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2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin
IR A7 B TR A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEHHEE
e
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 ExCell/FSP500
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 96-well Corning/3912
Treated Microplate
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
Prolactin Protein, Human, Recombinant 200 pg SinoBiological/10275-HO08B
Anti-PRLR hIgG1 Antibody(Mat3) / Genomeditech/GM-27198AB
EIRVE
Equipment Manufacturer/Catalogue No.
il e ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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PRI TR AL, X TARSESS, #E#E H PRL(prolactin) Reporter Cell Line 4 g
N 1.5x10*Cells/fL. f#H Human PRL (24.3kDa) #CIHZK 5 (Conc.01) M 1 pg/mL,
3 fEBAEERERE, Conc.01-Conc.09 43 AIHEAR/E B2-B10, B11 Jy 0 ¥KEEXTR. J& A 100
uL PBS, LAB7IEIIALAEK o

FLARA -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
37.04 12.35 4.12 1.37 457.25  152.42
Human PRL PBS
pg/mL | ng/mL ng/mL ng/mlL ng/mL ng/mlL ng/mL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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FEE SN, A IANENE DIt T RASE A AR AR R R A A O 1.5 % 10° cells/mL. LA
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d) 96 L V 11, A Assay Buffer, #FLARIIL T, w1 B2 LA 163.35 uL Assay

Buffer, B3-B11 4L, A 110 uL Assay Buffer.
e)  WIBCA FARRR AR DURE S B IIANBIEE —ABEEERREAL P (n B2 H 1.65 il
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Fig 2. Response to Recombinant Human Prolactin Protein. The H_PRL (prolactin) Reporter Cell Line (Cat. GM-
C19941) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Recombinant
Human Prolactin Protein (Sino Biological/10275-H08B) in assay buffer (DMEM + 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 [201.2]. Data are shown by drug mass concentration.
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BRAUE DRI AL, X T ASEES, #E#E H PRL(prolactin) Reporter Cell Line 4H
A 1.5%10*Cells/fL. f# ] Human PRL (24.3kDa) K% N 0.21 pg/mL (EC80=0.21
pg/mL) , Anti-PRLR (150 kDa) #EHHZIKE(Cone.01))9 15 ng/mL, 3 fEkh MRS,
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d) 96 fLV 1, INA Assay Buffer, #&fLIAFN T, 41 B1 fLIIA 78.38 puL Assay

Anti-PRLR 6 mg/mL 0.6 mg/mL
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Buffer, B2-B12 fL, A 55 uL Assay Buffer.
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3) PR
a)  HUHUBIR 1 3B M FLAR, TR3F 90 uL.
b) BEFERELF PRI 50 uL I EIFLI T, B E 1 h.
c) WEHMMENEE 2 x ¥, 0.42 ug/mL Human PRL (4.17 uL 0.1 mg/mL
Human PRL JII A% 985.92 uL Assay Buffer 41, JE2JJEM ) .
d) 1h/a, BB c BCEMEIETIMAZDEE b &L mFLBch, &L 50 uL, 'S
Ja e ER SR, T 37°C CO, B53-4H R4k 4L 15 he

e) WHEREI Luciferase.

4) REEFN
SHARAHEE R B0

. 0.21 pg/mL Human PRL + | 0.21 pg/mL Human PRL + | 0.21 pg/mL Human PRL +
H_PRL(prolactin) . . .
- ) 0 pg/mL Anti-PRLR 15 ug/mL Anti-PRLR 254.03 pg/mL Anti-PRLR
Reporter Cell Line
3018265 64363 2981740
5) WIE4R
H_PRL(prolactin) Reporter Cell Line H_PRL{prolactin) Reporter Cell Line
4x1057 4105
=) =)
é 3x106 2 2 3100 2
§ 2%10% § 2104
: g
€ 1x1064 2 1x10%4
E 1x10 E
041021 pg/mL Human PRL o4 +0.21 pg/mL [Tuman PRL

-4 -2 0 2 -4 -2 0 2
Log,  [Anti-PRLR] (pg/mL) Log o[ Anti-PRLR] (nM)
H PRL Reporter Cell Line H_PRL Reporter Cell Line
IC50 | 0.2015 IC50 | 1.343

Fig 3. Response to Anti-PRLR hlgG1 Antibody(Mat3). Serial dilutions of the Anti-PRLR hlgG1 Antibody(Mat3)
(Cat. GM-27198AB) was incubated with 1.5E4 cells/well of the H PRL(prolactin) Reporter Cell Line (Cat. GM-
C19941) in a 96-well plate for 1 hour in assay buffer (DMEM + 1% FBS + 1% P.S). Subsequently, the Recombinant
Human Prolactin Protein (Sino Biological/10275-H08B) at a concentration of 21 ng/well was added, and the
coculture proceeded for an additional 15 hours. Firefly luciferase activity is then measured using the Luciferase
Reporter Assay Kit (Genomeditech). The results indicated maximum blocking folds of approximately [46.3]. Data

are shown by drug mass concentration.
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Fig 4. The passage stability of response to human prolactin protein. The passages CP12, CP17, CP22, CP27, and
CP32 of H PRL (prolactin) Reporter Cell Line (Cat. GM-C19941) at a density of 1.5E4 cells/well (96-well format)
were stimulated with serial dilutions of Recombinant Human Prolactin Protein (Sinobiological/10275-H08B) in
assay buffer (DMEM + 1% FBS + 1% P.S) for 16 hours. The firefly luciferase activity was measured using the
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit (Genomeditech). Data are shown by protein mass

concentration.
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