Genomeditech (Shanghai) Co.,Ltd.

G Eiﬁi’aﬂ*i Order: 021-68455258/50432826/50432825

5 Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

7 i

H_ TrkB Reporter CHO-K1 Cell Line
H TrkB Reporter CHO-K1 4} &

For research use only!

A PERIHMER], AR TR !

RAS: V2.12.1

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

1/ 14



Genomeditech (Shanghai) Co.,Ltd.

Gﬂ Eiﬁi’aﬂ*& Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

H %

- FERRFEARAT L RLZLIY <o 3
—. BB L A LB TE oo 3
=. FEIIIIR oo 4
IL'N T BHE B et 5
. HIIRE TR EAE EIFRTIE R e, 5

2. TR BT HE ST e 5
Fis HBI I TRy AR T et 6
2 = OO 6
UABAEAR CPL 10 em MBI e 6

. DB IIZRTE e 6

75n FEFITTIE IR oo 7
1. B FAIRAIESZIG oot anee 7

1) TIBEZEIR oo 7

2)  AREFFEDIRGIN...ooovoeeeeeeeee et 8

3)  BEZE TR et 9

2. FURPETEZIR ..ot 10
TIREEBIR et 10

D) FREEFEDIGIN ..oooeeeeeeeeeee e 11

2) A TR e, 12

BT 1 TBEIGAEAE T oot 13
BT 2 TRIRIEAEGE TR oot 13
3£ St PO OSSO 14
VT2 oot 14

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

2/ 14



Genomeditech (Shanghai) Co.,Ltd.

Gﬂ Eiﬁi’aﬂ*& Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

v EmEAEREAS
BEAER

] 77 b AL TR P
GM-C28366 H_TrkB Reporter CHO-K1 Cell Line SE6 Cells/mL
ZH B ARGy

g e fEF

e 77 b AR

GM-C28366  H_TrkB Reporter CHO-K1 Cell Line 5E6 CellssmL 1%  -196°C

—. B, sREEF

1. AR TUKIEH, —196°C LLF (UKAREGRE D KA .

2. FEfhe SR TR TEUCENP AL R AR TONIRAIRES, —196°C LUR (UKARER
BRI KA

3. K EhHESR Assay, BIAE “HUEY) R Al e A 7 R kAT

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

3/ 14



Sm Al

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.
Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

=, FmiER
JELERE (4 52446348 B (TrkB, Tropomyosin Receptor Kinase B) , & —FfE Ak
Hi NTRK2 K| i f 8 5. TrkB 2 8 T2 AR 2 BRMME (RTKD FE Trk %R
W, BB RANEHANE RGIPHE TTR T SRS, JCLAME AR, RN B2 B i i M
XN E SR MR ZE FR AT (BDNF) MIHZE IR 1-4/5 (NT-4/5) [
FRAIIRZAR, RN FIEE TGS G Lo s SR AT B OCH 7, IEH 2
JRAIVAIARE BT IR SUFER I B 22 IRAT PRI S U ) B BE 24K, JF AT BB I T 1% /)
GUNEERE =TI
TrkB i H N B A BRI A I8 S5 S 5. 246 5 /& BDNF 2 NT-
415 G5EJa, RAETIRWIESIR B R RRIRAE AR . BERRILIY TrkB FH S FH0E £ Fi
NESERCER, HEMEZ) =5 Sl iR Cy (PLCy) @B, PI3K/AKT il
HAI Ras/MAPK i . Bl Bx b FIfE A, 58215 5 CREB S8R 7l fL, et R fdn]
MR AIMRIE, IRENSE TR A A E B
FWEY H_TrkB Reporter CHO-K1 Cell Line fi 15 3E N4 R, /&% T PLCy-Ca?H (55
AR —Fh Luciferase %5 FERAMLR . B 58 8 B0, T B0E 96 R il
(Luciferase) )ik, Luciferase BB RIRZAE 5@ ER WUERCR, LA T TrkB AHE
BRI RPN

Larotrectinib

p =

s @" Luciferase §-

Fig 1. JREURZE

SR (Rl BIRAF Genomeditech (Shanghai) Co.,Ltd
ARNF P AR g, AR T AT

For research use only !

4/ 14



Genomeditech (Shanghai) Co.,Ltd.

