SUPPLEMENTARY DATA
Galanin 2 receptor: a novel target in a subset of pancreatic ductal adenocarcinoma

Pawel Namsolleck, Barbara Kofler, Gert N. Moll

0.20
(<}
E 0.15
s
‘% 0.10
(%]
2
3
5 0.05
0.00
vehicle M89b
2.5
300
g 20
g g
c 15 € 200
o i=4
2 ‘%
§ 1.0 2
2 s 100
u o5 o]
0.0 0
vehicle M89b vehicle M89b

400

w

Expression ratio
Expression ratio
N

-

o

vehicle
vehicle

Figure S1. Relative expression of markers after treatment with vehicle or M89b.
Treatment of mice with M89b had no effect on expression of Bcl2 (A), MKI67 (B), Bax (C),

TOP2A (D) and TP53 (E) in Panc11074 PDX tissue. Data are presented £ SEM, (n=9).
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Figure S2. Target binding at 1 uM M89b in a multi-target safety panel.
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Figure S3. Enzyme and uptake assays at 1 uM M89b.
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Figure S4. Activator effect of M89b on adenylyl cyclase.
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Figure S5. Activator effect of M89b on guanyl cyclase.
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Figure S6ABCD. Effect of M89b treatment on body weight of mice with PDX xenografts (A):

Panc11074, (B): Panc11056, (C): Panc11495, (D): Panc9759 (n=5-9 in each group).



Table S1. Probes.

Probe

Lot Nr

GalR2 Hs00605839_m1

1672852 + 1439439

MKI67 Hs01032433_m1

1782541

PCNA Hs00427214 g1

P200316-008-HO7

RacGAP1 Hs01100049_mH

1713072

TOP2A Hs01032137_m1

P200312-009-HO8

BCL2 Hs01048932_g1

P200918-007-HO1

TP53 Hs01034249_m1

1769968

Bax Hs00180269 m1l

P200312-009-H10

MMP13 Hs00942584 m1

1759123




Table S2. In vitro target binding conditions.

Assay Source Ligand Cone. Kd MNon Specific Incubation Detaction Bibl.
Method

Receptors
A, fh) human FHIDPCPX 1nM 1.7 nM DPCPX &0 min Scintillation 245
(antagonist recombinant (1 pM) RT counting
radioligand) (CHO cells)
Aza (h) human PHCGS & nM 27 nM NECA 120 min Scintillation 141
(agonist recombinant 21680 {10 pMy RT counting
radioligand) (HEK-203

cells)
A, fh) human ['=aB-MECA  0.15nM 0.22 nM IB-MECA 120 min Scintillation 206
(agonist recombinant (1 pM) RT counting
radioligand) (HEK-203

cells)
s (non- rat cerebral [*H]prazosin 0.25 nM 0.09nM prazosin 60 min Scintillation a8
selective) cortex (0.5 uM) RT counting
(antagonist
radioligand)
@z (non- rat cerebral [FH]RX 821002 1 nM 0.66 nbd (-}epinephring &0 min Scintillation 249
selective) cortex (100 pM) RT counting
(antagonist
radioligand)
By (h) human H](-CGP 0.3 nM 0.39 nM alprenolol &0 min Scintillation 548
(agonist recombinant 12177 (50 pMy RT counting
radioligand) (HEK-2a3

cells)
Bz (h) human [FH]i-ICGP 0.3 nM 0.15 nM alprenolol 120 min Scintillation 794
(antagonist recombinant 12177 (50 uM} RT counting
radioligand) (CHO cells)
AT, ih) human ['=NSar’ e 0.05nM 0.05 nM angictensin-Il 120 min Scintillation 77
(antagonist recombinant AT-Il (10 pMy arc counting
radioligand) (HEK-243

cells)
ATz ih) human ['"=NCGP 0.01 nM 0.01 nbd angiotensin-il 4 hr Scintillation 248
(agonist recombinant 421128 {1 pM) arc counting
radioligand) (HEK-203

