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Role of TLR4 in TNF-o expression in hearts of mice

with LPS induced endotoxemia
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[Abstract] Objective  Lipopolysuccharide (LPS)-stimulated secretion of tumor necrosis factor alpha (TNF-a) from car-
diomyocytes plays an important role in LPS-induced myocardial dysfunction. However, the signaling mechanism of LPS-induced
TNF-q secretion from heart remains to be defined. TLR4 {Toll-like receptor 4) is a newly found protein responsible for EPS recogni-
tion, The present study is to investigate the role of TLR4 in LPS-induced expression of TNF-c: in the hearts of mice. Methods
(3H/He) (TLR4 mutant-type) mice and BALB/C(TLR4 wild-type) mice were challenged with same amount(1mg/kg) of LPS re-
spectively. Their hearts were harvested at the indicated fime points (7 =3 after the challenge for the observation of TLR4 and
TNF-c gene expression by reverse transcription (RT}-PCR. Mice challenged with seline served as control. Results  Mutation of
C3H/He] mice was proved hy sequence analysis. TLR4 gene expression was detectable in hearts of hoth C3H/HeJ and BALB/C
mice. Rapid and significant increase in myocardial TNF-o mRNA was observed in BALB/C mice after LPS exposure, while such

response was not detected in C3H/HeJ mice.
mice with endotoxemia.
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1.1 ## HTFLREHM L RNA B4EFEF DEPC
WIF Sigma 22 W], Trizal (lot # 15596-026) W F In-
vitrogen 2 B, AMV X % T B8 . Oligo (dT) 5 (ot #
M5101)39 0 T Promega 25 &, BRI HF (1ot #
D2310A) % Taq i (lot # DROOIA)TFE4 M TE
ARAE . HAEANEERA. a3 9h
BETHEY ITBRERRSARAAEGR. KRR
BLLHLA Biofuge 288 Bl (Heraeus, UK) , #4045
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JEEEH 4 UV300 UV-Visible Spectrometer ( Unicam 23
i) SEE ), BEHE AR M4 RGN TmageMaster VDS
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AMNEEE R, ht g M LR YT
oM, C3H/He) /DR, HH R E RS L
SRS TR, 3L TIRG B TF e SR AF N
XM 2. 72 R BALB/C Al C3H/He] /s
B, 14~ 16 FEY, (R 22~ 25 ¢, FHI(23+1.6)g, 1H
FETHEMSE D, Bk, 12 h e, &89 24
ANEL, — L4 DA B P LRS- (1 mgrke) , RIET
KW v 0111 B4 BBk (Sigma 23 7) 200 pl, 5~
HE S RO AR B KR A, 4 H S 6
At A, A IR TR LPS /G 0.1/2.2,6.12.24 h, A4~
HFAE 3 F/NE, 78 bR, 4 DU Py 5
PRI E E B2 4 (80 merkg) AL A6/, R IR
B LA, I F RNA MBI R BEFS TLR4 B
TNF-o mRNA R 36K,
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B BT LG LA 50 ~ 100 mg, 518 Trizol 13 HA 45 5948
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BEFT 1% DR BRI i Bk, S} RNA B S ]
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1.2.3 TLR4 mRNA B TNF-¢ mRNA 3359 &
WL TLR4 B TNF-o mRNA R #% M FF RT-
PCR 74, % BRURRIE A, 56 LG LS RNA 94
B, ke R A ML cDNA —4F . M ERBER =Y 2
ul FEAT PCR SURE , B2 )i 44 8 47 50 pl, 4945 1.25 il 19
Taq B, ZWE N 0.4 pmol/L B 5 A 3' 3|4, 1

GAPDH(201 bpB™ ) E RN S8, KB M5 4. TE X
4% . 5'-CTCATGACCACAGTCCATGC-3' , % 4% : 5'-CA-
CATTGGGGGTAGGAACAC-3', TLR4 (540 bp'® ) 95|
¥ F B R IE X #  5-GGTCAAGGAA-
CAGAAGCAGTTCTIG-3'; [ X 4% 5'-TCAAGGACAAT-
GAAGATGACGCCAG-3', R Ri 4% 2 94°C 25 4%
2 min, 94C A 30 5, 57CEME 30 5, 72CEM 1 min,
30 fEFRIE 72 CHRFEREH 5 min, TNF-a(692 bp) 7|
W F Pk IE X B 5-ATGAGCACAGAAAG-
CATGATCCGL3's B X # 5'-CCAAAGTAGACCT-
GCCCGGACTC-3 o LR AN 94C HIAEH: 2 min,
94°CAEHE 30 5,59°CHE M 30 5, 72°CHEM 1 min, 30 {F
WG, 12°CHFEIEM 5 min, TLR4 B TNF-« i PCR
T IE=Y BT 1 % IRAR R EE RS Ik, RIL Z B R,
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