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GM-C36651 Insulin Receptor A(IRA) Reporter Cell Line 5E6 Cells/mL
2H BB

77 b IETE=E itk e AT

GM-C36651  Insulin Receptor A(IRA) Reporter Cell Line SE6 CellsrmL 1%  -196°C
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1. SR, R7F. ERlAHES

2 5 R R DMEM+10% FBS+1% P.S

NP AR K TR S DMEM+10% FBS+1% P.S+4 ug/mL Blasticidin+0.75 pg/mL Puromycin
YR AT - 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S

2. WFREM R

T HE
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL gibco/C11995500BT
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

GMOne-Step Luciferase Reporter Gene Assay Kit ~ 1000T

Genomeditech/GM-040503C

Insulin, human recombinant 41 A J 5 % 25 mg yeasen/40112ES25

Anti-INSR hlgG1 Antibody(XPA.15.247.2.018) / Genomeditech/GM-51390AB

Anti-H_INSR hlgG1 Antibody(Valanafusp) / Genomeditech/GM-27376AB
A A

Equipment Manufacturer/Catalogue No.

Y T ThermoFisher Scientific/Countess 3

BEEARAX Moleculardevices/SpectraMax L
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#5275

37°C/KIR TR JRRE 3R 0, IMATRAE S
TR s mL £ 15 mL B0 .

IR A R A A0 M DR BN 37°CHE IR 7K
TR, s A1 MU TR ZKTH DL R R R SRR
HEINIRIRL GBH 2-3 5480 .

FI 70% T B AR VR A7 8 4138 LA AR5 G 1y L
o IEAN) R AR B G R R T A
MBS TR O MO, BRI,
176 xg, &0 3 min, F4HMEYTE, 7 LG
I 1 mL SRk FRAEE R, AT HCH 3 A
B g T R AR, TR > 3 x 108
cells/mL.

I AR TR R R T A, R R T A P A
| 2-3 x10° cells/mL, HRAE4HEIR AR, K
N M B P B A3 B R LA

AR A

/1 176 x<g, 3 min BT

15 F T4 4R BB R A7 (90% FBS + 10% DMSO)
HURAHML, AR Ry 5 =< 10° cells/mL,
[ 1 mL R B MR E T

FFEET, EUAICE, BARAE E TR
W, -80°CFRMFR/D 1R, RIVEREW
A

2. ZHpEAEAY (BL 10 cm MHH))

T WREGER LR 2R, FREGERE, FHaRR

BhRER, BERASHEIERNEKEFRE.

Q)  dHMh bR AAE, WhEEAEK . B FRAE I E 16-
24 h J&, B N OLSEANGEERS DL, A P
KT 80%, BNFIHEATAUMIALIR. HEFEAHMAEAR
ety 1:3-1:4, 2-3 RAEAR.,

b) CKFMECREFRE B R R L, 10 em MU 2
mL PBS JH%E 1 K.

c) 3 PBS, Jin1mL 0.25% Trypsin-EDTA 414,
37C 1k 30-60's, TiHEE T M.

d)  FRANMARE, A BRI, R4 R 4
B AR, 2 mL AR FRILIRAA
1A, AN DIRET R, 176 xg 2 B
> 3 min,

e) FLiFE, iyt HAEKREFRAEEEE, WG
AR 0 25 P88 434 R 5 577 LT AR 4 i %
JEVHEL, ARACE 4R B 30-40%) .

EEEW:

1) MRS, REREE, BTEFIAR &
HWELSEHREE, R&&ER, #REEH
MaAEd, K EEETRE.

