained to give the desired classification response. It is also possible to use unsupervised
learning techniques to produce a diagnostic classifier.

[0238] Common approaches for developing diagnostic classifiers include decision trees; bag-
ging, boosting, forests and random forests; rule inference based learning; Parzen Windows; lin-
ear models; logistic; neural network methods; unsupervised clustering; K-means; hierarchical
ascending/ descending; semi-supervised learning; prototype methods; nearest neighbor; kernel
density estimation; support vector machines; hidden Markov models; Boltzmann Learning;
and classifiers may be combined either simply or in ways which minimize particular objective
functions. For a review, see, e.g., Pattern Classification, R.O. Duda, et al., editors, John Wi-
ley & Sons, 2nd edition, 2001; see also, The Elements of Statistical Learning - Data Mining,
Inference, and Prediction, T. Hastie, et al., editors, Springer Science+Business Media, LLC,
2nd edition, 2009; each of which is incorporated by reference in its entirety.

[0239] To produce a classifier using supervised learning techniques, a set of samples called
training data are obtained. In the context of diagnostic tests, training data includes samples
from the distinct groups (classes) to which unknown samples will later be assigned. For exam-
ple, samples collected from individuals in a control population and individuals in a particular
disease population can constitute training data to develop a classifier that can classify un-
known samples (or, more particularly, the individuals from whom the samples were obtained)
as either having the disease or being free from the disease. The development of the classifier
from the training data is known as training the classifier. Specific details on classifier train-
ing depend on the nature of the supervised learning technique. For purposes of illustration,
an example of training a naive Bayesian classifier will be described below (see, e.g., Pattern
Classification, R.O. Duda, et al., editors, John Wiley & Sons, 2nd edition, 2001; see also, The
Elements of Statistical Learning - Data Mining, Inference, and Prediction, T. Hastie, et al.,
editors, Springer Science+Business Media, LL.C, 2nd edition, 2009).

[0240] Since typically there are many more potential biomarker values than samples in a
training set, care must be used to avoid over-fitting. Over-fitting occurs when a statistical
model describes random error or noise instead of the underlying relationship. Over-fitting can

be avoided in a variety of way, including, for example, by limiting the number of markers
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ensuring that the underlying statistical model conforms to the data.

[0241] Anillustrative example of the development of a diagnostic test using a set of biomark-
ers includes the application of a naive Bayes classifier, a simple probabilistic classifier based
on Bayes theorem with strict independent treatment of the biomarkers. Each biomarker is
described by a class-dependent probability density function (pdf) for the measured RFU val-
ues or log RFU (relative fluorescence units) values in each class. The joint pdfs for the set
of markers in one class is assumed to be the product of the individual class-dependent pdfs
for each biomarker. Training a naive Bayes classifier in this context amounts to assigning
parameters (”parameterization”) to characterize the class dependent pdfs. Any underlying
model for the class-dependent pdfs may be used, but the model should generally conform to
the data observed in the training set.

[0242] Specifically, the class-dependent probability of measuring a value x; for biomarker i
in the disease class is written as p(x;|d) and the overall naive Bayes probability of observing n
markers with values & = (x1, xo, ...x,,) is written as p(Z|d) = [17, p(z;|d) where the individual
x;s are the measured biomarker levels in RFU or log RFU. The classification assignment
for an unknown is facilitated by calculating the probability of being diseased p(d|Z) having
measured & compared to the probability of being disease free (control) p(c|Z) for the same

measured values. The ratio of these probabilities is computed from the class-dependent pdfs
p(dz)  p(E|d)p(d)

pleld)  p(E[e)(1 - p(d))
of the disease in the population appropriate to the test. Taking the logarithm of both sides

by application of Bayes theorem, i.e., where p(d) is the prevalence

of this ratio and substituting the naive Bayes class-dependent probabilities from above gives

d|z " ild d

n (p( |?)) = Zln (p(x | )> +n ( r(d) ) . This form is known as the log likelihood
ple®) ) = \pleo) 1 — p(d)

ratio and simply states that the log likelihood of being free of the particular disease versus

having the disease and is primarily composed of the sum of individual log likelihood ratios of
the n individual biomarkers. In its simplest form, an unknown sample (or, more particularly,
the individual from whom the sample was obtained) is classified as being free of the disease if
the above ratio is greater than zero and having the disease if the ratio is less than zero.

[0243] In one exemplary embodiment, the class-dependent biomarker pdfs p(x;|c) and p(x;|d)

are assumed to be normal or log-normal distributions in the measured RFU values x;, i.e.
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w1 and a variance o2, from the training data. This may be accomphshed in a number of ways,
including, for example, by maximum likelihood estimates, by least-squares, and by any other
methods known to one skilled in the art. Substituting the normal distributions for and into

the log-likelihood ratio deﬁned above gives the following expression:

d|x Oci 1 S|, T — [dyivo Ti — Hejivo p(d)
0244 [ In =) — : In|——"——
o2aa) () - Sn (2] -5 5 [y T (20
[0245] Once a set of us and o?s have been defined for each pdf in each class from the

N—

training data and the disease prevalence in the population is specified, the Bayes classifier is
fully determined and may be used to classify unknown samples with measured values 7.
[0246] The performance of the naive Bayes classifier is dependent upon the number and
quality of the biomarkers used to construct and train the classifier. A single biomarker will
perform in accordance with its KS-distance (Kolmogorov-Smirnov), as defined in Example 3,
below. If a classifier performance metric is defined as the area under the receiver operator
characteristic curve (AUC), a perfect classifier will have a score of 1 and a random classifier,
on average, will have a score of 0.5. The definition of the KS-distance between two sets A and
B of sizes n and m is the value, D, ,, = sup,|Fa () — Fp(x)], which is the largest difference
between two empirical cumulative distribution functions (cdf). The empirical cdf for a set A
of n observations X, is defined as, Iy ,(x) = — z”: Ix, <., where Ix,<, is the indicator function
which is equal to 1 if X; < x and is otherwise el;&al to 0. By definition, this value is bounded
between 0 and 1, where a KS-distance of 1 indicates that the emperical distributions do not
overlap.

[0247] The addition of subsequent markers with good KS distances (>0.3, for example)
will, in general, improve the classification performance if the subsequently added markers are
independent of the first marker. Using the sensitivity plus specificity as a classifier score, it is
straightforward to generate many high scoring classifiers with a variation of a greedy algorithm.
(A greedy algorithm is any algorithm that follows the problem solving metaheuristic of making
the locally optimal choice at each stage with the hope of finding the global optimum.)
[0248] The algorithm approach used here is described in detail in Example 4. Briefly, all
single analyte classifiers are generated from a table of potential biomarkers and added to a list.

Next, all possible additions of a second analyte to each of the stored single analyte classifiers
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continues until the score either plateaus or begins to deteriorate as additional markers are

added. Those high scoring classifiers that remain after convergence can be evaluated for the

desired performance for an intended use. For example, in one diagnostic application, classifiers

with a high sensitivity and modest specificity may be more desirable than modest sensitivity

and high specificity. In another diagnostic application, classifiers with a high specificity and

a modest sensitivity may be more desirable. The desired level of performance is generally

selected based upon a trade-off that must be made between the number of false positives

and false negatives that can each be tolerated for the particular diagnostic application. Such

trade-offs generally depend on the medical consequences of an error, either false positive or

false negative.

[0249] Various other techniques are known in the art and may be employed to generate many

potential classifiers from a list of biomarkers using a naive Bayes classifier. In one embodiment,

what is referred to as a genetic algorithm can be used to combine different markers using the

fitness score as defined above. Genetic algorithms are particularly well suited to exploring a

large diverse population of potential classifiers. In another embodiment, so-called ant colony

optimization can be used to generate sets of classifiers. Other strategies that are known in

the art can also be employed, including, for example, other evolutionary strategies as well as

simulated annealing and other stochastic search methods. Metaheuristic methods, such as,

for example, harmony search may also be employed.

[0250] Exemplary embodiments use any number of the pancreatic cancer biomarkers listed

in Table 1, Col. 2 in various combinations to produce diagnostic tests for detecting pancreatic

cancer (see Example 2 for a detailed description of how these biomarkers were identified). In

one embodiment, a method for diagnosing pancreatic cancer uses a naive Bayes classification

method in conjunction with any number of the pancreatic cancer biomarkers listed in Table 1,

Col. 2. In an illustrative example (Example 3), the simplest test for detecting pancreatic can-

cer from a population of GI and normal controls can be constructed using a single biomarker,

for example, CTSB which is differentially expressed in pancreatic cancer with a KS-distance of

0.52. Using the parameters, fi.;,0cq, ftaq, and, og; for CTSB from Table 16 and the equation

67



3 C5-C6 CCL18 C5 CTSB VEGFA KLK7 CSF1R ETHE1 C5a 0.902 4 C5 CCL18 VEG FA

CTSB CSF1R KLK7 MW 7 ETHE1 C5a 0.902 5 C5-C6 CCL18 VEGFA CTSB CSF1R KLK7
MWP 7 ETHED 20B2021105902 6 C5 CCL18 KIT CTSB CSF1R KLK7 LPETABRH1/0EGa0 0. 902 7
C5 CCL18 KIT CTSB CSF1IR THBS4 ALPL ETHE1L C5a 0.902 8 C5 CCL18 KIT CTSB

Cop i1t TS TS 00,2028, 02, 018, GEIRETSA At K 10 ETEL
CSELRMHiBSY. A PIR AL K feDdr Bilibdst Gk ayBd 90 Fighde @ CCL18 KIT CTSB CSFIR
| L11RA LTF ETHE1L Cha 0.901 Table 10 - continued from previ ous page Markers
CV[0RIT] 1A CHti06 CLidBasr CHBB f@SEiRKEKWithTE KoFHEtarcsaf 0.40, significantly
improves the classifier performance to an AUC of 0.85. Note that the score for a classifier
constructed of two biomarkers is not a simple sum of the KS-distances; KS-distances are not
additive when combining biomarkers and it takes many more weak markers to achieve the
same level of performance as a strong marker. Adding a third marker, C5, for example, boosts
the classifier performance to an AUC of 0.88. Adding additional biomarkers, such as, for
example, CCL18, CSF1R, KLK7, ETHE1, C5-C6, KLKS&, and VEGFA, produces a series of
pancreatic cancer tests summarized in Table 15 and displayed as a series of ROC curves in
Figure 3. The score of the classifiers as a function of the number of analytes used in classifier
construction is displayed in Figure 4. The AUC of this exemplary ten-marker classifier is 0.91.
[0252] The markers listed in Table 1, Col. 2 can be combined in many ways to produce
classifiers for diagnosing pancreatic cancer. In some embodiments, panels of biomarkers are
comprised of different numbers of analytes depending on a specific diagnostic performance
criterion that is selected. For example, certain combinations of biomarkers will produce tests
that are more sensitive (or more specific) than other combinations.
[0253] Once a panel is defined to include a particular set of biomarkers from Table 1, Col.
2 and a classifier is constructed from a set of training data, the definition of the diagnostic
test is complete. In one embodiment, the procedure used to classify an unknown sample is
outlined in Figure 1A. In another embodiment the procedure used to classify an unknown
sample is outlined in FigurelB. The biological sample is appropriately diluted and then run in
one or more assays to produce the relevant quantitative biomarker levels used for classification.
The measured biomarker levels are used as input for the classification method that outputs
a classification and an optional score for the sample that reflects the confidence of the class
assignment.
[0254] Table 1 identifies 65 biomarkers that are useful for diagnosing pancreatic cancer. This
is a surprisingly larger number than expected when compared to what is typically found during
biomarker discovery efforts and may be attributable to the scale of the described study, which
encompassed over 800 proteins measured in hundreds of individual samples, in some cases

at concentrations in the low femtomolar range. Presumably, the large number of discovered
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about such complex processes; rather, that multiple proteins are involved in relevant processes,
such as apoptosis or extracellular matrix repair, for example.

[0255] Given the numerous biomarkers identified during the described study, one would
expect to be able to derive large numbers of high-performing classifiers that can be used in
various diagnostic methods. To test this notion, tens of thousands of classifiers were evaluated
using the biomarkers in Table 1. As described in Example 4, many subsets of the biomark-
ers presented in Table 1 can be combined to generate useful classifiers. By way of example,
descriptions are provided for classifiers containing 1, 2, and 3 biomarkers for detection of pan-
creatic cancer. As described in Example 4, all classifiers that were built using the biomarkers
in Table 1 perform distinctly better than classifiers that were built using “non-markers”.
[0256] The performance of classifiers obtained by randomly excluding some of the markers
in Table 1, which resulted in smaller subsets from which to build the classifiers, was also tested.
As described in Example 4, Part 3, the classifiers that were built from random subsets of the
markers in Table 1 performed similarly to optimal classifiers that were built using the full list
of markers in Table 1.

[0257] The performance of ten-marker classifiers obtained by excluding the “best” individual
markers from the ten-marker aggregation was also tested. As described in Example 4, Part
3, classifiers constructed without the “best” markers in Table 1 also performed well. Many
subsets of the biomarkers listed in Table 1 performed close to optimally, even after removing
the top 15 of the markers listed in the Table. This implies that the performance characteristics
of any particular classifier are likely not due to some small core group of biomarkers and that
the disease process likely impacts numerous biochemical pathways, which alters the expression
level of many proteins.

[0258] The results from Example 4 suggest certain possible conclusions: First, the iden-
tification of a large number of biomarkers enables their aggregation into a vast number of
classifiers that offer similarly high performance. Second, classifiers can be constructed such
that particular biomarkers may be substituted for other biomarkers in a manner that re-

flects the redundancies that undoubtedly pervade the complexities of the underlying disease
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be included in any classifier.

[0259] Exemplary embodiments use naive Bayes classifiers constructed from the data in

Table 16 to classify an unknown sample. The procedure is outlined in Figures 1A and 1B. In

one embodiment, the biological sample is optionally diluted and run in a multiplexed aptamer

assay. The data from the assay are normalized and calibrated as outlined in Example 3,

and the resulting biomarker levels are used as input to a Bayes classification scheme. The

log-likelihood ratio is computed for each measured biomarker individually and then summed

to produce a final classification score, which is also referred to as a diagnostic score. The

resulting assignment as well as the overall classification score can be reported. Optionally,

the individual log-likelihood risk factors computed for each biomarker level can be reported

as well. The details of the classification score calculation are presented in Example 3.

Kits

[0260] Any combination of the biomarkers of Table 1, Col. 2 (as well as additional biomedical
information) can be detected using a suitable kit, such as for use in performing the methods
disclosed herein. Furthermore, any kit can contain one or more detectable labels as described
herein, such as a fluorescent moiety, etc.

[0261] In one embodiment, a kit includes (a) one or more capture reagents (such as, for
example, at least one aptamer or antibody) for detecting one or more biomarkers in a biological
sample, wherein the biomarkers include any of the biomarkers set forth in Table 1, Col. 2, and
optionally (b) one or more software or computer program products for classifying the individual
from whom the biological sample was obtained as either having or not having pancreatic
cancer or for determining the likelihood that the individual has pancreatic cancer, as further
described herein. Alternatively, rather than one or more computer program products, one or
more instructions for manually performing the above steps by a human can be provided.
[0262] The combination of a solid support with a corresponding capture reagent and a signal
generating material is referred to herein as a “detection device” or “kit”. The kit can also

include instructions for using the devices and reagents, handling the sample, and analyzing
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washes, or buffers) for processing a biological sample. Any of the kits described herein can also
include, e.g., buffers, blocking agents, mass spectrometry matrix materials, antibody capture
agents, positive control samples, negative control samples, software and information such as
protocols, guidance and reference data.

[0264] In one aspect, the invention provides kits for the analysis of pancreatic cancer status.
The kits include PCR primers for one or more biomarkers selected from Table 1, Col. 2. The
kit may further include instructions for use and correlation of the biomarkers with pancreatic
cancer. The kit may also include a DNA array containing the complement of one or more
of the biomarkers selected from Table 1, Col. 2, reagents, and/or enzymes for amplifying or
isolating sample DNA. The kits may include reagents for real-time PCR, for example, TagMan
probes and /or primers, and enzymes.

[0265] For example, a kit can comprise (a) reagents comprising at least capture reagent for
quantifying one or more biomarkers in a test sample, wherein said biomarkers comprise the
biomarkers set forth in Table 1, Col. 2, or any other biomarkers or biomarkers panels described
herein, and optionally (b) one or more algorithms or computer programs for performing the
steps of comparing the amount of each biomarker quantified in the test sample to one or
more predetermined cutoffs and assigning a score for each biomarker quantified based on said
comparison, combining the assigned scores for each biomarker quantified to obtain a total
score, comparing the total score with a predetermined score, and using said comparison to
determine whether an individual has pancreatic cancer. Alternatively, rather than one or more
algorithms or computer programs, one or more instructions for manually performing the above

steps by a human can be provided.

Computer Methods and Software

[0266] Once a biomarker or biomarker panel is selected, a method for diagnosing an individ-
ual can comprise the following: 1) collect or otherwise obtain a biological sample; 2) perform
an analytical method to detect and measure the biomarker or biomarkers in the panel in

the biological sample; 3) perform any data normalization or standardization required for the
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the marker calculations that is compared to a preset threshold value that is an indication of
the presence or absence of disease. Or the diagnostic score may be a series of bars that each
represent a biomarker value and the pattern of the responses may be compared to a pre-set
pattern for determination of the presence or absence of disease.

[0267] At least some embodiments of the methods described herein can be implemented
with the use of a computer. An example of a computer system 100 is shown in Figure 6.
With reference to Figure 6, system 100 is shown comprised of hardware elements that are
electrically coupled via bus 108, including a processor 101, input device 102, output device
103, storage device 104, computer-readable storage media reader 105a, communications sys-
tem 106 processing acceleration (e.g., DSP or special-purpose processors) 107 and memory
109. Computer-readable storage media reader 105a is further coupled to computer-readable
storage media 105b, the combination comprehensively representing remote, local, fixed and /or
removable storage devices plus storage media, memory, etc. for temporarily and/or more per-
manently containing computer-readable information, which can include storage device 104,
memory 109 and/or any other such accessible system 100 resource. System 100 also comprises
software elements (shown as being currently located within working memory 191) including
an operating system 192 and other code 193, such as programs, data and the like.

[0268] With respect to Figure 6, system 100 has extensive flexibility and configurability.
Thus, for example, a single architecture might be utilized to implement one or more servers that
can be further configured in accordance with currently desirable protocols, protocol variations,
extensions, etc. However, it will be apparent to those skilled in the art that embodiments may
well be utilized in accordance with more specific application requirements. For example,
one or more system elements might be implemented as sub-elements within a system 100
component (e.g., within communications system 106). Customized hardware might also be
utilized and/or particular elements might be implemented in hardware, software or both.
Further, while connection to other computing devices such as network input/output devices
(not shown) may be employed, it is to be understood that wired, wireless, modem, and/or

other connection or connections to other computing devices might also be utilized.
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[0270] In one aspect, the system further comprises one or more devices for providing input
data to the one or more processors.
[0271] The system further comprises a memory for storing a data set of ranked data ele-
ments.
[0272] In another aspect, the device for providing input data comprises a detector for de-
tecting the characteristic of the data element, e.g., such as a mass spectrometer or gene chip
reader.
[0273] The system additionally may comprise a database management system. User re-
quests or queries can be formatted in an appropriate language understood by the database
management system that processes the query to extract the relevant information from the
database of training sets.
[0274] The system may be connectable to a network to which a network server and one or
more clients are connected. The network may be a local area network (LAN) or a wide area
network (WAN), as is known in the art. Preferably, the server includes the hardware necessary
for running computer program products (e.g., software) to access database data for processing
user requests.
[0275] The system may include an operating system (e.g., UNIX or Linux) for executing
instructions from a database management system. In one aspect, the operating system can
operate on a global communications network, such as the internet, and utilize a global com-
munications network server to connect to such a network.
[0276] The system may include one or more devices that comprise a graphical display in-
terface comprising interface elements such as buttons, pull down menus, scroll bars, fields for
entering text, and the like as are routinely found in graphical user interfaces known in the
art. Requests entered on a user interface can be transmitted to an application program in
the system for formatting to search for relevant information in one or more of the system
databases. Requests or queries entered by a user may be constructed in any suitable database

language.
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in communication with the system, saved in a memory device, and/or transmitted over the
network or can be provided in the form of the computer readable medium.
[0278] The system can be in communication with an input device for providing data regard-
ing data elements to the system (e.g., expression values). In one aspect, the input device can
include a gene expression profiling system including, e.g., a mass spectrometer, gene chip or
array reader, and the like.
[0279] The methods and apparatus for analyzing pancreatic cancer biomarker information
according to various embodiments may be implemented in any suitable manner, for example,
using a computer program operating on a computer system. A conventional computer system
comprising a processor and a random access memory, such as a remotely-accessible application
server, network server, personal computer or workstation may be used. Additional computer
system components may include memory devices or information storage systems, such as a
mass storage system and a user interface, for example a conventional monitor, keyboard and
tracking device. The computer system may be a stand-alone system or part of a network of
computers including a server and one or more databases.
[0280] The pancreatic cancer biomarker analysis system can provide functions and opera-
tions to complete data analysis, such as data gathering, processing, analysis, reporting and /or
diagnosis. For example, in one embodiment, the computer system can execute the computer
program that may receive, store, search, analyze, and report information relating to the pan-
creatic cancer biomarkers. The computer program may comprise multiple modules performing
various functions or operations, such as a processing module for processing raw data and gen-
erating supplemental data and an analysis module for analyzing raw data and supplemental
data to generate a pancreatic cancer status and/or diagnosis. Diagnosing pancreatic can-
cer status may comprise generating or collecting any other information, including additional
biomedical information, regarding the condition of the individual relative to the disease, iden-
tifying whether further tests may be desirable, or otherwise evaluating the health status of

the individual.

[0281] Referring now to Figure 7, an example of a method of utilizing a computer in ac-
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of the individual’s biological sample is performed. The biomarker information can comprise
biomarker values that each correspond to one of at least N biomarkers selected from a group
consisting of the biomarkers provided in Table 1, Col. 2, wherein N = 2-65. In block 3008,
a computer can be utilized to classify each of the biomarker values. And, in block 3012, a
determination can be made as to the likelihood that an individual has pancreatic cancer based
upon a plurality of classifications. The indication can be output to a display or other indi-
cating device so that it is viewable by a person. Thus, for example, it can be displayed on a
display screen of a computer or other output device.
[0282] Referring now to Figure 8, an alternative method of utilizing a computer in ac-
cordance with another embodiment can be illustrated via flowchart 3200. In block 3204, a
computer can be utilized to retrieve biomarker information for an individual. The biomarker
information comprises a biomarker value corresponding to a biomarker selected from the group
of biomarkers provided in Table 1, Col. 2. In block 3208, a classification of the biomarker
value can be performed with the computer. And, in block 3212, an indication can be made
as to the likelihood that the individual has pancreatic cancer based upon the classification.
The indication can be output to a display or other indicating device so that it is viewable by
a person. Thus, for example, it can be displayed on a display screen of a computer or other
output device.
[0283] Some embodiments described herein can be implemented so as to include a computer
program product. A computer program product may include a computer readable medium
having computer readable program code embodied in the medium for causing an application
program to execute on a computer with a database.
[0284] As used herein, a “computer program product” refers to an organized set of in-
structions in the form of natural or programming language statements that are contained on
a physical media of any nature (e.g., written, electronic, magnetic, optical or otherwise) and
that may be used with a computer or other automated data processing system. Such program-
ming language statements, when executed by a computer or data processing system, cause

the computer or data processing system to act in accordance with the particular content of
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ing, but not limited to, original source code, assembly code, object code, machine language,
encrypted or compressed versions of the foregoing and any and all equivalents.

[0285] In one aspect, a computer program product is provided for indicating a likelihood
of pancreatic cancer. The computer program product includes a computer readable medium
embodying program code executable by a processor of a computing device or system, the
program code comprising: code that retrieves data attributed to a biological sample from an
individual, wherein the data comprises biomarker values that each correspond to one of at
least N biomarkers in the biological sample selected from the group of biomarkers provided
in Table 1, Col. 2, wherein N = 2-65; and code that executes a classification method that
indicates a pancreatic cancer status of the individual as a function of the biomarker values.
[0286] In still another aspect, a computer program product is provided for indicating a
likelihood of pancreatic cancer. The computer program product includes a computer readable
medium embodying program code executable by a processor of a computing device or system,
the program code comprising: code that retrieves data attributed to a biological sample from
an individual, wherein the data comprises a biomarker value corresponding to a biomarker
in the biological sample selected from the group of biomarkers provided in Table 1, Col. 2;
and code that executes a classification method that indicates a pancreatic cancer status of the
individual as a function of the biomarker value.

[0287] While various embodiments have been described as methods or apparatuses, it should
be understood that embodiments can be implemented through code coupled with a computer,
e.g., code resident on a computer or accessible by the computer. For example, software and
databases could be utilized to implement many of the methods discussed above. Thus, in
addition to embodiments accomplished by hardware, it is also noted that these embodiments
can be accomplished through the use of an article of manufacture comprised of a computer
usable medium having a computer readable program code embodied therein, which causes

the enablement of the functions disclosed in this description. Therefore, it is desired that

embodiments also be considered protected by this patent in their program code means as
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to, software running on a general purpose processor, microcode, PLAs, or ASICs.

[0288] It is also envisioned that embodiments could be accomplished as computer signals

embodied in a carrier wave, as well as signals (e.g., electrical and optical) propagated through

a transmission medium. Thus, the various types of information discussed above could be

formatted in a structure, such as a data structure, and transmitted as an electrical signal

through a transmission medium or stored on a computer readable medium.

[0289] It is also noted that many of the structures, materials, and acts recited herein can

be recited as means for performing a function or step for performing a function. Therefore, it

should be understood that such language is entitled to cover all such structures, materials, or

acts disclosed within this specification and their equivalents, including the matter incorporated

by reference.

[0290] The biomarker identification process, the utilization of the biomarkers disclosed

herein, and the various methods for determining biomarker values are described in detail

above with respect to pancreatic cancer. However, the application of the process, the use of

identified biomarkers, and the methods for determining biomarker values are fully applicable

to other specific types of cancer, to cancer generally, to any other disease or medical condition,

or to the identification of individuals who may or may not be benefited by an ancillary medical

treatment. FExcept when referring to specific results related to pancreatic cancer, as is clear

from the context, references herein to pancreatic cancer may be understood to include other

types of cancer, cancer generally, or any other disease or medical condition.

EXAMPLES

[0291] The following examples are provided for illustrative purposes only and are not in-
tended to limit the scope of the application as defined by the appended claims. All examples
described herein were carried out using standard techniques, which are well known and routine

to those of skill in the art. Routine molecular biology techniques described in the following
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Example 1. Multiplexed Aptamer Analysis of Samples

[0292] This example describes the multiplex aptamer assay used to analyze the samples and
controls for the identification of the biomarkers set forth in Table 1, Col. 2 (see Figure 9) and
the identification of the cancer biomarkers set forth in Table 19. For the pancreatic cancer,
lung cancer, and mesothelioma studies, the multiplexed analysis utilized 823 aptamers, each
unique to a specific target.

[0293] In this method, pipette tips were changed for each solution addition.

[0294] Also, unless otherwise indicated, most solution transfers and wash additions used the
96-well head of a Beckman Biomek FxP. Method steps manually pipetted used a twelve channel
P200 Pipetteman (Rainin Instruments, LLC, Oakland, CA), unless otherwise indicated. A
custom buffer referred to as SB17 was prepared in-house, comprising 40 mM HEPES, 100 mM
NaCl, 5 mM KCI, 5 mM MgCl2, 1 mM EDTA at pH 7.5. A custom buffer referred to as SB18
was prepared in-house, comprising 40 mM HEPES, 100 mM NaCl, 5 mM KCI, 5 mM MgCI2
at pH 7.5. All steps were performed at room temperature unless otherwise indicated.

[0295] 1. Preparation of Aptamer Stock Solution

[0296] For aptamers without a photo-cleavable biotin linker, custom stock aptamer solu-
tions for 10%, 1% and 0.03% plasma were prepared at 8x concentration in 1x SB17, 0.05%
Tween-20 with appropriate photo-cleavable, biotinylated primers, where the resultant primer
concentration was 3 times the relevant aptamer concentration. The primers hybridized to all
or part of the corresponding aptamer.

[0297] Each of the 3, 8x aptamer solutions were diluted separately 1:4 into 1xSB17, 0.05%
Tween-20 (1500 pli of 8x stock into 4500 pl of 1xSB17, 0.05% Tween-20) to achieve a 2x
concentration. Each diluted aptamer master mix was then split, 1500 pl. each, into 4 2 mL
screw cap tubes and brought to 95°C for 5 minutes, followed by a 37°C incubation for 15
minutes. After incubation the 4 2 mL tubes corresponding to a particular aptamer master
mix were combined into a reagent trough, and 55 pL of a 2x aptamer mix (for all three mixes)

was manually pipetted into a 96-well Hybaid plate and the plate foil sealed. The final result
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then replaced on ice.

[0300] A 20% sample solution was prepared by transferring 16 pl. of sample using a 50

plb 8-channel spanning pipettor into 96-well Hybaid plates, each well containing 64 pl. of the
appropriate sample diluent at 4°C (0.8x SB18, 0.05% Tween-20, 2 pM Z-block 2, 0.6 mM

MgCl2 for plasma). This plate was stored on ice until the next sample dilution steps were

initiated.

[0301] To commence sample and aptamer equilibration, the 20% sample plate was briefly

centrifuged and placed on the Beckman FX where it was mixed by pipetting up and down

with the 96-well pipettor. A 2% sample was then prepared by diluting 10 pl. of the 20%
sample into 90 pl. of 1xSB17, 0.05% Tween-20. Next, dilution of 6 pl. of the resultant 2%

sample into 194 ul. of 1xSB17, 0.05% Tween-20 made a 0.06% sample plate. Dilutions were

done on the Beckman Biomek FxP. After each transfer, the solutions were mixed by pipetting

up and down. The 3 sample dilution plates were then transferred to their respective aptamer

solutions by adding 55 pl. of the sample to 55 plu of the appropriate 2x aptamer mix. The

sample and aptamer solutions were mixed on the robot by pipetting up and down.

[0302] 3. Sample Equilibration binding

[0303] The sample/aptamer plates were foil sealed and placed into a 37°C incubator for 3.5

hours before proceeding to the Catch 1 step.
[0304] 4. Preparation of Catch 2 bead plate

[0305] An 5.5 mL aliquot of MyOne (Invitrogen Corp., Carlsbad, CA) Streptavidin C1 beads

(10 mg/mL) was washed 2 times with equal volumes of 20 mM NaOH (5 minute incubation

for each wash), 3 times with equal volumes of 1x SB17, 0.05% Tween-20 and resuspended

in 5.5 mL 1x SB17, 0.05% Tween-20. Using a 12-span multichannel pipettor, 50 pl of this

solution was manually pipetted into each well of a 96-well Hybaid plate. The plate was then

covered with foil and stored at 4°C for use in the assay.

[0306] 5. Preparation of Catch 1 bead plates

[0307] Three 0.45 pm Millipore HV plates (Durapore membrane, Cat# MAHVN4550) were
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manually mixed with a 200 pL, 12-channel pipettor, 15 times. After the beads were distributed

across the 3 filter plates, a vacuum was applied to remove the bead supernatant. Finally,

the beads were washed in the filter plates with 200 pL 1x SB17, 0.05% Tween-20 and then

resuspended in 200 pl. 1x SB17, 0.05% Tween-20. The bottoms of the filter plates were blotted

and the plates stored for use in the assay.

[0308] 6. Loading the Cytomat

[0309] The cytomat was loaded with all tips, plates, all reagents in troughs (except NHS-

biotin reagent which was prepared fresh right before addition to the plates), 3 prepared Catch

1 filter plates and 1 prepared MyOne plate.

[0310] 7. Catch 1

[0311] After a 3.5 hour equilibration time, the sample/aptamer plates were removed from

the incubator, centrifuged for about 1 minute, foil removed, and placed on the deck of the

Beckman Biomek FxP. The Beckman Biomek FxP program was initiated. All subsequent

steps in Catch 1 were performed by the Beckman Biomek FxP robot unless otherwise noted.

Within the program, the vacuum was applied to the Catch 1 filter plates to remove the bead

supernatant. One hundred microlitres of each of the 10%, 1% and 0.03% equilibration binding

reactions were added to their respective Catch 1 filtration plates, and each plate was mixed

using an on-deck orbital shaker at 800 rpm for 10 minutes.

[0312] Unbound solution was removed via vacuum filtration. The Catch 1 beads were

washed with 190 ul of 100 M biotin in 1x SB17, 0.05% Tween-20 followed by 190 ul. of 1x

SB17, 0.05% Tween-20 by dispensing the solution and immediately drawing a vacuum to filter

the solution through the plate.

[0313] Next, 190 pl 1x SB17, 0.05% Tween-20 was added to the Catch 1 plates. Plates

were blotted to remove droplets using an on-deck blot station and then incubated with orbital

shakers at 800 rpm for 10 minutes at 25°C.

[0314] The robot removed this wash via vacuum filtration and blotted the bottom of the

filter plate to remove droplets using the on-deck blot station.

80



49 PLAT KLK8 C5 Cha KIT CCL18 VEG-A CTSB CSF1R ETHE1 0.901 50 C5 CCL18
VEGFA CTSB CSF1R KLK7 LTF I L11RA C5a ETHE1L 0.901 51 C5 CCL18 KIT CTSB
CSF1R TFRVOALRI2THBS4A CSa ETHEL1 0. 901 52 C5 CCL18 CSF1RPCTSB2MVPBF7STHBSA
KLK8 KLK7 C5a ETHE1 0.901 53 C5 CCL18 CSF1R CTSB LTF TFPI KLK8 KLK7 C5a
ETR%? 0. 54 C5 CCL18 CSF1R CTSB LTF THBS4 MW7 KLK7 C5a ETHE1 0.901 55
C5 18 "8TSB ALPL TFPI KLK8 KLK7 C5a ETHE1 0.901 56 C5 Cba KI T CCL18

ISR LT, FLEL 000 SR S8 S8 CRMIEBANCT,
ETHEL 02908 5YCHSIETSE CBFETRATHESA TRT-KUKT hESH HVED ChIoLB) ETEEL 1015901 60
CSZigsGolge%_%ts 100 mM concentration in anhydrous DMSO and had been stored frozen at -
20°C. Upon a robot prompt, the diluted NHS-PEO4-biotin reagent was manually added to an
on-deck trough and the robot program was manually re-initiated to dispense 100 pl. of the
NHS-PEO4-biotin into each well of each Catch 1 filter plate. This solution was allowed to
incubate with Catch 1 beads shaking at 800 rpm for 5 minutes on the orbital shakers.
[0317] 9. Kinetic Challenge and Photo-cleavage
[0318] The tagging reaction was quenched by the addition of 150 ul. of 20 mM glycine in
Ix SB17, 0.05% Tween-20 to the Catch 1 plates while still containing the NHS tag. The
plates were then incubated for 1 minute on orbital shakers at 800 rpm. The NHS-tag/glycine
solution was removed via vacuum filtration. Next, 190 gL, 20 mM glycine (1x SB17, 0.05%
Tween-20) was added to each plate and incubated for 1 minute on orbital shakers at 800 rpm
before removal by vacuum filtration.
[0319] 190 uL of 1x SB17, 0.05% Tween-20 was added to each plate and removed by vacuum
filtration.
[0320] The wells of the Catch 1 plates were subsequently washed three times by adding 190
pul 1x SB17, 0.05% Tween-20, placing the plates on orbital shakers for 1 minute at 800 rpm
followed by vacuum filtration. After the last wash the plates were placed on top of a 1 mL
deep-well plate and removed from the deck. The Catch 1 plates were centrifuged at 1000 rpm
for 1 minute to remove as much extraneous volume from the agarose beads before elution as
possible.
[0321] The plates were placed back onto the Beckman Biomek FxP and 85 pl of 10 mM
DxSO4 in 1x SB17, 0.05% Tween-20 was added to each well of the filter plates.
[0322] The filter plates were removed from the deck, placed onto a Variomag Thermoshaker
(Thermo Fisher Scientific, Inc., Waltham, MA ) under the BlackRay (Ted Pella, Inc., Redding,
CA) light sources, and irradiated for 10 minutes while shaking at 800 rpm.
[0323] The photocleaved solutions were sequentially eluted from each Catch 1 plate into a
common deep well plate by first placing the 10% Catch 1 filter plate on top of a 1 mL deep-well
plate and centrifuging at 1000 rpm for 1 minute. The 1% and 0.03% Catch 1 plates were then
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[0326] The robot transferred all of the photo-cleaved eluate from the 1 ml deep-well plate
onto the Hybaid plate containing the previously prepared Catch 2 MyOne magnetic beads
(after removal of the MyOne buffer via magnetic separation).

[0327] The solution was incubated while shaking at 1350 rpm for 5 minutes at 25°C on a
Variomag Thermoshaker (Thermo Fisher Scientific, Inc., Waltham, MA).

[0328] The robot transferred the plate to the on deck magnetic separator station. The plate
was incubated on the magnet for 90 seconds before removal and discarding of the supernatant.
[0329] 11. 37°C 30% glycerol washes

[0330] The Catch 2 plate was moved to the on-deck thermal shaker and 75 pl. of 1x SB17,
0.05% Tween-20 was transferred to each well. The plate was mixed for 1 minute at 1350 rpm
and 37°C to resuspend and warm the beads. To each well of the Catch 2 plate, 75 uli of
60% glycerol at 37°C was transferred and the plate continued to mix for another minute at
1350 rpm and 37°C. The robot transferred the plate to the 37°C magnetic separator where
it was incubated on the magnet for 2 minutes and then the robot removed and discarded the
supernatant. These washes were repeated two more times.

[0331] After removal of the third 30% glycerol wash from the Catch 2 beads, 150 ulL of 1x
SB17, 0.05% Tween-20 was added to each well and incubated at 37°C, shaking at 1350 rpm
for 1 minute, before removal by magnetic separation on the 37°C magnet.

[0332] The Catch 2 beads were washed a final time using 150 I, 1x SB19, 0.05% Tween-20
with incubation for 1 minute while shaking at 1350 rpm at 25°C prior to magnetic separation.
[0333] 12. Catch 2 Bead Elution and Neutralization

[0334] The aptamers were eluted from Catch 2 beads by adding 105 pL of 100 mM CAPSO
with 1 M NaCl, 0.05% Tween-20 to each well. The beads were incubated with this solution
with shaking at 1350 rpm for 5 minutes.

[0335] The Catch 2 plate was then placed onto the magnetic separator for 90 seconds prior
to transferring 90 pL of the eluate to a new 96-well plate containing 10 pl. of 500 mM HCI, 500
mM HEPES, 0.05% Tween-20 in each well. After transfer, the solution was mixed robotically
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controls, was added to each well. Next, 25 L. of 2x Agilent Hybridization buffer was manually

pipetted to the each well of the plate containing the neutralized samples and blocking buffer

and the solution was mixed by manually pipetting 25 gl up and down 15 times slowly to

avoid extensive bubble formation. The plate was spun at 1000 rpm for 1 minute.

[0338] A gasket slide was placed into an Agilent hybridization chamber and 40 plL of each of

the samples containing hybridization and blocking solution was manually pipetted into each

gasket. An 8-channel variable spanning pipettor was used in a manner intended to minimize

bubble formation. Custom Agilent microarray slides (Agilent Technologies, Inc., Santa Clara,

CA),with their Number Barcode facing up, were then slowly lowered onto the gasket slides

(see Agilent manual for detailed description).

[0339] The top of the hybridization chambers were placed onto the slide/backing sandwich

and clamping brackets slid over the whole assembly. These assemblies were tightly clamped

by turning the screws securely.

[0340] Each slide/backing slide sandwich was visually inspected to assure the solution bubble

could move freely within the sample. If the bubble did not move freely the hybridization

chamber assembly was gently tapped to disengage bubbles lodged near the gasket.

[0341] The assembled hybridization chambers were incubated in an Agilent hybridization

oven for 19 hours at 60°C rotating at 20 rpm.

[0342] 14. Post Hybridization Washing

[0343] Approximately 400 ml Agilent Wash Buffer 1 was placed into each of two separate

glass staining dishes. One of the staining dishes was placed on a magnetic stir plate and a

slide rack and stir bar were placed into the buffer.

[0344] A staining dish for Agilent Wash 2 was prepared by placing a stir bar into an empty

glass staining dish.

[0345] A fourth glass staining dish was set aside for the final acetonitrile wash.

[0346] FEach of six hybridization chambers was disassembled. One-by-one, the slide/backing

sandwich was removed from its hybridization chamber and submerged into the staining dish
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turned on at a low setting and the slides incubated for 5 minutes.

[0348] When one minute was remaining for Wash 1, Wash Buffer 2 pre-warmed to 37°C

in an incubator was added to the second prepared staining dish. The slide rack was quickly

transferred to Wash Buffer 2 and any excess buffer on the bottom of the rack was removed by

scraping it on the top of the stain dish. The slide rack was gently raised and lowered 5 times.

The magnetic stirrer was turned on at a low setting and the slides incubated for 5 minutes.

[0349] The slide rack was slowly pulled out of Wash 2, taking approximately 15 seconds to

remove the slides from the solution.

[0350] With one minute remaining in Wash 2 acetonitrile (ACN) was added to the fourth

staining dish. The slide rack was transferred to the acetonitrile stain dish. The slide rack was

gently raised and lowered 5 times. The magnetic stirrer was turned on at a low setting and

the slides incubated for 5 minutes.

[0351] The slide rack was slowly pulled out of the ACN stain dish and placed on an absorbent

towel. The bottom edges of the slides were quickly dried and the slide was placed into a clean

slide box.

[0352] 15. Microarray Imaging

[0353] The microarray slides were placed into Agilent scanner slide holders and loaded into

the Agilent Microarray scanner according to the manufacturers instructions.

[0354] The slides were imaged in the Cy3-channel at 5 pm resolution at thel00% PMT

setting and the XRD option enabled at 0.05. The resulting tiff images were processed using

Agilent feature extraction software version 10.5.

Example 2. Biomarker Identification

[0355] The identification of potential pancreatic cancer biomarkers was performed for di-
agnosis of pancreatic cancer in asymptomatic individuals and symptomatic individuals with
acute or chronic pancreatitis (or both), pancreatic obstruction, GERD, gallstones, or abnor-

mal imaging later found to be benign, collectively the GI and normal controls. Enrollment
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Exclusion criteria included prior diagnosis or treatment of cancer (excluding squamous cell

carcinoma of the skin) within 5 years of the blood draw. Plasma samples were collected from

2 different sites and included 143 pancreatic cancer samples and 115 control group samples.

The multiplexed aptamer affinity assay as described in Example 1 was used to measure and

report the RFU value for 823 analytes in each of these 258 samples. Since the plasma samples

were obtained from 2 independent studies and sites under similar protocols, an examination

of site differences prior to the analysis for biomarkers discovery was performed.

[0356] Each of the case and control populations were separately compared by generating

class-dependent cumulative distribution functions (cdfs) for each of the 823 analytes. The

KS-distance (Kolmogorov-Smirnov statistic) between values from two sets of samples is a non

parametric measurement of the extent to which the empirical distribution of the values from

one set (Set A) differs from the distribution of values from the other set (Set B). For any

value of a threshold T some proportion of the values from Set A will be less than T, and

some proportion of the values from Set B will be less than T. The KS-distance measures the

maximum (unsigned) difference between the proportion of the values from the two sets for

any choice of T.

