* 582

FEBERENES 2008 4F 10 A% 20 %555 108 Chin Crit Care Med,October 2008, Vol. 20,No. 10

Y X
P35 2 XA b 3% 37 K BRUAT el I P B 4 Mg
I8 R TR R Bl 2 RAKE W

Ihh KR IHE

[RE] By B8N T KB % P& 4R (RPMVEC) b i % B 5% X ¥ 88 2(ACE2) £k
WEW FiT ACE2 B 5B REAEMRGALDREMILE. K& I HEFE Wistar KB RPMVEC, B4
10mg/L MARRESZRABE ;4N TFELR3.6.12M 24 h HEER-BAMERNRT-PCROMEAFKE
# B3 % (Western blotting) # ¥ ACE2 B mRNA BB %Kik, 4R 10 mg/L AHE R4 E RPMVEC 7
3h,ACE2H mRNA MIZEAXRYHBEE TR 6 h AREA . ZEEBETRHFLEE U MAHEITER,
B 6 h 5, REFE A ACE2mRNA MIZEARZHEERTRAAARRLE X RA (P<0.05 5 P<0.01),
&t 10 mg/L AEET T RPMVEC & ACE2 i mRNA MIE B RAKF,TRER ALI RAENHZ—.
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[ Abstract] Objective To observe the effects of endotoxin on angiotensin converting enzyme-2
(ACE2) expression in rat pulmonary microvascular endothelial cells (RPMVECs) in vitro, and discuss the
role of ACE2 in endotoxin-induced acute lung injury (ALI). Methods In vitro, cultured RPMVECs were
incubated with endotoxin (10 mg/L), the expression of ACE2 mRNA and protein were detected by reverse
transcriptase-polymerase chain reaction (RT-PCR) and Western blotting techniques at time points of 3, 6,
12, and 24 hours respectively after incubation with endotoxin. Results After the treatment of RPMVECs
with endotoxin (10 mg/L), the levels of ACE2 mRNA and protein decreased significantly, and then they
increased slightly at 6 hours, followed by a continuous decrease until 24 hours. The statistic analysis
demonstrated that, except at the 6-hour time point, the levels of ACE2 mRNA and protein expression at
other time points were lower than those of control group significantly (P<C0. 05 or P<0. 01). Conclusion
The downregulation of ACE2 mRNA and protein expression in RPMVECs by endotoxin may play an
important role in pathogenesis of ALIL
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1.1 FERN: B4 M H K Dulbecco B R Eagle
¥ 3% 2 (DMEM, 3% H Hyclone 2 #]), 7 5 MM %
¥R FITOHRIZ A Y h % (PHA, X E Sigma
4+ 7], TRIzol i& 3 (H 4= TaRaKa A 8]) , 5 3¢ i
o0 Ha 1 R B (AMV) 3 7 R X & . Taq 8.
dNTP (% & Promage A #]),ACE2 R 4 By &K ¥
(PCROBI Y (EWAETAFAAR . RILA ACE2 £
RETNE. BRTELYBIRCHENRR RGEE
Santacruz 2 &), X RAR A E =24,

1.2 ERFE

1.2.1 RPMVEC Wy4p Bt 3% s B M4 Wistar X
W1 R ST R 405 B3 BB 38 2%, FF MM
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% 0¥ DMEM #5353 50 ml, B 3 , BUid &
H 3~5 mm KNEFALRDEFEA 1 mm® K/, 5
HEEEFRET EEY Lon EERIE RN 5% 1
CO, BENBEE 2h G . MASERLIE K 1040
40 #%.100 kU/L HEE. 100 kU/L B R H
DMEM, A 37 C.5% CO,. 38 H 95%~100%
RN B 60 h, B 3~4 d Bkl KIE5F
K MEAMARLEE 80%~0%H, HEESS
0. 25%MIBERMIELEIR - 2 5. &L 2~
SRMHEMATER.

1.2.2 RPMVEC &% %47 PHA 543K, HH
BEHEZEMEMNEARESREKSE. HAKRE
BEEWETEEA L, EBREZ hik (PBS »
. REE &, T % I FITC 5 id # PHA
(25 mg/L)# B E ,PBS Eik. TR . MEH K, %
KBHETME.

1.2.3 BREFEFE: M 10mg/L HHRFERE
FlF RPMVEC,3.,6.12 #1 24 h 4 Bt & 4 B
W ACE2 £ik,

1.2.3.1 ACEZmRNA B¥. RALHR-RAH
g KM (RT-PCR), @8 RNA RE.BAEK RFH
RPMVEC, B AR ELEBADNE L&
(EP %)% ,PBS E& ¥ ¥%. A TRIzol, XA &
WHHESERBE RNA, @cDNA 4. £ EP &
FAUMABTFERR_ZEDEPCOKFH
RNA Bt 9 ol FIBEHLEIM 2 1,70 C/K#H 10 min
JE K 5 min, i A ANTP 3 ul.5X Buffer 2§ v ¥
4 pl AMV W% 5%/ 1 o] . RNA BMHH 1 pl, T4
BY. BEBLEE 42 CKHB1h,95 CKE
3 min, LBk &, @PCR ¥ . A% R
5 ul, MA L. F#SIWA 0.5 pl.10XBuffer 2 #p i
5 pl . ANTP 2 pl ,MgCl, 2 ¢l Taq B8 0. 3 gl XDEPC
7K 34. 7 pl, 3 BAHEXT IR (BP LU R A DEPC
AREBBHREIMAREERD) , FETHER
BB 50 ul, ¥ &EMH:95 C 5 min FAEH,
95 'C 305,60 C 45 s.72 C 20 s #53F 40 K. B S5
72 C#f# 8 min, ACE2 5|¥)& Bk B C#R (4]0
. @PCR =4y 8 3k 53 H7 - FH 8% i B B (TBE) 3 ¥R
B A BB W B B (& IR4L 2 %8) , i TBE e 3 ¥, R
PCREH 9 pl 510X EHZWE 1wl THRIE
&, B5 plfy) DNA #5718 Marker)—[R E#,90 V
. HBEHK 20 min, HREBEKR B R ENE T RM,
1.2.3.2 ACE2 EHRM.-FAEARSENLE
(Western blotting) .8 & B £ . lt RPMVEC H

