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1. H=ER

Toll F5Z A (Tolllikereceptor, TLR) & —Fi T BUFEHEE 11, & NG 2 4o i s 2R I 52
WK, AR FARREA 2 (PAMP), IS S R R IR M. N TLR AT 24N K
B, AR A2 TLR1-TLRY, W] 73 N#52K: TLR1. TLR2. TLR4. TLR5 Fll TLR6 :#fi
TAMUEELIH ; TLR3. TLR7. TLR8 il TLR9 T EAL T4 A iifA (endosomal) K. 7E
A TR EELAFJEES: R AIE A, £ PAMP J5, TLR B HA SIS S 1%
i$25 TRIF. TRAM. MyD88 Fll TIRAP &5iH2 85 11, ¥i& NF-kb Fl IRF {5518, FEUE %40

JEE T AT IR A

2. FmITR

BHA AP HE D TLR/NFKB-Luc/HEK293 75 RI4H, 7£ /1 NFkB 4% JF3RIE Luc LR
B 5 HE DR ¥ HEK293 EEZH 40 /i NFKB-Luc/HEK293 [, FaiE&IE A TLR9.

A 357 25 DR 0 MO AS Y T ARG 0 S i 2 30 PR [ A8 S /0N P A% S 1 AR B 4 £ ] 8
TETE, SR K 24 2 N T Huik 9 A s e ks 8, X T2 . R B
RERAT HA R L

TLRO/NFKB-Luc/HEK293 % & Jik P| 24 BEA AR 4 HORSLADL 14K N TLRO HOME 5 #% Fid 2, IR
LK 1 PR

TLR9/NFkB-Luc/HEK293

Kl 1: TLR9/NFKB-Luc/HEK293 4t fifu #%i 74 [ 7 %]
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3. fRERER

BEZHJfL: HEK293

FIEHER: TLR9,NFKB-Luc

& A 1S 5% 3 MEM+10%FBS+1% non-essential amino acids(NEAA)+1 mM Na pyruvate+50 pg/ml
Hygromycin B+2ug/ml puromycin

2 A7 : 90% FBS+10% DMSO

RS, hEE

SCIE AR B

fesEE: 32 A (CEPNINALR, Aot 32 L EAFRE)

RAFSRAT: WA RAF

S ALK TLRO A5 5 A% 3 AOBGE 7 S PRI, wT A T il S i 5 QC AT

4. FEUIFAFEY

e st )
TLR9/NFKB-Luc/HEK293 5415 77 4k Cobioer CBP74091M
YRR Cobioer CBP50089
ODN2006 / /

Ultra Luciferase Detection Kit Cobioer CBPH0001
96 Well Assay Plate (White Plate, Clear Bottom with | Costar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)

Synergy H1 % T REBGHRAX Biotek /

5. YMpALESE

5.1 R 75

1) f£ 37°C KIBhPukmih4ifZ) 60 #r. — B4R (ATRELL 60 FRRSEREGRSIE)
P B VR A P R RN 10 ml T TLR9/NFkB-Luc/HEK293 58 4= B 7% JL 1)

15ml EOLET,
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2) 1000 #. 5 B EOYIM, BRERFEIEIFEAIRER T 5 ml T SE A gL,
3)  JON T25 EEFRIEAR, BN 37°C. 5% CO2 BiFRAAT .

4) KI5 24-36 /DS A B EALAN, KRG EE FISEANI F

5.2 R4

1) NP R A AR E RIS, PBS IEVR4IM, 0N Iml ERE, THALAIARAEIC. 24 80% LA
R IR AR SR RE VA, B IR WAk, WRIT R LE I, RN 15ml B0
&, 1000 FEE 0 5 418

2) BRI, AT IR T R A AR, KT B RS IR R gk S R

5.3 G

FEAS T75 8L 10cm £ 7R ML A0S AL 200 J5 77 3d . I 2ml 401 R A7 7 (90%
FBS+10%DMSO), AT 5], N 2 A4 A7 5 o 37 BTN 41 B 1% 47 £ (Nalgene 5100-0001),

WIS PIRESIZIRE L, -80°C KA. 28 /N SV A7 B B K IR RAF
6. HAfuStluiitE

6.1 TLR9 Stimulation Assay

TLR9 Stimulation Assay FI#i %5 41 il TLR9/NFkB-Luc/HEK293, Cat. #CBP74091 H /&, A3k

Kb A LPS-EB AR INRFEA, o AR () AE ) D RE AT U IE -

TLR9/NFKB-Luc/HEK293 ) Reagent
Ligand
-
\n
PN\
T = \H,\\ . ® .

