rhEh P ESS S 2 feE 2017 48 5 45 24 %5 3 81 Chin J TCM WM Crit Care, May 2017, Vol.24, No.3

SV P 0 AN [ o 30 R A RO AR
7S A — AL RS BRI

A R IR OMKK SFE MAWE - AR ML - XREF THREA
830011 Hrimdd /R AIA X BT, HrimBaRl KA — M8 B b EAE B 2= R

HIEE « TR, Email : yu2796@163.com

DOI : 10.3969/j.issn.1008-9691.2017.03.001

[(FE] B BT T A [ i 3 e a5 0 K U IR 75 5 28— 1k 105 il (INOS) 28 35 1 52
Tk FRBENLECT RN 126 AR MEME Wistar JCRRA MR TR AL L Meai i 4L i 4, B4 P AR5 26
0.6, 12, 18,2430, 36 h #5253 7 A, B4 6 K. RAE WL FEFLA (CLP) #il £ M iE S s
B AR FARLAATIFIL 5 B s R0, AT 25U L. W EAR)S 0.6, 12, 18,24, 30, 36 h L Hitfik
TSR 5 15 mg/kg ; MEEAEA AR T ARALS TEHAEFEK . KA TAZEE 6 h ALFE R FUBUIFE L, szt
FENE TR — BAEHERN (qQRT-PCR) K51 iNOS mRNA 283k, FH [ 5 05 B 56 (Western Blot) 1
MNOS A RIL, SR S FARY R, MEIEA ARG 0. 6. 12, 18 h IF414! iNOS mRNA ik B T+
(27449.16.66+2.81 £ 1.00+0.36, 12.26 +5.78 ¥, 1.00 + 0.30,6.08 + 1.33 [ 1.00 + 0.18,2.42 + 0.64 |+, 1.00+ 0.12,
) P<0.01), 24 h JFITEH B2 ; RJF 6. 12, 18,36 h JFFZH41 iNOS & 1335 B A5 K BEE{E : 0.350+0.011
It 0.2104+0.005, 1.460+0.085 Lt 0.090+0.005, 0.230+0.012 I 0.180+0.008, 0.310+0.017 Lt 0.200+0.010,
Y] P<0.01), SHERELL LA, R E4IARSS 0,12, 18 h IF414! iNOS mRNA k5B BFEME (2744, 0.90+3.06
[t 16.66+£2.81, 1.56 £0.58 [t 6.08 £1.33, 1.11+£0.15 [t 2.42+0.64, ¥ P<0.05), RJF 6. 12, 18, 36 h JF 414!
iNOS & 14 2235 BH 1 B4 A% O BE B : 0150+ 0.008 L 0.350+0.011, 0.950+0.009 [ 1.460+0.085, 0.150 +0.007
., 0.230+0.012, 0.170+£0.009 [ 0.310+0.017,3 P<0.05), #5i& B A 24 h WATHE iNOS mRNA F7E
IR A S T 5 S i nT B S A e AE e DE iNOS ZE3k
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[Abstract] Objective To observe the effect of methylene blue on the expression of liver inducible nitric oxide
synthase (iNOS) in rats with different stages of sepsis. Methods One hundred and twenty—six adult female Wistar rats
were randomly divided into three groups: sham operation group, sepsis group and methylene blue group, each group was
again subdivided into 0, 6, 12, 18, 24, 30, 36 hours subgroups, each subgroup 6 rats. The model of sepsis was established
by cecal ligation and puncture (CLP) method, and in the sham operation group, the abdominal incision was performed
and the intestinal mesentery was separated only, without ligation and perforation. In methylene blue group, 15 mg/kg
methylene blue was injected into a caudal vein at 0, 6, 12, 18, 24, 30, 36 hours after CLP in the rats in corresponding
subgroups, respectively; in the sepsis and sham operation subgroups, the same amount of 0.9% normal saline was given.
After administration for 6 hours in various groups, the rats were sacrificed and the liver tissue was harvested immediately.
The expression of iNOS mRNA of liver tissues was determined by the real-time fluorescent quantitative reverse
transcription—polymerase chain reaction (JRT-PCR), and the protein expression of iNOS was determined by Western
Blot. Results Compared with sham operation group, the liver tissue expression of iNOS mRNA was significantly
up—-regulated in sub—sepsis groups at 0, 6, 12 and 18 hours after CLP (27**: 16.66 +2.81 vs. 1.00+0.36, 12.26 +5.78
vs. 1.00£0.30, 6.08 £1.33 vs. 1.00£0.18, 2.424+0.64 vs. 1.00£0.12, all P < 0.01), after 24 hours the expression
of iNOS mRNA had no significant change; the liver tissue expression of iNOS protein was obviously up-regulated in
sub—sepsis groups at 6, 12,18 and 36 hours after CLP (gray value: 0.350 £0.011 vs. 0.210£0.005, 1.460 £ 0.085 vs.
0.090 £0.005, 0.230£0.012 vs. 0.18 £0.008, 0.310£0.017 vs. 0.200 £0.010, all P < 0.01). Compared with sepsis
group, the expression of the liver tissue iNOS mRNA was down-regulated in methylene blue subgroups at 0, 12 and 18
hours after CLP (27%“: 9.90 +:3.06 vs. 16.66+2.81, 1.56 +0.58 vs. 6.08 +-1.33, 1.11 £0.15 vs. 2.42+0.64, all P <
0.05), and the expression of iNOS protein was down regulated in methylene blue subgroups at 6, 12, 18 and 36 hours
after CLP (gray value: 0.150 £0.008 vs. 0.350 £0.011, 0.950 & 0.009 vs. 1.460 & 0.085, 0.150 & 0.007 vs. 0.230+0.012,
0.170 £0.009 vs. 0.310+0.017, all P < 0.05). Conclusion Zero—24 hours after CLP, the expressions of mRNA
iNOS and protein in liver of septic rats are significantly increased; methylene blue can markedly inhibit the expressions
of iNOS mRNA and protein in the liver of rats with sepsis.
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2 # B

