BEERAESE 2010 £ 355 % 11 8 (Journal of Chongging Medical University 2010. Vol.35 No.11} -— 1619 —

HERWPIIE =45 :0253-3626(2010)11-1619-04

BIEKEEA o 3 AR MDA-MB-231 45 5
TPE B 5E

Bud, 2 HAHXX,FHE K Z
(EREARZRKRGRSHFEERELRE, EX 400016)

(# =)o FRBESKEEN 9(Bone morphogenetic protein 9, BMPO)SH LR AAML MDA-MB-231 1% R BB TR0
F ik 2B E R RT-PCR 36 Z 54 FLAISE 40 MDA -MB-231 AYERFREMEZLARR AT MCF-7 # BMP9 193%:A, FIA BMP9 &
SRR (AIBMPY) kit MDA-MB-231 Z/E SCI04H , & GFP BIS #HIRAGT (AJGFP) /Bt MDA-MB-231 iMIfE 3T,
MTT B RZZAIMIER A7 1E , AN I B A T2k, % R B E & RT-PCR SR, ZUBRFE A0 MDA-MB-231 rfAG
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The effects of BMP9 expressions on proliferation and apoptosis of human

breast cancer cell line MDA-MB-231
FENG Hong-lei,et ol
(the Key Laboratory of Laboratory Medical Diagnostics , Ministry of Education , Chongqing Medical University )

[ Abstract JObjective: To investigate the effects of bone morphogenetic protein 9 on the proliferation, cell cycle and apoptosis of breast
cancer cell line MDA-MB-231. Methods:The expression of BMP9 in high-metastatic cell line MDA-MB-231 and low-metastatic cell
line MCF-7 were detected by Semi~quantitative PCR respectively, MDA~-MB-231 were transfected with AdABMP9 (as experimental
groups ) and AdGFP  (as control groups ) respectively, Then the ability of cell proliferation was detected by MTT, cell cycle and apoptosis
were detected by flow cylometry. Results:The BMP9 mRNA was not detected in human breast cancer cell line MDA-MB-231. After
transfection with AdBMP9, the MDA-MB-231 cells showed an inhibited proliferation, On the fifth day,the growth rate of experimental
groups (0.886 0 x 0.053 2 )was significantly lower than that of control groups (1.224 0+ 0.103 1)(P<0.05); The results of flow cytometry
showed that, BMP9 could induce the cell cycle arrest in MDA-MB-231,0n the second day and third day after transfection, the cell
number of G/M phase increased significantly, which were 3.2 fold and 2.4 fold that of control groups respectively; It’s also found that
after 72h treatment, the apoptosis rate of experimental groups(31.55% + 8.26% ) was significantly higher than that of control group (3.80%
+0.46% ) (P<0.05).Conclusion: These data demonsirated that BMP9 could inhibit the proliferation of MDA~MB=-231 by blocking cell
cycle and inducing apoptosis.
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AdGFP 1 AdBMP9 £ B2 M K¥ 5T g LR E &
B EM,L15 B FE ¥ \Trizol W H 3£ H Invitrogen 22 7, B
4 M E W A £ B GIBCO A F ,MTT XK Solarbio 4% 7 7=
& , Annexin V -PE/7-AAD 4 AT T 6 T 050 & 0 B S =X
KeyGEN A%/ 7] ,BMP9 541 B —actin 51 KiEE4E
YHEARLEE M
12 E®BF*
121 ZHHiEFH  MDA-MB-231 /& 10%85 4 135 .
100 Uiml FEEM 100 pg/ml HEREBEER LIS BFEE
ITCHEMEESR, FHWEAKE 70% ~ 80% @A F 6T,
0.25%MIBEEEHAT AL, 1518,

MCF-7 i & 109% 64 1175 . 100 Uml HEE A 100
pg/ml GRERFEE £ K DMEM S35 SREE7E 37°C,5%C0, %&
BT HAESR, FEGEAKE 0% ~ 80% B4 Xt , H
0.25% M EEREHEA T I AL , 518
122 ¥ EBWHFRAEHERS (RT-PCR) Trizol 42
B MDA-MB-231 Fil MCF-7 #fl 5 RNABL 2 pg B RS
B cDNA, Ll 1 ul cDNA J5#8EiR#4T PCR R, BMPY Fi#5]
¥ 5’ -CTGCCCTTCTITGTTGTCTT-3 , F#§51 4 5’ -CCTT
ACACTCGTAGGCTTCATA-3" , F=HHL ¥ 322 bp, N5 B —actin
#5149 5°~CACCACACCTTCTACAATGAGC-3" , F#§5 |4
5’ -GTGATCTCCTTCTGCATCCTGT-3" , P& 695 bp. PCR
Zeftk . AR M 94°C 5 min, ZEHE 94°C 30 s,iB 2Kk 52°C 30 s, 2
1 72C 30 5,34 DB, BJGHEAE 72°C 10 min.

