Supplementary data — CNS 7056 and CNS 7054

% Inhibition % Inhibition

Target receptor / ion Target receptor / ion
channel / transporter Radioligand CNS 7056 | CNS 7054 channel / transporter Radioligand CNS 7056 | CNS 7054

10uM 10uM 10uM 10uM
Adenosine A, [*H]DPCPX 6 9 GABAg [*H[GABA 15 13
Adenosine Azp [*H]CGS21680 20 0 Glutamate, non-selective [*H]L-Glutamate 0 0
Adenosine A; [*H]AB-MECA 0 0 Histamine H; [*H]Pyrilamine 12
Adrenergic 4 [*H]Prazosin 20 6 Imidazoline I, [*H]ldazoxan
Adrenergic [*H]Rauwolscine 9 13 Insulin [*2*[]Insulin
Adrenergic g [*2°I]Cyanopindolol 0 0 Leukotriene Dy [*H]Leukotriene D4 13
Adrenergic [*H]CGP-12177 0 0 Muscarinic M, [PHINMS 23 13
Noradrenaline transporter [*°|RTI-55 0 0 Muscarinic M [FHINMS 24
Calcium channel (L-type) [®H]Nitredipine 0 2 Muscarinic, non-selective [*HIQNB
Cholecystokinin CCKp [*H]Me-N-()L364,718 0 6 Nicotinic, non-selective [®H]Cytisine 14
Cholecystokinin CCKg [*H]CCK-8 11 10 Opiate, non-selective [*H]Naloxone 4 20
Dopamine D, [3H]SCH23390 16 0 Platelet activating factor [3H]PAF 17 20
Dopamine D, [®H]Spiperone 0 0 Katp Potassium channel [*H]Glyburide 17
Dopamine transporter [°|RTI-55 0 0 Progesterone [*H]R-5020 10
Endothelin ET, [*2°|Endothelin-1 4 0 Serotonin, 5-HT; [3H]5-HT 23 3
Endothelin ETg [*2°I]Endothelin-1 9 2 Serotonin, 5-HT, [*H]Ketanserin 0
Estrogen [®H]Estrodiol 1 1 Serotonin transporter [*#°IRTI-55 2
GABA, GABA site [*H]Muscimol 0 0 Sigma, non-selective [*HIDTG 4
GABA, benzodiazepine site  |[®H]Flunitrazepam 100 34 Sodium channel, type 2 [*H]Batrachotoxin 17 7
GABA, chloride channel [*H]TBOB 19 0 Testosterone [*H]Mibolerone 13 8




