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1. SR, R7F. ERlHlnE%

20 52 5 TR F12K+10% FBS+1% P.S
NP AR K TR S F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+100 pg/mL Hygromycin+4 pg/mL
Puromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. BAIFEMHEE
W HE %
Reagent Specification Manufacturer/Catalogue No.
F12K 500 mL BOSTER/PYG0036
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Cortistatin-14 500 ug MCE/HY-P1932
MrgprX2 antagonist-1 1 mg MCE/HY-145191
APC anti-human MRGX2 Antibody 25 tests Biolegend/359005
GMOne-Step Luciferase Reporter Gene Assay  1000T Genomeditech/GM-040503C
Kit
A A
Equipment Manufacturer/Catalogue No.
A A ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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N FERTE
1. BEhIRAESER

BEVE B RS, X T A SES, #E#F Tango-H MRGPRX2 CHO-K1 Cell Line 40
B 1 x 10% cells/FL. ASRSZE{# ] Cortistatin-14 (43§ 1720.03 Da) F1 Compound 48/80
(378 519.72 Da) 1ENFHME 254, Cortistatin-14 [ Conc.01 WM 20 uM, 3 f5 KL RS,
Conc.01-Conc.10 43 IHEAG7E B2-B10, B11 4 0 #KEXTHE; Compound 48/80 ] Conc.01 ¥Rk /&
920 uM, 3 EBEEEREE, Conc.01-Conc.09 73 Al A £ C2-C10, C11 4 0 WREEXT . J&

FLIOA 100 uL PBS, LAB7IEIIFLE K .

UG -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Cortistatin- d . . 740.74  246.91
PBS PBS
14
Compound
PBS PBS
48/80
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) NEED R

a) FESEIOHT 16-24 h, KA AR TP, THACE OISR ITTE, A EE R
SEARHTIRALE SN, RIS TG A e R R A R A IR Y 1 x
10° cells/mL. VAHEFEN 100 uL 20 A/FLE a1l . JARIFFLIN 100 uL PBS. & EAR
i, TR E A

b) A 1 ANTEHE 96 LV RARHE % 25 RE

o BAMFMNZY), AT (41 B2-B10) .

d) BHERCE

259 44 R it B (A WRES
Cortistatin-14 1 mM / BT
Compound 48/80 10 mM 1 mM HY 2 pL fifii+18 uL Assay Buffer
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e) 96 fL VMRS, I Assay Buffer, #fLAFIIL T, 41 B2 FLANA 180 uL Assay

Buffer, B3-B11 fL, JI 120 uL Assay Buffer, C2 fLJII A\ 180 pL Assay Buffer, C3-
C11 4L, M 120 uL Assay Buffer.
0 A FEHAFR BRI SRR, N BIEE — AR EERBEFL T (i B2 A 3.67 pL

Cortistatin-14, C2 H A 3.67 uL Compound 48/80) , &%),

S| BOERREAL, HCUCMRI LI 60 uL, IAAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
3.67 uL
180 pL | 120 pL | 120 pL 120 pL | 120pL 120 pL 120 pL | 120pl 120 pL | 120 pL
Cortistatin-14
3.67 uL
Compound 48/80

g  MEE—ABEERMEL B2 I 60 uL, MIAFEE ZAMBEEERAL B3, C2 HIRIX 60
uL, BDIANZIEE ZAMEEEMAL C3, AR

h)  DLBEHE, EEH 9 MEEEMESL (B10. C10) .

i) KRR a ERL A A FLARI Y, W B3 100 pLs

i) IIABER h R L BOBE IR, BESL 100 pL.

k) @ FAREE, T 37°C CO, BFfa+H57% 16 ho

D) AR R &, Al Luciferase.

2) REEF RN
S A e R I 1 B

Tango-H MRGPRX2 CHO-K1 Cell 0 uM 20.00 uM 3.05nM
Line+ Cortistatin-14 2010486 23662152 2255046
Tango-H MRGPRX2 CHO-K1 Cell 0 uM 20.00 uM 3.05nM
Line+ Compound 48/80 2010486 29774227 1971815

HiAEY R, (B BIRAF Genomeditech (Shanghai) Co.,Ltd
AR FI P AR S, TR T AR For research use only !

8/ 14




T O ™ m Jd 0

Genomeditech (Shanghai) Co.,Ltd.

