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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

ADORA2A

Cell Line Name: HEK293/A2A/Gal5
Species/Source: Human/Recombinant

Gene Synonyms: ADORA2A ; A2aR; ADORA2; RDC8
Accession Number: NM_000675

G coupling Gs

Functional Assay-Calcium Flux Assay

ADORA2A
Agonist NECA 1201 : zf,f\A
Measurement: Intracellular Ca?* ,\122:
Detection method: FLIPR Fluorimetry § 60
Incubation 25C % 401
Agonist effect EC50: 5.4 nM < 22
IR
Log [Compound] nM
ADORA2A
Antagonist CGS-15943 1207 A CGS-15943
Measurement: Intracellular Ca?* §1§2 o ZM241385
Detection method: FLIPR Fluorimetry g 60
Incubation 25°C 5
Stimulant NECA: 40 nM =
Antagonist effect IC50: 0.22 nM ot - . : p
Log [Compound] nM
ADORA2A
Cellular Background: HEK293
Species/Source: Human/Recombinant
Gene Synonyms: ADORA2A ; A2aR; ADORA2; RDC8
Accession Number: NM_000675
Radio ligand binding Assay
ADORA2A
Ligand [3H] CGS 21680 195- S
Ligand concentration 6 nM 1004 v = CPA
Kd (nM) 47.5 nM é 75- : 222541152%153
Non specific NECA (10 um) % 50
Incubation 120 min/RT s 25
Detection method Scintillation counting o1
Reference: NECA (IC50:82.0 nM) 43 210 1 23 45

Log [Compound] nM

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
Email: biology info@wuxiapptec.com; www.wuxiapptec.com Page 1 0f 44



mailto:biology_info@wuxiapptec.com
http://www.wuxiapptec.com/

A 7%
1DJ Wu;l An%ﬂec

Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

AlphalA

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/AlphalA

Human/Recombinant

ADRA1A; ADRA1C; ADRA1L1; ALPHA1AAR
NM_000680 (isoform 1)

Gq

Functional Assay-Calcium Flux Assay

Agonist
Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant
Antagonist effect

AlphalA

. . 120 . .
(-)Epinephrine ® (-)-Epinephrine (E4642)
100 A A-61603

Intracellular Ca%*

o
3
»

FLIPR Fluorimetry o (
25C 2l
EC50: 4.0 nM

Activity (%)
Y
3

Log [Compound] nM

.. AlphalA
5-Methylurapidil 120 5-Methylurapidil
WB-4104
Prazosin

BMY7378

Intracellular Ca* 100

Oeé x e

80

FLIPR Fluorimetry
25°C
20
(-)Epinephrine : 6.3 nM o™
IC50: 3.6 nM 2 0 2 ‘ ¢

Log [Compound] nM

60

Inhibition (%)

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

AlphalA

[3H]prazosin

0.2 nM

0.09 nM

epinephrine (0.1 mM)
60 min/RT

Scintillation counting

1254
e WB4101

m Epinephrine
4 Prazosin

1004

754

50

% Inhibition

25

0

32101 2 3 45
WB 4101 (1C50:0.28 Log [Compound] nk
nM)
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Alpha2A

Cell Line Name: HEK293/Alpha2A/Gal5

Species/Source: Human/Recombinant

Gene Synonyms: ADRA2A; ADRA2; ADRAR; ZNF32; ADRA2R; ALPHA2AAR
Accession Number: NM_000681 (isoform 1)

G coupling Gi

Functional Assay-Calcium Flux Assay

Alpha2A
Agonist UK14304 120 ¢ UK14304
v Epinephrine (E4250)

Measurement: Intracellular Ca% 122
Detection method: FLIPR Fluorimetry :; 60
Incubation 25C g :z
Agonist effect EC50: 0.14 nM o

T : ;

Log [Compound] nM
Alpha2A
Antagonist Yohimbine hydrochloride ] e Yohimbin
100 A

Measurement: Intracellular Ca% € Ll Y brasosn
Detection method: FLIPR Fluorimetry S 5o
Incubation 25°C £

04 v v
Stimulant UK14304 : 4.3 nM L v i
Antagonist effect IC50: 32.6 M 2T g tcompound M
Radio ligand binding Assay

Alpha2A

Ligand [3H]RX 821002 125, o Conephiine
Ligand concentration 0.5 nM 1001 m Prazosin

< A Yohimbin
Kd (nM) 0.46 nM . v RXE21002
Non specific epinephrine (0.1 mM) £ 50 ¢ UKL4304
Incubation 60 min/RT s 3 “

0] -
Detection method Scintillation counting o s
2 -1 0 1 2 3 4 5

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Betal

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/Betal/Gal5
Human/Recombinant

ADRB1; RHR; B1AR; ADRB1R; BETA1AR

NM_000684
Gs

Functional Assay-Calcium Flux Assay

Agonist
Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant
Antagonist effect

(-)Epinephrine
Intracellular Ca?*
FLIPR Fluorimetry
25C

EC50: 2.72 nM

Carvedilol

Intracellular Ca?*

FLIPR Fluorimetry

25C

(-)-Epinephrine : 20 nM
IC50: 4.75 nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H](-)CGP 12177
0.3nM

0.04 nM

propranolol (2 uM)
120 min/RT
Scintillation counting
Atenolol (IC50:857 nM)

Activity (%)
B
n B [2] o O N

Betal

A (-)Epinephrine
® |soproterenol
¢ Salbutamol hemisulfate

)
Lo

Inhibition (%)
88538888

~
S o

1 .
] “_/’
2 -1 0 1 2 3 4

Log [Compound] nM

Betal

1254

% Inhibition

-2 -1 0 1 2 3 4

Log [Compound] nM

Betal

4 3 -2 -1 0 1 2 3
Log [Compound] nM

Carvedilol

(% )-Propranolol hydrochlor
Atenolol

ICI 118 551 hydrochloride

< &> 0

Atenolol
Salbutamol
Propranolol
1CI1118551
Isoproternol

% 4« > H O

4 5
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Beta2

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/Beta2/Gal5

Human/Recombinant

ADRB2; BAR; B2AR; ADRBR; ADRB2R; BETA2AR
NM_000024

Gs/Gi

Functional Assay-Calcium Flux Assay

Beta2 A Adrenaline

Agonist Adrenaline 1207 v Isoproterenol
1004 # Salbutamol hemisulfate
Measurement: Intracellular Ca?* - 50
Detection method: FLIPR Fluorimetry > 601
E 404
Incubation 25C 2 50l
Agonist effect EC50: 0.11 nM o]
PEE 230 155
Log [Compound] nM
. . Beta2 e Carvedilol
Antagonlst Carvedilol 1259 A ()-Propranolol hydrochloride
24 100- + 1CI118551
Measurement: Intracellular Ca -
< 754
Detection method: FLIPR Fluorimetry 5 o
Incubation 25°C 2 2]
Stimulant Adrenaline: 0.43 nM 01
Antagonist effect IC50: 7.07 nM T T S
Log [Compound] nM

Radio ligand binding Assay

i Beta2
Ligand [3H](-)CGP 12177 125-

. . Atenolol
Ligand concentration 0.3nM 1004 : S:IEL(J)t:mol
Kd (nM) 0.1 nM 5 754 A Propranolol

ipe Z v ICI118551
Non specific propranolol (2 uM) £ 501 * Isoproternol
Incubation 120 min/RT S 25 Y,
Detection method Scintillation counting &
Reference: IC1118551(IC50:3.3 nM) 4 3 2101 23 45
Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