[0357] This set of potential biomarkers can be used to build classifiers that assign samples to

either a control or disease group. In fact, many such classifiers were produced from these sets

of biomarkers and the frequency with which any biomarker was used in good scoring classifiers

determined. Those biomarkers that occurred most frequently among the top scoring classifiers

were the most useful for creating a diagnostic test. In this example, Bayesian classifiers were

used to explore the classification space but many other supervised learning techniques may

be employed for this purpose. The scoring fitness of any individual classifier was gauged by

the area under the receiver operating characterisic curve (AUC of the ROC) of the classifier

at the Bayesian surface assuming a disease prevalence of 0.5. This scoring metric varies from

zero to one, with one being an error-free classifier. The details of constructing a Bayesian

classifier from biomarker population measurements are described in Example 3.

[0358] Using the 65 analytes in Table 1, a total of 973 10-analyte classifiers were found
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with an AUC of 0.90 for diagnosing pancreatic cancer from the control group. From this set
of classifiers, a total of 11 biomarkers were found to be present in 30% or more of the high
scoring classifiers. Table 13 provides a list of these potential biomarkers and Figure 10 is a

frequency plot for the identified biomarkers.

Example 3. Naive Bayesian Classification for Pancreatic Cancer

[0359] From the list of biomarkers identified as useful for discriminating between pancreatic
cancer and controls, a panel of ten biomarkers was selected and a naive Bayes classifier was
constructed, see Table 16. The class-dependent probability density functions (pdfs), p(z;|c)
and p(x;|d), where x; is the log of the measured RFU value for biomarker i, and ¢ and d refer
to the control and disease populations, were modeled as log-normal distribution functions

2. The parameters for pdfs of the ten biomarkers

characterized by a mean p and variance o
are listed in Table 16 and an example of the raw data along with the model fit to a normal
pdf is displayed in Figure 5. The underlying assumption appears to fit the data quite well as
evidenced by Figure 5.

[0360] The naive Bayes classification for such a model is given by the following equation,

where p(d) is the prevalence of the disease in the population,
P(d@) S (Ucz’) 13 [ Ti— fldivy  (Ti— i 2} ( p(d) ) :
In — | = n|l—|—- _) — . +In , appropriate
<p<c|x> N Y 7 e T (@) PP
to the test and n = 10. Each of the terms in the summation is a log-likelihood ratio for an

individual marker and the total log-likelihood ratio of a sample & being free from the disease
of interest (i.e. in this case, pancreatic cancer) versus having the disease is simply the sum

of these individual terms plus a term that accounts for the prevalence of the disease. For
p(d)
1 —p(d)

[0361] Given an unknown sample measurement in log(RFU) for each of the ten biomarkers

of 6.3, 9.3, 8.7, 10.8, 7.4, 11.4, 11.7, 9.0, 8.0, 7.3, the calculation of the classification is detailed

simplicity, we assume p(d) = 0.5 so that In (

in Table 16. The individual components comprising the log likelihood ratio for disease versus
control class are tabulated and can be computed from the parameters in Table 16 and the
values of Z. The sum of the individual log likelihood ratios is -3.044, or a likelihood of being
free from the disease versus having the disease of 21, where likelihood 394 — 21. The first
3 biomarker values have likelihoods more consistent with the disease group (log likelihood

> 0) but the remaining 7 biomarkers are all consistently found to favor the control group.
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E E uq)t]iplying the likelihoods together gives the same results as that shown above; a likelihood
of 21 that the unknown sample is free from the disease. In fact, this sample came from the

control population in the training set.

Example 4. Greedy Algorithm for Selecting Biomarker Panels for

Classifiers.

[0362] This example describes the selection of biomarkers from Table 1 to form panels that
can be used as classifiers in any of the methods described herein. Subsets of the biomarkers
in Table 1 were selected to construct classifiers with good performance. This method was also
used to determine which potential markers were included as biomarkers in Example 2.

[0363] The measure of classifier performance used here is the AUC; a performance of 0.5
is the baseline expectation for a random (coin toss) classifier, a classifier worse than random
would score between 0.0 and 0.5, a classifier with better than random performance would
score between 0.5 and 1.0. A perfect classifier with no errors would have a sensitivity of 1.0
and a specificity of 1.0. One can apply the methods described in Example 4 to other com-
mon measures of performance such as the F-measure, the sum of sensitivity and specificity,
or the product of sensitivity and specificity. Specifically one might want to treat sensitivity
and specificity with differing weight, so as to select those classifiers which perform with higher
specificity at the expense of some sensitivity, or to select those classifiers which perform with
higher sensitivity at the expense of some specificity. Since the method described here only
involves a measure of “performance”, any weighting scheme which results in a single perfor-
mance measure can be used. Different applications will have different benefits for true positive
and true negative findings, and also different costs associated with false positive findings from
false negative findings. For example, screening asymptomatic high risk individuals and the
differential diagnosis of pancreatic cancer from benign GI symptoms will not in general have
the same optimal trade-off between specificity and sensitivity. The different demands of the
two tests will in general require setting different weighting to positive and negative misclas-
sifications, reflected in the performance measure. Changing the performance measure will in
general change the exact subset of markers selected from Table 1, Col. 2 for a given set of

data.
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[0364] For the Bayesian approach to the discrimination of pancreatic cancer samples from
control samples described in Example 3, the classifier was completely parameterized by the dis-
tributions of biomarkers in the disease and benign training samples, and the list of biomarkers
was chosen from Table 1; that is to say, the subset of markers chosen forinclusion determined
a classifier in a one-to-one manner given a set of training data.

[0365] The greedy method employed here was used to search for the optimal subset of
markers from Table 1. For small numbers of markers or classifiers with relatively few markers,
every possible subset of markers was enumerated and evaluated in terms of the performance
of the classifier constructed with that particular set of markers (see Example 4, Part 2). (This
approach is well known in the field of statistics as “best subset selection”; see, e.g., Hastie
et al). However, for the classifiers described herein, the number of combinations of multiple
markers can be very large, and it was not feasible to evaluate every possible set of 10 markers,
as there are 30,045,015 possible combinations that can be generated from a list of only 30
total analytes. Because of the impracticality of searching through every subset of markers,
the single optimal subset may not be found; however, by using this approach, many excellent
subsets were found, and, in many cases, any of these subsets may represent an optimal one.
[0366] Instead of evaluating every possible set of markers, a “greedy” forward stepwise ap-
proach may be followed (see, e.g., Dabney AR, Storey JD (2007) Optimality Driven Nearest
Centroid Classification from Genomic Data.

PLoS ONE 2(10): €1002. doi:10.1371/journal.pone.0001002). Using this method, a classifier
is started with the best single marker (based on KS-distance for the individual markers) and
is grown at each step by trying, in turn, each member of a marker list that is not currently
a member of the set of markers in the classifier. The one marker which scores best in combi-
nation with the existing classifier is added to the classifier. This is repeated until no further
improvement in performance is achieved. Unfortunately, this approach may miss valuable
combinations of markers for which some of the individual markers are not all chosen before
the process stops.

[0367] The greedy procedure used here was an elaboration of the preceding forward stepwise
approach, in that, to broaden the search, rather than keeping just a single candidate classifier
(marker subset) at each step, a list of candidate classifiers was kept. The list was seeded

with every single marker subset (using every marker in the table on its own). The list was
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expanded in steps by deriving new classifiers (marker subsets) from the ones currently on the
list and adding them to the list. Each marker subset currently on the list was extended by
adding any marker from Table 1 not already part of that classifier, and which would not, on its
addition to the subset, duplicate an existing subset (these are termed “permissible markers”).
Every existing marker subset was extended by every permissible marker from the list. Clearly,
such a process would eventually generate every possible subset, and the list would run out of
space. Therefore, all the generated classifiers were kept only while the list was less than some
predetermined size (often enough to hold all three marker subsets). Once the list reached
the predetermined size limit, it became elitist; that is, only those classifiers which showed a
certain level of performance were kept on the list, and the others fell off the end of the list and
were lost. This was achieved by keeping the list sorted in order of classifier performance; new
classifiers which were at least as good as the worst classifier currently on the list were inserted,
forcing the expulsion of the current bottom underachiever. One further implementation detail
is that the list was completely replaced on each generational step; therefore, every classifier on
the list had the same number of markers, and at each step the number of markers per classifier
grew by one.

[0368] Since this method produced a list of candidate classifiers using different combinations
of markers, one may ask if the classifiers can be combined in order to avoid errors which might
be made by the best single classifier, or by minority groups of the best classifiers. Such
“ensemble” and “committee of experts” methods are well known in the fields of statistical and
machine learning and include, for example, “Averaging”, “Voting”, “Stacking”, “Bagging”
and “Boosting” (see, e.g., Hastie et al.). These combinations of simple classifiers provide a
method for reducing the variance in the classifications due to noise in any particular set of
markers by including several different classifiers and therefore information from a larger set
of the markers from the biomarker table, effectively averaging between the classifiers. An
example of the usefulness of this approach is that it can prevent outliers in a single marker
from adversely affecting the classification of a single sample. The requirement to measure a
larger number of signals may be impractical in conventional “one marker at a time” antibody
assays but has no downside for a fully multiplexed aptamer assay. Techniques such as these
benefit from a more extensive table of biomarkers and use the multiple sources of information

concerning the disease processes to provide a more robust classification.
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[0369] The biomarkers selected in Table 1 gave rise to classifiers which perform better than

00O00O
00O00O

classifiers built with “non-markers” (i.e., proteins having signals that did not meet the criteria
for inclusion in Table 1 (as described in Example 2)).

[0370] For classifiers containing only one, two, and three markers, all possible classifiers
obtained using the biomarkers in Table 1 were enumerated and examined for the distribution
of performance compared to classifiers built from a similar table of randomly selected non-
markers signals.

[0371] In Figure 11, the AUC was used as the measure of performance; a performance of
0.5 is the baseline expectation for a random (coin toss) classifier. The histogram of classifier
performance was compared with the histogram of performance from a similar exhaustive enu-
meration of classifiers built from a “non-marker” table of 65 non-marker signals; the 65 signals
were randomly chosen from aptamers that did not demonstrate differential signaling between
control and disease populations.

[0372] Figure 11 shows histograms of the performance of all possible one, two, and three-
marker classifiers built from the biomarker parameters in Table 14 for biomarkers that can
discriminate between the control group and pancreatic cancer and compares these classifiers
with all possible one, two, and three-marker classifiers built using the 65 “non-marker” aptamer
RFU signals. Figure 11A shows the histograms of single marker classifier performance, Figure
11B shows the histogram of two marker classifier performance, and Figure 11C shows the
histogram of three marker classifier performance.

[0373] In Figure 11, the solid lines represent the histograms of the classifier performance of
all one, two, and three-marker classifiers using the biomarker data for GI and normal controls
and pancreatic cancer in Table 14. The dotted lines are the histograms of the classifier perfor-
mance of all one, two, and three-marker classifiers using the data for controls and pancreatic
cancer but using the set of random non-marker signals.

[0374] The classifiers built from the markers listed in Table 1 form a distinct histogram, well
separated from the classifiers built with signals from the “non-markers” for all one-marker,
two-marker, and three-marker comparisons. The performance and AUC score of the classifiers
built from the biomarkers in Table 1 also increase faster with the number of markers than do
the classifiers built from the non-markers, the separation increases between the marker and

non-marker classifiers as the number of markers per classifier increases. All classifiers built
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0 gsing the biomarkers listed in Table 14 perform distinctly better than classifiers built using

the “non-markers”.

[0375] The distributions of classifier performance show that there are many possible multiple-
marker classifiers that can be derived from the set of analytes in Table 1. Although some
biomarkers are better than others on their own, as evidenced by the distribution of classifier
scores and AUCs for single analytes, it was desirable to determine whether such biomarkers
are required to construct high performing classifiers. To make this determination, the behavior
of classifier performance was examined by leaving out some number of the best biomarkers.
Figure 12 compares the performance of classifiers built with the full list of biomarkers in Ta-
ble 1 with the performance of classifiers built with subsets of biomarkers from Table 1 that
excluded top-ranked markers.

[0376] Figure 12 demonstrates that classifiers constructed without the best markers perform
well, implying that the performance of the classifiers was not due to some small core group of
markers and that the changes in the underlying processes associated with disease are reflected
in the activities of many proteins. Many subsets of the biomarkers in Table 1 performed close
to optimally, even after removing the top 15 of the 65 markers from Table 1. After dropping
the 15 top-ranked markers (ranked by KS-distance) from Table 1, the classifier performance
increased with the number of markers selected from the table to reach an AUC of almost 0.87,
close to the performance of the optimal classifier score of 0.91 selected from the full list of
biomarkers.

[0377] Finally, Figure 16 shows how the ROC performance of typical classifiers constructed
from the list of parameters in Table 14 according to Example 3. A five analyte classifier was
constructed with CTSB, Cbha, C5, CCL18, and CSF1R. Figure 16A shows the performance of
the model, assuming independence of these markers, as in Example 3, and Figure 16B shows
the empirical ROC curves generated from the study data set used to define the parameters
in Table 14. It can be seen that the performance for a given number of selected markers
was qualitatively in agreement, and that quantitative agreement was generally quite good, as
evidenced by the AUCs, although the model calculation tends to overestimate classifier perfor-
mance. This is consistent with the notion that the information contributed by any particular
biomarker concerning the disease processes is redundant with the information contributed by

other biomarkers provided in Table 1 while the model calculation assumes complete indepen-

91



00O0OTNFRSF18 8 9 3 0132 2 TNFRSF1B 20 12 86 41 00 TOP1L 6 3 000
0 0 0 VEGFA 16 33 47 51 75 142 268 455 VEGFC 5 4 2 1 0 0 0 0O Table 13:
Anal yt es wo 2pevn2n®sker cl assifiers CISB Coa ETHEL CSF1RPCTUB201TH4KIK7 VEGFA
KIT THBS4 LTF Table 14: Paraneters derived fromtraining set for nave

Bayes classifi.er. Biomarker Pc l4+d, ac.ad CSFIR 10..712 10. 995 0, 398 0. 399
criits” 5380, gk AT M TR T8 1569 0 b 6 65" GrBig- s 3o
in Example 3 enable the construction and evaluation of a great many classifiers useful for the

discrimination of pancreatic cancer from the control group.

Example 5. Incorporating CA19-9

[0378] Cancer associated antigen 19-9 (CA 19-9) is a known serum marker for pancreatic
cancer. The reported sensitivity and specificity of CA 19-9 for pancreatic cancer are 80 to
90 percent, respectively. However, the accuracy of CA 19-9 to identify patients with small
surgically resectable cancers is limited. The specificity of CA 19-9 is also limited; CA 19-9 is
frequently elevated in patients with various benign pancreaticobiliary disorders.

[0379] The degree of elevation of CA 19-9 in pancreatic cancer is associated with long-
term prognosis. Furthermore, in patients who appear to have potentially resectable disease,
the magnitude of the CA 19-9 level can also help to predict the presence of radiographically
occult metastatic disease. Serial monitoring of CA 19-9 levels is useful to follow patients af-
ter potentially curative surgery and for those who are receiving chemotherapy for advanced
disease. Rising CA 19-9 levels usually precede the radiographic appearance of recurrent dis-
ease, but confirmation of disease progression should be pursued with imaging studies and/or
biopsy. Testing of biomarker levels in combination with CA 19-9 may improve sensitivity,
specificity, and/or AUC for detecting pancreatic cancer (or other pancreatic cancer-related
uses) as compared to CA 19-9 alone.

[0380] An elevated level of CA19-9 is considered to be 35-40 U/ml in serum.

[0381] We received clinical CA19-9 measurements for a subset of the training samples. Of
the original 100 cases and 69 controls, we had CA19-9 measurements for 99 cases and 52
controls. Therefore, we trained a new set of random forest models on this subset of samples
using subsets of the SOMAmers in Table 1. We also trained new classifiers which incorporated
the CA19-9 measurement with our SOMAmer panel (combined panel).

[0382] The classifier performance of the three different approaches (SOMAmer, CA19-9,
and a combined panel) is shown in Figure 13. The SOMAmer panel and CA19-9 perform
similarly, however when the two are combined into a single classifier the performance improves

dramatically. For a specificity of 100%, the SOMAmer panel and CA19-9 have a sensitivity
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of SOMAmers requlred for the same relative performance is reduced. Figure 14 shows the

cooowm

performance of random forest classifiers that use CA19-9 and either one or two additional
SOMAmers. The left panel shows the performance of a model trained using CA19-9 and
HAMP and the right panel shows the performance of CA19-9, HAMP, and CTSB.

Example 6. Clinical Biomarker Panel

[0384] A random forest classifier was built from a panel of biomarkers selected that may
be the most appropriate for use in a clinical diagnostic test. Unlike the models selected
by the naive Bayes greedy forward algorithm, the random forest classifier does not assume
that the biomarker measurements are randomly distributed. Therefore this model can utilize
biomarkers from Table 1 that are not effective in the naive Bayes classifier.

[0385] The panel was selected using a backward elimination procedure that utilized the gini
importance measure provided by the random forest classifier. The gini importance is a measure
of the effectiveness of a biomarker at correctly classifying samples in the training set. This
measure of biomarker importance can be used to eliminate markers that are less vital to the
performance of the classifier. The backward elimination procedure was initiated by building
a random forest classifier that included all 65 in Table 1. The least important biomarker was
then eliminated and a new model was built with the remaining biomakers. This procedure
continued until only single biomarker remained.

[0386] The final panel that was selected provided the best balance between the greatest
AUC and the lowest number of markers in the model. The panel of ten biomarkers that
satisfied these criteria is composed of the following analytes, APOA1, CTSB, C2, MMP7,
HAMP, TEFPI, C5, cba, SFRP1, and ETHE1. A plot of the ROC curve for this biomarker
panel is shown in Figure 15. The figure indicates two possible decision cutoffs illustrated by
arrows: a symptomatic cutoff where a sensitivity of 84% or more can be obtained with at least
80% specificity; and an asymptomatic cutoff where a specificity of 97.5% can be obtained with
at least 60% sensitivity.
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performed. Both case and control samples were evaluated from 3 different types of cancer
(pancreatic cancer, lung cancer, and mesothelioma). Across the collection sites, inclusion
criteria were at least 18 years old with signed informed consent. Both cases and controls were
excluded for known malignancy other than the cancer in question.

[0388] Pancreatic Cancer. Case and control samples were obtained as described in Ex-
ample 2.

[0389] Lung Cancer. Case and control samples were obtained from three academic cancer
center biorepositories and one commercial biorepository to identify potential markers for the
differential diagnosis of non-small cell lung cancer (NSCLC) from a control group of high risk
smokers and individuals with benign pulmonary nodules. The study was composed of 978
samples collected from smokers and patients with benign nodules as well as 320 individuals
diagnosed with NSCLC.

[0390] Pleural Mesothelioma. Case and control samples were obtained from an academic
cancer center biorepository to identify potential markers for the differential diagnosis of malig-
nant pleural mesothelioma from individuals with a history of asbestos exposure or benign lung
disease, including suspicious radiology findings that were later diagnosed as non-malignant.
The study was composed of 30 samples collected from asbestos exposed individuals and 41
samples collected from mesothelioma patients.

[0391] A final list of cancer biomarkers was identified by combining the sets of biomarkers
considered for each of the 3 different cancer studies. Bayesian classifiers that used biomarker
sets of increasing size were successively constructed using a greedy algorithm (as described in
greater detail in Section 7.2 of this Example). The sets (or panels) of biomarkers that were
useful for diagnosing cancer in general among the types of cancer were compiled as a function
of set (or panel) size and analyzed for their performance. This analysis resulted in the list of
10 cancer biomarkers shown in Table 19, each of which was present in at least one of these
successive marker sets, which ranged in size from three to ten markers. As an illustrative

example, we describe the generation of a specific panel composed of ten cancer biomarkers,

which is shown in Table 32.
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was selected using a greedy algorithm for biomarker selection, as outlined in Section 7.2 of
this Example. A distinct naive Bayes classifier was constructed for each of the 3. The class-
dependent probability density functions (pdfs), p(x;|c) and p(x;|d), where x; is the log of the
measured RFU value for biomarker ¢, and ¢ and d refer to the control and disease populations,
were modeled as log-normal distribution functions characterized by a mean p and variance o2.
The parameters for pdfs of the 3 models composed of the ten potential biomarkers are listed
in Table 31.

[0393] The naive Bayes classification for such a model is given by the following equation,

where p(d) is the prevalence of the disease in the population,
p(d|f)> - (Ucz’> L& [ Ti — Hdive  Ti — Heii 21 ( p(d) ) .
In — | = n|l—|— - ) d +In , appropriate
() =2 (o)~ 3 [ ot (20 ) v
to the test and n = 10. Each of the terms in the summation is a log-likelihood ratio for an

individual marker and the total log-likelihood ratio of a sample & being free from the disease
interest (i.e., in this case, each particular disease from the 3 different cancer types) versus

having the disease is simply the sum of these individual terms plus a term that accounts for

the prevalence of the disease. For simplicity, we assume p(d) = 0.5 so that In (1 ftjzd)) = 0.
[0394] Given an unknown sample measurement in log(RFU) for each of the ten biomarkers
of 10.1, 8.9, 8.8, 8.8, 9.1, 7.3, 8.2, 9.5, 6.7, 7.7, the calculation of the classification is detailed
in Table 32. The individual components comprising the log likelihood ratio for disease versus
control class are tabulated and can be computed from the parameters in Table 31 and the
values of Z. The sum of the individual log likelihood ratios is -4.568, or a likelihood of being
free from the disease versus having the disease of 96, where likelihood e*%%® = 96. Only 1 of
the biomarker values have likelihoods more consistent with the disease group (log likelihood
> 0) but the remaining 9 biomarkers are all consistently found to favor the control group.
Multiplying the likelihoods together gives the same results as that shown above; a likelihood

of 96 that the unknown sample is free from the disease. In fact, this sample came from the

control population in the NSCLC training set.
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Part 1

[0395] Subsets of the biomarkers in Table 1 were selected to construct potential classifiers
that could be used to determine which of the markers could be used as general cancer biomark-
ers to detect cancer.

[0396] Given a set of markers, a distinct model was trained for each of the 3 cancer studies,
so a global measure of performance was required to select a set of biomarkers that was able to
classify simultaneously many different types of cancer. The measure of classifier performance
used here was the mean of the area under ROC curve across all naive Bayes classifiers. The
ROC curve is a plot of a single classifier true positive rate (sensitivity) versus the false positive
rate (1-specificity). The area under the ROC curve (AUC) ranges from 0 to 1.0, where an
AUC of 1.0 corresponds to perfect classification and an AUC of 0.5 corresponds to random
(coin toss) classifier. One can apply other common measures of performance such as the F-
measure or the sum or product of sensitivity and specificity. Specifically, one might want to
treat sensitivity and specificity with differing weight, in order to select those classifiers that
perform with higher specificity at the expense of some sensitivity, or to select those classifiers
which perform with higher sensitivity at the expense of specificity. We chose to use the AUC
because it encompasses all combinations of sensitivity and specificity in a single measure.
Different applications will have different benefits for true positive and true negative findings,
and will have different costs associated with false positive findings from false negative findings.
Changing the performance measure may change the exact subset of markers selected for a given
set of data.

[0397] For the Bayesian approach to the discrimination of cancer samples from control
samples described in Section 7.1 of this Example, the classifier was completely parameterized
by the distributions of biomarkers in each of the 3 cancer studies, and the list of biomarkers was
chosen from Table 19. That is to say, the subset of markers chosen for inclusion determined a
classifier in a one-to-one manner given a set of training data.

[0398] The greedy method employed here was used to search for the optimal subset of
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markers from Table 1. For small numbers of markers or classifiers with relatively few markers,
every possible subset of markers was enumerated and evaluated in terms of the performance
of the classifier constructed with that particular set of markers (see Example 4, Part 2). (This
approach is well known in the field of statistics as “best subset selection”; see, e.g., Hastie
et al). However, for the classifiers described herein, the number of combinations of multiple
markers can be very large, and it was not feasible to evaluate every possible set of 10 markers,
as there are 30,045,015 possible combinations that can be generated from a list of only 30
total analytes. Because of the impracticality of searching through every subset of markers,
the single optimal subset may not be found; however, by using this approach, many excellent
subsets were found, and, in many cases, any of these subsets may represent an optimal one.
[0399] Instead of evaluating every possible set of markers, a “greedy” forward stepwise
approach may be followed (see, e.g., Dabney AR, Storey JD (2007) Optimality Driven Nearest
Centroid Classification from Genomic Data.

PLoS ONE 2(10): €1002. doi:10.1371/journal.pone.0001002). Using this method, a classifier
is started with the best single marker (based on KS-distance for the individual markers) and
is grown at each step by trying, in turn, each member of a marker list that is not currently
a member of the set of markers in the classifier. The one marker that scores the best in
combination with the existing classifier is added to the classifier. This is repeated until no
further improvement in performance is achieved. Unfortunately, this approach may miss
valuable combinations of markers for which some of the individual markers are not all chosen
before the process stops.

[0400] The greedy procedure used here was an elaboration of the preceding forward stepwise
approach, in that, to broaden the search, rather than keeping just a single marker subset at
each step, a list of candidate marker sets was kept. The list was seeded with a list of single
markers. The list was expanded in steps by deriving new marker subsets from the ones cur-
rently on the list and adding them to the list. Each marker subset currently on the list was
extended by adding any marker from Table 1 not already part of that classifier, and which
would not, on its addition to the subset, duplicate an existing subset (these are termed “per-
missible markers”). Each time a new set of markers was defined, a set of classifiers composed
of one for each cancer study was trained using these markers, and the global performance was

measured via the mean AUC across all 3 studies. To avoid potential over fitting, the AUC
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a process would eventually generate every possible subset, and the list would run out of space.
Therefore, all the generated marker sets were kept only while the list was less than some pre-
determined size. Once the list reached the predetermined size limit, it became elitist; that is,
only those classifier sets which showed a certain level of performance were kept on the list, and
the others fell off the end of the list and were lost. This was achieved by keeping the list sorted
in order of classifier set performance; new marker sets whose classifiers were globally at least
as good as the worst set of classifiers currently on the list were inserted, forcing the expulsion
of the current bottom underachieving classifier sets. One further implementation detail is that
the list was completely replaced on each generational step; therefore, every marker set on the
list had the same number of markers, and at each step the number of markers per classifier
grew by one.

[0401] In one embodiment, the set (or panel) of biomarkers useful for constructing classifiers
for diagnosing general cancer from non-cancer is based on the mean AUC for the particular
combination of biomarkers used in the classification scheme. We identified many combinations
of biomarkers derived from the markers in Table 19 that were able to effectively classify
different cancer samples from controls. Representative panels are set forth in Tables 22-29,
which set forth a series of 100 different panels of 3-10 biomarkers, which have the indicated
mean cross validation (CV) AUC for each panel. The total number of occurrences of each
marker in each of these panels is indicated at the bottom of each table.

[0402] The biomarkers selected in Table 19 gave rise to classifiers that perform better than
classifiers built with “non-markers.” In Figure 17, we display the performance of our ten
biomarker classifiers compared to the performance of other possible classifiers.

[0403] Figure 17A shows the distribution of mean AUCs for classifiers built from randomly
sampled sets of ten “non-markers” taken from the entire set of 10 present in all 3 studies,
excluding the ten markers in Table 19. The performance of the ten potential cancer biomarkers
is displayed as a vertical dashed line. This plot clearly shows that the performance of the ten
potential biomarkers is well beyond the distribution of other marker combinations.

[0404] Figure 17B displays a similar distribution as Figure 17A, however the randomly

sampled sets were restricted to the 55 biomarkers from Table 1 that were not selected by
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9. 306 1.08020128R247951. 207 WD 2012/ 021795PCT/ US2011/ 0475POT/Iesk018/047570
Clinical characteristics of the training set Meta Data Levels Control

Pancreat i c, Cancer p-val ue Sanpl e 115 1 NDER F-59 M 5 3

o b5eTor e g P E b e Ry g SRR B Rl e B ormr ker
cl assi fhiakbn RhAkEIsNG RO PRIk orddaly Pn@trithB Rigreehi andubRitobogheakkd?t eegss (GO
C5-C6 P01031 P13671 Up i mmune system process regul ation of inmune system
pr goesalizer ot edley Siypes efs ponse f4o bstteesisar egudibtrs dniilbf witkl hedeatamisg gdal i ng
regul atjon of signaling pathway C5 P01031 Up i mmune system process

r e €A of i mmune system process proteol ysis response to stress

si fﬂlﬁjﬂ] ngFihgl%HlfQ%ﬁl%nlé)ghﬂsgﬂ?el LAGiRARMRY - fFFFA each of the 3 cancer studies

classifiers. The foregoing embodiments and examples are intended only as examples. No
particular embodiment, example, or element of a particular embodiment or example is to be
construed as a critical, required, or essential element or feature of any of the claims. Further, no
element described herein is required for the practice of the appended claims unless expressly
described as “essential” or “critical.” Various alterations, modifications, substitutions, and
other variations can be made to the disclosed embodiments without departing from the scope of
the present application, which is defined by the appended claims. The specification, including
the figures and examples, is to be regarded in an illustrative manner, rather than a restrictive
one, and all such modifications and substitutions are intended to be included within the scope
of the application. Accordingly, the scope of the application should be determined by the
appended claims and their legal equivalents, rather than by the examples given above. For
example, steps recited in any of the method or process claims may be executed in any feasible
order and are not limited to an order presented in any of the embodiments, the examples, or
the claims. Further, in any of the aforementioned methods, one or more biomarkers of Table
1 or Table 19 can be specifically excluded either as an individual biomarker or as a biomarker

from any panel.
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P15692 Down i nmune system process regul ati on of
response to stress regul ation of cel
si gnal i ngvpavtry79€SF1R P07333 Up cel
si gnal i ng KLK8 060259 Up proteolysis response to stress cel
C5a P01031 Up imu eq.p

prot eol ysi s respongzkﬁ%fétg%sgggﬁgﬁgﬁeg§1©%SEggﬁq

| mune system process

deat h signaling regul ati on of
proliferation si @OaUUSRY1{O4T5CESS

proliferation

dmune system process
of S|gnaI|ng pathmay

CCL18-P55774 Up | aaalll S tem nrnr\n response o-siress C\,. conmm
. [ Qo:lumn 1 ll #? ] N \C _’n.grqlulp{r#él Colu n#h Column #'6'
SI gr c]lgl A U&Memeg@%ohl IDD PO ot ctlJl STS I'es tidn
r egul ST Bh " of Dol toncloatol | \L% “BAg862 ﬁﬁiﬁf“ﬁ of €815 ETHE1] 095571
Tablle 19: Bilonarkets of general* cancer PAW ADﬁM “t‘sﬁ CCL23 ICKBY¥ KM
ENTPB? Ancaal piano m1_lT 1w Pa crhpr - T
DI Qo T TV AN T T KT IKglo—oERrT 1 6 = oprBteid | BS2 D VP4
FSTI3 TLIZA-T CITZBACHKS- COKSRT 26CL23 TIEHBH@hSm@%m Bibormar K
Mar kers Mean| OV AUC 1 KIT|0 753 2 CKB-CKM 0. 7%0°8 (9 0740 |4 APOA1
KL K3 ol AAD APOA1 335 P02647 Apo A-1 Down
Y e T APOE 348 P02649 Apo E2 Up
7 BMP6 654 P22004 BMP-6 Up
8 C2 717 P06681 C2 Up
9 Ch 727 P01031 C5 Up
10 C5 727 P01031 Cbha Up
11 C5-C6 727; 729 P01031; P13671 | C5b,6 Complex Up
12 C9 735 P02748 C9 Up
13 CCL18 6362 P55774 MIP-4 Up
14 CCL23 6368 P55773 MPIF-1 Up
15 CCL23 6368 P55773 Ck-3-8-1 Up
16 CDK5-CDK5R1 1020; 1775 Q00535; Q15078 | CDK5/p35 Up
17 CKB-CKM- 1152; 1158 P12277; P06732 | CK-MB Down
18 CKM 1158 P06732 CK-MM Down
19 CRP 1401 P02741 CRP Up
20 CSF1R 1436 P07333 M-CSF R Up
21 CTSB 1508 P07858 Cathepsin B Up
22 ENTPD1 953 P49961 CD39 Up
23 ESM1 11082 QINQ30 Endocan Up
24 ETHE1 23474 095571 ETHE1 Up
25 FCGR3B 2215 075015 FC~3B Up
26 FGFR3 2261 P22607 FGFR-3 Up
27 FSTL3 10272 095633 FSTL3 Up
28 GDF11 10220 095390 GDF-11 Down
29 GFRA1 2674 P56159 GFR a-1 Up
30 HAMP 57817 P81172 Hepcidin-25 Up
31 HINT1 3094 P49773 HINT1 Down
32 IDUA 3425 P35475 IDUA Up
33 IL11RA 3590 Q14626 1L-11 Ra Down
34 TL12A-1L12B 3592; 3593 P29459; P29460 | 1L-12 Down
35 1L18R1 8809 Q13478 11.-18 Ra Up
36 IL1RL1 9173 Q01638 11.-1 R4 Up
37 INSR 3643 P06213 TR Up
38 KIT 3815 P10721 SCF sR Down
39 KLK3-SERPINA3 354; 12 P07288; P01011 | PSA-ACT Up
40 KLK7 5650 P49862 Kallikrein 7 Down
41 KLKS8 11202 060259 Kallikrein 8 Up
42 KLKB1 3818 P03952 Prekallikrein Down
43 LBP 3929 P18428 LBP Up
44 LTF 4057 P02788 Lactoferrin Down
45 MCM2 4171 P49736 MCM2 Up
46 MDK 4192 P21741 Midkine Up
47 MMP7 4316 P09237 MMP-7 Up
48 MRC1 4360 P22897 Macrophage mannose Up
receptor
49 NID1 4811 P14543 Nidogen Up
50 NID2 22795 Q14112 Nidogen-2 Up
51 NRP1 8829 014786 NRP1 Up
52 PLAT 5327 P00750 tPA Up
53 SERPINAS 5104 P05154 Protein C Inhibitor Down
54 SERPINF2 5345 P08697 a2-Antiplasmin Down
55 SFRP1 6422 Q8N474 FRP-1, soluble Up
56 SGTA 6449 043765 SGTa Down
57 TFPI 7035 P10646 TFPI Up
58 THBS2 7058 P35442 Thrombospondin-2 Up
59 THBS4 7060 P35443 Thrombospondin-4 Down
60 TIMP1 7076 P01033 TIMP-1 Up
61 TNFRSF18 8784 QIY5U5 GITR/TNFRSF18 Down
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0.732 6 CKM 0.730 7 CCL23 0.713 8 CCL23 0.705 9 TIMP1 0.695 10 LBP 0.691 11
C5 0.690 12 ACY1l 0.676 13 HAMP 0.670 14 CDK5-CDK5R1 0.670 15 HI NT1 0.669 16
SERPI NF2 WO@6R/@7796DF11 0. 656 18 ENTPD1 0. 651 19 THBS2 @CHAG200/0F8TL3 0. 643
21 1 L12A-1L12B 0.640 Table 21: Panels of 2 Bi omarkers Markers Mean CV AUC

1 KIT APOAL 0.808 2 ARBRAL CkBrttiMel. 86 PréioisFde3 0. 791 4 CO KIT 0.791 5

Kl T [CKBoEM 0. /90 @9 CKB- CKMulD#Y 8P Chabl 21 21 Coluw@OfAL | NUued [ TRk Pk eVvIi ous
h j e S {on 7 4 . Direction
pagf BQ@EIK& Eis Meﬁyﬁ% E@ez AErQAj— oSvZ@lgotSD KI -Eubhc Name
62 TNFRSF1B 7133 P20333 TNF sR-11 Up
63 TOP1 7150 P11387 Topoisomerase [ Down
64 VEGFA 7422 P15692 VEGF Down
65 VEGFC 7424 P49767 VEGF-C Up

Table 2: Panels of 1 Biomarker

Markers CV AUC
1 [ CTSB 0.780
2 | C2 0.771
3 | APOA1 0.754
4 | Ch 0.745
5 | TFPI 0.739
6 | Cha 0.724
7 | TIMP1 0.720
8 | FCGR3B 0.719
9 | HAMP 0.718
10 | CRP 0.717
11 | NRP1 0.716
12 | THBS2 0.715
13 | MMP7 0.711
14 | CCL18 0.709
15 | CSF1R 0.705
16 | ACP5 0.704
17 | LBP 0.703
18 | MRC1 0.699
19 | PLAT 0.699
20 | GFRA1 0.698
21 | CCL23 0.696
22 | KLK7 0.696
23 | MDK 0.694
24 | CKB-CKM 0.694
25 | KLK3-SERPINA3 0.693
26 | CKM 0.693
27 | GDF11 0.692
28 | ILI1RA 0.690
29 | IL1IRL1 0.690
30 | ETHE1 0.684
31 | FSTL3 0.681
32 | KIT 0.680
33 | FGFR3 0.677
34 | KLKB1 0.677
35 | THBS4 0.669
36 | ACY1 0.666
37 | C5-C6 0.664
38 | INSR 0.663
39 | IL18R1 0.663
40 | BMP6 0.663
41 | TNFRSF1B 0.660
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LBP 0.787 9 TIMP1L KIT 0.787 10 C5 KIT 0.787 11 C9 CKM 0. 786 12 CKM APOA1l
0.786 13 C5 APOAl 0.785 14 KIT CCL23 0.784 15 TI MP1 CKB-CKM 0. 782 16 CCL23
CKB- CKM OW0&0121021K5 T CKM 0. 780 18 KI T ACY1l 0. 780 19 KI TPKIAB2BERPISNA3 0. 780
20 CKM CCL23 0.778 21 CKB-CKM HINT1 0. 778 22 KIT CDK5-CDK5R1 0.777 23

SERPI NF2 CKB- CKM 0. 73ZbR% ARQALIrACH 1 O Fi%vRRuskpdSERPI NF2 0. 776 26 LBP

CKB- CKM 0. 776 27 CKB-
29 APOAl CCL23 0. 77

NA3SOcY 708 /-\I-’UAl KLK3- SERPI NA3 0. 776

MSDI:HI"I
4PPC9 0.657
43 | SERPINA5S 0.655
44 | TL12A-1L12B 0.655
45 | NID2 0.649
46 | TOP1 0.647
47 | NID1 0.642
48 | CCL23 0.641
49 | MCM2 0.641
50 | AHSG 0.638
51 | VEGFC 0.637
52 | ENTPD1 0.637
53 | HINT1 0.637
54 | ALPL 0.635
55 | LTF 0.632
56 | ESM1 0.625
57 | SERPINF2 0.624
58 | CDK5-CDK5R1 0.623
59 | SGTA 0.603
60 | KLKS8 0.597
61 | IDUA 0.594
62 | SFRP1 0.586
63 | VEGFA 0.585
64 | APOE 0.574
65 | TNFRSF18 0.527

Table 3: Panels of 2 Biomarkers

Markers CV AUC
1 Ch CTSB 0.848
2 Cha CTSB 0.841
3 CTSB ETHE1 0.833
4 CTSB HAMP 0.830
5 CTSB THBS4 0.830
6 KIT CTSB 0.829
7 C9 CTSB 0.828
8 CTSB KLK7 0.826
9 CTSB C2 0.821
10 | C5 APOA1 0.820
11 | CTSB CRP 0.818
12 | CCL23 CTSB 0.817
13 | C5-C6 CTSB 0.814
14 | CTSB IL1I1RA 0.812
15 | CCL18 CTSB 0.811
16 | APOA1 CTSB 0.809
17 | Cb CSF1R 0.808
18 | GDF11 CTSB 0.807
19 | C5 C2 0.806
20 | C2 TFPI 0.806
21 | C5 CCL18 0.804
22 | C2 IL1I1RA 0.803
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TIMP1L CKM 0. 774 31 CO ACY1l 0.774 32 CDK5- CDK5R1 CKB-CKM 0. 773 33

| L12A-1L12B CKB-CKM 0. 773 34 TIMP1 C9 0.773 35 APOA1 HI NT1 0.773 36 C5
CCL23 0. MA@ 28i2/agk7PsHI NT1 0. 772 38 | L12A-1L12B KIT 0. 771 P83/USKNI1SERA NF2
0.771 40 ACY1l CKB-CKM 0. 770 41 APOA1l CCL23 0.770 42 CO CDK5-CDK5R1 0.769 43

C5 CKB- CKM 0. 769 44 R fdl NIl fd #4450/ 5KM Sk23p k767 46 CCL23
AL b £ /0

o

KLK3- SERPI NA3 0. 76 Tk NAS 0. 7P VARUED
LBP 0. 766 50 C9 SHRRtNRZ 33760 7aR02
24 | TIMP1 O5) 0.801
25 | CTSB LBP 0.799
26 | CTSB TFPI 0.799
27 | PLAT O5) 0.799
28 | CTSB AHSG 0.799
29 | CCL18 C2 0.799
30 | C5 MRC1 0.799
31 | APOA1 C2 0.798
32 | C5 FCGR3B 0.797
33 | C5 TFPI 0.797
34 | ALPL CTSB 0.796
35 | C5 MMP7 0.796
36 | CTSB KLK3-SERPINA3 0.795
37 | MMP7 CTSB 0.795
38 | MMP7 C2 0.794
39 | TFPI HAMP 0.793
40 | CCL18 ETHE1 0.793
41 | C2 HAMP 0.792
42 | PLAT C2 0.792
43 | CTSB NRP1 0.792
44 | LTF CTSB 0.791
45 | Cb ACP5 0.790
46 | APOA1 TFPI 0.790
47 | Cbha TNFRSF1B 0.789
48 | Cbha CCL18 0.789
49 | CKM CTSB 0.789
50 | C5 THBS2 0.789
51 | C2 CRP 0.788
52 | Cba KLK7 0.788
53 | C2 THBS4 0.788
54 [ CSF1R THBS4 0.788
55 | Cba FSTL3 0.788
56 | C5 NRP1 0.788
57 | Cba C2 0.788
58 | Cba TFPI 0.787
59 | CTSB CKB-CKM 0.787
60 [ Cba NRP1 0.787
61 [ CSF1IR APOA1 0.787
62 | TFPI CRP 0.787
63 | MMP7 KLK7 0.787
64 | Cba FCGR3B 0.787
65 | C2 ETHE1 0.786
66 | CCL23 C2 0.786
67 | PLAT CTSB 0.786
68 [ CCL18 TFPI 0.786
69 | ACP5 CRP 0.785
70 | C2 KLK7 0.785
71 | C5 CCL23 0.784
72 | MMP7 Cbha 0.784
73 | APOA1 KLK7 0.784
74 | C5 GFRA1 0.784
75 | C5 HAMP 0.784
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52 CKM LBP 0. 765 53 CCL23 CKB-CKM 0. 764 54 KIT ENTPD1 0.764 55 CKM HI NT1
0.764 56 C9 LBP 0.764 57 C9 C5 0.764 58 KIT HAMP 0. 764 59 FSTL3 CKB- CKM

0. 763 Tawbeor1021796ont i nued from previ ous page Markers WERUSAM1AYE760 KI T
FSTL3 0. 763 61 CKM CKB- CKM 0. 762 62 HAMP CKB- CKM 0. 762 63 CKM ACY1 0. 762 64

TI MP1 APOAL 0.762 657ARRAL QKPR mOp 68101 f6p:

C5 HINT1 0.760 68
71 ENTPD1 CKB- CKM

KLK3- SERPI NA3 0. 761 67

D CKM CDK5- CDK5R1 0. 760

CoOCOFIT O f6R.R9 CO THBSZT BT AY ¢
07d 99572 C5 CLicZ3 0.784
77 | NRP1 CRP 0.783
78 | KIT C2 0.783
79 | C5 TLIRLL 0.783
80 | APOA1 ETHEBL 0.783
81 | CTSB CDK5-CDKGRI 0.782
82 | CSFIR CRP 0.782
83 | TIMP1 CTSB 0.782
84 | ILIRLI CTSB 0.782
85 | CSFIR Cha 0.782
86 | TIMP1 Cha 0.781
87 | TFPI KLK7 0.781
8% | 5 KLKBI 0.781
89 | CTSB FCGR3B 0.781
90 | APOA1 MMP7 0.781
91 | ILI2A-IL12B | CTSB 0.781
92 | C5 MDK 0.780
93 | MDK CTSB 0.780
94 | 5 TNFRSF1B 0.780
95 | C2 ACP5 0.780
96 | ILI2A-IL12B | C2 0.780
97 | NRP1 TFPI 0.780
98 | 5 KIT 0.779
99 | FCGR3B ETHEBL 0.779
100 | O5-C6 C2 0.779

Table 4: Panels of 3 Biomarkers

Markers CV AUC
1 Ch Cha CTSB 0.871
2 Ch CTSB ETHE1 0.870
3 Ch CTSB HAMP 0.866
4 Ch CCL18 CTSB 0.865
5 Ch KIT CTSB 0.862
6 Ch CTSB THBS4 0.861
7 KIT Cha CTSB 0.861
8 Cha CCL18 CTSB 0.859
9 CTSB HAMP | ETHE1 0.859
10 | CTSB KLK7 HAMP 0.859
11 | Cha CTSB KLK7 0.859
12 | C9 Ch CTSB 0.859
13 | C5-C6 Cha CTSB 0.858
14 | Cha CTSB ETHE1 0.858
15 | Cb ALPL CTSB 0.857
16 | Cha CTSB HAMP 0.856
17 | KIT CTSB HAMP 0.856
18 | KIT CTSB ETHE1 0.854
19 | C5 LTF CTSB 0.854
20 | Cha CTSB THBS4 0.854
21 | C5 CCL23 CTSB 0.854
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0.759 73 CCL23 ACY1l 0.758 74 CCL23 ACY1 0.758 75 C5 CDK5-CDK5R1 0.757 76 C5
CKM 0. 757 77 TI MP1 KLK3- SERPI NA3 0. 757 78 CKM HAMP 0. 757 79 C9 HAMP 0. 757
C9 I L12A-1L12B 0. 756 82 LBP ACY1l OPTHASBB1QCH7SENTPD1

0. 754 84 CKM ENTPD1 0. 754 85 APOAl1 SERPI NF2 0.754 86 LBP HI NT1 0. 754 87

80 CO9 CCIw0 20127877981

CDKS- CDKSR1 KLK3- SERE‘bB}%34 Q. &Mu&%d%’% II%NTcPd's)lp

l.\ 753

90 KIT GDF11 0. 7] RPNA
C5 SERPI NF2 0. 75294 é\EU/:\l APQA1 CTSB 0.854
23 | CCL18 CTSB ETHE1 0.853
24 | C5 CTSB IL11IRA 0.853
25 | C5 CTSB C2 0.852
26 | Cha CTSB C2 0.852
27 | CTSB THBS4 | ETHE1 0.852
28 | CTSB KLK7 ETHE1 0.851
29 | C5-C6 CTSB HAMP 0.851
30 | Cha CCL23 CTSB 0.850
31 | C9 CTSB ETHE1 0.850
32 | C5 CTSB KLK7 0.849
33 | C5-C6 CTSB ETHE1 0.849
34 | GDF11 | Cbha CTSB 0.849
35 | CTSB THBS4 | HAMP 0.848
36 | CCL23 CTSB ETHE1 0.848
37 | PLAT Ch CTSB 0.848
38 | Cha CTSB IL11IRA 0.848
39 | PLAT Cbha CTSB 0.848
40 | C9 KIT CTSB 0.847
41 | Cb VEGFA | CTSB 0.847
42 | CTSB C2 HAMP 0.847
43 | Cb CCL23 CTSB 0.847
44 | CTSB C2 ETHE1 0.847
45 | Cb CSF1R APOA1 0.846
46 | CCL18 CTSB HAMP 0.846
47 | CTSB C2 IL11IRA 0.846
48 | Cbha CCL23 CTSB 0.846
49 | GDF11 | CTSB HAMP 0.846
50 | C9 CTSB THBS4 0.845
51 | Cbha CTSB CDK5-CDK5R1 0.845
52 | APOA1 | CTSB ETHE1 0.845
53 | C9 Cbha CTSB 0.845
54 | C9 CCL18 CTSB 0.844
55 | C5 CTSB TFPI 0.844
56 | CCL18 CTSB THBS4 0.844
57 | KIT CTSB THBS4 0.844
58 | C9 CTSB KLK7 0.844
59 [ CTSB C2 THBS4 0.844
60 | C5-C6 CCL18 CTSB 0.843
61 | C5 CSF1R CTSB 0.843
62 | C9 CTSB HAMP 0.843
63 | C5 CTSB ACP5 0.843
64 | C5 CSF1R CCL18 0.842
65 | C5-C6 KIT CTSB 0.842
66 | Ch MMP7 CTSB 0.842
67 | PLAT C9 CTSB 0.842
68 | C5 CTSB NRP1 0.842
69 | MMP7 Cbha CTSB 0.842
70 | C5 CTSB LBP 0.841
71 | CSF1R | Cbha CTSB 0.841
72 | C5-C6 C9 CTSB 0.841
73 | C5 GDF11 CTSB 0.841
74 | KIT CCL18 CTSB 0.840
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GDF11 0. 752 95 CCL23 KLK3-SERPI NA3 0. 751 96 CCL23 CDK5-CDK5R1 0. 751 97 ACY1
KLK3- SERPI NA3 0. 749 98 C9 KLK3- SERPI NA3 0. 749 99 LBP CDK5- CDK5R1 0.749 100
APOA1 HANMPOQO24B179Fabl e 22: Panel s of 3 Bi omarkers Mar k@cg/usean/o€37AUC 1 C5
KIT APOAl 0.830 2 KIT APOA1L CKB-CKM 0.826 3 C9 KIT APOAl 0.822 4 KIT APOAl

ACY1 0.820 5 KI'T APOALeDKS- LRiREdGr 8% rel@ilsepie -

previ ous page Ma
CKB- CKM 0. 818 8
0.816 11 C5 KIT

conti nued from

Kers Weam CYrAfk,s6 APOAT CCL @WQKM 0.819 7 APOA1l ACY1
COs R aTORBT GRS Bdgp 9 CoO KIrT [ACYE4©. 816 10 KIT APOAl1 LBP
76 | C5 CTSB AHSG 0.840
77 [ C9 CTSB C2 0.840
78 | LTF Cha CTSB 0.840
79 | Cbha CTSB TEFPI 0.840
80 | Cha CTSB TNFRSF1B 0.839
81 [ ALPL | Cba CTSB 0.839
82 | Cha CTSB NRP1 0.839
83 | APOAL | Cba CTSB 0.839
84 | CCL23 | CTSB ETHE1 0.839
85 | Cha CTSB FCGR3B 0.838
8 | CTSB | TFPI ETHE1 0.838
87 [ C5 KLKS8 CTSB 0.838
88 [ C5-C6 | C5 CTSB 0.838
89 | Cha CTSB KLK3-SERPINA3 0.838
90 [ CTSB | LBP ETHE1 0.838
91 [ CTSB | IL11RA | ETHE1 0.838
92 | CTSB | HAMP [ IL11IRA 0.838
93 [ ALPL. | CTSB KLK7 0.838
94 | CCL18 | CTSB KLK7 0.838
95 | Cbha CTSB INSR 0.838
96 | CTSB | C2 KLK7 0.838
97 [ CTSB | AHSG | ETHEI1 0.838
98 [ C5-C6 | CTSB THBS4 0.838
99 [ C5 CTSB KLKBI 0.837
100 | Cha CTSB LBP 0.837
Table 5: Panels of 4 Biomarkers
Markers CV AUC
1 [Cs CCL18 [ CTSB ETHE1 0.882
2 [ C5 Cha CCL18 | CTSB 0.880
3 [ C5 CTSB HAMP | ETHE1 0.880
4 [C5 KIT Cha CTSB 0.880
5 | C5 Cha CTSB ETHE1 0.880
6 | C5 CTSB THBS4 | ETHE1 0.878
7 | C5 LTF CTSB ETHE1 0.877
8 [ C5 CSF1R | Cba CTSB 0.877
9 | PLAT | C5 Cha CTSB 0.876
10 | C5 ALPL CTSB ETHE1 0.876
11 [ C5 KIT CTSB ETHE1 0.875
12 | Cka CTSB KLK7 HAMP 0.875
13 1 C5 KIT CTSB HAMP 0.875
14 | C5 CCL23 | CTSB ETHE1 0.875
15 | Cka CTSB KLK7 ETHE1 0.875
16 | PLAT | C5 CTSB ETHE1 0.875
17 | C5 Cha CTSB HAMP 0.874
18 | CTSB | KLK7 HAMP | ETHE1 0.874
19 | C5 KIT CCL18 | CTSB 0.874
20 [ C9 C5 CTSB ETHE1 0.874
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CCL23 0.816 12 C5 APOAl1 CKB-CKM 0.816 13 TIMP1 C9 KIT 0.815 14 C9 APOAl
CKB- CKM 0. 815 15 C5 KIT CDK5- CDK5R1 0. 815 16 APOA1 CKB-CKM HI NT1 0. 815 17
KIT CKM APOAMI2028MS 18 KI T APOA1 CCL23 0.815 19 TI MP1 KIPTTARRN1/0875804 20
APOA1l LBP CKB-CKM 0.813 21 C9 KIT CKM 0. 813 22 APOAl CDK5- CDK5R1 CKB- CKM
2 25 TIMPL KIT

CDK5- CDK5R1 0.

0.812 23 KIT APOAL CRLER #-&bait Rl &M ARRAL 19a
81226 C5 Ki T &GkBx

A A a

é.rlg\IVIU 81227 T

EVARDAT

KIT APOA1 HI NT

LoV.[ad< CCL18 | CTSB THBS4 0.874
22 | C5-C6 | CCL18 | CTSB ETHE1L 0.874
23 | C5 LTF Cbha CTSB 0.874
24 | C5 ALPL Cbha CTSB 0.873
25 | KIT CTSB HAMP [ ETHE1 0.873
26 | C5 Cha CTSB KLK7 0.873
271 | C5 Cha CTSB THBS4 0.872
28 | C5-C6 | Cbha CCL18 | CTSB 0.872
29 | C5 CTSB KLK7 HAMP 0.872
30 | C5 Cha CTSB ACP5 0.872
31 | C5 Cha CTSB IL11RA 0.872
32 | C5 Cha CCL23 | CTSB 0.872
33 | C5 CCL18 | CTSB HAMP 0.872
34 | Cha CCL18 | CTSB KLK7 0.872
35 | C5 KIT VEGFA | CTSB 0.871
36 | KIT Cha CCL18 | CTSB 0.871
37 | C5 APOA1 | CTSB ETHE1L 0.871
38 | Cha CCL18 | CTSB ETHE1L 0.871
39 [ KIT Cha CTSB ETHE1L 0.871
40 | PLAT | C9 O5) CTSB 0.871
41 | Cb ALPL CTSB THBS4 0.870
42 | Cb ALPL CCL18 | CTSB 0.870
43 | Cb CSF1R | CTSB ETHE1L 0.870
44 | Cb CTSB THBS4 | HAMP 0.870
45 | Cbha CCL18 | CTSB THBS4 0.870
46 | Cb CTSB KLK7 ETHE1L 0.869
47 | ALPL | Cba CTSB KLK7 0.869
48 | MMP7 | Cba CTSB KLK7 0.869
49 | Cb LTF CCL18 | CTSB 0.869
50 | C9 Ch KIT CTSB 0.869
51 [ C5-C6 | CTSB HAMP [ ETHE1 0.869
52 | C5 ALPL CTSB HAMP 0.869
53 | LTF Cha CTSB KLK7 0.869
54 | C5-C6 | KIT Cbha CTSB 0.869
55 | C5 ALPL CTSB IL11RA 0.868
56 | KIT Cha CTSB HAMP 0.868
57 | C9 Ch CCL18 | CTSB 0.868
58 | C5 LTF CTSB THBS4 0.868
59 | C5 CTSB ACP5 ETHE1L 0.868
60 | C5 CCL18 | CTSB IL11RA 0.868
61 | CCL18 | CTSB HAMP [ ETHE1 0.868
62 | PLAT | KIT Cbha CTSB 0.868
63 | C5-C6 | Cbha CTSB ETHE1L 0.868
64 | C5 Cha CTSB C2 0.868
65 | C9 Ch ALPL CTSB 0.868
66 | C5 CTSB IL11RA | ETHE1 0.868
67 | CCL18 | CTSB KLK7 ETHE1L 0.868
68 | C5 CTSB C2 ETHE1L 0.868
69 | C5 KIT CTSB THBS4 0.867
70 | CCL18 | CTSB THBS4 | ETHE1 0.867
71 | CCL18 | CTSB KLK7 HAMP 0.867
72 | C5 CSF1R | CCL18 | ETHE1 0.867
73 | KIT CCL18 | CTSB ETHE1L 0.867

107

CKB- CKM 0. 812 28



29 CO KIT HINT1 0.811 30 KIT CDK5- CDK5R1 CKB-CKM 0. 811 31 KIT LBP CKB- CKM
0.811 32 IL12A-1L12B KIT APOAL 0.811 33 C9 C5 KIT 0.811 34 C KIT CCL23
0.811 35 Wb 2Ki2l2HI9NTL 0. 811 36 KIT CCL23 ACY1 0. 809 37 @ETHIST01CCkZ30 0. 809
38 APOAl CKB- CKM KLK3- SERPI NA3 0.809 39 KIT CCL23 ACY1l 0. 809 40 APOA1l

SERPI NF2 CKB- CKM 0. 8§8brkl5 cgcd%gmeg@owe%ﬁggp@jl MP1 KI T CKB- CKM 0. 808

A

43 KI'T APOA1l Ki

CCL23 CKB- CKM

CK3-—SERPINA3 UnNeHRe®d TLLIZA-TLLZD AU‘Q\
O07897C6 T35, CTSB CDK5-CDKb5R1 0.867
75 | C5 Cha CCL23 | CTSB 0.867
76 | C5 KIT ALPL CTSB 0.867
77 | KIT CSF1R | Cba CTSB 0.867
78 | C5 KIT LTF CTSB 0.867
79 | C5 LTF CTSB IL11RA 0.867
80 | C9 Ch CSF1R | CTSB 0.866
81 | C5-C6 | Cbha CTSB KLK7 0.866
82 | C5 Cha CTSB INSR 0.866
83 | Cha CCL23 | CTSB KLK7 0.866
84 | C5 GDF11 | CTSB HAMP 0.866
85 | C5 GDF11 | Cba CTSB 0.866
8 | C5 CSF1R | CTSB HAMP 0.866
87 | C5 Cha CTSB TNFRSF1B 0.866
88 | C5 CCL23 | CTSB ETHE1L 0.866
89 | C9 Ch LTF CTSB 0.866
90 | C9 Ch CTSB HAMP 0.866
91 | C9 Ch CTSB THBS4 0.866
92 | C5 LTF CTSB HAMP 0.866
93 | C5-C6 | Cb Cbha CTSB 0.865
94 | C5 KLKS Cbha CTSB 0.865
95 | C5 VEGFA | CTSB ETHE1L 0.865
96 | Cbha CTSB HAMP [ ETHE1 0.865
97 | C5 MMP7 | Cba CTSB 0.865
98 | C5 Cha CTSB ESM1 0.865
99 [ Cbha CCL18 | CTSB IL11RA 0.865
100 | Cbha CTSB C2 ETHE1L 0.865

Table 6: Panels of 5 Biomarkers

-CKM 0. 808 45 KIT

Markers CV AUC
1 Ch CSF1R | Cbha CTSB ETHE1 0.892
2 Ch Cha CCL18 | CTSB ETHE1 0.889
3 Ch CCL18 CTSB THBS4 | ETHE1 0.888
4 Ch CSF1R | CCL18 | CTSB ETHE1 0.887
5 PLAT Ch Cha CTSB ETHE1 0.886
6 Ch KIT CSF1R | Cbha CTSB 0.886
7 Ch KIT CCL18 | CTSB ETHE1 0.886
8 Ch KIT Cha CCL18 | CTSB 0.886
9 Ch LTF CCL18 | CTSB ETHE1 0.886
10 | C5 KIT Cha CTSB ETHE1 0.885
11 | Cha CCL18 CTSB KLK7 ETHE1 0.885
12 | C5 CSF1R | Cbha CCL18 | CTSB 0.885
13 | C5 Cha CCL18 | CTSB THBS4 0.885
14 | C5 ALPL CCL18 | CTSB ETHE1 0.884
15 | C5 Cha CTSB KLK7 ETHE1 0.884
16 | C5 ALPL CTSB THBS4 | ETHE1 0.884
17 | Cha CTSB KLK7 HAMP | ETHE1 0.884
18 | C5 CTSB KLK7 HAMP | ETHE1 0.884
19 | C5 CCL18 CTSB HAMP | ETHE1 0.884
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APOA1 CDK5- CDK5R1 0. 807 47 C5 APOAl CCL23 0.807 48 KIT ACY1l CKB-CKM 0. 807
49 C5 KIT ACY1 0.807 50 TIMP1L C5 KIT 0.807 51 C9 C5 CKB-CKM 0.806 52 C5
APOAL H YO 20128067953 C9 CDK5- CDKSR1 CKB- CKM 0. 806 54 COPCKESGKMOMISKIL 0. 806
55 C5 CCL23 CKB-CKM 0. 806 56 C5 KIT SERPINF2 0.806 57 KIT CCL23 CKB- CKM

1/ 047570 Table 22 -

0.806 58 C5 CKM APOAT, (1886 colimidd A 81 R3RMY
previ ous page pak&er s

continued fro
60 APOAl1 CCL2
CKB- CKM

Veam CV—AUC

ﬁg%?l
%

BoCRBEAKM OKBO0 $ ET6E ORBA GRMIAINEL [0- 8382 62
21 Ch CSF1R Cha CTSB THBS4 0.884
22 | Cb LTF CTSB THBS4 | ETHE1 0.884
23 | Cb ALPL Cha CTSB ETHE1 0.883
24 | CCL18 | CTSB KLK7 HAMP ETHE1 0.883
25 | Cb KIT LTF Cha CTSB 0.883
26 | PLAT Ch KIT Cha CTSB 0.883
27 | PLAT C9 Ch CTSB ETHE1 0.883
28 | Cb LTF Cha CTSB ETHE1 0.883
29 | Cb CSF1R CTSB HAMP ETHE1 0.883
30 | C9 Ch CSF1R CTSB ETHE1 0.882
31 PLAT Ch CTSB THBS4 | ETHE1 0.882
32 | Cb Cha CCL23 CTSB ETHE1 0.882
33 | Cb Cha CCL18 CTSB KLK7 0.882
34 | C5-C6 Cha CCL18 CTSB ETHE1 0.882
35 | Cb CSF1R CTSB THBS4 | ETHE1 0.882
36 | Cb Cha CTSB KLK7 HAMP 0.882
37 | Cb LTF Cha CCL18 CTSB 0.882
38 | Cb KIT ALPL Cha CTSB 0.882
39 | Cb CCL23 CCL18 CTSB ETHE1 0.881
40 | PLAT Ch CCL18 CTSB ETHE1 0.881
41 Ch Cha CTSB THBS4 | ETHE1 0.881
42 | Ch KLKS& CCL18 CTSB ETHE1 0.881
43 | Ch Cha CCL18 CTSB IL11RA 0.881
44 | Ch KIT ALPL CCL18 CTSB 0.881
45 | PLAT Ch Cha CCL18 CTSB 0.881
46 | Ch CCL18 CTSB IL11RA | ETHE1 0.881
47 | Ch Cha CTSB INSR ETHE1 0.881
48 | Ch KIT Cha CTSB HAMP 0.881
49 | Ch Cha CTSB ACP5 ETHE1 0.881
50 | C5-C6 CCL18 CTSB THBS4 | ETHE1 0.880
51 Ch LTF Cha CTSB KLK7 0.880
52 | Cb Cha CTSB HAMP ETHE1 0.880
53 | Cb KIT ALPL CTSB ETHE1 0.880
54 | Cb KIT LTF CTSB ETHE1 0.880
55 | Cb ALPL Cha CTSB KLK7 0.880
56 | Ch-C6 KIT Cha CCL18 CTSB 0.880
57 | Cb CTSB THBS4 | HAMP ETHE1 0.880
58 | Cbha CCL18 CTSB KLK7 HAMP 0.880
59 | Cb CCL18 CTSB KLK7 ETHE1 0.880
60 | Cb CCL18 CTSB ACP5 ETHE1 0.880
61 Ch KIT LTF CCL18 CTSB 0.880
62 | MMP7 | Cbha CTSB KLK7 HAMP 0.880
63 | Cb KIT Cha CCL23 CTSB 0.880
64 | C9 Ch CCL18 CTSB ETHE1 0.880
65 | Cb CSF1R Cha CTSB HAMP 0.880
66 | Cb ALPL Cha CCL18 CTSB 0.880
67 | Cb Cha CCL18 CTSB HAMP 0.880
68 | Cb CSF1R Cha CTSB IL11RA 0.880
69 | Cbha CCL23 CTSB KLK7 ETHE1 0.880
70 | C5-C6 KIT CCL18 CTSB ETHE1 0.879
71 Ch CSF1R CCL23 CTSB ETHE1 0.879
72 | Cb LTF CCL23 CTSB ETHE1 0.879
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0.806 63 KIT LBP CDK5- CDK5R1 0.805 64 TIMP1 KIT CCL23 0.805 65 KIT APOAl
ENTPD1 0. 805 66 TIMP1 C9 CKB-CKM 0. 805 67 C5 APOA1 ACY1 0.804 68 C KIT
CDK5- CDKSRO 20128047969 TI MP1 KIT CKM 0. 804 70 C9 APOAl CDRETABEGRD4T37804 71
C9 CCL23 CKB-CKM 0.804 72 KIT CKB-CKM HI NT1 0.804 73 Tl MP1 CDK5- CDK5R1

CKB- CKM 0. 804 74 KI TTABRAL SERPINE PoB08rtRodl JaddkM LBP 0. 803 76 CKM APOAL

A A a

ACY1l 0. 803 77 C5 CDR5-CDORSRIVERBGRM 0. 803 78 KIT 1T &P0G CH
C9 CKM 0. 803 BG3 T C5 KLKS | Cha CCLI8 | OTSB 0.879
74 | LTF Cha CCL18 | CTSB | KLK7 0.879
75 | PLAT | O CCI23 | CTSB | ETHEI 0.879
76 | C5 KIT CSFIR | CTSB | ETHEI 0.879
77 | ALPL | Cha CCLI8 | CTSB | KLK7 0.879
78 | KIT Cha CCL18 | CTSB | ETHEI 0.879
79 | CSFIR | Cha CCL18 | CTSB | ETHEI 0.879
80 | C5 KIT Cha CTSB | THBS4 0.879
81 | C5 VEGFA | CCLI8 | CTSB | ETHEI 0.879
82 | (5 CSFIR | Cha CTSB | KLK7 0.879
83 | CSFIR | Cha CTSB | KLK7 | ETHEI 0.879
84 | C5.C6 | Cha CTSB | KLK7 | ETHEI 0.879
85 | MMP7 | Cha CCLI8 | CTSB | KLK7 0.879
86 | C5.C6 | 5 CCL18 | CTSB | ETHEI 0.879
87 | C5 ALPL, | CTSB | HAMP | BTHEL 0.879
8% | 5 KIT VEGFA | CTSB | ETHEL 0.879
89 | 5 CCLI8 | CTSB | 2 ETHEBL 0.879
90 | C5 KIT CCL18 | CTSB | HAMP 0.879
91 | (5 CCI23 | CTSB | THBS4 | BTHEL 0.879
92 | C5 ALPL | Cha CTSB | THBS4 0.879
93 | C5 VEGFA | CTSB | THBS4 | ETHEI 0.879
94 | C5 TTF CCLI8 | CTSB | THBSA 0.879
9 | (5 TTF CTSB | ILIIRA | ETHEI 0.878
96 | MMP7 | Cha CTSB | KLK7 | ETHEI 0.878
97 | 5 KIT VEGFA | CCLI8 | CTSB 0.878
98 | (5 ALPL, | CCLIS | CTSB | THBSA 0.878
99 | C5C6 | Cha CCL18 | CTSB | KLK7 0.878
100 | C5 APOAl | CCLI8 | CTSB | BTHEL 0.878

Table 7: Panels of 6 Biomarkers

Markers CV AUC
1 ](EJ;HEI CSF1R | Cbha CCL18 | CTSB 0.898
9 E%HEI CSF1R | Cbha CTSB THBS4 0.896
3 ](EJ;HEI KIT CSF1R | Cbha CTSB 0.895
4 ](EJ;HEI KIT Cbha CCL18 | CTSB 0.894
5 E%%TEI Ch CSF1R | Cbha CTSB 0.893
6 E%HEI ALPL CCL18 | CTSB THBS4 0.893
7 ](EJ;HEI CSF1R | CCL18 | CTSB THBS4 0.899
3 ](EJ;HEI CSF1R | Cbha CTSB | KLK7 0.899
9 ](EJ;HEI LTF CCL18 | CTSB THBS4 0.899
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KIT LBP ACYl 0.803 81 C9 CKM ACY1 0.803 82 C5

| L12A-1L12B KIT 0.803 83 LBP

CKB- CKM HI NT1 0. 803 84 C9 CKM CDK5- CDK5R1 0.803 85 C9 KIT FSTL3 0. 802 86
LBP CDK5-WDKRBR102CKB- CKM 0. 802 87 C9 KI T SERPI NF2 0. 802 ®8TARRN1/0FSTL3
89 C5 KIT CKM 0.802 90 KIT CKM CDK5- CDK5R1 0.802 91 TIMPL KIT

CKB- CKM 0. 802
ACY1 0.802 92
94 KIT CCL23
0.801 97 KIT

JoCCL23 CDK5- CDKSRL 0. 801

CDK5R1 CKB- CKM

CO | L13AnlolA 28 B CM om0 B
801 95 COnkir BP0 80T 96 gzm

ERAINF2

70 ](EDE!L‘HEl Cbha CCL18 | CTSB KLK7 0.892
1 EiHEl CCL18 | CTSB KLK7 HAMP 0.892
12 ](E]%HE1 LTF Cbha CCL18 | CTSB 0.892
13 EI%%TEl C5 Cbha CCL18 | CTSB 0.891
" SSTSB KIT CSF1R | Cbha CCL18 0.891
15 %1354 CSF1R | Cbha CCL18 | CTSB 0.891
16 EI%%TEl C5 KIT Cba CTSB 0.891
7 ](EJ%HEl KIT LTF CCL18 | CTSB 0.891
18 E%I({]gl Cbha CCL18 | CTSB KLK7 0.890
19 EiHEl CSF1R | Cbha CCL23 | CTSB 0.890
20 EiHEl ALPL Cbha CCL18 | CTSB 0.890
91 ](E]%HE1 LTF CCL18 | CTSB KLK7 0.890
99 EiHEl KIT CCL18 | CTSB THBS4 0.890
93 EiHEl Cbha CCL18 | CTSB THBS4 0.890
o4 EiHEl KIT CCL18 | CTSB HAMP 0.890
95 ](E]%HE1 CSF1R | Cbha CTSB IL11RA 0.890
9% Ei}g LTF Cbha CCL18 | CTSB 0.890
o7 EiHEl KIT CSF1R | CCL18 | CTSB 0.890
08 EiHEl KIT VEGFA | CCL18 | CTSB 0.889
99 EiHEl KIT ALPL CCL18 | CTSB 0.889
20 E?};{lERl Cbha CTSB KLK7 HAMP 0.889
a1 EI%%TEl C5 Cbha CTSB KLK7 0.889
29 SSTSB KIT LTF Cba CCL18 0.889
23 EiHEl Cbha CTSB KLK7 HAMP 0.889
2 EI%%TEl C9 C5 CSF1R | CTSB 0.889
a5 EiHEl KIT LTF Cba CTSB 0.889
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LBP 0.801 98 C5 KIT ENTPD1 0.801 99 APOA1 ENTPD1 CKB- CKM 0.800 100 KIT CKM
ACY1 0.800 Table 23: Panels of 4 Biomarkers Markers Mean CV AUC 1 C5 KIT
APOA1 CDREOCDKARL798. 845 2 C5 KI T APOA1 CKB- CKM 0. 839 3 RCT/UAPQAD47570

CDK5- CDK5R1 CKB-CKM 0. 839 4 KIT APOA1 ACYl CKB-CKM 0.838 WO

2012/ 021795PCT/ US20144 9 7P ZQ ol @ d4Bom SiQRdUY

Markers Mean CV-AUC S5 €5 KIThARRAL ACYL 0. 837 6 ¢

d rom previous page

7 C5 KIT APOAL

CKB- CKM 0. 834/| 79

OCK AU

HINGE 0. 8398 Qe ARUAL OB~ TRMTRIANT L 0835

GorihiT| APOAL |[CCL23 0. 834 11 0.889
a7 E?%El Cbha CCL18 CTSB KLK7 0.889
38 ](E]%HE1 CSF1R | CTSB KLK7 HAMP 0.889
29 ](E];—I({ng CSF1R | Cbha CCL18 | CTSB 0.888
40 215{]354 KIT CSF1R Cbha, CTSB 0.888
A1 215{]354 KIT Cbha CCL18 | CTSB 0.888
49 ](E];HE1 KIT ALPL Cbha, CTSB 0.888
43 ](E]%HE1 CSF1R | Cbha CCL23 | CTSB 0.888
m E’i‘aI—IEl CCL18 CTSB KLK7 HAMP 0.888
45 ](E]; - ALPL CTSB KLK7 HAMP 0.888
46 Ei[@ ALPL Cbha CCL18 | CTSB 0.888
A7 ](E]%HE1 ALPL CCL18 CTSB KLK7 0.888
48 ](E];HE1 ALPL Cbha CTSB KLK7 0.888
49 ](E];HE1 ALPL CCL18 CTSB IL11IRA 0.888
50 ](E];HE1 KIT CSF1R CTSB HAMP 0.888
51 ](E]%HE1 CSF1R | CCL23 CCL18 | CTSB 0.888
59 E?%lERl Cbha CCL18 CTSB THBS4 0.888
53 f}ilRA CSF1R | Cbha CCL18 | CTSB 0.888
54 ](E];HE1 Cbha CCL18 CTSB ACP5 0.888
55 E?%lERl CCL18 CTSB KLK7 HAMP 0.888
56 ](EJ%HE1 Ch CSF1R CCL18 | CTSB 0.888
57 EI%%TEI Ch Cbha CCL23 | CTSB 0.888
58 (P;I;;E Ch KIT CSF1R | Cbha 0.888
59 ](E];HE1 LTF Cbha CTSB KLK7 0.888
60 ](E]%—I({ng CCL18 CTSB KLK7 HAMP 0.888
61 ](E];HE1 CSF1R | Cbha CTSB ACP5 0.888
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KIT APOA1 CCL23 CKB-CKM 0. 833 12 C9 KIT APOA1L ACY1l 0.833 13 KIT APOAl LBP
CKB- CKM 0. 833 14 C5 KIT APOA1 CCL23 0.833 15 CO KIT CKM APOAl1 0.833 16 C5

APOAl CDKRBOCDRARI7TIEKB- CKM 0. 833 17

| L12A-1L12B KIT APOAPCTAB2GQHNTG7832 18

C5 KI T CDK5- CDK5R1 CKB- CKM 0. 832 19 C5 KI T CKM APOAL 0.832 20 TIMPL KI T
CDK5- CDKSRL CKB- CKM §, 8327 zkog@lng@dﬁgm%vgggl Igaész 22 TIMPL KI T APOAL

CKB- CKM 0. 832

o4

. 031

ZACCIABLT

0.831 25 G5 K

|62 Lkﬁ{i\ip CSF1R | Cba CTSB | KLK7 0.888
63 EilRA LTF Cbha CCL18 | CTSB 0.888
64 E%HEl CSF1R | ALPL Cba CTSB 0.888
65 ](EJ;HEl CSF1R | Cba CTSB | HAMP 0.888
66 ](EJ;HEl Cbha CCL23 | CTSB | KLK7 0.888
67 E?;lERl Cbha CCL18 | CTSB | KLK7 0.888
68 ](EJ;HEl KIT KLKS CCL18 | CTSB 0.888
69 E%HEl Cbha CCL18 | CTSB | INSR 0.887
70 ](EJ;HEl LTF CTSB KLK7 [ HAMP 0.887
71 ](EJ;HEl Cbha CCL18 | CTSB | HAMP 0.887
7 E;—I%gl KIT CSF1R | Cbha CTSB 0.887
7 E%I%gl KIT Cbha CCL18 | CTSB 0.887
74 Q%ELEl Cbha CCL18 | CTSB | KLK7 0.887
75 ](EJ;HEl CSF1R | CCL18 | CTSB | IL11RA 0.887
76 ](EJ;HEl Cbha CCL18 | CTSB | IL11RA 0.887
77 E%I%gl Cbha CCL18 | CTSB THBS4 0.887
78 E;aHEl CCL18 | CTSB KLK7 | INSR 0.887
79 ](EJ%HEl O5) CSF1R | CTSB THBS4 0.887
80 ](EJ;HEl CSF1R | LTF Cba CTSB 0.887
81 215{]384 ALPL Cbha CCL18 | CTSB 0.887
39 ](EJ;HEl KIT Cbha CCL23 | CTSB 0.887
33 EZMP Cbha CCL18 | CTSB | KLK7 0.887
84 ]1;/[%\/5]’371 Cbha CTSB KLK7 [ HAMP 0.887
35 ](EJ;HEl Cbha CTSB ACP5 KLK7 0.887
36 E%HEl MMP7 | Cba CTSB | KLK7 0.887
87 ](EJ;HEl CCL18 | CTSB THBS4 | HAMP 0.887
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ACY1 0.831 26 C5 IL12A-1L12B KIT APOAL1 0.831 27 C5 APOALl ACY1l CKB-CKM 0. 830
28 C9 C5 KIT APOAL 0.830 29 KIT APOAL CKB-CKM HI NT1 0.830 30 C KIT ACY1
CKB- CKM OWw820123217195 Kl T CCL23 CKB- CKM 0. 830 32 C5 APOA1PCTIB201TKBISGKM 0. 829
33 G KIT CCL23 ACY1 0.829 34 C9 KIT APOAL CCL23 0.829 35 C5 KIT CCL23

CKB- CKM 0. 829 36 C5 aﬁhglﬁa%nggﬂgwggmopﬁ%@ LAROAL CCL23 ACY1 CKB- CKM

0. 829 38 C5 KT APOAT ENTPDIE, 8LY 39 KT APOAT JBRVCOKe-ICDKSR1 0. 829 40
2 %: I({]76 LTF Cha CCLI8 [ CTSB [ o
2 ](E]; . CSFIR [ ALPL | CTSB | THBS | .o
9% ](E]%HE1 CSFIR | CCLI8 [ CTSB | HAMP [ oo
o1 EiK? CSFIR | Cba CCLI8 | CTSB [ oo
99 ](E];I({]]gl KIT CCLI8 | CTSB [ HAMP [ .
03 ](E]; . KIT Cha CTSB | ACP5 [ oo
o1 EI%%E 1 C5 Cha CTSB | THBSY | (oo
o5 %5{ et LTF Cha CCLI8 | CTSB [ oo
0 85T . KIT ALPL | Cha CCLI8 [ coq
97 EITJEE 1 Cha CCLI8 [ CTSB | KLK7 [ ooo
0 ](E];HE1 VEGFA | CCLIS [ CTSB | THBSZ [ oo
99 ](E]% . KIT Cha CTSB [ HAMP [ ..
100 ](E];HE1 LTF Cha CCL23 [ CTSB [ oo

Table 8: Panels of 7 Biomarkers

Markers CV AUC
1 C5 CSF1R | Cbha CCL18 | CTSB 0.900
THBS4 ETHE1 ’
C5 KIT CSF1R | Cbha CCL18
2 CTSB ETHE1 0.900
PLAT C5 KIT CSF1R | Cha
3 CTSB ETHE1 0.899
4 C5 CSF1R | Cbha CCL18 | CTSB 0.898
IL11IRA ETHE1 ’
5 C5 CSF1R | Cbha CCL18 | CTSB 0.898
KLKT7 ETHE1 ’
C5 LTF Cbha CCL18 | CTSB
6 KLKT7 ETHE1 0.897
7 C5-C6 CSF1R | Cbha CCL18 | CTSB 0.897
THBS4 ETHE1 ’
3 C5 CSF1R | Cbha CTSB KLKT7 0.896
HAMP ETHE1 ’
9 C5 KIT CSF1R | Cbha CTSB 0.896
THBS4 ETHE1
C5 ALPL Cbha CCL18 | CTSB
10 KLKT7 ETHE1 0.896
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KIT APOA1 CCL23 ACY1l 0.829 41 CO KIT APOA1 HI NT1 0.829 42 KIT LBP
CDK5- CDK5R1 CKB- CKM 0. 829 43 KI T APOA1 ACY1l CDK5- CDK5R1 0.828 44 TIMP1 KI T

APOA1 ACYWOQOBAB1AS

C5 KIT CCL23 CDK5- CDK5R1 0. 828 46 KPTTARRAL/0EGI®3 ACY1

0.828 47 TIMP1 C9 KI T CDK5- CDK5RL 0.828 48 C5 APOAL CCL23 CKB- CKM 0. 828 49
KIT CKM APOAL ACY1 Oz $0 anwnllegzsfr&m ARQAL 9328 51 C5 KIT COL23 ACY1

0.828 52 C9

TIMP1 C9 KI

— 3 /-\I-’U/-\J. CBPACYEVCKE
K KIT VEGFA [ CSFIR [ CCLI8 | | oo
CTSB ETHE1
19 ig]&ga ](E]; . CSFIR | Cha CTSB | 206
13 %5{ et g?%ﬁ ALPL [ CCLI8 [ CTSB | ¢e
M (P;I%g; ](E];HE1 CSFIR | Cha CCLI8 | cos
. g%SB IT?{TBSAL CSFIR | Cha CCLI8 | cos
06 %5{ e g?%ﬁ Cha CCL23 [ CTSB [ g9s
17 85T N E;TH = VEGFA | CSFIR | C5a 0.805
s | €5 VEGFA | CSFIR | CCLI8 [ CTSB [ o0-
THBS4 ETHE1
19 %: - I}ﬁ% = Cha CCL23 [ CTSB [ g9s
00 85T N g?%ﬁ KLKS | Cha CCLI8 | cou
o1 gSTé]BG EITTHEl CSFIR | Cha CCLI8 | cou
99 gSTé]BG ](E]%HE1 CSFIR | C5a CCLI8 | gou
03 g%SB EITTHEl LTF Cha CCLI8 | cou
o1 Ei}(gg g?%ﬁ Cha CCLI8 [ CTSB | | oo,
o g%SB EITTHEl CSFIR | LTF Cha 0.804
96 (P;I%ég ](E]% . KIT Cha CCLIS | qo4
o7 85T N E;TH = CSFIR | ALPL | Cha 0.804
0 %: - EITJEE 1 Cha CCLI8 [ CTSB | | oo,
9 85T N g?%ﬁ ALPL | Cha CCLI8 | cou
20 g%SB g?%ﬁ LTF Cha CCLI8 | cou
a1 Ei}(gg I]ﬁ?{m Cha CCLI8 [ CTSB | | oo,
4 | C5 CSFIR | Cba CCLI8 [ CTSB | | oo,
CDK5CDK5R1 | ETHEL
23 (P;I%g; ](E]; . CSFIR | Cha CCL23 | qou
a1 I(;i o E’i‘aﬁ = CCL18 | CTSB [ KLK7 [ o0,
. I(;?& . g?%ﬁ CCL18 | CTSB [ KLK7 [ o0,
26 85T N E;TH = KLKS | Cha CCLI8 | cou
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CKB- CKM 0. 827 55 C9 KIT CDK5- CDK5R1 CKB- CKM 0. 827 56 KIT APOAl1 LBP ACY1

0.827 57 KIT APOA1 SERPI NF2 CKB-CKM 0.827 WD 2012/ 021795PCT/ US2011/ 047570
Tabl e 23 wocoriznséd from previ ous page Markers Mean CVPADTSE@1APGAL ACY1
CDK5- CDK5R1 CKB- CKM 0. 827 59 C5 KIT CCL23 CDK5- CDK5R1 0.827 60 C9 KIT CKM

ACY1 0.827 61 Tl NPl ARORls Aq%tgﬁ@d%

TIMPL KIT

APOA1 HAWP
APOA1l 0. 826

SRL 0. 826 65 KIT

/r TIMP1L CO KIT

W
CRB- kgfglVl 0. 826 Gm Ki Icg;%&gx'l @%?3@65531 0. tszzb 9]
88 |@rsn ETHE1 0.894
23 %5{ . Q%ELE 1 Cha CCLI8 [ CTSB | oo,
20 I(zi o (EJ%% o CCL23 | CCLI8 [ CTSB [ 204
10 I(;i - EITTH N CSFIR | CCLI8 | CTSB [ o0
" Eﬁg ](332 . CSFIR | Cha CTSB | sou
2 %5{ . EITTH N CSFIR | CCLI8 | CTSB [ o0
13 %5{ . EITTH N Cha CCLI8 [ CTSB | oo,
" %5{ e EITTH N ILTF CCLI8 [ CTSB | oo,
e I(zi o g?%ﬁ MMP7 | Cha CTSB | sou
16 %5{ . g?%ﬁ ILTF CCLI8 [ CTSB | oo,
e gg N EITTH N CSFIR | Cha CTSB | sou
13 g% . EITTH o ALPL | Cha CCLI8 | eos
10 I(zi o g;% N CCLI8 | CTSB [ ACP5 | | 0a
0 I(zi o g?%ﬁ ALPL | Cha CTSB | 203
. %5{ . EITTH N ALPL™ | CCLI8 [ CTSB | | 0s
5 I(leil(\j/IGP gﬁ{l}; Cha CTSB™ | KLK7 | g03
53 I(zi o g?%ﬁ ILTF Cha CTSB | 203
o1 %5{ . g?%ﬁ ALPL | Cha CTSB | 203
. gg N g?%ﬁ Cha CCLI8 [ CTSB | [ oon
i, g; N g?%ﬁ Cha CCLI8 [ CTSB | [ oon
5 I(;i - Q%ELE 1 CCLI8 | CTSB | KLK7 | (oo
. I(zi o g?%ﬁ Cha CTSB [ ACP5 | [ oon
", 5%%24 ](33% . C5 CSFIR [ CTSB | [ oon
60 g% . EITTH N ILTF Cha CCLB | 203
ol gé e gﬁ{l}; Cha CCLI8 [ CTSB | [ 4oa
o2 Eﬁg ](332 . Cha CCLI8 [ CTSB | [ oon
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KI T CKB-CKM HI NT1 0.826 69 APOAL LBP CKB- CKM HI NT1 0.826 70 C9 KI T ACYl
CDK5- CDKSRL 0. 826 71 TI MPL APOAL CDK5- CDKSRL CKB- CKM 0. 826 72 KI T APOAL
CCL23 CDHSOCDIARITS. 826 73 C9 CKM APOAL CDK5- CDKSRL 0. 8PETAA2@3/0KISTo CKB- CKM
HI NT1 0.825 75 C5 KI T SERPI NF2 CDK5- CDKSRL 0.825 76 C9 KI T CKM CDK5- CDK5R1
5. CDK5R1 CKB- CKM 0. 825 79