R M1k )E B A EP % ,PBS ER Y%,
AR LTGRO B EH AT
. Q%XMGIHEHTRBEAK. EREHRE,
BREHRGSEAR X EGLHEEWBRES R

57,95 C/K¥ 5 min E B4 H, S B 10 pl, 3

Bt 10 pl HH Marker —[F FHEBE K. QB ERFH
BEURBEMRALEEEL BASBREBEHRNE
0.05% 37 20(Tween 20) 9 Tris 28 shdh (TBS-T)
o4 CHMEIR, M— (RILA ACE2 £ HEH
#£)F 37 CHEF 60 min, TBS-T Y& 3 %k, Hin=
RS E D BIRICHLER R G F 37 C
¥ 60 min, TBS-T HW UL 3 K. BA 3,3-Z4&
EBEEBEODABBBEFHER, BRKELER
M. EFRBAHNABRE DE—BEEHEN
ACE2 #1 B-LE1 & & (B-actin) 2= 4 SR B4 R 6 BE
WHEERESHT, SRMAFTERLEG X HA
HITHE.

1.3 Sk Gt A SPSS 11. 0 %4k
B, TREEUHRLIREEGLORR . RA B
B,P<0.05 HERFHITEEXL.
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2.1 RPMVEC WM. £ (FamRE1.H2).:
BEBMBE T WE, 5 RPMVEC M4 Ak
HEENRER . SHW K 2~3 A HALR
CA& BERBEAHHEF,. BARK. RPMVEC 5
FITC #7iC# PHA &4 BHE G K.

2.2 ACE2EH %% (B 3):ACE2 EHEETFH
FEREHEIhBEERB .6 hFHREA.ZEFEE
THEFEE 24 h B 6h s, HAmE S ACE2 &
HEBRWH B4 S ETREP 5<0.05,

w4 3h 6h 12 h 24 h
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ja] 0.81
1S
< 0.79

0.77,
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P 3h 6h 13h  2ah
£

. 5 X R4 g, P<<0. 05
B3 10 mg/L XN RPMVEC ACE2 BERAMEW
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2.3 ACE2 mRNA #%iA5(/ 4):ACE2 mRNA %3k
FAEREAE3h BB TR, 6 h HEFEH,
ZIEBETREFET 24h, B 6h s, HAREA
ACE2 mRNA =ik 8 %K F % B4 (P<<0.05 5§
P<0.01),

ACE2 mRNA%iX

.50 RA K, P<0. 05,PP<0. 01
M4 10 mg/L HEXX RPMVEC ACE2 mRNA #X ¥ M

3 i i

ACE2 BRHiEEZBHK RAS Bl i, E & ACE
HFR% S Y ERE#b ACE WfEM, % RAS &
RRBER AR ARA EFEARRARKEES
LESM/NRM GRS, ACE2 MR A H
RIPER . MXBRFRE K I, ACE2 55 Bii 3 bk i FE 71
Pl 4F 4k 4L B R AE HLHI R A MR % ACE2 &k
HERENHRG AN KO EEEENRETRR
B NEETFLE. BREMELP, ERRNFARE
.7 RPMVEC L% ACE2 %3k, BA A LM
RHRS,

AL B RE RAEEE, BRRALRE KA,
BT RPMVEC RZLSAMEREMNLBA Y, A
W3 % % Al RPMVEC £ 0 B 41 g, 1t ACE2 %
REWHE ST RPMVEC it HIEM. BABR XS,
W R TSRS E RO BKE RAS
EMASNOEEKER.HFE . Ang I .M EEK
X111 BRZEATIREHERES R EAE AN,
FHRLER BN, 4t xHkS 5354 RPMVEC 4F
10 mg/LAY P E LS, ACE2 mRNA MIEH %
BESIZHM 24 h HEETRE, HIANHNEESN

ACE2 WRZ¥FTHRER HXHBHHBXER. A
# %%t RPMVEC #%ik ACE2 7 mRNA #1ZE 5K
FENTREAREREEER . ERBE LXK
YRNRASEEER ACE2 i . EERTEEA
B FEFIT.

% R, A E X RPMVEC E ACE2 #H
BERBKFETHEER, BHRAT N, Rk FAET
#£ ALI ;¢ #8 $ ,RPMVEC %3k ACE2 i T WA B
YLK B GR 3 1 P 8251 55 , BT BB M A0 43 45 R AR L
B —¥B4, J ik —2 B ALT 2R bl R IFEITBE 14
MR T BT AR,
2k
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