CB1

Cell Line Name: CHO/CB1/Gal5

Species/Source: Human/Recombinant

Gene Synonyms: CNR1; CB1; CNR; CB-R; CB1A; CB1R; CANNG6; CB1K5
Accession Number: NM_016083 (isoform1)

G coupling Gi

Functional Assay-Calcium Flux Assay

CB1 A WIN55212-2
Agonist WIN55212-2 1201 + CP55940
Measurement: Intracellular Ca?* ?122: s Anendemie
Detection method: FLIPR Fluorimetry i: 601 e
Incubation 25C § ;u; £
Agonist effect EC50:352 nM 22'
-1 0 1 2 3 4 5 6

Log [Compound] nM
Antagonist Rimonabant hydrochloride o cBL e Rimonabant
Measurement: Intracellular Ca* 100 Y Aveao
Detection method: FLIPR Fluorimetry § zz
Incubation 25C 5 40
Stimulant WIN55212-2: 4000 M =
Antagonist effect IC50: 12.5 nM A1

log [Con ] nM

CB1
Cellular Background: CHO-K1
Species/Source: Human/Recombinant
Gene Synonyms: CNR1; CB1; CNR; CB-R; CB1A; CB1R; CANNG6; CB1K5
Accession Number: X54937
Radio ligand binding Assay
Ligand [3H]CP 55940 CB1
Ligand concentration 0.4 nM T s e CP55940
Kd (nM) 3.70M < s e
Non specific WIN 55212-2 (5 uM) 2 5 v Anendamie
Incubation 120 min/37°C g 25 £
Detection method Scintillation counting ] : A vy
Reference: CP 55940 (0.81 nM) 77 g Compounaym
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

CB2

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

CHO/CB2/Gal5
Human/Recombinant
CNR2; CB2; CX5; CB-2
NM_001841

Gi

Functional Assay-Calcium Flux Assay

Agonist
Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant
Antagonist effect

CP55940
Intracellular Ca?*
FLIPR Fluorimetry
25C

EC50: 199 nM

AM630
Intracellular Ca?*
FLIPR Fluorimetry
25C

CP55940: 300 nM
IC50: 563 nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H]CP 55940
0.5nM

5.1 nM

WIN 55212-2 (5 uM)
120 min/37°C
Scintillation counting
WIN55212-2(1C50:
2.2nM)

Activity (%)

Inhibition (%)

CB2
120
° e CP55940

100 * A WIN55215-2
80: @ Anandamide
60 A
40
201

0

1 0 1 2 3 4 5

Log [Compound] nM
CB2
1204
® AM630

1001 e AM281
80 v Rimonbant
60

404

201 o %

0 v
-20 T T T T g

0 1 2 3 4 5

Log [Compound] nM

CB2
125
o CP55940

100 n B WIN55212-2
.E - 4 Anandomide
z ¥ AM630
'JE 50 & AM281
s 5] e

0 Iy

3 2 10 1 2 3 4 5

Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

CCKA

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/CCKA

Human/Recombinant

CCKAR; CCK-A; CCK1R; CCKRA; CCK1-R
NM_000730

Gq

Functional Assay-Calcium Flux Assay

Agonist CCK-4 o cera
Measurement: Intracellular Ca?* 100 A . 3 ggigs
Detection method: FLIPR Fluorimetry § zz ’
Incubation 25C § 401
Agonist effect EC50: 80 nM 22

Y fgtcompouna it
Antagonist Lorglumide o CCKA o Lorgumide
Measurement: Intracellular Ca?* 100 v f?VZSEEE
Detection method: FLIPR Fluorimetry &g &7
Incubation 25C g 32
Stimulant CCK-4: 557 nM £
Antagonist effect IC50: 635 nM 20 . . . . ,

0 1 2 3 4 5

Log [Compound] nM

CCKA
Cellular Background: 1321-N1

Species/Source:
Gene Synonyms:

Accession Number:

Human/Recombinant
CCKAR; CCK-A; CCK1R; CCKRA; CCK1-R
L19315

Radio ligand binding Assay

Ligand [3H]CCK-8s - coKa

Ligand concentration 0.5nM 100 ‘.. . E‘;Zi;ide
Kd (nM) 0.22 nM En 4 Lrassio
Non specific CCK-8s (1 uM) % Zz

Incubation 60 min/RT 0

Detection method Scintillation counting L

Reference:

Log [Compound] nM

CCK-8s(IC50: 2.4 nM)

Email: biology info@wuxiapptec.com;
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Cell Line Name: HEK293/D1/Gal5
Species/Source: Human/Recombinant
Gene Synonyms: DRD1; DADR; DRD1A
Accession Number: NM_000794

G coupling Gs

Functional Assay-Calcium Flux Assay

b1 (+ )-SKF-38393
Agonist (£)-SKF-38393 2 v Dopaine
Measurement: Intracellular Ca%* = %] * TORDPAT
Detection method: FLIPR Fluorimetry 2
2 40
Incubation 25C 2 2]
Agonist effect EC50: 5.1 nM 01
AT T T T
Log [Compound] nM
D1
Antagonist R(+)-SCH-23390 125- R
hydrochloride 1001 A SCH-23390
L 751
Measurement: Intracellular Ca?* ‘\g’ 504
Detection method: FLIPR Fluorimetry 5 2 [_‘_,}1—'-?,
S o
Incubation 25°C el it > i .
Stimulant (+)-SKF-38393: 11 nM sol o lcompoundy M
Antagonist effect IC50: 1.3 nM
Radio ligand binding Assay
D1
Ligand [3H]SCH 23390 1251 o Dopanine
. o 100 m  7-OH-DPAT
Ligand concentration 0.3 nM 5 o A L745870
Kd (nm) 0.6 nM £ v Droperidol
£ 501 & R(+)-SCH23390
Non specific droperidol (10 uM) < . .
Incubation 60 min/RT o
Detection method Scintillation counting R S A S e S S S
L Ci d] nM
Reference: R(+)-SCH23390(IC50:1.7 og [compound] n
nM)

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Wuki AppTec Biology Department of WuXi AppTec (Shanghai) Co., Ltd.
Cell Line Name: HEK293/D2/Gal5
Species/Source: Human/Recombinant
Gene Synonyms: DRD2; D2R; D2DR
Accession Number: NM_000795
G coupling Gi

Functional Assay-Calcium Flux Assay

b2 ® Dopamine
1204
Agonist Dopamine 1004 v 7-OH-DPAT
Measurement: Intracellular Ca%* g ™
. 604
Detection method: FLIPR Fluorimetry g ol
Incubation 25C < 20
0_
Agonist effect EC50: 3.1 nM 20 R
-2 -1 0 1 2 3 4
Log [Compound] nM
D2
. . . ® Amisulpride
Antagonist Amisulpride 122 r Drogerdo
Measurement: Intracellular Ca? . ¢ (vButaclamol
e 80 = (-)Butaclamol
Detection method: FLIPR Fluorimetry £ o
Incubation 25°C £
20
Stimulant Dopamine: 10.5 nM Lo . i
Antagonist effect IC50: 4.8 nM 2 Logo[c(,mpozund] nM4 °
Radio ligand binding Assay
Ligand [3H]7-OH-DPAT 2 D2
125 )
Ligand concentration 1nM 0. . 3_"3:_";;;
Kd (nM) 1.7 nM g 4 L7480
£ v Droperidol
Non specific droperidol (10 uM) £ 507 ¢ R(+)}-SCH233%0
. . < 25 *  (+)-Butaclamol
Incubation 60 min/RT °
0
Detection method Scintillation counting —
4 -3 2 10 1 2 3 4 5
Reference: (+)-Butaclamol(1C50:1.4 Log [Compound] nM
nM)
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/ETA

Human/Recombinant

EDNRA; ETA; ET-A; ETAR; ETRA; MFDA; ETA-R; hET-AR
NM_001957

Gq

Functional Assay-Calcium Flux Assay

Agonist
Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant
Antagonist effect

Eta

=
N
T

Endothelin 1
Intracellular Ca?*

3 e Endothelin 1
®  Endothelin 3

=
1<)
<

o
g

FLIPR Fluorimetry

25C

EC50: 1.6 nM | .