123 MIT &8 B4 K 4 MDA-MB-231 4058, LA
(1~3) x 10*4™/ml BB (BHELIML 5 d A RRS R ERT
24 FLAEH, B FL 500 pl, %78 F1 % B 4H (MDA-MB-231 41 ),
2P AGFP B 240 (MDA-MB-231/GFP 41 ), EH IR
SR # AdBMPO B L2 (MDA-MB-231/BMP9 £ )3 -4 , S
B 5 ANFATIL 7R 37 CHE BRI ARG R S IR R
By, BRLE 8~12 h ¥o¥, Bl 1% MVEHRER) L1S 55
BRERIETE A DI ST 1~5 d SERTEEFT MTT 4570 , 4630 A7
BFLFE#N 500 pl TLLFHI RPMI1640 BEEMIEMA 50 ul
MIT 78 (5 mg/ml ), BEEIEHF 4 h; KA B SR, AL RE,

BILINA 450 pl DMSO, IR I lG##H 10 min, L RPFR
SyvissE , REL 100 pl IFEHE 96 FLAR S, FIBEARYAE ODupm
AR FLIR G A
124 WXMHEASPrAMAL MDA-MB-231 4
F 50 em? ZHAIIEFRNR, UM B EEHITE 10%~20% ({RAF4EM
3dARKRERE), = A BA(MDA-MB-231 ), 58
1597 % AAGFP B 46 (MDA-MB-231/GFP 41 ), B 4 g W 3
AdBMP9 /E&3440 (MDA-MB-231/BMP9 41 )3 441,37 CEH
FER MG RE S, AR R e, SRS 8~12 h R, L
1%L LIS #5554 HI7E 24 .48 .72 h LA 4h i, FRTR
YA PBS BEMAIM 2 K, BJE A 70% K ZBEE E , 4 C kA
7. BRERERRFILEER LSBT
125 WRAMEASVHMEAT. MDA-MB-231 4 ffuskfh
F 50 cm? UM, UM% R HAE 10%~20% (fRUESAHL
3dAKRERE), B AX B (MDA-MB-231 4 ), &
HR5% 3 AJGFP 441 (MDA-MB-231/GFP 40 ), 4 Ji i 3
AdBMP9 EHL28 (MDA-MB-231/BMP9 41 )3 40,37 CHE5%;
HMINGRE S , INARIR By, BT 8~12 h ¥R, B 1% 11
¥ L15 53R, 20 BUAE 24 .48 .72 h WAE 4 M, Wi 4 A i R R
B (A& EDTA) T4k, T (19 PBS MEIRAIMPIIR G &, %K
@B LEER LTI
1.3 %#it$H5#

SR A SPSS16.0 GEiT A AT A 2747, Frill SiE 2
PA(x £ )3, BEEH 2Z (8] tL B SR A Student’s ¢ 825, P<0.05
HRERBIIER L,
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£5 ;% 5 d, MDA-MB-231/BMP9 41 (0.886 0 + 0.053 2) K4
ff 158 % B E KT MDA-MB-231/GFP #41(1.224 0 £ 0.103 1)
(P<0.05),Ti MDA-MB-231 £H(1.390 0 + 0.041 8) fIMDA-MB
—231/GFP #8(1.224 0 £+ 0.103 V)M BEER LR EE R,
PEH B 3% BMP9 A] 46 MDA-MB-231 ZHARAYIEE ,
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RAARAE BT BR(E 4), RSB E8 14,3
AHAREAR SR EER, 5 2d ME 3 d,MDA-MB-
231 41 F1 MDA-MB-231/GFP ‘A N i X B EER ., T
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" P<0.05 MDA-MB-231/BMP9 415 MDA-MB-231/GFP 4 4%
6 WE¥i% BMP9 3 MDA-MB-231 ZRRA TR &M
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BMPs [k BMP1 DIAMAJE T4 K F ~ B (Transform—
ing growth factor B , TGF- B ) KK MR 51 , 4B /B A%
SE i 20 X Fp BMPs, BMPs SR N % S H SR ETE KA
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Afed NigEE MERERTMEE EnHLREHY
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Ja ALFEREH, Ak, T, R B AR 2858, Forh BMPs X iy
2 L ) A A B XS 8 1 A P, AR AR B B e 40 i F
A, il A & R B B, TR 440 i T Ak ) Bl BE 4 8
BMP2 7R ARG 5 B8 o el a4 TNF- o %S4
R A TR A1 A e 194 2 40, i 7 R A B PR R
BMP2 ] (i 4 i J& 0 BEL A 7 G, 1, I B o] S A 40 e 4y
Ak, AT 6t e ) e, HoAth, BMPs S0 AR 5 th #-15 Fiog
B & A R BAFYIRSEZR , i BMP7 A 1008 2L A58 70 AT 1 s
TR K AR, B SR — VA A a4 ) R 002, BMP6
AGE R R P21, P18, P19 55 4 i JE 8 38 AR DT ol 5
FAMHIATHI AL DU-145 fO4E K19, BMP4 fi3 363K AT {2
A 0 3 A TR AT T S R R A0,