Material sources

| CAT.# TARGET MATERIAL SOURCE RADLIGAND/SUBSTRATE SOLVENT
20050 Adenosine A, rat brain NEN, Cat. #NET-974 0.4% DMSO
20061 Adenosine A, human recombinant, mammalian NEN, Cat. #NET-1021 0.4% DMSO
20070 Adenosine A; human recombinant, mammalian NEN, Cat. #NEX-312 0.4% DMSO
20350 Adrenergic oy, Non-Select. rat brain NEN, Cat. #NET-823 0.4% DMSO
20390 Adrenergic o, Non-Select. rat cortex NEN, Cat. #NET-722 0.4% DMSO
20401 Adrenergic B, human recombinant, mammalian NEN, Cat. #NEX-174 0.4% DMSO
20411 Adrenergic B2 human recombinant, mammalian NEN, Cat. #NET-1061 0.4% DMSO
20441 Adrenergic NE Transporter human recombinant, mammalian NEN, Cat. #NEX-272 0.4% DMSO
21460 Ca++ Ch.-L, Dihydropyridine rat cerebral cortex NEN, Cat. #NET-741 0.4% DMSO
21801 Cholecystokinin CCK,y human recombinant NEN, Cat. #NET-5971 0.4% DMSO
21811 Cholecystokinin CCKg human recombinant Amersham, Cat. #TRK-755 0.4% DMSO
21950 Dopamine Dy human recombinant, mammalian NEN, Cat. #NET-930 0.4% DMSO
21960 Dopamine Do human recombinant, mammalian Amersham, Cat. #TRK-818 0.4% DMSO
22032 Dopamine Transporter human recombinant, mammalian NEN, Cat. #NEX-272 0.4% DMSO
22400 Endothelin ET,, rat A10 cells NEN, Cat #NEX-259 0.4% DMSO
22410 Endothelin ETg human recombinant, mammalian NEN, Cat. #NEX-259 0.4% DMSO
22600 Esfrogen Calf uterus NEN, Cat. #NET-317 0.4% DMSO
22650 GABA,, Agonist Site rat brain NEN, Cat. #NET-574 0.4% DMSO
22660 GABA,. Bezodiazepine, Cen rat brain NEN, Cat #NET-567 0.4% DMSO
22680 GABA,, Chloride Channel rat brain cortex Amersham, Cat. #TRK-849 0.4% DMSO
22850 GABAz rat cerebellum NEN, Cat. #NET-191 0.4% DMSO
23500 Glutamate, Non-Selective rat brain NEN, Cat. #NET-490 0.4% DMSO
23960 Histamine H,, Peripheral guinea pig lung NEN, Cat. #NET-594 0.4% DMSO
24100 Imidazoline 1, Central rat brain cortex Amersham, Cat. #TRK-799 0.4% DMSO
24300 Insulin rat liver NEN, Cat. #NEX-196 0.4% DMSO
25060 Leukotriene D, guinea pig lung NEN, Cat. #NET-1019 0.4% DMSO
25270 Muscarinic My human recombinant, insect NEN, Cat. #NET-636 0.4% DMSO
25280 Muscarinic Ms human recombinant, insect NEN, Cat. #NET-636 0.4% DMSO
25400 Muscarinic, Non-Select. rat cortex MNEN, Cat. #NET-656 0.4% DMSO
25860 Nicotinic Acetylcholine, Cen. rat cortex NEN, Cat. #NET-1054 0.4% DMSO
26050 Opiate, Non-Selective rat brain NEN, Cat. #NET-719 0.4% DMSO
26500 Platelet Activating Factor rabbit platelets NEN, Cat. #NET-668 0.4% DMSO
26560 K+ Channel [Kare] Syrian hamster pancreatic beta cells HNEN, Cat. #NET-1024 0.4% DMSO
26800 Progesterone Calf uterus NEN, Cat. #NET-555 0.4% DMSO
27100 Serotonin 5-HT, rat cerebral cortex Amersham, Cat. #TRK-1006 0.4% DMSO
27160 Serotonin 5-HT, rat brain NEN, Cat. #NET-791 0.4% DMSO
27402 Serotonin Transporter human recombinant, mammalian NEN, Cat. #NEX-272 0.4% DMSO
27830 Sigma, Non-Selective guinea pig brain NEN, Cat. #NET-986 0.4% DMSO
27950 Na+ Channel, Site 2 rat brain NEN, Cat. #NET-876 0.4% DMSO
28500 Testosterone rat ventral prostate NEN, Cat. #NET-919 0.4% DMSO



