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M SH
HE SE6 Cells per vial,1 mL
PR | ST
fitsiz A FUKisHy, -196° C LR KA
B nE DMEM+10% FBS(Delipidized)+1% P.S
K DMEM+10% FBS(Delipidized)+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+125 pg/mL
i Hygromycin+0.75 pg/mL Puromycin
B gy VA U A GE N S BB I A2 WAL : Lipid Depleted Fetal Bovine Serum (VivaCell C3840)
: CD-Trpizer® Enzyme-free Cell Dissociation Reagent (BasalMedia/S343JV)
S R R AR 90% FBS(Delipidized)+10% DMSO
e KA 5
i T 37°C, 5% CO:
SR IZA A A OOl SR, S5 RO
Y REFR Biosafety Level 2
y
#IE VO EY 1240, IR ZED 10 3¢, DMERZAEH.
SKIARL S5 ER
2 Manufacturer/Catalogue No.
DMEM Gibco/C11995500BT
Lipid Depleted Fetal Bovine Serum VivaCell/C3840
Pen/Strep Thermo/15140-122
Blasticidin Genomeditech/GM-040404
Puromycin Genomeditech/GM-040401
Hygromycin Genomeditech/GM-040403
G418 Genomeditech/GM-040402
CD-Trpizer® Enzyme-free Cell Dissociation Reagent BasalMedia/S343]V
96 well round cell culture plate PakGent/CL-PT096
96-well White Opaque Plate Thermo/236108
96-well U-bottom Plate Saining/1014010
LPS Beyotime/S1732
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit Genomeditech/GM-040513
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https://www.genomeditech.com/genoagent/Antibiotic/Blasticidin-S
https://www.genomeditech.com/genoagent/Antibiotic/Puromycin-dihydrochloride
https://www.genomeditech.com/genoagent/Antibiotic/Hygromycin-B
https://www.genomeditech.com/genoagent/Antibiotic/G418-Sulfate-Geneticin
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TLR4 HiAXFIERIE. RAKKXAMA, A APC anti-human
CD284 (TLR4) Antibody (biolegend/312815) #& JIl H_TLR4
Reporter 293 4l & (GM-C50021) ff) TLR4 Fik.
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ARE T

G ¥EFR%: DMEM+10% FBS(Delipidized)+1% P.S

N IR R AR, SAENCENRAR AN S SRR AR I R 05 R 9% . i RAEWCRI AN 5 75 2L AR et A7, W LB TR

W, PEEEAEAE-70°C, PRIRTE-70°C Migffe S EUE R K,

a) 37TCKBBTME I REFREE, AT R 7555775 S mL £ 15 mL B.0%5 .

b) AR Z L R A7 20 BTN 37°ClE R K 4, R 40 B TR 22K T LA R R R s id vk, B 2IWRIAIEL A Gl
2.3 08 .

c) H 70%CEERIRRARE SN LARRARIS B L . R 2 e sl i & TR E I S 2 2P 3R @
B OEY, BERIEY, 176 X g, B0 5Smin, F4HMITE, 37 LiF.

d) T 1 mL ZorssrdtE R, T G Qe Eos 4, 748> 3E6 cells/mL.

e) EITHMINE IREEFRIEEMIE, IR E ) 2-3E5 cells/mL, RIEANILERSAAT, Krgh i Fh 2438 55
FRL .

A0 R AT

MR IER: 90% FBS(Delipidized)+10% DMSO

a) A 176 X g, 3 min Z.OULELH .

b) 4 TRA IS AR 90% FBS(Delipidized) + 10% DMSO HE 24001, 40155 5% N S5E6 cells/mL, &4 1 mL
35 B Y1 LR AT

o FER&ET, &G, BAEFAEE THERRGET, -80C T RAEZRD 1R, RIEBRERET.

