N A

G ¥\ E9viké Metoopro MoAvteyveio

YxoAn Mnyavoldywv Mnyavikov

Touéac Mnyavodoyik®v Katackevwv & Avtoudtouv EAEyyou

MONTEAONOIHEH KYTTAPIKHY
ATIOKPIZHE ME ME®GOAOYX
BEATIZETOIIOIHZHXE

AIAAKTOPIKH AIATPIBH
Oc08mwE0S XakeAAAEOTTOVAOG

AmAeMATOYX0Y MHEXANOAOTOY MuXANIKOY EMII

EIIIBAEIIQN:
A.T. AAeEOTTOVAOG
Av. Kadnyntng, EMIIT

Adnva, IovArog 2018






Edviké Metoopro IToAvteyveio

;& YxoAn Mnyavoloywv Mnyovikov

Touéac Mnyavodoyik®v Katackevwv & Avtoudtouv EAEyyou

MONTEAONOIHEH KYTTAPIKHY
ATIOKPIZHE ME ME®GOAOYX
BEATIZETOIIOIHZHXE

AIAAKTOPIKH AIATPIBH
Oc08mwE0S XakeAAAEOTTOVAOG

AmAeMATOYX0Y MHEXANOAOTOY MuXANIKOY EMII

TPIMEAHXY XYMBOYAEYTIKH
EIIITPOIIH:

A AAEEOIIOYAOX, Av. Kod. EMII
(EmmpALTtov)

X. ITIPOBATIAHY, Kad. EMII

2. TEATTAPHY, Ou. Kad. EMII

EIITAMEAHY EEETAXTIKH
EIIITPOIIH:

A AAEEOIIOYAOX, Av. Kad. EMII
EmmpALTTOv)

X. ITIPOBATIAHYX, Kabd. EMII

Z. KOYPNIA, Epevv. I'. IIBEAA

N. XONAPOI'TANNH, Epcvv. B. EIE
I'. MATXOIIOYAOX, Av. Kod. EMII
A. TXIPIT'OX, Av. Kod. NYU

A. XATZHIQANNOY, Epcvv. B. EIE

Adnva, IovArog 2018






H mapovca gpyacio yopnyelton ue ddewa Creative Commons Antribution - Share
Alike 4.0 International. Avtiypapo tng ddelag PelokeTal GTnv 1GTOoGeEAMdA: http:
//creativecommons.org/licenses/by-sa/4.0/

H €ykpwon tng Sidaktopikng Statoifng astd tnv Avotatn XyoAn Mnyoavoldywv
Mnyavikov tov E.M. IHoAvteyvelov Sev vitodnAwvel amodoxn Twv yVOU®OV Tov
cuyyea@éa (N. 5343/1932, Apdpo 202)


http://creativecommons.org/licenses/by-sa/4.0/
http://creativecommons.org/licenses/by-sa/4.0/




IIpoAoyog

H €pevva yia tnv ev AOym St TQayuatoTTondnke GTO £QYOGTRQELO TOU
Avastanpgwtn Kadnyntn tng oyoAng MnyavoAddywv Mnyavikov tov E.M.IT Asw-
vida I'. AAeEGTOUVAOL GTOV TOUEN KATOGKELV®V KAl avToudtou eAéyyov. Katd tnv
Stdpkela Tov SIBOKTOEIKOV UOU ETLGKEPINKO KOL GUVEQYAGTNKA UE TO EENC €Q-
yagTilo/oeyoviauovs: Eupwiaikd kévtpo PromtAnpogopwig (EBI) ato Kéwmoutg
Tov Hvouévouv Bacilelov, ouoGIovilokog oQyovicuds Toeiuwy Kol @oQUAK®V
twv HITA (FDA), Illumina Inc., kol vogokouelo Langone tov JtoveTmigTniiov tng
Néac Yopkng (NYU Langone Health). H yponuato8otnon tng €pevva €yve Ku-
elwg uéow tov meoyedupatos ERC “Investing in knowledge society through the
European Social Fund” (Grant no. ERC-11/MIS:374071) kad®g Kol ge T0QOVS TOU
ERAGTOTE OLKOSEGTIOTN 0QYOVIGULO.

Oa ndela va evX0ELETAG® TTOAD TOUS akOAoVToUG avdwIToug yia Tnv Bondeta
TOUG. AQ)kd Tnv Siedvin ETTLGTNUOVIKA KOWOTNTA KO TRV KOWOTNTA 0vOLYTOU AOYL-
GUKOV YLOL TNV aVISLOTEAN TIROGMOQEA TOUS Ge eQyaleia kal deSouéva. ‘OAa Ta uéAn
Tov gpyactnliov Eufrounyavikig tng yoArg MnyavoAdywv Mnyavik®dv tov EMIT
uetagy 2012 ko 2018 kou wWaitepa Toug Anunton Megonvn, Aavdn KipAn, Tioeyo
Kavakden, Anunton Tgepdvn, XtavpovAa Xapapd, Ilona Binenbaum, Katepiva
YkoQdd, AyyehMkn Mnvia, Oppéa AndovdTtovlo, Jan Rozanc ko Asier Antoranz
Martinez ywo tnv GuveQyocio /KoL TIS €ITOIKOSOUNTIKES GUINTAGELS WS KAJwWS
Kot TIc Xopio Xragatdtov kol ['ewoyla MooxostovAov yio Thv VTTOGTAQELEN. ATt
To EBviko T8puua Epeuvav (EIE) toug gpevvntég Apiototéin Xatiniwdvvou Ko
Nikn XovSpoyidvvn yia Ti¢ GUUBOVAES TOUS Kow Th Guvepyacia wos. ATt thv IBM
tov Erhan Bilal kow agté tnv PMI tnv Carine Poussin yio th guvepyacio wag gtov
Sayovioud SBV Improver. ‘'OAa ta uéAn tov Saez-Rodriguez group cto EBI kou
wWaitepa Tov Kadnyntn Julio Saez-Rodriguez yia tnv @ulogevia kail tnv kadodn-
ynon tov Rodmg ko Tov uetadidaktopkd @ortntn Marti Bernado Faura ywa tn
cuvepyacta pag. Astd tov FDA tnv Jane Bai yia tn @ulogevia tng ko tov Timothy
Herod ywa tn guvepyacio wog. ‘OAa To WEAN TOU TURUATOS BLOTTANQOMOQRIKAG TNG
[llumina Inc. kot Waitepa Toug epevvntég Miao He, Jennifer Becq, ko Emauet-
vaovoa Poutcida yia tny kododnynon toug. ‘OAa ta wéAn twv Aifantis kot Tsirigos
Lab gto NYU Langone Health kot 8waitepa toug lannis Aifantis yia thv @uloge-
via, Apwototédn Taoplyo yia tnv kadodnynon kadwg Kal Toug S8AKTOEIKOVGS Kl
uetaddakToQkovg @ortntég Igor Dolgalev, Nicolas Coudray, XapiAao Aacden,
Yixiao Gong, Matthew Witkowski, Anastasia Tikhonova yia th Guvepyacio woc.
Toug kadnyntég tng oxoArig Epapuocuévov Madnuatikdv koaw Pucikev Emietn-
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wov tov E.MII, Anunton Povokdkn kow MiyoanA AovAdkn ylo tTn Guvepyacio
LOG KoL TNV Katavoncn stov wou €detgav. Ta uéin tng teueAos GUUBOVAEVTIKIG
eTLTEOTING XEL5TOPOoEo Ilpofatidn kar Xwkedtn Toayyden ywo Tnv vVITOGTAELEN
TOUG KOl TO UEAN TNG ETTTAUEAOVGS EEETAGTIKNG ETTITEOTING YL TNV KELTIKA TOUG.
Ta wéAn tng yeauuotelog tng GxoAng MnyovoAdywv Mnyovik®v koi €0d Tig
Anpntpa ITouAd kot Anpntpa Aaedaudvn yio. TRV VITOGTRELEN TOUS OACL QUTA TO
XQOVLQL.

TéNog, Ya ndela va evyaploTiom Wialtepa Toug akdlovdoug: Tov eTmfAcmovta
kodnyntn youv Agwvido AAeLOTOVAO, Yo TNV KOJOSNyNnon Kol Tnv JIVELUOTIKNR
elevdepia oV wov Tapelye. Tov Iwdvvn Meld, ue Tov 0ITolo GUVEQYAGTNKA GTO
EMII, EBI kow FDA, yio TI¢ cuintncelg wog, Tov didvihicav OAeg TS 18€eg Tng
Taovcas gpyacias. Tnv owoyévela wov ko tn Magiva tov ue GThELEay vAWKA
KoL Yuxkd kad’ dAn tnv Sidekelad TV 6TTouddv wov. ‘OAol o TeoavapedEvteg
TNG TTOEAYQEAPOV £XOUV TTQOGPEQEL, EV YVMOGEL TOUG, TTOAD TeQLEGATEQA AITd dGa
Ya LItoQoca va TOUS AVTOITOdNG® KoL Yo VT TOUS elpon evyvouwv. H magovca
epyacio Sev da ntav duvatn xwelg avtovg.

®c66wE0s TakeALOQOITTOVAOG
Adnva, Mdwog 2018
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H ev Adym Si8akToekn Slateiri ITeaylateveTal TN LOVIEAOITTONGN KUTTAQL-
KWV GNUATOSOTIKWY LOVOTTATIOV (e xenon uedddwv PeAticTtoToineng, ue GKoIto
TNV KOTOvVOnGn tng S1opoQoToinen TV KUTTAQ®MV UETAEY (PUGLOAOYIKWV KoL TTOL-
YOAOYIKWV KATOGTAGE®MV KO EQPOQUOYES GTN GUGTNULKN @aQUaKkoAoyia. O vIToOWn-
@Lo¢ SLBAKTWE aveéTTTLEE UePddoug Aképatov Npauukot ITpoypauuaticuov (ATTI/ILP)
YOl VO €EEQEVVIGEL GUGTNUATIKA TNV GUVIEGULOAOYIO TV KOUP®V TTOU AITOQTICOVV
T0 SIKTLO UOVOTTOTIWV KOL VO TIROTEIVEL LWOVTEAQ TTOU TTEQLYQRAPOUV GUGYETIGELS
7oV €youv TrapatnEndel Jrelpapatikd. Ov aiydpuiyol TTov avasttixdnkav TToQE-
KOUAPOV LEQRIKOVS GRUOVTIKOVUGS TIEQLOELGULOVS TTOV £V TTOQASOGLOKA Ol GXETUKOL
aAyopuor Tou €kavav xenon ILP texvikov 6Ttwg n aduvvauio povieloTtoinong
TERAUATOV Ue AYVOGTN OQXKN KATAGTAGN, N aduvaulio va €£EQEVVRGOUV KUKAKA
SikTva KAJWGS kKoL n éuuesn LOVTEAOITONGN TG TTAQOVGIAS N N GYETIKWY TTRMTEL-
vov. Katd tn Sidpkela tng Statiprig Tov o vItownelog Si8dKTmQ XENGLLOTToNGe
TOUGS AAyOEWILOUS AUTOUGS Yo VO LEAETAGEL TTOWKIAQL BLOAOYIKA ouvouevo OTTOS n
UETAPEAGWOTNTO TWV GNUATOSOTIKMOV SIKTU®V UETOEY TTOVTIKMOV Kol 0vIQdTToV,
Ol UNYOaVIGUOl e TOUG 0ITOIOVS SLd@oQa PAQUOKO TTEOKAAOVUV BAALN GTOV TTVEVD-
wova, Kowd UOTiPa TOEKOTNTAC QAQUAK®Y GE SLOPORETIKA dpyava KAaJ®S Kot n
KUTTOQWKN YREavon. ATIOTEAEGULATO TG £QEVVOCS AUTHS SNUOGLEVTNKOV GE EYKQLTA
ETLGTNUOVIKA TTEQLOSIKA Ko dtedvii GuvESQLAL.

Vil






Extetauévn IegiAnyn

Elcayoyn

Zvotnuikn Biodoyia etval €va poviélo BLOAOYIKNG €QEVVOS TTOU TIROAYEL TRV
OMGTIKI TTEQLYQOLPN TMV VTTO UEAETN LOVTEA®VY €V AVTIWIEGEL e TNV “TTOQASOGLOKA”
BlroAoyla TTov €GTIALEL TRV TTEQLYQAPN TwV £TUEQOVS GTolxelwv. H @ulodogia yio
wlo. OMGTIKI KOTOVONGn TV PLOAOYIK®OV GUGTUAT®OV SeV elval KOvoUyLd, OAAG
uévo Tic TteAevtaleg Vo Sekaetlec ue Tnv aydalo OVATTTUEN TOV TEXVOAOYLOV
LOQLOKNG UETENONG KATEGTN SUVATA N GUAAOYR TOU OQITOQOLTRTOV OYKOU TTANQO-
@oplac TTov agtartel £va tétoto eyyelpnua. O Ap. Kitdvo, €vag ek twv “tatépmv”
NG GUYYQOVNG OVOYEVVIONG TOU TOUEN, VTTOSEIKVVEL 4 KATEVYVVGELS QAUTAG TG
€peLvag:

* OVOYVOELON TNG SOUNG TOL VTTO UEAETN GUGTAUOTOS
TIEOGOL0ELGUOS TV SUVAUK®OV TOU LOLOTRTWOV

OVAITTUEN TEYVIKAOV VL0l TOV EAEYXO TOU GUGTHUOTOS
avaTtTuEn uedodwv yio Tov GYedlacuo VE®V GUGTNUAT®V

H mapovca diateipfn eoTidiel gtny UEAETN TNG KUTTAQIKNG GUUTIEQLPOQAS UECW
TNG OVOYVOELONG TNG SOUNG TV GNUATOSOTIK®Y SIKTU®MV TOU KUTTAQOV.

To kUTTORO wovteAoTroleltal WS €va GUGTRUO TTEOTEIVAOV Ko yovidiwv. H ka-
TAGTAON TOU GUGTHUATOS TTEQLYQAMPETOL ATTO TN GUYKEVTRMGN KOL TN LWOQPN T®V
TEWTEVOV KAJOS KoL TNV €KEEACN TOV YoVISIoVv TTov To astoteAovv. Ou Tow-
Telveg elvol WOKQEOWOQLO, N UWOEMN KOL N GUYKEVTEWGN TV OTtolwv Quiuitel Tig
LWOKQOGKOTIKES LOLOTNTES TOU KUTTAQOU, EV® TO YoviSia elvol KOWWLATIOL TOU Ye-
VETIKOU VAKOU TOU KUTTAQOU, N €K@EACN T®V 0Tolnv QUIWICEL Thv JToQoymyn
mewTelvey. To guatnua awtd Peloketon puéca oe €va TeQRdAAOV aTtd TO OTTOlo
déyetan “onpata’ Ta oTtolal £TTEEEQYALETAL KAl OVTOIIOKQIVETOL OAAALOVTOS TNV
KOTAGTOGN TOV.

To onuatobotikd SikTva €lval o unyavicuog UEG® TOU OTTOIOV TO KUTTOQO
ETEEEQYATETOL KOL OVTOAITTOKQIVETOL GE TTANQOEOQELES aTtO TO TEQPRAAAOV TOV. XU-
YKEKQUEVA, TO KUTTOQO ETTLKOWMVEL e TO TIEQRAAAOV TOU KUEIWS UEGW® ELSIKOV
TEMTEIVOV TTOV KAAoUVTAlL vITodoyeic. Ov TpwTeiveg aUTES, KATA ITAglovoTRTAL,
TROEEEYOVV EKATEQMYEV TNG KUTTAQIKNG Ueufedvng kot otav £pdouv Ge eTTa@n Ue
KAITOoL0 TEPRAANOVTIKO eétaua aAAdCoUY poeen. H aAlayn auTh avoyvemeigeTon
ue Tn gelpd Tng amod TS YU TewTeives ko Stadidetan uécm ulag aAinAovyiog
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BLoxNWKOV ovTISEAGE®V UEXEL TOV TTVENVA TOV KUTTAQOU OTTOU TTNREALEL TNV €K-
@EEAGCN TOV YOVISI®V KoL €V TEAEL OAAACEL TN GUVOMKN KOTAGTAGN TOU KUTTAQOV.
Mia a3t TS GNUAVTIKOTEQES GNULATOSOTIKES AVTLOEAGELS elval AUTH TG (ALITO)-
PwGPoUALlwong, Katd tnv ottola ulo TeeTelvn aTokTd (ydvel) wo @wGEOQIKI
oudda pe amotéAecua va aAldgel n popen tng. H aAdlayn avtn, “evegyoTtotel” (on-
watodoTikd) Tnv TEwTteivn. Or avTdEAdcelS AUTES KATAAVOVTOL OTTO EWOKA €VTUWaL:
T KIWAGES VIO TNV P®GPOQUAIWGN KL TIS (PWG@ATAGES YO TV OITTOP®GPOQU-
Moon. To tnv Togovca SlatePn, n LETENRGN TOV POGEOQUAMUEVAOV TIEWTEIVAOV
gywve ue tn texvikn bead-based sandwich ELISA. H texvikn auti €IiTEeTel tnv
uétonon evog meokadoouévou TTARJoUS TTEMTEIVOV Ge TTOAAD Selypatal.

O 6po¢ yoviSiakn ékpeacn avaeEpetol 6Tn Stadikacio KATd Tny oTtola LEQOg
TOU YEVETIKOU K®OOWKA (Yovidio) uetaypdeeton 6e RNA ko fyaivel agtd tov -
ENvVOL e GKOTTO va UETOPRACTEL G TTEWTEIvN. QG évTtacn Tng €k@EAoNS 0QEICETOL
0 TAndog Twv avtypdewv RNA to omolo €ivar avdAoyo Tng GUYKEVTE®WGNGS TNG
Taayduevng mowteivng. o Tic avdykeg avTig tng StatEpnig yenayototdnkay
UETENGELS TUTTOV WKkEocuaToylac DNA amd Snuocieg Bdoelg dedousvav. O Teyvi-
KES QUTES €xOUV TN SUVATOTNTA VO LETEOVV TNV €KEEACN £VOS TTROKATOQLGUEVOU
aeuov yovidiwv Ge TTOAAD Selywotol.

H avayvopon tng Soung twv onuatodoTikwy SIKTUOV GUVIGTATAL GTRV Jre-
QLYQOPN T®WV GNUOTOSOTIKAOV OVTIOQAGEDV UETAEY TTEMOTEIVAOV Kol yovidiwv. ITpog
avTi Thy katevduvan, €xouvv avasttuxdel TOAANES TexVikES. Ol GNUOVTIKOTEQES YOl
TNV OVOYVOELON TTEWTEIVIKOV avTidpdoewv eivan n yeast-two-hybrid (Y2H) kou ou
AP-MS, CoFrac-MS mov Pfacigovton gtnv texvoloylo Tng pOGUATOUETEIOS LALAS
(Mass Spectrometry). T'ia Tov 7T00G810QLGUSO TV OVTIERAGE®V UETAEY TTEWTEIVAOV
(LETOYQOPLKOL TTORAYOVTEG) Kol YOVIdlwV eTtiong €xouv avasttuyxdel TTOAMES TeyVO-
Aoylec oL GNUOVTIKOTEQES TOV OTOIWV PBAGICOVTOL GTNV TEXVIKN TNG OLVOGOKOTO-
kenuviong yowuoativng (chromatin immunoprecipitation (ChIP-X)).

O teyxvikég auteg €xouv dexdel kELTkN yio Tnv akeifela kar tnv evoaucincio
TOUG, AAAG O TTLO GNULAVTIKOG TTEQLORLGUOS TOUG Sev elvarl TeXVIKOS aAAd Jepelm-
ong. Ta onuatodotikd dikTua dev elvol GTATIKES OVTOTNTES OL OITOLES ULITOQOVV VO
uetonovv av xencyotomndouv aQKeTol TTOEOL, AAAL UETAPAAAOVTAL KOl TTQOGAQ-
uécovTanl avd KUTTOQO KoL GTIS GUVINKES Tov TIEQRAAAOVTOC.