G Eiﬁiﬂaﬂ;a Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

v MIREE
1. 4iffsEsR. RF. RHEAES

AN Iy H IR F12K+10% FBS+1% P.S
AR R B TR F12K+10% FBS+1% P.S+4 pg/mL Blasticidin+4 pg/mL Puromycin
2R AT I 90% FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. BAIFEHHEE
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
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
Anti-TrkB hlgG4 Antibody (H4H9816P2) / Genomeditech/GM-88117AB
Neurotrophin-4 &5 H, Human (HEK293) 10 pug MCE/HY-P702537
Larotrectinib 1 mg MCE/HY-12866
Selitrectinib 1 mg MCE/HY-101977
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000 T Genomeditech/GM-040513C
Kit
A A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. BARIESER

AR AT, ST ASSLS, HEFE H TrkB Reporter CHO-K 1 Cell Line ZHffi &y
1 x 10* cells/FL. AS¥RSZ4& % H] Neurotrophin-4 £, Human (HEK293) (14 kDa; DL R fa#R
Neurotrophin-4) {EAFAMEZ Y, Conc.01 #EEA 10nM, 3 f5H6EEMEE, Conc.01-Conc.09 77

AHEATE B2-B10, B11 4 0 WX R JEEIFLIIA 100 uL PBS, A7 ibiffL7& K .

PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

FUARHEAT IR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Neurotrophin- . 37037  123.46 41.15 13.72
PBS
4 pM pM pM pM

1) PR

FESEIOHT 16-24 h, FEAHMI AEE TR B, VAL RS O WCER AN TiE, A B e ARG R
FEE BN, RIS IR, B SE AR IR R A AR B 1 % 10° cells/mL.  PAHE
Fen 100 pL ZHAE/ALZ (A 10 L. AE ARSI 100 pL PBS. # EAkd:, T Ed
RALH o

a) M 1/NETE 96 £l U B & 25 Mike o

b) ARG, SR —17 (i B2-B10) .

c) BHEACE

LY RN fifi B [ WIRFS
Neurotrophin-4 7.14 uM 714 nM HY 2 pL fi##i+18 pL Assay Buffer

d) 96 fL U fLHRH', SN Assay Buffer, & FUAFRIL T2, a1 B2 fL43Al A 180uL

Assay Buffer; B3-B10 L, Z3#liiA 120 uL Assay Buffer.
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S| BRRERREAL, MDA LI 60 uL, AL | wml |
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vs)

2.56 uL

180 uL 120 uL 120 uL | 120 pL 120 L 120 uL 120 uL 120 uL 120 uL
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T O ™" m g 0

) MEE—ABRERRTL B2 th o I 60 uL, AIAEIE —MEEEMIL B3 H, sy
pE
g) DLMLEHE, BEZE 9 MEEMBEIL (B10) .
h)y CRAPER 1A RSB, LIRS 100 pL BiRdE.
a) NI HTHEE I RR EM R, BE9L 100 pL.
b) @ bW, T 37°CCO, BFFMHRFE Th,
c) Wk, #ZE 96 FLEEH EHL, AR Luciferase.
2) e E RN
S At e RIS I 5 B 1
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H TrkB Reporter CHO-K1 Cell Line
56699 2836747 58439
SR (Rl BIRAF Genomeditech (Shanghai) Co.,Ltd

AR F P BRI g, TR AR T ARIAST ! For research use only !

8/ 14




Genomeditech (Shanghai) Co.,Ltd.
=
ﬂ)ﬁE!aﬂ*ﬁ Order: 021-68455258/50432826/50432825
=) Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

3) WirgR

H_ TrkB Reporter CHO-K 1 Cell Line

4x10%+
=)
= 3x10%4
Y
=
g 2x10%4
&
g
E  1x10+
=
-
0+ T T T 1
-3 -2 -1 0 1 2

Logg[Neurotrophin-4] (nM)

H TrkB Reporter Cell Line
EC50 | 0.5615

Fig 2. Response to Neurotrophin-4 protein. H TrkB Reporter CHO-K1 Cell Line (Cat. GM-C28366) at a
concentration of 1E4 cells/well (96-well format) was stimulated with serial dilutions of Neurotrophin-4 Protein
(MCE/ HY-P702537) in assay buffer (F12K + 1% FBS + 1% P.S) for 7 hours. The firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [50.0]. Data are shown by drug mass concentration.
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2. PiikFHETSLL

BRI RRAAL, X ARSEES, % H TrkB Reporter CHO-K1 Cell Line 4 i &0

1 x 10* cells/fLo AR SZL: 53 74 | Neurotrophin-4 £5 1, Human (HEK293) (DL fi #%

Neurotrophin-4) {ENFIEZY) (¥ 1nM) , Larotrectinib /E4 block $ifAk (428.44kDa) .