2.1 7 E AN [ s S e 0 K SR 2H 2 iNOS
mRNA FRIK 52 (F 1) « MRERAE LA Y 2R
JE FEHZY iNOS mRNA ik BV F-AR 4107 4 v,
Z S G TR X (H) P<0.05), {5 B A] ZE K
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1 THIEN AR EARSE X RIFHEZ INOS mRNA FKiEBIZME (x +5)

. ~ -AACt
- s iNOS mRNA ik (2 )
() RJEOh RJE 6 h RJE 12h RJE 18 h RJE 24 h RJE 30h RJE 36 h
BFERE 6 1.00+0.36 1.00+0.30 1.00+0.18 1.00+0.12 1.00+0.35 1.00+0.27 1.00+0.23
MEHEA 6 16.66+2.81%  1226+578%  6.08+133%  242+0.64° 1.12+0.14 0.97+0.07 1.03+0.18
THEEH 6 990+3.06%  872+145" 1.56+0.58 4 L11+0.159 1.05+0.07 1.03+0.10 1.03+0.12
F14 63.857 16.762 65.328 25.160 0.445 0.185 0.054
P 0.000 0.000 0.000 0.000 0.649 0.833 0.947
% BEFARYLE, *P<0.01, PP<0.05 ; SHEREALLLR, ©P<0.05, 7P<0.01
F2 THEXNAERPARSEEKRBRFHLE INOS EEFRIEMZM (x +5)
qy IR iNOS F 14215 (REERH)
(F) ARJF 0h RJF 6 h ARJE 12h ARJE 18h ARJG 24 h ARJF 30h ARJE 36 h
BWFARE 6 010040004  0210+0.005  0.090+0.005 0.180+0.008  0.220+0.007  0.150+0.011  0.200+0.010
MEFEIEAH 6 0.030+0.003% 035000117 1.460+0.085* 0230+0.012% 021040010  0.160+0.010  0.310+0.017*
THEEH 6 010040010  0.150+0.008% 0.950+0.009¢ 0.150+0.007° 0220+0.011  0.160+0.009  0.170+0.009
F 235.200 902.857 1177.165 114.397 2222 1.987 208.085
Pt 0.000 0.000 0.000 0.000 0.143 0.172 0.000

1 INOS Wi S —ALE AT ; ST RALILE, *P<0.01,"P<0.05 ; SHkIEEALILE, P<0.01
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