cells)
B, fh) human [FH]desArg't- 2nM 2 oM desArg®[Leud]- 120 min Scintillation 525
(agonist recombinant KD BK RT counting
radioligand) (CHO cells) (10 uM)
B (h) human [Hbradykinin 0.3 nM 0.32 nM bradykinin &0 min Scintillation 346
(agonist recombinant {1 pM) RT counting
radioligand) {CHO calis)
CB, (h) human [FH]CP 55240 0.5 nM 3.5nM WIN 55212-2 120 min Scintillation 657
(agonist recombinant (10 pMy arc counting
radioligand) (CHO cells)
CB; (h) human FHWIN 0.8 nM 1.5nM WIN 55212-2 120 min Scintillation 165
(agonist recombinant 55212-2 (5 pM) arc counting
radioligand) {CHO celis)
CCK, (CCK,) human ["*=MCCK-8s 0.08 nM 0.24 nM CCK-8s &0 min Scintillation 562
{h) recombinant (1 M) RT counting
(agonist (CHO calls)
radioligand)




Table S2. Target binding conditions - continued

Assyy EOUrCE Ligansd Come Kd Mo Spaiciic Incubaton Durtwerticn Bibl.
Mathed
CCK; (0T HKg) hman | =noCk -2 002 nM 0054 nM ‘CCKE-Bz 80 min Scindlation 134
i) T RT ounting
[agonist [CHO cedls)
radicligand)
CHRF; (k) human |“Sfsawrvagine 0075 nM 012 nM sauvagine 120 min Ecinilation BET
[aganist recombinaint [IL5 ki) RT counting
radicligand) [CHO ceds)
O i fiaman PHISCH 23380 0.3 nM 0zrM BCH 23390 60 min Ecirdlation =1
|antagonist recormbiraint [ k) RT counting
radiligand]) [CHO celds)
Dizs (h} human [Hmeshyl LETT 015 nM [+jutadamal &3 min Ecirflation f:rd
[antagonist recombinaint SpH perTinee [#0 RT counting
radicligand]) [HEK-233
i)
Oa i) hiaman [ty 03rM 005 nM [+ieadadamal 60 min Ecirdlation 145
|antegonist recombinant S DEPDINE: {0 M) RT counting
radioligand) [CHO cedls)
Dyg (h) hman PHmetyl 0ZnM 019 nM |+ ibtadamal 80 min Scindlation 25z
|antegonist recombinant S DEPDINE: {0 M) RT counting
radinligand) [CHO cils)
ETa i hiaman |“Nendothelin 003 nM 003 nM erdothedn-1 120 min Ecirdlation n
|@goanist recombinant A {#00 nikt] rc counting
radioligand) [CHO cedls)
ET {1 hman [=fendothelin 003 nM 004 nM ardothiadin-1 120 min Scindlation 54
[agaonist recombiraet A (D1 pkdj ] ‘counting
radioligand) [CHO cedls)
GaABA ral cerebeal PHIGARA 10 mill 15 mill GAEA 60 min Scirdlation 4T
[ e~ frey = [#00 pkij RT ‘counting
salertine
[agaonist
radicligand)
Hs {7 human [Hipyrilamine 1 nl 17 e pyrilarmine &0 min Ecirflation P
|antagonist recombinaint {1 by RT counting
radinligand) [HEK-283
i)
Hz i) hsman |=naPT 0075 M FLT tiotiding 120 min EScirdlation 540
|antegonist recombinant [ #00 k1) RT counting
radioligand) [CHO cedls)
Ha if) hiaman [P M- 1 il 032 nM [Rxa-ke- 60 min Ecirdlation 553
|@goanist recombinant hiskming hiskming RT counting
radioligand) [CHO cals) [T M)
I3 il Cereleal [P danooan 2 nll 4 nll Cirazodire: 30 min Scindlation ol
|antegonist O [+ 1 M {0 M) RT counting
radioligand] yohimbine]
CyslT; [LTDg)  human PHETD, 0ZnM 024 nM LTDy 80 min Scindlation a2
i) recombirant T RT couniing
[agonist [CHO cedls)
radioligand)
MICs () hman |EI:II:P-|:|- 005 nM 054 nM NDP-0-MEH 120 min Scindlation n
[agaonist recombiraet MSH [1 ki) ] ‘counting
radioligand) [CHO cedls)
MT, (ML, fhf  human (=02 01 nM 00 Nk medaionin 2400 min Ecinflation 39
st recombinant odomelalonin {1 kg RT ‘counting
radicligand) [CHO ceds)
M {noan- ral cerebeal |JI-I'F:IP-H 005 nM 001 nM aropine 130 min Scirdlation 195
St e [1 uMy RT counting
[antagonist
radicligand)
NI fiaman =1 005 nM 004 nM [Sar® Meti05)! 30 min Ecirdlation 104
[agoanist Eubstaroe P fLer RT courting
radinligand) [U3TIMG LYE3 {1 st
i)




