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OX2R (OrexinReceptor Type 2, AR ZMA 2 ) £—F G HAMEZA (GPCR) ,
FEERIET FEM BT RS iR A KRG X . OX2R kS 5 £ Ph Ak R 2
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i EY) Tango-H OX2R CHO-K1 Cell Line 40l % L CHO-K1 AT H40M, K18
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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 round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
Orexin A 1 mg MCE/HY-106224
Human Orexin R2/HCRTR2 Antibody / R&D/MAB5246

GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T

Genomeditech GM-040513

AR

Equipment Manufacturer/Catalogue No.
MM ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
S AR (R BIRAE Genomeditech (Shanghai) Co., Ltd
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R SmL & 15 mL BOE.
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HREHFER 1 E 2R, EHEHEFRE, &

HRRERER, BERANSHERERNERTESR

LNLE G ea ] DB BUBLY ) ANKVAGI ER VI .
T, K A BRI IR 22 KT DA AR R S AR R a) LA AR, B, BRI 16-24

HEIRIRIEA, GRS 2-3 7480 .
HY 70% £ B 3K U5 A7 5 A1 88 LR 5 AL i L
o AV e B G G R R E T A

h J&, B RN L BRSOl . MA I KT
60%, BIAT AT AN AR . RGN AL AR LB Ay
1:4-1:5, 2-3 RAEfR,

MR EHB LR O MEOE S, REIRS, b) IS TR IR A 25, 10 em LN 2
176 x g, &> 3 min, {EHIITHE, FF 1i5. mL PBS JEH¥E 1 K.
d) A 1| mL E75EFRIEE S, HUH 8 ¢) # PBS, Ml 1 mL0.25% Trypsin-EDTA VLWL,
S EROITBOTME, WAME> 3 x 10 37°C 44k 2-3 min, SO N ALEE,
cells/mL. d) FraRfAR I, AHAR RIS AE AL, S 4 T 4R
o) IEITAMINEIRREFREEMITEA, R G B BEERS, N 2 mL AAAKEFRIERAIA
] 2-3 % 10° cells/mL, HRHEAHILEREAAFR, K 1A, AN CIRET TR, 176 x g S B
2N M4 P B A SE I RS 7R LA £ 3 min.
e) F LiE, iyt HAEKR R R R, Yk
AR 20 A 3 P55 43 4 AR 5 7% L T R 4l
FEVHEL, ARG YA B2 20-30%) .
3. SHLYA -
a) ARRBRER, ERERARSES, Al
D BATe e 3R ERR. KRR TRE, MRS, R,
b) ﬁﬁﬁﬁ/@‘éﬂﬂﬂﬂ@iﬂfﬁ‘wo%mw10%DMso> by FBS M5 S6°C JH 30 86, IR IEH A
HUEAAMNL, A0 LRy 5 < 10° cells/mL, A, R S Bk B K TR
B 1 mL 2R IRAEE —
o) FFEHFT, EUICE, KIHEAAEE TR
BEH, -80°CTMRFED 1 K, R ER
A
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1. BEhIRAESER

BRIl AL, ST AN, i Tango-H OX2R CHO-K1 Cell Line ZH &4 1

x 10* cells/FLo AL AF H Orexin A (43T 3561 Da) EABHYEZGY), Conc.01 MKE N 1

uM, 4 5456 R FE , Conc.01-Conc.10 43 HEATFE B2-B10, B11 A 0 ¥ B x5} B8 & FElFLINA 100

uL PBS, PABIEIIALAEK .
FUARHEAT A0 T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
) 250.00 62.50 15.63 244.14  61.04 15.26
Orexin A PBS PBS
nM nM nM pM pM pM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) JiFELR

a) TESEIGHT 16-24 h, Kedufm BRI, VAL B OB ITE, (IS
SEARE IR AN, AT 0T, P LE A SR AR AR IR B Dy 1 %
10° cells/mL. VAHEFEIN 100 uL 20 A/AL 2 A1 L. JARIFFLI0 100 uL PBS. 3 EAR
w, TR AT

b) A 1 ANTEHE 96 FL U JERARHE % 25 R

o) HAFFNZY, fH—1T (41 B2-B10) .

d) BHARE

FLYEZE N fith BE Wi B 772
Orexin A 1 mM 10 uM HY 2 uL f#%#+198 pL Assay Buffer

e) 96 fL UK, I Assay Buffer, #FLIAFIIL TR, 41 B2 LI 160 uL Assay
Buffer, B3-B11 fL, /A 120 uL Assay Buffer.

) R FERFR IO RAIURE S B, IR — MR EERRREFL (i B2 N 17.78

uL Orexin A) , ¥&%].
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BRI BEERRESL, MR ATFLBIR 40 uL, A IRAL X HEFL ‘
1 2 3 4 5 6 7 8 9 10 11 12
17.78 uL
160 uL | 120 pL | 120 uL 120 pL | 120l 120 pL | 120 L | 120 ul 120 pL
Orexin A
g)  MEE—AEREEAMREFL B2 I 40 L, IINEIZE ZAMEREEREFL B3, ARSI
h)y DIk, B 9 MEEMRAL (B10) .
) KPR a HER IR A M FLARE . R FE BT 100 L.
i) IIACDER h HEA I ORI R, AL 100 pL.
k) @ WS, T 37°CCO, ¥ REFE 16 he
) AR ZEFER IS, K Luciferase
2) R HEERN

AR TS I R

Tango-H OX2R CHO-K1 Cell Line +
Orexin A
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15.26 pM
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3) WiIFER
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Fig 2. Response to Orexin A. Tango-H_OX2R CHO-K1 Cell Line (Cat. GM-C47780) was seeded at a density of
1E4 cells per well in a 96-well plate and incubated overnight. The next day, serial dilutions of the Orexin

A(MCE/HY-106224) were added to the pre-seeded cells. The mixture was incubated for an additional 16 hours.
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The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The

maximum induction fold was approximately [5.3]. Data are shown by drug molar concentration.
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Fig 5. Tango-H OX2R CHO-K1 Cell Line (Cat. GM-C47780) was determined by flow cytometry using Human
Orexin R2/HCRTR2 Antibody (R&D/MAB5246).
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