@ Eiﬁiﬂaﬁuﬁ Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com
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Fig 2. Response to Cortistatin-14 and Compound 48/80. The Tango-H MRGPRX2 CHO-K1 Cell Line (Cat. GM-
(C37884) at a concentration of 1E4 cells/well (96-well format) were stimulated with serial dilutions of Cortistatin-
14 (MCE/HY-P1932) and Compound 48/80 (MCE/HY-115768) in assay buffer (F12K+1% FBS+1% P.S) for 16
hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The

maximum induction fold were approximately [11.8] and [14.8]. Data are shown by drug mass concentration.
2. Cortistatin-14 ¥JE, MrgprX2 antagonist-1 F#I%| 5256
BEVE BRI AL, X T A S8, #E# Tango-H MRGPRX2 CHO-K1 Cell Line 40
AN 1 x 10* Cells/fL. 1#F MrgprX2 antagonist-1 YENFHPEZG4), Conc.01 Z9KE A 15 uM,
2 fEBEEERFE,  Conc.01-Conc.09 43 AIFFATTE B2-B10, B11 Jy 0 WRFEEXTHE. JAAY 100 uL
PBS, PARjIERALAAK

LA A -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
MrgprX2 . 937.5 = 468.75
PBS PBS
antagonist-1 nM nM

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) ISR
a) TESCHRT 1624 h, KNSRI, WA OUCRAINYE, IS R
SRR, KNS 6 D5 AR A AR B 1 10°
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cells/mL. LAFEMEN 100 uL 48 AR/4L 2 () L. JA LN 100 uL PBS. &% FAR G,

TR E L
b) fEH 1N 96 FL V RS PUARRE .
c)  BAFNHUIA, 4T (W B2-B10) .

d)y HERABER

Pk AR fifi BER LW WIRES
MrgprX2
5 mM / ELEAE I AR

antagonist-1

Cortistatin-14 1.72 mg/mL 0.172 mg/mL IY 2 pL f#¥#+18 uL Assay Buffer

e) 96 1L VKM, JIA Assay Buffer, #fLIAFIILTER, @1 B2 FLIMA 109.34 uL
Assay Buffer, B2-B11 fL, fIIA 55 uL Assay Buffer.
0 WIS FERR AR IS S BRI BIEE — N BE EE M REAL A (an B2 H i 0.66 pL

MrgprX2 antagonist-1) , ¥#&%].

BRI | BREERVRE L, MR 55 uL, AL | x|

1 2 3 4 5 6 7 8 9 10 11

oo}

0.66 pL MrgprX2

55 puL 55 puL 55 uL 55 uL 55 uL 55 uL 55 puL 55 puL 55 uL

antagonist-1

= Q@ ™ m g 0

g)  MEE—ABREERMBELL B2 L 55 uL, AR AL B3, 1R,

h)  DABGEHE, B RE 9 MEEREIL (B10) .

i) MHE 2x G 1pg/mL Cortistatin-14 (6.5 uL 0.172 mg/mL Cortistatin-14 FEEIN
AF| 1098.7 L Assay Buffer o1, JE2JEEH)

P ORPER a WE IR AL, R BIE . RS IR EERR R I BUA AR,
LI 50 pL BA), # EEBURAREFRAERE 1 h.

k) 1h FHEUHBER | WEHFRIRAERAR, RE8FL% A 50 uL 1) Cortistatin-14

B b, 4REEFEE 16 ho
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) UFEAEI Luciferase.

2) MEZEFKN
R E L

Tango-H MRGPRX2
CHO-K1 Cell Line

0.5 pg/mL Cortistatin-14 + | 0.5 pg/mL Cortistatin-

0puM 14 +15 uyM

0.5 pg/mL Cortistatin-
14 +58.59 nM

23730480 5741912

22024531

3) WIES R

Tango-H MRGPRX2 CHO-K1 Cell Line

2.5x1071
= a0
x -
<)
S
s 1.5x1074
>
L2
s
= 1x107+
=
=
= 6+
5x10°1 4+ 0.5 ug/mL Cortistatin-14
) -1 0 1 2
Logo[MrgprX2 antagonist-1](uM)
Tango-H MRGPRX2 CHO-K1 Cell Line
IC50 | 0.5972

Fig 3. Response to MrgprX2 antagonist-1. Serial dilutions of the MrgprX2 antagonist-1 (MCE/HY-145191) was
incubated with 1E4 cells/well of the Tango-H MRGPRX2 CHO-K1 Cell Line (Cat. GM-C37884) in a 96-well
plate for 1 hour in assay buffer (F12K+1% FBS+1% P.S). Subsequently, the Cortistatin-14 (MCE/HY-P1932) ata

concentration of 0.05 pg/well was added, and the coculture proceeded for an additional 16 hours. Firefly luciferase

activity was then measured using erase activity was measured using the Luciferase Reporter Assay Kit