KLK3- SERPI I\'d

3 -PIAF'I 82 C9 5 bKI' id’EijFiI‘El Cha CTSB | | 203
IL1IRA ETHEL
o g% . g?%ﬁ Cha CCIL23 [ CCLI8 [ | oo
o Iii - EITTH N CSFIR | Cha CTSB | | 203
o g% . Ei??R ALPL | Coa CCLI8 | 503
. I(;i - Eﬁ{ o CCLI8 [ CTSB [ KLK7 | oo
o3 g%SB EITTHE1 CSFIR | LTF CCLI8 | 503
s g%éé ](332 . CSFIR | Cha CCL23 | son
- gg o IéITTS . CSFIR | ALPL | Cha 0 203
. giﬁg ]1;4%};371 Cha CTSB | KLKT | 503
72 I(zi o g?%ﬁ Cha CCL23 [ CTSB | | 20
3 &511RA g?%ﬁ ALPL, | CCLI8 [CTSB | oo
) I(zi o %4%\%}; Cha CCLI8 [ CTSB || 20
- g%éé ](33% . Ch CSFIR | Cha 0 202
s gg o IéITTS . CSFIR | LTF Cha 0 202
- g% . EITTH o CSFIR | MMP7 | Cha 0 202
3 g% . Ei??R LTF Cha CCLI8 | | 202
- %9{ - ](332 . CSFIR | CCLI8 [ CTSB | oo
20 g% . g?%ﬁ GDF11 | Cha CCLIB | 00
ol %5{ - Eﬁ{ o Cha CCLIB [ CTSB | | 20
2 g%éé ](33% . Ch CSFIR | CCLI8 [ | o0
o3 g% . EITTH o VEGFA [ KLK8 | CCLI8 [ oo
) %5{ - g?%ﬁ LTF Cha CTSB | s00
- giﬁg g;% o CCLI8 [ CTSB | KLK7 | oo
i, g% . g?%ﬁ LTF Cha CCL2 | on
- Ei}gg Q%ELE 1 Cha CCLI8 [ CTSB || 20
o3 IT(LTB N g?%ﬁ Cha CCLIB [ CTSB | | 20
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0.825 83 C5 APOAl LBP CKB-CKM 0. 825 84 KIT LBP ACY1l CKB-CKM 0. 825 85 APOAl
CCL23 CDK5- CDK5R1 CKB- CKM 0. 825 86 C9 CKM APOA1 ACY1 0.824 87 KIT CKM APOAl
LBP 0. 824W06200232KI19F CKM CCL23 0.824 89 TIMP1 C5 KIT ACYPCO/$201190750D APOAL
CDK5- CDK5R1 CKB- CKM 0. 824 91 KIT ACY1l CDK5- CDK5R1 CKB-CKM 0. 824 92 C5 KIT

ACY1l CKB- CKM 0. 824 933Kle18 Clleddintir:

KM‘W‘ZWW‘ZTW%

(K ;%QVI 0.824 94 APOAL ACY1

FSTL3 CKB- Q FORNGED
97 KI'T 0 | 5 CSFIR | ALPL | Cha CCLIB | 202
CTSB THBS4

00 S\?SR g;% o CCLI8 [ CTSB | KLK7 | oo
o1 g% . ;]LSllE{}Z LTF Cha CCLI8 | | 202
02 Eng g?%ﬁ Cha CCLIB [ CTSB | | 20
03 I(leil(\j/&’ g;% o CCLI8 [ CTSB | KLK7 | oo
o 5%%24 ](332 . Cha CCLIB [ CTSB | | 20
o I(;i - Q%ELE 1 Cha CTSB | KUKT | {209
0 SL511RA Eﬁ{ N Cha CCLIB [ CTSB | | 20
o7 g% . \E/%C{;E[f CSFIR | Cha CCLIB | 00
03 I(;i - Eﬁ{ o Cha CTSB | KUKT | {209
0 I(zi o Q%ELE 1 Cha CCL23 [ CTSB | | 20
00 g% . IT(LTB . LTF Cha CCLIB | | 500

Table 9: Panels of 8 Biomarkers

Markers CV AUC

1 Ch KIT CSF1R | Cbha CCL18 0.902
CTSB THBS4 ETHE1 ’

9 Ch CSF1R LTF Cha CCL18 0.902
CTSB KLK7 ETHE1 ’

3 PLAT Ch KIT CSF1R | Cbha 0.901
CCL18 | CTSB ETHE1 ’

4 Ch KIT CSF1R | LTF Cha 0.901
CCL18 | CTSB ETHE1 ’

5 Ch CSF1R ALPL Cha CCL18 0.901
CTSB KLK7 ETHE1 ’

6 C5-C6 | VEGFA CSF1R | Cbha CCL18 0.900
CTSB KLK7 ETHE1 ’

7 Ch-C6 | KIT CSF1R | Cbha CCL18 0.900
CTSB THBS4 ETHE1 ’

3 Ch VEGFA CSF1R | Cbha CCL18 0.899
CTSB KLK7 ETHE1 ’

9 Ch KIT CSF1R | ALPL Cha 0.899
CCL18 | CTSB ETHE1 ’

10 Ch CSF1R Cha, CCL18 | CTSB 0.899
KLK7 HAMP ETHE1 ’

1 Ch KIT VEGFA | CSF1R | CCL18 0.899
CTSB THBS4 ETHE1 ’
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CCL23 CDK5- CDK5R1 CKB- CKM 0. 824 98 C5 APOAl SERPI NF2 CKB- CKM 0. 824 99 C5
KIT APOAL HAWP 0. 824 100 CO APOAl1 CKB- CKM HI NT1 0.824 Table 24: Panels of
5 Bi onar keo20kmk®ss Mean CV AUC 1 C5 KI T APOAL CDK5- CORERUSSKBACISNN 0. 854 2
C5 KIT APOAL ACY1l CKB-CKM 0.851 3 C5 KIT APOA1 CCL23 CKB-CKM 0.849 WO

2012/ 021795PCT/ uszm%gl%?@zocomu%dzfgom lg&md otk

Mar ker s Mear

d rom previous page

I APOA1 ACY1l

CDK5- CDK5RI L,KB-(j{,NVI G

CKB- CKM HI NT#2

y 7 C5 KIT APOAL

S .Kj[tf/ 6 KT L\bgﬁ_g LEFL[{&,YLCQ«'B- CRM 0. 84
0.84758 FIdPL KI T ARQALI ACYL CKB- CKM DU8%7

13 | ©5 CSF1R LTF Cha CCLI8 [ ¢o9
CTSB | THBS4 ETHE1 '

u | C5 KIT VEGFA | CSFIR | Cbha 0.899
CCL18 | CTSB ETHE1 '

5 | C5 CSF1R ALPL | Cba CCLI8 [ ¢o9
CTSB | THBS4 ETHE1 '

16 | ©5-C6 | C5 CSFIR | Cba CCLI8 [ ¢o9
CTSB | THBS4 ETHE1 '

17 | €5-C6 | CSFIR LTF Cha CCLI8 [ ¢o9
CTSB | KLK7 ETHE1 '

15 | ©5 KIT VEGFA | CSFIR | KLKS [ oo
CCL18 | CTSB ETHE1 '

19 | PLAT | C5 CSFIR | Cba CCLI8 [ coq
CTSB | THBS4 ETHE1 '

o | €5 CSF1R ALPL | Cba CCLI8 [ coq
CTSB | IL11RA ETHE1 '

9 | 5 LTF Cha CCL23 | CCLI8 | oo
CTSB | KLK7 ETHE1
C5-C6 | Ch KIT CSFIR | Cba

22 1 cenis | oTsB ETHE1 0.898
C5 CSF1R LTF Cha CCLI1S8

21 oTsB | ILIIRA ETHE1 0.898

o1 | 0 CSF1R MMP7 | Cba CCLI8 [ coq
CTSB | KLK7 ETHE1
C5 KIT CSFIR | LTF Cha

2 1 ccres | oTsB ETHE1 0.898
C5 ALPL KLK8 | Cba CCLIS

261 orsB | KLK? ETHE1 0.898
C5 LTF KLKS8 | Cba CCLI1S8

201 crsB | KLK? ETHE1 0.898
PLAT [ C5 KIT CSFIR | Cba

2 1 ccres | oTsB ETHE1 0.898
C5 KIT CSFIR | Cba CCLIS

29 1 crsB | ACPs ETHE1 0.898
C5 KIT CSFIR | Cba CCL23

1 cens | oTsB ETHE1 0.898

4, | C5-C6 | CSFIR Cha CCLI8 [ CTSB | ¢o0
KLK7 | HAMP ETHE1 '

5 | 5 CSF1R KLK8 | Cba CCLI8 [ coq
CTSB | KLK7 ETHE1
PLAT [ C5 KIT CSFIR | Cba

3 1 crs | THBS4 ETHE1 0.898

a1 | 0 KIT CSFIR [ ALPL | CCLI8 | | o
CTSB | THBS4 ETHE1 '

4 | 5 KIT CSFIR | LTF CCLI8 [ coq
CTSB | THBS4 ETHE1

5 | €0 CSF1R Cha CCL23 | CCLI8 [ oo
CTSB | THBS4 ETHE1 '
C5 CSF1R LTF Cha CCL23

3T 1 ers | KLK? ETHE1 0.898
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9 C5 KIT APOAL ACY1l CDK5-CDKS5R1 0.846 10 C5 KIT APOA1 CCL23 CDKS5- CDK5R1
0.846 11 KIT APOA1 LBP CDK5- CDK5R1 CKB-CKM 0. 845 12 C5 KIT CCL23

CDK5- CDKSRO 20KB2CKM 0. 845 13 C5 KI T APOAL CCL23 CDK5- CDRERIS01848751¢1 T1 MP1
C5 KIT APOA1 CDK5- CDKS5R1 0.845 15 TIMP1 KIT APOA1 CDK5- CDKS5R1 CKB- CKM 0. 844

16 KI T APOAL CCL23 AGY{1cGKB- Mol dforkZpith TorAROAL CCL23 CDK5- CDK5RI
4418 C5 KI T CCL23Gsa- CDKS

CKB- CKM 0. 8

CDK5- CDK5R1

|-<l CKB-CKM 0 &4;4 AUC

0 844 20 (kR T APOAL CEBP TS 1RDREIREE 0 gggg 21
THBS4 | KLK7 ETHE1

29 C5h CSF1R KLKS8 Cha CCL18 0.893
CTSB THBS4 ETHE1

10 C5h VEGFA CSF1R Cha CCL18 0.808
CTSB THBS4 ETHE1 ’

A1 C5h-C6 CSF1R MMP7 Cha CCL18 0.897
CTSB KLK7 ETHE1 ’
PLAT C5h CSF1R Cha CCL18

42 CTSB KLK7 ETHE1 0.897
C5h KIT CSF1R Cha CCL18

43 CTSB TFPI ETHE1 0.897
C5h CSF1R GDF11 LTF Cha

4 CCL18 | CTSB ETHE1 0.897
C5h LTF Cha CCL18 CTSB

45 THBS4 | KLK7 ETHE1 0.897
C5h KIT CSF1R Cha CTSB

46 KLK7 HAMP ETHE1 0.897
C5h KIT CSF1R LTF Cha

4T CTSB THBS4 ETHE1 0.897

48 PLAT C5h CSF1R Cha CCL18 0.897
CTSB IL11RA ETHE1
C5h LTF MMP7 Cha CCL18

49 CTSB KLK7 ETHE1 0.897

50 C5h-C6 KIT VEGFA | CSF1R Cha 0.897
CCL18 | CTSB ETHE1 ’

51 C5h KIT CSF1R ALPL Cha 0.897
CTSB THBS4 ETHE1

59 C5h TL12A-TL12B CSF1R Cha CCL18 0.896
CTSB THBS4 ETHE1 ’

53 C5h CSF1R Cha CCL23 CCL18 0.896
CTSB KLK7 ETHE1 ’

54 PLAT C5h CSF1R MMP7 Cha 0.896
CTSB KLK7 ETHE1

55 C5h CSF1R MMP7 Cha CTSB 0.896
KLK7 HAMP ETHE1 ’
C5h KIT LTF Cha CCL18

56 CTSB KLK7 ETHE1 0.896
C5h KIT CSF1R Cha CCL18

57 CTSB IL11RA ETHE1 0.896

58 C5h VEGFA CSF1R MMP7 Cha 0.896
CTSB KLK7 ETHE1 ’
C5h CSF1R LTF Cha CCL18

59 CTSB THBS4 KLK7 0.896

60 C5h CSF1R Cha CCL18 CTSB 0.896
THBS4 | INSR ETHE1

61 C5h-C6 KIT CSF1R Cha CCL23 0.896
CCL18 | CTSB ETHE1 ’
C5h KIT Cha CCL18 CTSB

62 KLK7 HAMP ETHE1 0.896
C5h LTF Cha CCL18 CTSB

63 KLK7 INSR ETHE1 0.896
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KIT APOA1 CKB-CKM 0. 844 22 KIT APOAL CCL23 ACY1l CKB-CKM 0. 843 23 C5 KIT
APOA1 CCL23 ACY1l 0.843 24 KIT APOAl CCL23 CDK5- CDK5R1 CKB- CKM 0. 843 25 C9
KIT CKM APOAMN KBS CDKSR1 0. 843 26 C5 KIT APOAL CCL23 ACYT/US28484570 CO KI T
APOA1l CDK5- CDK5R1 CKB- CKM 0. 843 28 C5 KIT APOAL LBP CKB-CKM 0. 843 29

gg,; C9 G5 KIT APOAL CKB- CKM

| L12A-1L12B KI T APOATaQQde Q}ﬁ%ﬁlle

CKB- CKM 0. 843
64

@*@B@W

Ridith

K5- CDK5R1

T5C5 AROAL ccE23 v@gﬁﬁwﬁﬁl Bs KM 0896
CCL18 | CTSB THBS4 ’

65 C5h CSF1R LTF Cha CCL23 0.896
CTSB THBS4 ETHE1

66 C5h-C6 CSF1R ALPL Cha CCL18 0.896
CTSB KLK7 ETHE1 ’

67 C5h VEGFA CSF1R Cha CCL18 0.896
CTSB IL11RA ETHE1 ’

68 C5h CSF1R Cha CCL18 CTSB 0.896
ACP5 KLK7 ETHE1

69 PLAT C9 C5h CSF1R CCL18 0.896
CTSB THBS4 ETHE1
PLAT C5h KIT CSF1R ALPL

70 Cha CTSB ETHE1 0.896
C5h KIT LTF Cha CCL18

7 CTSB THBS4 ETHE1 0.896

7 C5h-C6 LTF Cha CCL23 CCL18 0.896
CTSB KLK7 ETHE1

7 C5h KIT CSF1R CCL18 CTSB 0.896
THBS4 | HAMP ETHE1 ’

74 PLAT C5h CSF1R Cha CTSB 0.896
KLK7 HAMP ETHE1
C5h LTF Cha CCL18 CTSB

& KLK7 HAMP ETHE1 0.896
C5h KIT CSF1R LTF Cha

76 CCL18 | CTSB IL11IRA 0.896
PLAT C5h KIT VEGFA | CSF1R

m Cha CTSB ETHE1 0.896
C5h KIT ALPL Cha CCL18

8 CTSB THBS4 ETHE1 0.896

79 KIT CSF1R Cha CCL18 CTSB 0.896
KLK7 HAMP ETHE1 ’

80 C5h ALPL Cha CCL23 CCL18 0.896
CTSB KLK7 ETHE1

81 C5h CSF1R Cha CCL18 CTSB 0.896
THBS4 | ESM1 ETHE1 ’

39 C5h CSF1R Cha CCL18 CTSB 0.896
TFPI THBS4 ETHE1
C5h KIT KLKS8 Cha CCL18

83 CTSB THBS4 ETHE1 0.896

84 C5h-C6 CSF1R Cha CCL18 CTSB 0.896
THBS4 | KLK7 ETHE1 ’

35 PLAT C5h CSF1R Cha CCL23 0.896
CTSB KLK7 ETHE1
PLAT C5h KIT CSF1R KLKS&

86 Cha CTSB ETHE1 0.896
C5h CSF1R Cha CCL18 CTSB

87 TFPI KLK7 ETHE1 0.896
C5h KIT CSF1R Cha CCL23

88 CTSB THBS4 ETHE1 0.896

89 C5h VEGFA CSF1R Cha CCL23 0.896
CTSB KLK7 ETHE1 ’
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0.843 34 C9 KIT CKM APOA1 ACY1 0.843 35 TIMP1 C5 KIT APOAL ACYl1l 0.842 36 C5
KIT ACYl CDK5-CDK5R1 CKB-CKM 0. 842 37 C5 KIT APOA1 SERPI NF2 CKB- CKM 0. 842

38 C5

| LMS-201212B79KI T APOA1 CDK5- CDK5R1 0. 841 39 KI'T AP®GAT/USBKIACBKORLI HAMP

CKB- CKM 0. 841 40 C5 APOA1l CCL23 CKB-CKM HI NT1 0.841 41 C5 APOAl1 CDK5- CDK5R1

CDK5- CDK5R1,

APOA1l CKB- GRM i

CKB- CKM HI NT1 O. 841 fgbfggg chrmgpn%a fg;gnz MO. 841 43 C5 APOAl ACY1
CKB ; KBTERVh@rc841 45 CO KIT

M ‘"PEACF L-@S‘*l 465 ALPL | Cha CCLT8 | 206
CTSB KLK7 ETHE1 ’
C5h KIT CSF1R ALPL Cha

9a CCL18 | CTSB THBS4 0.896
PLAT C5h LTF Cha CCL18

92 CTSB KLK7 ETHE1 0.896
PLAT C5h KIT CSF1R Cha

93 CCL23 | CTSB ETHE1 0.896
PLAT C9 C5h KIT CSF1R

94 CCL18 | CTSB ETHE1 0.896
C5h CSF1R LTF Cha CTSB

% KLK7 HAMP ETHE1 0.895

96 C5h-C6 KIT VEGFA | CSF1R CCL18 0.895
CTSB THBS4 ETHE1 ’
C5h ALPL Cha CCL18 CTSB

9 THBS4 | KLK7 ETHE1 0.895

98 CSF1R | LTF Cha CCL23 CCL18 0.895
CTSB KLK7 ETHE1 ’

99 C5h KIT VEGFA | CSF1R Cha 0.895
CTSB THBS4 ETHE1

100 C5h CSF1R Cha CCL18 CTSB 0.895
THBS4 | CDK5-CDK5R1 | ETHE1L ’

Table 10: Panels of 9 Biomarkers

Markers CV AUC

1 Ch CSF1R LTF Cha CCL23 0.903
CCL18 | CTSB KLK7 ETHE1 ’

9 Ch VEGFA CSF1R | KLKS Cha, 0.902
CCL18 | CTSB KLK7 ETHE1 ’

3 Ch-C6 Ch VEGFA | CSF1R | Cbha 0.902
CCL18 | CTSB KLK7 ETHE1 ’

4 Ch VEGFA CSF1R | MMP7 Cha, 0.902
CCL18 | CTSB KLK7 ETHE1 ’

5 Ch-C6 VEGFA CSF1R | MMP7 Cha, 0.902
CCL18 | CTSB KLK7 ETHE1 ’

6 Ch KIT CSF1R | LTF Cha, 0.902
CCL18 | CTSB KLK7 ETHE1 ’

7 Ch KIT CSF1R | ALPL Cha, 0.902
CCL18 | CTSB THBS4 | ETHE1 ’

3 Ch KIT CSF1R | LTF Cha, 0.902
CCL18 | CTSB THBS4 | ETHE1 ’

9 Ch CSF1R ALPL KLKS8 Cha, 0.901
CCL18 | CTSB KLK7 ETHE1 ’

10 PLAT Ch KIT CSF1R | Cbha 0.901
CCL18 | CTSB THBS4 | ETHE1 ’

1 Ch CSF1R ALPL Cha CCL18 0.901
CTSB THBS4 KLK7 ETHE1 ’

19 Ch KIT CSF1R | LTF Cha, 0.901
CCL18 | CTSB IL11RA | ETHE1 ’
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APOA1 ACY1l CKB-CKM HI NT1 0.840 47 TIMP1 KIT ACY1l CDK5- CDK5R1 CKB- CKM 0. 840
48 C9 I L12A-1L12B KIT APOA1 CKB-CKM 0.840 49 C5 KIT APOA1 CDK5- CDK5R1 FSTL3
0. 840 50 WO 2Ki2I02CKM APOA1 HI NT1 0.840 51 C9 C5 KIT ACY1PCKBSGKMM0@7s3¢10 52 C9
C5 KIT CKM APOA1 0.840 53 C5 KIT CKM APOA1 ACY1 0.840 54 C5 KIT CCL23 ACY1l

ACY1 CKB- CKN

from previ oys pa
0. 840 15)

41 0.840 56 C5 KIT CCL23

24 - conti nued

| NF2 CDK5- CDK5R1

TP chARIGE
gg4ﬁhrK%rs Nean @gﬁﬁ@plﬁ%fCS_ﬁbi APOAT SER
CCL18 | CTSB KLK7 ETHE1 0.901

u | 6 KIT CSF1R | KLKS8 Csa 0.901
CCL18 | CTSB THBS4 | ETHE1
15 | C>C6 | C5 KIT VEGFA | CSF1R 0.901
Cbha CCL18 CTSB ETHE1 '
6 | CSF1R LTF Cha CCLI8 | 001
CTSB | THBS4 KLK7 ETHE1 '
7 | 6P KIT VEGFA | CSFIR | KLKS8 0.901
CCL18 | CTSB THBS4 | ETHE1 '
s | 0 VEGFA CSF1R | Cba CCLI8 | 001
CTSB | THBS4 KLK7 ETHE1 '
1o | C5-C6 VEGFA CSF1R | Cba CCLI8 | 001
CTSB | THBS4 KLK7 ETHE1 '
50 | €5 CSF1R ALPL Cha CCLI8 | 000
CTSB | TFPI KLK7 ETHE1 '
91 | €5 KIT VEGFA | CSF1R | Cbka 0.900
CCL18 | CTSB THBS4 | ETHE1 '
9 | C5-C6 [ KIT VEGFA | CSF1R | Cbka 0.900
CCL18 | CTSB KLK7 ETHE1 '
93 | C5-C6 | CSFIR LTF Cha CCL23 | 900
CCL18 | CTSB KLK7 ETHE1 '
o1 PLAT | C5 KIT CSFIR [ KLKS [ o
Cbha CCL18 CTSB ETHE1 '
o5 | C5 CSF1R LTF Cha CCLI8 | 000
CTSB | TFPI KLK7 ETHE1 '
9 | CP CSF1R LTF KLKS8 Csa 0.900
CCL18 | CTSB KLK7 ETHE1 '
o7 | C5 KIT CSF1R | LTF Csa 0.900
CCL23 | CTSB THBS4 | ETHE1 '
o | C5-C6 | Ch VEGFA | CSF1R | Cbka 0.900
CCL18 | CTSB THBS4 | ETHE1
59 | C5-C6 [ C5 KIT CSF1R | Cbka 0.900
CCL18 | CTSB THBS4 | ETHE1
50 | €5 CSF1R LTF Cha CCLI8 | 000
CTSB | KLK7 IL11RA | ETHE1 '
4 | C>C6 [ C5 KIT CSF1R | LTF 0.900
Cbha CCL18 CTSB ETHE1
439 | C5 CSF1R LTF Cha CCLI8 | 000
CTSB | KLK7 HAMP | ETHE1 '
43 | C5 KIT CSF1R | ALPL Csa 0.900
CCL18 | CTSB KLK7 ETHE1 '
a1 | CB CSF1R LTF MMP7 | Cbka 0.900
CCL18 | CTSB KLK7 ETHE1 '
g5 | C5-C6 [ KIT VEGFA | CSF1R | Cbka 0.900
CCL18 | CTSB THBS4 | ETHE1 '
36 | P KIT CSF1R | LTF Csa 0.900
CCL23 | CCL18 CTSB ETHE1 '
47 | C5 KIT VEGFA | CSFIR | KLKS8 0.900
Cbha CCL18 CTSB ETHE1 '
48 | P LTF Cha CCL23 | CCLI8 [ /o
CTSB | THBS4 KLK7 ETHE1 '
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58 CO KIT CCL23 ACY1l CKB-CKM 0.839 59 KIT APOA1l LBP CKB-CKM HI NT1 0. 839 60
| L12A-1L12B KIT APOA1 ACY1l CKB-CKM 0. 839 61 C5 KIT APOA1 CDK5- CDK5SR1 HAMP
0. 839 62 WO 2K12I02&8POA1 CDK5- CDKS5R1 HI NT1 0. 839 63 C9 Kl TPCKNMSAROAL75GCL23
0.839 64 C9 C5 KIT APOAL CDK5-CDK5R1 0.839 65 C5 KIT LBP CDKS5- CDK5R1

CKB- CKM 0. 839 66 Kl TrdM0AD -OfbR3nkBPrOSBrRNbEs ggge 67 KI T APOAL CCL23 LBP

C5 KI'T APOAL ACY1

CKB- CKM 0. 839 68 KI'T APOATL aqqg—;ké\p—z ACYT CRB-CRM UT @3B AT |
FSTL3 0. 838 ’;5,’9 Coslde I IATHATZB [ CSFIR | KLKS | Cha 0,900
CCL18 | CTSB KLK7 ETHE1 '
10 PLAT | C5 CSF1R | ALPL Csa 0.900
CCL18 | CTSB KLK7 ETHE1 '
41 | €5-C6 | CSFIR LTF Cha CCLI8 [ (900
CTSB | THBS4 KLK7 ETHE1
10 | C5 KIT LTF Cha CCLI8 | ¢q9
CTSB | KLK7 HAMP | ETHE1 '
13 | C5 KIT CSF1R | Cba CCLI8 | ¢q9
CTSB | THBS4 INSR ETHE1
1 | G5 KIT VEGFA | CSF1R | Cbka 0.899
CCL18 | CTSB KLK7 ETHE1 '
15 | CP KIT CSF1R | ALPL Csa 0.899
CCL18 | CTSB IL11RA | ETHE1 '
16 | CP CSF1R ALPL Cha CCL23 | <q9
CCL18 | CTSB KLK7 ETHE1 '
17 | G5 CSF1R Cha CCL23 | CCLI8 |/ oo
CTSB | THBS4 KLK7 ETHE1 '
1 | CP CSF1R Cha CCLI8 [ CTSB [ ¢o0
THBS4 | KLK7 HAMP | ETHE1 '
19 | €5 CSF1R ALPL Cha CCLI8 | ¢q9
CTSB | KLK7 HAMP | ETHE1 '
= | P KIT CSF1R | LTF CCL23 | <o
CCL18 | CTSB THBS4 | ETHE1 '
= | C5 KIT LTF KLKS8 Csa 0.899
CCL18 | CTSB KLK7 ETHE1 '
= | C5-C6 [ C5 CSF1R | ALPL Csa 0.899
CCL18 | CTSB KLK7 ETHE1 '
=5 | C5 CSF1R ALPL Cha CCLI8 | ¢q9
CTSB | KLK7 IL11RA | ETHE1 '
=, | C5 VEGFA CSF1R | Cba CCL23 [ 1 4o9
CCL18 | CTSB KLK7 ETHE1
= | C5 CSF1R LTF Cha CCL23 | <q9
CCL18 | CTSB THBS4 | ETHE1 '
=g | C>-C6 [ CSFIR MMP7 | Cba CCLI8 | ¢q9
CTSB | KLK7 HAMP | ETHE1 '
= | C5 CSF1R MMP7 | Cba CCLI8 | ¢q9
CTSB | THBS4 KLK7 ETHE1 '
=g | C5 KIT CSF1R | Cba CCLI8 | ¢q9
CTSB | ACP5 THBS4 | ETHE1 '
= | C5 KIT CSF1R | MMP7 | C5a 0.899
CCL18 | CTSB THBS4 | ETHE1 '
o | €° KIT CSF1R | LTF Csa 0.899
CCL18 | CTSB TEPI ETHE1 '
6 | P KIT LTF Cha CCL23 | <q9
CCL18 | CTSB THBS4 | ETHE1 '
6o | C>-C6 PLAT C5 KIT CSFIR | ) ¢o9
Cbha CCL18 CTSB ETHE1 '
63 PLAT | C5 CSF1R | LTF Csa 0.899
CCL18 | CTSB KLK7 ETHE1 '
61 | P CSF1R MMP7 | Cba CCLI8 | ¢q9
CTSB | KLK7 HAMP | ETHE1 '
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KIT APOAL1 CCL23 0.838 71 KIT APOAL ACY1l FSTL3 CKB-CKM 0. 838 72 C5 KIT APOAl
ENTPD1 CKB-CKM 0.838 73 C9 C5 KIT CCL23 CKB-CKM 0. 838 74 C5 APOAl1 SERPI NF2

CDK5- CDKSRO 20KB2CKM 0. 838 75 C9 C5 KI'T CKB-CKM HI NT1 O.

888/URBV1IKI0F7SGKM APOAL

LBP CDK5- CDKSRL 0.838 77 C9 KI T APOAL CCL23 ACYL 0.838 78 KI T APOAL ACY1
CKB- CKM HI NT1 0. 838 ia%lJlle—’Lc&%%dﬁr&ﬂ%Be%M 0838 80 C5 KIT SERPI NF2
CKB-CKM 0. 838 811565

838 82 C5 KIT

CDK5- CDK5R1 k& T CCLZ23CRB-CRM HIgNT ATEE
CCL23 ACY1 CD&?@FGH CSFIR KLKS | Cha CCLB | 500
CCL18 | CTSB KLK7 | ETHE1 '
6 | €2 C5 CSF1R | LTF Csa 0.899
CCL18 | CTSB KLK7 | ETHE1
o7 | C5 VEGFA CSF1R | MMP7 | C5sa 0.899
CTSB | KLK7 IL11RA | ETHE1 '
6 | C° KIT CSF1R | LTF KLKS [ o
Cbha CCL18 CTSB | ETHE1 '
60 PLAT | C5 KIT VEGFA | CSFIR 0.899
Cbha CCL23 CTSB | ETHE1 '
-0 | €5 KIT CSF1R | Cba CCLI8 | ¢q9
CTSB | TFPI THBS4 | ETHE1 '
7 | €3-C6 [ KIT CSF1R | Cba CCL23 | <q9
CCL18 | CTSB THBS4 | ETHE1 '
- PLAT | C5 KIT CSF1R | LTF 0.899
Cbha CCL18 CTSB | ETHE1 '
3 | C5-C6 PLAT C5 CSF1R | Cbka 0.899
CCL18 | CTSB THBS4 | ETHE1 '
-1 | €5 CSF1R MMP7 | ALPL Csa 0.899
CCL18 | CTSB KLK7 | ETHE1 '
- | C5 KIT CSF1R | Cba CCLI8 | ¢q9
CTSB | KLK7 HAMP | ETHE1 '
- | CP KIT CSF1R | LTF CCLI8 | ¢o9
CTSB | TFPI THBS4 | ETHE1 '
- | C5 KIT VEGFA | CSF1R | Cbka 0.899
CCL18 | CTSB IL11RA | ETHE1 '
5 | CP CSF1R MMP7 | KLKS8 Csa 0.899
CCL18 | CTSB KLK7 | ETHE1 '
0 PLAT | C5 CSF1R | Cba CCL23 | <q9
CCL18 | CTSB KLK7 | ETHE1 '
g0 | €5 ALPL KLKS8 Cha CCLI8 [ 1 ¢q9
CTSB | THBS4 KLK7 | ETHE1 '
g1 | C>-C6 [ KIT CSF1R | LTF Csa 0.899
CCL18 | CTSB KLK7 | ETHE1 '
- PLAT | C5 CSF1R | MMP7 | C5a 0.899
CCL18 | CTSB KLK7 | ETHE1 '
g3 | €5 IL12A-IL12B | CSFIR | LTF Csa 0.899
CCL18 | CTSB KLK7 | ETHE1 '
a1 | P KIT CSF1R | ALPL Csa 0.80%
CCL18 | CTSB TEPI ETHE1 '
a5 | B KIT VEGFA | CSF1R | Cbka 0.80%
CTSB | KLK7 HAMP | ETHE1 '
g | C° KIT CSF1R | ALPL CCLI8 | cog
CTSB | TFPI THBS4 | ETHE1 '
7 PLAT | C5 KIT CSF1R | LTF 0.80%
Cbha CCL23 CTSB | ETHE1 '
gy | C>-C6 [ KIT CSF1R | Cba CCLI8 | cog
CTSB | TFPI THBS4 | ETHE1 '
g9 | P VEGFA CSF1R | Cba CCLI8 | coq
CTSB | ACP5 KLK7 | ETHE1 '
90 | €? VEGFA CSF1R | LTF Csa 0.80%
CCL18 | CTSB KLK7 | ETHE1 '
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0.838 83 C5 KIT CCL23 ACY1l CDK5-CDK5R1 0.838 84 C5 KIT APOAL LBP ACY1l 0. 838

85 TIMP1 C5 APOAl CDK5- CDK5R1 CKB- CKM 0. 838 86

| L12A-1L12B KIT APOA1 CCL23

CKB- CKM OW628128217PsMP1 C5 KI' T ACY1l CDK5- CDK5R1 0. 838 88PCI/UsLOi1APGAL LBP
CKB- CKM 0. 838 89 KIT APOA1 SERPI NF2 CDK5- CDK5R1 CKB-CKM 0.838 90 TIMP1 KIT

APOAL CCL23 CKB- OKM£,1338 091 c FheWRded<hBrk BR-GDKS pEBK5R1 CKB- CKM 0. 838 92 C5

KIT APOAL CQEz3 HINTI 0. 838 Qg ki APOAT CCL23CRBT ERMaltidN]
KI'T APOAl CCLgld 5837 TIBR ALPL | Cha CCLI8 | som
CTSB | TFPI THBS4 | ETHE1 '
o | O CSFIR KLKS | Cha CCLI8 | | 20
CTSB | THBS4 KLK7 | ETHE1 '
03 | 5 KIT TTF Cha CCL | som
CCL18 | CTSB KLK7 | ETHE1 '
or | PLAT [C5 KIT CSFIR | Cha 0,203
CCL23 | coLis CTSB | ETHE1 '
o | O VEGFA CSFIR | Cha CCLI8 | | 20
CTSB | KLK7 ESM1 | ETHE1 '
o | 5 KIT CSFIR | Cha CCL23 | | 2os
CCL18 | CTSB THBS4 | ETHE1 '
o | O VEGFA CSFIR | Cha CCLI8 | | 20
CTSB | KLK7 IL11RA | ETHE1 '
os | O VEGFA CSFIR | Cha CCL23 | | 2os
CTSB | THBS4 KLK7 | ETHE1 '
0o | CoC6 | KIT CSFIR | Cha CCLI8 | | 20
CTSB | KLK7 HAMP | ETHE1 '
00 | €©5-C6 [ CSFIR TTF MMP7 | Coa 0,203
CCL18 | CTSB KLK7 | ETHE1

Table 11: Panels of 10 Biomarkers

Markers CV AUC

1 Ch-C6 | Ch VEGFA | CSF1R | KLKS8 0.905
Cha CCL18 CTSB KLK7 ETHE1 ’

9 Ch CSF1R | LTF Cha CCL23 0.904
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’

3 Ch KIT VEGFA | CSF1R | KLKS8 0.904
Cha CCL18 CTSB KLK7 ETHE1 ’

4 Ch-C6 | Ch VEGFA | CSF1R | LTF 0.904
Cha CCL18 CTSB KLK7 ETHE1 ’

5 Ch VEGFA | CSF1IR | MMP7 KLKS8 0.904
Cha CCL18 CTSB KLK7 ETHE1 ’

6 Ch-C6 | KIT VEGFA | CSF1R | MMP7 0.904
Cha CCL18 CTSB KLK7 ETHE1 ’

7 Ch-C6 | KIT VEGFA | CSF1R | KLKS8 0.903
Cha CCL18 CTSB KLK7 ETHE1 ’

3 C5-C6 | VEGFA | CSF1R | MMP7 Cha 0.903
CCL18 | CTSB KLK7 IL11RA | ETHE1 ’

9 Ch VEGFA | CSF1R | KLKS8 Cha 0.903
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’

10 Ch KIT VEGFA | CSF1R | MMP7 0.903
Cha CCL18 CTSB KLK7 ETHE1 ’

1 Ch VEGFA | CSF1IR | MMP7 Cha 0.903
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’

12 Ch KIT CSF1R | LTF Cha 0.903
CCL23 | CCL18 CTSB THBS4 | ETHE1

13 Ch CSF1R | ALPL KLKS Cha 0.903
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
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C5 KIT APOA1L ACY1 0.837 96 C5 KIT LBP ACY1l CKB-CKM 0.837 97 C5 KIT CKM
APOA1 CCL23 0.837 98 C5 KI T CDK5-CDK5R1 CKB-CKM HI NT1 0.837 99 C5 APOAl
CCL23 ACYYOQKR/ZKMNS0. 837 100 C5 KI T APOA1 FSTL3 CKB- CKMPOT8BZ011Datshe 25:
Panel s of 6 Bi omarkers Markers Mean CV AUC 1 C5 CKB-CKM KI T APOA1 ACY1l

CDK5- CDK5R1 0. 860  WR\120142/ 024 795PGT hdS204dvi0d75%0. Tabl e 25 - conti nued
WWN@W%C?CK@CW

from previous
CDK5- CDK5R1 0
CKB- CKM KI T A

0.856 6 TI MP1

TAPOAL CCL23
859 & b Gk CKI i K5-CDK5RL 0.858 4 C5
POAL ©GL23 AGYR @;1&57 5icGor CKBEkM [KI-FP3APOAL CCL23 ACY1
(1}5( - KM USVEGFA | CSFIR MMP7 Cha 0.903
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
16 C5h KIT CSF1R LTF Cha 0.903
CCL23 | CCL18 CTSB KLK7 ETHE1
17 C5h-C6 C5h VEGFA | CSF1R Cha 0.903
CCL23 | CCL18 CTSB KLK7 ETHE1 ’
13 C5h VEGFA | CSF1R MMP7 Cha 0.903
CCL18 | CTSB KLK7 IL11RA | ETHE1 ’
19 C5h-C6 C5h KIT VEGFA | CSF1R 0.902
Cha CCL18 CTSB THBS4 | ETHE1 ’
20 C5h-C6 CSF1R LTF Cha CCL23 0.902
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
91 C5h KIT CSF1R LTF KLKS& 0.902
Cha CCL18 CTSB THBS4 | ETHE1 ’
99 C5h KIT VEGFA | CSF1R KLKS& 0.902
Cha CCL18 CTSB THBS4 | ETHE1 ’
93 C5h KIT CSF1R ALPL KLKS& 0.902
Cha CCL18 CTSB THBS4 | ETHE1 ’
o4 C5h-C6 C5h VEGFA | CSF1R ALPL 0.902
Cha CCL18 CTSB KLK7 ETHE1 ’
95 C5h KIT CSF1R LTF KLKS& 0.902
Cha CCL18 CTSB KLK7 ETHE1 ’
% C5h CSF1R LTF KLKS8 Cha 0.902
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
o7 C5h CSF1R ALPL Cha CCL23 0.902
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
98 C5h-C6 VEGFA | CSF1R MMP7 KLKS& 0.902
Cha CCL18 CTSB KLK7 ETHE1 ’
929 C5h KIT VEGFA | CSF1R Cha 0.902
CCL23 | CCL18 CTSB KLK7 ETHE1
20 C5h KIT CSF1R LTF Cha 0.902
CCL18 | CTSB KLK7 HAMP ETHE1 ’
a1 C5h KIT CSF1R LTF Cha 0.902
CCL18 | CTSB TFPI THBS4 | ETHE1
29 C5h-C6 C5h VEGFA | CSF1R Cha 0.902
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
23 C5h VEGFA | CSF1R KLKS8 Cha 0.902
CCL18 | CTSB KLK7 ESM1 ETHE1 ’
U PLAT C5h VEGFA | CSF1R KLKS& 0.902
Cha CCL18 CTSB KLK7 ETHE1 ’
35 C5h-C6 C5h CSF1R LTF Cha 0.902
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
26 C5h VEGFA | CSF1R Cha CCL23 0.902
CCL18 | CTSB THBS4 | KLK7 ETHE1 ’
a7 C5h KIT VEGFA | CSF1R MMP7 0.902
Cha CCL18 CTSB IL11RA | ETHE1 ’
a8 C5h CSF1R LTF KLKS8 Cha 0.902
CCL23 | CCL18 CTSB KLK7 ETHE1 ’
29 C5h KIT VEGFA | CSF1R KLKS& 0.902
Cha CCL18 CTSB IL11RA | ETHE1 ’
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KIT APOA1 CDK5- CDK5R1 0.856 7 C5 CKB-CKM | L12A-1L12B KIT APOAl CDK5- CDK5R1
0.855 8 C5 CKB-CKM KI' T APOA1l LBP CDK5- CDK5R1 0.855 9 C5 CKB-CKM KI'T APOAl
LBP ACY1 w0.28832105TI MP1 CKB- CKM KI T APOA1 ACY1l CDK5- CDRERIS2018854751d C5

