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[HBE] B8 THREALH(LC)MHREE/MEEH(LP) REMERARESE - ShES
BGNOS) K ey, FHITHMM., HE BAREMAMEk RAW 264.7 2 RS rin M4,
LaCl,48 .LPS 48 %0 LaCl, + LPS 48, 7 3 A4 WA H ML W & 2.5 pmol/L LaCl, M5 W . &
1 mg/L LPS §UEFE M #5355 24 h,LaCl, + LPS /& 2.5 pmol/L LaCL S KWK 24 b 5, BB K
1 mg/L LPS B3GR MIE TR 24 hy RAREMBAFEREERT INOS EXAMBPPHRIKBE ;B
R BRI B K T INOS R 13 R B K s BUFE % -PCR T iNOS ) mRNA ik K F o B AR 18 R B 1 W)
EFAMBRERLHERP—EAR(NO)FE, SR SEAKRAFRAGRER,INOS T8
ATHAMBEHIE S, G BARM LaCl, 4158 W3R F 55 LPS 4 9 03 & Beol, BRI 408 | &
#Y44.4% W B E T LaCl, + LPS 20 (11.8% , P <0.05) ., LPS 4 iNOS A & H mRNA RKik & M4
MEEFEHERCR NOSRYBTHEASHA(P <0.05), it LaCl, AT £ mRNA KFME A KFE
W LPS ¥ S 19 iNOS i J ik, B2 NO A iR, 8 7R LaCl, 4581 LPS 51 iNOS I iE k.
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xia , LI Guo-hui. Institute of Urinary Surgery , the First Affiniated Hospita] , Nanchang University , Nanchang
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[ Abstract] Objective To explore the influence of lanthanum chloride(LaCl,) on inducible nitric ox-
ide synthase (iNOS) expression in RAW264.7 macrophages with lipopolysaccharide (LPS ) induction, and
to investigate its possible mechanisms. Methods The RAW264.7 macrophages were randomly divided into
four groups: i. e, control group ( without treatment) , LaCl, group ( with treatment of 2. 5pumol/L of LaCl, for
24 hrs), LaCl, + LPS group( with treatment of 2. 5ymol/L LaCl; for 24h) , and LPS group( with trcatment of
Img/L LPS for 24 hrs). The iNOS protein expression was measured by immunofluorescence and Western
blot. iNOS gene expression was assayed by reverse transcription-polymerase chain reaction (RT-PCR). NO
production in culture supernatant was assayed by nitrate reductase method. Results Immunofluorescence
analysis showed that iNOS was located mainly in the cytoplasm. RAW264.7 cells with overexpression of iN-
0S8 accounted for 44. 4% , which was obviously higher than that in LaCl; + LPS group (11.8% , P <
0.05) . There was a faint signal of FITC-labeled green tint in control group or LaCl, group. The iNOS mR-
NA and protein expression, and the NO content in LPS group were significantly higher than those in control,
LaCl,, and LaCl, + LPS groups ( P <0.05). Conclusion LaCl, can suppress LPS-induced iNOS over-
expression at mRNA and protein level and reduce NO production , indicating that LaCl; can antagonize the
excessive activation of iNOS induced by LPS.
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(LPS) B4 LPS F4k, #i o  #  E /) B & 3R
LA F o ( TNF-a) & FI 4R~ % 1 (IL-1) 89533, XF
ZHFEE LPS Wi (/D A A RIER "7 . AR
TR — 4 ML LaCl, %F LPS % S /) B E W 48
Mitk INOS ik K& NO r b &R W, B TEWRA T f#
LaCl, 3541 LPS #94E I S HLill .

1 HR5H*

1.1 FEHHE

1.1.1 FEEH LaCl, - 7TH,O(#ifg°8 99.9% ) .
LPS ( E.coli O,B;) . R H RN E (FITC) txid
HIEPi R 1gGC ¥ B % [E Sigma A &), R$1 K INOS
Uikl A % & Santa Cruz 24 A, BAR iof A 1k 9 B8 45
WCHEYIR IgC WAL ERPESHEMHERGRA
@], DMEM/FI12 ¥ 35 (LPS <0.03 U/ml) #1541
E(LPS<0.03 U/ml) ¥ B % [ Invitrogen 2\ &), 4
Y& H & H A EE Roche 7+ AHEI F= . HAE &R
& W B 3 [E Bio-Rad /> &) , [ % 5 (RT) -PCR X 7|
& W A £ E Promega /2 &, H AL ¥ & LKA &
W B % E Pierce AR ,NO Kl ik 5 &M A R &%
Y TERARAR,EA K RNA #BGRH &M H K
EEAYWTIEARANA,

