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1. MRS, % EHRNEE

M 2 5 R Rk DMEM+10% FBS+1% P.S
AR A KR TR DMEM+10% FBS+1% P.S+0.75 pg/mL Puromycin
LR A7 90% FBS+10% DMSO
2. RFIFEMHEE
B HE %
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
Anti-H_Nectin4 hIgG1 Antibody (Enfortumab) / Genomeditech/GM-23369AB
B
Equipment Manufacturer/Catalogue No.
AHH A ThermoFisher Scientific/Countess 3
iaw:: )ik e N = FE/RFFE PR & (Lifg) AR A F]/CytoFLEX
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1. #pEE T 2. #HffEAR (BL 10 cm M9

a)  37°CKIEIATIAE TR TR AL, N TG (1 B 75 s % T MREGFERLE 2R, FHEHERE, AR
H5mL % 15 mL B0 . TRER, BEHANTHEIERNEKEFE.

b) MU b R VR A A T IR O 37°CHE R K IR Q) AN bR, WEEAKC. BEFRAETEE 16-24 h
By, AR IENR 2K DL N RS R, EEINI JG, BN WSEGHARMEEERE L, 220 %5 KT 80%,
NiREfe CEw 2-3 708D . ROy BEAT A AL A HER A AL AL By 1:3-1:4, 2-

c) I 70% B SRR A A ARG Yo ) J LB TR AR 3 RALAR.

W A EGR G R R AR E 40 SR B B b) R MLEHE IR AR FRIESE 25, 10 cm LN 2 mL PBS
AR ) FELE T, BRIES, 176 xg, B0 3min, % 1.
fEanpyiiE, # g, c) 3F PBS, /il 1mL0.25% Trypsin-EDTA JH ki, 37C

d) fEH 1mL ZIpEIRRER, B & BHE JH1L 30-60s, WAUEL T ME.

G ORI, TEANH> 3 x 108 cells/mL. d) FramiAgIE, AAmE B, H5 A R T a6 B R

e) JEEAMINE IR IRIENIEA, R R 2-3 BEWF, 02 mL i AR KR TR IR S A& b4k, K
x<10° cells/mL, HEHEAN AR AT, K20 p b 3 Ha/NOIRFT IR, 176 xg ZiE B0 3 min.

BER R TR A . e) ik, MpUEAE KR IR ER, WRAEAL T
25 B oy A8 (AR R 27 I TR ORI 40 2 B 1B, AEAR
RN E Y 30-40%) .
N EREW:

3. AHMETRAF ARRIZR, FEMRERE, RTERAR, 2%

a) I 176 xg, 3 min B0 UCELN HERFH, REBER, FRERARLED, 41

b) {3 I FA 4R AR AE I (90% FBS +10% DMSO) Hi & REKBRRTRE.

YN, ZHMESE AR 5 < 108 cells/mL, %% 1 mL
SR BRI E T
C) IR, &SNS MRS E TR RS,
-80°C TFIRFFEAD 1R, R ZWET.
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2 x 10° cells/& » #EAELBUIT:

a) SEIOHT, MM E, AFEE3-Sd.

b) SEZIG4K, WALH NECTIN4 HEK-293 Cell Line, H{100 pL40M0 20 (4HMiH405
FAPBS A HE K 5 22 %108 cells/mL) , MINERMFMPTA (Anti-H Nectind higG1
Antibody (Enfortumab)) , 4°CHEEHFH 1 he

¢) JIA1-2 mLPBSH¥E, BEE MBI,

d)  IIANRIEARICH P, 4°CREEHF F 30 min.

e) 1000 rpm& 05 min, PR EiE, F300 uL PBSH & .

f) LR N

0) IFZER.

100 = SamplelD Geometric Mean : RL1-H
I | HEK-293 anti-NECTIN4+APC-2nd Ab 162
HEK-293 H NECTIN4 H_IgG+APC-2nd Ab 164
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M1 H_NECTIN4 KERF5 (QI6NYS-1)

MPLSLGAEMWGPEAWLLLLLLLASFTGRCPAGELETSDVVTVVLGQDAKLPCFYRGDSG
EQVGQVAWARVDAGEGAQELALLHSKYGLHVSPAYEGRVEQPPPPRNPLDGSVLLRNA
VQADEGEYECRVSTFPAGSFQARLRLRVLVPPLPSLNPGPALEEGQGLTLAASCTAEGSPA
PSVTWDTEVKGTTSSRSFKHSRSAAVTSEFHLVPSRSMNGQPLTCVVSHPGLLQDQRITHI
LHVSFLAEASVRGLEDQNLWHIGREGAMLKCLSEGQPPPSYNWTRLDGPLPSGVRVDGD
TLGFPPLTTEHSGIYVCHVSNEFSSRDSQVTVDVLDPQEDSGKQVDLVSASVVVVGVIAA
LLFCLLVVVVVLMSRYHRRKAQQMTQKYEEELTLTRENSIRRLHSHHTDPRSQPEESVGL
RAEGHPDSLKDNSSCSVMSEEPEGRSYSTLTTVREIETQTELLSPGSGRAEEEEDQDEGIKQ

AMNHFVQENGTLRAKPTGNGIYINGRGHLV

% 2 H_NECTINA F&5E R E 45 B

SamplelD Geometric Mean : FL11-H
B | HEK-293 anti-NECTIN4+APC-2nd Ab 1255
HEK-239 H_NECTIN4 H_lgG+APC-2nd Ab 1568
B | HEK-239 H_MNECTIN4 anti-NECTIN4+APC-2nd Ab CP& 1.16E6
| HEK-239 H_NECTIN4 anti-NECTIN4+APC-2nd Ab CP16 8.41E5
B | HEK-239 H_NECTIN4 anti-NECTIN4+APC-2nd Ab CP26 1.11E6

Py Ll | Ll | T T L |

0 2 4 6 8
10 10 10 10 10
FL11-H :: APC-H
. o A A
Fig. A2 i€ B IE
AR () FIRAF Genomeditech (Shanghai) Co., Ltd

AR F P AR S, TRAEH T ANREYT ! For research use only !

6/7



Genomeditech (Shanghai) Co.,Ltd.

((/} Eiﬁﬂﬂaﬂﬁ Order: 021-68455258/50432826/50432825

Toll-free: 400 627 9288

Genomeditech _ ‘ _
Email: service@genomeditech.com

(LERELINYINNE
FURSSE B AL AR R i, EDRUIGER 2 2 IS R AR A A BOK::

A F 7 iR T R, SR TAE R i

AP A T NREEYIER R, A BT A AR OGS .

PP B R FeR 2 AR 55 4 58 =77 7B R AN AT 72 20 58 BHIFE Bl N AT A ARE SO 74X, ST, TR
A AT AR CRFEE RN 0. B8 ke DA A 77 SR AL 35 i A= i R
WA i T A BRI LASM R R, AU SE R SRR (R AR A= 1w vr T,

VR AR T AR (B AIRAR.

H AR (L) BIRAH Genomeditech (Shanghai) Co., Ltd
AR F P AR S, TRAEH T ANREYT ! For research use only !

717