H NT1 KIT APOAl CDK5- CDK5R1 .854 CKB-CKM 0 12 C5 HINT1 KIT APOAl1 CCL23

CKB- CKM 0. 853 13 C5 p519DKERY KL M @E@A&u%gg 0.853 14 C5 CKB-CKM KI T
P—CDK5= CDKSRE O383Bork €

APOA1 SERPI NF

16 KIT CKB-CK
KIT APOAL ACY

BPA-A-4

I‘II I\IIJ. I\I

AEYALTEC
7 C5 CKB

Y1 CKB- CKM 0. 852
-CKM | L12A-1L12B

VI AROALCE BF
146. 8@'% 18 10.902
1 | C? CSF1R | LTF MMP7 | Cba 0.901
CCL18 | CTSB KLK7 IL11RA | ETHE1 |
10 | C5 VEGFA | CSFIR | KLKS8 Cha 0.901
CCL23 | CCL18 | CTSB KLK7 ETHE1
13 | P KIT CSF1R | ALPL KLKS8 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 |
| KT VEGFA | CSFIR | MMP7 | KLKS8 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 |
5 | P KIT CSF1R | LTF KLKS8 0.901
Cbha CCL18 | CTSB IL11RA | ETHE1 |
16 | €-C6 | C5 CSF1R | LTF Cha 0.901
CCL23 | CCL18 | CTSB KLK7 ETHE1
47 | €5-C6 | KIT CSF1R | LTF Cha 0.901
CCL23 | CCL18 | CTSB THBS4 | ETHEL |
15 | C5-C6 VEGFA | CSFIR | KLKS8 Cha 0.901
CCL18 | CTSB THBS4 | KLK7 ETHE1 |
19 PLAT [ C5 KIT VEGFA | CSF1R 0.901
KLK8 | Cbha CCL18 | CTSB ETHE1 |
= | 0 VEGFA | CSFIR | LTF Cha 0.901
CCL18 | CTSB KLK7 IL11RA | ETHE1 |
= | o KIT CSF1R | ALPL Cha 0.901
CCL18 | CTSB TEPI THBS4 | ETHEL |
= | 5 CSF1R | MMP7 | KLKS8 Cha 0.901
CCL18 | CTSB THBS4 | KLK7 ETHE1
= | B CSF1R | LTF KLKS8 Cha 0.901
CCL18 | CTSB TEPI KLK7 ETHE1
=1 | B CSF1R | LTF MMP7 | Cba 0.901
CCL18 | CTSB THBS4 | KLK7 ETHE1
= | C5 CSF1R | ALPL KLKS8 Cha 0.901
CCL18 | CTSB TEPI KLK7 ETHE1
= | &0 KIT VEGFA | CSF1R | LTF 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 |
=7 | C5-C6 | C5 VEGFA | CSF1R | Cba 0.901
CCL18 | CTSB ACP5 KLK7 ETHE1 |
£ PLAT [ C5 KIT CSF1R | KLKS8 0.901
Cbha CCL18 | CTSB THBS4 | ETHEL |
= | 5 CSF1R | MMP7 | Cba CCLI8 [ ooy
CTSB | THBS4 | KLK7 HAMP | ETHE1 |
o | €-C6 | KIT CSF1R | LTF Cha 0.901
CCL18 | CTSB KLK7 HAMP | ETHE1 |
61 PLAT [ C5 KIT VEGFA | CSF1R 0.901
Cbha CCL18 | CTSB THBS4 | ETHEL |
6 | Co-C6 VEGFA | CSFIR | LTF Cha 0.901
CCL18 | CTSB THBS4 | KLK7 ETHE1 |
63 | 0 VEGFA | CSFIR | LTF Cha 0.901
CCL23 | CCL18 | CTSB KLK7 ETHE1 |
61 | 0 CSF1R | ALPL Cha CCL18 [ ooy
CTSB | TFPI THBS4 | KLK7 ETHE1 |
¢ | Co-C6 [ KIT VEGFA | CSF1R | Cba 0.901
CCL18 | CTSB THBS4 | KLK7 ETHE1 |
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APOA1l 0.852 19 C5 CKB-CKM | L12A-1L12B KIT APOA1 CCL23 0.852 20 C5 CKB- CKM
KIT APOAL SERPI NF2 ACY1 0.851 21 C5 CKB-CKM KI T APOA1l CDK5- CDK5R1 FSTL3

0. 851 22 WDROOKBITWRKM APOAL1 CCL23 ACY1l CDKS5- CDK5R1 0. 851 PR3/US1TKBISGKM KI T
APOA1 CCL23 ACY1 0.851 24 TIMP1 CKB-CKM C5 KIT APOA1 ACY1 0.851 25 G5

CDK5- CDK5R1 KIT

CDK5- CDK5R1 0

2012/ 021795P
Mar ker s Mean
CKB- CKM C5 K

B, CKM APO
RERLATIEN

Al CCL23 ACY1
P 0.851 WO

evi ous page
5R1 0.850 29 TI MP1

7 Utd@tl@é 4@:570 'W@TZ%SF@UF rom pr
OV AUG;:28 [GaCIGKB{ CKivEKI [Tk APDA] FAGYL - CDK
I AGYds5 OK [IDKOIRTSY1109ULHU  Co Momisr UKV KT
o7 Cbha CCL18 | CTSB KLK7 ETHE1 0-901
68 C5-C6 [ C5 VEGFA | CSF1R | Cha 0.901
CCL23 | CCL18 | CTSB THBS4 | ETHE1
69 PLAT | C9 O5) KIT VEGFA 0.901
CSF1R | KLKS8 CCL18 | CTSB ETHE1 ’
70 Ch-C6 | PLAT O5) VEGFA [ CSF1R 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 ’
71 PLAT | C5 VEGFA | CSF1R | MMP7 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 ’
7 C5-C6 [ C5 CSF1R | LTF KLKS 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 ’
7 C5-C6 [ C5 KIT VEGFA [ CSF1R 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 '
74 C5-C6 [ C5 KIT VEGFA [ CSF1R 0.901
Cbha CCL23 | CCL18 | CTSB ETHE1 ’
75 C5-C6 [ C5 VEGFA | CSF1R | KLKS8 0.901
Cbha CCL18 | CTSB THBS4 | ETHE1 ’
76 C5-C6 | KIT VEGFA | CSF1R | Cha 0.901
CCL23 | CCL18 | CTSB THBS4 | ETHE1 ’
7 O5) VEGFA | CSFIR | LTF KLKS 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 '
78 O5) CSF1R | LTF Cbha CCL18 0.901
CTSB | TFPI THBS4 | KLKY ETHE1
79 O5) KIT CSF1R | LTF Cbha 0.901
CCL18 | CTSB THBS4 | KLKY ETHE1
80 C5-C6 [ C5 KIT VEGFA [ CSF1R 0.901
KLK8 | Cba CCL18 | CTSB ETHE1 ’
81 O5) KIT CSF1R | MMP7 | Cbha 0.901
CCL18 | CTSB KLK7 HAMP [ ETHE1
39 O5) CSF1R | LTF MMP7 | Cba 0.901
CCL18 | CTSB KLK7 HAMP [ ETHE1 ’
33 O5) KIT VEGFA | CSF1R | Cha 0.901
CCL18 | CTSB KLK7 HAMP [ ETHE1 ’
84 O5) VEGFA | CSFIR | ALPL KLKS 0.901
Cbha CCL18 | CTSB KLK7 ETHE1 ’
35 O5) CSF1R | LTF MMP7 | Cba 0.900
CCL23 | CCL18 | CTSB KLK7 ETHE1
36 C5-C6 | KIT VEGFA | CSF1R | Cha 0.900
CCL18 | CTSB KLK7 HAMP [ ETHE1 ’
87 C5-C6 | KIT CSF1R | LTF Cbha 0.900
CCL23 | CCL18 | CTSB KLK7 ETHE1 ’
38 Ch-C6 | PLAT O5) KIT VEGFA 0.900
CSF1R | Cbha CCL18 | CTSB ETHE1 ’
89 O5) VEGFA | CSFIR | KLKS8 Cbha 0.900
CCL18 | CTSB KLK7 IL11RA | ETHE1 ’
90 O5) CSF1R | ALPL KLKS Cbha 0.900
CCL23 | CCL18 | CTSB KLK7 ETHE1 '
91 O5) KIT VEGFA | CSF1R | KLKS8 0.900
Cbha CCL18 | CTSB TFPI ETHE1 ’
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APOA1 CCL23 LBP 0.850 31 C9 ACY1l KIT CKM APOA1 CCL23 0.850 32 TI MP1

CDK5- CDK5R1 C5 KI'T APOA1 ACY1 0.850 33 C5 CDK5- CDK5R1 KI' T APOAL CCL23 ACY1
0. 850 34 WOPROOKBITWEKM APOA1 CCL23 LBP ACY1l 0.850 35 C5 EKBASEM1APGAL CCL23
ACY1 CDK5- CDK5R1 0.850 36 C5 CDK5-CDK5R1 KI'T CKM APOA1 CCL23 0.849 37 C5

CKB- CKM KI'T LBP ACYIT{pK91 CDEaitnudl 4% 38edibidPa

ACY1 CDK5- CDK

| L12A-11L12B
ACY1 FSTL3 0.

ﬁmmﬁmmﬁ_m?_ﬁﬁ

12B CKB- CKM KI' T APOA1
CDK5R1 0. 849 40

Vavouse:

- QR KT WW@?@Q@@WW
82?% 420109 |GHBICKMAKIPE APQAL, COERBRCOKE2EDKER1
93 PLAT C5h CSF1R ALPL Cha 0.900
CCL18 | CTSB THBS4 KLK7 ETHE1 ’
94 C5h KIT VEGFA | CSF1R Cha 0.900
CCL23 | CCL18 CTSB THBS4 ETHE1
95 C5h VEGFA | CSF1R MMP7 ALPL 0.900
Cha CCL18 CTSB KLK7 IL11RA ’
96 PLAT C5h CSF1R LTF Cha 0.900
CCL23 | CCL18 CTSB KLK7 ETHE1 ’
97 C5h VEGFA | CSF1R LTF MMP7 0.900
Cha CCL18 CTSB KLK7 IL11RA ’
98 C5h CSF1R LTF Cha CCL18 0.900
CTSB KLK7 HAMP IL11RA | ETHE1 ’
99 C5h-C6 KIT VEGFA | CSF1R MMP7 0.900
Cha CCL18 CTSB IL11RA | ETHE1 ’
100 C5h-C6 C5h KIT CSF1R LTF 0.900
Cha CCL18 CTSB KLK7 ETHE1
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0.849 43 KIT CKB- CKM APOA1 CCL23 LBP CDK5- CDK5R1 0.849 44 C9 CKB-CKM C5
KIT APOAL ACY1l 0.849 45 C5 CDK5-CDK5R1 KI'T CKM APOAl1 LBP 0.849 46 C5

CKB- CKM WO 202UR23879ACY1 CDKS5- CDKSR1 0. 849 47 C5 CKB- CKM RCT/UARQAD4BERPI NF2
CCL23 0.848 48 C9 CKB-CKM C5 KI'T APOA1 CDK5-CDK5R1 0.848 49 C5 HINT1 KIT

APOA1

QT okl eIAARL KON Bt clBRITKEHS dhy bl oMM K¥ I aadl

848 53 C5 CKB-CKM I 112A-1112B KIT APQA]

CDK5- CDK5R1 Q

LBP

2 0.848 51
KIT CCL23
0.848 WO

2012/ 021795PC

PVi OUS page

Mar ker s Mean

T/ 1US2011/ 047570 Tahl e 25 PangdPidenyad from prd
cvHepasker s [kl kMm@ 1 6 | 7 | 8 | 9 [ 10
ACP5 35 | 35 | 40 | 54 | 58 60 54 59
ACY1 7 5 2 0 1 0 0 0
AHSG 18 15 3 0 0 0 0 0
ALPL 28 | 69 | 109 | 146 | 171 [ 179 178 190
APOA1 89 [ 48 | 22 13 5 3 7 9
APOE 5 1 0 0 0 0 0 0
BMP6 5 1 0 0 0 0 0 0
C2 156 | 106 | 100 | 64 | 48 41 47 66
O5) 256 | 373 | 600 | 731 | 777 | 806 | 819 [ 808
Cba 153 | 370 | 552 | 641 | 751 | 862 | 920 | 958
C5-C6 45 |1 92 | 103 | 114 [ 134 | 175 | 217 | 287
C9 58 [ 119 | 109 | 91 73 74 67 71
CCL18 119 | 157 | 284 | 459 | 605 [ 694 | 807 | 893
CCL23 23 | 35| 30 | 26 | 26 23 17 17
CCL23 45 | b7 | 65 | 94 | 115 [ 152 158 182
CDK5-CDKb5R1 12 19 19 12 11 14 16 16
CKB-CKM 14 7 1 1 0 0 0 0
CKM 6 0 0 0 0 0 0 0
CRP 65 0 0 0 0 0 0 0
CSF1R 98 | 74 | 131 | 266 | 442 | 671 810 | 913
CTSB 586 | 963 [ 990 | 995 | 999 | 1000 | 1000 [ 1000
ENTPDI1 4 6 2 0 0 0 0 0
ESM1 14 | 13 16 17 | 14 17 27 30
ETHE1L 118 | 237 | 403 | 613 | 778 | 870 | 923 | 955
FCGR3B 34 | 14 5 2 1 0 0 0
FGFR3 13 10 11 14 | 10 16 11 8
FSTL3 9 4 1 0 0 0 0 0
GDF11 29 | 43 | 31 20 17 20 19 20
GFRA1 10 4 0 0 0 0 0 0
HAMP 93 | 202 ] 239 | 218 | 193 [ 166 154 131
HINT1 14 1 19 14 |1 14 | 14 10 8 10
IDUA 4 3 1 0 0 0 0 0
IL11RA 58 | 78 | 69 | 68 | 73 7T 109 150
IL12A-1112B 18 15 10 13 10 11 13 13
IL18R1 7 1 0 0 0 0 0 0
IL1IRL1 17 | 10 3 0 0 0 0 0
INSR 21 26 | 24 | 27 | 44 42 49 44
KIT 63 | 142 | 202 | 251 | 306 | 348 | 392 | 445
KLK3-SERPINA3 | 18 12 2 0 0 0 0 0
KLK7 89 | 127 | 231 | 317 | 410 | 511 606 | 714
KLKS 19 | 27 | 40 | 59 | 90 137 | 205 | 294
KLKB1 12 7 1 0 0 0 0 0
LBP 22 | 21 5 0 0 0 0 0
LTF 30 | 66 | 106 | 161 | 202 [ 252 | 310 | 347
MCM2 6 4 0 0 0 0 0 0
MDK 14 3 0 0 0 0 0 0
MMP7 56 | 42 | 56 | 73 | 97 [ 130 194 | 270
MRC1 19 4 3 1 0 0 1 0
NID1 7 2 0 0 0 0 0 0
NID2 7 0 0 0 0 0 0 0
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APOA1 CCL23 LBP 0.848 55 TIMP1 HINT1 C5 KIT APOAl . 848 CKB-CKM 0 56 C9
CKB- CKM C5 KI'T APOA1 CCL23 0.848 57 KIT CKB-CKM APOA1 CCL23 LBP ACY1l O0.3848
58 KI' T CRBOCKN/APBAL SERPI NF2 ACY1l CDKS5- CDK5R1 0. 848 59 PTIrNB201TKBISGKM C5
KIT CCL23 CDK5- CDK5R1 0.848 60 C9 CDK5- CDK5R1 KI T CKM APOA1 ACY1l 0. 848 61

C9 CKB- CKM C5 KI T CGhie AGYL cOnBhdebB ol w&lg}g@}zg@ﬂ KI T APOAL CCL23

CDK5- CDK5R1 0 840 0B T CRB-CRMTAROAL ¢ CCL CIRSFGERHR1L 0. 847 64 C5
CKB- CKM | L12A-I CIZRPK T APOAL GCL232 T. 84 Q)b UQ u«tg» CRMT1.12A-1L12B KI' T
CCL23 CDK5- CKSRI PP AG47 66 Kl 5CRBoLKNbAPOAL AGYT 165 | 177
SERPINA5S 5 0 0 0 0 0 0 0
SERPINF2 5 3 3 0 0 0 0 0
SGTA 3 2 1 0 0 0 0 0
TFPI 100 60 [ 51 | 46 | 57 [ 70 91 111
THBS2 4 0 0 0 0 0 0 0
THBS4 66 | 110 | 146 | 193 | 243 [ 276 | 334 | 354
TIMP1 22 | 2 0 0 0 0 0 0
TNFRSF18 8 9 3 0 1 3 2 2
TNFRSF1B 20 | 12 | 8 6 4 1 0 0
TOP1 6 3 0 0 0 0 0 0
VEGFA 16 | 33 [ 47 [ 51 | 75 | 142 | 268 | 455
VEGFC 5 4 2 1 0 0 0 0

Table 13: Analytes in ten marker classifiers

CTSB Cbha
ETHE1 | CSFIR
CCL18 O5)

KLK7 | VEGFA

KIT THBS4
LTF
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CDK5- CDK5R1 FSTL3 0.847 67 C5 HI NT1 KIT APOAL CCL23 CKB-CKM 0. 847 68 C5
CDK5- CDK5R1 KI' T CKM APOA1 ACY1 0.847 69 C5 CDK5-CDKSR1 | L12A-1L12B KI'T
APOAl1l CCIWw0 20128277930 TI MP1 CKB- CKM KI T APOA1l LBP CDK5- CPKSRB2@1.18475701 C5
CDK5- CDK5R1 KI' T APOA1l LBP ACY1 0.847 72 Tl MP1 CKB— CKM KI' T APOAl1 CDK5- CDK5R1

o Rl SR kpstischat erle e Tro 11

ég%ég% %%&6 C5 CDK5- CDK5R1 KI'T APOAl CCL23 LBP 0.847 77 C9
- M APOA1 CCL23 0.847 78 TIMP1 CKB-CKM KI T APOA1 LBP ACY1l

0. 847

Eathind SeksrehamiNg '

Biomarker Le Ld o o4

CSF1R 10.712 | 10.995 | 0.398 | 0.399
CTSB 8.836 9.398 | 0.287 | 0.621
IL1RL1 9.702 | 10.189 | 0.533 | 0.780
GDF11 8.889 8.578 | 0.291 | 0.379
ETHE1 7.373 7.443 | 0.119 | 0.121
CCL23 8.795 8.975 | 0.312 | 0.329
FGFR3 6.992 7.166 | 0.178 | 0.225
KIT 9.770 9.623 | 0.287 | 0.318
FSTL3 8.787 9.029 | 0.290 | 0.374
THBS2 7.481 7.922 | 0.270 | 0.633
SERPINE?2 9.264 9.175 | 0.115 | 0.162
TNFRSF1B 10.748 | 11.028 | 0.380 | 0.452
TNFRSF18 12.308 | 12.279 | 0.139 | 0.168
BMP6 7.958 8.138 | 0.142 | 0.239
GFRA1 7.324 7.465 | 0.182 | 0.200
CRP 11.965 | 12.304 | 0.735 | 0.233
SERPINA5 10.309 | 10.101 | 0.300 | 0.419
KLKBI1 11.802 | 11.666 | 0.159 | 0.211
APOE 8.081 8.314 | 0.406 | 0.656
SFRP1 7.096 7.219 | 0.221 | 0.309
C2 11.506 | 11.611 | 0.100 | 0.132
CKM 7.313 7.192 | 0.154 | 0.116
TFPI 10.179 | 10.490 | 0.261 | 0.352
INSR 8.480 8.633 | 0.224 | 0.255
NID2 8.595 8.806 | 0.213 | 0.384
HAMP 10.424 | 11.079 | 0.788 | 0.617
MDK 8.034 8.495 | 0.570 | 0.578
CDK5-CDK5RI1 6.937 6.994 | 0.108 | 0.111
NID1 9.771 9.941 | 0.213 | 0.357
VEGFC 7.454 7.540 | 0.118 | 0.126
C9 11.911 | 12.076 | 0.234 | 0.233
LTF 10.120 | 9.870 | 0.442 | 0.419
IL12A-IL12B 7.311 7.273 | 0.052 | 0.057
Ch 9.485 9.603 | 0.119 | 0.143
IL18R1 7.643 7.845 | 0.186 | 0.475
CCL18 11.320 | 11.616 | 0.477 | 0.398
VEGFA 8.532 8.601 | 0.170 | 0.134
IDUA 8.428 8.694 | 0.366 | 0.558
TOP1 6.892 6.842 | 0.088 | 0.091
Ch-C6 6.506 6.593 | 0.133 | 0.144
TIMP1 9.815 | 10.148 | 0.264 | 0.430
Cha, 11.354 | 11.606 | 0.254 | 0.246
THBS4 10.013 | 9.794 | 0.359 | 0.400
ENTPDI1 7.225 7.299 | 0.110 | 0.103
LBP 9.102 9.489 | 0.439 | 0.548
KLK3-SERPINA3 | 9.034 9.287 | 0.353 | 0.422
MCM2 7.794 7.975 | 0.226 | 0.359
SGTA 5.920 5.883 | 0.060 | 0.079
ESM1 9.715 9.919 | 0.330 | 0.476
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79 C5 ACY1l KIT CKM APOA1 CCL23 0.847 WD 2012/021795PCT/ US2011/ 047570
Tabl e 25 - continued from previ ous page Markers Mean CV AUC 80 TI MP1
CKB- CKM GBORDIR/APBAL CCL23 0.847 81 C5 HI NT1 APOAl CCL2BCTMIS201TDKGRL
CKB- CKM 0. 847 82 C9 HINT1 C5 KIT CKM APOA1 0.847 83 TIMP1 CKB-CKM C9 KI T

APOAL CDK5- CDK5RL 0.844. 84 Jggﬁln.%go%5&0g§gggg APOAL CCL23 0.846 85 C9

CKB- CKM KI T APOAl CBRSLGRKSRT AV 07840, 8 £5 CREB-QKM KI' T CCL23 LBP
CDK5- CDK5R1 0. 846 8P ATMPTI CRB- CRVITY K$3F B 1CGORS20DKSR1L 0. 846 88
| L12A-1 L12B CKB- CKMKKIKT APOAT CCIs232 CORMCDKRRI @W3346 89 TI MP1 CDK5- CDK5R1
C5 KIT CKM APOAL 0845290 C5 CRBZGBM[KS do7APUAS [ACEE

ACP5 10.198 | 10.436 | 0.292 | 0.343

NRP1 8.832 | 9.047 | 0.243 | 0.256

MMP7 9.084 | 9.574 [ 0.437 | 0.706

ACY1 9.808 | 10.411 | 0.628 | 0.919

ALPL 10.577 | 10.290 | 0.377 | 0.417

IL1IRA 7312 | 7.213 [ 0.110 | 0.107

APOA1 9.701 | 9.480 | 0.171 | 0.295

CKB-CKM 7506 | 7.025 | 0.653 | 0.479

KLKS 7361 | 7.421 | 0.100 | 0.178

AHSG 11.914 | 11.826 | 0.133 | 0.167

HINT1 5.835 | 5.793 | 0.086 | 0.104

MRC1 9.628 | 9.995 [ 0.370 | 0.490

FCGR3B 10.920 | 11.145 | 0.255 | 0.269
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HAMP 0. 846 91 TIMP1 CKB-CKM C5 KIT APOA1 CCL23 0.846 92 C9 HINT1 C5 KIT
APOA1 CKB-CKM 0.846 93 C5 HINT1 I L12A-1L12B KIT APOAl .846 CKB-CKM 0 94 C5
FSTL3 KI WOR0R102K0¥1 . 846 CDK5- CDK5R1 0 95 C9 CDK5- CDKSRECTATH2M1/D4753AD AL
CCL23 0.846 96 C5 ACY1l KIT CKM APOA1l LBP 0.846 97 CO9 CDK5- CDK5R1 KI T CKM
APOA1l LBP 0.846 98 KIT CKB- CKM APOAl LBP CDK5- CDKS5R1 HAMP 0. 846 99 C5
CKB- CKM KI T APOA1 CCL23 SERPINF2 0.846 100 C9 CKB-CKM C5 | L12A-1L12B KIT

B A T A SR e T

7 AUC
1 | CTSB 0.791
2 | CTSB | Cha 0.853
3 | CTSB | C5a | C5 0.880
1 | CTSB | Cha | C5 | CCL13 0.890
5 | CTSB | Cha | C5 | CCLI8 | CSFIR 0.895
6 | CTSB | Cha | C5 | CCLI8 | CSFIR | KLK7 0.895
7 | CTSB | Cha | C5 | CCLIR | CSFIR | KLK7 | ETHEL 0.906
8 | CTSB | Cha | C5 | CCLIR | CSFIR | KLK7 | ETHEL | C5-C6 0.902
9 | CTSB | C5a | C5 | CCL18 | CSFIR | KLK7 | ETHEL | C5.C6 | KLKS 0.903
10 | CTSB | C5a | C5 | CCLI8 | CSFIR | KLK7 | ETHEL | C5-C6 | KLKS | VEGFA | 0.913

Table 16: Calculations derived from training set for naive
Bayes classifier.

Biomarker | . fa 2 94 | plelz) | p(dz) | In(p(d]z)/p(c|2))
CSFIR 10.712 | 10.995 | 0.398 | 0.399 | 10.751 | 0.997 | 0.831 -0.182
CTSB 8836 | 9398 | 0.287 | 0.621 | 9.036 | 1.091 | 0.542 -0.700
CCLIg 11.320 | 11.616 | 0.477 | 0.398 | 11.658 | 0.651 | 0.996 0.425
KLK7 8322 | 7.989 | 0.321 | 0.391 | 8.048 | 0.862 | 1.009 0.158
VEGFA 8532 | 8601 | 0.170 | 0.134 | 8.687 | 1.554 | 2.425 0.445
ETHEL 7373 | 7443 | 0.119 | 0.121 | 7.313 | 2.932 | 1.845 -0.463
C5-C6 6506 | 6593 | 0.133 | 0.144 | 6.349 | 1.490 | 0.662 0.811
Cha 11.354 | 11.606 | 0.254 | 0.246 | 11.400 | 1.547 | 1.139 -0.306
KLKS 7361 | 7421 | 0.100 | 0.178 | 7.420 | 3.344 | 2.237 -0.402
C5h 9485 | 9.603 | 0.119 | 0.143 | 9.306 | 1.084 | 0.324 1.207
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KIT CKB- CKM APOA1 CCL23 ACY1 0.863 WO 2012/021795PCT/ US2011/ 047570 Tabl e

26 -

continued from previ ous page Markers Mean CV AUC 3 TI MP1l CDK5- CDK5R1

C5 CKB- CKWDRDIR/APOAL ACY1 0.863 4 C5 FSTL3 KI T CKB- CKMPAPAA20IACGYTS70
CDK5- CDK5R1  0.861 5 C5 CDK5- CDK5R1 KI' T CKB- CKM APOA1 LBP ACY1 0.861 6 C5
CDK5- CDK5R1 KI' T CKB- CKM APOA1 SERPI NF2 ACY1 0. 860 7 C5 CDK5- CDK5R1

| L12A-1L12B CKB-CKM KI T APOA1 ACY1l 0.860 8 C5 CDK5-CDK5R1 | L12A-11L12B

23 LBP

561

<IT HI NTl APOA1

0. 650 LHODLS dgks- iRl s 4oL etIstasy At Ul A TrEtEe
CDKS - COK Rl cth DEKB] CMobPPA1o18TLP3 R:BR 102859 Ch1 65 | sy IiiM
CCL23 5= am%TésU 859137 Tt TT% CIPKS= C"M\Sf‘zf?)w CKB- u'\|V| KT
0. 859
GENDER F 59 70
M 56 73 8.02e-01
AGE Mean | 57.6 68.6
SD 13.7 9.7 8.98e-12

POA1 CCL23

136



14 C5 ACY1 KIT CKB- CKM APOA1 CCL23 LBP 0.859 15 C5 CDK5- CDK5R1 | L12A-1L12B
CKB- CKM KI T APOA1 CCL23 0.858 16 TI MP1 CDK5- CDK5R1 C5 CKB- CKM KI T APOAl
CCL23 0. 886 20i2/2579€KB- CKM KI T HI NT1 APOAl CCL23 ACY1l 0. 863/UB201TH4730CY 1

| L12A-11L12B CKB- CKM KI T APOA1 CCL23 0. 858 19 C5 CDK5- CDK5R1 KI T CKB- CKM
APOA1 SERPI NF2 CCL23 0.858 20 C5 HAMP KI T CKB- CKM APOA1 ACY1l CDK5- CDK5R1
0.857 21 C9 CDK5- CDK5R1 KI'T CKB- CKM APOA1 CCL23 ACY1l 0.857 22 C5 ACY1 KIT

| L1oA | L1 ADTCaddh & s BipRipike st

NFgogt@l P3c@s 888 26 C5 ACY

25 C5 ACY1

LT

KlomagkB

- CRiVFAPG
1D

AlireGERP

C5-C6

P01031
P13671

Up

immune system process

regulation of immune system process
proteolysis

response to stress

regulation of cell death

signaling

regulation of signaling pathway

O5)

P01031

Up

immune system process

regulation of immune system process
proteolysis

response to stress

signaling

regulation of signaling pathway

VEGFA

P15692

Down

immune system process

regulation of immune system process
response to stress

regulation of cell death

signaling

regulation of signaling pathway

CSF1R

P07333

Up

cell proliferation
signaling process
signaling

KLKS

060259

Up

proteolysis
response to stress
cell proliferation

Cbha,

P01031

Up

immune system process

regulation of immune system process
proteolysis

response to stress

signaling

regulation of signaling pathway

CCL18

P55774

Up

immune system process
response to stress

cell communication
signaling process
signaling

CTSB

PO7858

Up

proteolysis
response to stress
regulation of cell death

KLK7

P49862

Down

proteolysis

ETHE1

095571

Up
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APOA1l CCL23 SERPINF2 0.856 27 C9 CCL23 C5 CDK5- CDK5R1 KI' T CKM APOAl 0. 856
28 | L12A-1L12B CDK5- CDK5R1 KI T CKB- CKM APOAl1 LBP ACY1l 0.856 WO

2012/ 021 NSBRCI/I2BA811/ 047570 Table 26 - continued from pPCEXLSCUI/OPEIE

Mar kers Mean CV AUC 29 C5 ACY1l | L12A-1L12B CKB-CKM KI' T APOA1 CCL23 0.856 30
C5 ACY1l KIT CKB- CKM APOA1 CCL23 LBP 0.856 31 C5 CDK5- CDK5R1 KI'T CKB- CKM
APOAl1 CCL23 SERPI NF2 0.856 32 C5 ACY1l KIT CDK5- CDK5R1 CKM APOAl CCL23 0. 856

e o K 7 AoRIeed 3 Totdtuetekerg ol gk dl CaCeXs can aront Lep

ACY1 0.855 36 KIT CDK5- CDK
KI T CKB- CKM APOALl SERPI NF2 IBP 0|

123 LBP ACY1l 0.855 37 C5 ACY1

CDKBRIY IAPOJAL CRBOGKM CC
855 (8823
CKB-CKM CKM
ENTPDI1 GDF11
HAMP HINT1
KIT KLK3-SERPINA3
LBP SERPINE?2
THBS2 TIMP1
C9 FSTL3
IL12A-IL12B CDK5-CDK5R1
CCL23

Table 20: Panels of 1 Biomarker

Markers Mean CV AUC
1 [ KIT 0.753
2 | CKB-CKM 0.750
31 C9 0.740
4 | APOA1 0.740
5 | KLK3-SERPINAS3 0.732
6 | CKM 0.730
7 | CCL23 0.713
8 | CCL23 0.705
9 | TIMP1 0.695
10 | LBP 0.691
11 | C5 0.690
12 | ACY1 0.676
13 | HAMP 0.670
14 | CDK5-CDK5R1 0.670
15 | HINT1 0.669
16 | SERPINF2 0.663
17 | GDF11 0.656
18 | ENTPD1 0.651
19 | THBS2 0.650
20 | FSTL3 0.643
21 | IL12A-1L12B 0.640

Table 21: Panels of 2 Biomarkers

Markers Mean CV AUC
1 KIT APOA1 0.808
2 APOA1 CKB-CKM 0.801
3 KIT CCL23 0.791
4 C9 KIT 0.791
5 KIT CKB-CKM 0.790
6 C9 CKB-CKM 0.789
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C5 CKB-CKM KI' T HI NT1 APOA1 CCL23 CDK5- CDK5R1 0.855 39 C9 ACY1l C5 CKB- CKM
KIT APOAL CCL23 0.855 40 C5 CDK5- CDK5R1 KI'T CKB- CKM APOA1 CCL23 CCL23

0. 855 41 WONPL/CDKS-

CDK5R1 C5 CKB- CKM KI' T APOA1 SERPI NFPCD/UB3®6114275T0 MP1

CDK5- CDK5R1 C5 CKB-CKM KI T APOALl LBP 0.854 43 C5 ACY1 KIT CKB- CKM APOAl

CCL23 CCL23 0.854 4]43@ QQ{BC%&J&H

C5 CKB-CKM KI'T

KIT APOAL LBP O
SERPI NF2 KI T COi

&7 C9 ACYL Kb

[1cABRAL 4 LBP CDK5- CDK5R1 0. 854 45
A e | 12A-1L12B CKB- CKM
BRI GORNY APOA]

L CCL23 0.854 48 C5

ACY1 C5 CKB-CKM KI'T

APOA1 CCL23 O.

UK RLT CKM A CLLZs U.[eo4d 4gi1l VPL
oy [auMEY FolLs] KITl CKb- CKM[APUAD 787
10 | C5 KIT 0.787
11 | C9 CKM 0.786
12 | CKM APOA1 0.786
13 | C5 APOA1 0.785
14 | KIT CCL23 0.784
15 | TIMP1 CKB-CKM 0.782
16 | CCL23 CKB-CKM 0.781
17 | KIT CKM 0.780
18 | KIT ACY1 0.780
19 | KIT KLK3-SERPINA3 0.780
20 | CKM CCL23 0.778
21 | CKB-CKM HINT1 0.778
22 | KIT CDK5-CDK5R1 0.777
23 | SERPINTI2 CKB-CKM 0.777
24 | APOA1 ACY1 0.777
25 | KIT SERPINF2 0.776
26 | LBP CKB-CKM 0.776
27 | CKB-CKM KLK3-SERPINA3 0.776
28 | APOA1 KLK3-SERPINA3 0.776
29 | APOA1 CCL23 0.775
30 | TIMP1 CKM 0.774
31 | C9 ACY1 0.774
32 | CDK5-CDK5R1 | CKB-CKM 0.773
33 | IL12A-IL12B CKB-CKM 0.773
34 | TIMP1 C9 0.773
35 | APOA1 HINT1 0.773
36 | C5 CCL23 0.772
37 | KIT HINT1 0.772
38 | IL12A-IL12B KIT 0.771
39 | CKM SERPINF2 0.771
40 | ACY1 CKB-CKM 0.770
41 | APOA1 CCL23 0.770
42 |1 C9 CDK5-CDK5R1 0.769
43 | Cb CKB-CKM 0.769
44 |1 C9 HINT1 0.769
45 | CKM CCL23 0.767
46 | CCL23 KLK3-SERPINA3 0.767
47 | CKM KLK3-SERPINA3 0.767
48 | C9 FSTL3 0.767
49 | APOA1 LBP 0.766
50 | C9 SERPINF2 0.766
51 | C9 CCL23 0.765
52 | CKM LBP 0.765
53 | CCL23 CKB-CKM 0.764
54 [ KIT ENTPD1 0.764
55 | CKM HINT1 0.764
56 | C9 LBP 0.764
57 | C9 O5) 0.764
58 | KIT HAMP 0.764
59 | F'STL3 CKB-CKM 0.763
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CCL23 ACY1l 0.854 51 G5 HAMP | L12A-1L12B CKB-CKM KI T APOA1 CDK5- CDK5R1
0.854 52 TI MP1 CDK5-CDK5R1 | L12A-1L12B CKB- CKM KI T APOA1 ACY1 0.854 53 C5
FSTL3 KI WORBI2GEMIAPOAL CCL23 CDK5- CDK5R1 0. 854 54 C5 [pBP/USRO 1030 CDKS5R1
CKM APOA1 CCL23 0.854 WD 2012/021795PCT/ US2011/ 047570 Table 26 -

continued from previgige quecmg@gcpfﬂm rgﬁ,@g}gagg C5 HAMP KI T CKB- CKM
5-CORKSRT— OnB5Earo0

APOA1 CCL23 CDK
CDK5- CDK5R1 0. § ]

I

D6 TI
F

VPT HAI\ RISk CVKRTEK

RI KT

CRB-GRiNE APOA

58 C9 CDK5- CDK5RE |

T TOKB-CRVI K]

I dKBIYeM ALY L

0. 85%%4 59 C5

| L12A-1L12B CKB-&XKI

CCL23 CDK5- CDK9R33 |

0. 854 62

VIERAM P APUAL REBIANN U. god4 o2 HAV
(894 61 KI T RDKb- CDKSRT [APUAD 76KB- CK
64 | TIMP1 APOA1 0.762
65 | APOAI1 CDK5-CDK5HR1 0.761
66 | Cb KLK3-SERPINA3 0.761
67 | Cb HINT1 0.760
68 | C9 GDF11 0.760
69 | C9 THBS2 0.760
70 | CKM CDK5-CDK5HR1 0.760
71 | ENTPD1 CKB-CKM 0.759
72 | Cb CCL23 0.759
73 | CCL23 ACY1 0.758
74 | CCL23 ACY1 0.758
75 | Cb CDK5-CDK5HR1 0.757
76 | Cb CKM 0.757
77 | TIMP1 KLK3-SERPINA3 0.757
78 | CKM HAMP 0.757
79 | C9 HAMP 0.757
80 | C9 CCL23 0.757
81 | C9 TL12A-TL12B 0.756
82 | LBP ACY1 0.756
83 | C9 ENTPD1 0.754
84 | CKM ENTPD1 0.754
85 | APOAI1 SERPINF2 0.754
86 | LBP HINT1 0.754
87 | CDK5-CDK5R1 | KLK3-SERPINA3 0.754
88 | APOAI1 ENTPD1 0.753
89 | TIMP1 CCL23 0.753
90 | KIT GDF11 0.753
91 | GDF11 KLK3-SERPINA3 0.753
92 | IL12A-IL12B CKM 0.753
93 | Cb SERPINF2 0.752
94 | APOA1 GDF11 0.752
95 | CCL23 KLK3-SERPINA3 0.751
96 | CCL23 CDK5-CDK5HR1 0.751
97 | ACY1 KLK3-SERPINA3 0.749
98 | C9 KLK3-SERPINA3 0.749
99 | LBP CDK5-CDK5HR1 0.749
100 | APOA1 HAMP 0.748

Table 22: Panels

of 3 Biomarkers

APOA1 ACY1

L CCL23 ACY1l O0.854

CDK5- CDK5R1

P KI T CKB- CKM APOA1

CCL23 LBP ACY1

Markers Mean CV AUC
1 Ch KIT APOA1 0.830
2 KIT APOA1 CKB-CKM 0.826
3 C9 KIT APOA1 0.822
4 KIT APOA1 ACY1 0.820
5 KIT APOA1 CDK5-CDK5R1 0.819
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C9 CDK5-

CDK5R1 C5 HINT1 KIT CKM APOA1 0.854 63 TIMP1 CKB-CKM C5 HINT1 KI'T

APOAl1 CDK5- CDK5R1 0.854 64 C5 ACY1l KI'T CDK5- CDKSR1 CKM APOAl1 LBP 0. 854 65

TI MP1 CCI\V0 2CB/0CDKS -

CDK5R1 KI'T CKM APOA1 0. 853 66 C5 FSPL3/USLO1OGKBICKM

APOAL LBP CDK5- CDKSRL 0.853 67 C9 ACYl C5 CDK5- CDKSRL KI T CKM APOAL 0. 853
68 C5 LBP | L12A | LlZﬁgtﬁKQQC}(%Ilﬁllﬂ'ueﬁD%%l ae! gug pBB3 69 C9 CDK5- CDK5R1 KI T

CKB- CKM APOA BP 38R Bk 5 C5 CDR5-CDF (M RBVCEMCCL23 LBP ACY1
0.853 71 &5 /-\I-"U/-\J. @@Eomwl 0.6 5 TL3 APOAl
CKB- CKM LBPATYAP&K5- CDRBIRT 0. 853 [Tk o KPRD- CORSRT pRisr A NT1 CKM APOA1
LBP 0. 853 & ¥ CKB- CKMKEDP HINTI CKB-CKM 0817
9 [ C9 KIT ACY1 0.816
10 | KIT APOA1 LBP 0.816
11 [ C5 KIT CCL23 0.816
12 | C5 APOA1 CKB-CKM 0.816
13 | TIMP1 C9 KIT 0.815
14 | C9 APOA1 CKB-CKM 0.815
15 | C5 KIT CDK5-CDKBR1 0.815
16 | APOA1 CKB-CKM HINT1 0.815
17 | KIT CKM APOA1 0.815
18 | KIT APOA1 CCL23 0.815
19 | TIMP1 KIT APOA1 0.814
20 | APOA1 LBP CKB-CKM 0.813
21 | C9 KIT CKM 0.813
22 | APOA1 CDK5-CDK5R1 | CKB-CKM 0.812
23 | KIT APOA1 CCL23 0.812
24 | C9 CKM APOA1 0.812
25 | TIMP1 KIT CDK5-CDKBR1 0.812
26 | C5 KIT CKB-CKM 0.812
27 | TIMP1 APOA1 CKB-CKM 0.812
28 | KIT APOA1 HINTI 0.812
20 | C9 KIT HINTI 0.811
30 | KIT CDK5-CDK5R1 | CKB-CKM 0.811
31 | KIT LBP CKB-CKM 0.811
32 | IL12A-IL12B | KIT APOA1 0.811
33 | C9 C5 KIT 0.811
34 | C5 KIT CCL23 0.811
35 | C5 KIT HINTI 0.811
36 | KIT CCL23 ACY1 0.809
37 | C9 KIT CCL23 0.809
38 | APOA1 CKB-CKM KLK3-SERPINA3 0.809
39 | KIT CCL23 ACY1 0.809
40 | APOA1 SERPINF2 CKB-CKM 0.808
41 | C9 ACY1 CKB-CKM 0.808
42 | TIMP1 KIT CKB-CKM 0.808
43 | KIT APOA1 KLK3-SERPINA3 0.808
44 | IL12A-1L12B | APOA1 CKB-CKM 0.808
45 | KIT CCL23 CKB-CKM 0.807
46 | C5 APOA1 CDK5-CDKBR1 0.807
47 | C5 APOA1 CCL23 0.807
48 | KIT ACY1 CKB-CKM 0.807
49 | C5 KIT ACY1 0.807
50 | TIMP1 C5 KIT 0.807
51 | C9 C5 CKB-CKM 0.806
52 | C5 APOA1 HINT1 0.806
53 | C9 CDK5-CDK5R1 | CKB-CKM 0.806
54 | C9 CKB-CKM HINTI 0.806
55 | C5 CCL23 CKB-CKM 0.806
56 | C5 KIT SERPINF2 0.806
57 | KIT CCL23 CKB-CKM 0.806
58 | C5 CKM APOA1 0.806
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KIT APOA1 CDK5-CDK5R1 0.853 75 C5 CDK5- CDK5R1 KI' T CKB- CKM APOAl1 SERPI NF2
LBP 0.853 76 C9 CCL23 C5 ACY1l KIT CKM APOAl1 0.853 77 I L12A-1L12B

CDK5- CDKSRO 2K12102CKB- CKM APOA1 CCL23 ACY1 0. 853 78 Tl MPRCHASBVITH4TKB- CKM
KIT APOAl1 CDK5- CDK5R1 0.853 79 C5 FSTL3 KI T CKB- CKM APOA1 LBP ACY1l O0.853