Mé<9ooot

"Exovuv avasttuyxdel woAlég uédodol TTou YENGLLOITOLOVV TOV KATAAOYO TWV YV®-
otV avTdedoemwv cav €va diktvo TtedTeEnc yvaoong (Prior Knowledge Network
— PKN) KOl TO JTQOGAQUOTOUV GE TIELQOUATIKA SeSoUEVO TTOU TTEQLYQAMOUV TNV
OITOKELON, MG AAAAYN GTNV KATAGTOON, TOV VITO UEAETN KUTTAQMV GE £EWTEQLKA
epedlopata. Me avtd to TEOTO £TITUYXAVOUV Oxl LOVO TRV OVOYVOQELON T®V El-
SRV onNULATOSOTIKWY SIKTUWV, OAAD KAl TTEQELOEICOUV TO YOQUPBO TV UETPNGEWV
UEG® TNG GUUITAEENS TOUG.
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Ity agovca StatEpn, avarttuydnkav Svo tétoleg uédodor. H uédodog Xv-
vémelag Emippowv (Sign Consistency Method — SCM) kot n uédodog Avtictpopou
Attiakot) Aoywopuov (Reverse Causal Reasoning — RCR). Oi uédodor avtég povte-
Aogrolovv Tn Sradikacio onuatoddTnong cov £€va GUGTNUA AOYIK®V EELGWGEMV.
‘Ontwg 0Aa Ta LoviéAa TTov Pacifovion GTn AOYIKA, GTOXEVOUV GE Wil TTOLOTIKN
TEQLYQAPN TOV GUGTAUOTOS Ko avTioTaduicovv tn “Bucia” GTn SLOKELTIKA TOUG
IKOVOTNTO UE TO YEYOVOS OTL Se ypetdcovtar TToA) ueydAo Oyko deSouévmv GuyKQL-
TIKA ue AAAES TTL0 EEAMGTIKES Uedddoug.

O uédodor mov avagrTiydnkav yevikevouv kor egeAlcoouv wia celpd uedo-
dwv GTIC 0TT0lEG €xEl GUUPAAEL TO €QYOOTIQELO XUGTUMKNAG BloTOTEIKNG TNG GYOANG
Mny. Mny. tov EMII. Zuykekgéva, ko ot dvo uédodol yenauoitorovv T'pdpoug
Emipeong (interaction or influence graph (IG)) yia va LovteAoTTOIGouV To SIKTLO
KOL TO WOVTEAO TNG GUVETIELOS E£TTLRQOWV YO TOV UnYavicuwo Stddocng GRULOTOG.
TéNOG, OTTWS KL GTIC TTEONYOUUEVES SNULOGLEVGELS, XENGYLOTIOLEITOL N TEYVIKN TOU
OKEQALOV YOOUUKOU TTROYQOUUOTIGLOV Yol Th eTTiAuon Twv TTRoPAnLdT®V PBeATi-
GTOTIONGNG TTOV GYeSLALoVTAL.

Ot T'pdpor Etipponic eivan tpocnuacuévol katevduvouevol ypdeol G = (N, A, o)
oTTou: N 10 GUVOAO TV KOUPwv, A T0 GUVOAO TV aKRUWV, KAl o : A — {+1,—1}.
Ot k6upol Tov YEAMOU OVTLGTOL(OUV GE TTEWTEIVEG N YOVIBLOL EV® Ol OKUES GE OVTL-
dpdoeig uetagy tov. To TTEAGNUO TNG AKUAS VITOSEIKVUEL TRV ETTLREON TTOV AGKEL O
UNTEWKAOS KOUBOS GTOV YuyaTEikd. XuykekQuEvVa, oL KOUBoL Tou SIKTVoU UIToQovV
va Beedovv Ge wa ek TOV TELWV TTWAVOV KATAGTAGEWV: VTTEQOEyepang (+1) sTou
onyaivel GUENGN GTNV GUYKEVTE®MON TOV POGQPOTIRMOTEIVOV N GTNV EKEEOCN TWV
yovidiwv, vitodiépyepong (-1) Tov elvor n avTioTEOPN KATAGTOGN, N GTNV PAGLKNA
katdotoacn (0) Touv VITOSNA®VEL KAWloL AAACYHL GTNV KATAGTOON TOL KOUPOU ®G
agtotélecua tng cnuatodotnong. H emigpori wov ackel €vag untewkog koupfog
GToUGS YUYATEIKOVUS TOU €E0LQTATOL ATTO TO TTREOGNUO TNG GUVEEOVGAS OKUNG o (a).

INa va elvon cuvesteic 500 KOUPOL TTOV GUVSEOVTOL Ue OKUN TTEETTEL Vo BEIGKO-
VTl Gty (Blo kKatdotoon av n akun eivor JeTikd Tpocnuacuévn Kal avtideta av
etvar apvntikd. Ta va elvar évag ypdpocs acievws cuverrig, t0te el kdde
KOUPOG val elval GUVETING Ue TOVAAYIGTOV €vay aItd TOug UNTEIKOUS TOU KOUBoUG.
"Evag cuvettnig ypd@og epunvevel TToloTikd Tn dtadikacio Siddoong GNuatog Ko-
Y0¢ ya kdde kouPo vITdEyel £vol LOVOTIATL OLTIOK®OV GYXEGEMV TTOV €gnyel Tnv
KOTAoTOGN TOu Ue Pdon kdmolo agyko gpéthoua. Emtouévwe, GToxos kol Tov 2
TEOTEWVOUEVOY Uedodwv elvar vo BEOUV TO GUVETITH YEA@O O OITOl0G €QUNVEVEL
KOA)TEQO TOL TTELQAUATIKA QITOTEAEGULOTAL.

H uédobog SCM StatuIt@vel To TTEOPANUO TG OveVREGNS TOU BEATIGTOU GUVETIH
YOA@OU ™S TEOPANUO OKEQOLOV YQAUULKOU TTROYQAUULATIGULOV. ZUYKEKQUUEVA, WA~
XvVeL OO TA VITOGUVOAO TOU PKN yio va feel avtd To 0Tolo UItoel va TEOGO-
LOLWGEL PEATIOTO TIC KATAGTAGELS TOV SOOIV KOUBOV OTT®wS QUTES LeTEninkav
TELQOUATIKA. Ol TTEQLOELGULOL TOU TTEORANUATOS KMSIKOTIOLOUV TO UWOVTEAO GUVE-
TOV ETEEOMV KAl £EAGPAAMTOUVV OTL O YEAEPOS uttopel vo onpavdel ye TOTTO
GUVETIA €VA N OVTIKEWEVIKA GUVAQTNGN K®OKOTTOLEL TNV aItdGTOcNn UETAE) TG
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TIQOGOUOLWUEVIG KOl TNG TELQOUOTIKA TTEOGOL0QLGUEVNG KATAGTOONS TOV KOUP®V
ToU ueTendnkav.

Y& TTEOoNnyoUUeEVES SLOTUTIOGELS TOU TTEORANUATOGS, N AVOCATNGN Yol TO PEATL-
GTO VLTTO-8IKTLO YWATAV UWOVO €L TOU GUVOAOU T®WV OKU®V. XTh SLOTUIT®GN TTOV
ovoITTUYINnKe yia vt tn SlatePn, n avagntnen yiveTtal Kol €Il TOU GUVOAOU
TV kKOuPwv. H adlayn avti dev emtngedcel To GUVOAO TwV AELTOVQEYIKA LGodUva-
wwv Acewv. Ta Bacikd o@EAn TToU ATToEEREL elval OTL TTEAOTOV, EITLTEETIEL GTOV
gpevvnTn peyalutepn elevdepiot Vo EVEOUATOGEL TNV JTEOTEQN YVAOGN TOU GTO
gvotnua katevduvovtog th Aon, ko detepov, kadhotd tn Stadikacio tng Pe-
TIGTOTIOMGONG IO EEAMGTIKA KOJWGS VITAEXOUV (QUGLKA YEYOVOTO IJTOU WITOROUVV
vo. odnyncovv gtnv mwAngn adeavottoinen wiag ITemTeivng 1 yovidiov.

"Evag dAAOS onuavTikog TTEQLOPLGULOS QTG TS uedddov ntav n aduvvaulio tng
va Stepevvncael dikTua Tov elyav Bedyovs avatpopodotnong (feedback loops), 510t
BeoyoL witopovv va uetafovv e wiol un Packn KATAGTAGN X0EIS va AdBouv Gruo
OITO KAITOL0 €QEMGUN ATt TO VITOAOLITO SIKTVO. LTh SLATVTTOGN TTOV AVAITTTUYINKE
ylo aUTH T SartEPN, ETLITAEOV TTEQLOQELGUOL £xouV elgaydel oL 0TToloL ATTOTEETOVV
OQUTA TNV TTOREVEQYELQL.

H 8evtepn uébodog srou avamtuydnke RCR AUvel TO TEOPANUO TNG AvEVQEGNS
TOV BEATIGTOV GUVETIH YEAPOL YO TRV TEQITITOWGN TTOU TO AQXKO £pédaua etvor
ayvwato. [a tnv puédodo SCM, astaltoUvIal TEQRAUATO KATA TO OTOol0 Ta KUT-
Tapa Sieyelpovtan Texvntd, GUVAY®WG Ue KUTOKIVEG, KAl €v Guvexela uetpdton n
OITOKQLON TOUG, WS OAAOYN GTNV GUYKEVTEWGN KATIOLOV QPOGPOITTROTEIVOV N TNV
Ekppacn kAItowwv yovidiov. ITag dAa avtd, TTOAES PORES N YEVEGLOVEYOS outiol
TNG KUTTOQIKNG AITOKELoNg Sev elval yvwotn oAAd n “agtokeion” UItoQel vo ue-
Tondel gav Sapoed petagd evoc mAnduouov eAEyyov kol evog “agtokQivovtog,
VL0 TTAQASELYILO UETAED VYWV KOl KOAQKWVIKOV KUTTAE®V. H uédodog RCR yevikelel
TEQAUTEQ® TNV LEY0S80 SCM MGTE VO WITOREL VO LOVTEAOTTOLNGEL KOl OUTA TA TTELQCL-
LOTA. XUYKERQUEVA, N aQ)KN Si€yepon, n oTtola JemelTo YVwGTH TTEONYOUUEVKG,
UETATEETIETAL GE€ UETOPANTA N OTTOl0L GUUUETEXEL GTNV Sadikacio evpeang Tov BEA-
TIGTOV yed@ov. Emeidn avtn n addayin avgdver oAl toug Baduovc eAevdepioc
TOU JTEOPANUATOC, AITTOLTEITOL N XENGN ETLTTAEOV ITTEQLOQLGU®Y VLo VO SLOLGQOAL-
otel 0L oL Acels Sev Ja elvon TeToluuéves. O regogiouol avtol €(ouv GToYo Vo
TEQLOEIGOVY TOV aEWUd TV TWavey “altiwv’ kKol To u€yedog Tou SIKTVOUL Ko
wItoQovv va emPAndolv og avaTned 0o N/KAL WS ETLTTAEOV KOGTN GTN OVTLKEL-
UEVIKN, GUVAQTNGN.

E@aguoyég

XTn GUVEXELDL TTEQLYQAMOVTOL 3 EQAQUOYES GTIC OTToleS €yve yonon twv uedo-
dwv JTou TTEQLYQA@NKAV Yo Ty aviyveuon cnuatodoTikov Siktvwv. Ta Siktva
OUTA XENGWOTIONAINKAY GTN GUVEXELQ Yo Vo Slevpuvidov ol GNUAVTIKATEQOL GU-
VTEAEGTES TNG KUTTOQIKNAG QLITOKELONG N VIO VAL TTEOTOTOUV TTHAVES (POQUAKEVTIKES
AYWYES TOU Jal ETAVAPEQEOVV TO KUTTOQA GE VYL KATAGTAGN.
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H Ttoodtn e@oguoyn Jtouv epyedeetol a@opd Th Stadikacio Tng KuTToQl-
KNG ynpavong. i avti Ty e@aguoyn, og PLOAOYIKO LOVTEAD yenaluoItotdnkay
avdowItvol TTEwToyevelg woPAdotes. Metpntnke n cuykévtpmon 18 @wc@oTo®-
TEIVOV GE vEOQEd KOl YNQOAGUEVO KUTTOQO KATOTILV SIEYEQONGS TV KUTTAQWV Ue 6
SrapopeTikég KuTOKiveg. Ta veapd kUTTAQA Sttlacidcovtov kKdde UEpa evad To
ynpacuéva dev elyav dimtAaciactel yio €va unva. o Ti¢ @oe@oTtpmTeiveg QUTEG,
TEONYOVUEVES £peVVEG elyav SelEel OTL GUUUETEXOUV GTN YREAVGN KOL GTOV JTOAAQL-
TAacLocUd Twv kKuttdewv. H katdotacn kdde mpmteivng Ttpocdlopictnke KaTo-
TV GUYKQELONG TNG GUYKEVTEMGONG TNG Ue TNV OVTIGTOLN KUTTAQWV Jtou dev elyav
dieyepel ue kdgrolo epédhoua. Xe guvdvacud ue to PKN agtd tn fdon avtiddcewv
MetaCore ypncwogtomdnke pia staQaAlayn tng pedodouv SCM yia Vo oviyveuTel
TO GNUATOSOTIKO SIKTVO TwV 2 KUTTOEWKAOV TTAnducu®v. H stapaAlayn cuvicTtato
GTNY GUCEVEN TV avTOEdoe®my Towv 2 SIKTUWV. XuykekQueéva, dempninke 0Tl ot
SLOLPOQOTTOINGELS KATA TN YREAVGN O@elAOvVToL GE Uelwon Tng €KEQEOCNS TwV YO-
VSlwv 0TtdTE TO GUVOAO TO AVTIOEAGEWV Ja £ITEeTTE VoL €lvail KOWO Ko Ta SIKTLA
VoL SLPEQEOV UWOVO WS TIROS TO GUVOAO TV KOUPwv. Ot Stapoés Twv Vo SikTimv
eTAAIEVGAV TTEONYOVUEVES UEAETES TTOV KATESELEAY VTTOTOVIKA ATTOKELGN GTNV
TAEOVGIA IVGOVAIVNG Kal woyven evegyottoinon tou NFKB kol Tov cuva@ov Aet-
Toveywwv Katd tny digyepon ue IL1A kot TNF. EmugtA€ov, n Soun twv Siktiwv elxe
Slapopég TTou dev elyav avapepdel otn oxeTikn PiAloypa@ia OTTwS 0 KEVTEIKOS
b6Aog 1o Traicel n SRC, n omolo @atveTal va elvol AveEVEQYR GTO YNEAGUEVO KUT-
TOQA, GTN EUIWON TTOAMWV TIEMTEIVAOV TTOU GXETICOVTOL UE TOV TTOAAATTAAGLAGULS
TV KUTTAQ®WV.

INa tn Sevtepn epaguoyn Tov JrepLypdpetor xenoyotomdnke n uédodog RCR
yia v avadvdel o “unyavicuos Aettovpyios” TG (OQUAKOAOYIKAG TOSIKOTNTAS
GTOV TTVEVUOVA Kol VoL TTeoTadouv midaveg depaaeles. TuykekQLEva, eTTAEXINKAVY
200 @dpuoka agto tn Bdon dedouévwv Pneumotox ta ogrola €xouv tn Suvatdtnta
VO TTROKOAEGOUV aGIEveELQ TOV TTVEVUOVA. TN GUVEXELQ Ol TTWavol GTOXOL AUTOV
TOV EOQUAK®V avokTidnkav agtd tnv Pdon dedouévov STICH. Téhog, yonaoiuo-
momdnke n Bdon CMap, n ottola TTeQLyQA@EL SLOPOEES GTNV YOVISLOKN €KMQEAGN
1000 yovidiwv Ge S5 KUTTOQOGELRES TTEWV KO UETA TNV ETTOOGNH TOUGS Ue QUTA TO
@dpuoka. Me Bdon aUTEG TG TTANEO@OELES KoL Ge Guvivacud ue €va PKN adtd
™ Bdon Reactome, dnwovpyndnke €va onuatodotikd Siktuo yio kdde @duako
TO OTOL0 £QUNVEVEL TNV TTARATNEOVUEVI AAAAYA GTRV YOVISLOKNA €k@eacn. Egtedn
ko ta 200 @AEUOKA WITOROUV VO TTEOKAAEGOUV aGIEveld TOU TTVeVUOVA, OVAAV-
dnke n Toun tewv 200 SIKTVWV KoL OviyveDTNKOV 2 LITO-GIKTUO TO 0ITolol NTOV
GUOGTNUOTIKA VTTEQ N VTTO Sleyepuéva. Ta Ty ewaAdevuon TwV OITOTEAEGUATOV,
xenowotoidnke o alyopiuoc GUIDE yia va katackevdael Evav avegdotnto oi-
KTvo ue fdon ta Gia dedouéva kar Tapatnoninke ot Ta 2 asoteAéouata elyov
GTOTIGTIKA GNUAVTIKA OAANAOKAALYN. XTn GUVEXELD, UE TTAQEOUOL0 TEOTIO KOTO-
OKEVAGTNKAYV GNUOTOSOTIKA SIKTLO KOL YloL TO VITOAOLITOL, UN-TOEIKA, @AQUOKOL
7tov ntav kowd oTig STICH kar CMap €161 wate va feedolv @douako TTou vo
EITAYOVV TNV AVTIGTEOEN KATAGTAGN GTA LITO-GikTua Tov avapépdnkav. Ta k-
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AUTeEa 40 TTROTEWVOUEVA PAQUOKA, EAEYXINKOV ATTO POQUOKOAOGYO N OITOL0L TTOLQOL-
TAENGE OTL TO TTEPLGGOTEQA £YOVV TN SUVATOTNTO VO BEATIOGOUV TNV KATAGTOGN
KUEIWS AOYO TNG AVTLPAEYLOVOSOUS §pAong Toug.

INa v teltn epaguoyn, akoAovdninke n i Sradikacio 0TS KAl GTn Sev-
Tepn aAAd aVTR T QoA Yo VA TTROTAJOUV PAQUOKA VL0l TNV OVTWETMOITIGN TNG
uwoéAvveng agtd To PakTrEo Touv dvidgokd. Xenowottomdnkov Tto (G0 wn-TogKA
@douaka 0TT®S Kot GTn devtepn e@apuoyn. o Tnv LEAETN TOV GUVETTELWV TNG UO-
Avvong agtd Avdeoka GTnv YoviSlokn €k@Eacn xenolotodnkay dedougva agto
4 €pevveg amd tnv fdon GEO. A@ov KATAGKEVAGTNKE TO GNUATOSOTIKG SIKTLO
TOU WOVTEAOTTOLEL TNV KUTTOQIKN QITOKELGN GTIS TOEIVES TTOV EKKQEIVEL TO PAKTAQLO,
ue xonon tng uedddov RCR, avagntidnkav @AQuako TTov Vo oVTIGTEEPOUV TV
asokewon avtin. H avagitnon €ywve Guykpivovtag ta SIKTuo TV @OQUAK®OV KoL
TOU AvIpaKa, KoL TO QAQUOKO TOEWVOURINKOV aTtd TO KAAUTEQO GTO XEWROTEQO
OVAAOYO (e TNV OITOGTOGH TOUS AITd TNV TTANENR OVTIIGTEOPNH TOU SKTUOU TOu
avipoka. o ewaindevon €yve kol TAM BALOYQAPIKI £QEVVAL VIO TOL PAQUOKOL
TTOU NTOV GTN KOQUMN KOL GTOV JTATO TNG KATATOENS KataAlAnAdtntag. Kar yio
TIc Vo katnyoEles Ta aroteAécuata klInkav Aoyikd, Kad®s TTOAG amd Ta
@douaxa JTov nTav Pnidd otny Aata elyov non mpotadel ko agtd dAAes ueléteg,
eve avtideta @ApuaKka TTov NTav YOUnAd otn AMcTto €ly0v TTAQOLOLOVS GTOXOUS
Ue QVTOUS TOU PAKTNEIOV OTATE AVAUEVETAL VO E(XOV TTAQOUOLES GUVETIELES GTO
KUTTOQOL.
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Chapter 1

Biological Background

This chapter is a non-technical summary of the biological concepts and techniques
that are discussed in the following chapters. Its main goal is to present the ideas
of Systems Biology and how they are implemented in practice. It also offers a
quick overview of the experimental data and techniques utilised for this thesis.

This chapter is not a full and detailed description of the subjects it discusses.
Tomes of Biology, which the author does not claim to have read or understand
fully, are summarized in a few paragraphs! Biology researchers may find this
chapter useful in order to understand the abstractions that the author is assuming.
Readers without a biology training but interested in learning are referred to the
cited literature or the molecular biologist of their area.

1.1 Systems Biology

The term “Systems Biology” was initially coined by Hiroaki Kitano [1], [2] to de-
scribe a holistic model for biological research. Contrary to “traditional” molecular
biology, this new model does not focus on characterizing individual molecular
entities, like genes and proteins, but instead on how these entities interact to form
a biological system!, whose functional characteristics cannot be attributed to any
particular entity but are emergent. Systems Biology is not a new idea [3], but
before the advent of modern molecular technologies it was not possible to gather
the required mass and granularity of data required for this type of research. The
major challenge in the road for a systems level understanding of biology is that it
requires insights from a diverse range of disciplines like biology [4], mathematical
modeling [3], control theory [6] as well as specialized knowledge for the application
at hand, like pharmacology [7], [8].