Table S2. Target binding conditions - continued

Asnay Eource Ligand Com. Kd Hon Specific Incubation Doriwcticn Bibl.
Methosd
HE; [l hsman | A LR 012 nM [Mieu?! &0 min Ecirdilation 3
[agonist recombinant 410 AT counting
radioligand) [CHID cells) {300 infsll}
NEK; i) human |ﬁ-|'ﬁR 142801 D4rM 047 nM BB 222200 1220 min Scindlation T4
[antagonist recombinant [90 pM} RT counting
radaligand) [CHO clis)
¥ {nom- ral cerebeal | =peplice 005 nM 01mM HPY 1230 min Scirdlation -
LW Aad T RT odunting
[@gonist
radealigand)
H nauronal human PHlcydsine 05 M 03 rM ricofine 120 min Ecirfilation 104
odf2 fhi renombinant {90 b} a0 ‘cowunting
|aganist [SH-SY5Y
radialigand) oells)
opicad rat oerebeal PHraacene 1 mild 26 radoxnre &0 min Scirflation 0n
[ Pecan- O [ pht) RT ‘cowunting
sebective)
[antagonist
radialigand)
NOF [DREL1} human |ﬁ-|'r'|:|:i:l1:rﬂ1 00 nM 005 nM nociceplin B0 min Scindlation 1828
fhl necombinant [T uM)y RT couniing
[aguonist [Chem. 1 [RBEL)
radialigand) el )
FRA&RY (h) hsman Pposigitazon 5l 5T M 120 min Scirfilation 557
[gonist recombinant [ [0 by &0 ounting
radialigand) [E. ood)
=] hurman HFGE: 3nd IrM PGE; 130 min Sairdlation TE1
[gomnist recombinant [0 by RT ounting
radialigand) [HEK-233
s )
IF (PG) ) hsman Peploponst & il Bl daprost B0 min Scirflation =
[agonist recombinant 140 My AT counting
radialigand) [HEK-283
oells)
FIv rai cerebeal [ESjdATRas 10 mill 10 mlld daTPoS 60 min Ecirdlation -}
[mgoanist o [ 30 pht) RT ‘cowunting
radialigand)
skgma [reon- human |HETE 10 mill 41 Haloperidal (100 120 min Ecirdlation 1138
sebbctive) (h)  mdcgenous il AT counting
[agonist [driat cells)
radaligand)
GR (h} human |]H'rl'ﬂ.lTll'ﬂ 1.5 M 15nM T inciores Ghr Scindlation ZE3
[aguonist EECEnOUS sone [90 M} &C counting
radialigand) {IM-5 cefis)
ER {nom- human PHlesimadiol 04 md 0Z M 17-p-esradiol 20 b Scirdlation jlerye]
salective) (Y crdogenous [B M) £C counting
[agenist [MCF-T celis]
radealigand)
PR i) human PHlprogesiere 05 oM 2l X0 b Ecirfilation a0
[agonist EECEnOUS ne [4 [y &C counting
radialigand) [T47D calls)
AR (M) hsman PHmethylrian 1 rld [T Attt ET Scirflation =]
[aguonist EECEnOUS dlone [4 w1y ] counting
radialigand) [LHCaF cels]
TRH, h) hsman |- TRH 2l agnM TRH 120 min Scirflation T
[gonist recombinant [0 by &0 ounting
radialigand) [CHDO cells]
Wy 5 (hf human PHF 03 rM 05rM AVP 60 min Ecirfilation ]
[mgomnist necormbinant [ pht) RT ‘cowunting
radialigand) [CHO cisls)
Wz (hy human PHpP 03 rM O.7& nM AVP 130 min Ecirfilation ]
[agonist resombinant [4 w1y RT counting
radialigand) [CHDO cells]

10



Table S2. Target binding conditions - continued

Assay Eouroe Ligand Come Kd Mon Spacific Incubation Detacticn Bibl.
Mathod

Barobonin |5 ral ceretval |3] Serctonin 1 mildl 0EZ nM Earoionin i 5- B0 min Ecirallation 1447 1567