80 G ACYL KIT COKS-fipfoRd CKMARIAL roRRpLoFidud pigs VO
FPCT/US2011/ 0475

2012/ 02179 et € 26 - continuadtL,PEVPAEd PUS page
Mar ker s MegRy QVEIAWC 81 TSk CRB- CRMEGS s NTT K[ T AP@ALs ACYL| 0. 853 82 KI T
HAMP APOAL[ GiKB- GKRM LBP NG Lo DK5- CL 852 83 C5 hbsdd3 TLCL2A-1L12B
CKB- CKM KI [T6ARUAL CDRS5- CORGRIKW. 852 B 1eo CCLZ23 [KI'T GBEES- CORBR1 CKM APOA1
SERPI NF2 0] 857 B20X5b CDKPrAGIKORI KITCIKKBRGKM CClIZ3 LBRoACYT D. 852
63 | KIT LBP CDK5 CDK5R1 0.805
64 | TIMP1 KIT CCL23 0.805
65 | KIT APOAL1 ENTPD1 0.805
66 | TIMP1 C9 CKB-CKM 0.805
67 | C5 APOAL1 ACY1 0.804
68 | C9 KIT CDK5 CDK5R1 0.804
69 | TIMP1 KIT CKM 0.804
70 | C9 APOAL1 CDK5 CDK5R1 0.804
71 | C9 CCL23 CKB-CKM 0.804
72 | KIT CKB-CKM HINT1 0.804
73 | TIMP1 CDK5-CDK5R1 | CKB-CKM 0.804
74 | KIT APOAL1 SERPINEF2 0.804
75 | KIT CKM LBP 0.803
76 | CKM APOAL1 ACY1 0.803
77 | C5 CDK5-CDK5R1 | CKB-CKM 0.803
78 | KIT APOAL1 HAMP 0.803
79 | TIMP1 C9 CKM 0.803
80 | KIT LBP ACY1 0.803
81 | C9 CKM ACY1 0.803
82 | C5 IL12A-IL12B KIT 0.803
83 | LBP CKB-CKM HINT1 0.803
84 | C9 CKM CDK5 CDK5R1 0.803
85 | C9 KIT FSTL3 0.802
86 | LBP CDK5-CDK5R1 | CKB-CKM 0.802
87 | C9 KIT SERPINEF2 0.802
88 | APOA1 FSTL3 CKB-CKM 0.802
89 | C5 KIT CKM 0.802
90 | KIT CKM CDK5 CDK5R1 0.802
91 | TIMP1 KIT ACY1 0.802
92 | C9 IL12A-IL12B CKB-CKM 0.801
93 | KIT CCL23 CDK5 CDK5R1 0.801
94 | KIT CCL23 LBP 0.801
95 | C9 KIT LBP 0.801
96 | CCL23 CDK5-CDK5R1 | CKB-CKM 0.801
97 | KIT SERPINEF2 LBP 0.801
98 | C5 KIT ENTPD1 0.801
99 | APOA1 ENTPD1 CKB-CKM 0.800
100 | KIT CKM ACY1 0.800
Table 23: Panels of 4 Biomarkers
Markers Mean CV AUC
1 [C5 KIT APOAL1 CDK5 CDK5R1 0.845
2 | C5 KIT APOAL1 CKB-CKM 0.839
3 | KIT APOAL CDK5-CDK5R1 | CKB-CKM 0.839
4 | KIT APOAL ACY1 CKB-CKM 0.838

142




86 CO CCL23 C5 CDK5-CDKS5R1 KIT CKM APOAL 0.852 87 C5 FSTL3 KI'T CKB- CKM
APOAl1 CCL23 ACY1 0.852 88 C5 FSTL3 KIT CKB- CKM APOA1 CCL23 CDK5- CDK5R1

0. 852 89 WONPL/CDKS-

CDK5R1 C5 CKB-CKM KI' T LBP ACY1 0. 85PCIMWS@n1108B7KI T

CDK5- CDK5R1 CKM APOA1 CCL23 0.852 91 C5 CKB-CKM KI'T HI NT1 APOA1 SERPI NF2

CDK5- CDK5R1 0. 852 92rdmg%igggt§ngq<go

9 B— CKM APOAl CCL23 LBP

2A- 1 L12B
H NT1

23 0.852 97

0. 852 HA F L DR07

CDK5- WKI"I‘_CKBT@E\M /-\I-"U/-\J. ARGRZ3 ACYT A 852 9

APOAL L2390 ACYT 0887 96 Co[ &PRa1 CORSRIT R{F CRNNT I

C5 57 C RL TLIZArLIZB BPOKM KI'T UBENACYIL 0. 852 950 g;ggvm ACY1l C5

CKB- CKM ™[ C5 APOA1 CKB-CKM HINT1 0.835
9 | KIT APOA1 CCL23 CKB-CKM 0.834
10 [ C5 KIT APOA1 CCL23 0.834
11 | KIT APOA1 CCL23 CKB-CKM 0.833
12 [ C9 KIT APOA1 ACY1 0.833
13 | KIT APOA1 LBP CKB-CKM 0.833
14 [ C5 KIT APOA1 CCL23 0.833
15 | C9 KIT CKM APOA1 0.833
16 | C5 APOA1 CDK5-CDK5R1 | CKB-CKM 0.833
17 | IL12A-IL12B | KIT APOA1 CKB-CKM 0.832
18 [ C5 KIT CDK5-CDK5R1 | CKB-CKM 0.832
19 [ C5 KIT CKM APOA1 0.832
20 | TIMP1 KIT CDK5-CDK5R1 | CKB-CKM 0.832
21 | C9 C5 KIT CKB-CKM 0.832
22 | TIMP1 KIT APOA1 CKB-CKM 0.832
23 | TIMP1 C5 KIT CDK5-CDK5R1 0.831
24 | C9 KIT APOA1 CDK5-CDK5R1 0.831
25 | C5 KIT CCL23 ACY1 0.831
26 | C5 IL12A-IL12B | KIT APOA1 0.831
27 | C5 APOA1 ACY1 CKB-CKM 0.830
28 | C9 C5 KIT APOA1 0.830
29 | KIT APOA1 CKB-CKM HINT1 0.830
30 [ C9 KIT ACY1 CKB-CKM 0.830
31 | C5 KIT CCL23 CKB-CKM 0.830
32 [ Cs APOA1 CCL23 CKB-CKM 0.829
33 | C9 KIT CCL23 ACY1 0.829
34 | C9 KIT APOA1 CCL23 0.829
35 | Cs KIT CCL23 CKB-CKM 0.829
36 | Ch KIT APOA1 SERPINF?2 0.829
37 | APOA1 CCL23 ACY1 CKB-CKM 0.829
38 | Cs KIT APOA1 ENTPD1 0.829
39 | KIT APOA1 LBP CDK5-CDK5R1 0.829
40 | KIT APOA1 CCL23 ACY1 0.829
41 1 C9 KIT APOA1 HINT1 0.829
42 | KIT LBP CDK5-CDK5R1 | CKB-CKM 0.829
43 | KIT APOA1 ACY1 CDK5-CDK5R1 0.828
44 | TIMP1 KIT APOA1 ACY1 0.828
45 | C5 KIT CCL23 CDK5-CDK5R1 0.828
46 | KIT APOA1 CCL23 ACY1 0.828
47 | TIMP1 9 KIT CDK5-CDK5R1 0.828
48 [ C5 APOA1 CCL23 CKB-CKM 0.828
49 | KIT CKM APOA1 ACY1 0.828
50 | TIMP1 C5 KIT APOA1 0.828
51 | C5 KIT CCL23 ACY1 0.828
52 | C9 KIT CCL23 CKB-CKM 0.828
53 | APOA1 LBP ACY1 CKB-CKM 0.827
54 | TIMP1 9 KIT CKB-CKM 0.827
55 | C9 KIT CDK5-CDK5R1 | CKB-CKM 0.827
56 | KIT APOA1 LBP ACY1 0.827
57 | KIT APOA1 SERPINF2 CKB-CKM 0.827
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KIT APOAL LBP 0.852 99 TI MP1 ACY1l C5 CDK5-CDK5R1 KIT CKM APOA1 0.852 100

TI MP1 CDK5- CDK5R1 KI T CKB- CKM APOAL1 CCL23 ACY1 0.852 Table 27: Panels of 8

Bi omar kerwobhrket®sMean CV AUC 1 C5 ACY1l KI T CDK5- CDKS5RPCARGBAM 10KB7ECKM

CCL23 LBP 0.864 2 C5 ACY1

| L12A- 1 L12B CDK5- CDKSRL KI T CKB- CKM APOAl CCL23
0.864 3 C5 ACYL KI T ff526DKERL; ARk oRKBrIMOFh23 LBP 0.864 WO
p21795PCTHUS20T1/ 04757

2012/ Méru(g.gl € 27 - continued fr m&{ne@jvojggcpage
Mar ke S MERPO LV AUC Vi VPT AGHEKS Rir RKIFT CRB- CREAPOAL CCL23
0. 863 o MWL ACYT |GG TCDK5- ORIz TCIZ2ZATdiiRBCRRER ICRIM KT To AFOAT 0. 863 6
TI MP1ACYICELS CDRKS{GOIRERT KIToRKB- CKM A ICCL23 0. 863 7085 ACY1L
| L12Af Tel- IZBIMIERS- CIDRGIIA KT T CKBYCKM APUAICHIBEKMI. 8628 1T HWRIr ACYT C5
CDK5- CIgE5RIs KT T CRB-KCRM APOALABBRPT NFZ 018352 9 C5 ACYL TL1ZA TL1IZB
CDKS5- CIoESREINGHT  CKBHTKM APOA1 CDK5-CDK5R1 0.827

64 | KIT CKM APOAL1 CDK5 CDK5R1 0.826

65 | KIT APOAL1 HAMP CKB-CKM 0.826

66 | C5 KIT ACY1 CDK5CDK5R1 0.826

67 | TIMP1 9 KIT APOAL1 0.826

68 | C9 KIT CKB-CKM HINT1 0.826

69 | APOA1 LBP CKB-CKM HINTI 0.826

70 | C9 KIT ACY1 CDK5 CDK5R1 0.826

71 | TIMP1 APOAL1 CDK5-CDK5R1 | CKB-CKM 0.826

72 | KIT APOAL1 CCL23 CDK5 CDK5R1 0.826

73 | C9 CKM APOAL1 CDK5 CDK5R1 0.826

74 | C5 KIT CKB-CKM HINTI 0.825

75 | Ch KIT SERPINF2 CDK5CDK5R1 0.825

76 | C9 KIT CKM CDK5 CDK5R1 0.825

77 | TIMP1 9 KIT ACY1 0.825

78 | C5 CCL23 CDK5-CDK5R1 | CKB-CKM 0.825

79 | KIT APOAL1 ENTPDI1 CKB-CKM 0.825

80 | C9 KIT APOAL1 LBP 0.825

81 | C5 KIT APOAL1 KLK3-SERPINA3 0.825

82 [ C9 KIT CKM HINTI 0.825

83 | C5 APOAL1 LBP CKB-CKM 0.825

84 | KIT LBP ACY1 CKB-CKM 0.825

85 | APOAL1 CCL23 CDK5-CDK5R1 | CKB-CKM 0.825

86 | C9 CKM APOAL1 ACY1 0.824

87 | KIT CKM APOAL1 LBP 0.824

88 [ C9 KIT CKM CCL23 0.824

89 | TIMP1 C5 KIT ACY1 0.824

90 | C9 APOAL1 CDK5-CDK5R1 | CKB-CKM 0.824

91 [ KIT ACY1 CDK5-CDK5R1 | CKB-CKM 0.824

92 | C5 KIT ACY1 CKB-CKM 0.824

93 [ KIT CCL23 CDK5-CDK5R1 | CKB-CKM 0.824

94 | APOAI1 ACY1 FSTL3 CKB-CKM 0.824

95 | C9 C5 KIT CKM 0.824

96 | C5 KIT CKM CDK5 CDK5R1 0.824

97 | KIT CCL23 CDK5-CDK5R1 | CKB-CKM 0.824

98 | C5 APOAL1 SERPINF2 CKB-CKM 0.824

99 [ C5 KIT APOAL1 HAMP 0.824

100 | C9 APOAL1 CKB-CKM HINTI 0.824

Table 24: Panels

of 5 Biomarkers

Markers Mean CV AUC
1 Ch KIT APOA1 CDK5-CDK5R1 | CKB-CKM 0.854
2 Ch KIT APOA1 ACY1 CKB-CKM 0.851
3 Ch KIT APOA1 CCL23 CKB-CKM 0.849
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APOA1 CCL23 0.862 10 C5 ACY1l KIT CDK5- CDK5R1 APOAl CKB- CKM SERPI NF2 CCL23

0.862 11 C5 ACY1 KI'T CDK5- CDK5R1 APOAl1 CKB- CKM CCL23 SERPINF2 0.861 12

TI MP1 ACYWOQ812ADK®s CDKS5R1 Kl T CKB- CKM APOA1 LBP 0. 861 1BCTCAISGDHA4TDKSRL KI T
FSTL3 APOAl1 CKB- CKM LBP ACY1 0.861 14 C5 LBP | L12A-1L12B CDK5- CDK5R1 KI' T

CKB- CKM APOAL CCL23 0.180:1 32 -CeoddiiirsdFaR)

ré{lia'u%gg@KM APOA1 HI NT1 CCL23

LBP 0. 860 16 C5 CDK5-CDK5RT K4, I GRB- CRMAPOAT HINTT CCL23 ACK otk 800aw & |Co

CORSr QRO RT T LIZAFTLIZB FSARSARI T CRBICKM APOAT AGYB-(k\g00 138 0

| LITZA-TTaZ2B CORSAPORG RT KIm T ZRB- CRM ARTAE-ORERIINFZKB-800 19 7C5 LBRyKI T ACY1

CKMECORGTCORKSRT | ARPOAT CCLZBBW. 860 20 |G yACYT KI' T G GIPRORT APOAL1ZCRKB- GKM

COCZZ @23 0. 8b%IZI O UDKBoEDKORT KICKFFANK APOAIINGKB- CKM CCLZ30AGYL U.1859
8 | TIMP1 KIT APOA1 ACY1 CKB-CKM 0.847
9 [C5 KIT APOA1 ACY1 CDK5-CDK5BR1 0.846
10 [ C5 KIT APOA1 CCL23 CDK5-CDK5BR1 0.846
11 | KIT APOA1 LBP CDK5-CDK5R1 | CKB-CKM 0.845
12 | C5 KIT CCL23 CDK5-CDK5R1 | CKB-CKM 0.845
13 [ C5 KIT APOA1 CCL23 CDK5-CDK5BR1 0.845
14 | TIMP1 C5 KIT APOA1 CDK5-CDK5R1 0.845
15 | TIMP1 KIT APOA1 CDK5-CDK5R1 | CKB-CKM 0.844
16 | KIT APOA1 CCL23 ACY1 CKB-CKM 0.844
17 | KIT APOA1 CCL23 CDK5-CDK5R1 | CKB-CKM 0.844
18 [ C5 KIT CCL23 CDK5-CDK5R1 | CKB-CKM 0.844
19 [ C5 KIT CKM APOA1 CDK5-CDK5BR1 0.844
20 | C5 KIT APOA1 LBP CDK5-CDK5BR1 0.844
21 | C5 IL12A-IL12B | KIT APOA1 CKB-CKM 0.844
22 | KIT APOA1 CCL23 ACY1 CKB-CKM 0.843
23 | C5 KIT APOA1 CCL23 ACY1 0.843
24 | KIT APOA1 CCL23 CDK5-CDK5R1 | CKB-CKM 0.843
25 | C9 KIT CKM APOA1 CDK5-CDK5BR1 0.843
26 | C5 KIT APOA1 CCL23 ACY1 0.843
27 | €9 KIT APOA1 CDK5-CDK5R1 | CKB-CKM 0.843
28 | C5 KIT APOA1 LBP CKB-CKM 0.843
29 | IL12A-IL12B | KIT APOA1 CDK5-CDK5R1 | CKB-CKM 0.843
30 | C9 C5 KIT APOA1 CKB-CKM 0.843
31 | C9 KIT APOA1 ACY1 CKB-CKM 0.843
32 | TIMP1 C5 KIT CDK5-CDK5R1 | CKB-CKM 0.843
33 [ C5 APOA1 CCL23 CDK5-CDK5R1 | CKB-CKM 0.843
34 | C9 KIT CKM APOA1 ACY1 0.843
35 | TIMP1 C5 KIT APOA1 ACY1 0.842
36 | C5 KIT ACY1 CDK5-CDK5R1 | CKB-CKM 0.842
37 | C5 KIT APOA1 SERPINF?2 CKB-CKM 0.842
38 | C5 IL12A-IL12B | KIT APOA1 CDK5-CDK5BR1 0.841
39 | KIT APOA1 CDK5-CDK5R1 | HAMP CKB-CKM 0.841
40 | C5 APOA1 CCL23 CKB-CKM HINT1 0.841
41 | C5 APOA1 CDK5-CDK5R1 | CKB-CKM HINT1 0.841
42 1 C9 KIT APOA1 CCL23 CKB-CKM 0.841
43 | C5 APOA1 ACY1 CDK5-CDK5R1 | CKB-CKM 0.841
44 | TIMP1 C5 KIT APOA1 CKB-CKM 0.841
45 | C9 KIT APOA1 CKB-CKM HINT1 0.841
46 | C5 APOA1 ACY1 CKB-CKM HINT1 0.840
47 | TIMP1 KIT ACY1 CDK5-CDK5R1 | CKB-CKM 0.840
48 | €9 IL12A-IL12B | KIT APOA1 CKB-CKM 0.840
49 | C5 KIT APOA1 CDK5-CDK5R1 | FSTL3 0.840
50 | C9 KIT CKM APOA1 HINT1 0.840
51 | C9 C5 KIT ACY1 CKB-CKM 0.840
52 | C9 C5 KIT CKM APOA1 0.840
53 | C5 KIT CKM APOA1 ACY1 0.840
54 | C5 KIT CCL23 ACY1 CKB-CKM 0.840
55 | IL12A-IL12B | KIT APOA1 LBP CKB-CKM 0.840
56 | C5 KIT CCL23 ACY1 CKB-CKM 0.840
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22 C5 ACY1 KIT CDK5- CDK5R1 APOA1 CKB- CKM SERPI NF2 LBP 0. 859 23 C5

CDK5- CDK5R1 KI' T FSTL3 APOA1 CKB- CKM CCL23 ACY1 0.859 24 TIMP1 CCL23 C5
CDK5- CDKSRO 2p 1212895 1L.12B CKB- CKM KI T APOA1l 0. 859 25 C5 CPKIAGDKIMBL7SK0 T HAMP
APOA1 CKB- CKM CCL23 ACY1 0.859 26 C5 LBP I L12A-1L12B CDK5-CDK5R1 KI'T

CKB- CKM APOAl 0023 o ﬁ(ﬁﬁe 31 ggom

APOAl CKB— CKM CCL23

C5

AC
|¢514/-\- | Ll‘:@;n;,DK?CE

20128 02097 95 PCT/ URg 911/ 04 7phF01oRabl € 2T Acygont | nueacmgqm]\pr eV| ous p@ﬁ

MarRersciyean CV]AUCA30 Co ;ARiYI K T CRKBRERMVKAPOATL HINYII CCLZ23 LBPo@E3859 3|1

CO GCUABTTBMARY T KK T CDKRSF EEKBRT CKM[AIFGAL U. 859 SRBLCKMCYL [KI' T OBIKb-

APOUAT (@8- CKM CCEZB LBP O] 8BOAB3 C9 ACTKFEDICIKSF TVKPRT KI T | CKB- KM
62 | C5 KIT APOA1 CDK5-CDK5R1 | HINT1 0.839
63 | C9 KIT CKM APOA1 CCL23 0.839
64 | C9 C5 KIT APOA1 CDK5-CDKGR1 0.839
65 | C5 KIT LBP CDK5-CDK5R1 | CKB-CKM 0.839
66 | KIT APOA1 CCL23 LBP CKB-CKM 0.839
67 | KIT APOA1 CCL23 LBP CKB-CKM 0.839
68 | KIT APOA1 SERPINF2 ACY1 CKB-CKM 0.838
69 | C5 KIT APOA1 ACY1 FSTL3 0.838
70 | C5 IL12A-TLI2B | KIT APOA1 CCL23 0.838
71 | KIT APOA1 ACY1 FSTL3 CKB-CKM 0.838
72 | C5 KIT APOA1 ENTPD1 CKB-CKM 0.838
73 | C9 C5 KIT CCL23 CKB-CKM 0.838
74 | C5 APOA1 SERPINF2 CDK5-CDK5R1 | CKB-CKM 0.838
75 | C9 C5 KIT CKB-CKM HINT1 0.838
76 | KIT CKM APOA1 LBP CDK5-CDK5R1 0.838
77 | C9 KIT APOA1 CCL23 ACY1 0.838
78 | KIT APOA1 ACY1 CKB-CKM HINT1 0.838
79 | TIMP1 9 C5 KIT CKB-CKM 0.838
80 | C5 KIT SERPINF2 CDK5-CDK5R1 | CKB-CKM 0.838
81 | C5 KIT CCL23 CKB-CKM HINT1 0.838
82 | C5 KIT CCL23 ACY1 CDK5-CDKGR1 0.838
83 | C5 KIT CCL23 ACY1 CDK5-CDK5R1 0.838
81 | C5 KIT APOA1 LBP ACY1 0.838
85 | TIMP1 C5 APOA1 CDK5-CDK5R1 | CKB-CKM 0.838
86 | IL12A-IL12B | KIT APOA1 CCL23 CKB-CKM 0.838
87 | TIMP1 C5 KIT ACY1 CDK5-CDKGR1 0.838
88 | C9 KIT APOA1 LBP CKB-CKM 0.838
89 | KIT APOA1 SERPINF2 CDK5-CDK5R1 | CKB-CKM 0.838
90 | TIMP1 KIT APOA1 CCL23 CKB-CKM 0.838
91 | TIMP1 KIT LBP CDK5-CDK5R1 | CKB-CKM 0.838
92 | C5 KIT APOA1 CCL23 HINT1 0.838
93 | KIT APOA1 CCL23 CKB-CKM HINT1 0.838
91 | C9 C5 KIT APOA1 CCL23 0.837
95 | C9 C5 KIT APOA1 ACY1 0.837
96 | C5 KIT LBP ACY1 CKB-CKM 0.837
97 | C5 KIT CKM APOA1 CCL23 0.837
98 | C5 KIT CDK5-CDK5RI | CKB-CKM HINT1 0.837
99 | C5 APOA1 CCL23 ACY1 CKB-CKM 0.837
100 | C5 KIT APOA1 FSTL3 CKB-CKM 0.837

Table 25: Panels of 6 Biomarkers
Markers Mean CV AUC
S KIT APOA1 ACY1 CDK5-CDKBRI | (o
CKB-CKM :
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APOA1 CCL23 0.859 34 C5 FSTL3 KIT HAMP APOA1 CKB- CKM ACY1l CDKS5- CDK5R1
0.858 35 TIMP1 LBP C5 CDK5- CDK5R1 KI' T CKB- CKM APOA1 CCL23 0.858 36 C5
CDK5- CDKSRO 2K12102CKB- CKM APOA1 HI NT1 LBP ACY1 0. 858 37 CRCTMDIS01TOKBRL

| L12A-11L12B HAMP KI T CKB- CKM APOA1 ACY1l 0.858 38 TIMP1 CCL23 C5

CDK>- CDK5R1 K' T CKB- G%H?\E%\L &ERBLNﬁ?ﬁQnS%%eégus LM

Fl CCL23 C5 CDK5- CDK5R1

| LE2A- B- APOA —CDRSRT KT CRR.GRVWARE BT
HI INTX bg_l;,gj-(l-"l NF2 _K.pr 0858 4A.POA1VI-"J. 1§ @%LW CERRREDKER T CRB- CRKMAPOAL
COLZB |1858K42 C5| LBP | L12A-1L12B ACY1l KI T CKB- GKM APOAl CCL23°D. 858 43 |C5
LBP KI[IcECDK5- COKS RKTTAPOATL [ QKM SERKEIANRZ CCLZS| COKBOOKAR | % LBP KI'T ACY1
CKM “COKE<ICDKSR1 APOAL SERPI|NF2 0. 857 |45 TI MPL CDK5- CDKSRL Ch - CKM KI T]
HI N'I:Ll APOAL KIT APOA1 CCL23 ACY1 0.857
CKB-CKM '
C5 KIT APOA1 CCL23 ACY1
5 | GKB.CKAM 0.856
¢ | TIMPI C5 KIT APOAT CDK5-CDKBRT | "o
CKB-CKM '
- | G5 IL12A-ILI2B | KIT APOAT CDK5-CDKBRIT | "o
CKB-CKM '
g | 5 KIT APOA1 LBP CDK5-CDKBRIT | "o
CKB-CKM '
C5 KIT APOA1 LBP ACY1
9 | CKB.CKM 0.855
1o | TIMPI KIT APOA1 ACY1 CDK5-CDKGRI | "o
CKB-CKM '
11 | G5 KIT APOA1 CDK5-CDK5R1 | CKB-CKM 0.851
HINT1 '
C5 KIT APOA1 CCL23 CKB-CKM
12 | Nt 0.853
C5 KIT CKM APOA1 CCL23
13| cpKs-CDK5R1 0.853
R KIT APOA1 SERPINF2 CDK5-CDKBRT | oo
CKB-CKM '
C5 KIT APOA1 ACY1 CKB-CKM
15 | qINT1 0.852
16 | KIT APOA1 LBP ACY1 CDK5-CDKBRT | o)
CKB-CKM '
C5 IL12A-IL12B | KIT APOA1 ACY1
17 | GKB.CKM 0.852
9 C5 KIT CKM APOA1
18| cDK5-CDK5RI 0.852
C5 IL12A-ILI2B | KIT APOAT CCL23
19 | GKB.OKM 0.852
C5 KIT APOA1 SERPINF2 ACY1
20 | GKB.CKM 0.851
o1 | €5 KIT APOA1 CDK5-CDK5R1 | FSTL3 0.851
CKB-CKM '
5y | KIT APOA1 CCL23 ACY1 CDK5-CDKBRT | "o
CKB-CKM '
9 KIT APOA1 CCL23 ACY1
23 | GKB.CKAM 0.851
TIMP1 C5 KIT APOAT ACY1
24 | (KB.CKM 0.851
C5 KIT APOA1 CCL23 ACY1
25 | CDK5-CDK5R1 0.851
o | KIT APOA1 CCL23 ACY1 CDK5-CDK5R1 | o
CKB-CKM '
o7 | C5 KIT APOA1 CDK5-CDK5R1 | HAMP 0.851
CKB-CKM '
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CCL23 0.857 46 C5 LBP KIT ACY1l APOAl CKB- CKM CCL23 SERPINF2 0.857 47 TI MP1
CDK5- CDK5R1 C5 CKB-CKM KI' T H NT1 APOA1 ACY1l 0.857 48 C5 CDK5- CDK5R1
| L12A- 1 LIMB 2CrB2CKM KI T H NT1 APOA1 CCL23 0.857 49 C5 CPKFASDNIML7SHK T
CKB- CKM APOA1 HI NT1 CCL23 ACY1 0 857 50 C5 SERPINF2 KIT ACY1l CKM

L3

T

KaRls Khde HAMP APOAL CKB- CKM
] RT—APOAT CRB- CRIvineRRIdvCaEE3
0. WWW%X@ T mmLLAB CRECORMCRKERAPOAL 0,857 54
AQY#8 QIGKBKEKM K| T HI NT1 APOA1 CCL23 0.857 55 [TI MP1 CDK5- CPRBR1 C5 FST]
Kl [T CRBFGKVI APOALT AEYT 0. 85T WO 201 AGZL795PCI CSRETDIEAY S 70_Tabl e 27
cont? rjuads-from pr evi ous page Markers|Mean CV AUQ 56 TI MP1 LBRYS ACYl K
B, CKMAPOAT CCLPRID. 857 H7AIEIACCL23 (C52CDKS- CORBRL
3 0.850
CKB-CKM
C9 KIT CKM APOA1 CCL23
31 ACY 0.850
TIMP1 C5h KIT APOA1 ACY1
32 CDK5-CDK5R1 0.850
C5h KIT APOA1 CCL23 ACY1
33 CDK5-CDK5R1 0.850
KIT APOA1 CCL23 LBP ACY1
34 CKB-CKM 0.850
35 C5h APOA1 CCL23 ACY1 CDKb5-CDK5R1 0.850
CKB-CKM ’
C5h KIT CKM APOA1 CCL23
36 CDK5-CDK5R1 0.849
C5h KIT LBP ACY1 CDKb5-CDK5R1
37 CKB-CKM 0.849
a8 TL12A-TL12B KIT APOA1 ACY1 CDKb5-CDK5R1 0.849
CKB-CKM ’
C5h KIT CCL23 ACY1 CDKb5-CDK5R1
39 CKB-CKM 0.849
40 TL12A-TL12B KIT APOA1 LBP CDKb5-CDK5R1 0.849
CKB-CKM ’
C5h KIT APOA1 ACY1 FSTL3
41 CKB-CKM 0.849
C9 KIT APOA1 CCL23 CDKb5-CDK5R1
42 CKB-CKM 0.849
43 KIT APOA1 CCL23 LBP CDKb5-CDK5R1 0.849
CKB-CKM ’
C9 C5h KIT APOA1 ACY1
44 CKB-CKM 0.849
C5h KIT CKM APOA1 LBP
45 CDK5-CDK5R1 0.849
C5h KIT CCL23 ACY1 CDKb5-CDK5R1
46 CKB-CKM 0.849
C5h KIT APOA1 SERPINF2 CCL23
47 CKB-CKM 0.848
C9 C5h KIT APOA1 CDKb5-CDK5R1
48 CKB-CKM 0.848
C5h KIT APOA1 LBP CKB-CKM
49 HINT1 0.848
C5h KIT CKM APOA1 SERPINF2
50 CDK5-CDK5R1 0.848
51 KIT APOA1 ACY1 CDK5-CDK5R1 | HAMP 0.848
CKB-CKM ’
TIMP1 C5h KIT CCL23 CDKb5-CDK5R1
52 CKB-CKM 0.848
C5h TL12A-TL12B | KIT APOA1 LBP
53 CKB-CKM 0.848
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KIT H NT1 CKM APOA1 0.857 58 C5 CDK5-CDK5R1 KIT FSTL3 APOAl CKB- CKM
SERPI NF2 ACY1 0.857 59 C5 LBP KIT ACY1l CKM CDK5- CDK5R1 APOA1 CCL23 0. 857

60 C5 CDWBOCDKARL7IKI T HAMP APOALl CKB- CKM LBP ACY1 0. 857 P6T/USRk@2A41szA2B ACY1
KI T CDK5- CDKS5R1 APOA1 CKB- CKM CCL23 LBP 0.857 62 C5 LBP KIT ACYl APOAl

CKB-

CKM SERPI NF2 CCL2313,18
30,857 64 VP —ACY

Ok BPEG R
e i

1 KIT CKB- CKM APOA1

CQ2 C APOAT Colrds, Ov3hGcHo
TI MPTTGEE23 C5 ACKiTRI T CORGAGEKE RT CRIVMIAPOAT 018560 66 C9 CCL23 C5 CCL23
Kl [T PEDKE<CDIKERL CKM APOAL 0. 856 67 C% LBP | L12A-| L12B CDK5- CORER1 KI T
CKB- CHMTARUAL SERPTRIFZ U. B56KES Co CPRPOUDKERI T [[ERATKALZB HAVP KI T CKB-
APOAL |LUBRTO. 856 60 TIMPL AGY1 | L12A-I|L12B CDK5- DK5R1 KI T CKBSEKM APOA1L
C9 Ch KIT APOA1 CCL23
56 CKB-CKM 0.848
KIT APOA1 CCL23 LBP ACY1
57 CKB-CKM 0.848
58 KIT APOA1 SERPINFEF2 ACY1 CDKbH-CDKb5R1 0.848
CKB-CKM ’
TIMP1 Ch KIT CCL23 CDKbH-CDKb5R1
59 CKB.CKM 0.848
C9 KIT CKM APOA1 ACY1
60 CDK5H-CDKb5HR1 0.848
C9 Ch KIT CCL23 ACY1
61 CKB-CKM 0.847
62 TIMP1 KIT APOA1 CCL23 CDKbH-CDKb5R1 0.847
CKB-CKM ’
63 KIT APOA1 CCL23 LBP CDKbH-CDKb5R1 0.847
CKB-CKM ’
Ch IL12A-IL12B | KIT APOA1 CCL23
64 CKB-CKM 0.847
65 Ch IL12A-IL12B | KIT CCL23 CDKbH-CDKb5R1 0.847
CKB-CKM ’
66 KIT APOA1 ACY1 CDK5H-CDKb5R1 | FSTL3 0.847
CKB-CKM ’
Ch KIT APOA1 CCL23 CKB-CKM
67 HINT1 0.847
Ch KIT CKM APOA1 ACY1
68 CDK5H-CDKb5HR1 0.847
69 Ch IL12A-IL12B | KIT APOA1 CCL23 0.847
CDK5H-CDKb5HR1 ’
70 TIMP1 KIT APOA1 LBP CDKbH-CDKb5R1 0.847
CKB-CKM ’
Ch KIT APOA1 LBP ACY1
7l CDK5H-CDKb5HR1 0.847
79 TIMP1 KIT APOA1 CDK5-CDK5R1 | HAMP 0.847
CKB-CKM ’
73 TIMP1 IL12A-IL12B | KIT APOA1 CDKbH-CDKb5R1 0.847
CKB-CKM ’
74 Ch KIT SERPINFEF2 ACY1 CDKbH-CDKb5R1 0.847
CKB-CKM ’
TIMP1 Ch KIT APOA1 CCL23
75 CDK5H-CDKb5HR1 0.847
Ch KIT APOA1 CCL23 LBP
76 CDK5H-CDKb5HR1 0.847
C9 KIT CKM APOA1 CCL23
i CDK5H-CDKb5HR1 0.847
TIMP1 KIT APOA1 LBP ACY1
78 CKB-CKM 0.847
Ch KIT CKM APOA1 CCL23
79 ACY 0.847
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LBP 0.856 70 C5 CDK5-CDKSR1 | L12A-1L12B HAMP KI T CKB- CKM APOA1 CCL23 0. 856
71 TIMP1 ACY1l C5 CDK5-CDK5R1 KI' T CKB- CKM APOA1 GDF11 0.856 72 C9 CCL23 C5
ACY1 KI'T WONIR/CKMSAPOAL 0.856 73 C9 CCL23 C5 ACY1 KI'T CDKASSDKARE7ECKM

APOA1 0.856 74 TIMP1 ACY1l C5 CKB-CKM KI' T HI NT1 APOAl CCL23 0.856 75 C5

23
KI'T

CDK5 CDK5R1 | L12A- | leﬁb@}g& Kbk g@%m Rg;\g,u; Re 0. 856 76 TIMPL ACY1 KIT
: Ci ABskdrBF ! mﬁAUC
WW. 1*‘5@;@23u«|w HNT I APOAT CCh
TOEOKMBP Cb ACY1 KI T CDK5- CDKESRl CKM APOA1 0. 856 80|E3YSERPI NF2
NFCDR5- CORKSRAPBRUATL 30. 856 BKFED B KERBARKT CKM T1K5- CDK5RI
Q@23 0. 856
C9 C5h KIT CKM APOA1
82 HINT1 0.847
TIMP1 C9 KIT APOA1 CDKb5-CDK5R1
83 CKB.CKM 0.847
TIMP1 C5h KIT APOA1 CCL23
84 CDK5-CDK5R1 0.846
85 C9 KIT APOA1 CDK5-CDK5R1 | HAMP 0.846
CKB-CKM ’
C5h KIT CCL23 LBP CDKb5-CDK5R1
86 CKB-CKM 0.846
TIMP1 C5h KIT LBP CDKb5-CDK5R1
87 CKB-CKM 0.846
88 TL12A-TL12B KIT APOA1 CCL23 CDKb5-CDK5R1 0.846
CKB-CKM ’
TIMP1 C5h KIT CKM APOA1
89 CDK5-CDK5R1 0.846
C5h KIT APOA1 ACY1 HAMP
90 CKB-CKM 0.846
TIMP1 C5h KIT APOA1 CCL23
91 CKB-CKM 0.846
C9 C5h KIT APOA1 CKB-CKM
92 HINT1 0.846
C5h TL12A-TL12B | KIT APOA1 CKB-CKM
93 HINT1 0.846
C5h KIT APOA1 ACY1 CDKb5-CDK5R1
94 FSTL3 0.846
C9 C5h KIT APOA1 CCL23
9 CDK5-CDK5R1 0.846
C5h KIT CKM APOA1 LBP
96 ACY 0.846
C9 KIT CKM APOA1 LBP
9 CDK5-CDK5R1 0.846
98 KIT APOA1 LBP CDK5-CDK5R1 | HAMP 0.846
CKB-CKM ’
C5h KIT APOA1 CCL23 SERPINF2
99 CKB-CKM 0.846
C9 C5h TL12A-TL12B | KIT APOA1
100 CKB-CKM 0.846
Table 26: Panels of 7 Biomarkers
Markers Mean CV AUC
1 C5h KIT APOA1 CCL23 ACY1 0.864
CDKb5-CDK5R1 | CKB-CKM ’
9 C5h KIT APOA1 CCL23 ACY1 0.863
CDKb5-CDK5R1 | CKB-CKM ’
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WO 2012/ 021795PCT/ US2011/ 047570 Table 27 - continued from previ ous page
Markers Mean CV AUC 82 C5 LBP I L12A-1L12B ACY1l KIT CKB- CKM APOAl1 CCL23
0. 856 83 WB 2CDHBITWBOKS5R1L KI T CKB- CKM APOAL HI NT1 CCL23 LBPTQMSS®6/08%7C5

CDK5- CDK5R1 KI T FSTL3 APOA1 CKB- CKM CCL23 LBP 0.856 85 C5 CCL23 | L12A-1L12B
ACY1 KIT CKB- CKM APOAtaQIg% N%gngnggg fgﬁn ~CDK5R1 C5 CKB-CKM KI T
HI (N 125 ; K5RT KT HAVPRARZEN CREC KM
3 YAV 856 88 @BIVI-"J. CCL23 m ACYTI KA poapRS=] APOAT 0. 856 g9 C9
AQYT CoiDKED BB REKKLAI M NT1 CKM APOAL 0.856 90 C5 CCL23 | P$%A-1L12B Acy1
KI [T CO CDKORL KMIAPUAL 0. g9l CY Ay 1O ( TORERLT Kl T CKB- CKM APOAlL
LEJP 0.|a85192 C5 CCLRB-KUM ACY1 CKM CDK5- CDK5R1 |APOA1 SERPI NB2%l0. 855 93 |09
APDAT [G5 CCL23 TLIRAFTL12B @OKSRL | KBT ACY1 -
CDKb5-CDK5R1 | CKB-CKM ’
6 C5h KIT APOA1 SERPINF2 | ACY1 0.860
CDKb5-CDK5R1 | CKB-CKM ’
7 C5h TL12A-TL12B KIT APOA1 ACY1 0.860
CDKb5-CDK5R1 | CKB-CKM ’
3 C5h TL12A-TL12B KIT APOA1 CCL23 0.860
CDKb5-CDK5R1 | CKB-CKM ’
9 C5h KIT APOA1 CCL23 LBP 0.859
CDKb5-CDK5R1 | CKB-CKM ’
10 C5h TL12A-TL12B KIT APOA1 LBP 0.859
CDKb5-CDK5R1 | CKB-CKM ’
11 C5h KIT APOA1 CCL23 LBP 0.859
CDKb5-CDK5R1 | CKB-CKM ’
19 C5h KIT APOA1 CCL23 CDKb5-CDK5R1 0.859
CKB-CKM HINT1 ’
13 TIMP1 C5h KIT APOA1 CCL23 0.859
CDKb5-CDK5R1 | CKB-CKM ’
C5h KIT APOA1 CCL23 LBP
14 ACY1 CKB-CKM 0.859
15 C5h TL12A-TL12B KIT APOA1 CCL23 0.858
CDKb5-CDK5R1 | CKB-CKM ’
16 TIMP1 C5h KIT APOA1 CCL23 0.858
CDKb5-CDK5R1 | CKB-CKM ’
17 C5h KIT APOA1 CCL23 ACY1 0.858
CKB-CKM HINT1
18 C5h TL12A-TL12B KIT APOA1 CCL23 0.858
ACY1 CKB-CKM ’
19 C5h KIT APOA1 SERPINF2 | CCL23 0.858
CDKb5-CDK5R1 | CKB-CKM ’
920 C5h KIT APOA1 ACY1 CDKb5-CDK5R1 0.857
HAMP CKB-CKM ’
91 C9 KIT APOA1 CCL23 ACY1 0.857
CDKb5-CDK5R1 | CKB-CKM ’
99 C5h KIT CKM APOA1 CCL23 0.857
ACY1 CDKb5-CDK5R1 ’
93 TIMP1 C5h TL12A-TL12B | KIT APOA1 0.856
CDKb5-CDK5R1 | CKB-CKM ’
TIMP1 C5h KIT APOA1 CCL23
24 ACY1 CKB-CKM 0.856
95 C5h KIT APOA1 SERPINF2 | CCL23 0.856
ACY1 CKB-CKM ’
% C5h KIT APOA1 CCL23 SERPINF2 0.856
ACY1 CKB-CKM ’
C9 C5h KIT CKM APOA1
21 CCL23 CDKb5-CDK5R1 0.856
98 TL12A-TL12B KIT APOA1 LBP ACY1 0.856
CDKb5-CDK5R1 | CKB-CKM ’
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CKM 0.855 94 Tl MP1 CDK5- CDK5R1 C5 HAMWP KI'T CKB- CKM APOA1 CCL23 0.855 95
C5 ACY1 KI'T CDK5-CDK5R1 CKM FSTL3 APOAl1 CCL23 0.855 96 TI MP1 CDK5- CDK5R1 C5

HAVP | L1202 PAB1TBEB- CKM KI T APOA1 0. 855 97 C9 LBP C5 ACYT/USRM1CKB7ECKM

APOA1 CCL23 0.855 98 C9 ACY1l C5 CDK5- CDKS5R1 KI' T CKB- CKM APOA1 CCL23 0. 855
CDK5 CDK5R1 KIT

99 9 CCL23 C5

LBP

Kl Tabitds %ﬁﬁku%l‘f%o%ﬁ%%vm%s%eloo @

HA C arlled
Mar scgvean CV A EBP i['{.[jpz/-\-l leﬁp@@?‘l_k. R F
CAL3% |0a@6¢ 2 C5 LBRpldidA- | U12B ACY1 KI T CDK5- CDK5R1 APOALO@;?@B- CKM ccll
0. t:/%q# IO LBP Kl [ KACYL APOAT ARdkb- CODKSY RO SERPIHNEP CKB- CK (%;I_Zd 0. 80
TI LBERY1IC5 ACY1l| KKB-@DK5- CIDK5R1 APOAL CKB- CKM CCL23 0. 86
201%{ 235795PCT/ USRI/ 047570 [Tabber 28 {1 coont | nUesERRIOm preyious page
CDK5-CDK5R1 | CKB-CKM '
5 | B KIT CKM APOA1 CCT.23 0.856
ACY1 CDK5-CDK5R1 '
43 | 5 KIT APOA1 ACY1 CDK5-CDKBRI | "o
CKB-CKM HINT1 '
a1 | €9 C5 KIT APOA1 CCT.23 0.855
CDK5-CDK5R1 | CKB-CKM '
45 | TIMPI KIT APOA1 LBP ACY1 0.855
CDK5-CDK5R1 | CKB-CKM '
46 | KIT APOA1 CCT.23 LBP ACY1 0.855
CDK5-CDK5R1 | CKB-CKM '
e KIT APOA1 SERPINF2 | LBP 0.855
ACY1 CKB-CKM '
48 | 5 KIT APOA1 CCT.23 CDK5-CDKBRI | "o
CKB-CKM HINT1 '
C9 C5 KIT APOA1 CCT.23
391 Acv1 CKB-CKM 0.855
0 | 8 KIT APOA1 CCT.23 CCT.23 0.855
CDK5-CDK5R1 | CKB-CKM '
41 | TIMPI C5 KIT APOA1 SERPINF2 0.855
CDK5-CDK5R1 | CKB-CKM '
10 | TIMPI C5 KIT APOA1 LBP 0.851
CDK5-CDK5R1 | CKB-CKM '
C5 KIT APOA1 CCT.23 CCT.23
B Aoy CKB-CKM 0.854
| P KIT APOA1 LBP CDK5-CDK5RI | (oo
CKB-CKM HINT1 '
C5 KIT APOA1 CCT.23 LBP
| cKB.CKM HINT1 0.854
C5 IL12A-TL12B KIT APOA1 LBP
161 Acy1 CKB-CKM 0.854
w7 | 9 KIT CKM APOA1 CCT.23 0.851
ACY1 CDK5-CDK5R1
15 | P KIT CKM APOA1 CCT.23 0.851
SERPINF2 CDK5-CDK5R1 '
TIMP1 C5 KIT APOA1 CCT.23
91 Aoyl CKB-CKM 0.854
C5 KIT APOA1 CCT.23 ACY1
0 | peTr3 CKB-CKM 0.854
= | 5 IL12A-TL12B KIT APOA1 CDK5-CDKBRI | "o
HAMP CKB-CKM '
= | TIMPI IL12A-TL12B KIT APOA1 ACY1 0.851
CDK5-CDK5R1 | CKB-CKM '
= | 5 KIT APOA1 CCT.23 CDK5-CDKBRI [ o
FSTL3 CKB-CKM '
C5 KIT CKM APOA1 CCT.23
> | 1pp CDK5-CDK5R1 0.854
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Markers Mean CV AUC 5 TIMP1 CCL23 C5 ACY1 | L12A-1L12B CDK5- CDK5R1 KI'T
CKB- CKM APOA1 0.863 6 TIMP1 LBP C5 ACY1 | L12A-1L12B CDK5- CDK5R1 KI' T
CKB- CKM APOAD1202882 7 C5 ACY1l KIT CDK5- CDKSR1 APOAl1 CKBPCKMS@OLAESH NT1 LBP
0.862 8 C5 LBP KIT ACY1l APOAl CDK5- CDK5R1 CCL23 CKB- CKM SERPI NF2 0. 862 9

