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TACR3 (Tachykinin Receptor 3) , tHFR AL K-35 /A& (Neurokinin 3 Receptor, NK3R) ,
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i) PN DMEM+10% FBS+1% P.S
I AR K B TR S DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEMHEE
T HE
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
96 Well round Well culture plate 96-Well NEST/701001
96 L U JRAHHLH TR 96-well FA¥i/1014010
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
Neurokinin A 1 mg MCE/HY-P0197
Substance P 1 mg MCE/HY-P0201
EB1002 1 mg MCE/HY-P10746
Neurokinin B / aladdin/N118980
Senktide 1 mg MCE/HY-P0187
Fezolinetant / MCE/HY-19632
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
B
Equipment Manufacturer/Catalogue No.
il g ThermoFisher Scientific/Countess 3
BEEARAY Moleculardevices/SpectraMax L
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H: AWREREAEER, NAEREIREYKE L

fRVRIE R IR IR . IR EI 40 )5 T BT

BHE TRERED, FEMFAE-70°C, BENTE-70°C

TEFERBUEEEE.

a)  37°C/KIBMATIINE FrRF 35, IMATRE MR
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
R, PG MR TR KT DL R,
HEINIRIRL GBH 2-3 5480 .

o) H 70% & RAT B A LA BRAR TS 2L L
o EAEY RSN BRI G O AR E R il
MBI ) MO8, BRIRS,
176 x g, &0 3 min, {FHPITE, 7 EiE.

d) A 1 mL SorkEgRiE R, alHCH A
GG O BUE A, FEAE > 3 % 10°
cells/mL.

e) EILAMINE FRRE RN, AR A
1 2-3 % 10° cells/mL, A2 MR AUEAAAR, Kt
£ 0 e o ) 0@ ) B FR I

3. GG

a) fHH 176 x g, 3 min &5 -LUCEELHM .

b) A TA YA (90% FBS +10% DMSO)
HEYM, 4R LRy 5 < 106 cells/mL,
FE | mL 7 R BB RAEE .

o) FEHET, EUbLE, BEEEE TR
&, -80°CTMRFED 1 K, R ER
A

2. ZHAARAS (BL 10 em DL N4H1)

H: GREAEN 1 Z 2R, FHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) YA BRI, WiEEE K. BRI E 16-
24 h 5, BT OUERAMINGBENE L, a0
BH] 80%, ToEHHTAIMALAR . AN MALAR
EEo 1:3-1:4, 2-3 FALAC VR IRfr % AN
I 80%, 75 I T i 2 DR 4 M 52 1455 1 i 5 50

b) CRILEEEFEMN R B FRST 25, 10 em LN 2
mL PBS %t 1 K.

¢) FFPBS, Ml 1 mL0.25% Trypsin-EDTA VALK,
37°C 1k 30-60's, i T ML,

d)  FRAASE, dARRIE BRI, 5 0 NI 4G
FESRAERT, I 2 mL A4 AR KRR IR A 4
1BV, B4R/ OIRAT IR, 176 x g Eili &

> 3 mino

EEE:

a) WENIETS, RAREE, BTEEAR £
AERLSEWEEE, RERER, HRERH
MaaZd, MpEKEEETRE.

b) HERERFEEAEIT 80%, & NET AL F 40K
R B ET FBOE RIS -

¢) FBS MEFE 56°C mn#k 30 53-8, A RIERMERI
#WowE, ARRELMAEZHEKETFRH
B FiEH.
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1. IOGHESELE

BRI, 0T ARSESS, #E#E H_TACR3(NK3R) Reporter 293 Cell Line

M E N 1.5 x 10* Cells/FLo AR SZE 4> Hil# FH Neurokinin A+ Substance P 1E N FH 24

¥; Neurokinin A ) Conc.01 Z-REE N 1 uM, 4 fEHEEERFE, Conc.01-Cone.09 73l HEA

£ B2-B10; Substance P [f] Conc.01 ZIKEA 1 uM, 2 f5HEERBE, Conc.01-Cone.09 43

FHEARTE C2-C10, B11. CI1 4 0 3REXIE. FEFLIIA 100 uL PBS, PARj1EFL7E

Ko
FLARAT = -

1 2 3 4 5 6 7 8 9 10 11 12

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
3.91 976.56  244.14 15.26

Neurokinin A PBS PBS
Substance P PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) IEEDE

a)  SLIGHT 16-24 h, E.OULEE H TACR3(NK3R) Reporter 293 Cell Line, Pl 44773k ®
YA, THEEANRR R R S ), I AN e A R Uy 2, BRI EE R 1.5 % 10°
cells/mL, LAFEMEIN 100 pL 4HAf/FLZ P E L. J& R4l 100 uL PBS. % EtRka:, T
A 0 I

b) fEH 1 ATEH 96 £l V RAR ML 2R .

o) FAFFNPLA, H—4T (40 B2-B10. C2-C10) »

d) BHERCE
L/ E2Y S fitr il BER ic. & 771
Neurokinin A 1 mM / BT R
Substance P 1 mM / B AR
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96 fL V &, I Assay Buffer, #&fLEAFM T, 41 B2 IIA 160 pL Assay
Buffer. C2 fLIIA 240 uL Assay Buffer, B3-B11. C2-C11 LBl 120 uL Assay
Buffer.

