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TLRS 3K (Toll ¥EAZ4A 5, Toll-Like Receptor 5) & AR RGP EE R A,
BT Ytk 1q41-q42 DX T2 FE R i —Fh s 58 532 4 2 1, 32 LU0 40 B 6 2R 1 (flagellin)
NI e R G5 S B %« TLRS FRI0E Al il 1 55 T (s 5701 (41 MyD88) %53 NF-
kB SE R P13, (RRE JORER T (W IL-64 TNF-o) [F7=4E, TEAUARHRAAN B e . 1
o R AR S R e h B G E A . BEFUERWT, TLRS ZEDH 225 5 2 M 1)
Gy AR, AR RAEYERR . NERE BE IR AR BN A5 . 1Dy e R A Rl R GEH
B NSy, TLRS FELERR G V- SBms B h Ak #44 B2 AR PRINRE .

W £ H_TLRS Reporter 293 Cell Line R 15 HE R4 %, J&—Fh Luciferase i i & Kl
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1. 4iffsEsR. RF. RHEAES

dlilepiseeis ¥ 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
2 R AT 90% FBS+10% DMSO
Assay Buffer: DMEM +1% FBS+1% P.S
2. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL Gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
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
Flagellin 2 1, Listeria monocytogenes 10 ug MCE/HY-P75185
(His)
GMOne-Step 2.0 Luciferase Reporter Gene 1000 T Genomeditech/GM-040513C
Assay Kit
A AS
Equipment Manufacturer/Catalogue No.
4 B T E A ThermoFisher Scientific/Countess 3
FEARAL Moleculardevices/SpectraMax L
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VE: NHRBRAEIGR, PRI S B AR

HETE. RN R MG F RS T, WHETHR

B, PEREAE-70°C, BIATE-70°C THfF&S3UE

PR

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HARINIEL GaE 2-3 5580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 5min, FLMILRE, 7+ 5.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 3-4 x 10 cells/mL, MRYE4HNLEBR AR, K
N B R B A& [ B IR LA

3. YHpIGAF

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

o) FEmT, EUCE, BIRAEETHER
BEF, -80°CTHRAED 1 K, RIEREHR
&b

2. YHfEAEAR (BL 10 em IMHH))

T AREGFER 1 E 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  AHARCHIEIR G AN, WhiEEA K. BRI E
16-24h J&, B N ULEELH MG BEIE L, 2148 i 2
JEILF] 80%, T EREATAIMIALAR . HEF A 1L
LB 1:3-1:4, 3-4 RAEM . 1 RRFFEEA
FEIL 80%, 75 WU T A2 DK 4 i 52 25 s 1ff 5 3
RS .

b) CHILEGE IR P IR AR, 10 em LN 2
mL PBS JE%E 1 K.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA YLK,
37°C 51k 30-60's, TiHEE T M.

d)  FrRARARARIE, SHAE IR EA L, 4 T 4
MBS REERT, 0 2 mL 2 A AERKREFRIEIRSA
1EVHAL, B4R/ OIRET IR, 176 x g Eili &

> 3 mino

EEE:

a) AMERIET, RAREL, BTEFAR &
AERLSEWEEE, RERER, HREXH
faeZd, HMpEEKEERTRE.

b) HMEREREE 12 RKIGEE. EEEREER
I 80%, 75T B2 40 32 2 K i 3 B
RS .

¢) FBS MEFE 56°C Mn#k 30 53-8, A RIERMERI
#WowE, ARRELMAEZHEKETFRH
B FiEH.
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1. Assay BAFsEL

B EATREAL, G FACSESG, 7 H TLRS Reporter 293 Cell Line 41 & 2 x
10* cells/FL. AIRSLEGA# ] Flagellin 5 [, Listeria monocytogenes (His) (33000 Da; PL T
PR Flagellin) {ERFHMEZY), Conc.01 WM 50 ng/mL, 3 f5#AEMiEE, Conc.01-Conc.09 43

AHEAE B2-B10, B11 4 0 WX HR. JEEIFLIIA 100 uL PBS, A7 ibiffL7& K .

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
. 16.67 5.56 1.85 617.28  205.76 68.59 22.86 7.62
Flagellin PBS PBS
ng/mL | ng/mL ng/mlL ng/mlL pg/mlL pg/mlL pg/mL pg/mlL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) hnkEB IR
a) fESKIOHT 16-24 h, KA EFOm I, B OWCEEADTIE, i HE e ARt
FRAE AN, KA I, B e R SRR R R IR Dy 2 < 10°
cells/mL. PAFEAEAIN 100 uL 40 f/FL 2 ial L. & Bl R$Ln 100 pL PBS. @5 F iR,
TR SR
b) A 1 ANTCH 96 £l V R HER 25V RE .
¢ BAFFNZY), EH—1T (1 B2-BY) .

d) BHARCE

2R fifh BRI W WARrS
Flagellin 100 pg/mL 1 ug/mL B 2 L fi#i+198 uL Assay Buffer

e) 96 fL VA, M Assay Buffer, &fLIAF M T2, W B2 FLHHIA 180 uL Assay

Buffer, B3-B11 fL, A 120 pL Assay Buffer.

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

7 /10




oo}

= Q@ m m g 0O

Genomeditech (Shanghai) Co.,Ltd.

SimEiIaRIZ Order: 021-68455258/50432826/50432825
S Toll-free: 400 627 9288

Genomeditech

Email: service@genomeditech.com

) RIS FERAR AR DUAE ff BB I B EE — MR REAL R (i B2 A 9.47 ul

Flagellin) , J&%].

i | BRRERREAL, MU LI 60 uL, AL | asaL |
1 2 3 4 5 6 7 8 9 10 11 12
9.47 uL

Flagellin

g)  ME—AMEREEMEESL B2 IR 60 uL, MIAEIH ZAMEEEMEESL B3, AR .

h)  DLBCEHE, BRI 9 MBI (B10) .

i)  KOPER a R ISLBUIRE, ST B

i) IMAEBEERER LTI 25, AESL 100 pL.

k) B, T 37°CCO, HFftihiE 6 h

) AR IEFEA AR &, I Luciferase.
2) e E RN

AR B R I 5 B

. 0 ng/mL 50 ng/mL 7.62 pg/mL
H TLRS Reporter 293 Cell Line
349720 16262217 398223

3) WIEER

H_TLRS Reporter 293 Cell Line
2x1074
1.5x1074

1x1074

5x10°4

Luminescence (RLU)

0 T T T
-3 -2 -1 0 1 2

Log,g[Flagellin] (ng/mL)
H TLRS Reporter 293 Cell Line
EC50 | 0.6956

Fig 1. Response to Flagellin. The H_ TLR5 Reporter 293 Cell Line (Cat. GM-C42128) at a concentration of 2E4

cells/well (96-well format) was stimulated with serial dilutions of Flagellin, Listeria monocytogenes (His)
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(MCE/HY-P75185) in assay buffer (DMEM +1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [46.5]. Data are shown by drug mass concentration.
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Fig 3. The mRNA expression levels of H TLRS in the H TLRS5 Reporter 293 Cell Line (Cat. GM-C42128) were

determined by RT-qPCR.
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