TIMP1 CCL23 C5 ACYL | i dd 1 2Bntiied HdtaPheliohs e

CKM APOA1 0.862 10

Tl (vP1 CCLZ3 CORATLRERRT APOAT CRB-CRM SERPI NFZ2T RrS8 iIc A g EVPL
LBF : CDikpr CORERI  APOAIA {ICRB- CRWLSERPITNFZKS-OpBOH L2 11 MPT SERRI NF2
c5 A@JHAmzA-l L1PBKERKGMCDKER1 KI T CKB- CKM APQAL 0.861 13| &5°ccL23
| LTZA-TTIEB ACYI KKIT CDKS5- COKGRIO APOAL | K1 CKM [SHNEI-NPEsRL 861 14 1T VPT |LBP
C5| ACYIAMT CDK5- COKBRIKMPOAL CKB- CKM €CL23 0. 861 15 TI MPL| A C5
CDK z SRL KIT CKRICKM APOAT AINWIL [ 281.08 861 AGYICO LBP 85640Y1 KI'T
COK5- CRKBIRLCDK5R1 | CKB-CKM '
s | €9 C5 KIT APOA1 ACY1 0.851
CDK5-CDK5R1 | CKB-CKM '
= | 5 IL12A-ILI2B KIT APOA1 SERPINF2 0.851
CDK5-CDK5R1 | CKB-CKM '
60 | 5 KIT APOA1 CCL23 CDK5-CDKBRI | "o
HAMP CKB-CKM '
6 | KIT APOA1 CCL23 LBP ACY1 0.851
CDK5-CDK5R1 | CKB-CKM '
9 C5 KIT CKM APOA1
62 | ¢DK5-CDK5RI1 | HINTI 0.854
63 | TIMPI C5 KIT APOA1 CDK5-CDKBRI | "o
CKB-CKM HINT1 '
C5 KIT CKM APOA1 LBP
64 1 Acv1 CDK5-CDK5R1 0.854
65 | TIMPI C5 KIT CKM APOA1 0.853
CCL23 CDK5-CDK5R1 '
66 | 0 KIT APOA1 LBP CDK5-CDKBR1 | oo
FSTL3 CKB-CKM '
9 C5 KIT CKM APOA1
67 1 Acy1 CDK5-CDK5R1 0.853
6 | P IL12A-ILI2B KIT APOA1 CCL23 0.853
LBP CKB-CKM '
o | €9 KIT APOA1 LBP ACY1 0.853
CDK5-CDK5R1 | CKB-CKM '
w0 | €P KIT CCL23 LBP ACY1 0.853
CDK5-CDK5R1 | CKB-CKM '
C5 KIT APOA1 LBP ACY1
1 ckB-cM HINT1 0.853
-y | KIT APOA1 LBP ACY1 CDK5-CDKBRI | oo
FSTL3 CKB-CKM '
-3 | 5 KIT CKM APOA1 LBP 0.853
CDK5-CDK5R1 | HINT1
w1 | €9 C5 KIT APOA1 CDK5-CDKBRI | oo
CKB-CKM HINT1 '
e KIT APOA1 SERPINF2 | LBP 0.853
CDK5-CDK5R1 | CKB-CKM '
9 C5 KIT CKM APOA1
61 conos ACY1 0.853
-7 | IL12A-ILI2B KIT APOA1 CCL23 ACY1 0.853
CDK5-CDK5R1 | CKB-CKM '
-9 | TIMPI C5 KIT APOA1 CDK5-CDKBRI | oo
HAMP CKB-CKM '
C5 KIT APOA1 LBP ACY1
™| Fsrr3 CKB-CKM 0.853
0 | 8 KIT CKM APOA1 SERPINF2 0.853
ACY1 CDK5-CDK5R1 '
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APOAl1 CKB-CKM CCL23 0.861 17 C5 CCL23 |L12A-1L12B LBP KIT CDK5- CDK5R1 APOAl

CKB- CKM SERPI NF2 0. 861 18 TI MP1 ACY1l C5 CDK5- CDK5R1 | L12A-1L12B HAMP KI' T
CKB- CKM APOAD1202883 19 C5 ACY1l KI T CDK5- CDK5R1 APOAl FSPL3/USAM284TKB- CKM
LBP 0.861 20 TI MP1 ACY1l C5 CDK5- CDK5R1 KI' T HAMP APOAl CKB- CKM CCL23 0. 861
CKM CCL23 0.860 22 C5

21TI NPl SERPI NF2 C5 oﬁgm% jﬁ Ic%ﬁu@lfﬁﬂl

SH C A o AUC
|L14/:\-IT_H!,/[4ii:p L,DK?S@KBRl RIT F:[qp;d APOA Ap@—lpi«'i\lm 0. 860 24 C5 ACYTI KT
COKS! CRKORLKAPOAL| HAVMPR CCL23 |CKB- CKM LBP 0. 860 |25 C5 LBP | L3821 L12B AQY1
KI [T _CI TCDKORL  APUWAD ACKB- CKNITHERPI NFZ | Qo0 20 dPKSERRERNEE T LIZA-TL1ZE
AQYE? KIITAXIDKS- CDKERKBAROM1 CKB- CKM CCL23 0. 860 |27 G5 ACY1 KP1°1CDK5- CDKER1
APOA% RSTL3 CCL23| GKPAGKIVBLBP K860 28| RPoMRL TCEDREV | KI.T, CDK5- CDH5R1
APOAL |QHBIEKM CCLRBKB-CKM :
84 C5h KIT CKM APOA1 SERPINF2 0.852
CCL23 CDKb5-CDK5R1 ’
85 C5h KIT CCL23 LBP ACY1 0.852
CDKb5-CDK5R1 | CKB-CKM ’
C9 C5h KIT CKM APOA1
86 CCL23 CDKb5-CDK5R1 0.852
C5h KIT APOA1 CCL23 ACY1
87 FSTL3 CKB-CKM 0.852
88 C5h KIT APOA1 CCL23 CDKb5-CDK5R1 0.852
FSTL3 CKB-CKM ’
89 TIMP1 C5h KIT LBP ACY1 0.852
CDKb5-CDK5R1 | CKB-CKM ’
90 C5h KIT CKM APOA1 CCL23 0.852
LBP CDKb5-CDK5R1
91 C5h KIT APOA1 SERPINF2 | CDK5-CDK5R1 0.852
CKB-CKM HINT1 ’
99 TL12A-TL12B KIT APOA1 CCL23 LBP 0.852
CDKb5-CDK5R1 | CKB-CKM ’
93 C5h KIT APOA1 LBP CDKb5-CDK5R1 0.852
HAMP CKB-CKM ’
94 TL12A-TL12B KIT APOA1 CCL23 ACY1 0.852
CDKb5-CDK5R1 | CKB-CKM ’
C5h KIT APOA1 CCL23 ACY1
9 CKB-CKM HINT1 0.852
96 C5h KIT CKM APOA1 CCL23 0.852
CDKb5-CDK5R1 | HINT1 ’
97 C5h TL12A-TL12B KIT LBP ACY1 0.852
CDKb5-CDK5R1 | CKB-CKM ’
TIMP1 C5h KIT APOA1 LBP
98 ACY1 CKB-CKM 0.852
99 TIMP1 C5h KIT CKM APOA1 0.852
ACY1 CDKb5-CDK5R1 ’
100 TIMP1 KIT APOA1 CCL23 ACY1 0.852
CDKb5-CDK5R1 | CKB-CKM

Table 27: Panels of 8 Biomarkers

Markers Mean CV AUC
1 Ch KIT APOA1 CCL23 LBP 0.864
ACY1 CDK5-CDK5R1 | CKB-CKM ’
9 Ch IL12A-IL12B KIT APOA1 CCL23 0.864
ACY1 CDK5-CDK5R1 | CKB-CKM ’
3 Ch KIT APOA1 CCL23 LBP 0.864
ACY1 CDK5-CDK5R1 | CKB-CKM ’
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0.860 29 C5 LBP KIT ACY1l APOAl1 CDK5- CDK5R1 CCL23 CKB- CKM CCL23 0. 860 30
TIMPL CCL23 C5 LBP | L12A-1L12B CDK5- CDK5R1 KI T CKB- CKM APOALl 0.860 WO
2012/ 021 NSORCID/I2BA811/ 047570 Tabl e 28 - continued from pPCEXSCUI/OPEIE

Mar kers Mean CV AUC 31 C9 CCL23 C5 ACY1l KI T CDK5- CDK5R1 CKM HI NT1 APOA1

g CKM SERPI NF2 0. 860 33
. \ SPEMELIYRIV Qa3
COACY lTIWCDKWKg RI KT 'J:Kltpmw APOAT Apogz§59_f T CDR5-CDR5R1
APOAL [CKBrICKM SERPENRZ. AHIKYR1 |@8L23Kk\0. 859 36 TI MPL APOAl co %3 5 Acyl
KI [T CI MEDKORL KWE 0. 809 o7 [Qo1dABP 18- 1Z2ZAKIT 128 (DK AJDKORL CKB- CKM
APOAL [HINTIL CCL23| cOK85DIBR1 X IOCERY KI T| ACYL APQA1 CDK5- CDKBRIcCL 23
B- CKMTSERPT NF2 D859 39 C5 |AGYL TL12A- | RE2B1 CORGCDRGRL KI [T HAMP APOAT
CKB- CKM@QL23 0. 869K4@DN5KP] QBRCKM :
7 C5h TL12A-TL12B KIT APOA1 LBP 0.862
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
3 TIMP1 C5h KIT APOA1 SERPINF2 0.862
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
9 C5h TL12A-TL12B KIT APOA1 CCL23 0.862
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
10 C5h KIT APOA1 SERPINF2 | CCL23 0.862
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
11 C5h KIT APOA1 CCL23 SERPINF2 0.861
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
19 TIMP1 C5h KIT APOA1 LBP 0.861
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
13 C5h KIT APOA1 LBP ACY1 0.861
CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
1 C5h TL12A-TL12B KIT APOA1 CCL23 0.861
LBP CDKb5-CDK5R1 | CKB-CKM ’
15 C5h KIT APOA1 CCL23 LBP 0.860
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
16 C5h KIT APOA1 CCL23 ACY1 0.860
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
17 C5h TL12A-TL12B KIT APOA1 ACY1 0.860
CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
18 C5h TL12A-TL12B KIT APOA1 SERPINF2 0.860
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
19 C5h KIT CKM APOA1 CCL23 0.860
LBP ACY1 CDKb5-CDK5R1 ’
920 C5h KIT APOA1 CCL23 CCL23 0.859
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
91 C5h KIT APOA1 CCL23 ACY1 0.859
CDK5-CDK5R1 | HAMP CKB-CKM ’
99 C5h KIT APOA1 SERPINF2 | LBP 0.859
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
93 C5h KIT APOA1 CCL23 ACY1 0.859
CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
o4 TIMP1 C5h TL12A-TL12B KIT APOA1 0.859
CCL23 CDKb5-CDK5R1 | CKB-CKM ’
95 C5h KIT APOA1 CCL23 ACY1 0.859
CDK5-CDK5R1 | HAMP CKB-CKM ’
% C5h TL12A-TL12B KIT APOA1 CCL23 0.859
LBP CDKb5-CDK5R1 | CKB-CKM ’
o7 C5h KIT APOA1 CCL23 ACY1 0.859
CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
98 TIMP1 C5h KIT APOA1 ACY1 0.859
CDK5-CDK5R1 | HAMP CKB-CKM ’
929 C5h TL12A-TL12B KIT APOA1 SERPINF2 0.859
CCL23 CDKb5-CDK5R1 | CKB-CKM ’
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C5 CDK5- CDK5R1 KI'T CKB- CKM APOA1 HI NT1 CCL23 0.859 41 C5 ACY1 KIT

CDK5- CDK5R1 APOAl1 CKB- CKM SERPI NF2 HI NT1 CCL23 0.859 42 C5 LBP KIT ACY1
APOA1l CDRBOCDRARI7TIEDF11 CKB- CKM CCL23 0. 859 43 C5 ACY1l RCT/USBHMIACHHGR1
APOAl FSTL3 SERPI NF2 CKB-CKM LBP 0.859 44 C5 LBP KIT ACYl CKM CDK5- CDK5R1

APOAl HI NT1 CCL23 0. 859a,5115 @ /ggp(gm{lgé%rh RBioEDKREEDK5R1 KI T FSTL3 APOAL
B-—CKVCCl ACX CDRERTAPOATL CRB-CRM Mag TV IAYIE
.&@—47—69—0 VEEDKS - CORSRT APOAT
CAL33 || AdRA- | L12B| ARKICHUT NGDK5R1 APOAL CKB]CKM CCL23 0| 889 49 Co ACY1
c5 edCDKORT KT c6&KB- CKM Al T HNIT CCeKyt 0. goxxbd) CY APDAL b CCLZS
| LA2A|Idci2B ACY1 KWTYCDKS- COKSRIKACOKIM 510, B58 51 C3 CDK5- CDK5R1VKIT FSTL3
APOAT [RAVP CCL23 CKBF CKM ACYT (@68 52 ChCACYI T [AZA [ L12B OPKG: CDKGRI
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
23 C9 C5h KIT APOA1 CCL23 0.859
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
24 C5h KIT APOA1 ACY1 CDKb5-CDK5R1 0.858
FSTL3 HAMP CKB-CKM ’
35 TIMP1 C5h KIT APOA1 CCL23 0.858
LBP CDKb5-CDK5R1 | CKB-CKM ’
26 C5h KIT APOA1 LBP ACY1 0.858
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
37 C5h TL12A-TL12B KIT APOA1 ACY1 0.858
CDK5-CDK5R1 | HAMP CKB-CKM ’
a8 TIMP1 C5h KIT APOA1 SERPINF2 0.858
CCL23 CDKb5-CDK5R1 | CKB-CKM ’
29 TIMP1 C5h TL12A-TL12B KIT APOA1 0.858
CCL23 CDKb5-CDK5R1 | CKB-CKM ’
40 C5h KIT APOA1 SERPINF2 | CCL23 0.858
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
11 TIMP1 C5h KIT APOA1 CCL23 0.858
LBP CDKb5-CDK5R1 | CKB-CKM ’
12 C5h TL12A-TL12B KIT APOA1 CCL23 0.858
LBP ACY1 CKB-CKM ’
43 C5h KIT APOA1 SERPINF2 | CCL23 0.858
LBP CDKb5-CDK5R1 | CKB-CKM ’
m C5h KIT CKM APOA1 SERPINF2 0.857
LBP ACY1 CDKb5-CDK5R1 ’
15 TIMP1 C5h KIT APOA1 CCL23 0.857
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
16 C5h KIT APOA1 CCL23 SERPINF2 0.857
LBP ACY1 CKB-CKM ’
A7 TIMP1 C5h KIT APOA1 ACY1 0.857
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
48 C5h TL12A-TL12B KIT APOA1 CCL23 0.857
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
19 C5h KIT APOA1 CCL23 ACY1 0.857
CDKb5-CDK5R1 | CKB-CKM HINT1 ’
50 C5h KIT CKM APOA1 CCL23 0.857
SERPINF2 ACY1 CDKb5-CDK5R1 ’
51 C5h KIT APOA1 SERPINF2 | ACY1 0.857
CDK5-CDK5R1 | HAMP CKB-CKM ’
59 C5h KIT APOA1 GDF11 CCL23 0.857
ACY1 CDKb5-CDK5R1 | CKB-CKM ’
53 TIMP1 C5h TL12A-TL12B KIT APOA1 0.857
LBP CDKb5-CDK5R1 | CKB-CKM ’
54 C9 C5h KIT APOA1 CCL23 0.857
ACY1 CKB-CKM HINT1 ’
55 TIMP1 C5h KIT APOA1 ACY1 0.857
CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
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KIT HAMP APOA1 CKB- CKM CCL23 0.858 53 C5 ACY1l KIT CDK5- CDK5R1 APOA1 HAMP
CCL23 CKB-CKM LBP 0.858 54 C5 ACY1 | L12A-1L12B CDK5- CDK5R1 KI T FSTL3 APOAl
CKB- CKM G®02812028%8 55 TIMP1 LBP C9 ACY1l KI T CDK5- CDK5RPCARBAR 1GKB7CKM
CCL23 0.858 56 C9 CCL23 C5 CCL23 KIT ACYl CKM CDK5- CDK5R1 APOAl 0.858 WD
' Jale@M previ ous page

Ve \ 3 n ~Al
3P 7&@@158_65 DQB(I-’I NFZ KT [{-}tpYJ. APOAIT &PRaT CORGIRI oCDFIT OKB- CRMCCLZ3
0.858 (5%5TI MP1 SERRCME2 C5 CQLAds bkiRA- 1 | 12B CDK§- CDK5R1 KI T| EKB- CKM APOAL
0. 8& ath CO ACY1 Krid CDKo- CDKGHT APUAL HAVRMVOERP [TAYO A CKB- (KM 23 0. 858
61 Q@23 | L12At bhk2BHIBR1 KIMINACYL CKM CDK5- CDKSRL APOAL 0| 8 62 TI MP1
Al %8 HCDK5- COKERKIKI T HAMP [ARGAL CKB- CKMGEahN2Z3 [WMBG8 63 5 @g%\gl KIT
COK5- (DRIRLCARORL | FSMLB SERP |I0MB-2KEKB- CKM CCL23 '
C5 KIT CKM APOAL1 CCL23 0.857
LBP ACY1 CDK5-CDK5R1 '
o | €5 KIT APOAL1 LBP ACY1 0.857
CDK5-CDK5R1 | HAMP CKB-CKM '
61 | T12A-IL12B KIT APOAL1 CCL23 LBP 0.857
ACY1 CDK5-CDK5R1 | CKB-CKM '
6 | €5 KIT APOAL1 SERPINF2 | CCL23 0.857
LBP ACY1 CKB-CKM '
63 | €9 C5 KIT APOAL1 CCL23 0.857
LBP CDK5-CDK5R1 | CKB-CKM '
61 | TIMP1 9 KIT APOAL1 CCL23 0.856
ACY1 CDK5-CDK5R1 | CKB-CKM '
65 | TIMP1 C5 KIT CKM APOAL1 0.856
CCL23 ACY1 CDK5-CDK5R1 '
6 | €9 C5 KIT CKM APOAL1 0.856
CCL23 CCL23 CDK5-CDK5R1 '
o7 | P IL12A-TIL12B KIT APOAL1 SERPINF2 0.856
LBP CDK5-CDK5R1 | CKB-CKM '
6 | CP IL12A-TL12B KIT APOAL1 LBP 0.856
CDK5-CDK5R1 | HAMP CKB-CKM '
6o | TIMP1 IL12A-TL12B KIT APOAL1 LBP 0.856
ACY1 CDK5-CDK5R1 | CKB-CKM '
-0 | €5 IL12A-TL12B KIT APOAL1 CCL23 0.856
CDK5-CDK5R1 | HAMP CKB-CKM '
-1 | TIMP1 C5 KIT APOAL1 GDF11 0.856
ACY1 CDK5-CDK5R1 | CKB-CKM '
9 C5 KIT CKM APOAL1
21 conas ACY1 HINT1 0.856
-3 | €9 C5 KIT CKM APOAL1 0.856
CCL23 ACY1 CDK5-CDK5R1 '
74 | TIMP1 C5 KIT APOAL1 CCL23 0.856
ACY1 CKB-CKM HINT1 '
- | C5 IL12A-TL12B KIT APOAL1 LBP 0.856
CDK5CDK5R1 | FSTL3 CKB-CKM '
76 | TIMP1 KIT APOAL1 CCL23 LBP 0.856
ACY1 CDK5-CDK5R1 | CKB-CKM '
77 | TIMP1 9 C5 KIT CKM 0.856
APOAL1 CCL23 CDK5-CDK5R1 '
5 | CP KIT CKM APOAL1 CCL23 0.856
LBP CDK5-CDK5R1 | HINT1 '
20 | €9 C5 KIT CKM APOAL1 0.856
LBP ACY1 CDK5-CDK5R1 '
g0 | P KIT CKM APOAL1 CCL23 0.856
SERPINF2 LBP CDK5-CDK5R1 '
a1 | €9 KIT CKM APOAL1 CCL23 0.856
LBP ACY1 CDK5-CDK5R1 '
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0.858 64 TIMP1 CCL23 C5 SERPINF2 KIT ACY1l CKM CDK5- CDK5R1 APOAl 0. 858 65 C5
CDK5- CDK5R1 KI' T FSTL3 APOA1 HAMP LBP CKB- CKM ACY1 0.858 66 TI MP1 ACY1l C5
CDK5- CDKSRO 2K12102CKB- CKM APOA1 HI NT1 CCL23 0. 858 67 Tl MPPCATR2010947570
CDK5- CDK5R1 KI T HAMP APOAl1 CKB- CKM CCL23 0.858 68 TI MP1 CCL23 C5 LBP

58

IL12A-I LlZB CDK5 CDKSRj:a]LIﬁl[J e ACY1l KI'T CDK5- CDK5R1
APO B-"CKV—GDi KSRT iLlZl—\Melaﬁ{;:VIde;m
Kl [T HANES APUAl L,Kjiwlﬂgﬁﬁ._[&ﬁﬁ 71 T| VPIpARYT | T KT HAVP
APOA |GKB- CKM LBP| Q858 72 C9 AGYLKEh CDK5- CDKSR1 KI T CKB- CKM-B80A1 HI NT1
LBP 01858 73 TTNMPLKACYLI Cb (I GQUKORL KI ¢cExILS [ABPAL CKB- U IVI%JLZJ 0.4
74| & | AQYLs Chk2iy | LKRBIODKS- COKSRL KI T HAMP APOA1 CKB- CKM LBP’%0. 858 75
TI '\@} AGY1 C5 CDKbKODKERI KI T AOKBYICKM APPDATL: NT1 1IBBP 0.856
CDK5-CDK5R1 | FSTL3 CKB-CKM '
e IL12A-TL12B KIT APOA1 SERPINF2 0.856
CCL23 ACY1 CKB-CKM '
g6 | TIMPI C5 KIT APOA1 CCT.23 0.856
CDK5-CDK5R1 | CKB-CKM HINT1 '
o7 | IL12A-ILI2B KIT APOA1 LBP ACY1 0.856
CDK5-CDK5R1 | HAMP CKB-CKM '
g | TIMPI C9 KIT CKM APOA1 0.856
CCL23 ACY1 CDK5-CDK5R1 '
g9 | €9 C5 KIT CKM APOA1 0.856
ACY1 CDK5-CDK5R1 | HINT1 '
90 | €8 IL12A-TL12B KIT CKM APOA1 0.855
CCL23 ACY1 CDK5-CDK5R1 '
o1 | €9 C5 KIT APOA1 LBP 0.855
ACY1 CDK5-CDK5R1 | CKB-CKM '
92 | €5 KIT CKM APOA1 SERPINF2 0.855
CCL23 ACY1 CDK5-CDK5R1 '
03 | €9 C5 IL12A-TL12B KIT CKM 0.855
APOA1 CCL.23 CDK5-CDK5R1 '
o1 | TIMPI C5 KIT APOA1 CCT.23 0.855
CDK5-CDK5R1 | HAMP CKB-CKM '
o5 | B KIT CKM APOA1 CCT.23 0.855
ACY1 CDK5-CDK5R1 | FSTL3 '
o6 | TIMPI C5 IL12A-TL12B KIT APOA1 0.855
CDK5-CDK5R1 | HAMP CKB-CKM '
C9 C5 KIT APOA1 CCT.23
9 1 Lpp ACY1 CKB-CKM 0.855
03 | 9 C5 KIT APOA1 CCT.23 0.855
ACY1 CDK5-CDK5R1 | CKB-CKM '
99 | €9 C5 KIT CKM APOA1 0.855
CCL23 LBP CDK5-CDK5R1 '
100 | €9 KIT APOA1 CCL23 ACY1 0.855
CDK5-CDK5R1 | HAMP CKB-CKM '
Table 28: Panels of 9 Biomarkers
Markers Mean CV AUC
L 55 IL12A-TL12B KIT APOA1 CCL23 0.864
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
5 | C5 IL12A-IL12B KIT APOA1 CCL23 0.864
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
5 | G5 KIT APOA1 SERPINF2 CCL23 0.863
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
4 | TIMPI C5 KIT APOA1 CCL23 0.863
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
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0.858 76 TIMP1 CCL23 C5 ACY1l KIT CDK5- CDKS5R1 APOAl1 CKB- CKM GDF11 0.858 77
C9 LBP C5 CDK5-CDK5R1 KI'T CKB-CKM APOA1 HI NT1 CCL23 0.858 78 C5 CCL23 KIT
LBP CKM AZBR0RRAADS CDKS5- CDKSR1 SERPI NF2 0. 858 79 CO LBPPCIAB®2011104B0 ACY1
KI T CDK5- CDK5R1 APOAl1 CKB- CKM CCL23 0.858 80 TIMP1 CCL23 C5 CDK5- CDK5R1

| L12A- 1 LlZB HANP KIT 0@01@% Apgﬁgmge@@gng orE3ickBRab T ACYL APOAL
Oy I —CKB-CKM CChZ:31bhs858 82 CU CCL23 C5 ACYT KIThRRKTERGR]
CKmt H/-lvrjmfw-\l 0 :sWOT“/‘Q‘WUﬁWE'QAP'@@ e P8 - continued
friom grevisous pagesMatkers MgamiGVeAkER BBCEE @Gl23 I|L12A- 1 L1PBRCYL KI T
COK5- UDKRSRL  APUAL| €KB- CKM GDRIL1 I Bh3B 84| Kor ACYT C5 [QOKEYICDKbRT KI' T HAVP
APOAL [GKB: CKM CCLR2AC®1857 85 |CDICCLARSICS| ARYICHM T CIDKS- CDKSRLVAB0OAL CKB- CKM
SEI—'{?_NIR% 0.857 86| &brLBP I L17AHdAPB ACY[LCKLIZ CKB- CKMBRPOAL 5%51 CCL23
0.857 [8YCY35 CCL23| CDK5-CDK5R1 | CKB-CKM HINT1 '
g | ©5 KIT APOA1 CCL23 SERPINF2 | oo
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
o | TIMPI C5 IL12A-IL12B KIT APOA1 0.862
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
1o | TIMP1 C5 KIT APOA1 SERPINF2 | (o
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
11 | TIMP1 C5 KIT APOA1 SERPINF2 | (o
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
1o | TIMP1 C5 IL12A-IL12B KIT APOA1 0.861
SERPINF?2 ACY1 CDK5-CDK5R1 | CKB-CKM :
13 | ©5 IL12A-IL12B KIT APOA1 SERPINF2 | (o
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
14 | TIMP1 C5 KIT APOA1 CCL23 0.861
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
15 | TIMP1 C5 KIT APOA1 CCL23 0.861
ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
6 | €9 C5 KIT APOA1 CCL23 0.861
LBP ACY1 CDK5-CDK5R1 | CKB-CKM :
17 | ©5 IL12A-IL12B KIT APOA1 SERPINF2 | (o
CCL23 LBP CDK5-CDK5R1 | CKB-CKM '
15 | TIMP1 C5 IL12A-IL12B KIT APOA1 0.861
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
19 | C5 KIT APOA1 CCL23 LBP 0.861
ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
oy | TIMP1 C5 KIT APOA1 CCL23 0.861
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
51 | TIMPI C5 KIT APOA1 CCL23 0.860
SERPINF?2 ACY1 CDK5-CDK5R1 | CKB-CKM '
5y | CP KIT CKM APOA1 CCL23 0.860
SERPINF?2 LBP ACY1 CDK5-CDK5R1 '
e IL12A-IL12B KIT APOA1 LBP 0.860
ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
o1 | P KIT APOA1 CCL23 LBP 0.860
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
o | P IL12A-IL12B KIT APOA1 SERPINF2 | oo
LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
o | CP IL12A-IL12B KIT APOA1 CCL23 0.860
SERPINF?2 ACY1 CDK5-CDK5R1 | CKB-CKM '
e KIT APOA1 CCL23 LBP 0.860
ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
5g | TIMPI C5 KIT APOA1 CCL23 0.860
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
59 | CP KIT APOA1 CCL23 CCL23 0.860
LBP ACY1 CDK5-CDK5R1 | CKB-CKM :
5 | TIMPI C5 IL12A-IL12B KIT APOA1 0.860
CCL23 LBP CDK5-CDK5R1 | CKB-CKM '
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| L12A-1L12B LBP KIT ACYl APOAl1 CKB- CKM SERPI NF2 0. 857 88 C5 CCL23

| L12A-1L12B LBP KI'T CDK5- CDK5R1 APOAl1 CKB- CKM CCL23 0. 857 89 C5 CDK5- CDK5R1

KIT FSTL3WOR0R102CKB- CKM CCL23 HI NT1 ACY1 0.3857 90 TI MP1PATNB2011027370 L12B

KIT HAMP APOAl CKB- CKM LBP 0. 857 91 C5 ACY1

| L12A-1L12B
g TI MP1 SERPI NF2 C5

)

AQYI* PO Btk ekt GRMTC
CORS=- QR RI APOAT UBNIl CCL23 KI@ 55/ 974 ICKM.L CCL2Z23 - R
APOAL |QKB-2EKM SERPUWNF2 0. 857 @5 TEMRIR APAAITICS CCL23 | L12A-| 1i%B ACYl KI
CDOKS- ( SRl CKM 0] 8/ 90 Y OBHTCO ACY1L KAPOWDKO- COKSRRPOWNM HI NI T APUAL
0.887 |9%c5 ACY1 KrDKEDKG:GDKSRIMAPOAL HAMRBRGLA3 CKB- CKM SERPINF2 0. 857
98 %@&23 [TIZAIEEI2B ACYT [KOT CDK5- CDKBRIT APOAT KM GDF1T 0. 857 99
@) 2T REINEBP CCL23 ACY1 CDK5-CDK5R1 ‘
24 TIMP1 C9 C5h KIT APOA1 0.859
CCL23 ACY1 CDKb5-CDK5HR1 | CKB-CKM ’
35 C5h KIT APOA1 SERPINF2 CCL23 0.859
LBP CDKb5-CDK5R1 | CKB-CKM HINT1 ’
26 TIMP1 C9 C5h KIT CKM 0.859
APOA1 CCL23 ACY1 CDK5-CDK5R1 ’
37 C5h TL12A-TL12B KIT APOA1 CCL23 0.859
LBP CDKb5-CDK5R1 | CKB-CKM HINT1 ’
a8 C5h KIT APOA1 CCL23 SERPINF2 0.859
CCL23 ACY1 CDKb5-CDK5HR1 | CKB-CKM ’
29 C5h TL12A-TL12B KIT APOA1 CCL23 0.859
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
40 TIMP1 C5h KIT APOA1 CCL23 0.859
LBP CDKb5-CDK5R1 | CKB-CKM HINT1 ’
11 C5h KIT APOA1 SERPINF2 CCL23 0.859
ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
12 C5h KIT APOA1 GDF11 CCL23 0.859
LBP ACY1 CDKb5-CDK5HR1 | CKB-CKM ’
43 C5h KIT APOA1 SERPINF2 LBP 0.859
ACY1 CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
m C5h KIT CKM APOA1 CCL23 0.859
LBP ACY1 CDKb5-CDK5HR1 | HINT1 ’
15 C5h TL12A-TL12B KIT APOA1 CCL23 0.859
ACY1 CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
16 C5h KIT APOA1 CCL23 LBP 0.859
ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
A7 C9 C5h KIT CKM APOA1 0.859
CCL23 LBP ACY1 CDK5-CDK5R1 ’
48 C5h TL12A-TL12B KIT APOA1 CCL23 0.859
CCL23 ACY1 CDKb5-CDK5HR1 | CKB-CKM ’
19 C9 C5h KIT APOA1 CCL23 0.858
ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
50 C9 C5h TL12A-TL12B KIT CKM 0.858
APOA1 CCL23 ACY1 CDK5-CDK5R1 ’
51 C5h KIT APOA1 CCL23 ACY1 0.858
CDKb5-CDK5R1 | FSTLS3 HAMP CKB-CKM ’
59 C5h TL12A-TL12B KIT APOA1 CCL23 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
53 C5h KIT APOA1 CCL23 LBP 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
54 C5h TL12A-TL12B KIT APOA1 CCL23 0.858
ACY1 CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
55 TIMP1 C9 KIT APOA1 CCL23 0.858
LBP ACY1 CDKb5-CDK5HR1 | CKB-CKM ’
56 C9 C5h KIT CKM APOA1 0.858
CCL23 CCL23 ACY1 CDK5-CDK5R1 ’
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KIT ACY1l CKM CDK5- CDK5R1 APOA1 0.857 100 TI MP1 CDK5-CDK5R1 C5 FSTL3 KIT
HAMP APOAl CKB- CKM ACY1l 0.857 Table 29: Panels of 10 Bi onarkers Markers

Mean CV AYG 201208110823

| L12A-1L12B LBP KIT ACY1l APOAl1 CPKIAGSEKIMBL7SBERPI NF2

CKB- CKM 0. 863 2 TIMP1 CCL23 C5 LBP I L12A-1L12B ACY1l KIT CDK5- CDK5R1 APOAl
5| T CDK5- CDK5R1 APOA1

OB 01 0. 803 3 TI NPL HARHCD chfRnlid M

85106@(%

Y1

CKB- Marke a C
Al Al qm[-m,mw 0. 53@5?@5 CBP I‘KIT /-\L,YJ. /-\HJWTCDF‘&EP SERPINFZ CRKB-CRKM
CAL23 [HINTIL 0. 862 cpWOR0ERN 03%795PCT/ USPOkk/@4v570 |Tabl e 29| %3%¥ont i nued
friom Qr@vi ous pagexkivar Kers VEatp@®&M AUC 6] EoFBERPIT NFZ ddiRZA-TEIZB LBP KI'1
AQY1® ARGADPTIODKS- CDKBR1 CCL23 | @B OKIVKOR BB2KE HWPL $ERPI NF2 [B°TBP KI T A(
APOA% (DKG- CDKG5RI| CEL23 CKB- D86 8 TKMPL [BP Cj AOA KI T CDK5- CDKGR1
APOAL |GKBIOKM CCLRBCHENTL 0. §62D10-TONFI CCK23 108 LBP KI T ACYL”
60 Ch KIT APOA1 SERPINF2 CCL23 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
61 Ch TL12A-1L12B KIT CKM APOA1 0.858
CCL23 LBP ACY1 CDK5-CDK5HR1 ’
62 TIMP1 Ch KIT APOA1 CCL23 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
63 Ch KIT APOA1 SERPINF2 CCL23 0.858
ACY1 CDK5-CDK5b5R1 | FSTL3 CKB-CKM ’
64 TIMP1 Ch KIT CKM APOA1 0.858
CCL23 SERPINF2 ACY1 CDK5-CDK5HR1 ’
65 Ch KIT APOA1 LBP ACY1 0.858
CDK5-CDK5b5R1 | FSTL3 HAMP CKB-CKM ’
66 TIMP1 Ch KIT APOA1 CCL23 0.858
ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 ’
67 TIMP1 C9 KIT APOA1 CCL23 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
68 TIMP1 Ch TL12A-TL12B KIT APOA1 0.858
CCL23 LBP CDK5-CDK5R1 | CKB-CKM ’
69 Ch KIT APOA1 GDF11 CCL23 0.858
ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 ’
70 Ch TL12A-1L12B KIT APOA1 ACY1 0.858
CDK5-CDK5b5R1 | FSTL3 HAMP CKB-CKM ’
71 TIMP1 Ch KIT APOA1 LBP 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
7 C9 Ch KIT APOA1 LBP 0.858
ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 ’
73 TIMP1 Ch KIT APOA1 CCL23 0.858
ACY1 CDK5-CDK5b5R1 | FSTL3 CKB-CKM ’
74 Ch TL12A-1L12B KIT APOA1 LBP 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
75 TIMP1 Ch KIT APOA1 LBP 0.858
ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 ’
76 TIMP1 Ch KIT APOA1 GDF11 0.858
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM ’
77 C9 Ch KIT APOA1 CCL23 0.858
LBP CDK5-CDK5R1 | CKB-CKM HINT1 ’
78 Ch KIT CKM APOA1 SERPINF2 0.858
CCL23 LBP ACY1 CDK5-CDK5HR1 ’
79 C9 TL12A-1L12B KIT APOA1 CCL23 0.858
LBP ACY1 CDK5-CDK5R1 | CKB-CKM ’
30 TIMP1 Ch TL12A-TL12B KIT APOA1 0.858
CCL23 CDK5-CDK5R1 | HAMP CKB-CKM ’
31 Ch KIT APOA1 GDF11 CCL23 0.858
LBP ACY1 CDK5-CDK5R1 | CKB-CKM ’
89 C9 Ch KIT CKM APOA1 0.858
CCL23 ACY1 CDK5-CDK5R1 | HAMP ’
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APOAl1 CDK5- CDK5R1 SERPI NF2 CKB- CKM 0. 861 10 C9 LBP C5 ACY1 KI' T CDK5- CDK5R1