.’

’ ; Read on plate-reading
luminometer

(PN

& 2:  TLR9 Stimulation Assay i fE7m
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1) BUGHEOAE K ) TLRO/NFkB-Luc/HEK293 2l 4h. 5500 25 i, BB T e
MEM+10%FBS+1% non-essential amino acids(NEAA)+1 mM Na pyruvate+50 pg/ml
Hygromycin B+2ug/ml puromycin 357535, 4 1% FE 1 %4 3x10° Cells/ml.

2) CHEBI4IHMER B REE RN 96 FLATMRE FEAR . 100ul/FLAN M ETR .

3) K, F MEM+10%FBS+1% non-essential amino acids(NEAA)+1 mM Na pyruvate+50
ug/ml  Hygromycin B+2ug/ml puromycin 35 3% 500 B AT BR AL, I NBR BERGRE 1 10%
WEERER QL1 ul/FL) BIERIT AR 96 FLAR T, FEM R EIREEIF UG, 3 fFRE
11 MREERRE, BMIRE R ENE AN =81, FHFBE o WX, gk8:E 37°C 40/
B IRAARE IR 5.5 B 6 /NI o (VEREL: AR AR IR L B L 50 B BRRE ol A B Rk K 7 7 A S
S R m AR, 200 BARYE B S SRt DU B, AT RARHETE, ABE M
BT A I BRATA R IGAIE SR B0 S FEAS)

4) #4596 FLIRAMIEFRAA AL, IO 100ul/fL Ultra Luciferase Detection Kit, Cat.#CBPH0001
JCE 3 3 5 48k, BONBERR T UEUA

5) KRR EEANBAEEWR BEFLN LR, FIFH Prism Graphpad 2R 300G R o0t 4 RO B
FEhZk, I Hit SR EC50,

FLARHEAT -
A Rl Hk2 i ] it ifEs Hifee HiFeT ks ] w10 WLl | R
B HiFel W2 W3 ke s Hifte HiFeT Fikes e kL0 FERELL [ PREERAR
C k1 itk Fife3 fitra fifrs it fafe? Fafes fatto Fif10 Fafe1l | H5dRdERd iR
D Fife1 Hike2 HWife3 Mt ifes fiff6 Hife7 e o k10 Fifk1l | HEFREER AR
E Fie1 Hife2 Fibr3 Fitra HifEs Hiffo Hife7 FiFes Hitro Hikt10 Hifell [ HEFRECAR
F FifEl 2 w3 Hifra HiFEs Hitke Wit Hifks W9 Fifkl0 ikl | AR EE
G i1 MR i3 Hfea i F85 fiifko faife? W8 W9 HifE10 iRkl | SRR R
H FifEL k2 HiFe3 HiFRa WiFES HiFk6 Fife? Fifes Fikeo Hifk10 WFRLL | IEFREEATI

K 3: 96 FLARHEAR R B R

%4
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7. HiERR

TLR9Y/NF-kB Reporter - HEK293 Recombinant Cell Line (C3)
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K] 4: TLR9 Stimulation Assay J&iiF 25 5

8. X</ M

Hh #5
TLR2/NFkB-Luc/HEK293 CBP74113
TLR3/NFkB-Luc/HEK293 CBP74057
TLR4/NFkB-Luc/HEK293 CBP74128
TLR5/NFkB-Luc/HEK293 CBP74053
TLR7/NFkB-Luc/HEK293 CBP74090
TLR8/NFkB-Luc/HEK293 CBP74021
TLR9/NFkB-Luc/HEK293 CBP74091
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