1.1.2 FEMUBEIRFRH IX71 B9850 B W
B H A& Olympus’A &), T H Ik % & . TH B
2% E Bio-Rad 2 &) 7= iy, BE AR AL W A 3F 2% Lab-
systems Multiscan Ascent/} @] ,PCR 33 {Y W B £ &
Biometra/\ 7], DU 640 4% B8 A & (1 M7 A W 5 €
[E Beckman/) 7] , MGIAS-1000 % 45 14 {& &% f 5518 5>
MEZWARNTREGLEARGRFTEAR . L8
PR RS LA R SR M I TR 2 KB 2R &
RNA F4b3

1.2 ZAfussse B

1.2.1 @paiss /N ELE WA Bk RAW 2647
WA EM R LEARAEY R, 1 x 10°
/LR TR TUE A &3 H i 24 FLES AR
oA SRR 5% B4 s ) DMEM/F12 £
FRWE R

1.2.2 L5 BAEKRSBHFA MK, KR
VTR 4 A, BHE3 MEFL: SHXMBA,
AAAEAT R B R H s FE; LaCLAH, & 2.5
pmol/L LaCl, ¥y 55 M 55 3% ; LaCl, + LPS 4, I &
2.5 pmol/L LaCl, 5 R MEFE 24 h |5, H 5 FH,
MAEBEKEG AN 3 K, BIMAE 1 mg/L LPS )
WAk s 3 LPS 4, & 1 mg/L LPS (3% 3%

WHEFR . 24 h J5 koS 4% 4 40 e R L B A U Wk
1 FRRW .
1.3 5% 20 M fb 2 4 Wl

BRI A 28 B, L 30 g/L R
& %€ , R EL4$2 0. 3% TritonX-100 & fL AL 3, 10 g/L
A M iEAEA 37 CEH] 30 min, i 1: 100 # R )
RYU/NE INOS 5 [ 1gG BTk ,37 CHER 2 h; i
AN —H0 6 40 A A B PR X BR . Bl R R % sh R (PBS)
B 3 WK Ja , A FITC #Ric B3 % 1gG(1:100)
JTCHWE L h, BEREHmMEF. #AEMBETM
e R AT BB E AW EF, 5 0EF 1 % 200 440
M, FE B A E .
1.4 S EA & E RNA (B L&

iR & T P AR U4 M B A & B RNA,
EEAERRANERA BN ERAKRE, #FK
260,280 nm FWERSLEE,ITEME HE L E
B 88 mRNA () 21 B ; 37 f5 W8 88 B i vk %5 5 mRNA (1)
TR
1.5 FEHTRELEEK N INOS ME R KF

REBHAMAYEARKS 30 ug, %75 ¢/L + =
LT N- RN B R Bk B e, 56, #
Flo AP/ INOS £ 5 [# IgG HT{k (1:200),
ERBFE 2 h, HREEMABRTE LY EERICH
XY %RIgG Bk (1:2000) , B FHE | h, BB,
PG R AL RO SR W 2355 5, I AR
BAR A 2 G %t INOS B AR K FE#HITEER
.
1.6 RT-PCR Jil| & iNOS mRNA #ik/K ¥

SRIAP &R BERE. A& 4 S8 RNA |
g WA B cDNA, 519 L4 TAYITESR
PR\ & B, INOS L5 % 5'-GTTTCTGGCAGCG-
GCTC-3', F##514 5'-GCTCCTCGCTCAAGTTCAGT-
NSRBI EAN L TSI Wailh.s'-
CGTGGGCCGCCCTAGGCACCAGGG-3', 5'-GGGAG-
GAAGAGGATGCGGCAGTGG-3', HL 4 pl cDNA %k
b, A L TFHESI44% 1.5 pmol/L, 8 1K &
H20 pl, IR RAGHETY 8. 95 CA Y 2 min;
95 CAFM: 30 5,69 C iR k 30 5,72 C 4E{H 20 5,34
KPER G 72 CHEAE 5 min, P =P E F Gold-
viewnal B RR YL B IR (Y 15 g/ L B BN B8 A e 9k , JH
B BRAR 5 AT R GE X 45 R BE AT 2 B B A,
1.7 NO &&1yME