Conc.01 ZHREEST I 1 uM, 3 fi5kfERRE, Conc.01-Conc.9 43 7 HFA /£ B2-B10, B11 A0

WREXTIE . FE LI 100 uL PBS, PABG 1L FLE K .

FUARHEAT IR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
333.33 | 111.11 37.04 12.35 457.25 | 152.42
Larotrectinib PBS
nM nM nM nM pM pM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

IS IR

a) FESEIOHT 16-24 h, A NI, AR ORI DTE, A E R
GBI R A, AN AT DU R IR B AR Y 1 ¢ 10°
cells/mL. PAFEAEAN 100 puL 40 /AL 2 ial L. & Bl R$L I 100 pL PBS. &5 FiR s,
TR b A R

b) EH 1 DNTEEE 96 FL U AR HE % 25 MM .

o) BAFRNUA, fIH—4T (W1 B2-B10) .

d) #ERBEER

LY/ EZpN fifi B [ WARFS
Larotrectinib 10 mM 100 nM HY 2 uL fig + 198 pL Assay Buffer

e) 96 fL U KM, I Assay Buffer, #FLAFIIL TR, 41 B2 A 90 uL Assay

Buffer, B3-B11 L, A 60 uL Assay Buffer.

) IO RRAR A DAL S B I ZIZE — MR EERRE AL (W B2 A 1.84 uL

Larotrectinib) , J&%2J.
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RERER BEEERRETL, IR FTFLBIR 30 uL, IARAL X HEZH
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1.84 uL
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k) 1h/E, P58 ML, IMABRR j MR BOE 25, B4l 50 pL.
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m) WK, %% 96 fLAJEM ML, A Luciferase.
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Fig 3. Inhibition of Neurotrophin-4, Human (HEK293) protein-induced reporter activity by Larotrectinib. Serial
dilutions of the Larotrectinib(MCE/HY-12866) was incubated with 1E4 cells/well of the H TrkB Reporter CHO-
K1 Cell Line (Cat. GM-C28366) in a 96-well plate for 1 hour in assay buffer (F12K +1% FBS+1% P.S).
Subsequently, the Neurotrophin-4, Human (HEK293) Protein (MCE/HY-P702537) was added to each well at a
final concentration of 1 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.

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

12 / 14



Genomeditech (Shanghai) Co.,Ltd.

G__ Eiﬁi’aﬂ*i Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

fii3% 1 ThREIIESS R

H TrkB Reporter CHO-K1 Cell Line

6x10°- - 120
= 100
L 4x10] © 60 =
2 =
=
§ =60 =
g =]
= 5 +1 nM Neurotrophin-4 =
E 2x10°5 1C50-0.001126 uM =40
S ° - 20
0 r ' : > 0
'5 -4 -3 _2 _1 0

Log,g[Selitrectinib] (uM)

Fig 3. Inhibition of Neurotrophin-4, Human (HEK293) protein-induced reporter activity by Selitrectinib. Serial
dilutions of the Selitrectinib(MCE/HY-101977) was incubated with 1E4 cells/well of the H TrkB Reporter CHO-
K1 Cell Line (Cat. GM-C28366) in a 96-well plate for 1 hour in assay buffer (F12K +1% FBS+1% P.S).
Subsequently, the Neurotrophin-4, Human (HEK293) Protein (MCE/HY-P702537) was added to each well at a
final concentration of 1 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 4. H_TrkB Reporter CHO-K1 Cell Line (Cat. GM-C28366) was determined by flow cytometry using Anti-
TrkB higG4 Antibody (H4H9816P2))(Cat. GM-88117AB).
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