APOA1 HAWP CCL23 CKB-CKM 0.861 11 C9 SERPINF2 C5 CCL23 KIT ACYl CKM

CDK5- CDKBRO 20201217951 NT1 0. 861 12 C5 CCL23
CDK5- CDKSRL CCL23 CKB- CKM 0. 861 13 C5 LBP | L12A-1L12B ACY1 KI T CDK5- CDK5R1
5 cfio%d gibE CDK5- CDKERL APOAL

| L12A- 1 L12B LBPTHISTOIAGYE7APOAL

CKB-Ck C5CCLz3tT1z2A-1 MéﬁnWAU‘(b |
CORS-(QLRORT APOATL mgs;\mygu tqulo TIVPITQEEZS CO BRI GACYIL KT
COK5? CKERE APOAL| GKB1 CKM 0. 860HIZcitk MPL| 6RB23(E5 ACY1 | L12A 728
Cul\jg-( R1L KI'T HAMFP APUAL CHBE<ICKM 0. 860] A0y SERPIINEA 2600 LLZS KI' I LBP
CKMPAQYACWPOAL CDKEDERBKSRERO.|860MEO TI MPLCRELARAICS ACYL KI T - CDK5R1
APO @KB- CKM SERPCBF2 HI NT1 [G<i860 20 G5 RBPAKI T ACYSERPOALR % CDK5R1
GOF11 |@KB-26KM CCLRACMINTL 0. §60DK5 CDK5R1 | CKB-CKM ~
g6 | CP IL12A-TL12B KIT APOAL1 CCL23 0.857
LBP ACY1 CKB-CKM HINT1 '
a7 | CB IL12A-TL12B KIT APOAL1 SERPINF2 | oo
CCL23 LBP ACY1 CKB-CKM '
g | CP IL12A-TL12B KIT APOAL1 CCL23 0.857
CCL23 LBP CDK5-CDK5R1 | CKB-CKM '
g9 | €5 KIT APOAL1 CCL23 ACY1 0.857
CDK5CDK5R1 | FSTL3 CKB-CKM HINT1 '
90 | TIMP1 IL12A-TL12B KIT APOAL1 LBP 0.857
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
o1 | P IL12A-TL12B KIT APOAL1 SERPINF2 | oo
ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
9y | TIMP1 C5 KIT APOAL1 GDF11 0.857
SERPINF2 ACY1 CDK5-CDK5R1 | CKB-CKM '
93 | €9 KIT CKM APOAL1 CCL23 0.857
LBP ACY1 CDK5-CDK5R1 | HINT1 '
91 | TIMP1 C5 KIT APOAL1 SERPINF2 | oo
CCL23 LBP CDK5-CDK5R1 | CKB-CKM '
o5 | TIMP1 C5 IL12A-TL12B KIT CKM 0.857
APOAL1 CCL23 ACY1 CDK5-CDK5R1 '
96 | €9 C5 KIT CKM APOAL1 0.857
LBP ACY1 CDK5-CDK5R1 | HINT1 '
97 | CP KIT APOAL1 CCL23 SERPINF2 | oo
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
9s | €5 IL12A-TIL12B KIT APOAL1 GDF11 0.857
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
99 | €9 C5 KIT CKM APOAL1 0.857
CCL23 LBP ACY1 CDK5-CDK5R1 '
100 | TIMPI C5 KIT APOAL1 ACY1 0.857
CDK5CDK5R1 | FSTL3 HAMP CKB-CKM '
Table 29: Panels of 10 Biomarkers
Markers Mean CV AUC
L |6 IL12A-TL12B KIT APOAL1 SERPINF2 0.863
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
o | TIMP1 C5 IL12A-TL12B KIT APOAL1 0.863
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
5 | TIMP1 C5 IL12A-IL12B KIT APOAL1 0.862
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
4 | TIMPI C5 IL12A-TL12B KIT APOAL1 0.862
SERPINF2 | LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
= | C5 KIT APOAL1 SERPINF2 CCL23 0.862
LBP ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
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21 C5 LBP I L12A-1L12B ACY1 KI T CDK5- CDK5R1 APOAl FSTL3 CCL23 CKB- CKM 0. 860
22 C9 CCL23 C5 LBP KIT ACY1l CKM CDK5- CDK5R1 APOA1 HI NT1 0.860 23 CO9 APOAl
C5 CCL23 wor/i2i2B LBP KI T ACY1l CKM CDK5- CDK5R1 0. 860 P24/US20111/8#7570
| L12A-11L12B ACY1 KI T CDK5- CDKS5R1 APOA1 HAMP CCL23 CKB- CKM 0. 860 25 C9 CCL23

c5 ACYl Kl

AQY CDR CORR STV BRTEN T
CDK?CWCK WWEI ACYI[ APOAT
COKE: (RN SERPRRNE2 HAMP |GGt CKB- CKMLR S 86029 | THVPEKECL 23| B¥?ACYL C5
COR5- UDRARRL KT [TCERB- CKM A T AHTNTT O] 860A30 1T VHPIC@REZ3 C5 ACYL
| LL2A-|| dEE2BNEDKEBEDK5R1  KI| TAGHAMP APOAL COKB-THIVRG.| 86038k M09 OX9% 5 LBP KI T
Al ]Zg POA® 1CDKbc€DKERT SERMIINFZ CKB- CKMPOAB60 CCL23 0.962
2012/ Q21BH95PCT| W82011/ 0475 1ORabbE5R9| CK8arKN nued HINGM pr evi pusS page
Malr kgersHIM}an CVCAUC 32 TI NRITSERPI NF2| APOA1 SERPINF2 0.861
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
0 | €9 C5 KIT APOAT CCL23 0.861
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
11 | €9 C5 KIT CKM APOAT 0.861
SERPINF2 | CCL23 ACY1 CDK5-CDK5R1 | HINT1 '
19 | ©P L12ATL12B KIT APOAT CCL23 0.861
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
13 | €5 L12ATL12B KIT APOAT CCL23 0.861
LBP ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 :
| €9 C5 KIT APOAT CCL23 0.861
LBP ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
15 | TIMPI C5 L12ATL12B KIT APOAT 0.861
SERPINF2 | CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
16 | TIMPI C9 C5 KIT APOAT 0.860
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
17 | TIMPI C5 IL12A-TL12B KIT APOAL1 0.860
CCL23 ACY1 CDK5-CDK5R1 | HAMP CKB-CKM :
15 | €9 C5 KIT CKM APOAT 0.860
SERPINF2 | CCL23 LBP ACY1 CDK5-CDK5R1 |
1o | TIMPI C5 KIT APOAT SERPINF2 0.860
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
00 | €5 KIT APOAT GDF11 CCL23 0.860
LBP ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
o1 | €5 IL12A-TL12B KIT APOAL1 CCL23 0.860
LBP ACY1 CDK5CDK5R1 | FSTL3 CKB-CKM '
9y | €9 C5 KIT CKM APOAT 0.860
CCL23 LBP ACY1 CDK5-CDK5R1 | HINT1 '
93 | €9 C5 L12ATL12B KIT CKM 0.860
APOAL1 CCL23 LBP ACY1 CDK5-CDK5R1 |
o1 | C5 L12ATL12B KIT APOAT CCL23 0.860
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
o | €9 C5 KIT CKM APOAT 0.860
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
o | €5 L12ATL12B KIT APOAT CCL23 0.860
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
o7 | €9 C5 KIT CKM APOAT 0.860
CCL23 LBP CDK5-CDK5R1 | CKB-CKM HINT1 '
0g | €5 KIT APOAT SERPINE2 CCL23 0.860
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
59 | TIMPI C9 C5 KIT APOAT 0.860
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
50 | TIMPI C5 IL12A-TL12B KIT APOAL1 0.860
CCL23 ACY1 CDK5-CDK5R1 | HAMP CKB-CKM :
4 | ©9 C5 KIT APOAT SERPINF2 0.860
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
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C5 ACY1 | L12A-1L12B CDK5- CDKSR1 KI T HAMP APOA1 CKB- CKM 0. 860 33 C5 LBP
| L12A-1L12B ACY1 KI T CDK5- CDK5R1 APOAl FSTL3 CCL23 CKB- CKM 0. 859 34 C5
CCL23 KI WOBPI2ARIAE ACY1 CCL23 CDK5- CDKS5R1 SERPI NF2 CKBPCKNMS2018597536 C9
CCL23 C5 LBP IL12A-1L12B ACY1l KI T CDK5- CDKS5R1 APOAl1 CKB- CKM 0. 859 36 TI MP1
APOAl Co CCL23 59 37 TI MP1 LBP C5 ACY1

| L] : VPIVEGk 43V AU C |
SERPI’NFlz[Mﬁ;lAA PEI2BACYL qulgAL@KﬁCDWW 39 TIvPI
COL33 |GorrBRK| RCACY1 APOAICISDKED GBS REAGDF11 CKB-GrM-RnB59 UbB3Eo ccL23 ¢5
COCZ3 KisI LBP CRIVE AGYZBAPUAQ TCDKS- COKbREROW: 859 41 cdivPT LBP ACY1 KI |
CDKB2 CDKER1 APPALYHAMP CCL23iCKBp KM DFSES 42 C5 |AGYLCKMT CDKBEEDKSRL APQAL
FS ]Lé CEL23 CKBKOKM LBP HINBoA. 859 4BCTLMPI LBP [GErRACGYLR2 KI' T %5- CDK5R1
APO CKB-2CKM CCBR3 HI NT1 [A@H9 44 CDK5-CDK5R1 | CKB-CKM '
9 C5 IL12A-TL12B KIT APOAL1 0.850
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
a6 | TIMP1 9 C5 KIT CKM 0.850
APOAL1 CCL23 ACY1 CDK5-CDK5R1 | HINT1 '
g7 | TIMP1 C5 IL12A-TL12B KIT APOAL1 0.850
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
g8 | TIMP1 C5 IL12A-TL12B KIT APOAL1 0.850
CCL23 SERPINF2 ACY1 CDK5-CDK5R1 | CKB-CKM '
g9 | TIMP1 C5 KIT APOAL1 GDF11 0.850
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
10 | €9 C5 KIT CKM APOAL1 0.850
CCL23 CCL23 LBP ACY1 CDK5-CDK5R1 |
41 | TIMPI C5 KIT APOAL1 CCL23 0.850
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
10 | €5 KIT APOAL1 CCL23 LBP 0.850
ACY1 CDK5CDK5R1 | FSTL3 CKB-CKM HINT1 '
43 | TIMP1 C5 KIT APOAL1 CCL23 0.850
LBP ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
| 5 KIT APOAL1 SERPINF2 CCL23 0.850
LBP ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
15 | TIMPI 9 C5 KIT APOAL1 0.850
SERPINF2 | CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
16 | TIMPI 9 C5 IL12A-TL12B KIT 0.850
CKM APOAL1 CCL23 ACY1 CDK5-CDK5R1 |
47 | TIMPI C5 KIT APOAL1 CCL23 0.850
SERPINF2 | ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
15 | P IL12A-TL12B KIT APOAL1 SERPINF2 0.850
CCL23 LBP CDK5-CDK5R1 | CKB-CKM HINT1 '
19 | TIMPI C5 KIT APOAL1 CCL23 0.850
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
o | TIMP1 C5 KIT APOAL1 CCL23 0.850
CCL23 LBP ACY1 CDK5-CDK5R1 | CKB-CKM '
= | €9 C5 KIT CKM APOAL1 0.850
CCL23 LBP ACY1 CDK5-CDK5R1 | HAMP '
= | C5 KIT APOAL1 CCL23 SERPINF2 0.850
LBP ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
=g | TIMP1 9 C5 KIT APOAL1 0.850
CCL23 ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
=y | TIMP1 C5 IL12A-TL12B KIT APOAL1 0.850
CCL23 CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
= | €9 C5 KIT CKM APOAL1 0.850
CCL23 CCL23 ACY1 CDK5-CDK5R1 | HINT1 '
=g | TIMP1 C5 IL12A-IL12B KIT APOAL1 0.850
GDF11 CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
=7 | TIMP1 C5 KIT APOAL1 SERPINF2 0.858
CCL23 LBP CDK5-CDK5R1 | CKB-CKM HINT1 '
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C5 LBP KIT ACY1l APOAl1 CDK5- CDK5R1 SERPI NF2 FSTL3 CCL23 CKB- CKM 0. 859 45
TIMP1 SERPINF2 C9 CCL23 C5 ACY1l KIT CDK5- CDK5R1 APOAl CKB- CKM 0. 859 46
TI MP1 CKMWVQ20RROADPSCS CCL23 | L12A-11L12B ACY1 KIT CDK5- CPKSRB20.18%G761 7 Tl MP1
SERPI NF2 C5 ACY1 KIT CDK5- CDK5R1 APOA1 HAMP CCL23 CKB- CKM 0. 859 48 C5 CCL23
52 HI NTl 0.859 49 TIMP1

LBPC5 KB-"Ck MEalYRE QR 3
C5[LBH (E%l T ACY[LTT 12 - W-@aﬁi 59
Kl T SAGYIIGKM CDKBp CDKBRL APQAL HAMP 0| 858552 rCh 1 L BRIKEEVACY1| ABGAL
CLKE- (€ Rl Kor FSITLS SERFANGZ CKB- CRVESR 899 53 LHRAVPL CCLZ[E (U ACYL (O
CDKB? CDKSR1 Kl TCHAMPDABRAL 1OKBP CKM 0. BEABSZAKNTI MP1 1023 5 al2%
|L1%9§-mm ACYT5 KT T CDK5-| GOKSRT APOAT ACKB: CKM 0. 85% 55 C9 0123 C5 COL2:
Kl [T "ACYICICKM CDKEYCDKS5R1 AROAL-EDRARI | HAMP CKB-CKM ~
TIMP1 C9 C5h KIT CKM 0.858
APOA1 CCL23 LBP ACY1 CDKb5-CDK5R1 ’
62 C5h TL12A-TL12B KIT APOA1 CCL23 0.858
SERPINF2 | CCIL23 ACY1 CDKb5-CDK5R1 | CKB-CKM ’
63 C9 C5h KIT APOA1 CCL23 0.858
LBP ACY1 CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
64 C9 C5h KIT CKM APOA1 0.858
CCL23 LBP ACY1 CDKb5-CDK5R1 | CKB-CKM ’
65 TIMP1 C5h KIT APOA1 CCL23 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM HINT1 ’
66 C5h KIT APOA1 CCL23 CCL23 0.858
LBP ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
67 C5h KIT APOA1 CCL23 SERPINF2 0.858
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
68 C5h KIT APOA1 GDF11 CCL23 0.858
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
69 TIMP1 C5h KIT APOA1 SERPINF2 0.858
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
70 C5h KIT APOA1 CCL23 SERPINF2 0.858
LBP ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
71 C5h TL12A-TL12B KIT APOA1 GDF11 0.858
CCL23 ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
79 C5h KIT APOA1 GDF11 SERPINF2 0.858
CCL23 LBP ACY1 CDKb5-CDK5R1 | CKB-CKM ’
73 TIMP1 C5h TL12A-TL12B KIT APOA1 0.858
CCL23 ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
74 C9 C5h TL12A-TL12B KIT CKM 0.858
APOA1 CCL23 ACY1 CDKb5-CDK5R1 | HINT1 ’
75 TIMP1 C5h KIT APOA1 GDF11 0.858
CCL23 ACY1 CDKb5-CDK5R1 | CKB-CKM HINT1 ’
76 TIMP1 C9 C5h TL12A-TL12B KIT 0.858
APOA1 CCL23 ACY1 CDKb5-CDK5R1 | CKB-CKM ’
77 TIMP1 C9 KIT APOA1 CCL23 0.858
LBP ACY1 CDK5-CDK5R1 | HAMP CKB-CKM ’
78 TIMP1 C5h TL12A-TL12B KIT APOA1 0.858
LBP ACY1 CDKb5-CDK5R1 | FSTLS3 CKB-CKM ’
79 C9 C5h KIT APOA1 CCL23 0.858
CCL23 LBP ACY1 CDKb5-CDK5R1 | CKB-CKM ’
30 TIMP1 C9 C5h KIT APOA1 0.858
CCL23 CCL23 ACY1 CDKb5-CDK5R1 | CKB-CKM ’
31 TIMP1 C9 TL12A-TL12B KIT APOA1 0.858
CCL23 LBP ACY1 CDKb5-CDK5R1 | CKB-CKM ’
89 C9 C5h KIT CKM APOA1 0.858
CCL23 SERPINF2 CCL23 ACY1 CDKb5-CDK5R1 ’
33 C5h KIT APOA1 GDF11 CCL23 0.858
SERPINF2 | LBP ACY1 CDKb5-CDK5R1 | CKB-CKM ’
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0.859 56 TIMP1 GDF11 C5 CCL23 IL12A-1L12B ACY1l KI T CDK5- CDK5R1 APOAl
CKB- CKM 0. 859 57 TIMP1 CCL23 C5 LBP KIT CDK5- CDK5R1 APOAl CKB- CKM SERPI NF2
H NT1 0.8862012212812/ 021795PCT/ US2011/ 047570 Tabl e 29 PCTAS20m0O€TH76 r om
previ ous page Markers Mean CV AUC 58 C5 CCL23 IL12A-1L12B LBP KIT ACYl

APOAl1 CDK5- CDK5R1 GDF1E, GGKBoCKMLALiBR8d 7D [« CDK5- CDK5R1 APOA1 HAMP
CQOC23 CRB-CRM LBP HINT1T 0. 858 GWarkl VP T ¥ DREN R E AAROAL
HAVP Gkt T CRBF . 858 QIcKNVPT APORIpGH 1 CCL23 T kBP KIrT ACYT CKW
CDK54 COKERL 0. BA8v62 C5 SERRIMNFZDKEHRAckBLAB,CCLA3KIT ACY1l APOAL
CLKE-( Rl A3 2 LHERBKMIKIBo8 b3 CY| hBFALCS ACYT bHi1 CDKS- §>R.L APOAL
FSTE3 |@@23 CKBLEKM 0. 858 |6¥\39 CCL23| CHKEBPHERT | AGYLCRKIM CDKBSEDKSRL APQAL
WMH). 858 PH.ITAMPRBACYIKICS CDK5- CDKBEA1 KI T HAMPRARPOAL CKB- CKM CCL23
HI 0.B58 66| GBYLBP KI T |[ADM5-APRFAI COKSHCDKSR1 | CHLRBKEKB- CKNV 23 HI NT1
a7 | C5 IL12A-TL12B KIT APOAL1 SERPINF2 0.858
LBP ACY1 CDK5-CDK5R1 | FSTL3 CKB-CKM '
g | CP KIT APOAL1 SERPINF2 CCL23 0.858
ACY1 CDK5-CDK5R1 | HAMP CKB-CKM HINT1 '
g9 | P KIT CKM APOAL1 SERPINF2 0.858
CCL23 LBP ACY1 CDK5-CDK5R1 | HINT1 '
90 | TIMP1 C5 KIT APOAL1 CCL23 0.858
CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM HINT1 '
o1 | P KIT APOAL1 CCL23 LBP 0.858
ACY1 CDK5CDK5R1 | FSTL3 HAMP CKB-CKM '
9o | TIMP1 9 C5 KIT CKM 0.858
APOAL1 CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
93 | €9 C5 KIT CKM APOAL1 0.858
CCL23 ACY1 CDK5-CDK5R1 | HAMP HINT1 '
o1 | TIMP1 C5 IL12A-TL12B KIT APOAL1 0.858
GDF11 CCL23 ACY1 CDK5-CDK5R1 | CKB-CKM '
95 | TIMP1 C5 IL12A-IL12B KIT APOAL1 0.85%
SERPINF2 | CCL23 LBP CDK5-CDK5R1 | CKB-CKM '
96 | CP IL12A-TL12B KIT APOAL1 SERPINF2 0.858
CCL23 ACY1 CDK5-CDK5R1 | HAMP CKB-CKM '
97 | CP IL12A-TL12B KIT APOAL1 GDF11 0.858
ACY1 CDK5CDK5R1 | FSTL3 HAMP CKB-CKM '
98 | CP IL12A-TL12B KIT CKM APOAL1 0.858
SERPINF2 | CCL23 LBP ACY1 CDK5-CDK5R1 |
99 | TIMP1 9 C5 KIT CKM 0.958
APOAL1 SERPINF2 CCL23 ACY1 CDK5-CDK5R1 |
100 | TIMPI C5 KIT CKM APOAL1 0.858
CCL23 LBP ACY1 CDK5-CDK5R1 | HINT1
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0.858 67 C5 LBP KIT ACYl APOAl1 CDK5- CDK5R1 CCL23 HAMP SERPI NF2 CKB- CKM

0.858 68 C5 LBP KIT ACYl APOAl CDK5- CDK5R1 GDF11 HAMP CCL23 CKB- CKM 0. 858
69 TI VP1 WBROLA2/KQY1 KI T CDK5- CDKSR1 APOA1 HAMP SERPI NFPCTHB2@KNHTG7858 70
C5 LBP KIT ACYl APOAl1 CDK5- CDKS5R1 CCL23 CKB- CKM SERPI NF2 HI NT1 0.858 71 C5

coros habile 3o Catitinol TaabRaus it pidiatker amitélsg 75 i w1

CCL23 C5 ACY1 1112A-1112B 5- CDKS5R1 KI T CKB- CKM APOA1 HI NT1 0. 858 74 C9

APOAL C5 CCL23 1L12A-1112BIACY1 KIT RanqbSjiaen M H NT1 0.858 75 TI MP1
CCL23 C5 ACY1 KL Pemrekerpksrt hpbal dorpScknd cpefal 19 NP 0. 858 76 T MPL
APOAL C9 CCL23 05 ACYL | 11244 | 19 ¥ Rusi9pdehn 5% h%®ueEbtim 0. 858 77 TI MPL
LBP C9 ACY1 KI|T_cokeOtbksRr] [AbDAY |Hifkp 2l 3% . |96 98k58 78 TI MPL LBP

5 T63 [ 285 | 437 | 550 [ GTL [608 | 73 | R3T

C9 190 | 314 | 340 | 341 | 359 | 395 | 436 | 511

CCL23 151 | 168 | 191 | 202 | 238 | 273 | 308 | 363

CCL23 150 | 160 | 195 | 260 | 332 | 412 | 502 | b&7

CDKb5-CDK5R1 147 | 230 | 359 | 512 | 660 | 785 | 893 | 943

CKB-CKM 187 | 391 | 473 | 563 | 623 | 654 | 680 | 685

CKM 174 | 227 | 224 | 254 | 298 | 350 | 407 | 476

ENTPDI1 107 | 57 38 31 27 12 8 14

FSTL3 112 89 87 101 | 107 [ 136 | 170 | 190

GDF11 112 62 52 53 73 116 | 156 | 228

HAMP 107 | 67 73 96 134 | 199 | 265 | 322

HINT1 129 | 156 | 182 | 205 | 240 | 276 | 336 | 421

TL12A-TL12B 116 | 120 | 132 | 169 | 208 | 268 | 320 | 355

KIT 188 | 523 | 728 | 862 | 928 | 977 | 995 | 999

KLK3-SERPINA3 | 166 71 40 28 23 22 21 13

LBP 146 | 177 | 208 | 250 | 326 | 383 | 471 | 565

SERPINF2 126 | 134 | 139 | 161 | 206 | 241 | 300 | 351

THBS2 72 7 0 0 0 0 0 0

TIMP1 136 | 175 | 196 | 226 | 252 | 299 | 339 | 403
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C5 ACY1 | L12A-1L12B CDK5- CDKSR1 KI' T FSTL3 APOA1 CKB-CKM 0. 858 79 C9 CCL23
C5 LBP KIT ACY1 APOAl CDK5- CDK5R1 CCL23 CKB-CKM 0.858 80 TIMP1 CCL23 C9
CCL23 C5 WGY12K2T79€DK5- CDKSR1 APOA1 CKB- CKM 0. 858 81 Tl WPT/US@M28471390 LBP
| L12A-11L12B ACY1l KI' T CDK5- CDKS5R1 APOAl1 CKB- CKM 0. 858 82 C9 CCL23 C5 SERP
INF 2 KIT CCL23 CKM ACY1 APOAl CDK5- CDK5R1 0. 858 83 C5 SERPINF2 KIT LBP
APOA1 ACY1l CGDF11 CDK5- CDK5R1 CCL23 CKB- CKM 0. 858 WO

Varkal a6 o A EC B RREPXEN EEORLERCERI BabHI RS 8RE oo o

HI m (hQWQBBgy@Lé$abls_iﬁléfgIZB LBP KI T ACYl APOAL CDK5- CDKSRL GDF11

MO 858 86

L L12A-1112B

ACY1

KL T_CDK5-

c%?R;L_AT,eoA;L_HANP
eriﬁl@-‘ﬁcbk&u APOAL

AVP SERPI NF2

SERP N2 KB, CHRM.0. 855 Ranceatiopaneey 3 o | 3G aoyy o )

FSTL3 |SERPI-NF2 GKB_CKM DoBEE! g aneeiyd Congs AT AT
e A 0 v (N e A A T
0.63 0.92 0.45 0.46 0.57 0.65

APOA1 Mean 9.70 9.48 877 8.65 9.22 8.97

SD 0.17 0.30 0.21 0.23 0.13 0.24

Ch Mean 9.49 9.60 10.13 10.20 10.05 10.19

SD 0.12 0.14 0.12 0.14 0.11 0.16

CCL23 Mean 7.91 8.10 7.38 7.45 6.76 6.97

SD 0.23 0.27 0.15 0.20 0.08 0.23

CDK5-CDK5R1  Mean 6.94 6.99 6.85 6.93 6.72 6.88

SD 0.11 0.11 0.12 0.15 0.11 0.12

CKB-CKM Mean 7.51 7.02 7.45 7.06 8.25 7.41

SD 0.65 0.48 0.49 0.49 0.61 0.49

IL12A-IL12B Mean 7.31 7.27 8.86 8.80 7.76 771

SD 0.05 0.06 0.11 0.13 0.05 0.07

KIT Mean 9.77 9.62 8.67 8.46 8.62 8.34

SD 0.29 0.32 0.22 0.27 0.22 0.17

LBP Mean 9.10 9.49 8.32 8.47 9.19 9.51

SD 0.44 0.55 0.32 0.50 0.26 0.68

SERPINE?2 Mean 9.26 9.18 8.97 8.85 8.80 8.67

SD 0.12 0.16 0.21 0.19 0.21 0.26
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0.858 89 G5 CCL23 KIT LBP CKM ACY1 APOAl CDK5- CDK5R1 SERPI NF2 HI NT1 0. 858
90 TIMP1 CCL23 C5 ACY1 KI'T CDK5-CDK5SR1 APOAl1 CKB- CKM CCL23 HI NT1 0. 858 91
C5 ACY1l KWO 20DKBATIDKSR1 APOAl1 FSTL3 CCL23 HAMP LBP CKB- EKNIUG28384320 TI MP1
APOA1 C9 CCL23 C5 ACY1 KIT CDK5-CDK5R1 CKM CKB- CKM 0. 858 93 C9 CCL23 C5
ACY1 KI'T CDK5- CDK5R1 CKM HAMP APOA1 HI NT1 0.858 94 TIMP1 GDOF11 C5 CCL23
| L12A-1L12B ACY1 KI T CDK5- CDK5R1 APOAl CKB- CKM 0. 858 95 TI MP1 SERPI NF2 C5

LA 2 S b e et frifth (ARt bRttt ey o

ACBabé;QAclaggﬁﬁ@iK_S- CDK5R1 KI T FSTL3 APOAL HAMP GDF11 CKB- CKM 0. 858 98 C5

SERPI KE2 | [12A- 1 L1928 OCL23 KIT LBP CKM ACYL AROAL A 58 99
TI MP1E RBt N2 i [orqeod et [acys BGE @%ﬁéé ‘@'%/%%D 00 TI MP1
e AL X 2 2 B O o T 129 T o R 7
1 SERPINTF2 8.971 8.852 0.208 | 0.194 9.085 1.649 0.998 -0.503
CCL23 7.382 7.452 0.146 | 0.204 7.327 2.539 1.626 -0.445
IL12A-TL12B 8.857 8.798 0.115 | 0.131 8.863 3478 2.691 -0.257
CDKbH-CDKb5HR1 6.852 6.931 0.122 | 0.149 6.688 1.321 0.712 -0.618
ACY1 9.701 9.435 0.449 | 0.459 9.526 0.823 0.853 0.035
APOA1 8.772 8.648 0.210 | 0.230 8.805 1.875 1.378 -0.308
CKB-CKM 7.449 7.062 0.495 | 0.487 7.742 0.676 0.309 -0.782
LBP 8.322 8.472 0.317 | 0.504 8.215 1.187 0.695 -0.536
Ch 10.127 | 10.201 | 0.123 | 0.144 | 10.086 | 3.077 2.017 -0.422
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KIT ACYl CKM CDK5- CDK5R1 APOA1 HI NT1 0.858 WD 2012/021795PCT/ US2011/ 047570
Tabl e 30: Counts of nmarkers in biomarker panels Panel Size Biomarker 3 4 5
6 7 8 9 WOACNIN21A% 192 308 399 489 590 658 759 APOAl 180T33201398757®8 833
919 962 981 C5 163 285 437 559 644 693 773 834 C9 190 314 340 341 359 395
439\/%5%18%9 151 168 191 202 238 273 308 363 CCL23 150 160 195 260 332 412
50 7 -%ﬂ(SRl 147 230 359 512 660 785 893 943 CKB- CKM 187 391 473 563
623

1. A method for diagnosing that an individual does or does not have pancreatic cancer, the
method comprising:
detecting, in a biological sample from an individual, biomarker values that each corre-
spond to one of at least N biomarkers selected from Table 1, wherein said individual is
classified as having or not having pancreatic cancer, or the likelihood of the individual
having pancreatic cancer is determined, based on said biomarker values, and wherein N

= 2-65.

2. The method of claim 1, wherein the diagnosis comprises the differential diagnosis of pan-

creatic cancer from benign conditions such as pancreatitis or a gastrointestinal disorder.
3. The method of claim 1 wherein the individual has an abdominal mass.

4. The method of claim 1, wherein detecting the biomarker values comprises performing

an in vitro assay.

5. The method of claim 4, wherein said in vitro assay comprises at least one capture reagent
corresponding to each of said biomarkers, and further comprising selecting said at least
one capture reagent from the group consisting of aptamers, antibodies, and a nucleic

acid probe.
6. The method of claim 5, wherein said at least one capture reagent is an aptamer.

7. The method of claim 4, wherein the in vitro assay is selected from the group consisting
of an immunoassay, an aptamer-based assay, a histological or cytological assay, and an

mRNA expression level assay.

8. The method of claim 1, wherein the biological sample is selected from the group con-

sisting of whole blood, plasma, serum and pancreatic fluid.
9. The method of claim &, wherein the biological sample is plasma.

10. The method claim 1, wherein the biological sample is pancreatic tissue and wherein
the biomarker values derive from a histological or cytological analysis of said pancreatic

tissue.
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654 680 685 CKM 174 227 224 254 298 350 407 476 ENTPD1 107 57 38 31 27 12 8
14 FSTL3 112 89 87 101 107 136 170 190 GDF11 112 62 52 53 73 116 156 228
HAVP 107 W0 208/@679834 199 265 322 HI NT1 129 156 182 205P2A3MS2MG/08B60 421

| L12A-11L12B 116 120 132 169 208 268 320 355 KIT 188 523 728 862 928 977 995
99915"%%%%5?!)%%(:9&%% 71 .40 .IZI%hZB CgZ. 21 13 LBP 1%.46 177

1, wherei ¢ individual is*a Iuman.
12. The method of claim 1, wherein N = 3 - 10.
13. The method of claim 1, wherein N = 3 - 15.
14. The method of claim 1, wherein N = 2 - 10.
15. The method of claim 1, wherein N = 4 - 10.
16. The method of claim 1, wherein N = 5 - 10.

17. The method of claim 1, wherein the individual is high risk for pancreatic cancer due to

smoking, alcohol consumption or family history of pancreatic cancer.
18. The method of claim 1, wherein the biomarkers are selected from Table 18.
19. The method of claim 1, further comprising the biomarker CA19-9.

20. A computer-implemented method for indicating a likelihood of pancreatic cancer, the
method comprising:
retrieving on a computer biomarker information for an individual, wherein the biomarker
information comprises biomarker values that each correspond to one of at least N
biomarkers selected from Table 1;
performing with the computer a classification of each of said biomarker values; and
indicating a likelihood that said individual has pancreatic cancer based upon a plurality

of classifications, and wherein N = 2 - 65.

21. The method of claim 20, wherein indicating the likelihood that the individual has pan-

creatic cancer comprises displaying the likelihood on a computer display.

22. A computer program product for indicating a likelihood of pancreatic cancer, the com-
puter program product comprising:
a computer readable medium embodying program code executable by a processor of a
computing device or system, the program code comprising:
code that retrieves data attributed to a biological sample from an individual, wherein
the data comprises biomarker values that each correspond to one of at least N biomarkers

selected from Table 1, wherein said biomarkers were detected in the biological sample;
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208 250 326 383 471 565 SERPINF2 126 134 139 161 206 241 300 351 THB S2 72
7000000 TIMP 1 136 175 196 226 252 299 339 403 WO

2012/ 021 NSBRCI/I2BAS11/ 047570 Tabl e 31: Paraneters deri vedTiusemioarscer

dat asets set for nave Bayes classifiers Pancreatic Cancer NS CLC

Mesot hel i, 0 nt r ol ntr cer trol er ACY1 an 9.90
oo 6n4 87 hsPRRh0% HNSE e R g heS A RN e B R At MR o 70
0. 48 8,718,820 i SPu P LA 24 2RI 24. G5 ean 9. 49

23. The computer program product of claim 22, wherein said classification method uses a

probability density function.

24. The computer program product of claim 23, wherein said classification method uses two

or more classes.

25. A method for screening an asymptomatic high risk individual for pancreatic cancer, the
method comprising:
detecting, in a biological sample from an individual, biomarker values that each corre-
spond to one of at least N biomarkers selected from Table 1, wherein said individual is
classified as having or not having pancreatic cancer, or the likelihood of the individual
having pancreatic cancer is determined, based on said biomarker values, and wherein N

= 2-65.

26. The method of claim 25, wherein detecting the biomarker values comprises performing

an in vitro assay.

27. The method of claim 26, wherein said in vitro assay comprises at least one capture
reagent corresponding to each of said biomarkers, and further comprising selecting said
at least one capture reagent from the group consisting of aptamers, antibodies, and a

nucleic acid probe.
28. The method of claim 27, wherein said at least one capture reagent is an aptamer.

29. The method of claim 26, wherein the in vitro assay is selected from the group consisting
of an immunoassay, an aptamer-based assay, a histological or cytological assay, and an

mRNA expression level assay.

30. The method of claim 25, wherein the biological sample is selected from the group con-

sisting of whole blood, plasma, serum and pancreatic fluid.

31. The method of claim 30, wherein the biological sample is plasma.
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10.05 10.19 SD 0.12 0.14 0.12 0.14 0.11 0.16 CCL23 Mean 7.91 8.10 7.38
7.45 6.76 6.97 SD 0.23 0.27 0.15 0.20 0.08 0.23 CDK5- CDK5RL Mean 6.94 6. 99
6.85 6.93v6.292/8188 SD 0.11 0.11 0.12 0.15 0.11 0.12 CRBITKMIVSATSIT. 51
7.02 7.45 7.06 8.25 7.41 SD 0.65 0.48 0.49 0.49 0.61 0.49 |L12A-1L12B Mean
7.3%27 7 8.86 .8, 80 é576h7. 71ths€igo.05lo. 06, 0.11 0.13 0.05 0.07 K T. Mean
9.77°9. (0778748 8762183y 1 S0EG" 6B o ereatic Msste A

the biomarker values derive from a histological or cytological analysis of said pancreatic

wherein

tissue.
33. The method of claim 25, wherein the individual is a human.
34. The method of claim 25, wherein N = 3 - 10.
35. The method of claim 25, wherein N = 3 - 15.
36. The method of claim 25, wherein N = 2 - 10.
37. The method of claim 25, wherein N = 4 - 10.
38. The method of claim 25, wherein N = 5 - 10.

39. The method of claim 25, wherein the individual is high risk for pancreatic cancer due to

smoking, alcohol consumption or family history of pancreatic cancer.
40. The method of claim 25, wherein the biomarkers are selected from Table 18.
41. The method of claim 25, further comprising the biomarker CA19-9.

42. A computer-implemented method for indicating a likelihood of pancreatic cancer, the
method comprising:
retrieving on a computer biomarker information for an individual, wherein the biomarker
information comprises biomarker values that each correspond to one of at least N
biomarkers selected from Table 1;
performing with the computer a classification of each of said biomarker values; and
indicating a likelihood that said individual has pancreatic cancer based upon a plurality

of classifications, and wherein N = 2 - 65.

43. The method of claim 42, wherein indicating the likelihood that the individual has pan-

creatic cancer comprises displaying the likelihood on a computer display.

44. A computer program product for indicating a likelihood of pancreatic cancer, the com-
puter program product comprising:

a computer readable medium embodying program code executable by a processor of a
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0.27 0.22 0.17 LBP Mean 9.10 9.49 8.32 8.47 9.19 9.51 SD 0.44 0.55 0.32
0.50 0.26 0.68 SERPINF2 Mean 9.26 9.18 8.97 8.85 8.80 8.67 SD 0.12 0.16
0.21 0.19w0.2202/2126 WO 2012/ 021795PCT/ US2011/ 047570 TalpCa/u32011@4i5¢cwl at i ons
derived fromtraining set for nave Bayes cI assifier. Biomarker Pc /id ac ad

c | n( p(,dP) | p( cP T 8.671 8. 222 0.270 8.763 1.652 0.794
Pg %329§éﬁﬁﬂﬁ§§e§%%$§5§%%gK“@1§8§H6ﬂ£© 6“6@%“& ‘649 0.998 -0.503 CCL23
7.382 T AB2HAt 246ic0e204 2 1t B270t2d 339 HioB2Bar QAo el 3A-ihLil2Ba8. BhF 8. 798
0.115 0.131 8.863 3.478 2.691 -0. 257 5- CDK5R1 6.852 6.931 0.122

the data comprises biomarker values that each correspond to one of at least N biomarkers
selected from Table 1, wherein said biomarkers were detected in the biological sample;
and

code that executes a classification method that indicates a pancreatic disease status of

the individual as a function of said biomarker values; and wherein N = 2 - 65.

45. The computer program product of claim 44, wherein said classification method uses a

probability density function.

46. The computer program product of claim 45, wherein said classification method uses two

or more classes.

47. A method for diagnosing that an individual does or does not have cancer, the method
comprising:
detecting, in a biological sample from an individual, biomarker values that each corre-
spond to one of at least N biomarkers selected from Table 19, wherein said individual
is classified as having or not having cancer, or the likelihood of the individual having
pancreatic cancer is determined, based on said biomarker values, and wherein N = 2 -

21.

48. The method of claim 47 wherein said diagnosed cancer comprises one or more of lung

cancer, pancreatic cancer, or mesothelioma.

49. The method of claim 47, wherein detecting the biomarker values comprises performing

an in vitro assay.

50. The method of claim 49, wherein said in vitro assay comprises at least one capture
reagent corresponding to each of said biomarkers, and further comprising selecting said
at least one capture reagent from the group consisting of aptamers, antibodies, and a

nucleic acid probe.

51. The method of claim 50, wherein said at least one capture reagent is an aptamer.
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famly ﬂ%ﬁ&ﬁﬁgoﬁéc&%?ﬁ&@%&h&n%éﬁﬁﬁﬂnm%%nﬂﬂhﬁnﬂﬁk@ﬂﬂﬂQ&b&bﬁhﬂb%knmﬁﬁ&eln the
bi omarkers are selected from Table 18. 19. The nmethod of claim1, further
conpr i sifogndthen bowmpesdse bioGALRBer9valads tlhatc embut@respopll ementedt met lkhad Nor
indicabing g Iihgli ood %%1 ancreatic cancer, the nmethod conpri sing:

retri eVIWGETH &€ dt@r TP ker information for an individual, wherein

t he bi [ raat | i i r l: ) respond
o one o AL b aLE b e Rer o e o B e o b o A A A PR The
conmput endizatth@sdildelibatd dmtohidemehidfialdak dabi@mekenpvabydsialigndf tlagi-cat i ng
a likelihood that said individual has pancreatic cancer based upon a

pl ur al figdtigk, endadietdiedt ifohs2land wherein N = 2 - 65. 21. The method of
claim 20, wherein indicating the likelihood that the individual has
pangbeat k-G, GaNE e cIGRNBI | SRS M i8Rl-AYHhAGhd helihbkekhNaed QNG PRRULS er

di splay. 22. A conputer program product for indicating a |ikelihood of
pancr eatiprigantgrayithehe bhpiiber oprogrmaputer dilptty. conpri sing: a conputer
readabl e nmedi um enbodyi ng program code executable by a processor of a

CoRAL YL T B DY PLT 1R LARLET GRS SRR AP, SHiB A

wher ei granh@rétatcad ce@fPpkinges bi omarker val ues that each correspond to one of
at | east N biomarkers selected from Table 1, wherein said biomarkers were
det ect ed computve rhidibbyinediuns ampbdying andgiesdeodehatecehblultes raockassitfi cat i on
met hod thattingjcates a %Snﬁgeatic di sease status %%t%he %ndivi al ,as a
functi 6HBRUSRGYET BBk VI Ies AR SWaTRI g @98 thalgEISs dfd alsomput er
progr amipredYsH 1RdloSkAI A rriienehiiviald Chassitht aatd Qi rekhgdnises a
probability density function. 24. The conputer program product of claim 23,
wherein said classification nethod es two or nore classes. 25. A nethod
for screening an asynptomatic high1 sk i ndividual for pancreatic cancer,
the nmethod conprising: detecting, in a biological sanple from an

i ndi vi dual , bi omarker val ues that each correspond to one of at |least N

bi omarkers selected from Table 1, wherein said individual is classified as
havi ng or not having pancreatic cancer, or the |ikelihood of the individual

o, N T o



27. The nethod of claim 26, wherein said in vitro assay conprises at | east
one capture reagent corresponding to each of said biomarkers, and further
conpri si yoxe12a1198g said at | east one capture reagent PCHAISRIIG/OGTSOUP
consisting of aptamers, antibodies, and a nucleic acid probe. 28. The

met hod_of claim 27, wherein said at |east,,one capture reagent 1S, a

apt ameri 55 g i ! o S Set GRIAHOPAEE Ur PO TREL M E M el ect ed
from t Re e84 Q¥R aensh 8kt NGeRf dRR tEIMUNRASISRYica Pt AREAAR - based assay, a

hi st ol ogi cal or cytol ogical assay, and an nRNA expression | evel assay. 30.
The netdeddtloft csbaitm 28pssiivetieh mdthed biadliodgratab a sampl etatss deheotdddfinlom t he
group consi sting of whole blood, pla , serum and pancreatic fluid. 31.
The nmefhadUBTHIEY & i SOIOHRET e Ehan %ﬁ%@i\ﬁf Sambie is plasma. 32. The
met hod cl ai m 25, wherein the biological sanple is pancreatic tissue and
whekel Mhehenfjuesapkeran ro@sctdgrdag 63 omhacihi SiokRgiitaltidar meyiol egh ¢al

anal ysis of said pancreatic tissue. 33. The nethod of claim25, wherein the
i ndi vi dudlabilgy alehsitmfiincgan. The met hod of claim 25, wherein N = 3 - 10. 35.
The nethod of claim?25, wherein N= 3 - 15. 36. The nethod of claim 25,

ot ke ap 2 hraa o p e RPLIE 816 G SRR a TP e aner ei

t he i ndi wicdelalasses. hi gh ri sk for pancreatic cancer due to snoking, al cohol
consunption or famly history of pancreatic cancer. 40. The method of claim

25, ein the biomarkers are selected from Tabhle 18. 41.. The t hod of

o ath T8 PeibPRart TR (WG i B obarar St ggugbis kisinbdSs TRV
conput gf hb%ﬁ@i‘&grﬁa@l@réﬁ%ﬂ%ﬂc&ﬁ)%r ispdijatided & {Hekghlhaed lr%fvin%aﬁ&{c‘?@éticc
cancer, the nethod conprising: retrieving on a conputer bionarker

i nf or madgnenisf dateranneddiasedoakaidiieneikar vhleebaotrar kest imrfiommaf additiooatpr i ses
bionarger val ues. that each correspond. to ong%gf at | east N bi omarkers

sel ect ef™t Tﬁﬁﬁﬁa@?nC?%@*@PWWﬁdOWP@Hnéﬁé mputer a classification of
each of said bi omarker values; and indicating a |likelihood that said

i ndigyi dwalmhasd F&@&ﬁﬂﬁ%&b%l&ﬁﬂ@%%&@&ﬁ@ai&ﬁ%ﬂi@d@l% ahidifiedofs idvasshf hgat i ons,
and wherein N =2 - 65. 43. The nethod of claim42, wherein indicating the
| i kel i heodgtdaatert he thadikvlildual ofhtls pdnidedtliayiganoeer codpreisasddbspidayi ng
the likelihpod on a c ute i.splay. 44. cponput er, .program product for

| ndi catT g AR hOOPO hahdr Bhe e e RS L B S or BGREHBr oduct
conpri §i,ng .8 ﬁquQ%ﬁiﬂﬁﬁﬁ | e nmedi um enbodyi ng program code execut abl e by
a processo? o? conput i ng device or system the program code conpri sing:
code that retrieves data attributed to a biological sanple froman

i ndiovi dbalmetiipdrodichinhed dafa woirpii wed abilewﬁ’apkmteva@ﬁj@ﬁtlﬁml feaapdical
corres?@nd t.,0 _one &f at It ast I%Ié)%onn{hkers sel ectted ffr om Tabl e 1, wherein
sai d bi DEPKEFS BFP YU EdoihT {RE Bioragh calv'ddifotle; and  code that
executes a classification nethod that indicates a pancreatic di sease status
of the (andinftirdualonasrasfamaityg enthefpreeind: i orandes! avpdivesiticangsswireitlkeirn N = 2
- 65. 45. The conputer program product of claim44, wherein said

cl assi fi catHdoHiRdtHBW: uses a probability density function. 46. The conputer
program product of claim45, wherein said classification method uses two or
nore cl @3saérmgrion Koresirodifore dinaimbddiwgptiraof andiindividudlial does or does
not have cancer, the nethod conprising: detecting, in a biological sanple
f r om an(d) ndforiratiah ,cobiesprardker tovalkbaszetihateigacdt seor mdspdwd, t o one of at

| east N bi omarkers selected from Tabl e 19, wherein said individual is

cl assi f (dgdnasnmhawvhngriespdelindravilngtaanaerof seikl hHeidikel i hood of the

i ndi vi dual having pancreatic cancer is determ ned, based on said biomarker
val ues, (@ndforherishtoNespohdingl t18zendiBeon@idadiioflugl ai m 47 wherein said

di agnosed cancer conprises one or nore of lung cancer, pancreatic cancer,
or nesotfyehiRMBtioft LorrkisonmBiteds 0 ididdmhAY smyhiar elidodet ecting the

bi omar ker val ues conprises performng an in vitro assay. 50. The net hod of
claimd49, : e o I itro i I one capture
reagent@%dﬁgggﬁ%ﬁaﬁﬁggﬂ%ﬂg%% &6%&§a| V%@%ﬁ%é@%@%ékgggﬁéﬁfther conpri si ng
sel ecti Sal t | eas e c ure r.e from.th I consi sting of
aptaner@?]§§¥?ﬁgﬁPé§$%§%%£gl ﬁg%%?émgggggg%%ﬁg%ggﬁwg+ﬁg8ﬁgthod of clai m50,
wherein said at | east one capture reagent is an aptaner. 52. The nethod of
claim49, wherein the in vitro assgy is selected fromthe group consisting
of an i munoassay, an aptaner-base (%ssay, a histol ogical or cytol ogical
assay, and an nRNA expression |l evel assay. 53. The nethod of claim47,
wherein the biological sanple is selected fromthe group consisting of
whol e bl ood, plasma, and serum 54. The nethod of claim53, wherein the

bi ol ogi cal sanmple is plasma. 55. The nethod of claim47, wherein the

o, A~ - —
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(i) information corresponding to said individual’s family history of pancreatic cancer
or other cancer,

(j) information corresponding to the presence or absence in said individual of at least
one genetic marker correlating with a higher risk of pancreatic cancer or cancer in

said individual or a family member of said individual,
(k) information corresponding to clinical symptoms of said individual,
(1) information corresponding to other laboratory tests,
(m) information corresponding to gene expression values of said individual, and

(n) information corresponding to said individual’s exposure to known carcinogens.

69. A classifier comprising the biomarkers of Table 18.
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