I [ ]

2 1 o 1 2 3
Log [Compound] nM

% Activity
nN a
(.Iﬂ o

o

Eta e BQ-123

BQ-123 1251 A BQ-788
1004
Intracellular Ca?*

~
a
1

FLIPR Fluorimetry
25°C
Endothelin 1: 3.2 nM

o
o
1

Inhibition (%)

N
a
1

4 L]
o L]

IC50: 3.0 nM 3 2 1 0 1 2 3 4

Log [Compound] nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[1251]endothelin-1
0.03 nM

0.03 nM

endothelin-1 (0.1 pM)
120 min/37°C
Scintillation counting
endothelin-1(1C50:0.12
nM)

1251 ,
e Endothelin-1

= BQ123
A BQ788

1004

754

50

% Inhibition

254

R ERE
Log [Compound, nM]
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/H1
Human/Recombinant

HRH1; H1R; H1-R; HH1R; hisH1

NM_000861
Gq

Functional Assay-Calcium Flux Assay

Agonist
Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant
Antagonist effect

Histamine
Intracellular Ca*
FLIPR Fluorimetry
25C

EC50: 2.39 nM

Pyrilamine maleate salt
Intracellular Ca?*

FLIPR Fluorimetry

25°C

Histamine: 6.3 nM
IC50: 3.87 Nm

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H]pyrilamine

1nM

2.3nM

Pyrilamine (1 uM)

60 min/RT

Scintillation counting
Pyrilamine(IC50:6.8nM)

% Activity

H1 L
® histamine

1254 m 2-PEA
100

754

504

254

0.
-25 T T T T

-2 0 2 4
Log [Compound] nM
H1
125 o
® Pyrilamine

100 A Clobenpropit
S ¢ Cimetidine
c
2 504
s
E 259
£

0.

-2 0 2 4 6

% Inhibition

125

100

754

50

25

04

Log [Compound] nM

v v v
— T T T
4 3 2 -1 0 1 2 3 4 5
Log [Compound] nM

Pyrilamine
Histamine
Clobenpropit
Cimetdine

<> m e
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/H2

Human/Recombinant

H2; HRH2; H2R
NM_022304
Gq

Functional Assay-Calcium Flux Assay

H2
Agonist Amthamine 1207 v Imetit
A Amthamine
dihydrobromide 1:2 + Histamine
Measurement: Intracellular Ca?* S ol
Detection method: FLIPR Fluorimetry § 401
20
Incubation 25C o
Agonist effect EC50: 1125 nM 20t | S S
Log [Compound] nM
H2 ® Cimetidine
Antagonist Cimetidine 1259 " Ratinidine
Measurement: Intracellular Ca% 107
. . § 751
Detection method: FLIPR Fluorimetry £
Z 50
Incubation 25°C £
> 254
Stimulant Amthamine o
dihydrobromide: 8000 nM . . . . .
0 1 2 3 4 5
Antagonist effect IC50: 111.8 nM Log [Compound] nM
Radio ligand binding Assay
H2
Ligand [3H]Tiotidine 125+ v e
IStamine
Ligand concentration 1nM 1001 ® Clobenpropit
Kd (nM) 0.8 nM 5 75 4 Cimetdine
. . . 3 v Imetit
Non specific Cimetdine(10uM) Z 504
£
Incubation 60 min/RT s 254
n
Detection method Scintillation counting 0{ o= v
Reference: Cimetdine(IC50:472.7nM) 3 10 1 2 3 4 s
Log [Compound] nM
288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

5HT1A
Cell Line Name: HEK293/5-HT1A/Gal5
Species/Source: Human/Recombinant

Gene Synonyms:
Accession Number: NM_000524
G coupling Gi

Functional Assay-Calcium Flux Assay

Agonist 5-CT
Measurement: Intracellular Ca%*
Detection method: FLIPR Fluorimetry

Incubation 25°C

Agonist effect EC50:0.72 nM

Antagonist Methiothepin mesylate salt
Measurement: Intracellular Ca%*

Detection method: FLIPR Fluorimetry

Incubation 25C
Stimulant 5-CT: 20 nM
Antagonist effect IC50: 42.3 nM

Radio ligand binding Assay

Ligand [3H]8-OH-DPAT
Ligand concentration 0.3nM

Kd (nM) 0.6 nM

Non specific 8-OH-DPAT (10 uM)
Incubation 60 min/RT

Detection method Scintillation counting

Reference: 8-OH-DPAT(IC50:1.6nM)

1204
1004

Activity (%)

Inhibition (%)

-20

80
60
40
20

SHT1A

T T T T T T T
2 -1 0 1 2 3 4
Log [Compound] nM

5HT1A

HTR1A; G-21; 5HT1a; PFMCD; 5-HT1A; 5-HT-1A; ADRBRL1; ADRB2RL1

A 5CT
Serotonin
v 8-OH-DPAT

+

® Methiothepin
A WAY-100635
v Ketanserin

-254

% Inhibition

Log [Compound] nM

SHT1A

SRR RER
Log [Compound] nM

¢ <> m o

5-CT
Serotonin
8-OH-DPAT
WAY-100635
Ketanserin
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5HT1B

Cell Line Name: CHO-K1/5-HT1B

Species/Source: Human/Recombinant

Gene Synonyms: 5-HT-1B; 5-HT-1D-beta; 5-HT1B; 5-HT1DB; HTR1D2; HTR1DB; S12
Accession Number: NM_000863

G coupling Gi

Functional Assay-Calcium Flux Assay

Agonist 5-HT S-HT1B
Measurement: CAMP Assay e S5HT
5-CT
Detection method: HTRF - : 8-OH-DPAT
Incubation 25°C £
<
Agonist effect EC50: 3.75 nM 8
6
Log [Compound] nM
. 5-HT1B
Antagonist GR127935 10n
. ® GR127935
Measurement: CAMP Assay izg: ® Yohimbine hydrochloride
Detection method: HTRF 5 4l A Ketanserin
Incubation 25°C 2 6o
Stimulant 5-HT: 20 nM s o]
Antagonist effect IC50: 0.92 nM 01

)
=l

Log [Compound] nM

5HT1B

Cellular Background: Chem-1
Species/Source: Human/Recombinant
Gene Synonyms: 5-HT-1B; 5-HT-1D-beta; 5-HT1B; 5-HT1DB; HTR1D2; HTR1DB; S12

Accession Number: NM_000863

Radio ligand binding Assay

Ligand [3HIGR125743 5HT1B

Ligand concentration 4 nM 29 e Serotonin
Kd (M) 4.7 M - N e
Non specific Serotonin (10 uM) é 0. v GRI27935
Incubation 120 min/RT g:o 254