Hydroxytrypta  comes [E-HT) HTHI00 ke 25°C counting

minaj SHT1,

Hon-Selactiva

lon channols

BZD (contrad]  raf ceretval [Hpunirazepa 04 nM 21 M diazepam B0 min Eoirfilation o

[agenist oo m I3 uM}p & counting

radioligand)

AMPA ral ceretval PeMPA Bl - L-gluamaie B0 min Ecirailation 185

[aganist oo 1 mMj & counting

radeoligand)

kxinaie rai cenebral PHpainic ackd = Snl 19 nildl L-ghiamaie &0 min Ecirfilation 180

[aganist comex {1 mM) £C counting

radioligand)

HMDA rai cenebral PHICEP 5 misll 23 il L-ghiamaie &0 min Ecirfilation =

lantxgonist oo FEE3 (DD kd) LR couniing

radioligand)

PCP rai ceretral PP 10 midl 13 mildl W B 120 min Ecirdllation =T

jantagonist oo [0 bty Irc counting

radioligand)

FIx rai urirary HiEEMesTF  3rM 28 nM a,p-MeATP 120 min Ecirfilation 17

[agenist hiadder [90 pkt) &C counting

raedioligand)

Ca® channal ral ceretval Peipitrendipine 0.1 nM 018 nM nitrerdipine 90 min Ecirallation k=]

L. oo {4 My RT ounting

nit sita)

[antagomnist

radeoligand)

Ca® channal ral ceretval Pejdilazem 15 midl 52 mildl ditiazem 120 min Ecirallation 2z

IL. ditiazam comes (90 k1) RT counting

sita}

[benzothiazap

ines)

[antagomnist

radioligand]

Ca* channal ral ceretral PHDEz= 3 midl 3 mill O 800 120 min Eingllation 194

L werapamil  codex (40 pMty RT counting

site)

Iphay lalicgla

mina)

jantagonist

radioligand)

Karp channs rai cenebral PHjgiberclami 0.1 M 0.0E nM giiberciamice &0 min Ecirfilation L

[antagomnist oo 4 pMp RT counting

radioligand)

K, channel rat ceretval = 001 nM 0.04 nM o-dendrotosdn 60 min Sirdlation 225

jantagonist et ‘deraanodoon 150 nkAj AT counting

radeoligand)

B, chaninal ral ceretval [==fapamin 0L00T M 0007 nM apETin B0 min Ecirallation 11z

[antagomnst oo [ D0 riks) & counting

radioligand)

HWa® chiannal ral ceretval Pe{patrachaln 10 midl 9 mll weramidine: B0 min Ecirallation =

[sita 7} oo wn [300 M) kra's] counting

[antagomnist

radeoligand)

CI chaaaninal ral ceretval EsTers 3 rildl 14.5nM piCrolnE nin 120 min Ecirailation 135

[GABA-gated)  oomex 120 pkty RT counting

[antagomnist

radioligand]

11



Table S2. Target binding conditions - continued

AsLay Eource Ligane Cone. Kd Mon Spacific  Incubation Datection Bibl.
Mizihiod
Transpoters
noFepinephiin human PHpiscagtre 1 29 M desipraming 120 min Ecirdlation 120
o recombinant [ bty &C counting
transpodter  (CHO cels)
|antagonist
radicligand])
dopaming human [HETCF & Pl 45 M ETCF 120 min Ecirdlation 190
transpodter () recombinant T a0 ‘counting
[antagonist [CHO ceds)
radaligand)
GABA rai cerebral [HIGABA 10 mlll 500 Nk GAEA 30 min Scirdllation 214
transpotes o [+ 10 uk [ mh) RT countig
|antagonist EsgUacing)
radialigand) [+ 10k
]
‘cihioline human [Hpemicholni 3l igmM hemicholinium- B0 min Soirdllation 645
renomivinanl um-3 3 RT ‘cowurling
[CHT1) {) [CHIO colis) [0 uM}
|antagonist
radaligand)
5-HT human Hjmigramine 2 rld 1.7 mM imipramine B0 min Scirdllation ==}
recormbinant [0 pkA) RT ‘couniing
fh) [CHIO celis)
radialigand)

12



Table S3. Target binding of compounds that are reference in Figure S2.