(Genomeditech). The results indicated maximum blocking folds of approximately [4.1]. Data are shown by drug

molar concentration.
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Tango-H MRGPRX2 CHO-KI1 Cell Line EC50
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CP25 0.3309
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Fig 5. The passage stability of response to Cortistatin-14. The passage 5, 15, and 25 of Tango-H MRGPRX2
CHO-K1 Cell Line (Cat. GM-C37884) at a concentration of 1E4 cells/well (96-well format) were stimulated with
serial dilutions of Cortistatin-14 (MCE/HY-P1932) in assay buffer (F12K+1% FBS+1% P.S) for 16 hours. The
firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). Data are shown

by drug mass concentration.

fis% 2: AR EERIES R

SamplelD Geometric Mean : FL11-H

B CHO-K1 APC-anti-MRGX2 Ab 1875

CHO-K1 Tango H_MRGPRX2 APC-M_IgG2 Ab 1137

f B CHO-K1 Tango H_MRGPRX2 APC-anti-MRGX2 Ab CP9 335673

y CHO-K1 Tango H_MRGPRX2 APC-ant-MRGX2 Ab CP19 292938
) - B CHO-K1 Tango H_MRGPRX2 APC-anti-MRGX2 Ab CP29 338667

FL11-H :: APC-H

Fig 6. The passage stability of the Tango-H_MRGPRX2 CHO-K1 Cell Line (Cat. GM-C37884) was determined
by flow cytometry using APC anti-human MRGX2 Antibody (Biolegend/359006).
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H_0X40 CHO-K1 Cell Line H_OX40L CHO-K1 Cell Line
H_OX40L HEK-293 Cell Line
Anti-H_0X40 hlgG2 Antibody(Ivuxolimab) Anti-OX40L hlgG1 Reference Antibody(Oxebio)
Anti-OX40L hIgG4 Antibody(Amlitelimab) Anti-OX40L hlgG4 Reference Antibody(Amlbio)
Biotinylated Human OX40L Protein; His-Avi Tag Cynomolgus OX40 Protein; His Tag
Cynomolgus OX40L Protein; His Tag Cynomolgus OX40L Protein; mFc Tag
Human OX40 Protein; His Tag Human OX40L Protein; His Tag
Human OX40L Protein; mFc Tag

IL-4/1L-13
IL-4 Reporter Cell Line IL-4/IL-13 Reporter 293 Cell Line
IL-4/IL-13 Reporter 293 DDX35TM Cell Line Cynomolgus_IL4R CHO-K1 Cell Line
H_IL4R CHO-K1 Cell Line
Anti-IL-4R hIgG1 Antibody(12B5) Anti-IL4R hlgG4 Antibody(Dupilumab)
Anti-IL4R hlgG4 Reference Antibody (Dupbio)
Human IL-4R alpha Protein; mFc Tag

IL-31

Ei}g;omolgusilL-?)lRA OSMR Reporter Baf3 Cell H IL-31 Reporter Cell Line
Cynomolgus IL31RA CHO-K1 Cell Line H_IL31RA CHO-K1 Cell Line
H IL31RA HEK-293 Cell Line H IL-31RA OSMR Baf3 Cell Line
Anti-IL31 hIgG1 Antibody(mAb33) Anti-IL31RA hIgG1 Antibody(NA633)
Anti-IL31RA hlgG2 Antibody(Nemolizumab) Anti-OSMR hlgG4 Antibody(Vixarelimab)

c-Kit: SCF
H c-Kit(CD117) GNNK(-) 293 Blockade Reporter Cynomolgus c-Kit(CD117) GNNK(-) CHO-K1 Cell
Cell Line Line
H c-Kit(CD117) GNNK(-) CHO-K1 Cell Line H c-Kit(CD117) GNNK(-) HEK-293 Cell Line

H c-Kit(CD117) GNNK(+) CHO-K1 Cell Line
Anti-c-Kit(CD117) higG1 Antibody(barzolvolimab) Anti-c-Kit(CD117) hlgG1 Antibody(briquilimab)
Anti-c-Kit(CD117) hlgG1 Reference Antibody(barbio)

Biotinylated Human SCF Protein; His-Avi Tag Cynomolgus c-Kit(CD117) Protein; His Tag
Human c¢-Kit(CD117) Protein; hFc Tag Human c-Kit(CD117) Protein; His Tag
Human SCF Protein; His Tag Human SCF Protein; mFc Tag

MRGPRX?2
H MRGPRX2 Reporter Cell Line Cynomolgus MRGPRX2 CHO-K1 Cell Line
Cynomolgus MRGPRX2 HEK-293 Cell Line H MRGPRX2 CHO-K1 Cell Line

H MRGPRX2 HEK-293 Cell Line
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