Detection method Scintillation counting 0- 2 -

Reference: Serotonin(IC50:85.4 nM) 3 2 41 0 1 2 3 4 5

Log [Compound] nM

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

5HT2A

Cell Line Name: HEK293/5-HT2A
Human/Recombinant
HTR2A; HTR2; 5-HT2A
NM_000621

Gq

Species/Source:
Gene Synonyms:
Accession Number:
G coupling

Functional Assay-Calcium Flux Assay

5-CT

Serotonin

(+ )-DOI hydrochloride
5-Methoxytryptamine

> 4> 0

Agonist 5-CT 5HT2A
Measurement: Intracellular Ca®* iig
Detection method: FLIPR Fluorimetry g ®
Incubation 25C é Zz
Agonist effect EC50: 25.5 nM < ©
o L S T

Log [Compound] nM

Antagonist Methiothepin mesylate salt SHT2A o
Measurement: Intracellular Ca? 100 : Z:i‘,zﬂ:::m mesyeie st
Detection method: FLIPR Fluorimetry g ™
Incubation 25C é Z
Stimulant 5-CT: 47 nM o
Antagonist effect IC50: 138.5 nM e fog [Coméound] R
S5HT2A
Cellular Background: CHO-K1
Species/Source: Human/Recombinant
Gene Synonyms: HTR2A; HTR2; 5-HT2A
Accession Number: X57830
Radio ligand binding Assay
Ligand [3H]-Ketanserin 5HT2A
Ligand concentration 0.5 nM ] e (x)p0

1004 m  5-Methoxytryptamine
Kd (nM) 0.6 nM S el s Serotonin
Non specific (£)DOI (1 uMm) é 50 : E\é\gf;iie
Incubation 60 min/RT S 251 ¥ SB206%8
Detection method Scintillation counting 1

Reference: (£)DOI (IC50:41.0nM)

-3

2 -1 0 1 2 3

Log [Compound] nM

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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S5HT2B

Cell Line Name: HEK293/5-HT2B
Species/Source: Human/Recombinant
Gene Synonyms: 5-HT (2B); 5-HT-2B; 5-HT2B
Accession Number: NM_000867

G coupling Gq

Functional Assay-Calcium Flux Assay

5HT2B
Agonist BW-723C86 7 o Vetothepin
Measurement: Intracellular Ca?* 5 1:: N
Detection method: FLIPR Fluorimetry E N
Incubation 25°C ;:2 )
Agonist effect EC50: 4.827 nM N > °
2 4 0 1 2 3 4 5
Log [Compound] nM
5HT2B

Antagonist Methiothepin mesylate salt 2 . e BW-723C86
Measurement: Intracellular Ca® ;j:: . . ’
Detection method:  FLIPR Fluorimetry £ o
Incubation 25°C s 25
Stimulant BW-723C86: 20 nM 01
Antagonist effect IC50: 34.6 nM 2 1 0 1 2 3 4 5

Log [Compound] nM
5HT2B
Cellular Background: CHO-K1
Species/Source: Human/Recombinant
Gene Synonyms: 5-HT (2B); 5-HT-2B; 5-HT2B
Accession Number: X77307

Radio ligand binding Assay

Ligand [3H]LSD 5HT2B
Ligand concentration 1 nM 129 e (+)DO

Kd (nM) 0.93 nM < s S
Non specific Serotonin (50 uM) B ) . Erg:;‘;ie
Incubation 60 min/RT < s *  SB206553
Detection method Scintillation counting 04

Reference: (#)DOI (IC50: 34.1 nM) 4 3 2 10 1 2 3 4 5

Log [Compound] nM

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/M1
Human/Recombinant
CHRM1; M1; HM1; M1R
NM_000738

Gq/Gi/Gs

Functional Assay-Calcium Flux Assay

Agonist

Measurement:
Detection method:
Incubation

Agonist effect

Antagonist

Measurement:
Detection method:
Incubation
Stimulant

Antagonist effect

Arecaidine  propargyl
ester

Intracellular Ca%*

FLIPR Fluorimetry

25C

EC50: 0.95 nM

Pirenzepine
dihydrochloride
Intracellular Ca%*

FLIPR Fluorimetry

25C

Arecaidine
propargylester : 1.4 nM
IC50: 34 nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[BHINMS

0.2nM

0.07 nM

Atropine (1 uM)

60 min/RT
Scintillation counting
Pirenzepine
nM)

(1C50:13.2

Activity (%)

Inhibition%

Inhibition%

N A2 @O R
o8 8838388

)
.

125

100

75

50

25

-25

125+
100+
754
50

254

M1 o
A Arecaidine propargylester
+ Acetylcholine
L)
v Carbachol
1 0 1 2 3 4

Log [Compound] nM

0 2
log [Con.] nM

M1

® Atropine

A Pirenzepine

v Methoctramine
¢ 4-DAMP

Atropine
4-DAMP
Pirenzepine
Methocatramine

<4 > mH O

10 1

2 3 4 5

Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/M2/Gal5
Human/Recombinant
CHRM2; M2; HM2
NM_000739

Gi

Functional Assay-Calcium Flux Assay

Agonist

Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant

Antagonist effect

Arecaidine  propargyl
ester

Intracellular Ca%*

FLIPR Fluorimetry

25C

EC50: 25.2 nM

Atropine

Intracellular Ca%*
FLIPR Fluorimetry
25°C

Arecaidine
propargylester : 89 nM
IC50: 0.14 nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H]NMS

0.2nM

0.19 nM

Atropine (1 uM)

60 min/RT

Scintillation counting
Methoctramine (IC50:1.4
nM)

M2
1204 a o APL
1004 v Carbachol
—~ 804 A Acetylcholine
S
> 604
2 401
o
< 204
oA
-20 T T T T T T 1
2 1 0 1 2 3 4 5
Log [Compound] nM
M2
125- ° AFroplne )
v Pirenzepoine
1004 ¢ Methoctramine
2 751 A 4-DAMP
2 501
=
£ 259
0
2 0 2 4 s
Log [Compound] nM
M2
1251 ;
® Atropine
100 m  4-DAMP
75 A Pirenzepine
v Methoctramine

Inhibition%
a
i

3 -2 -1 0 1 2

3

Log [Compound] nM

4 5
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/M3
Human/Recombinant
CHRM3; M3; HM3; EGBRS
NM_000740

Gq

Functional Assay-Calcium Flux Assay

Agonist

Measurement:
Detection method:
Incubation

Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant

Antagonist effect

,_‘
5
i

Arecaidine  propargyl

H
o 8
T

ester
Intracellular Ca%*

Activity (%)
F=3 @D
il

N
il

FLIPR Fluorimetry
25°C

i

)
S

M3

® Arecaidine propargylester
Y v Carbachol
A Acetylcholine

EC50: 0.36 nM “

Atropine 125-
Intracellular Ca* 1001
FLIPR Fluorimetry N
25°C

Arecaidine

50

Inhibition (%)

25

propargylester : 1.0 nM

I
Log [Compound] nM

M3 ® Atropine
Ao 4-DAMP
v Pirenzepine

IC50: 1.4 nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H]NMS 1251
0.2 nM 1001
0.18 nM ™

Atropine (1 uM) ]