Kitano, inspired by control theory, indicated 4 requirements and/or research
directions towards a system level understanding of biology:

IThe definition of “system” depends on the scale of the phenomena studied. For example, an
organism is a system of tissues and each tissue is a system of cells etc.

1
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1. identification of system structure
2. determination of system dynamic properties
3. develop methods to control them

4. develop techniques to design or alter systems

System structure comprises of interaction networks between the molecular entities
involved as well as a high-level description of how these networks control the
system’s properties and behavior.

This thesis focuses on the cell as the system under study and develops methods
for the identification of its structure. The cell is modelled as a complex sys-
tem inside an unknown biochemical environment. It receives signals from the
environment which it processes and responds by changing its state?. As a first
approximation, the cell is composed of proteins and genes. Proteins are macro-
molecules whose shape and concentration controls the macroscopic properties of
the cell, while genes are pieces of genetic material that determine the shape of the
proteins. Consequently, the state of the cell is described by the concentration and
shape of the proteins and genes that comprise Lit.

1.2 Signaling Networks

The processing of environmental information is carried out by the signaling net-
work of the cell, i.e. a series of biochemical interactions between the proteins inside
it. In more detail, the cell communicates with its environment either via small
molecules that can permeate its membrane or though specialized proteins, called
receptors, that protrude from the membrane in both directions. In both cases,
the information is recorded as a change in the shape of the proteins that came
in touch with the environment, which constitutes a partial differentiation of the
cell’s state. This change affects other proteins in proximity and thus propagates
inside the cell affecting proteins and genes until the system reaches a new steady
state. This process constitutes the cell’s response to the environmental change?.

A reductionist approach to cell response focuses on identifying signaling path-
ways controlling an elementary function of the cell. The term “signaling pathway”
describes a roughly linear cascade of interactions between a small number of pro-
teins. A Systems Biology approach, focusing on the networks that control more
complex functions, became attainable only during the last decade (Fig. 1.1) through
the emergence of modern high-throughput technologies that can measure multiple
cellular components (multi-omics) in an unbiased way. The following sections
describe the technologies used for the applications of this thesis.

2This model is evidently naive since it overlooks the fact that cells typically live in colonies
thus their state and the state of their environment is coupled to a degree and feedback interactions
occur.

3Tt is interesting to note that information is “processed” and “stored” in the same medium,
namely the network of proteins inside the cell. For a more in depth treatment of this idea [see 9]
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Signaling in 2010

Signaling in 1990

Cell
membrane

Cytosol

Figure 1.1: Schematic representation of signaling via tyrosine kinase receptor as
it was known in 1990 and 2010. Reprinted from [10]

1.2.1 Protein Phosphorylation

The term “phosphorylation” refers to the process of appending one or more phos-
phate groups (PO4°7) to a protein’s structure. Phosphorylation is catalyzed by
enzymes called kinases. The reverse process is called dephosphorylation and is cat-
alyzed by enzymes called phosphatases. Because of the strong negative charge of a
phosphate group, (de)phosphorylation has significant consequences on a protein’s
shape and consequently its function and ability to interact with other proteins [11,
Chapter 3]. It's estimated that between 1/3 and 2/3 of all proteins can be phospho-
rylated. The scale and intensity of its effects makes phosphorylation one of the
most important modifications that a protein can undergo during the signaling pro-
cess, especially for eukaryotic cells. Moreover, disruptions in the phosphorylation
process have been linked with several pathologies [12] and many drugs interven-
ing in the processes by targeting kinases of phosphatases have been approved,
especially for targeted cancer therapies (e.g. Sorafenib, Crizotinib, Erlotinib)

Technologies to measure phosphorylated proteins can be grouped into two main
categories: MS-based and tag-based. The two categories span the trade-off between
high-throughput and multiplexability 1.2. MS-based technologies can measure ev-
ery protein in a sample but their ability to measure multiple samples is hindered
by the complexity of the protocol and post-processing analysis. On the other hand,
tag-based technologies use antibodies or aptamers* to measure a pre-specified set
of proteins, but they can measure them across multiple samples in parallel. For
more details about protein measuring technologies [see 13].

4Antibodies are proteins produced by the immune system of an organism in order to attach
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Figure 1.2: Protein Measuring Technologies Reprinted from [13]. Schematic rep-
resentation of the operating range of the major protein measuring technologies. Abbre-
viations not discussed in the text: Western Blot (WB), Enzyme-Linked Immunosorbent
Assay (ELISA), Reverse Phase Protein Array (RPPA), High-Content Screening (HCS),
fluoresence-based Flow Cytometry (Flow-Cyt.), Mass Spectrometry (MS), Mass Cytometry
(CyTOF)

For the applications presented in this thesis the xMAP™ technology was uti-
lized. xMAP is tag-based technology based on antibodies. In particular, it uses two
sets of antibodies per protein. One set is coupled with a fluorescent dye (phyco-
erythrin) to render the proteins detectable while the other set is immobilized on
color-coded, magnetic micro-beads which are used to discriminate the proteins and
pull them down from the sample. At the moment of writing, the theoretical upper
limit to the number of proteins that can be measured in parallel is 500, as many
as the different bead colors, but in practice this number is limited by the quality
of available antibodies. Antibodies that bind to multiple proteins (low specificity)
can affect their measurement by other antibodies and increase the noise. Finally,
xMAP can distinguish between phoshorylated and unphosphorylated proteins by
using antibodies specific to either form of the same protein.

and identify to pathogenic molecules (antigens). Aptamers are small molecular chains design to
recognize other molecules with a complementary structure.
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1.2.2 Gene Expression

The genetic material (DNA) of a cell resides in its nucleus and it contains the
information necessary for the creation of the proteins that make up cell behavior.
This information is stored in segments of the DNA called genes®. The translation
of genes to proteins is an elaborate process that involves transcription of the
information of the gene onto RNA, a part of the genetic material that can wander
inside the cell. A gene is “expressed” when it is transcribed to RNA in order to
produce the encoded protein. The intensity of the gene expression is defined to be
the number of RNA copies produced which is proportional to the production of
the protein [14].

Gene expression measuring technologies present the same trade-offs between
high-throughput and multiplexability as their protein counterparts. Here, sequenc-
ing technologies allow the unbiased measurement of every RNA fragment in the
sample, at the cost of fewer samples, while DNA microarrays can quantify a pre-
specified set of genes in more samples. Measuring protein concentration is also an
indirect way of measuring gene expression, but direct measurement technologies
are more mature and genes are more stable entities and eastier to amplify than
proteins and thus easier to quantify.

For the application presented in this thesis, publicly available data from mi-
croarray experiments were utilized. The working principle of this technology is
the same with that of tag-based technologies for protein quantification. Instead of
antibodies or aptamers, oligonucleotides, small sequences of DNA code, are used
to immobilize their complementary sequence on a substrate and then a fluorescent
dye is used to quantify the captured fragments. In fact, the xMAP technology can
be used to measure gene expression, although in this case the limit of 500 bead
colors is more important.

1.2.3 Protein-Protein Interactions

The three most important technologies for the identification of protein-protein
interactions (PPIs) in large scale are: yeast-two-hybrid (Y2ZH) [15] and the two
mass spectrometry (MS) based techniques affinity purification (AP-MS) [16] and
co-fractionation (CoFrac-MS) [17].

The Y2H technology is used to screen for binary protein-protein interactions. Its
working principle (see Figure 1.3) is to link the presence or absence of an interaction
with the expression of a reporter gene. In particular, the two interrogated proteins
are slightly modified (hybrids) by being linked to the two domains of a transcription
factor. One of them (Bait) is linked with the DNA binding domain and the
other (Prey) with the activation domain. If the two proteins interact then the
transcription factor is assembled and can activate the gene expression process.

SAll the proteins are encoded by genes, but not all genes encode proteins. Moreover, there are
post-translational modifications that further affect the final form of the protein
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Traditionally, the expression of the reported gene was linked to the survival of
a yeast colony, but nowadays other technologies can be used. An important
limitation of this method is that the interactions have to take place in yeast and
not the host organism of interest. This is because yeast survival is used as a
marker for the interaction.

On the other hand, MS-based technologies can detect interaction inside any
cell without the need to modify them. For AP-MS proteins are purified® from the
cell and tagged. Then they are mixed with other purified proteins to form protein
complexes which are then passed through an MS to be identified. For CoFrac-MS,
protein complexes are extracted directly from the cells through extensive fraction-
ation with different biochemical techniques and then passed through an MS to
identify their components. The main limitation of these methods is that not all
pairs of proteins in a complex interact and there is no way of discriminating
between protein interactions and protein associations.

Over the last decade, these techniques have lead to a dramatic increase of the
number of known or suspected interactions. From 3000 in 2005 [19] to 14000 in
2014 [20] using Y2ZH and more than 20000 in 2015 using AP-MS [21], [22].

This increase in size has raised concerns because the resulting datasets are
characterized by low repeatability that some researchers attribute to high rates of
false positive calls [23]-[25], while other argue that is due to low sensitivity and
complementarity of the methods [26]. Common countermeasures for this problem
include running validation experiments, usually with low-throughput technologies
of higher accuracy, and/or manual curation of the results by experts.

Figure 1.3: Schematic Representation
of Y2H technique. Adapted from [18, fig.
3.21]. X and Y are the interrogated proteins.
Plasmids are used to modify the proteins and
append the binding domain (BD) and the acti-
vation domain (AD). Abbreviations: UAS: Up-
stream Activating Sequence, TM: Transcrip-
tion Machinery.

transcription
r—————

UAS Reporter gene |—

1.2.4 Protein-Gene Interactions

As explained in Section 1.2.2, genes are “expressed” by being transcribed to RNA.
This process is carried out by a specialized protein complex called RNA polymerase
which controls transcription. However, RNA polymerase by itself cannot bind to
the DNA molecule to initiate the process. Other proteins, collectively known as
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transcription factors, help initiate the process by binding to the DNA and providing
a platform for RNA polymerase. The term transcription factor is even broader
than that and includes every protein that can regulate gene expression either by
promoting or suppressing it. Transcription factors are part of the signaling process
and the most common form of gene control.

Many technologies have been developed to identify transcription factors and
their regulating genes. The most prominent one is ChIP-seq [27] and its variants
like ChIP-PET [28], ChIP-chip [29], and DamID [14]. The operating principle of all
these technologies is to “freeze” the DNA at a specific time point, then fragment
it and then use antibodies to pull down the proteins attached to it along with the
DNA fragments they were attached to. Proteins are identified by the antibodies
used while the DNA fragments are sequenced (for ChIP-seq) and aligned.

1.3 Data Bases

The following databases were utilised for the work presented in this thesis:

¢ Protein interactions

- Metacore private database. Entries are manually selected and annotated
by experts.

- Reactome [30] public database compiled from open access sources. En-
tries are checked by experts.

e Transcription factors

- ChEA [31] open access list of protein genes interactions compiled from
literature.

- Transfac [32] private database. Partial access is granted free of charge
for academic users

- Jaspar [33] public database of protein gene interactions across multiple
organisms.
e Drugs
- Pneumotox [34] list of 892 drugs and chemical compounds associated

with drug-induced lung disease

e Gene expression
- Connectivity Map [35] pilot study measuring gene expression for 5
cell-lines upon perturbation with drugs and other chemical compounds.

- Gene Expression Omnibus (GEO) [36] public database where everyone
can upload primary and processed data from his/her study.






Chapter 2

Mathematical Modeling

In Chapter 1, the main components of the cell’s signaling system, as well as the
technologies shedding light upon them, were described. This chapter focuses on
combining the wealth of generated data into models that can “explain” and predict
cell behavior. The presentation begins with a short review of the relevant literature
and culminates with the description of the two models formulated by the author.
The goal of the review is not to provide an unbiased and complete description
of the literature but to illustrate the trajectory of the ideas that morphed into the
models presented in this thesis. In the following chapters, 3 real world applications
of these models are presented.

2.1 Literature Review

Mathematical models serve a dual role with respect to signaling networks. On
the one hand, they explain cell behavior in terms of how the different components
interact to give rise to it. In this regard, they can be used to make prediction about
future responses to changes in the environment or suggest possible interventions
when the signaling process is deregulated. On the other hand, they act as a noise
filter. As explained in Chapter 1, the technologies used to probe the cell can be
prone to high rates of false positive and/or negative errors. Fitting a model, that is
conceptually consistent, to data, that may not be, can act as a noise filter, provided
that Nature is consistent with the model’s expectations of her.

Models are of particular importance in deciphering the network structure of
the signaling process. As described in Section 1.2.3, all the major technologies for
identifying interactions have accuracy issues. But, even if the accuracy was in-
creased, signaling networks would still be context-dependent and no static/generic
list of interactions would suffice to describe them.

As a result, many algorithms have been proposed for deciphering the network
structure by adapting the set of known interactions (interactome), to data generated
by perturbation experiments in order to produce a network specific to the cells
under investigation [10]. Perturbation experiments are designed to highlight the

9
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dependencies between the nodes of a network. Their design consists of perturbing
the cells, with cytokines! and/or other biochemical stimuli, and measuring the
response of some key nodes of the signaling network (example Figure 2.1). The
algorithms then proceed to reconstruct the connectivity of the signaling network
to satisfy the observed dependencies using the interactome to guide them through
and narrow down the search space.

Stimuli

Control  IFNy TNFa IL1a IL6 IGF-I  TGFa LPS
IRS1

AKT
MEK1
ERK12
POORSK | | A
CREB
p70S6 A
p38
HSP27 AbsentB Lateu
Ikb Transientm Susiained@
JNK12 Time points: 0, 30 min, 3 hr
¢JUN
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STAT3
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Response:

Readouts

;
|
4
I
£

1234|8758 (23458768 123458708 12345878 123458768 12345878 123la5878 1k345878

1 2 3 4
Control MEK1/2 p38 PI3K GSK3a/B JNK1/2
No inhibitor | PD325901 |PHA818637 | ZSTK474 |BMS345541 | Rapamycin InhXI SP600125

Figure 2.1: Example of combinatorial perturbation experiment Adapted from [37,
Fig. 2]. Cells were perturbed with a combination of cytokines and kinase inhibitors, and
the cells’ response in terms of 17 proteins was measured. Rows represent measurements of
17 intracellular proteins (readouts) assayed at t = 0, 30min, and 3h (relative to stimulus
addition), and columns represent different stimuli. For each combination of stimulus and
readout, one of seven inhibitors was applied as indicated in the schematic below the
data. Data are coded to highlight no induction (relative to basal activity; gray), transient
induction (peaking at 30min; yellow), sustained induction (equal at 30min and 3h; green),
or late induction (peaking at 3h; purple).

The first step towards developing a model for the signaling process is select-
ing the appropriate formalism. A major factor contributing to this decision is
the granularity of the available data and of the desired mechanistic description.

ICytokines are small proteins secreted by cells in order to communicate with their environment.
They bind to cell receptors and initiate the signaling process.
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For this work, two logic-based models were developed together with appropriate
optimization methods for fitting them (Section 2.2). Logic models occupy a middle
ground with the respect to the granularity of mechanistic description, between the
naturalistic ODE models and pure correlation based models [10, Fig. 2]. Although
logic models can describe some aspects of the dynamic behavior of the network,
the models presented in this thesis aim for a qualitative description of the static
structure of the network. To do so, they use phosphoproteomic or gene expression
data to refine the topology of a prior knowledge network assembled from generic
interactions available in databases (see Section 1.3). Both models are based on
the same signal transduction mechanism and, when fitted, yield a network of
protein-protein and protein-gene interactions that best describes the observed cell
response. In the applications presented in the following chapter, these networks are
then analysed and compared in order to identify key components characterizing
cell behavior.

2.1.1 Logic Models

Logic networks have been one of the first formalisms used to model cell systems
even before the rise of modern Systems Biology [38]. As an abstraction they have
been appealing because they are easy to compose and analyse compared to the
more realistic system of differential equations. They provide a qualitative descrip-
tion of the system and as a result have less free parameters to determine than
their quantitative counter-parts and thus they are robust to noise and do not re-
quire large volumes of data [39]. However, reconstructing Boolean networks from
experiments on a proteome scale is a challenging discrete optimization problem
and has only been pursued over the last decade.

One of the first studies on Boolean networks was by Saez-Rodriguez et al. [40].
There the authors started with a directed graph, which they used to model the
state of every node as an unknown Boolean function of its predecessors. In
order to identify the functions, they used perturbation experiments and a genetic
algorithm (GA) to search the space of all Boolean functions using AND and OR
gates. NOT gates, necessary for modeling inhibitory effects, have to be pre-specified
but the user. Upon convergence, the connectivity of the network was computed
by connecting nodes that were linked by a Boolean function. In the same year,
Mitsos et al. [41] proposed an Integer Linear Programming (ILP) formulation for the
same problem. The main difference between the two formulations, is that the ILP
formulation does not search over all possible Boolean function but instead selects
from a list of pre-specified candidates. However, it is significantly faster than the
GA approach, due to its non-random search strategy, and can provide optimality
guarantees. Both approaches also included a form of (soft) sparsity constraints to
penalize large networks. Later, Sharan and Karp [42] suggested an ILP formulation
that can learn any Boolean function between a node and its predecessors. Other
approaches used to tackle the same problem include Constraint Based Modeling
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(CBM) [43] and Answer Set Programming (ASP) [44], both of which can learn any
Boolean function.

All the models described so far use controlled perturbation experiments in
which the stimuli that initiate the signal transduction process are known a priori.
Fraenkel, Huang, and their collaborators [45]-[47] have developed a family of
models using the theory of prize-collecting Steiner tree that reconstructs a Boolean
network as well as the most probable source of the signals based only on the change
of state of some nodes. The prize-collecting Steiner tree problem begins with a
weighted tree and a set of terminal nodes and the goal is to identify that tree
that optimizes a cost function involving the weights of the arcs and the “prizes”
of the nodes. The original formulation of the problem considers only undirected
graphs but the authors have extended to the directed case as well [47], however
at the cost of increasing the complexity and thus compromising the optimality
guarantees of their approach. Another limitation of this approach is that it cannot
learn arbitrary Boolean functions, each arc is treated as an independent IF-THEN
clause (the most common case). Instead, its main advantage is that it can be used
to infer the cause of change between two set of cells, usually normal and diseased,
by using their differences as the result of a signaling cascade.

Apart from Boolean networks, another logic-based tool for modeling signaling
networks is interaction graphs (IG) [48]. Interaction graphs are signed directed
graphs where each arc is labeled with a sign to indicate the relationship between
the joining nodes. Negative arcs model events like dephosphorylation or protein
cleavage. This abstraction, uses a more expressive 3-value logic to model the state
of each node: up-, down-, and un-regulated (+1, -1, and O respectively). Melas et
al. [49] used IGs together with an ILP formulation to learn a signaling network by
refining a prior knowledge 1G to simulate a set of perturbation experiments. Instead
of Boolean functions, they used sign consistency to determine the state of a node
from its potential predecessors. Sign consistency is a set of rules describing the
valid configuration of node values for an 1G. The general framework is discussed
in [50] but the authors in [49] used a simpler version (described in Section 2.2.1).
A major difference between Boolean functions and the sign consistency rules is
that the latter is not deterministic but allows for some ambiguity in the results.
Finally, the authors also proposed an ILP formulation to identify the Minimal
Correction Set, i.e. a set of arcs that when included in the recovered network can
reproduce the experimental outcome exactly.

Most of the method described in this section, except those by Fraenkel and
Huang, require as input a directed acyclic graph (DAG). This is a fundamental
limitation for this type of problem. A cycle in the network can self-activate, due
to circular logic, regardless of the event that initiated the signaling process which
renders the signaling network unidentifiable because there is no way to decouple
the two events. In most cases, the authors manually curated the networks to
remove cycles before passing them to the algorithm. In [43], the authors developed
a heuristic approach to remove them during the preprocessing. Removing cycles
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during the preprocessing, either manually or through heuristics, is not a principled
approach because it can block the access to some section of the search space and
thus lead to biased results. A more principled approach is to include the constraint
of “no-cycles” into the problem’s constraints and let the optimization process handle
it. In [44] the authors do follow this approach. In all cases, including those of
Fraenkel and Huang, the resulting networks are acyclic.

2.2 Contributions

The main contribution of this thesis is the development of two new methods for
reconstructing logic network using perturbation experiments and prior knowledge
about the connectivity of the involved nodes. Both models build upon and expand
the work of Melas et al. [49]. In particular, they use IGs and the rules of sign
consistency to model signal transduction and an ILP formulation to learn the
connectivity from the data. Despite the fact the ILP problems are known to be
NP-hard, they have been proven efficient for this type of problems. The names of
the two methods are:

e Sign Consistency Method (SCM)
e Reverse Causal Reasoning Method (RCRM)

2.2.1 Sign Consistency Method

This method, which was published in [51], builds and expands upon the work
of [49]. In the original formulation, the algorithm searches over the power set? of
all arcs to find the set that defines the sign consistent network that best describes
the experimental data. This formulation expands the search space to include the
power set of nodes. Although this change appears to increase the space a lot,
the new solutions are “functionally equivalent” to the previous ones, in the sense
that an “outside observer” that only sees the network’s response to external stimuli
cannot tell whether the algorithm removed a node or all the edges incident to Lit.

