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MM 5 EEFE3E: F12K+10% FBS +1% P.S

YfAE KR 93 F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+100 pg/mL Hygromycin+4 pug/mL

Puromycin
2N MR AT I FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. MR
e
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 Treated 96-well Corning/3912
Microplate
(-)-CP 55,940 1 mg GLPBIO/GC18343
(-)-CP 55,940 5 mg Macklin/C911498
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040513C
HEA AR
Equipment Manufacturer/Catalogue No.
T ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. BIELK

B SRR AL, X T A2, HEFF Tango-H CB1-CHO-K1 Cell Line ZHff & A 1

x 104 cells/FLo AURSZEAE F(-)-CP 55,940 (LL R & FR CP-55940) 1ENBAYEZY), Conc.01 I

JE48 9 uM,

FEIFLINA 100 uL PBS, PABK 1EAFLEEK o

3 56 MR, Conc.01-Conc.09 HIHEARLE B2-B10, B11 4 0 ik EXTHE . J&

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS
33333 11111 37.04 1235
PBS

CP-55940 1 uM

nM
PBS

nM
PBS

nM
PBS

nM
PBS

PBS

PBS

PBS

PBS PBS PBS PBS

1) InkePER
a) TESEIGHT 16-24 h, LA NRE R AL, B ORI YT, (R IE S e E
BN, A INAHARE T T, T DASE A SR S RN IR E D 1 x 105 cells/mL. LA
FEIN 100 pL 40 /FLZE R FL . B Bl LN 100 uL PBS. 75 FAR &, T4 i 5 i %
b) AEHTEE 96 AL V IRARHE & 25 R .
) M TAFMEES, HH—AT (W BT .
d) BHERE
2R fif iR 201 W= WIRPS
CP-55940 26.5534 mM 2.65534 mM B 2 uL fi#i+18 uL Assay Buffer
e) M Assay Buffer, SFLAFIIL F#E. 01 B2 LI 164.44 uL [¥] Assay buffer, B3-
B11 A 110 uL ) Assay Buffer.
) R FERFR AR IURE S BRI RS —ANBREE R RESL T (n B2 HN 0.56 uL CP-

55940) -
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h)  DASSHE, BEEE 9 MEEMEEL (B10) .
i) KPR a W E R LR B, R FE IE 100 pL.
§) B R LT R AR R R FL NN 100 pL.

k) %R, T 37°C CO, HFfiiss: 16 h.
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Fig 2. Response to (-)-CP 55,940. The Tango-H_CB1-CHO-K1 Cell Line (Cat. GM-C37720) at a concentration of

1E4 cells/well (96-well format) was stimulated with serial dilutions of (-)-CP 55,940 (GLPBIO/GC18343) in assay

buffer (F12K+1% FBS+1% P.S) for 16 hours. The firefly luciferase activity was measured using the Luciferase
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Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately [13.7]. Data are shown by

drug molar concentration.

2. iHskig

AR IR AT ELRAL, X T AL, HEFE Tango-H_CBI-CHO-K1 Cell Line 4 & 1
x 10* Cells/fL . f# F} Anti-H_CB1 hlgG4 Antibody(Nimacimab) (A T fij #X > Nimacimab; £ 150
kDa)E AFAEZY), Conc.01 £ N 100 pg/mL, 3 586 #iBE, Conc.01-Conc.09 45l HE

7t B2-B10, B11 4 0 #EXIE. RN 100 uL PBS, LARG 1Ll fLZE K .

FLBRAT 5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
100.00  33.33 11.11 3.70 1.23 411.52  137.17 | 45.72
Nimacimab PBS PBS

pg/mL  pg/mL  pg/mL  ng/mlL  ng/mL | ng/mL

pg/mL

pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

1) DR
a) fESEIGHT 16-24 h, KA ARG TR B, THACE ORI RITE, &R
SR TRAE RN, A ARSI, B RLSE R IR A R A IR L Y 1 % 109
cells/mL. PAFEFEAN 100 uL 40 /AL 2 1Al L. S BBl $L I 100 pL PBS. 25 F RS,
AR P A A
b) (A 1 ADTETE 96 FL V ERARAE S HTIAMEE o

o) HFAFHNPLAE, H—4T (W1 B2-B10) .