Inhibition%

254

60 min/RT o

-2

o 2 4 6
Log [Compound] nM

M3

Atropine
4-DAMP
Pirenzepine
Methocatramine

<4 > H O

Scintillation counting
4-DAMP (IC50:1.1 nM)

Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

op-delta

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/delta/Gal5
Human/Recombinant
OPRD1; OPRD
NM_000911

Gi

Functional Assay-Calcium Flux Assay

Agonist
Measurement:
Detection method:
Incubation
Agonist effect

Antagonist
Measurement:
Detection method:
Incubation
Stimulant
Antagonist effect

DPDPE
Intracellular Ca%*
FLIPR Fluorimetry
25C

EC50: 0.5 nM

Naltrindole
Intracellular Ca%*
FLIPR Fluorimetry
25C

DPDPE: 10 nM
IC50: 1.62 nM

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H]DADLE

0.5nM

0.7 nM

naltrindole (1 puM)

60 min/RT

Scintillation counting
Naltrindole(IC50:0.2nM)

op-delta

e DPDPE
1204 4 DAMGO
100 v U-50488
g 80
> 60
2 40
(8]
< 20
ol B
-20 T T T 1
-2 0 2 4 6
Log [Compound] nM
op-delta e nor-BNI
1207 A Naltrindole
100 .
< 80
§ 601
5 401
2
< 201
Y °
-20

-2 -1 0 1 2 3
Log [Compound] nM

op-delta
125+

100

754

25

% Inhibition

5 re y e

Log [Compound] nM

5

o Naltrindole
® DPDPE
A (+)trans-U-50488
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

op-kappa

Cell Line Name: HEK293/Kappa/Gal5

Species/Source: Human/Recombinant
Gene Synonyms:
Accession Number: NM_000912

G coupling Gi

Functional Assay-Calcium Flux Assay

Agonist U69593

Measurement: Intracellular Ca%* e

Detection method: FLIPR Fluorimetry é

Incubation 25C g

Agonist effect EC50: 11.9nM

Antagonist nor-
Binaltorphiminedihydrochlo
ride

Measurement: Intracellular Ca?*

Detection method: FLIPR Fluorimetry

Incubation 25C
Stimulant U69593: 20 nM
Antagonist effect IC50: 0.60nM

Radio ligand binding Assay

Ligand [3H]Diprenorphine
Ligand concentration 0.3nM

Kd (nM) 0.14 nM

Non specific trans-U-50488 (5 uM)
Incubation 60 min/RT

Detection method Scintillation counting

Reference: U-50488 (1C50:41.8nM)

1204
1004
80-
60-
404
20-

-20

Inhibition (%)

OPRK1; KOR; OPRK; KOR-1; K-OR-1

op-kappa U69593
U-50488
DPDPE

DAMGO

[ I}

-1

-
N B O @@ O N
838838 3

T T T T
1 2 3 4

log [Compound] nM

0

® nor-Binaltorphimine dihydrochl

~
S

op-kappa 4 naloxone
v 5-GNTI
01 0
- .
-4 2 0 2 4 6
Log [Compound] nM
op-kappa
125
o DPDPE

5]
38

% Inhibition

B (+)trans-U-50488
A U69593

~
a1

o
S

n
3

2 -1 0 1 2 3 4 5

Log [Compound] nM

-3
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

HEK293/Mu/Gal5

Human/Recombinant

OPRM1; MOP; MOR; LMOR; MOR1; OPRM; M-OR-1
NM_000914

Gi

Functional Assay-Calcium Flux Assay

i op-mu A DAMGO
Agonist DAMGO 1201 + DPDPE
Measurement: Intracellular Ca% :ZZ:

Detection method: FLIPR Fluorimetry S:; 60
Incubation 25C § “1
204
Agonist effect EC50: 3.6 nM o
BV T S S
Log [Compound] nM
. op-mu
Antagonist CTOP 120 e CTOP
A Naltrindole hydrochloride
Measurement: Intracellular Ca% 1001
< 804
Detection method: FLIPR Fluorimetry < 60
Incubation 25C 5 01
£ 204
Stimulant DAMGO: 20 nM 0
Antagonist effect IC50: 62.3 nM o R S S S S S
Log [Compound] nM
Radio ligand binding Assay
Ligand [3HIDAMGO s o
Ligand concentration 0.5nM 100 . E;gi:dob
Kd (nM) 0.3 nM g T oANeo
Non specific naltrindole (1 pM) £ z:
Incubation 60 min/RT 0
Detection method Scintillation counting 4 3 210 1 2 3 45
Log [Compound] nM
Reference: DAMGO(IC50:1.7 nM)
288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

V1A

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:
G coupling

CHO/V1A
Human/Recombinant

AVPR1A; V1aR; AVPR1; AVPR; Vl1a

NM_000706
Gq

Functional Assay-Calcium Flux Assay

Agonist
Measurement:

Detection method:

Incubation
Agonist effect

Antagonist

Measurement:

Detection method:

Incubation
Stimulant

Antagonist effect

[Arg8]Vasopressin acetate
Intracellular Ca?*

FLIPR Fluorimetry

25°C

EC50: 0.0034 nM

[B-Mercapto-B,B-
cyclopentamethylenepropi
O-Et-Tyr2, Val4,
Arg8]-Vasopressin

onyll,

Intracellular Ca?*

FLIPR Fluorimetry

25C

[Arg8]Vasopressin acetate:
0.12 nM

IC50: 6.551 nM

Radio ligand binding Assay

Ligand

Ligand concentration

Kd (nM)

Non specific
Incubation
Detection method

Reference:

[3H]AVP

0.3 nM

0.26 nM

AVP (1 pM)

60 min/RT

Scintillation counting
[d(CH2)5,Tyr(Me)2]-AVP
(1€50:0.92 nM)

1204
1004
80
60
404
204
o

Activity (%)

-20

V1A

A AVP
v Oxytocin

-4

Inhibition (%)

-3

2 1 0 1 2
Log [Compound] nM

V1A

A [B -Mercapto- B -cyclopentame
v [d(CH2)5Tyr(Me)2]-AVP

1259

1004

% Inhibition

759

50

254

Log [Compound] nM

V1A

A
] A A

o AP
m [d(CH2)5Tyr(Me)2]-AVP
A Oxytocin

4

-3

2 -1 0 1 2 3

Log [Compound] nM

4

Email: biology info@wuxiapptec.com;

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
WWWw.Wuxiapptec.com

Page 24 of 44


mailto:biology_info@wuxiapptec.com
http://www.wuxiapptec.com/

Db R AR
w“xl AnnTec Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

hCa,1.2

Channel Name: Ca,1.2

Host Cells: T-Rex-293

Species/Source: Human/Recombinant

Gene Synonyms: Cavl.2/beta2/ alpha2/delta

Accession Number: NM_000719.6/ NM_000724.3/ NM_000722.2
Vector/Antibiotic: pcDNA4TO/Zeocin

Functional Assay- Manual Patch Clamp

Antagonist Nifedipine
Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp
Temperature 25C
Antagonist potency IC50: 2.85 nM
Inhibition of nifedipine on Ca, 1.2
1.21
51 IC5p=2.85 nM
5 0.84
O
o 0.69
N
5 041
£
5 0.24
=z
0.0
101 l(;‘9 l(')‘8 l(l)‘7

log[Nifedipine] (M)

20.0ms

Left: Raw traces of Cav1.2 current to show IV relationship Right: Nifedine inhibited Ca,1.2 currents
in dose manner with 1Cso of 2.85 Nm