From the optimizers point of view, this change allows it to make bigger leaps
inside the search space and thus converge faster to an area of higher payoffs.
On the other hand, once it gets to this area, the convergence may slow down
because of the multiplicity of equally good solutions. However, in practice, many
times the optimization process is terminated before the optimizer converges close
to the global minimum. Moreover, for interactome scale networks, the user may
take advantage of this feature in combination with the ambiguity allowed by the
sign consistency formulation and optimize only over the nodes, of which there are
typically much fewer than arcs, and achieve a good approximation of the optimal
network that can be then optimized separately.

’The set of all subsets of a set including the empty set and the set itself
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From a researcher’s point of view, there are two main benefits from introducing
the nodes into the optimization process. First, nodes can be assigned weights to
bias the solution towards our prior knowledge about their presence in the network
or not. Second, the framework is more flexible and can include more complicated
scenarios like knocking-down nodes or coupling the reactions/nodes of one cell
type to another and optimize only over the nodes/reactions (see application in
Chapter 3). Because the optimizer has two ways to search for a solution, imposing
hard constraints on one of them is less likely to render the problem unsolvable.

Preliminaries

This method assumes that the prior knowledge network (PKN) is given in the
form of a sign directed graph G = (N, A,0). Sign directed graphs, also known
as interaction graphs, extend the notion of directed graphs by assigning a sign to
every arc 0 : A — {—1,+1}. The nodes (V) of an IG can assume one of three
possible states: up-regulated (+1), down-regulated (—1) and unperturbed/basal state
(0). The sign of an arc represents the effect or influence the parent-node exerts
on the child-node (see 2.2.1). To allow for more complicated scenarios to be
modeled, each node and arc is associated with a possibly empty set of inhibitors
I, and I, respectively. These may correspond to actual inhibitors, like drugs and
small molecules which can inhibit particular reactions or other types of inhibition
such as shRNA or CRISPR which can knock-down nodes completely. Inhibitors
function as switches that force their associated elements to their basal state when
activated. To keep the problem description concise the inhibitor sets are defined
as I,,I, C N x {—1,1}, ie that they can be described by the state of some nodes
of the graph.

Apart from prior knowledge about the connectivity, the method also requires
a set of experimentally observed dependencies in order to refine the PKN so as
to simulate them as closely as possible. Dependencies can be observed via per-
turbation experiments where some nodes of the network are perturbed (set in a
non-basal state) and the state of some other nodes is recorded. In the context of
signaling networks, these experiments correspond to measuring the phosphoryla-
tion status of intra-cellular proteins upon perturbing the cells. It's assumed that
these experiments capture a steady-state shift.

Experiments are modeled as a set £ of tuples. Each tuple e € E consists of
two functions; a perturbation function p. : N — {—1,0,1} indicating which nodes
are initially perturbed and m, : M, — [—1, 1] indicating the state of the measured
nodes in experiment e M, C V. A perturbation of zero indicates an unperturbed
node, to force a node to assume the state zero an inhibitor for the corresponding
node must be added. On the other hand, a measurement of zero is not equivalent
to no measurement, that is why m, are not defined over all nodes N. Another
important distinction between p. and m, is that the first maps to discrete values
indicating that perturbations are known with certainty while measurements are
not. The image of m. is a “fuzzy” relaxation of the three distinct states where
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the distance from each discrete value {—1,0,1} is inversely proportional to the
modeler’s belief that the node measured was in the corresponding state.

Sign Consistency

Signal transduction is simulated via the rules of sign consistent labeling of nodes.
A sign consistent labeling [ : N — {—1,0, 1} abides by a set of rules that restrict the
possible state-combinations of adjacent nodes. First, in a perturbation experiment,
every perturbed node must be labeled with the intended sign.

Vn € N :pe(n) #0=1l(n) = p(n) 2.1)

Second, the state of every non-perturbed node must be equal to the state of at
least one of its predecessors multiplied by the sign of the connecting arc.

Vo € N :pe(v) =0= 3Ja = (u,v) € A:l(v) =0c(a)l(u) 2.2)

These rules produces a “weakly consistent” network.

ILP Formulation

This section describes a mixed integer program to prune the original PKN in
order to identify a subnetwork that can be labeled sign consistently in a way that
minimizes the divergence between labels and measured states. The main idea
of the formulation is to use the constraints in order to force a sign consistent
labeling and then use decision (binary) variables to select nodes and arcs in order
to minimize the objective function

Variables are indexed by n € N to indicate the node, a € A to indicate the arc
and e € E to indicate the experiment. For each node n, a binary variable v, is
introduced to model whether it is part of the optimal sub-network. To model its
state in experiment e, two binary variables are introduced z; . and x, , modeling
whether the node is up or down regulated respectively. For each arc a, a binary
decision variable y, is introduced to model whether it belongs to the optimal sub-
network and two continuous variables z;_ and z,, to model whether, in experiment
e, the signal originated from an up or a down regulated node. The asymmetry in
the = and z variables, the former being a decision variable while the latter not,
is meant to accommodate the degrees of freedom that sign consistency allows. In
particular, the fact that each node does not have to be consistent with all of its
predecessors allows the optimizer to select the label that would result in a better
overall fit. The relationship between the = and z variables is summarized visually
in Figure 2.2.

The constraints modeling sign consistency can be grouped into two main groups,
those regulating the state of the nodes and those regulating the state of the arcs.
For notational convenience, the symbols s, and ¢, are used to indicate the source
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Positive Reactions

Negative Reactions
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Figure 2.2: Reaction Modeling Positive and negative effects are modeled by different
variables and the dependencies between them characterize the reaction.

and target node of an arc a and + to indicate “double” constraints both for the
positive and negative variables involved.

Arc constraints:

et 2ae < Va (2.32)
Yoo ST, (2.3b)
Zai,e <1- xie’ VZ, 5 € Ia (23C)
+ + s
e atan,—1- ) x, 2.3d)
1,8€1,
0<:zft <1 (2.3e)

These must hold for every arc a € A in every experiment e € E. The first four
constraints implement an AND gate of necessary and sufficient conditions for an
arc a to transduce a signal in experiment e. The three conditions are; first, the arc
must be included in the final sub-network, second, the source node must be in the
appropriate state and third no inhibitors should be active. If all of these conditions
are satisfied then the fourth, constraint ensures that the arc will become active.
The first and the last constraints also ensure that z* and 2z~ behave as mutually
exclusive binary variables. The reason zs do not have to be declared as binary
variables is that their value is uniquely determined for every combination of the
actual decision variables of the problem.

For every node n € N and every experiment e € E the following constraints
must hold:
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Node constraints:

T 4 x, . <y (2.4a)
pE < Y 25 4 A(pe(n) = £1) (2.4b)
a€A:ta=n
ay.<1—af,, Visel, (2.4c)
Tt T, > v+l @ -1 3w, VaeA:it,=n 2.4d)
i,8€1,
Ty o > 1(pe(n) = £1) (2.4e)

where 1 is the identity function (equals 1 when the condition is met).

Again, the first four constraints implement an AND gate of necessary and suffi-
cient conditions for a node to be up or down regulated. These conditions are; first,
the node must be included in the final sub-network, second, unless it’s perturbed,
at least one reaction must activate it and third, no inhibitor should be active. If
all three requirements are met, then the fourth constraint will force the node to
assume a non-basal state. The first constraint also enforces mutual exclusivity be-
tween the two active states of a node, as it cannot be both up and down regulated.
The fifth constraint guarantees that the perturbed nodes have the intended state
and initiates the signaling process.

The sum at the left-hand side of the fourth constraint allows the optimizer an
extra degree of freedom in labeling a node. In particular, unless forced by another
constraint, a node can become either up or down regulated regardless of the sign
of z, and the optimizer has to decide the best option. If there are no conflicting
influences then there is no decision to be made since the second constraint would
have already forced one of the two = variables to zero. Because of this constraint,
xs have to be binary variables, unlike the zs.

Finally, to produce the sub-graph that best simulates the data an appropriate
objective function must be defined. A common choice is that of least-squared dif-
ference between the observed m.(n) and the predicted value ,,. = z;} . —x, . of node

n in experiment k. The objective is then to minimize the function (z,, — m.(n))’
across all experiments, which is equivalent to the following linear function:

Z Z (xn,e - me(n))2 =

ecE neM.

o> (A=2me(n) zp + (1+2me(n)) 7,

ecE neM,

(2.5)

Where the square terms are dropped because the xs only assumes the values 0
and 1. Extra terms can be added to incentivize sparsity on the solution vectors or
prioritize the inclusion of some arcs and/or nodes.
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Cycle Removal

The final subnetwork will always be an acyclic graph rooted at the perturbed nodes
and branching towards the measured nodes. Nonetheless, the prior knowledge
network may contain loops. Loops present a challenge for logic-based methods
since they can be self-activated without external perturbation. Because the up
and down regulated states are mutually exclusive, negative feedback loops are
automatically handled by the constraints presented thus far. However, for the
case of positive feedback loops an extra set of constraints and variables have to
be introduced. In particular, for every node n € N a variable d,, and the following
constraints are introduced:
Cycle constraints:

dy, > ds, + 14 (Yo — )M Va € A (2.6a)
0<d, <M Vn e N (2.6b)

In the presence of a cycle, these constraints will push the d variables involved
to grow without bound. Thus, by bounding them up by M, the optimizer is forced
to break the cycle by removing some arcs. M represents a big constant and can
be thought of as the longest distance between any pair of nodes and thus the best
“uninformative” value is M = |N| — 1, corresponding to a path spanning all the
nodes. It's also worth mentioning that every node will have a larger d variable
than all its predecessors and thus the order of the d variables corresponds to a
topological ordering of the nodes which is only defined for acyclic graphs.

2.2.2 Reverse Causal Reasoning Method

This method was first described in [52], here it is slightly adjusted to its more
general form and also some variables are renamed for notational consistency. It is
based on the same ILP formulation as the Sign Consistency Method (Section 2.2.1)
with slight adjustments in order to address the scenario where the source of
perturbation is unknown. The main adjustment consists of introducing another
set of variables to indicate whether a specific node is an initiator of a signaling
cascade. Figure 2.3 depicts a toy example that illustrates the main ideas of the
method.

ILP formulation

All the parameters, variables, and constraints from Section 2.2.1 are still in place.
This Section describes only the adjustments made to the previous formulation.

In the Sign Consistency Model, the initial perturbation in experiment e was
known a priori as the function p.(n). For this method, the function p.(n) is
replaced with two sets of binary variables p; . and p, . indicating whether node
n initiated a signaling cascade in experiment e by being up- or down-regulated
respectively.
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Figure 2.3: Illustrative example of the Reverse Causal Reasoning Method (A) A
PKN and a set of measured nodes is provided. Red arcs represent negative interactions
while node shape indicates different levels of biological hierarchy. Squares represent source
candidates. (B) The algorithm leverages searches for a sign consistent labeling to simulate
the observed states. (C-F) The algorithm continues its search over all the possible paths
and selects the one that makes the fewest assumptions (minimum number of nodes and
sources)

These variables replace the perturbation function in constraints 2.4b and 2.4e
as follows:

+ E to(a) +
xn,e S Za,e + pn,e
a€A:it,=n

+ +
Tpe 2 Dpe

n,e —

Another constraint, that is implicitly imposed, is that of mutual exclusivity. This is
taken care through the constraints already present for the = variables. In particular,
the scenario where both p/ . and p, , are set to 1 would result in forcing both z;},
and z, . to 1 which has already been ruled out as a possibility by constraint 2.4a.

Sparsity constraints are important for this formulation. If the number of active
or perturbed nodes is not restricted somehow, the optimizer would opt for the
trivial solution of simply perturbing all the observed nodes to achieve a perfect
score. These constraints can be imposed on either the x or the p variables in
a soft manner as weights in the objective function, as is the case with the Sign
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Consistency formulation. So the objective function becomes:

Z Z (Zn.e — Me(1)” + Ae|Tne| + Ap|Dnel 2.7)

ecE neM,

Wh’ere ’xn,e, = xr—’z—,e + xT_L,e and ‘pn,e‘ = p?i_,e + pT_L,e

Az and A, define the trade-off between accuracy and sparsity. Typically, A, is
set higher than A, to allow the optimizer some leeway to form the network but not
include many “source” nodes. It is also typical to have some idea of which -few-
nodes are the possible stimuli, like known drug targets for example, in which case
all the other p variables can be fixed at 0.

2.3 Expansion and Future Work

This section describes some practical issues and limitations encountered when
implementing the 2 models and how they can be addressed.

2.3.1 Probabilistic Networks

For both models, a solution consists of an interaction graph together with the
appropriate sign-consistent labeling. When sparsity incentives are included, this
solution is usually the unique optimal solution. However, focusing on a single
solution can lead to overconfident conclusions. Thus many times some solution
averaging scheme is required.

The simplest such scheme simply averages the value of each decision variable
(v, y, x, p) over a set of available solutions weighted by their objective values.
Obviously, the objective values have to undergo some transformation to become
proper weights since smaller ones must contribute more and they may have dif-
ferent signs. The simplest of these transformation is a linear map to [0, 1], where
the smallest values are mapped to 1 and the largest ones to 0 or some small con-
stant to avoid ignoring them completely. Moreover, care must be taken in order
to make sure that the networks are not “functionally equivalent”. For example, in
absence of sparsity incentives, any node or arc unconnected to an active node can
be added to the solution and yield an equally good solution, since the objective
function only depends on the x values of the measured nodes. For this case, extra
constraints can be added of the form:

yaSZZ’:+Z;, Va € A
vn§Z:v7f+x;, Vn e N

to ensure that arcs and nodes are included only when required.
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There are 2 ways to generate a set of solutions. First, the solutions generated
during the optimization process can be stored?. Second, once the optimal solution
has been reached, a new ILP problem can be formulated where the original objective
function is constrained to be less than the optimal objective value, scaled by some
relaxation factor. The new problem needs no objective function since the goal is
just to find valid networks that are close the optimal. In practice, most modern
solver have built-in routines that allow them to populate the solution pool according
to multiple criteria.

Although this averaging scheme makes intuitive sense, users must be aware
that this is not a proper probabilistic but a rather ad hoc approach. In particular,
the sub-optimal solutions are generated via a deterministic process and the only
guarantee of convergence is that the space of possible solutions is finite.

Thus, further study is required to understand the properties of these probabilis-
tic networks. Some interesting vectors of research might include:

1. determining a rough estimate of how many solutions are required per variable
for its probability to converge

2. studying how robust are the probabilities to changes in the normalization
process that determines the objective function

3. taking into account the correlation between the variables and how they con-
verge.

2.3.2 Hybrid & Dynamic Networks

The models described in this dissertation are based on two major simplifications:
the response is discrete and the resulting network is acyclic. Generalizing these
simplifications pushes the two models and their underlining framework to their
limit. This sub-section briefly discuss alternatives to both of these.

As mentioned above, the acyclic constraints are necessary for the formulation to
behave properly since cycles can be auto-activated. However, many real networks
do have cycles and use them to regulate cell behavior [53]. In some applications,
omitting the cycles makes sense because the cells are not allowed enough time
to respond, for example, if the cells start in an hyper-inactive state, eg after they
have been starved, and the response is measure only minutes after the original
stimulation. In this case, it is reasonable to assume that the signal did not have
time to traverse the whole cycle once.

An “easy” workaround, to include cycles in the final network, is to expand the
state-space and include simple cycles as nodes. These nodes must have an arc
to/from every other node down/up stream of the cycle. If the number of cycles is

3When the Simplex algorithm is used to solve the problem, the solution is recovered as the final
term in a sequence of solution of reducing cost.
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small this approach would work but the number of cycles can be exponential in
the number of nodes and thus prohibitive.

The most important challenge that cycles pose is not the technical problem of
self-activation but the fundamental problem of “time”. An implicit assumption for
both SCM and RCRM is that the cells transition between two steady-states in a
single time-step, before and after the signal has been “processed”. Cycles break this
assumption by encoding extra time steps, namely the time-points when the signal
reaches one of their nodes for a second time. Thus it is the author’s belief that
a proper solution to this problem cannot be achieved within the given framework,
unless time is modeled explicitly. No such line of research is known to the author.

On the other hand, the discretization assumption is more nuanced. It can
be though of as an approximation of the sigmoid behavior of many biological
processes which tend to saturate at very low or high stimulation. Consequently,
it is only limiting in the gray “middle area” A possible workaround could be
to replace the threshold-activation-function with sigmoid-functions similar to the
work of Mitsos et al. [54] for Boolean networks.

For the case of RCRM, an interesting approach is to allow the state of the
measured nodes to be continuous and reformulate the problem as a network flow
problem [35, Chapter 7], where the “demand” of the measured nodes has to be
covered by some unknown perturbations. The challenge of this approach is that the
states can assume both positive and negative values and thus the relevant theory
and algorithms cannot be applied directly. In particular, network flow requires
that the “flow of signal” coming in and going out of a node must be equal. So in
the case where “negative signal” is allowed, a node can generate signal without
being a designated stimulus (p,. = 0) by simply balancing the positive and negative
signals.

The author does not known of any published method based on either of these
ideas.



Chapter 3

Replicative Senescence

This chapter presents the work published in [51]. In this work, the authors utilize
a special form of the Sign Consistency Model (SCM), presented in Section 2.2.1,
in order to elucidate changes in the network of human primary fibroblast cells
(HFL-1) as they age. The chapter follows the original work closely with only slight
modifications to match the nomenclature and previous content of this thesis.

3.1 Introduction

As discussed in Chapters 1 and 2, models describing the cell’s signaling process
is a core aspect of Systems Biology research. A common approach is to combine
prior knowledge about the (static) connectivity of the signaling proteins with high-
throughput (dynamic) data in order to come up with a network specific to the
activity under study. However, to the best of the author’s knowledge, the methods
proposed thus far in order to reconstruct signaling networks focus on selecting a
subset of the known reactions that can optimally simulate the observed behavior.
This approach is justified for two main reasons. First, as discussed Section 1.2.3,
reactions are context dependent and some argue that currently available databases
include a lot of false positive ones. Second, cells can be probed in the presence of
inhibitors, like drugs or small molecules, that inhibit specific reactions and thus
the effect of these interactions can be evaluated directly.

However, signaling networks can also be altered in cells by the presence or
absence of the involved proteins, either because the cell under-expresses them or
researchers have knocked them down, using CRISPR or shRNA for example. In
this chapter, the Sign Consistency Model (SCM) described in Section 2.2.1 is used
to reconstruct the signaling networks of human primary fetal lung fibroblast cells
(HFL-1) as they undergo replicative senescence. In the case of aging, the reactions
involved are expected to remain unaffected by the process and only the expression
of the involved entities should be affected.

23
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3.2 Materials and methods

3.2.1 Experiments

We maintained human primary fetal lung fibroblasts (HFL-1) in culture from a
young stage until they reached a terminally senescent (old) stage after 50 replica-
tion cycles. In the young stage the cells were replicating every day while in the
old stage they had not replicated for a month. Cells were seeded in 96-well plates
at 20000 cells/well 24 hours prior to stimulation. After 24 hours cells were stimu-
lated by adding the stimulants to the cell medium at a concentration calculated to
reach the target concentration in the cell supernatant. Cell lysates were collected
at 5 and 25 minutes following the cytokine stimulation. The 5 and 25 minute time
points were identified in a preliminary experiment as the optimal time points to
capture early phosphorylation activities. A panel of 18 phosphoproteins upon stim-
ulation with 6 cytokines was used to interrogate the cells. The panel was selected
to represent known proliferation and senescence regulating pathways. Stimulant
concentrations were selected after pre-screening experiments. All measurements
were done in triplicates. The cytokines used to stimulate the cells and their tar-
get concentrations were: EGF (100ng/ml), IL1A (50ng/ml), TGFA (200ng/ml), TNF
(100ng/ml), IGF1 (200ng/ml) and INS (1000ng/ml). The interrogated proteins were:
AKTI1, CREBI, PTK2, GSK3A, HSPB1, NFKBIA, JUN, MAPK12, MAPK3, MAPK9,
MAP2K1, TP53, PTPNI11, STATI1, STAT3, STATS, STAT6 and RELA. Basal protein
phosphorylation was measured in absence of any stimulant in DME cell medium.

