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GM-C26180 Insulin Receptor B(IRB) Reporter Cell Line 5E6 Cells/mL
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GM-C26180  Insulin Receptor B(IRB) 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 2 A Jif % 2% 25mg 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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. HRET. R HF
R 75

H: AHREEFER, REWRREHN)ELE
FRVR I E IR IESR . SRR 140 f J5 T QR SRk AT
BHETRERED, FEMEFAE-70°C, FNTE-70°C
TRESIBEEER,

a)

b)

37°CKIA TR E TR I 4L, MRS &2
P FERE S mL & 15 mL B0 .
NI 2 HH B VR A7 0 i IR BN 37°CELTRLK
WY, K A R TR 22K THT DL R R R B AR R
HAIRINIEL GRE 2-3 5580 .

2.

.
*E:

ZHRAEAR (L 10 cm LA
WHEHEN 1 2R, ERESEEE, &

HRRSRER, BEEASTHEIRERKERESR

#.

a)

SNl bR, WEEEAE K BEFRAE IS 16-
24 h J5, BTSN ARNEERE I, g iR B
BH] 80%, ToEMTAIMALAR . AN MALAR
EL1o 1:3-1:4, 2-3 FALAN VR IRfr % AN
I 80%, 75 I T i 2 DR 4 M 52 1455 1 i 5 50

c) H 70%ZEEHERVEARE AN LA RIS B L b) CBRIMEEE IR R RS, 10 em LN 2
o (R AR EGE G TR E TR A mL PBS JE¥%E 1 K.

B EREILTR ) FELEY, BREIRS, ¢) # PBS, Ml 1 mL 0.25% Trypsin-EDTA JH4Li,
176 x g, &0 3 min, FAMIYLRE, 7+ LiG. 37°C 1k 30-60's, EAMAE T WEL.

d) A | mL SoRRFREER, WHHEAMER  d) FRAUMARE, 40 BR AT, o 40 N A
S EL O BIEAMM, EARE> 3 x 10° BB HRBERS, N 2 mL A2 A AR KB TR IR A1 4
cells/mL. 1BV, B4R/ OIRAT IR, 176 x g Eili &

e) EAMINE IR, R M > 3 min.

#) 2-3 x 10 cells/mL, HRHE4ANER A, K
A e ) G 0E B RS R L

3. R EEE:

a) HMENIEF, RAREE, BTEEAR £

a) i 176 x g, 3 min BOICEN. ARASE Y BIFEE, REBRRE, SRS

b) fsf FH A ZH AR A (90% FBS +10% DMSO) Wb, MK R TR
TSN, MARE LR S < 10° cellsmLs by ye g e R AR 80%, 75T L B4R
[ 1 mL 7 R B4R B T SR R

c) EZT, &4WidhE, KA GEEE THERK C) FBS MLIEE 56°C Mk 30 4050, T RIEHMER
BEH, -80°C T RAED 1 K, RIEBER WA, (B EEHH kLS E K E TR
At HETFE
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N ERHAE
1. Insulin 2K A B0 L%

PRSI REA, Aszstd, ] Insulin Receptor B(IRB) Reporter Cell Line 1%
TR FE R B XS R 4HAE Ccond , HEZEMAHEEN 1.5 x 10 cells/FL. AL H
Insulin, human recombinant FZH A2 (LA R EFK Insuling 5807.57 Da) 1ENEFHYEZGY,

LA Insulin Receptor B(IRB) Reporter Cell Line 2yf5l, Conc.01 ¥Ry 1.11 pg/mL, 3 546 EEH

. Conc.01-Conc.08 4 HIHEAR 7E B2-B9, B10 Ay 0 ¥ EEXFIHE . FEIFLINA 100 uL PBS, PA

By iEAFLEE 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
. 111 370 123.33 41.11 13.7 4.57 1.52 507.54
Insulin 0 PBS
pg/mL  ng/mL | ng/mL | ng/mL ng/mL ng/mL | ng/mL pg/mL
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
SR RAE A, AN AL DU R R R IR Y 1.5 <
105 cells/mL. PAHEAEHN 100 pL 4/ L2 F (A FL. S Bl LN 100 uL PBS. % B4R
i, TR A A
b) AEHTGEE 96 £l V AR IE S 25 M R o
c) ATAENAES, EH—4T (BT -
d) BHEACE
LY RN fifi B T & 7772
Insulin 2 mg/mL 0.2 mg/mL HY 2 pL fifi+18 uL Assay Buffer

e) A Assay Buffer, &fLIAFIN T, a1 B2 fLH A 164.08 pL 1¥) Assay buffer,

B3-B10 fiNA 110 uL #] Assay Buffer
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) WA FRRAR AT AL S BRI RS — MR EEMREFLA (1 B2 A 0.92 uL

Insulin) .

BRI ‘ BREEMREAL, IR MATALIRI 55 ul A RAL

| 3L |

1 2 3 4 5 6 7

9 10

12

0.92 pL Insulin 110pL | 110pL  110puL  110pL  110pL 110 pL
L

110 L 110 pL

9) MEBE—AEEERBAL (1 B2) FIREL 55 pL Ak, IINEEE AERERIL (n

B3) , AR
h)y DABRSRHE, BE 8 MEEMBIL (BD) .
) KPR a WA ARSI, REFLSE 100 uL B 7R
i) K HTHER I B FERR B AEFL NN 100 pL.
k) # ERIRE, T 37CCOx WM ThHFE 7h.,

I)  YSREAEI Luciferase.