2) FBS MEWETE 56T TN 30 4h . XFpT ik

W UF K EAMER LGS, EASRE
MR 2 3 A K R TG B T HIVEE
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1. Insulin 2K A B0 L%

PRSI, Aszstdr, ] Insulin Receptor A(IRA) Reporter Cell Line 51X

TGRS S R R O TR AR Ccon) , HEFERIAAAREDN 1.5 % 10 cells/fL. A Se4 fi H

Insulin,

human recombinant EZH A2 (LLFEFK Insuling 5807.57 Da) 1ENRHYEZGY,

L Insulin Receptor A(IRA) Reporter Cell Line 4], Conc.01 %4 500 ng/mL, 3 £ 5

F%. Conc.01-Conc.09 73 I HEAG /£ B2-B10, B11 &y 0 WX, J& LA 100 uL PBS, LA

B 1l FLAE K -
S BT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
. 10[0) 166.67 55.56 18.52 6.17 2.06 685.87 228.62 76.21
Insulin PBS PBS
ng/mL  ng/mL | ng/mL | ng/mL ng/mL ng/mL | pg/mL | pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ISR
a) fESKIGHT 16-24 h, H4ifg N IR, AR ORI DTEE, &R T
G IR R A, RIS D, DA e R A R A IR Y 1.5 %
105 cells/mL. PAHEAEHN 100 pL 4/ L2 F (A FL. S Bl LN 100 uL PBS. % B4R
i, TR E A
b) AEHTGEE 96 £l V AR IE S 25 M R o
c) XTSRS, 4T dnB AT -
d) BHEACE
LY RN fifi BER i & 757
Insulin 2 mg/mL 0.02 mg/mL HY 2 uL f##+198 uL Assay Buffer
e) A Assay Buffer, &fLIAFN T, a1B2 fLH A 160.88 pL 1¥) Assay buffer,

B3-B11 fiNA 110 uL #] Assay Buffer
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) WA AR AT AL S BRI BEE — MR EEMREFLA (1 B2 A 4.13 uL

Insulin) .
BRI | BAREREETL, HCUCMNRITLIRIN 55 uL A KA | xpL |
1 2 3 4 5 6 7 8 9 10 11

w

4.13 pL Insulin 110pL  110pL | 110pL  110pL  110pL  110pL  110pL 110l 110 pL
L

T O m m O O

9) ME—ABRERMEL (W1B2) HIREL 55 uL Wik, MABIE AEEERLE (i
B3) , 7.
h)y LLREHE, EEH 9 MREREL (B1O) .
i) RPER a i E IR, LT L 100 pL.
§) B AR I B R REIUREFLAN 100 pL.
k) RIS, T 37CCO, HFEMHEEIE6h.
) YScFER I Luciferase.
2) MEEF
S A ik AR I 1 B

Insulin Receptor A(IRA) 0 ng/mL 500 ng/mL 76.21 pg/mL
Reporter Cell Line 126588 1021563 134039
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Insulin Reeeptor A(IRA) Reporter Cell Line

EC50
_ 1510 - Tnsulin Receplor A(IRA) 23.92
= 4 CON
g
B 1x1054
=
g
£
é‘ 5x107°4
=
-

0 T T T T 1
-2 -1 [1} 1 2 3
Logyg[Insulin] (ng/mL)
Insulin Receptor A(IRA) Reporter Cell Ling 50
ECS
1.5x10°4 -0 Tnsulin Receplor A(IRA) 4.119
=) -+ CON

2

= 1x10%4

g

=

5

3 .

2 5x10°4

g

=

]

0 T T T T 1

Logjg[Insulin] (nM)

Fig 2. #umThaeieiurss )
CHW AT o A R BB IR A B e )

2. Anti-INSR $i4k Block SE%

BRIl A AL, KT A SESS, HEFF Insulin Receptor A(IRA) Reporter Cell Line 4
Mo & 1.5 %104 cells/fL. AR S2E64% ] Anti-INSR hlgG1 Antibody (XPA.15.247.2.018) (LA
TEIFRA: Anti-INSR; 150 kDa) 1F NFH4E: Block $if&, Conc.01 #KFEE N 30 pg/mL, 4 f%Ef