A MM EEH L RARN SR
WA R AR NO & &,
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B LaCl, YA B By m&EM, W HEA HIFALR
Mg iINOS ffy ik , A 138 INOS i, #E/R8F ]
BERUH TR LPS f54iW. B —RMWE. EEE
LPS 3 3 5 W 40 B 2 /5 37 % T & LaCly M85 3R MK,
HEBE T LaCl, fE AN E S 45/ LPS i A HFEHEHT LPS
S AR
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AMNREIRRGEHPE—H
PE K,

BHEPAS Y, 2006 £ 6 AR HBHAZEMEET
YEAR & ,40 min J5§ B 5% K kA B R L% CEO K et 37 B
MR TAERR A Bk msetiat 3 b, 3F KESRK Mt , Kot @f
OURBEBR AR, DTS o PR R . S h FIAEEH 5

AGBRAFTRERE OMABERH ST, B, MEN
FEFE K5 B RER G WK MRS AT 545 41 B
(LIZEEBHE) REXZE, EKE, FMBER AA8X
M G REA20% TBSA, R I, MEMABELERR.
WBC 10. 1 x 10°/L 4L 40 e it % 4. 33 x 10" /L, M 4L & A1 165
g/L, /MR HE 176 x 10° /L, JREE AT BB (4 + ) BT
H(+) BEOG+), HEAH(+), MAEfEE. SHOEE
25.78 mmol/L, — H kB &5 & 51 21. 8 mmol/L, ML 4F 3. 14
mmol/L &1 136. 5 mmol/L, Ifil & 103. 4 mmol/L, Ifil & 0. 62
mmol/L, I Ml: )R £ & 6. 19 mmol/L, Jl &F 83. 7
pmol/L PR B A 6. 1 pmol - s™' - L™, a-5 T MK K 8§
430 U/L, FFOIRER I . N E M E M 105 U/L, RAERY
HE IS U/L,v-AE B BE63 U/L, 5 EH69.4¢/L. A%
F145.0 g/L BR&EH 24. 4 o/L, BHHLT#E 28. 1 pmol/L, H ¥
FHLIE 7.7 pmol/L, HFRFFAIIEW RN, B X LA
AR ERE, CRBESNES LR, B BRERT, L CT
KRFRH

ABifa 3 h BEAEE I/ KE, BIEmERH IS HBEK
AR AR, AN A BR BB, N R K MR T A
VEBANBESE HEKXCHLEE B HEE B, HITHIE
AEERIEIT. ARSI X BEE BN N&F EBKE

FEHBAM:113008 LTHEEMHT & RHEEREGR

- TR B 4 A -

W EEITEMBIT. 2B S22 2V AR EZ
P EBOE MR, BAEEAENE, R B AFE 5000
RIRME RIT (RIS REIT IR E AR #1TRIT AR,
REVREE BRER B BEER . IRENLAYS
HWIE, AR I0dBENEAS, EALPCT.LHEY
R BB/RIEAAT ., mE M URE M HThEE ok,
MmEEE IR E# .

Wit HAZ&ATAEEENLET DARMOHE,
FELITGE R B, A MR AR LR
B OBEAFEEEER. FEZRPHERBLEHK AL
B, ZEBRIERSIRBE NS W H S &k — B AR 7™ 4 Hl
W EERMEB KB ARBEEE TR 4WMal5&™
mE Kk AR AR LM BKAE, B3R
FRAGE PG, b LUR B4 31 40% ~ 60% IR R 2 kil & i
KOBEASGEITBEBREGOAER, RHARESLE L.
FHRENERRBERNER, RHREZEERAKLERIZ
CHESIRAMRIEEBAN., 2 - EEREAHSA 3R
BIPRHEREERY BIZLE HEEHE EBL HE
MXot DO L Fy FESR R A EIRAEEREE&E X,
R W R AT RE T AT K B SRS B R B E R A IRSE
DURRAM S EME. OISR, BEamEn",
RPN AL B BB IT RS TREFSR B R,

SEXW
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