Compsourd LD 1G53 (M} K () nH
&4 {h} jantagenist radioligand)

DFCPX 14E-08 M B.TE-10 M a8
Ay, () [aganist radicligand)

KECA J4E-DEM Z.BE-DE M 14
iy (h) jagonist radicligand)

IB-MECA 4.2E- MM Z.5E-10 M L}
nwmm

pracosin 3.0E-#0 M TAE-11 M LE:}
O, (non-selactive) {antagonist radioligand)

yohimibires 1.0E-07 M 4.1E-D8 M Lk}
By {7 {agonist radkoligand)

alenalol 4 1E-O07 M 23E07 M Lk}
Bz (M) {antaganist radioligand)

IC1 118551 BAE-MI M ZTE-10 M 1.7
AT; (hl [antagonist radioligand)

SaHIGIN S4E-H M 4.TE-10 M LE:}
SarIEn 1AE-M@ M 5.5E-10 M 1.0
AT () [agonist radioligans}

angissnsin-il B.IE-11 M 3Z2E-11 M 1.0
BZD {central} (agonist radcligand)

darepam 5.9E-08 M B.3E-09 M Lk}
E, ih} [aganist radicligand)

desing KD B.5E-#0 M 4.3E-10 M 1.0
Bz fh) {agonist radialigand)

WFC B&T B.2E-08 M 42E-09 M 0.8
B, (h} {agonist radicgand)

CF 55340 9.9E-0 M B.TE-10 M a8
CE, (h} (agonist radiclgand)

WiN 55212-2 2.0E-08 M 1.3E-09 M LE:}
D0 [CTHLA) (T (Fgonist radioligand)

CO¥-Em SAE-11 M BBE-11 M 12
CLH; [CCHa) (M [aponist radiokigand)

CO¥-Em 2.0E-80 M B2E-11 M Lk}
'GRF , jTv) {agonist radsoligand)

SaUAgInE BAE-#0 M 52E-10 M aT
Iy N} [amagonis radioligand)

BCH 23380 J.BE-MI M 1.5E-10 M 1.0
E me

i+ )butaclamol 2TE-MM S1E-10 M 1z
IOy (h} (antagonist redioligand)

i+ butaclamol 3.0E-09 M BUBE-10 M Lk}
i+ burtaclamod 1.5E-0 M 42E-10 M 13
Diwa ) jantaganist radioligand)

choraping TAE-DE M 2.8E-DE M 13
ETx (h) [agonist radioligand)

endothalin-1 B.BE-11 M 4.3E-11 M a8
ETy (M [agonist radioligansd)

endothalin-3 BAE-11 M 4.8E-11 M 12
GABA [reon-salective| (egonist radicligand)

EAEA J.BE-DEM 22E-D8 M 12

13



Table S3. Target binding of compounds that are reference in Figure S2 — continued.

Compsounsd L0 ICg, {M} L] nH
—

AMPA [agonist radiollgand)

L-glulamase 14E07 M 1Z2E07 M z4

L-gluamate 2TE-IT M 2.5E07 M 0.8

ainate |agonist radiokgand)

kainic acid 2TE-EM Z1E-D2 M 08

HMDA (amtagonist radioligand)

CGE 19765 4.TE-OT M 3.BEOT M 14

K, {h} jantag gand)

pyriamire 20E-0 M 1.BE-D5 M 15

Hz (N} (aaragonist radioligand)

cimaticine TTEOT M T.5EOT M 15

cimaticine E.9E-O07 M E.TE-OT M 14

K, ih} [agonist radicligand)

R -l s tamires: 14E-04 M 3.3E-10 M 12

Iy (@nagonist radioligand)

damnsa B.BE-D9 M 5.8E-05 M 1.0

CysLT; [LTD) (h) jagonist radicligand)

LTy BE.5E-# M 2.8E-10 M 14

MC, (i [agonist radioligand}

MIDF-3-MSH 3.0E-M0 M 2.TE-10 M 12

T, (ML) () jagoaist radicligand)

malatonin 1.TE-MM fL4E-10 M 14

Ml {non-sebec thva) jantagonist radioligand]

alropine 3.5E-M0 M B.BE-11 M Lk}

KK, (h} {agonist radiclgand)

[EIII'.F-HID.EI“]-E-P 4.5E-80 M Z0E-10 M 08

MK (h} (agonist radicligand)