CaZ-L

Species/Source: rat cerebral cortex

Radio ligand binding Assay

Ca?*-L

Ligand [3H]-nitredipine 125- e nitrendipine
Ligand concentration 0.2 nM 1004 . ®  nimodipine
Kd (nM) 0.27 nM S 759 "
Non specific Nitrendipine (1 uM) é 504
Incubation 60 min/RT S 2By 4 =
Detection method Scintillation counting T .' . —_—
Reference: Nitrendipine (1C50:0.29 43 L;ng [C;)lmpognd] ,fM 28

nM)

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Channel Name: hERG

Host Cells: CHO

Species/Source: Human/Recombinant
Gene Synonyms: KCNH2

Accession Number: Swissprot Q12809
Vector/Antibiotic: pcDNAS5/Hygromycin

Functional Assay- Manual Patch Clamp

Antagonist Amitriptyline; Terfenadine

Measurement: Current under voltage patch clamp

Detection method: Manual patch clamp

Temperature 25C

Antagonist potency IC50: 3.27 UM for amitriptyline and 9.38 for terfenadine

s |

200 ms

Sample traces of hERG currents in the presence of different concentrations of lidocaine

Inhibition of amitriptyline on hERG Inhibition of terfenadine on hERG
1.0- 1.01
£ 0 IC50=3.27 uM S 0.81
g 5 = IC50=9.38uM
3 o6 © 0.61
3 3
(7] N
N 044 = 0.41
©
£ £
'25 0.24 S 021
0.0 r r . 0.0 ever ever eeey - ey
1077 1075 105 10A 10-9.0 10-8.5 10-8.0 10-7.5 10-7.0 10-65
log[Amitriptyline] (M) log[Terfenadine] (M)

Dose response curve of amitriptyline and terfenadine on hERG channels

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name: Hela
Species/Source: Human

Gene Synonyms: KCNH2

Accession Number: Swissprot Q12809

Radio ligand binding Assay

Ligand [3H]- dofetilite . hERe

Ligand concentration 1nM 100, ¢ dofetilite
Kd (nM) 1.3 nM 5 75

Non specific dofetilite (1 uM) é 504

Incubation 60 min/RT ;i 254

Detection method Scintillation counting 0

Reference: dofetilite(IC50:5.15 nM) 2 1 0 1 5 3

Log [Compound] nM

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Channel Name: hK,1.5

Host Cells: CHO

Species/Source: Human/Recombinant
Gene Synonyms: KCNAS

Accession Number: NM_002234.2

Functional Assay- Manual Patch Clamp

Antagonist 4-AP
Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp
Temperature 25C
Antagonist potency IC50: 217 uyM
o IV curve of K, 1.5
———
000 1.01
[ ]
000 % 0.84
5
H O 0.64
g g
58 = 044
Vo |- E Vir2 1.7 +0.4mV
so
i} 0.0+ T T T T T
f_ 60 -40 20 0 20 40 60
0 Voltage / mV

Sample traces of K,1.5 current (left) and its IV curve (right)

Inhibition of 4-AP on K, 1.5

0.8
IC50=217pM
0.6

0.4

Normalized Current

0.0

10% 104 10°
log[4-AP]M

Dose response curve of 4-AP on K,1.5 channels
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Species/Source: rat cerebral cortex

Radio ligand binding Assay

Kv

Ligand [1251] a-DENDROTOXIN 125+ e charybdotoxin
Ligand concentration 0.01 nM 1001 = ML277
Kd (nM) 0.04 nM § 751
Non specific charybdotoxin (1uM) £
Incubation 30 min/RT =3 .
Detection method Scintillation counting ’ . . . .
Reference: charybdotoxin (1C50:3.9 * '2,_09 [Co?npound]an )

nM)

288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Channel Name: hKCNQ1+ MinK

Host Cells: T-REx-CHO

Species/Source: Human/Recombinant

Gene Synonyms: KvLQT1/minK

Accession Number: NM_000218/ NM_000219
Vector/Antibiotic: pcDNA4TO/Zeocin, pcDNA3.1/Geneticin

Functional Assay- Manual Patch Clamp

Antagonist Chromanol 293B

Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp

Temperature 25C

Antagonist potency IC50: 8.17 uM

e e e
- - L]

Normalized curent

=
)

o &
(\L 0 S0 4 30 2 W 0 W N N M4 S 60

'bLU.p.»’-\i VolagefmV

200.ms

Sample traces of KCNQ1 current (left) and its IV curve (right)

Inhibition of chromanol 293B on KCNQ1

1.0

l s
08 IC50=8.17uM
0.64
0.4+

0.2 (]

Normalized Current

0.0

10° 10° 10+
log[Chromanol 293B](M)

Dose response curve of Chromanol 293B on KCNQ1 channels
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W AnpTec Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Channel Name: Na,1.5

Host Cells: HEK 293
Species/Source: Human/Recombinant
Gene Synonyms: SCN5A

Accession Number: NM_000335.4
Vector/Antibiotic: pcDNA3.1/Geneticin

Functional Assay- Manual Patch Clamp

Antagonist TTX, tetrecane
Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp
Temperature 25C
Antagonist potency IC50: 1.62 uM for TTX, 428.5uM for lidocaine
Time (ms) Time (s)
22 24 26 28 30 . 200 400 600
’ — 3mM 1mM -:::M
-2000- — 1mM g-zooo- 300 uM “
— 300 uM 5 1000, 100y P
-4000- = Control 309 M pawen
— 100 uM O Control ’
— 30uM -6000
-6000- — Control T~

Normalized Current

Left: Sample Na,1.5 current traces in the presence of lidocaine at different concentrations.
Right: IT plot of Na,1.5 peak current in the presence or absence of lidocaine.

Inhibition of TTX on Na, 1.5 The inihibition of lidocaine on Na, 1.5
1.04 1.07
S 0.8+
IC50=1.62 uM 3 oe. IC50=428. 5uM
0.5+ 3 '
= 041
£
g 0.2
0.0 r r T . 00 ¢
8 7 -6 -5 -4 A T T 1
10 10 10 10 10 e o o e
log[TTX](M) log[Lidocaine] (M)

Dose response curve of TTX and lidocaine on Na,1.5 channels
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Channel Name: 5-HT3a

Host Cells: BacMam system (HEK)

Species/Source: Human/Recombinant

Gene Synonyms: HTR3A

Accession Number: BC145743

Vector/Antibiotic: pFastBac (Bac-to-Bac Baculovirus Expression System)

Functional Assay- Manual Patch Clamp

Antagonist 5-HT
Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp
Temperature 25C
Antagonist potency EC50:1.70 yM
A 0.LuM 1uM 3uM 10uM 30uM 100 uM
5-HT 5-HT 5-HT 5-HT 5-HT 5-HT
== == == == == ==
—\/— _“
1 nAI
10s
B C Dose-response Curve of 5-HT induce Current

1004

50 EC 50 =1.70 pM

107 105 105 10¢ 109
5-HT Concentration(M)

Sample traces and dose response curve of 5-HT induced current in 5-HTsa receptor. The interval
of 5-HT application is 3 min. A, Sample traces. All traces were from same cell. B, the sample
traces in A were superimposed. C,Dose response curve of 5-HT. The EC50is 1.7 uM.
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:

BacMam system (HEK)/5-HT3A
Human/Recombinant

HTR3A

BC145743

Radio ligand binding Assay

. 5HT3a
Ligand [3H]BRL 43694 125
Ligand concentration 0.5 nM ¢ MDL72222
1004 m  Serotonin
Kd (nM) 0.13 nM S sl A B8-OH-DPAT
Non specific MDL 72222 (10 uM) % 504
c
Incubation 60 min/RT = 25
Detection method Scintillation counting 01
Reference: MDL 72222 (IC50:22.1 3 2 1 0 1 2 3 4 5
nM) Log [Compound] nM
288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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nAChRoy

Channel Name: nAChRay

Host Cells: T-Rex-293

Species/Source: Human/Recombinant

Gene Synonyms: CHRNA7 and RIC3

Accession Number: NP_000737.1/ NP_001193600.1
Vector/Antibiotic: PcDNA4TO/Zeocin, pcDNA3.1/Geneticin

Functional Assay- Manual Patch Clamp

Antagonist ACh
Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp
Temperature 25C
Antagonist potency EC50: 160 uM
ACh ACh ACh ACh ACh
W G0N, j000uN  d000uN  {0000uy
@
! b D b
kel
>
100ms
ACh Peak Current ACh Current Area
1.2 3.0
1.0 2.5
038 2.0
g 08 EC50=160 pM 15
= 04 10
0.2 0.5
0.0: 0.0
104 103 1050 1045 1040 1035 100 1025 1020
Concentration(M) Concentration(M)

The up pannel is the sample traces of ACh induced currents. All the currents were from same cell.
The EC50 of ACh induced peak current is 160 uM. The peak current area was also calculated. All
the peak current values and current area were normalized to the one induced by 1mM ACh. Data

were presented as Mean +SD (n=4)
PNU dose response curve

PNU+300puMACh R
PNU Concentration 12
300 pMACh ==Trace 1 OpM 10
= ==Trace 2 0.1uM 08
=
™ —Trace 3 0.3um £ 08 EC50=845 nM

| <§ ==Trace 4 1M = 04
S | =Trace 5 3um 02
> 200ms ==Trace 6 10pM 00

Trace 7 OuM

107 105 105 10+
Concentration(M)

PNU-120596 enhance ACh-induced currents in dose response manner. PNU dose response curve
in the presence of 300 uM of Ach. All the currents were normalized to the one induced by 10 uM
PNU plus 300 uM ACh.Data were presented as Mean =SD (n=5)
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

nAChR-alpha?

Cell Line Name: T-Rex-293/nAChR-alpha?
Species/Source: Human/Recombinant

Gene Synonyms: CHRNA7 and RIC3

Accession Number: NP_000737.1/ NP_001193600.1

Radio ligand binding Assay

nAChR-alpha?

Ligand [3H]-Methyllycaconitine 1os.

Ligand concentration 1nM 100, . tr:zt‘r:}ifl‘lg‘:aconmne
Kd (nM) 2.8nM S ol

Non specific Trifluridine (10 uM) é 504

Incubation 60 min/RT § 254

Detection method Scintillation counting 01

Reference: Methyllycaconitine 4 3 2 4 0 1 2 3 4 5

(|C50:6.9 nM) Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Channel Name: GABAAa receptor

Host Cells: HEK293

Species/Source: Human/Recombinant

Gene Synonyms: GABRA1/GABRB3/GABRG2

Accession Number: NM_000806/ NM_000814/ NM_000816
Vector/Antibiotic: pcDNA3.1/ Geneticin

Functional Assay- Manual Patch Clamp

Antagonist GABA

Measurement: Current under voltage patch clamp
Detection method: Manual patch clamp

Temperature 25C

Antagonist potency

$op plot

" |20

o
|
98 dh|

Curent

b

3

s
Vokage ]

+ a0

60

o 2000 4000 6000 8000 10000 12000 14000
Time fms1

Sweep plot

)
H
£
Ll

Voliage [m]

Curenl[o4]

a0

deo

a 2000 4000 GRADATLILF 10000 12000 14000

Samples traces from Qpatch to show GABA induced current in GABAa receptor ( alp3y2) in the

presence and absence of DZP.
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

GABAA

Cell Line Name: HEK293/GABAA

Species/Source: Human/Recombinant

Gene Synonyms: GABRA1/GABRB3/GABRG2

Accession Number: NM_000806/ NM_000814/ NM_000816

Radio ligand binding Assay

GABA,

Ligand [3H]flunitrazepam
Ligand concentration 0.4 nM 125+ e Dizepam
Kd (nM) 2.7 nM 100+ ®  Flumazenil

& 751
Non specific Flumazenil (10 uM) §

= 504
Incubation 60 min/4°C £

X 254
Detection method Scintillation counting o
Reference: Flumazenil(1C50:3.4 ————T—T—7—

3 2 -1 0 1 2 3 4 5
nM) Log [Compound] nM
Species/Source: rat cerebral cortex
Radio ligand binding Assay
NMDA
Ligand [3H]CGP 39653 125+
® | -Glutamate
Ligand concentration 5nM 1004 m CGS19755
Kd (nM) 13.5nM 5 751
Non specific L-Glutamate (100 puM) E 50
c
Incubation 30 min/RT s 257
Detection method Scintillation counting 07
Reference: CGS 19755 (1C50:156.3 =T H > : . :
nM) Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

DAT

Cell Line Name: HEK293/DAT
Species/Source: Human/Recombinant
Gene Synonyms: SLC6A3

Accession Number: NM_001044

Functional Assay-Transporter uptake Assay

125- e BTCP
Reference BTCP 5 + GBRI12909

100 v nomifensine
Measurement: Dye uptake 57 I + Dopamine
Detection method: Fluorescence g 501 £
Reference effect: BTCP(IC50:75 nM) £ 2 /

o
R
Log [Compound] nM
Radio ligand binding Assay
DAT
Ligand [3H]-WIN 35,428 125- e BTCP
. . ®  GBR 12909
Ligand concentration 12.5 nM 1004 + Nomifensine
Kd (nM) 18 nM 5 754
Non specific BTCP (10 uM) Zi 501
Incubation 120min/4°C s 259
u A

Detection method Scintillation counting 1

-25 T T T T T 1
Reference: BTCP(IC50:9.5 nM) 2 1 0o 1 2 3 4

Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

SHTT

Cell Line Name:
Species/Source:
Gene Synonyms:
Accession Number:

HEK293/5-HTT
Human/Recombinant
SLC6A4

NM_001045

Functional Assay-Transporter uptake Assay

Reference
Measurement:
Detection method:
Reference effect:

Citalopram

Dye uptake
Fluorescence
Citalopram(1C50:8.4 nM)

Radio ligand binding Assay

Ligand

Ligand concentration
Kd (nM)

Non specific
Incubation
Detection method

Reference

[3H]imipramine
2nM

2.4nM

imipramine (10 uM)
60 min/RT

Scintillation counting

imipramine(IC50:5.1nM)

% inhibition

SHTT
1201
¥ Imipramine
1001 v # Serotonin
80 e Citalopram
*  Zimetidine
60.
404
20
0 T T T 1
-2 0 2 4 6
Log[compound] nM
S5HTT
1254 ) )
® |mipramine
1004 = Serotonin
c
o 754
Z
‘= 50
£
S 251
n
01 5=
I e e e e ]

Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

NET

Cell Line Name: HEK293/NET
Species/Source: Human/Recombinant
Gene Synonyms: SLC6A2