Experimental conditions

| CAT. # AssaY TARGET *LIGAND/SUBSTRATE 'REACTION OR *NONSPECIFIC LIGAND TmE/TEMP
20050 Adenosine Aq [FHIDPCPX 10 uM PIA; RBI, Cat#A-009 90 min. @ 25°C
20061 Adenosine Az |_‘3H]—C(3521 680 50 UM NECA; Sigma, Cat #E-2387 90 min. @ 25°C
20070 Adenosine As ['QE'I]AB-MECA 10 UM NECA; Sigma, Cat#E-2387 60 min. @ 37°C
20350 Adrenergic o,, Non-Select. |_“3H]Prazosin 0.1 uM Prazosin; Sigma, Cat #P-7791 30 min. @ 25°C
20390 Adrenergic c,, Non-Select. PHIRauwolscine 1 M Yohimbine; Tokyo Kasel, Cat#Y-002 30 min. @ 25°C
20401 Adrenergic B, ["*h_cyanopindolol 100pM (s)- Propranolol; RBI, Cat #P-110 120 min. @ 25°C
20411 Adrenergic B- PHICGP-12177 10 UM ICI-118551; RBI, Cat#-127 60 min. @ 25°C
20441 Adrenergic NE Transporter I"*NRTI-55 10 uM Desipramine; Merrell 3hr. @ 4°C
21460 Ca++ Ch.-L, Dihydropyridine PHINitrendipine 1 M Nifediping; Sigma, Cat #N-7634 90 min. @ 25°C
21801 Cholecystokinin CCK, PHI-Me-N-(£)L.364.718 1 UM L-364,718; Merck 60 min. @ 4°C
21811 Cholecystokinin CCKg PHICCK-8 1 uM PD-135158; RBI, Cat #P-157 60 min. @ 25°C
21950 Dopamine D, PHISCH23390 10 UM (+)-Butaclamol; RBI, Cat.#D-033 120 min. @ 37°C
21960 Dopamine D PHISpiperone 10 UM Haloperidol; RBI, Cat.#H-100 120 min. @ 25°C
22032 Dopamine Transporter [ZNRTI-55 10 UM Nomifensine; RBI, Cat#N-123 3hr. @ 4°C
22400 Endothelin ET, [ENEndothelin-1 1 uM Endothelin-1; Peninsula, Cat #6901 120 min. @ 25°C
22410 Endothelin ETg [ENEndothelin-1 1 UM Endothelin-1; Peninsula, Cat #5901 120 min. @ 37°C
22600 Estrogen PHIEstradiol 5.8 UM Diethylstilbestrol; Sigma, Cat.#D-4628 16 hr. @ 4°C
22650 GABA,, Agonist Site PHIMuscimol 100 nM Muscimol; Sigma, Cat.#M-1523 10 min. @ 4°C
22660 GABA,, Bezodiazepine, Cen. PHIFlunitrazepam 10 UM Diazepam; Sigma, Cat.#D-0899 60 min. @ 25°C
22680 GABA,, Chloride Channel FHITBOB 200 M Picrotoxin; Sigma, Cat #P-1675 15 min. @ 25°C
22850 GABA; [PHIGABA 40 UM Isoguvacine & 100 pM (-)Baclofen; CIBA 20 min. @ 25°C
23500 Glutamate, Non-Selective [FH]L-Glutamate 50 uM L-Glutamate; Sigma, Cat#G-2128 10 min. @ 37°C
23960 Histamine H,, Peripheral [EHIPyrilamine 1 UM Mepyramine; Sigma, Cat.#P-5514 30 min. @ 25°C
24100 Imidazoline |, Central [*H]Idazoxan 1 yM Idazoxan; RBI, Cat#l-115 30 min. @ 25°C
24300 Insulin ["*Ninsulin 1 gM Insulin; Sigma, Cat.#-5500 16hr. @ 4°C
25060 Leukotriene Dy [*H]Leukotriene D, 0.1 uM Leukotriene Dy, Cayman, Cat.#20310 60 min. @ 25°C
25270 Muscarinic Ms |_‘3H]N Ms 1 UM Atropine; Sigma, Cat #A-0257 60 min. @ 25°C
25280 Muscarinic Ms |_‘3H]N Ms 1 UM Atropine; Sigma, Cat #A-0257 60 min. @ 25°C
25400 Muscarinic, Non-Select. [‘3H]QNB 100 nM Atropine; Sigma, Cat#A-0257 60 min. @ 25°C
25860 Nicotinic Acetylcholine, Cen. PHICytisine 100 pM Nicotine; Sigma, Cat#N-5260 75 min. @ 4°C
26050 Opiate, Non-Selective I*HINaloxone 1 yM Naloxone; Sigma, Cat#N-7758 40 min. @ 25°C
26500 Platelet Activating Factor PHIPAF 1 UM PAF; Sigma, Cat #P-9525 60 min. @ 25°C
26560 K+ Channel [Kere] PPHIGIyburide 1 UM Glyburide; Sigma, Cat #G-0639 120 min. @ 25°C
26800 Progesterone PHIR-5020 410 nM R-5020; Sigma, Cat#P-0130 16hr. @ 4°C
27100 Serotonin 5-HT, PHI5-HT 10 UM 5-HT; Sigma, Cat#H-7752 10 min. @ 37°C
27160 Serotonin 5-HT, PHIKetanserin 1 UM Ketanserin; Janssen Res. Fdn. 40 min. @ 25°C
27402 Serotonin Transporter [ZNRTI-55 10 uM Imipramine; RBI, Cat #1-111 3hr.@4°C
27830 Sigma, Non-Selective PHIDTG 10 UM (+) 3-PPP; RBI, Cat.#P-102 30 min. @ 25°C
27950 Na+ Channel, Site 2 [HIBatrachotoxin 100 pM Veratridine; Sigma, Cat#V-5754 30 min. @ 37°C
28500 Testosterone PHMibolerone 2 M Mibolerone; NEN, Cat #NLP-024 18 hr. @ 4°C