2) HREEREHN
S B DR RS U P 45
Insulin Receptor B(IRB) 0 pg/mL 1.11 pg/mL 507.54 pg/mL
Reporter Cell Line 119328 1033578 110782
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2. Anti-INSR $ifk Block L4

BRI, T ARSESS, #E7F Insulin Receptor B(IRB) Reporter Cell Line 4f
Hi A 1.5 <104 cells/FL. ARS8 14 F Anti-INSR higG1 Antibody (XPA.15.247.2.018) (L
FRIFKN: Anti-INSR; 150 kDa) {F ABH 4 Block Fiifk, Conc.01 #J%A 30 pg/mL, 4 {546

FEHRE, Conc.01-Conc.9 43 I HEAR7E B2-B10, B11 Ay 0 ¥ Xt &, A HIFL I 100 uL PBS,

w

I O m m O o

PAB b FLAS K
FUBCHAG I F -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
7.5 1.88 468.75  117.19 29.3 7.32 1.83 457.76
Anti-INSR PBS
pg/mL  pg/mL | pg/mL | ng/mL ng/mL ng/mL | ng/mL ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ke IR

a) FESCIOHT 16-24 h, KA NI, AR QWA DTEE, 3SR e AR
TR RN, RIS IR, B RLSE B A R A IR Ly 1.5 < 10°
cells/mL. PAFEFEIN 100 pL 4Hfa/ L2 A A FL. J& HEIRFLIN 100 L PBS. % BAREE, T
A PP AL

b) AEHITGEE 96 L V EHRE S 2 MR .

c) AT, AT (nBAT) .

d) S0 Assay Buffer, &FLIAFANL TR, a1 B2 fLHIMA 69.76 uL [#) Assay buffer, B3-
B10 SN A 55 uL 1] Assay Buffer.

e) BHARE

LY RN

P 7 1%
HRAE AR
) WRHEK 3.58 L RrRERL BB IS — DB RESLT (i B2) , B2,

fi i B

Anti-INSR 1.23 mg/mL /
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| BRI BORERRETL, MU LI 1833 pL, IAIKIL *HHAL |
1 2 3 4 5 6 7 8 9 10 12
69.76
3.58 uL Anti-INSR | fnA 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL

pL

9) MEEREEMRAL (B2 LD PUREL 18.33 pL WK, IIAZIEE
B3) , R

h) DL, B2 B10 fL. B11 NAIIHTIARIR .

i) DIR a M B AELE, BEALIRSE 90 pL B IRk

) K ATHER L B R R AL 50 pL, JRNESFRAEIE 1h.

ML (i

K)  EUHEEZRAE SR, BEFLA N 50 uL FIFEREF] 0.6 pg/mL ¥R FZ 1Y) Insulin £ 4, #% b

KR 25, T 37T CO, Ik 4:mE 7 h.
I)  YFEAEI Luciferase.

2) e FEREN
B AAR ST A .

. Insulin + 0 pg/mL Anti- Insulin + 30 pg/mL Insulin + 457.76
Insulin Receptor B(IRB) Reporter . .
. . INSR Anti-INSR pg/mL Anti-INSR
Cell Line + Anti-INSR
323467 63648 345973
3) KFZE R
Insulin Reeeptor B(IRB) Reporter Cell Line Insulin Receptor B{IRB) Reporter Cell Line
4x10° 4x105
E 3x10%4 2 3x10°4
: :
2 2x1054 T 2x10°1
i :
£ ix105 £ 1x1051
+0.3 pg/mL Human Insulin - +0.3 pg/mL Human Insulin
o T T 1 L] T T T 1
-4 -2 0 2 -4 -2 0 2 4
Logo[Anti-INSR](pg/mL) Logo[Anti-TNSR](mM)
Insulin Receptor B(IRB) Reporter Insulin Receptor B{IRB)} Reporter
IC50 | 0.1009 IC50 | 0.6729

Fig 3. Insulin 3%, Anti-INSR Block ZhRELIES: T
A B AR T AT T 8 P58 R B R A JBE 1) i )5 &)
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4 Insulin Receptor B(IRB) Reporter H_IgG+APC-2nd Ab 1398
80 = M | iInsulin Receptor B{IRB) Reporter anti-INSR+APC-2nd Ab 6.30E5
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Fig 4. Insulin Receptor B(IRB) Reporter Cell Line {# 4 Anti-H_INSR hlgG1 Antibody (Valanafusp) #ixC361IE

45

fhk 2: o tRIIE

Insulin Receptor B(IRB) Reporter Cell Line

(s EC50
-©- CP7 0.02649
A CP12 0.03165
101 CP17 0.02939
= & CP22 0.02502
s = CP27  0.02586
5-
0 L] | | ] ] | |
-4 -3 -2 -1 0 1

Logg[Insulin] (ng/mL)

Fig 5. Insulin Receptor B(IRB) Reporter Cell Line {# i Insulin, human recombinant B4 AR E 2 B
140112ES25) Fa e I E 45 3
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FASRT i

INSR:insulin
Insulin Receptor A(IRA) Reporter Cell Line H_INSR CHO-K1 Cell Line
H_INSR HEK-293 Cell Line
Anti-H_INSR hlgG1 Antibody(Valanafusp) Anti-INSR hlgG1 Antibody(XPA.15.247.2.018)
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