Accession Number: NM_001043

Functional Assay-Transporter uptake Assay

Reference Nisoxetine NET - ‘
125- ¥ Nisoxetine hydrobromide
Measurement: Dye uptake ¢ GBRI2909
. 100+ * |mipramine
Detection method: Fluorescence 5 sl o Protriptyline
Reference effect: Nisoxetine (IC50:32 nM) ;E 501
s 25
0.
T S T
Log[compound] nM
Radio ligand binding Assay
Ligand [3H]nisoxetine NET
Ligand concentration 1nM 12 o Protiptyiine
100 B imipramine
Kd (nM) 6.9 nM 5
Non specific Protriptyline (10 uM) 2 50
Incubation 120min/4°C % \
0
Detection method Scintillation counting - .
3 -2 1 0 1 2 3 4 5
Reference Protriptyline(1C50:3.2 Log [Compound] nM
nM)
288 Fute Zhong Road, Waigaogiao Free Trade Zone, Shanghai, China
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name:

Species/Source: ligand-binding domain of the rat AR

Functional Cellular assay

GeneBLAzer ® AR-UAS-bla GripTite™ Cells

AR
Agonist Testosterone 120-

. ® Testosterone
Measurement: CCF-4 100- o A progesterone
Detection method: FRET S 801 v 17-beta-estradiol
Incubation 25C z jg-

Agonist effect EC50: 1.9 nM g 0l
0 Ngma 3 T T 1
0 2 4 6
-20- Log [Compound] nM
Antagonist Cyproterone Acetate AR

. 120 [ ] Cyproterone acetate
Measurement: CCF-4 100 v ARN.509
Detection method: FRET g w0 ‘

. ° § 60

Incubation 25C £ 4

Stimulant Testosterone : 1.89 nM €2
) =1 1 T T "
Antagonist effect IC50: 55.8 nM 0] 2 4 6

Androgen receptor

Log [Compound] nM

Cell Line Name: LNCap
Species/Source: Human/Cytosol
Gene Synonyms: AR

Accession Number: NM_000044 and NM_001011645

Radio ligand binding Assay

AR

® 17-beta-estradiol
m  progesterone

Ligand [3H]methyltrienolone

Ligand concentration 1nM izz
Kd (nM) 0.33nM 5 o
Non specific Progesterone (10 pM) % 50
Incubation 24hr/4°C ;:f, 25
Detection method Scintillation counting 0
Reference: Progesterone (1C50:8.42 3

nM)

T

-2

T T T T T T 1

-1 0 1 2 3 4 5
Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Cell Line Name: GeneBLAzer ® GR-UAS-bla HEK 293T cells
Species/Source: Human GR ligand-binding domain

Functional cellular assay

GR

Agonist Dexamethasone 125- e Dexamethasone
Measurement: CCF-4 100 4 ameinolone
Detection method: FRET > 751
Incubation 25C § 50
Agonist effect EC50: 2.2 nM S 251

o

R

Log [Compound] nM
GR

Antagonist Mifepristone 150-
Measurement: CCF-4 _ e Mifepristone
Detection method: FRET i“’"' 4 Ketoconazole
Incubation 25°C i—é o
Stimulant Dexamethasone : 4.06 nM A
Antagonist effect IC50: 0.85 nM o

Log [Compound] nM

Glucocorticoid receptor

Cell Line Name: IM-9
Species/Source: Human/Cytosol
Gene Synonyms: NR3C1
Accession Number: NM_000176

Radio ligand binding assay

GR
Ligand [3H]dexamethasone 125+
® dexamethasone
Ligand concentration 1.5nM 100+ ® triamcinolone
s ] A progesterone
Kd (nM) 3.23nM % 75 Y v 17-beta-estradiol
Non specific triamcinolone(10 uM) £ 9 {
Incubation 18hr/4°C S 2 .
Detection method Scintillation counting ]
Reference: dexamethasone(IC50: s 2 1 0 1 2 3 45
Log [Compound] nM
3.3nM)
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Enzyme:

Gene Synonyms:
Accession Number:
Substrate:
Measured Product:
Detection Method:
Reference:

Human recombinant (insect cells) LCK
LSK; YT16; IMD22; p56lck; pp58Ick '] 4 stausporine
e 856-1-3

NP_005347 ;\? 80 v ppl
Z’-LYTE®Tyr2 Peptide (2uM) i = e
Cleaved and uncleaved peptides £ 2]
FRET o

-20 T T T 1

0 2 4 6

Stausporine (IC50: 3.02nM)

Concentration (nM)

Enzyme Source:
Gene Synonyms:
Accession Number:
Substrate:
Detection Method:

Reference:

Human recombinant (sf-9)

Enzyme:

Gene Synonyms:

Accession Number:
Substrate:
Detection Method:

Reference:

Enzyme:

Gene Synonyms:

Accession Number:
Substrate:
Measured product:
Detection Method:
Reference:

PDE3A -
HTNB;CGI-PDE;CGI-PDEA; CGI-PDE-A 10 2 hidnons
100 Y A Cilostamide
NC_000012.12 g ® 'y
cAMP (20 nM) 5 iz
HTRF £
Milrinone (IC50: 411nM) ST -
- -2 0 2 4 6
Log[compound] nM

Human recombinant (sf-9) oOEAD2
DPDE3; PDE43; STRK1; ACRDYS2; 140

120 e R020-1724
HSPDE4D; PDE4DN2 =100 [ : Irmam
NC_ 000005.10 5w
cAMP (20 nM) %;g
HTRF 0

-20+ T T T 1
IBMX (IC50: 31uM) AL
Human recombinant (sf-21)

COX-1 A .
PTGS1; COX3; PHS1; PCOX1; PES-1; _ ® Dickfenac sodum sa
150 4 NS-398
PGHS1; PTGHS; PGG/HS; PGHS-1 v SC-560
NC 000009.12 gmo' *  indomethacin
Arachidonic acid (3uM) 2"
Resorufin = o
Fluorescence 50 . . . ,
-2 0 2 4 6

Diclofenac  sodium  salt

60.3nM)

(Ic50:

Log [Compound] nM
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Biology Department of WuXi AppTec (Shanghai) Co., Ltd.

Enzyme:

Gene Synonyms:

Human recombinant (sf-21)
PTGS2; COX-2; PHS-2; PGG/HS;

COX-2

® NS-398

PGHS-2; hCox-2; GRIPGHS o T Do st
Accession Number: NC_000001.11 %75 " rofecomd
Substrate: Arachidonic acid (3uM) é Z .
Measured product: Resorufin 0
Detection Method: Fluorescence ® 5 2 1
Reference: NS-398 (IC50: 224nM) ey
Enzyme: Human recombinant (HEK-293) Acetylcholinesterase o Gantaming
Gene Synonyms: YT; ACEE; ARACHE; N-ACHE 120 . ?23323"&"322?172',‘.’;
Accession Number: NC_000007.14 lez
Substrate: Acetylthiocholine iodide (200 uM) 5 @
Measured product: Thio-conjugate g ;fj
Detection Method: Photometry 0
Reference: Galantamine (IC50: 2.1puM) T NI
Enzyme: Human recombinant (BTI)

Gene Synonyms:
Accession Number:
Substrate:
Measured product:
Detection Method:
Reference:

MAO-A

BRNRS; MAOA 120 . R bemeny
NC_000023.11 2w v oo
luciferin derivative (8 pM) g .
Methyl ester luciferin £
Luminescent _22, e - . .

-2 0 2 4 6

Clorgyline (IC50: 3.1nM)

Log[Compound] (nM)
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