HFL-1 human primary embryonic lung fibroblasts were purchased from ECACC
(ECACC 89071902). Cells were cultured in Dulbecco’s modified Eagle’'s (DME)
medium (Invitrogen, Carlsbad, CA, USA) supplemented with 10% fetal bovine
serum (Invitrogen), 100 units/mL penicillin, 100 ug/mL streptomycin, and 2 mM
glutamine (complete medium) and maintained in a Binder Incubator at 37°C, 95%
air, 5% CO,. HFL-1 fibroblasts were seeded at a density of 2 x 10° cells per 75
cm? flask, were subcultured at a split ratio of 1:2 when cells reached confluence,
until they entered senescence at about 50 CPD, as described before [56]. In all
experimental procedures described below early passage (young; CPD < 25) and late
passage (senescent CPD > 50) HFL-1 cultures were used. Cells were fed approxi-
mately 16 hours prior to the assay and cell number were determined in duplicates
using Coulter Z2 counter (Beckman Coulter, Nyon Switzerland). The cytokines
used for stimulation were purchased from Peprotech (PeproTech, NJ, USA), IGF1
(100-11), EGF (AF-100-15), IL1A (200-01A) TGFA (100-16A), TNF (300-01A) and
insulin (INS 19278) was obtained from Sigma-Aldrich (Sigma-Aldrich, Shanghai,
P.R. China). Measurements were carried out in 96-well plates using Luminex’s
xMAP technology with custom assays by ProtATonce Ltd.
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3.2.2 Network Construction

The median fluorescent intensity was used to summarize the results of the Luminex
measurements. To map values to the [—1,1] interval required by the algorithm,
fold changes were computed between the cytokine-stimulated state and the basal
state (DME) and passed through the Gaussian error function. The two time points
(O and 25 minutes) were aggregated into a single “early” time point by taking the
maximum absolute value which is analogous to an OR gate. See A for more details
about data pre-processing.

The prior knowledge network (PKN) was assembled by combining pathways
from the MetaCore database. In particular, pathways that contain at least one of
the stimuli used or readout measured were included. Then, nodes that are not
controllable, meaning that there was neither path from a stimuli nor to a signal,
were filtered out. These steps do not affect the final outcome since the solver would
have eliminated them during the pre-processing because, from its perspective, their
state is fixed at zero. The network was further curated by removing reactions with
unknown effects or few evidence. These interventions do bias the solution but
they were justified in order to avoid overfitting.

Finally, the SCM was used to reconstruct the signaling networks for young and
senescent cells. The two cells were not fitted independently though. As explained
in Section 3.1, the reactions involved are expected to remain unaffected by the
process and only the expression of the involved entities should be affected. In
order to achieve this effect, two instances of the SCM were formulated but only
a single instance of y variables, representing the reactions included in the final
networks, was used for both networks while for all other variables two instances,
one for young and one for senescent cells, were defined. The ILP formulation is
otherwise identical to the one presented in Section 2.2.1. The two networks were
fitted together.

3.3 Results

Figure 3.1 summarizes the measured states m. of every phosphoprotein mea-
sured upon stimulation with every cytokine both for young and senescent cells.
As expected, young cells are much more responsive across the board. We ob-
served that the signaling proteins that are involved in proliferation including
AKT Serine/Threonine Kinase 1 (AKTI), cAMP Responsive Element Binding Pro-
tein 1 (CREBI1), Mitogen-Activated Protein Kinase Kinase 1 (MAP2K1), Mitogen-
Activated Protein Kinases 3 and 9 (MAPKS3, MAPKY), Protein Tyrosine Kinase
2 (PTK2), Protein Tyrosine Phosphatase, Non-Receptor Type 11 (PTPN11) and Sig-
nal Transducer and Activator of Transcription (STAT) family members 1, 3 and 3
(STATI, STATS3, STATS) are substantially more activated in young than senescent
cells. Senescent cells show a higher activation of STAT6 when stimulated by EGF
or IL1A. Stimulation with EGF also provides a higher response in senescent than
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young cells in the NFKB Inhibitor Alpha (NFKBIA), RELA, STAT3, STAT6 and
Tumor Protein P53 (TP53) and overall it seems that EGF is the growth factor
that senescent cells are most responsive to. Notably, Glycogen Synthase Kinase
3 Alpha (GSK3A), TP53, STAT1, STATS and MAPKS9 respond in opposite ways in
young and senescent cells across multiple stimulants. Heat Shock Protein Family
B Member 1 (HSPB1) and Jun Proto-Oncogene (JUN) are more responsive in young
cells as well.

Cell Response
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Figure 3.1: Cell Response to different stimuli Panels correspond to measure phos-
phoproteins. On the x-axis is their measured status (-1: down-regulated, 1: up-regulated)
and on the y-axis the stimuli used in every experiment.

To gain a more mechanistic insight into what drives this change in response, we
run our algorithm for young cells, replicating every day, and old cells that have
entered the senescence state. The resulting networks are shown in Figure 3.2,
while the predicted status of the signals is shown in Figure 3.3. As expected
senescent cells appear unresponsive to insulin (INS) and insulin-like growth factor
1 (IGF1) because their insulin receptor (INSR) appears to be unresponsive (absent).
Moreover, signaling through the TNF receptor 1 (INFRSF1A) is also absent in
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senescent cells. As a result, the SRC proliferative pathway that is active in young
cells, leading to activation of proteins involved in cell growth and proliferation
such as AKT1, STAT1, STATS, and PTKZ2, is completely deactivated in senescent
cells. On the other hand, NFKBIA is highly down-regulated by upstream inhibitors,
Conserved Helix-Loop-Helix Ubiquitous Kinase (CHUK) and Inhibitor Of Nuclear
Factor Kappa B Kinase Subunit Beta (IKBKB), and RelA/p65 is highly up-regulated
in senescent cells which leads to activation of NFKB signaling that establishes and
maintains cellular senescence. Both Janus Kinase 1 JAK1) and Janus Kinase 2
(JAKZ2) appear to be inactive in young cells and active in senescent cells leading
to inhibition of NFKBIA and activation of STAT6. Several MAP kinases are
only active in senescent cells including MAP3K1, MAP2K2, MAP2K4, MAPK1
and MAPKI14. Another important transcription factor that remains inactive in
senescent cells is CREBI, known to play a significant role in cellular aging [57].
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Figure 3.2: Network comparison Grayed out nodes are not present in the network but
included for comparison. A: Signaling network for young cells. B: Signaling network for
senescent cells.
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Measured vs Predicted Status
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Figure 3.3: Network Predictions Every tile corresponds to a stimulus-signal combi-
nation. The tile color corresponds to the predicted status of the signal while the color of
the enclosed disk corresponds to the measured status. Predicted status is discrete while
measured status is continuous.

3.3.1 Sensitivity Analysis

Technical variability for bead-based phosphorylation assays has been studied before
in [58], where they estimated the coefficient of variance due to the experimental
protocol and pipetting errors to average in the range of 5-15%. To access the
impact of such variability in our results, we generated artificial datasets by adding
noise to our MFI readouts and rerun the analysis. We repeated this processes 10
times for three different levels of noise 5, 10 and 15%, and computed the Jaccard
similarity index of the resulting network with the original network. We observed
that a CV of 5% has virtually no effect on the results while for larger values the
networks start to diverge but not significantly. The results are summarized in
Figure 3.4.
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Sensitivity Analysis
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Figure 3.4: Sensitivity Analysis 10 randomized datasets were generated for each noise
level and the optimal network were reconstructed and compared with the original dataset.
The comparison was based on the presence of reactions (y), species (v) or both.

3.4 Discussion

In this chapter, an adaptation of the SCM, described in Section 2.2.1, was pre-
sented. The changes made allowed the method to model an evolving system like
cellular aging. For the case study presented, the reaction set was constrained to
be the same across both young and senescent cells while the node set was allowed
to vary. The opposite configuration could have been implemented just as easily.
The configuration used allowed networks to differ only due to changes in the
expression levels of the proteins while also allowing more data points to inform
which reactions should be included. More generally, within the presented frame-
work, one can impose soft or hard constraints on nodes and/or reactions without
necessarily compromising the accuracy of the model, since the two mechanisms
allow the optimizer to work around them if necessary.

The sensitivity analysis performed illustrated that the set of reactions included
in the final network is more sensitive to noise than the set of nodes, despite the
fact that reactions were constrained to be the same for the 2 populations. This
is probably due to their moderate effect on the overall connectivity compared to
the effect of removing a node from the network. Thus extending the scope of
optimization to nodes as well as reactions renders the model less sensitive to
overfitting.
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As with the original SCM framework, the proposed formulation can handle
both positive and negative interactions as well as cycles in the prior knowledge
network transparently. However, the resulting networks are acyclic so it cannot
capture dynamic behavior of the network. Also, as is the case with all logic-based
approaches, it lacks the ability to describe the kinetic aspects of the network [39].
Because of the MIP implementation, the networks constructed are optimal with
respect to the proposed framework or at least within a pre-specified distance from
optimal [53]. Moreover, modern MIP libraries like CPLEX and Gurobi, allow the
enumeration of multiple Pareto-optimal or near optimal, solutions. When tested
with synthetic data that respected sign consistency, it was able to reconstruct the
generated signatures in every occasion (data not shown).

The number of variables/constraints required is O(2k(N + A)) where N, A is the
number of nodes and interactions in the PKN and £ is the number of experiments
simulated. Although up and down regulation are not independent, they require
their own variables and constraints to be implemented properly so that is why
2 appears in the model. Depending on the infrastructure and the number of
experiments the proposed method can handle networks for thousands of species.
Practical experience indicates the most important parameter, in terms of running
time, is the number of experiments k. Lastly from a computational point of view,
the number of proteins is typically only a fraction of the number of reactions
resulting in a possibly significant shrinkage of the search space, if the optimization
is carried over the proteins only.

To demonstrate this framework, the signaling networks of cells aging in vitro
was reconstructed. In particular, 18 phosphoproteins were measured and their
fold-change, in concentration upon stimulation with 6 cytokines, was computed
for young and senescent cells. The MetaCore database was used to assemble the
pool of possible interactions.

The two networks were compared and we observed classical changes associ-
ated with senescence such as insulin resistance and strong activation of the NFKB
pathway in response to ILL1A and TNF stimulation, which has been associated with
the senescence-associated secretory phenotype (SASP) [59]. The activity of JAK1
and JAK2 in senescent cells is one potential driver of the SASP through inhibition
of NFKBIA and activation of STAT6. STAT6 has been found to be involved in
the induction of cellular senescence by [60]. Various studies have proposed that
the SASP can be suppressed through inhibition of the JAK pathway in senescent
cells [61]. Stress activated MAP kinases cascades are also known to play an impor-
tant role in cellular senescence [62]. The insulin and IGF1 signaling (ILS) pathway
is a highly studied pathway in aging. The attenuation of IIS has been shown to
promote longevity and extend the lifespan of various organisms [63]. However, IIS
is also known to decline during normal and accelerated aging [64]. The recovered
networks suggest that the attenuation of the IIS is mediated through the inacti-
vation of the INSR. A central driver of cell proliferation in young cells, SRC is
completely inactive in senescent cells, leading to inactivation of various proteins
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involved in cell proliferation. It is interesting to mention that the SRC pathway
has been associated specifically with geriatric cancers, with a higher probability of
being deregulated in elderly patients [65], [66]. Analysis of microarray data from
the same experiment (paper in preparation, data not shown) confirms the perturba-
tion of EGFR and INSR signaling, as well as perturbation of downstream signaling
by SRC in senescent cells, while the cellular response to ILL1A is increased. In
young cells the transcriptomic data demonstrate JAKI and JAK2 inhibition.






Chapter 4

Drug Induced Lung Disease

This chapter presents the work published in [52]. In this work, the authors utilize
a special form of the Reverse Causal Reasoning framework (RCR), presented in
Section 2.2.2, in order to elucidate the modes of action (MoA) of drug-induced
lung disease. The chapter follows the original work closely with only slight mod-
ifications to match the nomenclature and previous content of this thesis.

4.1 Introduction

The identification and understanding of a drug’s mode of action (MoA) is at
the core of pharmacology. For the many drugs that target signal transduction
processes, this requires an understanding of the MoA at the signaling level and
in the specific tissue where the drug is to be used, along with other tissues that
may be subject to off-target effects. Understanding this could have an enormous
impact in many aspects of drug development and public health [67].

Ideally, one would have dedicated phosphoproteomic or chemoproteomic experti-
ments [68], where thousands of proteins and their post-translational modifications,
like phosphorylation, are measured upon perturbation with the interrogated drug
and its MoA would be identified in terms of altered proteins. However, phospho-
and chemoproteomic data are still scarce in the literature, and few datasets exist
that screen drugs on different panels of cell lines in a consistent experimental
setup, including culturing conditions, concentrations, time of stimulation etc.

In contrast, such data upon perturbation exist abundantly at the gene expression
level [35], and they are an invaluable resource for comparative studies of drugs and
cell lines, enabling the use of computational modeling for predicting drug efficacy
or identifying potential drugs for repositioning [69]. Thus, the development of
novel approaches that leverage gene expression datasets to identify drug modes of
action, is an important question. Most computational methodologies for identifying
drug modes of action based on gene expression data use one of the following two
workflows.

The first workflow starts with differentially expressed genes identified upon

33
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perturbation with the interrogated drug, and subsequently, enrichment analysis is
performed to identify biological processes, signaling pathways, or other gene sets
that are highly enriched in the differentially expressed genes and thus, are likely to
be deregulated by the interrogated drug. The gene sets could be either GO terms or
genes that are deregulated upon perturbation with known stimulants [70]. Because
enrichment based strategies ignore the complex gene interactions that may drive
cellular response, hybrid methods have also been proposed that take into account
information from pathway maps to improve their prediction [71].

Other approaches are primarily based on the incorporation of prior knowledge
of signaling networks, either from protein-protein interaction (PPI) data or causal
links, or transcription regulation in addition to the gene expression data [45],
[72], [73]. For example, in the work by Zarringhalam et al. [73], the Selventa
Knowledge-Base was used that includes causal, condition specific relationships
between signaling proteins and gene expressions, and a Bayesian inference ap-
proach was used to identify subsets of this knowledge base that are most probably
active in the specific biological context. They were able to identify the key regula-
tors that govern gene expression, but they could only capture limited mechanistic
aspects of the intermediates in signal transduction, i.e. how signal propagates from
one protein to the next before translating into the gene expression level. In an-
other work [74], a PPI network was used to represent protein connectivity, and an
enrichment analysis method was implemented to infer the activity of transcription
factors and signaling proteins based on the observed gene expression signatures.
Similarly, Huang et al. [45] used a PPI network to represent protein connectivity,
and implemented a Prize Collecting Steiner Tree (PCST) algorithm to identify min-
imum sub-trees of the PPI network that connect differentially expressed genes or
proteins, discovering the backbone networks that are most probably functional in
the specific biological context. In more detail, the PCST algorithm addresses the
problem of connecting into a Steiner arborescence tree as much of the differen-
tially expressed genes (or proteins) as possible, while minimizing the number of
edges in the tree. The PCST does not impose the requirement that all differentially
expressed genes/proteins are included in the solution, but the algorithm identifies
only a subset of those, whose connectivity is also strongly supported by the net-
work, thus offering robust predictions even when noisy data are used. Also, the
PCST can be formulated as an integer linear programming (ILP) problem, which
can be solved efficiently allowing the interrogation of genome-wide networks.

The use of PPI networks offers clear advantages over strictly data driven meth-
ods. Firstly, these methods combine gene expression data-sets with the wealth of
published high throughput interaction data, making model predictions more bio-
logically relevant. Secondly, the identification of network topologies implicated in
drug response is easier to be interpreted, as it offers mechanistic insight into the
drug’s MoA. Finally, the use of networks allows the generation of predictions for
signaling molecules that are not directly measured, for example the nearest neigh-
bors of the measured genes/proteins. Nevertheless, the use of PPI networks has
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its own shortcomings. PPIs are undirected; thus, the direction of signal flow from
one protein to the next is not easily identifiable. While the original formulation
of PCST considered undirected networks, extensions have been proposed [47] to
include directionality in the networks and to generalize from a single tree that
connects together all differentially expressed genes (or proteins), to forests, that
permit different, unconnected neighborhoods of the PPI network to be functional
at the same time. As more complexity is incorporated in the formulation, a global
solution becomes intractable, forcing the of use heuristic methods in the optimiza-
tion, risking a suboptimal solution. Moreover, even these PCST extensions cannot
incorporate signed data and interactions (positive vs. negative effects), while these
effects are key in defining the mechanisms underlying signal transduction.

In this chapter, a methodology is introduced for the identification of drug
mode of action, based on gene expression data and prior knowledge of protein
connectivity in the form of a genome wide, directed signaling network. In the heart
of the methodology lies the reverse causal reasoning framework (RCR), described
in Section 2.2.2, modified at key points to address the complexity of large-scale
signaling networks. The methodology combines gene expression data with a Prior
Knowledge Network (PKN) based on signed and directed causal interactions as
those that can be curated from the literature, and it identifies sub-graphs of the
PKN that appear to be functional based on the data at hand.

To illustrate the value of this approach, the identification of the modes of action
of drugs that are known to induce lung injury is addressed. Drug induced lung
injury is a major safety concern and more than 800 drugs are listed as potential
inducers [34] of lung injury including asthma, fibrosis, and interstitial pneumonia.
Thus, understanding the molecular mechanisms underlying Drug Induced Lung
Disease (DILD) may have an impact in drug development and in public health. In
this work, the MoA of 200 drugs that are known to induce respiratory problems
is identified, in terms of signaling networks that start at the drug targets, go
through the signaling level, and terminate at the genomic level with the regulation
of genes that are differentially expressed upon perturbation with the toxic drugs.
Subsequently, the drug specific pathways are merged together into a signaling
network (i.e. DILD network) that captures the signaling mechanisms underlying
DILD. Moreover, to demonstrate the predictive power of model predictions, its
findings are used to suggest promising drugs for repositioning.

4.2 Analysis

4.2.1 Workflow

The proposed method attempts to identify the drug’s MoA based on gene expres-
sion data and prior knowledge of drug targets, protein connectivity and transcrip-
tion regulation. The workflow of the proposed method is shown in Figure 4.1.
First, pharmacological targets are identified from the STITCH database [75], and
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differentially expressed genes upon perturbation with the interrogated drugs are
identified from the Connectivity Map [35]. Subsequently, an algorithm based on
the RCR framework is used to identify functional interactions that model signal
transduction from the drug targets to the differentially expressed genes. The iden-
tified pathways are functional sub-graphs of a genome wide signaling network, and
originate at the drug targets, span across the signaling level, go through the af-
fected transcription factors and terminate at the genomic level with the regulation
of the differentially expressed genes (see also Figure 4.2).
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Figure 4.1: DILD Workflow. Drugs that induce respiratory problems are extracted from
Pneumotox. Pharmacological targets are identified from STITCH and their gene expression
profiles from the Connectivity Map. Over- and under-expressed genes are identified using
the rank matrix of the Connectivity Map. Then, the proposed ILP formulation is applied to
identify signaling pathways connecting drug targets and over- and under-expressed genes.
The drug specific signaling networks are merged into a DILD network that is subsequently
used for suggesting potential drugs for repositioning to treat DILD.

In more detail, in the context of DILD, The Pneumotox database [34] is used to
extract the drugs that cause lung injury. Pharmacological targets are extracted from
STITCH and their gene expression profiles from the Connectivity Map, resulting
in a list of 200 lung-toxic drugs with known drug-target interactions and gene
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Figure 4.2: Identification of drug’s MoA. in terms of drug induced signaling network
alterations via the proposed ILP algorithm. First, A Prior Knowledge Network (PKN) is
constructed by merging prior knowledge of protein connectivity and transcription regula-
tion. Then, the proposed ILP algorithm is implemented to identify subsets of the PKN that
appear to be functional based on the data at hand. The resulting pathways start at the drug
targets, span across the signaling level, go through the layer of transcription factors and
terminate at the genomic level with the regulation of the differentially expressed genes.

expression profiles. Then, the Reactome Functional Interaction network [76] is used
to connect drug targets, transcription factors and gene expressions as illustrated
in Figure 4.1. Subsequently, the proposed ILP formulation identifies a functional
sub-graph of the Reactome network, connecting drug targets and genes that are
differentially expressed upon perturbation with the lung-toxic compounds.

In particular, the ILP constructs a signaling network per toxic compound. At
the end the drug-specific pathways are pooled together into a signal transduction
network that captures the molecular mechanisms underlying DILD (DILD net-
work). Finally, to demonstrate the biological relevance of the DILD network, it is
leveraged to identify potential drugs for repositioning that will reverse the disease
phenotype. To this end, all remaining drugs in cMAP that are not lung-toxic are
considered, and their targets are extracted from STITCH. If drug targets overlap
with the DILD network, then the drug specific pathways of these drugs are com-
puted using the ILP algorithm, and the drugs are ranked based on how much their
pathways disrupt the DILD network. Drugs that significantly disrupt the DILD
network are considered candidates for repositioning.