d) HERERR
PUA LR fitr ik BRI e & 5
Nimacimab 4.562 mg/mL / ELEA AR
CP 55,940 26.5534 mM 265.534 uM HY 2 uL f#¥+18 pL Assay Buffer
e) 96 fL VKM, I Assay Buffer, #fLIAFIIL TR, 41 B2 FLIIA 90 uL Assay

Buffer, B3-B11 4L, N 60 uL Assay Buffer.
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) IO FRAR A DA S BRI ZIEE — R R RESL P (i B2 A 4.13 ul

Nimacimab) , V&%,

BRI | BRIERPREAL, (KO AIFLIRNE 30 uL, IAIKAL B

1 2 3 4 5 6 7 8 9 10 11

12

4.13 pL Nimacimab O | 90 pL 60 pL 60 pL 60 pL 60 pL 60 pL 60 pL 60 uL 60 uL 60 puL

g) ME—APRERMRAL B2 IR 30 uL, IIAEIEE ANBREFREAL B3, TR,

h)  DAEHE, BHRE 9 MEEMBL (B10) .

i) FCHE 2x W#iE7): 400 nM CP 55,940 (3.62 pL 265.534 uM CP 55,940 BB IIAZ]
2400 uL Assay Buffer 1, JEZ1JEMHD .

B R a B E IR AL, IR B SRR B EERR R AR,
fLIMA 50 uL JB%), @ BRI FEAEEE 1 h.

k) 1h JFEGEBER j W E RGN, RS REFLE N 50 uL (17 CP 55,940 ¥
Wo e b, 4820 E 16 h.

) UCFEAEI Luciferase.
2) e EEEN
Z ARG FE I U B 4

) 0 pg/mL 100 pg/mL 15.24 ng/mL
Tango-H CB1-CHO-K1 Cell Line
2706194 606617 2828789
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Fig 3. Response to Anti-H_CB1 hlgG4 Antibody(Nimacimab). Serial dilutions of the Anti-H CB1 hlgG4
Antibody(Nimacimab) (Cat. GM-47472AB) was incubated with 1E4 cells/well of the Tango-H_CB1-CHO-K1
Cell Line (Cat. GM-C37720) in a 96-well plate for 1 hour in assay buffer (F12K+1% FBS+1% P.S). Subsequently,
the CP 55,940 (GLPBIO/GC18343) was added, and the coculture proceeded for an additional 16 hours. Firefly
luciferase activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech). The results

indicated maximum blocking folds of approximately [4.5]. Data are shown by drug mass concentration.
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Fig 4. The passage stability of response to (-)-CP 55,940. The passage 3, 13, and 23 of Tango-H_CB1-CHO-K1
Cell Line (Cat. GM-C37720) at a concentration of 1E4 cells/well (96-well format) were stimulated with serial
dilutions of CP 55,940 (GLPBIO/GC18343) 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.

PR 2: PR EHIRIESR

SamplelD Geometric Mean : FL11-H

M| CHO-K1 anti-CB1+APC-2nd Ab 1811

Tango-H_CB1 CHO-K1 H_lgG+APC-2nd Ab 1742

M| Tango-H_CB1 CHO-K1 anti-CB1+APC-2nd Ab CP8 42571

Tango-H_CB1 CHO-K1 anti-CB1+APC-2nd Ab CP16 48720

e N M| Tango-H_CB1 CHO-K1 anti-CB1+APC-2nd Ab CP26 46580

FL11-H :: APC-H

Fig 5. The passage stability of the Tango-H_CB1-CHO-K1 Cell Line (Cat. GM-C37720) was determined by flow
cytometry using Anti-H_CB1 hlgG4 Antibody(Nimacimab) (Cat. GM-47472AB).
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Fig 5. Response to (-)-CP 55,940. The Tango-H_CB1-CHO-K1 Cell Line (Cat. GM-C37720) at a concentration of
1E4 cells/well (96-well format) was stimulated with serial dilutions of (-)-CP 55,940 (Macklin/C911498) 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 was approximately [11]. Data are shown by
drug molar concentration. The reference compound GLPBIO/GC18343 was substituted with Macklin/C911498 for

this validation study. Equivalent pharmacological activity was confirmed.
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