WA [ R R RIS SRR, INNBIEE — /B EER R AL P Cln B2 "N 0.16 uL

Neurokinin A C2 H I 0.24 uL Substance P) , V&%),

BRRIR I

TR EMiREFL, Neurokinin A KR MATFLILEL 40 uL, HIANIRFL:
Substance P &M ETFLIREL 120 uL, JIAIKAL.

X HEAL

1 2 3 4 5 6 7 8 9 10

11

12

0.16 pL Neurokinin

A

120 pL

160 uL

120 L | 120 L 120 L 120l 120puL | 120 pL 120 pL

0.24 uL Substance

120 uL

P
g)  MEE—ABRERREIL B2 IR 40 uL C2 HIRAL 120 uL, HIAFE ABRE AL
B3. C3, 7R,
h)  DLOERHE, BEEH 9 MEEMESL (B10. C10) .
i) BHIPER a W E R gL, RFE RIS
D) I Z R HES A OB BE R R, L 100 pL.
k) @ bR, 4REEIEE 6 h.
D) B FEEASIRGR &, ORI Luciferase.

2) s R Al
AR ST AT LB

H_TACR3(NK3R) Reporter 293 0 uM 1 uM 15.26 pM
Cell Line + Neurokinin A 25478 290699 26687
H_TACR3(NK3R) Reporter 293 0 uM 1 uM 3.91 nM
Cell Line + Substance P 30531 315974 30102
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H_TACR3(NK3R) Reporter 293 Cell Line
4x10%9
3%10%4
2x10°4

1x105
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.4 _2
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EC50 | 0.002804

Fig 2. Response to Neurokinin A. The H TACR3(NK3R) Reporter 293 Cell Line (Cat. GM-C39224) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Neurokinin A
(MCE/HY-P0197) in assay buffer (DMEM+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [11.4]. Data are shown by drug molar concentration.

H_TACR3{NK3R) Reporter 293 Cell Line

4x105-
3x105- .
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1x1054

Luminescenee (RLU)

0 T T
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Fig 3. Response to Substance P. The H TACR3(NK3R) Reporter 293 Cell Line (Cat. GM-C39224) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Substance P (MCE/HY -
P0201) in assay buffer (DMEM+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was measured using

the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately [10.3]. Data

are shown by drug molar concentration.
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H TACR3({NK3R) Reporter 293 Cell Line

EC350
4x10°+ -©- SubstanceP 18.77
= -4 EB1002
C'J‘ 3x10°+ NeurokininA 0.9334
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§ 2x1054 - gsenktide 0.06804
2
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Fig 4. Response to Substance P ,EB1002, Neurokinin A, Neurokinin B, Senktide. The H_ TACR3(NK3R) Reporter
293 Cell Line (Cat. GM-C39224) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial
dilutions of NeurokininA(MCE/HY-P0197),SubstanceP(MCE/HY-P0201),EB1002(MCE/HY-P10746),Neurokinin
B(aladdin/N118980) and Senktide(MCE/HY-P0187) in assay buffer (DMEM+1% FBS+1% P.S) for 6 hours. The
firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum

induction fold was approximately [7.6],[7.2],[1.0],[6.8],[6.4]. Data are shown by drug molar concentration.

fis% 2: ThERAESE R (block)

H_TACR3(NK3R) Reporter 293 Cell Line

3x10°-
p—
- =100
=
X 2x105+ g
= =50 &
@ =l
4 =
- 5 =
£ 1x10°+ +5 nM Neurokinin B | 0 °\=
E IC50=7.411 pM
=
0 | | | |
-1 0 1 2 3
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Fig 5. Inhibition of Neurokinin B-induced reporter activity by Fezolinetant. Serial dilutions of the Fezolinetant
(MCE/HY-19632) was incubated with 1.5E4 cells/well of the HH TACR3(NK3R) Reporter 293 Cell Line (Cat.
GM-C39224) in a 96-well plate for 1 hour in assay buffer (DMEM +1% FBS+1% P.S). Subsequently, the Neurokinin
B(aladdin/N118980) was added to each well to a final concentration of 5 nM, and the coculture proceeded for an
additional 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit

(Genomeditech)(left Y-axis, relative luminescence units), with inhibition percentages shown on the right Y-axis.
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Fig 6. The mRNA expression levels of H TACR3(NK3R) Reporter 293 Cell Line (Cat. GM-C39224) were

determined by RT-qPCR.
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Fig 7. The passage stability of response to Neurokinin A. The passage 7, 15, 25, and 30 of H_ TACR3(NK3R)

Reporter 293 Cell Line (Cat. GM-C39224) at a concentration of 1.5E4 cells/well (96-well format) were stimulated

with serial dilutions of Neurokinin A (TargetMol/TP1008) in assay buffer (DMEM + 1% FBS + 1% P.S) for 6

hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). Data

are shown by drug molar concentration.
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