4.2.2 Lung-toxic Drugs

Lung toxic drugs were obtained from the Pneumotox database [34]. Pneumotox
includes 892 chemicals known to induce lung injury. To obtain a better perspective
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on the kind of drugs included in this list, chEMBL was used to extract their
nominal pharmacological effects. Table B.3 includes the most frequent nominal
pharmacological effects.

As a positive control observation, DNA inhibitors are at the top of the table.
This is expected since DNA inhibitors are often used as anti-neoplastic agents
and are inherently toxic. COX inhibitors are also at the top of the table. This
s in good accordance with the literature where it has been reported that a range
of COX inhibitors and other NSAIDs, frequently used as analgesics, may cause
respiratory problems [77]. Beta-1 adrenergic receptor antagonists are also suspected
of inducing respiratory distress, since Beta adrenergic receptors are found to be
desensitized in lung injury [78]. Finally, Tubulin inhibitors may contribute to lung
injury via inducing oxidative stress [79]. For the rest of the pharmacological effects
there is no clear mechanism that elucidates the etiology underlying lung disease,
and the adverse events are sporadic.

Next, the known targets of the toxic drugs were extracted from the STITCH
database. STITCH includes all known targets of drugs, both the nominal phar-
macological targets and other molecules they may interact with, based on direct
experimental data, the available literature, or computational predictions. The iden-
tified drug targets will be used to model the interaction of the interrogated drugs
with the cell’s signaling machinery, and they are the potential starting points of
the drug’'s MoA. Of the 892 toxic chemicals, only the ones that have known targets
in STITCH and also known gene expression signatures in the Connectivity Map
will be processed further, thus resulting in a total of 200 compounds/ drugs. The
list is included in Supplementary Information of the original paper.

Finally, the gene expression signature of each drug was computed using the rank
matrix of Connectivity Map (cMAP) dataset. For each toxic drug in Pneumotox, the
top and bottom 1% of the genes were extracted from the rank matrix. All genes were
pooled together and the frequency with which they are over- and under- expressed
across all drugs was calculated. The 5% most frequently over- and under-expressed
genes were extracted as the most significantly over- and under-expressed genes
upon perturbation with the toxic compounds. The differentially expressed genes
were used here as a readout of the cellular response upon perturbation with the
interrogated drugs, and they are going to serve as the endpoints of the identified
drug modes of action.

The lists of over-expressed and under-expressed genes are included in the Sup-
plementary Information of the original paper. Subsequently, gene ontology (GO)
enrichment analysis was performed to identify biological processes enriched in dif-
ferentially expressed genes. Top results are included in the Appendix B.2 as well.
Over-expressed genes are enriched in pro-apoptotic processes. This is expected,
as a big part of the lung toxic compounds are chemotherapeutics or generally
anti-neoplastic agents and are expected to be toxic. The list also included terms
related to blood vessel development which is in good accordance with the literature,
where vascular development has been reported to take place in Acute Lung Injury
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(ALI) [80]. The VEGF gene in particular is over-expressed in 12% of the lung toxic
drugs. On the other hand, the GO terms corresponding to the under-expressed
genes are related to cell cycle, nuclear division, mitosis etc. These processes are
expected to be disrupted by toxic compounds, resulting in lung injury.

4.2.3 Identification of drug’s MoA

Here, the method described in Section 4.4.1 was employed to identify the mode
of action of the 200 lung-toxic drugs in the Pneumotox list, based on their gene
expression signatures from the Connectivity Map and prior knowledge of protein
connectivity, drug targets and transcription regulation. At the end, all drug specific
signaling networks were pooled together to obtain a signaling network that best
captures the molecular mechanisms underlying drug induced lung injury i.e. DILD
network.

Every drug’'s MoA was identified in terms of a signaling network starting at the
drug targets, extracted from STITCH, spanning across the signaling level, going
through the layer of transcription factors and terminating at the gene expression
level with the regulation of the differentially expressed genes. The ILP algo-
rithm identified the minimum subset of the PKN, that achieves the desired targets
to gene expression connectivity. In this context, the drug targets correspond to
the interface of the drugs with the cell’s signaling machinery, and the differen-
tially expressed genes represent the cellular response upon perturbation with the
interrogated drugs. Thus, the identified signaling networks constitute Cue-Signal-
Response models [81], capturing cells response to the toxic drugs.

Case Study: Imatinib

A simple case study for Imatinib is presented, to best illustrate how the proposed
method identifies the drug MoA, in terms of a signaling network that originates
at the drug targets, spans across the proteomic level and terminates at the gene
expression level.

Imatinib is a tyrosine kinase inhibitor used in the treatment of multiple cancers,
and is also known to induce acute lung injury as one of its adverse effects. Its
nominal pharmacological targets are BCR-ABL, PDGFR and cKIT. Imatinib has
also been shown to interact with 296 proteins according to STITCH. Moreover, its
gene expression signature is included in the Connectivity Map.

The resulting network is shown in Figure 4.3. Only 22 out of the 296 known
targets were conserved in the solution. The method in an attempt to minimize the
size of the network, conserved only the nodes that are required to propagate the
signal from the drug targets to the differentially expressed genes. In this specific
case, the observed gene expressions can be explained using only the 22 targets,
thus the remaining drug targets were removed.

The transcription factors conserved in the Imatinib specific network were chosen
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Figure 4.3: Imatinib’s MoA. Nodes in green correspond to drug targets, nodes in yellow
correspond to transcription factors. The black rings around the nodes indicate that the
corresponding proteins are up-regulated and the red rings indicate that the corresponding
proteins are down-regulated. The differentially expressed genes upon perturbation with
Imatinib are not shown in the network for the sake of clarity, however, there are differen-
tially expressed genes downstream of all the transcription factors in the network and their
differential expression has the same sign as the regulation of the respective transcription
factor.

in a similar way. The method conserved only the transcription factors that were
required to propagate the signal to the differentially expressed genes. For example,
NFKBI1 was conserved with a positive sign, represented with a black asterisk in
Figure 4.3, because downstream of NFKBI there are 2 genes that are over-expressed
upon perturbation with Imatinib (CFLAR and PIK3CD). Since NFKBI is not one
of the targets of Imatinib, the algorithm also conserved PIK3R1, which is known
to interact with Imatinib, to activate NFKBI1 via the PIK3R1 — NFKBI interaction.
Moreover, the NFKB1 — FOS interaction was conserved to activate FOS inducing
the expression of ETVS and TNRC6B genes. NFKBI1 also activates RARA. RARA
serves to express the NCOAZ gene that according to the connectivity Map is over-
expressed upon perturbation with Imatinib. FOS also interacts with MTOR and
from there activates RELA facilitating the expression of PPARA and MMP14 genes.
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Even though the reaction FOS — MTOR is not necessary to activate MTOR, since
MTOR is one of Imatinib targets, this reaction was present in the PKN and its
presence cannot be disproved based on the experimental data. Moreover, the ILP
minimizes the number of included nodes, not the number of reactions, thus the
reaction FOS — MTOR was conserved in the solution.

Similar logic applies to the down-regulated nodes in the Imatinib specific net-
work. For example the transcription factor MYC was conserved with a negative
sign, shown with red asterisk in Figure 4.3, because 12 genes downstream of MYC
are under-expressed upon perturbation with Imatinib. MYC is not one of Imatinib
targets, thus signal has to originate from another target upstream of MYC, such
as MAPK14 (P38 protein). Down-regulation of MAPKI14 also leads to the down-
regulation of STAT3, CREB1, MEF2A and JUN, all of which are transcription
factors and have downstream genes that are down-regulated upon perturbation
with Imatinib. There are some interactions that appear to be redundant, for exam-
ple the downregulation of MAPK14 from JAK1 and RAF1, however, because both
proteins are down-regulated directly from Imatinib and there is an interaction
between them in the PKN, the ILP cannot disprove the presence of that reaction,
it was thus conserved in the solution. The rest of the nodes and interactions are
justified in a similar way.

4.2.4 Construction of the DILD network

All the drug specific signaling networks were pooled together to obtain a signaling
network that best captures the molecular mechanisms underlying drug induced
lung injury t.e. DILD network. The network is shown in Figure 4.4. It includes a
total of 2197 nodes and 6480 reactions. In the same Figure, an analytic showing
the significance of the included nodes is plotted. The nodes of the network cor-
respond to different coordinates on the x-axis and the y-axis corresponds to the
number of drug specific pathways where each node is either up- or down-regulated.
Consistently up-regulated nodes at the proteomic level are placed on the left of
the figure, while down-regulated nodes are placed on the right.

Even though there is significant drug to drug variability in the signaling path-
ways, there are nodes that are consistently up- or down-regulated, and the sig-
naling processes related to these nodes may play a key role in drug induced lung
injury. The network modules consisting of the strongly up- and down-regulated
nodes, defined as nodes present in 5 or more of the drug specific pathways, were
extracted from the DILD network and plotted separately in Figures 4.5 and 4.6
respectively.

As shown in the consistently up-regulated network module of Figure 4.5, a
number of proteins related to DNA damage, apoptotic signaling, stress response
and inflammation are present. For example TP33, CASP3, BCL2, BAX, CASP6,
BCL2L1, CASPS, CASP9, BID, PARP1, CFLAR, GADD45A, FASLG, DDITS,
NFKBI1, ATF2, ATF4, TNFRSF10A, TNFRSF10B, TNFAIP3, RIPK2, HSPD1, HSP90AAL,
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Figure 4.4: DILD network and analytics. (A). DILD network. It includes a total of
2,197 nodes and 6,480 reactions. Yellow nodes represent differentially expressed genes and
grey nodes represent signaling proteins including drug targets and transcription factors.
The size of the nodes corresponds to the number of solutions where this node is active.
Thus, most significant nodes are plotted bigger. (B). An analytic showing the significance
of the included nodes. The nodes of the network correspond to different coordinates of
the x-axis and the y-axis corresponds to the number of drug specific pathways where each
node is either up- or down-regulated. Consistently up-regulated nodes are placed on the
left of the figure, while down-regulated nodes are placed on the right. There are nodes
that are consistently up- or down-regulated, and the signaling processes related to these
nodes may play a key role in drug induced lung injury.

HSF1, HSPAG6, IFNG, HIF1A and PTEN. Moreover, proteins with a broad role in
signaling including JUN, CREB and FOS are present. The above findings are ex-
pected and are in good accordance with the Gene Ontology enrichment analysis
applied on the differentially expressed genes, as discussed in Section 4.2.2, where
the list of over-expressed genes was highly enriched in biological processes related
to cell death and apoptosis (see Table B.1).

The proposed algorithm leveraged the differential gene expressions and prior
knowledge of protein connectivity and transcription regulation and identified the
signaling networks underlying the observed gene expression signatures. Since
the gene expression data revealed a strong correlation with biological processes
related to cell death and apoptosis, the signaling networks that yield this response
are DNA damage and apoptotic signaling networks as shown in Figure 4.5. Pro-
apoptotic and response to DNA damage pathways are also known to be implicated
in various forms of lung injury [82]. The agreement of the signaling networks of
Figure 4.5 with the biological processes related to the differentially expressed genes
(Table B.1), also validates that the breaching of the signaling and gene expression
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Figure 4.5: Consistently up-regulated module of the DILD network. Including only
the nodes that are up-regulated in five or more of the drug specific signaling networks.
Transcription factors are plotted in yellow. Differentially expressed genes have been omitted
from the figures for the sake of clarity. The size of the nodes corresponds to the number
of drug-specific pathways where the respective node is up-regulated.

levels via the layer of transcription factors is accurate. Apart from the DNA
damage and apoptosis pathways, proteins related to calcium signaling are present,
such as FASLG, FOS, IL4 and JUN, which is in agreement with the literature
where hypercalcemic activity has been observed in lung injury [83].

Since the ILP algorithm is agnostic to the biological function of the included
proteins, and only uses the experimental data to identify subsets of the PKN that
are functional in the specific biological context, it is expected that under-reported
proteins appear. These may constitute novel findings, or they may be an artifact
of the PKN structure, or the prior knowledge of transcription regulation. For
example, EP300 is a transcription factor and it facilitates the expression of 108
differentially expressed genes in the DILD network. Moreover, it takes part in
signaling and interacts with 170 proteins in the DILD network, thus, it appears
to have a central role. The 108 differentially expressed genes connected to EP300
may also be expressed by another TF that is not included in the PKN, thus the
ILP is forced to use the EP300 protein to fit these gene expressions, even though
this is not the true mechanism.

These advantages and pitfalls exist in all unbiased approaches. In this context,
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EP300 is known to play a role in the WNT/g-catenin pathway which is found
to induce IL1B expression and be implicated in Interstitial Pulmonary Fibrosis,
one of the lung injury phenotypes [84]. Moreover, a GO enrichment analysis on
the target genes of EP300 found over-representation of programmed cell death
and other apoptotic processes. In particular 42 genes related to apoptosis are
expressed by EP300, which implies its potential role in pro-apoptotic response and
consequently drug induced lung injury.

In Figure 4.6, the network module of the consistently down-regulated proteins
is shown. A number of proteins related to pro-growth and pro-survival path-
ways are present, such as MYC, E2F1, E2F6, CDKI1, RAF1, SRF, RPS6A3, and
MAPKYT7. This is in good accordance with the Gene Ontology enrichment analysts
performed on the differentially expressed genes, discussed above, where the list
of under-expressed genes was highly enriched in biosynthetic and metabolic pro-
cesses, and also processes affecting the cell cycle. Here, the signaling networks
underlying these biological processes are shown, as these were computed by the
ILP algorithm based on the gene expression data. The under-expression of pro-
growth, pro-survival and cell cycle pathways in lung injury has also been reported
in literature [85].

Apart from the major pro-growth pathways, TOP2A (DNA topoisomerase 2A)
is also consistently down-regulated. This is expected as a large number of the lung
toxic drugs are DNA inhibitors and target TOP2A. Finally, a number of proteins
related to female hormone signaling are present in the network (ESR1, ESR2).
This is in good accordance with the literature where estradiol and other estrogen
receptor agonists are found to ameliorate the symptoms and protect against lung
injury [86].

A number of unrelated proteins are also present in Figure 4.6, such as MEF2A
and GABPA. MEF2A mediates cellular functions mostly in the skeletal and cardiac
muscle development. However, it is also found to play a diverse role in controlling
cell growth survival and apoptosis via the MAPK14 (P38) signaling network. In
good accordance with the literature, in Figure 4.6, MEF2A is activated by MAPKI14.
Moreover, MEF2A facilitates the expression of 28 genes, and also participates in
signaling by interacting with 19 other proteins. GABPA is also found to play a
significant role in the DILD network, expressing 40 genes and interacting with 8
proteins.

4.2.5 Drug Candidates for DILD

This section demonstrates the predictive power of the proposed method and the
biological relevance of its predictions, by leveraging the DILD network to identify
potential drugs for repositioning to treat DILD, using the 1109 non-toxic drug of
the Connectivity Map.

First, the targets and gene expression profiles of the non-toxic drugs were ex-
tracted from STICH and cMAP respectively. Then, drug specific signaling networks
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were computed for all drugs whose targets overlap with the DILD network. Fi-
nally, the drugs were ranked according to how much their pathways disrupt the
DILD network. A drug was considered to disrupt the DILD network if its sig-
naling network up-regulates proteins that are down-regulated in the network or
down-regulates proteins that are up-regulated in the network. The top 40, most
highly ranked drugs are listed in the Appendix B.1 together with their indication
and relevant information supporting their usability for treating DILD. The drugs
at the top of the list are in good accordance with our previous reports and have
also been shown to ameliorate the symptoms of lung injury.

For example, ciclosporin is an immunosuppressant drug widely used in or-
gan transplantation. It reduces the activity of the immune system by interfering
with the activity of T cells. It is also effective in rheumatoid arthritis and severe
psoriasis, both of them are auto-immune disorders with a strong inflammatory
component. Moreover, it has been shown to be an effective treatment for in-
terstitial lung disease of unknown etiology [87]. Its signaling pathway is shown
in Figure 4.7. There were proteins strongly up-regulated in the DILD network,
and implicated in apoptotic and inflammatory processes, that are down-regulated
by ciclosporin and vice versa. For example, the proteins TP53, TRIM28, RELA,
HIF1A, FOS and JUN that were consistently up-regulated upon perturbation with
the lung toxic drugs, they are down-regulated upon perturbation with ciclosporin.
Moreover, the proteins RPS6KA3 and SRF, related to cell cycle and consistently
down-regulated upon perturbation with the toxic compounds, are up-regulated
upon perturbation with ciclosporin. In total, ciclosporin up-regulated 13 proteins
that were down-regulated in the DILD network: CCNB2, ESR2, NFE21.2, NFYA,
RADZ21, RB1, REL, RPS6KA3, SRF, TAF1, TFDP1, YBXI1, YY1, and down-regulated
20 proteins that were up-regulated in the DILD network: AURKA, BHLHE40,
BUBIB, CCNA2, CCNGZ2, CTBP2, FOS, HBP1, HIF1A, JUN, POLR2E, RADSO0,
RELA, RUNXI1, SMC3, STAT1, TCF12, TP53, TP53BP1, and TRIM2S, indicating a
potential disease modifying action.

Apart from ciclosporin, the flavonols quercetin and genistein, ranked third and
sixth in the list, have strong anti-inflammatory action and have been shown to be
beneficial in pulmonary disease. The protective effect of flavonoids in lung injury
has been reported previously [88]. Resveratrol (ranked 4'") is another plant extract
that has been shown to alleviate COPD injury in rats [89]. Tretinoin, ranked second
in the list, is another immunosuppressant, and has been shown to ameliorate the
symptoms of oxygen induced lung injury in the newborn rat [90]. However, it has
also been reported in FactMed to have caused traumatic lung injury in at least
one patient out of 937 reports of any other side effects of tretinoin. Of the 933
physicians that expressed their opinion on the report, 295 were highly suspicious
of tretinoin as the cause of the incident.

Apart from the immunosuppressants and other anti-inflammatory drugs in the
list, the estrogen diethylstilbestrol is also present (ranked 7™). Even though di-
ethylstilbestrol has not been shown to treat DILD, it is expected to upregulate ESR1
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and ESR2, that according to our predictions are consistently down-regulated in
DILD (see Figure 4.6). Moreover, estradiol and other estrogen receptor agonists
are found to ameliorate the symptoms and protect against lung injury [91], im-
plying diethylstilbestrol could be a novel finding of this analysis [92]. In similar
fashion, dinoprostone (prostaglandin E2), ranked 16" in the list, has been found
to significantly disrupt the DILD network, which is in good accordance with our
previous analysis where we identified that Prostaglandin-endoperoxide synthase 2
(also known as COX-2) is consistently down-regulated in lung injury. In addition,
dinoprostone has been found to protect against lung fibrosis [93], [94]. Similar
observations can be made for other drugs in the list.

4.2.6 Validations

For this section, an independent statistical method is applied to validate the DILD
network. To this end, the GUIDE algorithm is used [95], [96]. GUIDE is an
algorithm that builds a classification and regression tree model to predict the
values of one or more response variables (Y1,Ys,...) from the values of the pre-
dictor variables (X7, Xs,...). It can also produce an importance score for each X;.
Classification and regression trees were also shown to predict oral absorption in
humans based on predictors of chemical substructures [97].

The drug targets from STITCH were used as predictor variables (X;) and the
differential gene expressions for each drug were used as response variables (Y;).
GUIDE was used to construct regression trees, modeling how drug targets corre-
late statistically with the differential gene expressions. Since GUIDE is agnostic
to the protein connectivity in the PKN, it cannot construct functional mechanistic
pathways, but can produce scores for the drug targets that represent their impor-
tance in predicting the observed gene expression signatures. Drug targets with
importance score greater than 1 are considered significant and their overlap with
the nodes in the DILD network is computed using the hypergeometric CDF.

Of the 78 drug targets identified by the GUIDE algorithm to be important for
predicting differential gene expression, that are also present in the PKN, 71 of
them have been conserved by the ILP algorithm in the DILD network. The DILD
network includes 1150 signaling nodes, out of 23835 signaling nodes originally
included in the PKN. Thus, the p-value of the enrichment of the DILD network in
the drug targets identified by GUIDE, as calculated using the hypergeometric CDF
to be 1.2466 x 10719, The significant overlap between the proposed method and
GUIDE predictions, further establishes the statistical significance of the method
results.

4.3 Conclusions

In this work, an approach is presented based on an ILP formulation that combines
available gene expression data with prior knowledge of protein connectivity and
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transcription regulation, in the form of a prior knowledge network, to identify
subsets of the network that appear to be functional based on the data.