JE#FE, Conc.01-Conc.9 73 AIHEATZE B2-B10, B11 A 0 ¥ EEXHIE . & FEIFLINA 100 uL PBS,

PLBT IR fLAE K
LB R

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

. . . 7.32 1.83 457.76
Anti-INSR PBS

pg/mL  pg/mL | pg/mL ng/mL  ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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1) kPR
a) fESCIOHT 16-24 h, KA NE IR, AR ORI DTEE, S e AR
FRIEE RN, RIS ), P DL SE A R AR TR R AR B 1.5 < 10°
cells/mL. PAHEFE N 100 pL 4fe/FLZ H ) FL. & FERIFLIN 100 uL PBS. 6 FAREE, T
A o
b) fERTEE 96 FL V AR MER 2R .
¢) TR, EH—1T (nBAT) .
d) S0 Assay Buffer, #&FLIAFAN TR, a1 B2 fLHIMA 69.76 uL [#) Assay buffer, B3-
B10 MM 55 uL [ Assay Buffer.
e) BHENE
2R fifi BRI W= WiRrS
Anti-INSR 1.23 mg/mL / LAY R
Insulin 2 mg/mL 0.02 mg/mL HY 2 uL fi##+198 pL Assay Buffer
f)  WRHC3.58 pL FRlAE S BREL  INONEZE — DR MESLT (nB2) , TR
BHGR | BORERRESL, HCUCMRI LI 18.33 pl, AL B
1 2 3 4 5 6 7 8 9 10 12

3.58 uL Anti-INSR | fmA

pL

55 uL

55 uL 55 uL 55 uL

55 uL 55 uL 55 puL 55 uL

9)

h)

)

MR —ANBRFEFREFL (40 B2 L) FWRHEL 18.33 uL WK, IR AR (o

B3) , #IEA.

DA ZEHE, E % B10 fL. B11 AU .

Bl 2x 57, 100 ng/mL Insulin (3.68 pL 0.02 mg/mL Insulin BEEIIAE] 729.7 pL

Assay Buffer 91, JEEJEMHA) .
A YR a FMId B AINE, BEALIRFE 100 pL BRI R AR S A ST RE AR R
FLINA 50 uL, TRAEEFRAERH Lhe.
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K) 1h JEBCHDER IR GRS, FIMABER | MR R, B0 S0 L, o AR

ii, T 37T CO, HFMY;LIFE 6 h.
) UEEAI Luciferase.

2) REZEFEN
SHAR SRR B

. Insulin + 0 pg/mL Anti- Insulin + 30 pg/mL Insulin + 457.76
Insulin Receptor A(IRA) Reporter . .
. INSR Anti-INSR pg/mL Anti-INSR
Cell Line
1102996 270674 1061145

3) KIFSs R

Insulin Receptor A(IRAY Reporter Cell Line

1.5%105+

=)

é ©

T 1x10°4

&

=

&

g <

g 5x10°

£

_=} + 50 ng/mL Tnsulin
0 T T 1
-4 -2 0 2

LogylAnti-INSR (ug/mL)

Insulin Receptor A(IRA) Reporter

EC50 | 0.08609

Insulin Receptor A(IRA) Reporter Cell Line

1.5x10%=

=)

é o]

T 1x10°4

&

=

b4

] <

2 5x10%

2

= + 50 ng/mL Insulin
0 T T T 1
-4 -2 0 2 4

Log g LAnti-INSR (nM)

Insulin Receptor A{IRA) Reporter

EC30 | 0.5739

Fig 3. Insulin 3%, Anti-INSR Block ZhRELIESE T
A5 B B A AT 0 R 58 R B 7R R 5 (1) 3 B 5 2D
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INSR:insulin
Insulin Reporter Cell Line H_INSR CHO-K1 Cell Line

H_INSR HEK-293 Cell Line
Anti-INSR hlgG1 Antibody(XPA.15.247.2.018)
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