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A R 5 R R A F12K+10% FBS+1% P.S
G AR R TR A F12K+10% FBS+1% P.S+200 pg/mL G418+4 pug/mL Puromycin
AR LR AW 90% FBS+10% DMSO
2. RFUFEMHER
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
G418 Sulfate lg Genomeditech/GM-040402-1
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
F12K 500 mL BOSTER/PYG0036
Anti-Siglec15 mlgG2a Antibody(5G12) / Genomeditech/GM-24717AB
AR
Equipment Manufacturer/Catalogue No.
AHHTH A ThermoFisher Scientific/Countess 3
T A A i M BB RV AR A B A B /BeamCyte-1026
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a)
b)

c)

d)
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YPIRAT N 5 % 100 cells/mL, RAFHE 7054 1 mL.

1E 37°CAKI IR TR R0, AT GE AR5 775 S mL 3 15 mL 250 .

MBS U R A7 A B R TN 37°CARIR/K I8, 5 4N MR T 952 25 /K i LA R AR
UTERm) EY

FH 70% £ BB VR AR A0 AR S S ) T L%

TEAE W) AR BB 6 R R A7 v (1 200 R B e A% B U NG TG 1 15 mL &9
O F, B8RS, 1000 rpm, 20 5 min EETTE, 3 LEE.

URAT AN B0 SRR DT, 3 1 mL S A R R, U o G i e
THEOE AL, IEA KT 3 <108 cells/mL.

BN 78 A B R T 2, R 4 A B 2-3 x 10 cells/mL, R 40 AL 5
A, AN R SE R B TR, SRR 10em [l (8-10mL &) : 6cm

M/T25 #f (5 mL =) o J5 SEAUMAA nT AR 4 55 27 L b 40 i 58 A B 3
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JBON 37°CHEIGEEFRAH T 24 h, 8 FOEANRIEEERE b, WO GEE, HRAGLIH
R, N IR I B AT AN A A . A KT 60% 0, RIATHEAT (£
IR IGEE, ARl E K.

YA 0.25% Trypsin-EDTA, JHALEFEA: 2-3 min.

MEEEAN R F 2 B LA R AT, PR LB 1:4-1:5, 2-3 Rk
VAV

W I B 7% (1 8 97 i PR WU B 5725, 10 em TILJN 2 mL PBS %t 1 K.
F PBS, N1 mL VHACHIEYE—E, W, FHAE 1 mL JEAR, 37°C EAL 2-3
min, B FUE, FRAMARE, AUMIRIBEI S, M NI A s R o
W0 2mL 7245 e A B IR IR A 4B, KA/ OIRET TR, 1000 rpm & IR B O

3 min.
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9) FrLiE, MRV S ER R E R, RIEEACHTAI IR 0 i IRAEHE 7R ML AR
Angm s ETHL, AR AR N 20-30%) .

Fravdk [EA il iohc 15 FE 100%
35mm Dish 2mL 9.6 cm? 0.3 %106 1.2 <108
60 mm Dish 5mL 28 cm? 0.8 <108 3.2 %108

100 mm Dish 10 mL 78 cm? 2.2 <106 8.8 <106
T-25 Flask 5mL 25 cm? 0.7 <1068 2.8 <106
T-75 Flask 10 mL 75 cm? 2.1 <106 8.4 <106

Cynomolgus_SIGLEC15 CHO-K1 Cell Line %4

a)  YHMIALEM: 90% FBS+10% DMSO.

b) fdFH 1000 rpm, 3 min B O EELRA.

C) A FHTIVA AN M R AE VR B, 4 BT EE Sy 6 <108 cells/mL.

d) BE 1 mL SR BIREEE T, AR LmL, YRAEEE Y 5 < 10° cells/mL.
FPEET, EMPNCE, KRS E TR T, E-80°C M REED 1
K, Ry ERES.
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PR DR TR AL, X T AL, HEFECynomolgus SIGLEC15 CHO-K1 Cell

LineZH M8 N2 x 105 cells/& . EAFSEBUIT:

a)
b)

d)
e)
f)
g)

Normalized To Mode

SCUGET, FRAEARAIIAE KRR E, AFHEE3-5d.
SZ6 4K, HAkCynomolgus SIGLEC15 CHO-K1 cell line, H{100 pLZH 2% (40
MUt 550)E FHPBS A EE U 5 2 %< 108 cells/mL) , JIAEE MR PAE (Anti-
Siglec15 mlIgG2a Antibody(5G12)) , 4°CHEEHFE 1 he
BIN1-2 mL PBS# ¥k, EE DR,
TN EFRICH =Pt 4 CHREOLIT F 30 min.
1000 rpm & 0>5 min, Z:F% FiF, F300 uL PBSH &
SEHP BRI
BOAESE B,
100 = D Geometric Mean : RL1-H
1 M| CHO-K1 anti-H_SIGLEC15+APG-2nd Ab 125
J CHO-K1 Cyno_SIGLEC15 M_IgG+APC-2nd Ab 89.5
80 —_ . CHO-K1 Cyno_SIGLEC15 anti-H_SIGLEC15+APC-2nd Ab 21945
60 {
40 '
] d
20 ‘_‘
4]
L | Ll | L | L | R T
10 101 102 10 104 10
RL1-H :: APC-H
Fig. 7 S0 I E 45 S
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