BMP9 H Hi#iA A& BMPs S5 R B 1 B i 59 R 1,
FES SRR SRS IRRAE M 2T L,
KT BMPY 5B C R A WFFTHRIE BMP9 1 2 3K Al 1) il
HIZ BRI PC-3 A MUAYSTE ALFT ER AR 2R, ol LIE 4
Hit BMP/SMAD 3 #% b I8 43 Ak il B 7 1D1 # 2k {2 ik 5P L
RSN MUK T, BB A% 8 A TS AL 3 32 RRE SRS 1 (ALK 1)l
T bk P Bz I , (R ZEFIAEARSS, 1% T BMP9 5 3L AR
I FR H AT i B iRl , RATHFI &, ZEFLARAE MCF-7
(ER*)" BMP9 A ik, fiZE MDA-MB-231(ER-) BMP9 &
ik ,BMP9 7R BEASR] 49 FL AR 4 i v R A A —
0, $4R BMP9 Al RE S RLIRE A &4 KRR K

A S R FH L 2H B B AABMP9 {4 40 B L R 98 40
MDA-MB-231 iY77 B85 BMPO X FLAR R 40 VE T , 40
HPE LI AE R IR R AL /5 56 4 d JF iR MDA-MB-231
/BMP9 £H 4l Jifu A < $.4%¢ MDA-MB-231/GFP £ BH B 3 4% ; 41
R0 434 45 S 6 B, BMPO A5 |2 MDA-MB-231 4 JifaJ& 35
PHAFTE G/M 1, IR AL P /S 25 2 d #1553 d MDA-MB-231

/BMP9 £H G/M 141 }fd 7 4> H.#8 MDA-MB-231/GFP 4143 5
BOINT 32 f35F1 2.4 £ ; Annexin V/7-AAD SUL45 8 /R , MDA
—MB-231/BMP9 ZH 41 fifa ## T~ 3 ¥ & & T MDA-MB-231/GFP
4, TR MIFET R 3 25 0, W] BMP9 A5 5 MDA-MB
-231 UM T, XA AE TS R . DL RS R R
BMP9 7] 3 i 5| i 40 i F 300 BEL i A7 5 4 O o R 40
MDA- MB-231 4ifiiE 1+, Hik, BMPO Al fBJE— M8 AER
FLISHEMHI B F , SN IR BMPO £ 157 F 7T 22 1R R e R L AR
FRLFAIRIT BB T B, (B2 B AT RS — Let
3%, WA 20 TAER Bk — e,
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BMPs 1 ] 3 5 AN Smad A9 2 3815 5388 2% (40 MAPKs .,
PI3K %5 ) RAEAER , b T BMP9 7EFL IR MDA-MB-231
il b BRI (5 5 5 SHLHIE A o it — 2B 10F5E
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Ulinastatin inhibits the action of Hypoxia on ENaC- o« mRNA and protein

expression
DENG Jia,et ol
(Department of Respiratory Medicine ,the Second Affiliated Hospital , Chongging Medical University)

{ Abstract ]Objective: To study the effect of Ulinastatin on ENaC— @ mRNA and protein of human alveolar epithelial A549 cells which are
treated with hypoxia. Methods: A549 cells were divided into two groups,hypoxia group and ulinastatin group. A549 cells were treated
with Ulinastatin at the doses of 1 250, 2 500 U/ml and 5 000 U/ml for 48 h when cotreated with 3% O, or 0% (,. The mRNA and protein
levels of ENaC~ o were determined by semiquantitative RT-PCR and Western blot. Results:Incubation of A549 with 1 250 U/mi,2 500
U/ml and 5 000 U/ml of Ulinastatin for 48 h could significantly upregulate the expression of ENaC—a in a concentration—dependent
manner. Conclusion: Ulinastatin could reverse the inhibitory effect of hypoxia on the expression of ENaC~a , which suggests that
ulinastatin can promote lung fluid clearance and pulmonary edema reduction.

[Key words ]Ulinastalin;Epithelial sodium channel; Acute lung injury ; Hypoxia
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