[Mbeu T MICA, (4-101) 3.3E-MAM 1.BE-D9 M ar

WKy (N} (sniagonist radioligand)

EH 222300 TAE-DAM 4.0E-09 M 14

¥ [mon-salactive) (egonist adiclgand)

HPY 4.5E-90 M 3.0E-10 M 12

N reuronal 42 fhi (agonist radicligand]

oot T.5E-A M 2.5E-09 M arF

opioid (non-sskii) {antagonist radislgand)

i K 1.9E-M8 M 1LAE-D9 M 0.8

WOF (DRL1) (k) {agonist radioligand)

RoCCEpdn 1.5E-M0 M BBE-11 M 13

FRARY (M {ag gand]

nosigitazane 2.0E-DEM 11E-D8 M 13

nosigifaEnne 1.BE-DE M SEE-D9 M a8

PGP [antagonist radicligand)

MK B0 S.2E-08 M 52E08 M Lk}

EP, {f] |agonisi radiokgand)

PEE; 1.5E-04 M SUEE-10 M 14

P [PGL;) |7 jagonist radioligand)

Bopreesi 24E-08M 1.4E-D2 M as

P2 {agonist radioligand)

a p-MeATH 4.4E-04 M 21E-D9 M LiE:}

PZY jagonist radioligand)

GATPaE S.6E-DE M 4.BE-DE M a8

sigena {nod-solective) () [agonis redisligand)

Faloperidol T.0E-DEM 5.TE-DE M 22
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Table S3. Target binding of compounds that are reference in Figure S2 — further
continued

Compounsd LD I3y (M} K, (M) nH

GR () jagonist radioligand)

deamethasone 34E-09 W 1.TE-09 M 1.4

ER (non-sdlectiva) (i (#gonist adokgand)

17-E-estraiol 4.TE-40 M 1.6E-10 M 10

PR (h) [agonist radicligand)

promegesione B.9E-30 M 5.5E-10 M [

promegesione 28E-H0 M ZAE-1OM 1.3

AR [ (gonist mdokgand)

fesiosienone 3.0E-09 W 1.3E-09 M 0.8

TRH i) {agonist radialigand)

TRH 3.7E-08 M 2.5E-08 M ]

V1 a (1) jagonist radialigand)

[dCHzls " Tyr{Mejg}AVE ZAE-D9 W 1.3E-09 M 12

Vg il [aganist radioligand)

NP 1.BE-D9 W 1.3E-09 M 10

'Ca* chamnal |L, divydropyriding sita) [antag pand]

ritrendipine 2.EE-40 W 1.7E-10 M 1.3

Ta™ channal |L, ditiazom sita) { pinas) (anta gy gand

dilazem 4.BE-D8 W 3.TE-D8 M 0.5

dilazem 5.3E-08 M 4.1E-08 M 1.3

'Ca* chamnal L, verapamil sito] (phenylalkylaming| [anag: gand)

D E00 1.9E-08 M BEE-09 M 06

Hare channal [antagonist adclgand)

glbendamide 1.0E-40 W 3.5E-11 M o7

ey channad (artag, par-d

a-dendroacun 3.0E-30 W ZAE-10 M =3

i, channal [antag, gand)

apamin ZEE-11 M 1.3E-11 M 1.5

Ha® Isita 2} jantag pand)

veratriding: 2.IE-05 W Z.0E-05 M 1.5

CT channa! {GABA-gated) jantagonist radicligand)

piorodoodnin 1IEIT W ZHEAIT M 08
pinag L 1T fartag gard|

prodriphyline 5.4E-D9 W 4.0E-09 M 12

‘dopaming wransporter (i {antagonist radicligand)

BTCF B.TE-D9 W 5.1E-09 M 21

'GABA lransporter (antag, gand)

ripecotic acid 2.4E-D6 W 2AE-D5 M o7

choling transposter (CHT1| (h) [antagondst radioligand)

iz holniam-3 1.BE-08 W 1.0E-08 M 0.8

EHT transpodter (h} I gand)

Imipramine 2.EE-09 W 1.1E-09 M 08

Sarotonin [E-Hydraxyiryptamine) 5-HT1, Non-Sakectie

Samtonin (5-HT) 2.EE-D9 W 1.0E-09 M 08
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Table S4. Conditions of enzyme and uptake assays.