As a case study the identification of the MoA of drugs that are known to induce
lung injury is addressed, and a signaling network is constructed spanning across
both the signaling and gene expression levels, through a layer of transcription fac-
tors, that elucidates the signaling mechanisms underlying drug induced lung injury
(DILD). Manual inspection of the DILD network revealed that pathways related
to DNA damage, inflammation and apoptosis are consistently up-regulated, while
pathways related to cell cycle are down-regulated. This is in good accordance with
the GO enrichment analysis performed on the differentially expressed genes upon
perturbation with the toxic compounds, that uncovered biological processes related
to cell death highly enriched in the over-expressed genes, and processes related to
cell cycle highly enriched in the under-expressed genes. This indicates the success-
ful breach of the signaling and genomic levels through the layer of transcription
factors. Pathways related to DNA damage, inflammation and apoptosis have also
been reported in the literature to be implicated in lung injury [82], while pathways
related to cell cycle have been reported to be under-expressed [83].

Moreover, an independent classification and regression trees (CART) analysis
was performed using the GUIDE algorithm, that identified the most important
drug targets for predicting the observed gene expressions. The CART predictions
significantly overlapped with the ILP predictions, thus supporting the relevance of
the drug specific signaling networks.

Finally, to demonstrate its usability, the DILD network produced was leveraged
to identify suitable drugs for repositioning to treat lung injury. To this end, drugs
whose targets overlap with the DILD network were considered, and their signaling
networks were constructed via the same method. The drugs were ranked according
to how much their pathways disrupt the DILD network, indicating a potential
disease modifying action. Most drugs at the top of the list are good candidates
for treating DILD. They have strong anti-inflammatory action and many of them
have also been shown to ameliorate the symptoms and/or protect against lung
injury. Nevertheless, before claiming that the candidate drugs treat DILD, follow
up experiments should be performed to better characterize their action.

A key feature of our proposed method for reconstructing signaling networks
based on gene expression data, and fundamental for its predictive power, is working
with directed, signed signaling reactions, rather than undirected, unsigned PPIs
and the ability of our ILP algorithm to efficiently handle this information. When
working with PPI networks, the lack of directionality and sign of the interactions
makes it difficult to interpret the results. In most cases connectivity metrics are
employed such as node centrality, betweenness, communicability, etc. to evaluate
the significance of every node in the network. However, these metrics fail to
capture the mechanistic component of the signal flow.
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4.4 Methods

4.4.1 ILP formulation

The ILP formulation used for this study is similar in nature to the reverse causal
reasoning formulation described in Section 2.2.2. Slight adjustments were made
in order to facilitate the fitting process due to the size of the PKN and the number
of networks fitted. In particular, all the y variables, modeling the inclusion of arcs
in the final network, were set to 1 and the optimization was carried over only over
the power-set of the nodes.

Hard sparsity constraints were imposed on the p variables, modeling the can-
didates for roots of the drug networks, to include only known or suspected drug
targets from STITCH. Moreover, soft sparsity constraints were imposed on all
nodes as weights. The trade-off between accuracy and sparsity was set to 3:1, i.e.
removing 5 nodes was valued equally to allowing 1 mismatch.

Finally, because there were not multiple experiments per network (one-shot
learning) the distinction between activation (r) and inclusion (v) in the network
did not make sense so the 2 variables were merged.

4.4.2 Construction of Prior Knowledge Network

The Prior Knowledge Network (PKN) is used to represent prior knowledge of
protein connectivity and transcription regulation and serves as a scaffold for the
ILP algorithm presented above. It was constructed by merging the Functional
Interaction Network (FIN) by Reactome [76] and information on transcription
regulation in the form of set of transcription factor regulons, i.e. sets of targeted
genes, assembled from public available resources, such as ChEA [31], Transfac [32],
and Jaspar [33].

Before using the FIN other networks were considered including the Human
Signaling Network [98], Signalink [99], and the network by [25]. The FIN was
chosen because it offered the best coverage of the transcription factors for which
there is an available regulon, while being the sparsest of all, facilitating the perfor-
mance of the ILP algorithm. The FIN consists of 209988 functional interactions
between 10956 proteins. The regulons implement 16043 interactions between 153
transcription factors and 12376 target genes.

Before merging, undirected and unsigned interactions were removed, as well as
interactions that were predicted computationally without experimental validation.
Interactions between proteins that appear not to be expressed, or take part in the
signaling processes, in the lung tissue were also removed. The final PKN included
only nodes that appear in the lung-specific network published by Guan et al. [100]
The resulting PKN spans across the proteomic and genomic levels going through
a layer of transcription factors and includes a total of 64801 reactions between
2585 signaling proteins and 12376 genes.
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Figure 4.6: Consistently down-regulated module of DILD network. Module of the
DILD network including only the nodes that are down-regulated in five or more of the
drug specific signaling networks. Transcription factors are plotted in yellow. Differentially
expressed genes have been omitted from the figures for the sake of clarity. The size of the
nodes corresponds to the number of drug-specific pathways where the respective node is

down-regulated.
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Figure 4.7: Ciclosporin MoA. Nodes in green correspond to drug targets, nodes in yel-
low correspond to transcription factors. The black rings around the nodes indicate that the
corresponding proteins are up-regulated and the red rings indicate that the correspond-
ing proteins are down-regulated. The differentially expressed genes upon perturbation
with ciclosporin are not shown in the network for the sake of clarity, however, there are
differentially expressed genes downstream of all the transcription factors in the network
and their differential expression has the same sign as the regulation of the respective
transcription factor.



Chapter 3

Anthrax Infection

This chapter presents the work published in [101]. The chapter follows the original
work closely, with slight changes to ensure a uniform style for this thesis.

This was a follow up study of the work presented in Chapter 4. The same
method was used to identify the mode of action of pulmonary lung infection, and
non lung-toxic drugs were screened and prioritized as candidates for reposition-
ing, with an approach similar to the one described in Section 4.2.5. The results
were validated with a literature review. The author was supported by an ORISE
fellowship for this work.

5.1 Introduction

The potential use of B. anthracis (Gram positive) as a weapon of bioterrorism,
combined with recent outbreaks and isolated cases of anthrax infection in the
US [102], [103] and Europe [104], has focused the developed world’s attention on
this lethal bacterium. Notably, the mortality rate during invasive anthrax infection
and the development of shock has been exceptionally high when compared to more
commonly encountered bacteria [105], [106].

Production of lethal toxin (LLT) and edema toxin (ET) is closely associated with
the pathogenesis of B. anthracis infection [107] and the development of shock [108].
LT and ET are both binary type toxins consisting of protective antigen (the compo-
nent necessary for host cell uptake of each toxin’s toxic moiety through a membrane
anthrax toxin receptor identified in human cells [109]) and lethal factor (LF) for
LT and edema factor (EF) for ET [108]. Lethal factor is a metalloproteinase [110]
which cleaves and inactivates mitogen-activated protein kinase kinases (MAPKK,
including MAPKK’s 1, 2, 3, 4, 6 and 7) [111], [112] and also activates host cell
inflammasome formation [112], [113]. Edema factor has calmodulin dependent
adenyl-cyclase activity and increases intracellular cAMP concentrations to high
levels [114].

Increasing evidence suggests that both LT and ET target and disrupt the func-
tion both of mononuclear and macrophage (mononuclear) cells participating in the

ol
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host innate and adaptive immune responses and of endothelial cells maintaining
vascular integrity and function. While disruption of macrophages by LT and ET
is believed to play an important role in propagating early B. anthracis infection,
disruption of endothelial cell function likely contributes to the highly resistant
shock which can develop in some patients with anthrax.

In particular, for LT evidence suggest that:

e impairs adaptive immunity in dendritic cells [115]

e impairs innate and adaptive immunity, as well as vascular barrier integrity
by inhibiting the MAPK pathway [116]

e induces a concentration and time depedent increase in vascular permeabil-
ity [117]

e activates the host’s innate immune responses in alveolar macrophages [118]

e damages endothelial barrier and vascular integrity by decreasing the activity
of p38 and MK2 and reduced phosphorylation of HSP27 [119]

e causes apoptosis and reduces production of inflammatory cytokines in PBMCs [120]

and for ET:

e induces cAMP accumulation and damages antimicrobial activity in human
monocytes [121]

e impairs the immune response in cooperation with LT [122]
¢ inhibits T-cell activation in mice [123]
e inhibits endothelial cell chemotaxis via Epac [124]

e suppresses human macrophage phagocytosis by deregulating cAMP-dependent
kinase pathways [125]

e induces trans-endothelial cell macro-aperture (TEM) tunnels by affecting
cAMP signaling [126]

Identifying effective agents that are capable of blocking the pathogenic effects
of LT and ET on mononuclear and endothelial cell function and could be ap-
plied clinically, would improve the management of this highly lethal infection. To
achieve this goal, the present study was designed to utilize reported data regard-
ing the known effects of LT and ET on intracellular molecular targets in either
mononuclear or endothelial cells, as well as the mechanisms of action of drugs to
identify the already approved drugs that might serve as therapies for anthrax.

The approach of Chapter 4 was employed to computationally construct the
mode of action (signaling network) for each anthrax toxin and for each drug by
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utilizing its molecular targets and differentially expressed genes, as well as the prior
knowledge of protein interactions. We mined published studies and GEO [36] for
the gene expression data generated from human macrophages or peripheral blood
mononuclear cells (PBMCs) following exposure to B. anthracis spores or to lethal
toxin or edema toxin. For drugs, we used the differentially expressed genes from
Connectivity Map [35]. We then computationally identified and scored the drugs
for their ability to reverse the actions of anthrax lethal and edema toxins. To
validate our results, we searched the literature for evidences to determine whether
the top 10 and bottom 10 drugs among the 474 drugs/compounds computationally
ranked were supported by literature reports, see Figure 5.1 for workflow.

Drug Networks

Drug 1

¥ -
- S -

STITCH Drug Targets

Drug 2

Validation

Reported Drug
for Anthrax

Predicted Effect W :|

Drug 1 vs Anthrax l
,,,,,,,,,,,,,,,,,,,
Drug 2 vs Anthrax
Compare

Drug GEx

‘?‘(‘“ Compare

Activif
ty Results

- Anthrax
Literature Anthrax Targets Network

Drug N vs Anthrax

Anthrax
GEx

GEO

Figure 35.1: Drug reposition for Anthrax infection workflow. First, construction
of anthrax networks and individual drug networks. Second, computationally scoring in-
dividual drugs by computing the distance between anthrax networks and individual drug
networks. Third validation of computed scores and rankings by referencing the literature.
Gene expression data from GEO were used, prior knowledge network of protein interac-
tion and molecular targets of anthrax toxins in host cells for anthrax networks. Individual
drugs’ networks were constructed with gene expression data from Connectivity Map, prior
knowledge network of proteins and their respective targets from STITCH



o4 CHAPTER 5. ANTHRAX INFECTION

9.2 Analysis

9.2.1 Anthrax Functional Network

To construct the signaling network describing anthrax toxicity, the method de-
scribed in Section 4.4.1 was employed, where genes that were differentially ex-
pressed upon stimulation with anthrax toxins were combined with the PKN from
Chapter 4 and molecular targets of anthrax toxins. The “core” of the resulting
network is shown if Figure 5.2.

Legend

Figure 5.2: The anthrax network of lethal toxin and edema toxin constructed to reflect
the modes of action of anthrax in human macrophages upon exposure to anthrax spores.
For spatial convenience, the network doesn’t include the genes that were used to fit it.

To identify differentially expressed genes, 6 GEO studies were collected, in
which human cells were treated with anthrax of any form. These were:

GSE14390: Alveolar macrophages treated with anthrax spores
GSE34407: Peripheral monocytes treated with lethal toxin
GSE12131: Umbilical vein endothelial cells treated with lethal toxin
GSEI17777: Microvascular endothelial cells treated with edema toxin
GSEA4478: Peripheral monocytes treated with lethal toxin
GSEI12533: Peripheral monocytes treated with protective antigen

O UL WN =

The datasets used were by Dozmorov et al. [127], where HAM cell where treated
with B. anthracis spore, and by Chauncey et al. [128] where PBMCs were treated
directly with lethal toxin. The genes reported as differentially expressed by the
authors were used directly (no meta-analysis) and all other included in the studies
but not reported were considered to be at the basal state.
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The HAM dataset consisted of 280 significantly perturbed genes in total, 205
up and 75 down regulated, while for the PBMC dataset consisted of 407, 309 up
and 98 down regulated. The data are shown in the Supplementary Material of the
published version. Genes that were not present in the PKN or were not reachable
by any known target of anthrax toxins were eventually filtered out. The final lists
for the two datasets consisted of 132 genes for the HAM dataset, 101 up and 31
down, and 320 genes for PBMC, 45 up and 275 down.

Anthrax targets were selected based on the studies cited in Section 5.1. For the
HAM cells treated with anthrax spores, the targets of both LT and ET were included
while for the PBMCs only those of ET. As mentioned above, LT is shown to cleave
MAP2Ks, but it also targets NLRP1. NOD-like receptor (NLRP1) was reportedly
targeted and cleaved by LT, consequently activating inflammasome in rodents [129].
Though the role of NLRPI1 in activating the inflammasome in human cells is not
clearly defined [130], NLRPI1 was included because NLRP1 inflammasome activity
is involved in human diseases [131]. ET’s “nominal” target is cMAP which is not
included in the PKN. However, cMAP regulates protein kinase A (PKA) [108] and
Epac (a Rapl guanine-nucleotide-exchange factor [132]), so these were used instead
as targets.

95.2.2 Repurposing Candidates

This study focuses on the human alveolar macrophage (HAM) dataset because
B. anthracis disables the host’s immune defense system and is most deadly if
inhaled. For the reference and comparison, the combined Peripheral Blood Mono-
cytes (PBMC) datasets were analysed as well.

To identify drug candidates for repurposing, the drug networks developed for
DILD in Chapter 4 were used. The development process is described in Sec-
tion 4.2.2. Out of the 6532 drug networks only 474 had some overlap with the
anthrax network. Each drug’s network activity, i.e. the state of its nodes, was
compared to that of the anthrax activity. Drugs were ranked according to their
similarity with the “reverse” anthrax activity. Reverse activity denotes the activity
vector multiplied by —1. The squared Euclidean distance was used as a compar-
ison metric, in order to penalize synergies, i.e. nodes with the same sign in both
anthrax and drug networks. The top and bottom 10 drugs are shown in Tables 5.1
and 5.2 respectively.

9.3 Validation

The anthrax network of the HAM cells was compared with the DILD network up
and down regulated modules (Figures 4.5 and 4.6) for overlap. Both activities take
place in the lung and also cells of the immune system are engaged in activities
across all organs. The overlap of the 2 was highly significant, the p-value of the
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hypergeometric test was 1.51 x 107!, This piece of evidence, further supports the
premise that drugs suitable to treat DILD can be used for anthrax infection as
well.

The ranking of the drugs was validated with a literature review. In particular,
literature reports were mined and referenced for the drugs/compounds that have
been shown to have in-vitro effectiveness against anthrax or for relevant biological
activities to evaluate our computational rankings of the top 10 and bottom 10 drugs.
The main resource used is a report by Sanchez et al [140] in which a large number
of known drugs were shown to render anthrax antitoxic protection of cells.

A list of drugs/compounds was compiled that has been reported to possess in-
vitro potency against LT or ET-induced toxicity or increased animal survival. The
drugs included

e Bepridil, a calcium channel blocker, and isotretinoin, sb-203580, propafenone,
h-89, and sb-202190 [140]

Chloroquine [153]

Niclosamide [156]

other calcium channel blockers like Verapamil and Nitrendipine [144]
Simvastatin and Fluvastatin [133]

MG-132 [157]

e antibiotics [158]-[160] like

- Doxycycline
Ciprofloxacin
Chloramphenicol
Ampicillin
Penicillin
Clindamycin
Imipenem
Vancomycin
Clarithromycin
Rifampcin

- Neomycin

Several other calcium channel blockers that were reported to protect cells from
lethal toxin [140] were not on the list of 474 drugs/compounds that were ranked
owing to lack of gene expression data.

Sanchez et al[140] showed a potency rank order of

1. Bepridil

2. Nicardipine

3. SB-203580, SB-202190

4. Isotretinoin, Propafenone, Retinoic acid, Tretinoin, H-89

Bepridil, SB-203580, SB-202190, Isotretinoin, Propafenone, and H-89 were among
the 474 drugs/compounds considered, with all of them ranked top 100 except h-89
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and sb-202190 that were ranked outside the top 100 drugs. In the proposed ranking
their order is:

Bepridil
Isotretinoin
sb-203580
Propafenone
h-89
sb-202190.

O U WN =

Most interestingly, Bepridil is ranked 8" and simvastatin 4" out of the 474
drugs/compounds, their top rankings were in agreement with the reports that both
drugs were potent in increasing cell survival following exposure to LT [133], [140].

In Table 5.1, next to the top 10 candidate drugs a possible mode of action for
alleviating the effects of anthrax infection is listed as mined by the literature.

On the other hand, the modes of action of the bottom 10 drugs listed in
Table 5.2 include activities similar to those of anthrax toxins, including reduction
of MAPK activities or increase of intracellular level of cAMP. Notable exceptions
are Monastrol, Ebselen and Genistei. Monastrol arrested cells in mitosis [147]
which is unlikely to provide protection for cells under attack by anthrax toxins. It
is not clear why Ebselen and Genistein were placed in the bottom 10. In could be
due to an error of the approach or another unknown mechanism.

9.4 Discussion

Among the top 10 drugs (Table 5.1, Bepridil and Simvastatin have been reported to
significantly increase in-vitro cell viability; the other 8 drugs had relevant biological
evidence suggestive of their protective actions against anthrax toxin toxicities. On
the other hand, 7 out of the bottom 10 drugs do not have the ability to increase
cell survival upon exposure to anthrax toxins, for details see Table 5.2.

Both LT and ET damage endothelium integrity and cardiovascular function
leading to fatal shock and tissue injury [161], [162]. Fenofibrate, the top drug
candidate, is a cholesterol-modifying drug and activates PPARa receptors, and
could presumably protect the vascular system from anthrax LT and ET toxicities
since PPARa receptors play a key role in endothelial function [163], [164]. Most
significantly, PPARa and vy ligands activate MAPKs [165]. Fenofibrate’s ranking
indicates that the computational approach revealed its direct effect at counteracting
the toxic actions of LT and ET at their molecular targets.

Simvastatin is reportedly a bactericidal, though at a concentration much higher
than its therapeutic range observed in humans when used for lowering choles-
terol [166]. Several statins increased macrophage viability upon exposure to LT
through inhibiting Rho GTPase and activating MAPK signaling pathways [133].
Although simvastatin was ranked in the top 10, rankings of other statins beyond
300 by our approach require further investigations.
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Ca?" is required for the toxicity of lethal toxin [144], and calcium channel
blockers including Verapamil and Nitrendipine at 100 uM and Bepridil at a con-
centration between 0.125 and 12.5 uM increased cell survival when exposed to LT.
Bepridil was reported to be more potent than Verapamil and Nitrendipine which
is in agreement with the suggested ranking. Mephenytoin, an active analogue of
Phenytoin that inhibited Ca*" transport into the cells was also ranked high (6™).
Finally, Ifosfamide, an antineoplastic agent, caused increased renal excretion of
Ca?" [146], which could lead to depletion of Ca**.

Cotinine was ranked among the top 10; such ranking seemed to be consis-
tent with the reports that nicotine and its active metabolite, cotinine, activated
the mitogen-activated protein kinase pathway [137], [138], an action opposite to
that of LT [111], [167]. Cotinine reportedly increased intracellular Ca®* concentra-
tion [168], which would contradict what has been observed for calcium blockers
mentioned above, and could not have benefited its anti-anthrax toxin activities.
However, it activation of MAPK pathway is right at the molecular targets of LT.
Ranking Cotinine in the top 10 implied that immediate activation of MAPKs was
important, which is consistent with the basis of our computational scoring of a
drug/compound’s anti-anthrax toxin ability.

Sotalol decreased cAMP, which is contrary to the toxic action of ET. Beta block-
ers including Betaxolol, Bisoprolol, Carvedilol, Metoprolol, Nadolol, Propranolol,
Sotalol, and Timolol decreased cAMP accumulation [145]. Among these drugs,
Sotalol, Metoprolol and Propranolol were among the 474 drugs/compounds ranked
in this study. Sotalol was reported as a more potent reducer of the rate of cAMP
accumulation than Metoprolol and Propranolol which were equal [145]. Since ET
increased cAMP, the effects of these beta blockers on reducing cAMP accumulation
could be beneficial to cell survival. Interestingly, in the proposed ranking Sotalol
is 9™, Metoprolol 13" and Propranolol 109™. Further studies would be needed to
understand whether they have other mechanisms that can be beneficial.