§Criteria or brief description given for tissue, animal, and anti-infective assays

'Radwoligand or Enzyme Substrate, _Enzyme Assays Only, 1Un|abe|ed blocking ligand used for Radioligand Binding Assays Only




Reference compound data

| CAT. # TARGET K, "Bmax T04SpEC. REF. CMPD. SUPPLIER Cs K,
20050 Adenosine A4 0.68 nM 730 fmolimg 95% R{-)PIA REIl, Cat. #A-009 21 nM 17 nM
20061 Adenosine Ay, 654 ni 7.0 pmolimg 85% CGS-21680 REIl, Cat. #C-141 464 nM 261 niM
20070 Adenosine Ay 143 nM 204 fmol/mg 80% NECA Sigma, Cat. #£-2387 144 nM 113 nM
20350 Adrenergic o,, Non-Select 0.09 nM 120 fmolimg 90% Prazosin Sigma, Cat. #P-7791 0.64 nM 0.17 nM
203590 Adrenergic o, Non-Select. 7.0nM 250 fmolimg 80% ‘Yohimbine Tokyo Kasei, Cat. #Y-002 19 nM 17 nM
20401 Adrenergic B+ 0.041 nM 72 Tmol/mg 95% Propranclol RBI, Cat. #P-110 1.8 nM 1.0nM
20411 Adrenergic B 0.2 nM 678 tmolimg 95% Propranclol REl, Cat. #P-110 0.78 nM 0.39 nM
20441 Adrenergic NE Transporter 24 nM 2.5 pmolfmg 75% Desipramine Merrell 0.93 nM 0.92 nMm
21460 Ca++ Ch.-L, Dihydropyridine 0.18 nM 230 fmolimg 91% Nifedipine Sigma, Cat. #N-7634 2.7 nM 1.7 nM
21801 Cholecystokinin CCKy 0.2 nM 130 fmol/mg 80% L-364,718 Merck 0.08 nM 0.02 nM
21811 Cholecystokinin CCKg 1.2 nM 264 fmolimg 80% PD135158 REIl, Cat. #P-157 1.1 nM 0.63 nM
21950 Dopamine D, 0.9 nM 1.6 pmolimg 90% SCH23390 REIl, Cat. #D-054 1.4 nM 0.6 nM
21960 Dopamine Dy, 0.08 M 0.48 pmolimg ~ 85% Spiperone Sigma, Cat. #S-7395 061nM  0.023nM
22032 Dopamine Transporter 0.58 nM 47 fmol/mg 90% GBR-12909 REBI, Cat. #D-052 0.49 nM 0.39 nM
22400 Endothelin ETa 0.15 nM 360 fmolimg 80% Endothelin-1 Peninsula, Cat. #6501 24 nM 21nM
22410 Endothelin ET; 43 pid 260 fmolimg 95% Endothelin-1 Peninsula, Cat. #6501 33 pM 18 pM
22600 Estrogen 0.06 nM 42 fmol/mg 75% Diethylstilbestrol  Sigma, Cat. #D-4628 0.65 nM 0.025 nM
22650 GABA,, Agonist Site 1.5nM 550 tmolimg 90% GABA Sigma, Cat. #A-2129 12 nM 7.2nM
22660 GABA,, Bezodiazepine, Cen. 4.4nM 1.2 pmol/img 91% Diazepam Sigma, Cat. #D-0899 16 nM 13 nM
22680 GABA,, Chloride Channel 18 ni 450 fmolimg 80% Picrotoxin Sigma, Cat. #P-1675 120 nM 99 nM