Assay Source Substratol Incubaticn Moasured Dutaction Mothed  Bibl.
StamulusiTracer Componsnt
Expig rymios and OMA-ralatad enzy
CENP-E {h} Fusman recombinar:  ATF 5 mini Inorgaric prosprate  Photometry 853
{E colf) {100 i) RT
EqgS5 i) Fusman recombinar:  ATF A0 min Inorgaric prosphate  Photometry 853
(50 pid) RT
HOACS jh) Fasman recombinar  fuorogenic HOAC A0 min Nucen-tysine: Flurimeiry -]
subisirate RT
(50 L]
HOACE fh) Fasman recombinart  fuorogenic HOAC 30 min Nucen-tysine: Flurimeiry 896
subsirate clhass 2a RT
20 pid)
HOACE fh) Fesman recombinar  fuorogenic HOAC 30 min Nucen-tysine: Flurimeiry 896
subisirate RT
125 L)
HOACA i) Fesman recombinart  Suorogenic HOAC 30 min fucen-tysine: Flurimeiry [T
subsirate clhass 2a arc
(50 pid)
sirtuin 1 i) Fusman recombinart  fuorogenic HOAC 20 min Nucen-tysine: Flurimeiry are
affeci) (E ool subrsirate RT
(200 L
sirtuin 2 i) Fesman recombinant  Suoro-lysioe siddin 2 60 min fucen-tysine: Flurimeiry 76
{inhibitor affect) {E. col) RT
subsirate
1150wy
" Dthar enzy
COX1[h) Fesman recombinant  Arachidonic ackd 3 min Rescruln (ceydized  Fluorimeiny 1480
{3uM] + ADMFP (25 AT ADHF]
i)
S-llpoxygenase () Fuman recombinart  arachidonic acd 20 min rrodamine 123 Flurimeiry 1063
(523 cels) (cylosal) (25 M) RT
PDELE (b Fusman recombinant  [BHEGMP + GNP 20 min [BHISGMP Songlabon counting 1389
{529 cells) {1.5 pil) RT
PDEZAT fh) Fusman recombinant  [3HCAMP + CAMP 20 min [BHISAMP Sondlabon counting 1389
(553 cels) (2uM] RT
PDE3A (h) human recombinant  [ZHECAMP + CAMF 20 min [BHISAMP Soindliation counsing 1399
(553 cels) 10 Sl RT
PDEADZ k) Fusman recombinar  [3HCAMP + CAMP 20 min [BHISAMP Sondlabion counting 1389
(553 cels) 10 Sl RT
PDES {h) Fsman plateles PHEGMP B0 mir PHSGME Sondlabon counting 263
(et -s@boctive) + cGMP (1 pM) RT
adenylyl cyclasa CHO cells rone 10 min CAMP HTRF 1m@
[activater aMect) {100 il forskalin RT
for conirol]
guanyiyl cyclass Fusman recombinart  GTP A0 min cGMP HTRF 1078
() factivartor 110 i) RT
affact) {100 pidl SHP
for conirol]
phosphatase 18 (k) Foman recombinars DIFMUE 30 min CHFNLY Flurimeiry |28
(PTRE] (E ool 10 i) AT
phosghatase Fsman recombinar: | DIFMUF 20 min DU Flurimeiry |28
COC2ZEA k) {E. colf) {200 pi) RT
¥ Feman rec ] ne 30 min 5 thio 2 nivoberzoic  Photometry 63
T (HEX-293 cells) 1400 i) RT acid
GABA rat brain GABA (9 mM) B0 mir succink Flurimeiry 286
transaminase +okeioghfarate (@ 37°C semiakiehyde
i)
MAD-A ) Fsman placenta Kyreraming 20 min 4-OHguincling: Phosomatry 265
1015 mM) RT
Assay ‘Bource ‘Sulbysirain Irecubarticn Measured Daioctben Method Bibi.
StamulusiTracer Codmi ponssnt
MAD-E [T FigTan recombinang D-Lucherin B0 mim misthyl ester lucierin Luminesoenoe 1134
re-Coam binand heTiva v arc
STy & Ml
tyrosing ral siriatum PHRyrosing 20 min [PHH;O Sdntlation couning 168
hydroxylasa {10 pi) 37°C
ATPasa (Ha" ") porcine cenebral ATE BO min Pi Photomainy A |
corex {2 mlsll) arc
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