Dihydroergotamine is a 5-HT 1B/1D agonist [135]; stimulation of 5-HT 1B/1D
receptors activated MAPK and reduced cAMP level [136], shedding light on a
possible mechanism of dihydroergotamine in antagonizing anthrax toxins. Our
ranking of Meloquine in the top 10 could be linked to the fact that it is an analogue
of chloroquine and chloroquine reportedly protected cells from LT toxicity [153].
Amantadine reportedly cancelled activation of p38/MAPK [139]. Since p38/MAP
kinase inhibitors, like SB-203580 and SB-202190, protected cells from LT-mediated
cytotoxicity [140]; such action of Amantadine can render protective effects like
p38/MAP kinase inhibitors.

On the opposite side, out of the 474 drugs/compounds, the bottom 10 compounds
included Monastrol, Colforsin, Berberine, Withaferin-a, Arecoline, Ebselen, and
Genisten.

As highlighted in Table 5.2, Berberine and Apigenin inhibited MAPK, thereby
enhancing LT toxicity. Withaferin-a, Arecoline, and Beclomethasone also have
the capability. Withaferin-a, Arecoline, and Beclometasone reportedly activated
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p38 MAPK, an action that is opposite to that of p38 MAPK inhibitors shown to
increase cell survival upon exposure to LT [140].

Colforsin reportedly increased intracellular cAMP [148], an action similar to
that of ET. Monastrol arrested mitosis [147], likely causing harm to the cells rather
than increasing their survival. As for Enilconazole, it is not clear how our com-
putation ranked it in the bottom 10.

Ebselen activated MAPK p44/42 [152] and so did Genisten [153]. Since MAPK
p44/42 are downstream of the MAPK pathway; such a downstream activation
might not offer any protection resulting in these two compounds being ranked in
the bottom 10.

Ciprofloxacin is an antibiotic that has been approved for treating Anthrax dis-
ease. The antibiotics in the top 100 drugs included Amoxicillin, Spectinomycin,
Ciprofloxacin, Alvespimycin, Amphotericin-b, Doxycycline, Troleandomycin, Ben-
zylpenicillin, and Roxithromycin. Since the presented approach is designed to
utilize the modes of action of drugs/compounds at the molecular level for their
anthrax antitoxicity activities, the rankings of these antibiotics are indicative of
molecular-level interactions between these antibiotics with anthrax activity net-
works in addition to their bactericidal effects on B. anthracis.

Considering the number of drugs reported by Sanchez et al [140] in the top
100 ranked drugs, the technical merit of our computational approach is worthy
of further research. That been said, the computation also took into consideration
the effect of ET while Sanchez only focused on LT, which could be the reason for
their differences. Regardless of design differences, the extent of agreement of the
computed results and the literature is encouraging. Most importantly, the top 10
drugs are worthy of study for their clinical utility in treating anthrax disease, and
could be used with antibiotics for the best clinical treatment outcomes if proven
therapeutically beneficial.
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Table 5.1: Top 10 drug candidates sorted by their squared Euclidean distance to the
reverse anthrax activity

Drug Biological Evidences

Fenofibrate Cross talks between mevalonate pathway and
PPARa; inhibition of LT cytotoxicity by statins me-
diated via inhibiting Rho GTPase and activating
PPARa [133], [134]

Dihydroergotamine 5-HT 1B/1D agonist Stimulation of 5-HT 1B/1D recep-
tors activated MAPK and reduced cAMP level [135],

[136]

Cotinine Activated mitogen-activated protein kinases [137],
[138]

Simvastatin Statins inhibited LT cytotoxicity by inactivating Rho
GTPase [133]

Amantadine Cancelled activation of p38MAPK. p38MAPK kinase

inhibitors protected cells from LT-mediated cytotox-
ieity [139], [140]

Mephenytoin a derivative of phenytoin which inhibits active trans-
port of Ca®* via enterocytes, and Ca?* channel in the
brain [141], [142]

Mefloquine Mefloquine is an analogue of chloroquine that had
in-vitro activity protecting cells from LT toxicity
[143]

Bepridil Calcium channel blocker; Ca?" is required for LT
toxicity [140], [144]

Sotalol Decreased intracellular accumulation of cAMP, an

action that is opposite to that of ET [1435]

Ifosfamide Increased renal recreation of Ca®* that can lead to
disturbance of Ca** homeostasis and depletion of
Ca’" [146]
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Table 5.2: Bottom 10 drug candidates sorted by their squared Euclidean distance to
the reverse anthrax activity

Drug Biological Evidences

Monastrol Arresting cells in mitosis [147]

Colforsin An agonist of adenyl cyclase that converts ATP
to cAMP. Such action would increase intracellular
cAMP and synergistically increase ET toxicity [148]

Berberine Reduces activation of MAPK signaling by chikun-

Withaferin-a

gunya virus [149]
Activates p38 MAPK [150]

Arecoline Antagonist P38 MAPK inhibitors [151]

Ebselen Inhibits ASK1-p38 MAPK-p35 and JUK signaling
and activated MPAK p44/42 [152]

Genistein Activates MAPK p44/42 [153]

Apigenin Inhibits MAPK. An action similar to LT [119]

Beclometasone Activates p38 MAPK [140], [154]

Enilconazole Antifungal drug for animals [Merk veterinary man-

ual]







Appendix A

Replicative Senescence

A.1 Data Description

As described in the main manuscripts, data were collected using the Luminex
Xmap technology. The cells response to 6 different stimuli (wells) was measured
at 2 time points (O and 25 minutes) with respect to 19 phosphoproteins. The
experimental results are summarized in luminex measurements.csv, available in
the Supplementary Information of [51]. A sample of the table is shown in Table A.1.

Table A.1: Aging data sample

Age Time Stimulus Bead MFI Count
p27rl 25 IGF1 PE 16424 012
p27rl 25 EGF STAT3 1798 230
r30 25 IL1A STAT1 834 170
p27rl 5 EGF AKT1 9448 162

p27rl o5 ILIA STATS 1668 100
p27rl 5 TGFA STATS 2277 107

r30 25 IL1A HSPB1 25515 229
p27rl 5 EGF STAT1 3890 104
r30 25 EGF STAT1 909 173
r30 5 IGF1 NFKBIA 5588 277

The columns of the table are:
e Age describing the “age” of the cells:

- p27r1 means that cells have undergone 27 duplications and are replicat-
ing every day

- r30 means that the cells haven’t replicated for 30 days. This happened
after 51 duplications.

63
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e Time is the time point of the measurement in minutes

e Stimulus the stimulus used to perturb the cells. DME corresponds to no
stimulus.

e Bead the measured bead. Apart from the 19 phosphoproteins, there are 2
control beads PE and BSA (see later discussion)

e MFI the median fluorescent intensity of the measurement

e Count the number of beads comprising the measurement.
The readouts and stimult used were:

o Stimuli: EGF, IL1A, TGFA, TNF, IGF1, INS, DME (control)

e Readouts: AKT1, CREBI1, PTK2, GSK3A, HSPB1, NFKBIA, JUN, MAPKI12,
MAPK3, MAPK9, MAP2K1, TP53, PTPN11, PRKAR2A, STATI, STAT3, STATS,
STAT6, RELA

An overview of the raw data is shown in Figure A.l:

A.2 Quality Control

The quality of the data was evaluated based on three check-points:
1. The sample size
2. A positive control bead (PE)
3. A negative control bead (BSA)

The bead count of a measurement represents its sample size. For this study,
the experimental protocol specified the minimum bead count to 100 beads. This
threshold was not met all the time and measurements with bead count less than
35 were removed from subsequent analysis.

The distribution of every the sample sizes for every protein is presented as
box-plots in Figure A.2. No measurements were below the required limit.

To evaluate possible fluctuations in the intensity of the detection-laser, a posi-
tive control bead was utilized. This bead was covered with Phycoerythrin (PE), the
fluorescent proteins used to tag the captured proteins. The MFI distribution of the
PE bead was examined for outliers and its overall stochasticity. The distribution
of PE across wells is shown in Figure A.3. The Shapiro-Wilk test failed to reject
(p-val = 0.81) the normality hypothesis.

To evaluate the fluctuations of the non-specific binding, a negative control
bead was utilized. This bead was covered with Bovine Serum Albumin (BSA), the
protein used to coat the surface of the beads not covered by antibodies. The MFI
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Sample Size Summary
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Figure A.2: Bead count per analyte the protocol specified 100 beads but sometimes
they couldn’t be retrieved.

PE Distribution
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Figure A.3: Distribution of positive control per well

distribution of BSA across wells is shown in Figure A.4. Again, the Shapiro-Wilk
test fails to reject the normality hypothesis (pval = 0.08).
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BSA Distribution
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Figure A.4: Distribution of negative control per well

So overall, no wells were removed from the data-set and no corrections were
made in this stage.

A.3 Data Normalization

To run out algorithm, data need to be mapped into the [—1, 1] interval, where —1
indicated down-regulation and 1 up-regulation.

To do this, we compared the effect stimuli had on cells against cells that
were left untreated. For every condition, the fold change with respect to its
control (DME) was computed. The two time-points were merged by discarding the
smallest absolute fold change. The new single time-point was representative of the
cells’ “early response”. An overview of the aggregated fold-changes is presented
Figure A.5 and in more detail in Figure A.6.

Because, the input for the main algorithm must lie in the [—1, 1] interval, we
normalize the fold changes using the Gaussian Error funtion. There is a variety
of sigmoid function that can achieve the desired outcome but erf was selected
because:

1. It’'s symmetric around O

2. It’s smooth

3. It respects some useful heuristic used in previous studies [40], [41], i.e. it’s
practically +1 for log-fold-changes close to +1 and close to 0.5 for log-fold-
change close to £0.5.

An overview of the final data-set is shown as a heatmap in Figure A.7.
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Appendix B

Drug Induced Lung Disease

B.1 Top Drug Candidates

1

Ciclosporin (119): Anti-inflammatory. For treatment of transplant (kidney, liver,
and heart) rejection, rheumatoid arthritis, severe psoriasis. Shown to be effective
treatment for interstitial lung disease of unknown etiology [87].

. Tretinoin (115): Immunosuppressor. For the induction of remission in patients with

acute promyelocytic leukemia (APL), French-American-British (FAB) classification
M3 (including the M3 variant); For the topical treatment of acne vulgaris, flat warts
and other skin conditions (psoriasis, ichthyosis congenita, icthyosis vulgaris, lamel-
lar icthyosis, keratosis palmaris et plantaris, epidermolytic hyperkeratosis, senile
comedones, senile keratosis, keratosis follicularis (Darier’s disease), and basal cell
carcinomas.); For palliative therapy to improve fine wrinkling, mottled hyperpigmen-
tation, roughness associated with photodamage.

. Quercetin (108): Flavonol. Has anti-inflammatory properties. Used to prevent the

progression of obstructive pulmonary diseases [169].

Resveratrol (92): Experimental, being investigated for the treatment of Herpes labi-
alis infections (cold sores). Has anti-inflammatory and antioxidant effects. Has
been shown to alleviate COPD lung injury in rats [89].

. Paracetamol (91): For temporary relief of fever, minor aches, and pains. Demon-

strates weak anti-inflammatory action. Has been shown to be potentially induce
asthma in long term use [170].

Genistein (88): Flavonoid. Has anti-inflammatory action. Currently being studied
in clinical trials as a treatment for prostate cancer. Reverses Severe Pulmonary
Hypertension and Prevents Right Heart Failure in Rats [171].

Diethylstilbestrol (78): Estrogen. For the treatment of hypertension, angina, and
cluster headache prophylaxis.

. Copper sulfate (78)
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. Fulvestrant (76): For the treatment of hormone receptor positive metastatic breast

cancer in postmenopausal women with disease progression following anti-estrogen
therapy.

Wortmannin (73): Used in research. Has been shown to reduce immediate-type
allergic response and late phase pulmonary inflammation induced by allergen chal-
lenge in the ovalbumin-sensitised Brown Norway rat [172].

ly-294002 (70): Potent inhibitor of phosphoinositide 3-kinases (PI3Ks). Has been
shown to reduce allergic airway inflammation in rats. [173].

Melatonin (69): Used orally for jet lag, insomnia, shift-work disorder, circadian
rhythm disorders in the blind, and benzodiazepine and nicotine withdrawal. Evi-
dence indicates that melatonin is likely effective for treating circadian rhythm sleep
disorders in blind children and adults. May be effective for treating sleep-wake cycle
disturbances in children and adolescents with mental retardation, autism, and other
central nervous system disorders. It may also improve secondary insomnia associ-
ated with various sleep-wake cycle disturbances. Demonstrates anti-inflammatory
activity in the CNS. Reduces lung oxidative stress in patients with chronic obstruc-
tive pulmonary disease [174].

Celastrol (68): Plant extract. Potent antioxidant and anti-inflammatory drug.

Cyclic Adenosine monophosphate (65): Targets potassium/sodium HNC chan-
nel 2, PRKARI1A, PRKARZ2B, Adenylate cyclase, Cyclic nucleotide-gated potassium
channel mll3241, cAMP-activated global transcriptional regulator CRP. Decreases
pulmonary edema in experimental acid-induced lung injury [175].

sb-202190 (63): Targets P3SMAPK

Dopamine (63): For the correction of hemodynamic imbalances present in the shock
syndrome due to myocardial infarction, trauma, endotoxic septicemia, open-heart
surgery, renal failure, and chronic cardiac decompensation as in congestive failure.
Has immunomodulatory action. Has been shown inhibit pulmonary edema through
the VEGF-VEGFR2 axis in a murine model of acute lung injury [176].

Dinoprostone (62): Prostaglandin E2. Up-regulation of PGE2 expression protects
against the development of fibrosis after lung injury. [94].

Acetylsalicylic acid (62): Aspirin. For use in the temporary relief of various forms
of pain, inflammation associated with various conditions (including rheumatoid
arthritis, juvenile rheumatoid arthritis, systemic lupus erythematosus, osteoarthritis,
and ankylosing spondylitis), and is also used to reduce the risk of death and/or
nonfatal myocardial infarction in patients with a previous infarction or unstable
angina pectoris. Was found to improve outcome in animal models of acute lung
injury [177].

sb-203580 (61): Targets P38MAPK
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Rottlerin (61): Experimental, conductance potassium channel (BKCa++) opener.
May cause pulmonary edema in vivo [178].

Sulfinpyrazone (60): For the treatment of gout and gouty arthritis

Staurosporine (60): LCK, PIM1, ITK/TSK, SYK, MAPK2, GSK3B, CSK, CDKZ2,
PIK3CG, PDPK1, PRKCQ.

Nocodazole (539): Targets Hematopoietic prostaglandin D synthase

Chrysin (39): Plant extract. Suppresses inflammation. Attenuates allergic airway
inflammation in mice. [179].

Pirinixic acid (58): Experimental, under investigation for prevention of severe car-
diac dysfunction, cardiomyopathy and heart failure as a result of lipid accumulation
within cardiac myocytes.

Lidocaine (58): A local anesthetic and cardiac depressant used as an antiarrhythmia
agent. Demonstrates anti-inflammatory action. Attenuates acute lung injury induced
by a combination of phospholipase A2 and trypsin [180].

Ketoconazole (38): For the treatment of the following systemic fungal infections:
candidiasis, chronic mucocutaneous candidiasis, oral thrush, candiduria, blastomy-
cosis, coccidioidomycosis, histoplasmosis, chromomycosis, and paracoccidioidomy-
cosis. Has been tested for early treatment of acute lung injury and acute respiratory
distress syndrome in a randomized controlled trial, but was ineffective. [181].

Kanamycin (38): For treatment of infections where one or more of the following are
the known or suspected pathogens: E. coli, Proteus species (both indole-positive and
indole-negative), E. aerogenes, K. pneumoniae, S. marcescens, and Acinetobacter
species.

Arachidonic acid (58): Targets fatty acid-binding protein, Prostaglandin G/H syn-
thase 1.

Thioridazine (57): For the treatment of schizophrenia and generalized anxiety dis-
order.

Nortriptyline (537): For the treatment of depression, chronic pain, irritable bowel
syndrome, sleep disorders, diabetic neuropathy, agitation and insomnia, and mi-
graine prophylaxis.

Cycloheximide (57): Experimental, inhibitor of protein biosynthesis in eukaryotic
organisms.

Furosemide (56): For the treatment of edema associated with congestive heart fail-
ure, cirrhosis of the liver, and renal disease, including the nephrotic syndrome. Also
for the treatment of hypertension alone or in combination with other antihyperten-
sive agents.
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. Clioquinol (56): Withdrawn. Used as a topical antifungal treatment.

. Zaprinast (35): unsuccessful clinical drug candidate that was a precursor to the
chemically related PDES inhibitors, such as sildenafil, which successfully reached
the market.

Thiamazole (55): For the treatment of hyperthyroidism, goiter, Graves disease and
psoriasis. Has anti-inflammatory action.

Ouabain (55): For the treatment of atrial fibrillation and flutter and heart failure.

Indometacin (55): For moderate to severe rheumatoid arthritis including acute
flares of chronic disease, ankylosing spondylitis, osteoarthritis, acute painful shoul-
der (bursitis and/or tendinitis) and acute gouty arthritis. Has been shown to atten-
uate lung injury in surfactant-deficient rabbits [182].

Chenodeoxycholic acid (55): For patients with radiolucent stones in well-opacifying
gallbladders, in whom selective surgery would be undertaken except for the presence
of increased surgical risk due to systemic disease or age. Chenodiol will not dissolve
calcified (radiopaque) or radiolucent bile pigment stones.

Kaempferol (54): Targets UDP-glucuronosyltransferase 3Al. Has anti-inflammatory
action. Has preventive and curative effects in TH2-driven allergic airway dis-
ease [183].

B.2 Enrichment Tables

Tab

le B.1: GO terms enriched in genes from up-regulated DILD module. Threshold

for inclusion is p value less than 0.001.

Up

-regulated module

Regulation of programmed cell death

Re
Re
Re
Po
Po
Re
Po
Re

gulation of cell death

gulation of apoptosis

sponse to organic substance

sitive regulation of programmed cell death

sitive regulation of cell death

gulation of transcription from RNA polymerase II promoter
sitive regulation of apoptosis

sponse to inorganic substance

Negative regulation of apoptosis
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Table B.2: GO terms enriched in genes from down-regulated DILD module.
Threshold for inclusion is p value less than 0.001.

Down-regulated module

Cell cycle phase

Cell cycle process

Mitotic cell cycle

Cell cycle

m phase

Intracellular transport
Organelle fission

Interphase of mitotic cell cycle
Positive regulation of programmed cell death
Positive regulation of cell death
Interphase

Regulation of cell cycle
Positive regulation of apoptosis
M phase of mitotic cell cycle
Cell division

Nuclear division

Mitostis

Cellular response to stress
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Table B.3: Most frequent nominal pharmacological effects of Pneumotox drugs from
chEMBL. The frequency of the corresponding modes of action across all the drugs in
cMAP is also shown.

Number of Drugs

Effect Pneumotox cMAP
DNA inhibitor 27 62
Cyclooxygenase 1,2 inhibitor 18 31
Sodium channel alpha subunit blocker 15 47
Serotonin 2a (5-HT2a) receptor antagonist 11 24
GABA-A receptor modulator 1 15
Norepinephrine transporter inhibitor 10 19
Serotonin transporter inhibitor 9 38
Glucocorticoid receptor agonist 9 o0
Beta-1 adrenergic receptor antagonist 9 15
Mu opioid receptor agonist 8 8
Bacterial penicillin-binding protein inhibitor 8 36
Angiotensin-converting enzyme inhibitor 8 8
Bacterial 70S ribosome inhibitor 7 33
Tubulin inhibitor 7 12
PPAR agonist 7 9
D2-like dopamine receptor antagonist 7 17
Beta-2 adrenergic receptor antagonist 7 26
Progesterone receptor agonist ) 12
Voltage-gated L-type calcium channel blocker S 15
Type-1 angiotensin II receptor antagonist ) 8
RNA inhibitor S 6
Arachidonate 5-lipoxygenase inhibitor 4 4
Thymidylate synthase inhibitor 4 4
Serotonin 2c¢ (5-HT2c) receptor antagonist 4 12
Serotonin 1d (5-HT1d) receptor agonist 4 4
Norepinephrine transporter releasing agent 4 18
HMG-CoA reductase inhibitor 4 10
FK506-binding protein 1A inhibitor 4 4
Dopamine transporter inhibitor 4 17
Dihydrofolate reductase inhibitor 4 7
Androgen Receptor agonist 3 8
Adrenergic receptor alpha-2 agonist 3 7
Vitamin k epoxide reductase inhibitor 3 4
Ferriprotoporphyrin IX inhibitor 3 6
Cytochrome P450 31 inhibitor 3 9
Bacterial dihydropteroate synthase inhibitor 3 16
Androgen Receptor antagonist 3 8
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