22850 GABAg 23 nid 210 fmolimg 65% GABA Sigma , Cat. #A-2125 44 nM 31 nM
23500 Glutamate, Non-Selective 440 nM 13 pmol/mg 85% L-Glutamate Sigma, Cat. #G-2128 940 nM 940 niM
23960 Histamine H,, Peripheral *0.33 nM *57 fmol/mg 70% Mepyraming Sigma, Cat. #P-5514 3.4 nM 0.26 nM
24100 Imidazoline b, Central 4.0 nM 140 fmol/mg 85% Idazoxan REBIl, Cat. #-115 3.2nM 2.1 nM
24300 Insulin 7.7 nM 1.1 pmol/mg 89% Insulin Sigma, Cat. #-5500 6.1 nM 6.1 nM
25060 Leukotriene D. 0.2nM 240 fmol/mg 85% LTD, Cayman , Cat. #20310 1.4 nM 0.72 nM
25270 Muscarinic M, 0.16 nM 4.9 pmol/mg 96% 4-DAMP RBIl, Cat. #D-104 13 nM 4.6nM
25280 Muscarinic My 0.078 nM 3.2 pmol/mg 96% 4-DAMP REl, Cat. #D-104 0.63 nM 0.13 nM
25400 Muscarinic, Non-Select. 74 pM 1.2 pmolimg 97% Atropine Sigma, Cat. #A-0257 1.2nM 0.39 nM
25860 Nicotinic Acetylcholine, Cen. 32nM 55 fmol/mg 75% Nicotine Sigma, Cat. #N-5260 16 nM 9.8 nM
26050 Opiate, Non-Selective 1nM 130 fmol/mg 7% Naloxone Sigma, Cat. #N-7758 2.3nM 1.2 nM
26500 Platelet Activating Factor 0.73 nM 4.6 pmol/mg 93% PAF Sigma, Cat. #P-9525 9.0 nM 5.8nM
26560 K+ Channel [Kyre] 0.64 niA 1.0 pmolfmg 90% Glyburide Sigma, Cat. #G-0635 3.6 nM 1.2 nM
26800 Progesterone 0.3 nM 510 tmolimg 85% Progesterone Sigma, Cat. #P-0130 0.98 nM 0.13 nM
27100 Serotonin 5-HT; 1.5 M 130 fmol/mg 73% 5-HT Sigma, Cat. #H-7752 8.3 nM 3.6 nM
27160 Serotonin 5-HT, 0.82 nM 520 fmolimg 92% Ketanserin Janssen Res. Fdn. 2.1 nM 1.3 nM
27402 Serotonin Transporter 0.17 nM 405 fmolimg 95% GBR 12909 REBI, Cat. #D-052 108 nM 57 nM
27830 Sigma, Non-Selective 25 ni 2.3 pmol/mg 85% Haloperidol Sigma, Cat. #H-1512 3.8 nM 3.7nM
27950 Na+ Channel, Site 2 13 nM 880 tmolimg 85% Dibucaine Sigma, Cat. #D0638 870 nM 780 niM
28500 Testosterone 430 pM 27 fmol/mg 70% Testosterone Nutr. Biochem., Cat. #6312 7.8nM 1.4 nM

Historical values obtained at Panlabs are shown for each protocol, Historical K,, By,., and % Specific Binding are shown for radioligand binding
assays and were experimentally determined atMDS-Panlabs by saturation analysis. Historical reference ligand K values shown for binding assays only.
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