AR LR

A K85 7% 3 : DMEM+10% FBS(Delipidized)+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+125 ug/mL Hygromycin+0.75

pg/mL Puromycin

MMET A 1 2 24, MHRTREIRE, FARSEER, BESNSEIERNAE KRR R,

a)  AHMCH bR AR, WiEEAK. IEIRAETIEE 16-24h J5, BN UEARNGEEE L, a0 BEIA R 80%, R
ITHRAE AR, TERIRRRE AT 80%, 3 I R] RE 23 N 4H i 52 265 1T 5 BOE 1 I8 55 -

b) CKIMEEE IR IE TR FE 25, 10 em LN 2 mL PBS J#¥%E 1 1R

c) ¢ PBS, /01 mL IERGAMRIEAIE, 37° C IHIL 30-60s, BAEE N,

d)  FrgiMoAR R, A0HEE BRI, S AT LA EOBERT, N 2 mL 2 A AR KRS IR AR ST 2 b TEAL, KA /N O
WAT R, 176 X g =L 3 min.

e) 7 LG, fUMupiiE AR KE R E R, RS RTAMRE E ORYER 7R LA A 2 B 5, A2 A5 40
Ji %5 B 30-40%) o

PAEAEL BN 1:3-1:4, 3-4 RAEAR.

KR &E

a)  ZYIIEETR 1-3 K, AIRES AN EE IS, BIIE AN 5% ML (e K gLt 0], — 2R 4 RITaaNbEE, 28
5 KA LT 38— UABARAL B, 4% 12 4610— WG, R KIZHHIKE B, 2-3 KaJisF] 80%LA F.

b) EREREFEEAELT 80%, 75 NIAT RS2 K40 i A2 25 K 1 S 20 HERES .
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c) FBS(Delipidized)d 56° C 7K¥ 30 708, AIRHCKIEFMARIE 20, (HAN I35 520 oK 22 04 K R R0 48 i PR+
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BB R, KT ACSEE:, HEFE H TLR4 Reporter 293 Cell Line 400 &4 1.5 x 104 cells/fL. AR5
S H LPS fEARHTEZ5%),  Conc.01 WREEN 10 pg/mL, 8 fHHEMFE, Conc.01-Conc.011 73 7HEA7E B1-B11, B12 A4
0 WREEXTIE ., B FLINA 100 pL PBS, PABHIEIBFLZEK .

FUARHEAT 0T
1 2 3 4 5 6 7 8 9 10 11 12
LPS 10.00 1.25 156.25 19.53 2.44 305.18  38.15 4.77 9.31
pg/mL | pg/mL  ng/mL | ng/mL | ng/mL  pg/mL pg/mL | pg/mL fg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
SR
a) FESEIGAET 16-24h, KA TR I, AL RS DU ERARIYTTE, fEATE R e i IR B, AR
AHE I IFE R T RLTE A R BRI N 1.5 % 10° cells/mL.  LAHFFEIN 100 pL 4 ff0/AL 2 i) 9L
A FE L0 100 uL PBS. 5 BARE, T A i 5 i s A
b) A 1 AIE 96 FL U AR HE % 25 MR R .
o) HAMFNZYY, fEA—4T (W BI-BI1D) .
d) H#EFERR
kY B S fifi B L WIRES
LPS 5 mg/mL 0.5 mg/mL HY 2 uL fi#i+18 pL Assay Buffer
e) 96 4L U KA+, MMA Assay Buffer, #%fULAFN NE, 1 B1 LA 137.1 pL Assay Buffer, B2-B11 L,
B 120 pL Assay Buffer.
) IO FRRRR IS DUAE S BB DA BIZE — M ERBEALH (il B1 A 2.80 uL LPS) , &%),
| A | | BEEERSREIL, ARATFLIRI 17.14 L, M UL | x|
1 2 3 4 5 6 7 8 9 10 11 12
A .
B 2'E(;SL 120l 120pL | 120l 120 pL  120pL  120pL 120l 120pL 120 pL 120 pL
C
D
E
F
G
H

g) ME—MEEEEMRASL B1 AR 17.14 uL, IOANBZE ZANBRER L B2, RS
hy  DAMREHE, BEEE 11 AMERERRBEIL (B1D .

) KPR a mE IR RAURECH, R R

j)  IMABEEERRELF 24, 100 puL AL,

k) @ AREE, T 37°C CO, Ri#fEH 1% 6 he

D Uk, ¥ 96 FLEJEMR EML, K Luciferase.
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Fig 2. LPS #E¥F. H TLR4 Reporter 293 4Hffi % (GM-C50021) % 1.5E4 ZHM/FLIERNT 96 FLMR, IIABSEEFREM LPS
(Beyotime/S1732), T assay buffer (DMEM+1% FBS(Delipidized)+1 %P.S) Hi# & 6 /N JG, KA Luciferase Reporter Assay Kit
(Genomeditech) &% K B N mEEIE M, EKIFFREELN [517.8], FIHEUAYRERERR.
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