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[ E]8 o BEThia R4 s B b Aot T AU _E 57 4 it AT 45 40 FSP1, TGF- B ,HGFmRNA FiA K e
VERIVLE . 7 %128 H SD KB A EHEEH M4 KA, FHEEASENAZE HIK B sy, i
FKASBENEHSEAES K, 20T 7,28 RELAFEHEZEAKRR 10 R ABEKARR 4 R P EHERA 3 REE
bk 4H 3 RAREBUMHE T B b A 400, SE PR R A 6 RIRBUR AT 4400, 4 B T3S 9R . & 2 MR PIWIC A RAaet, %
ZH B0 . FE PR 2 o T 2Y b A A b 3 i 0 55 PH B 4B A AT 4R 40K 48h s Xof HE A B . i AR FEER /K 4R o TT 28 - B2 4L
T W 5O PR A B R AT A D 48h, 485 3K B RT-PCR A It s AT 4E A FSP1,TGF- B ,HGFmRNA FA B2
i, FHBEAREFHE/KARS 1 BEEHE fe6, £ 3. (1)3£584H 7 X,28 X FSPImRNA,TGF- B mRNA ,HGFmRNA ik
HEF X BA(P<0.01),(2)% 7,28 KLU 4 FSPImRNA,TGF- B mRNA AT B 2 5](P>0.05),3L% 4 28 X HGFmRNA
HEETETX (P<001), &% FHEZHEFWINE LRI T F 5 40 R (02 4 it i A 4540 il FSPImRNA |
TGF- B mRNA M3Rik, BRUE (R AP LR
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The effect of alveolar type Il cell to lung fibroblast in the rat model
of pingyangmycin induced pulmonary fibrosis
SHI Juanjuan,et dal
(Department of Respirology, Zhongnan Hospital of Wuhan University)

[ Abstract] Objective:To investigate the FSPImRNA,TGF- B mRNA and HGFmRNA expression

of lung fibroblasts being affected by alveolar type Il cells in pingyangmycin—induced pulmonary fibrosis in rats and its possible
mechanism. Methods:Twenty—eight SD rats were randomly divided into two groups as the Pingyangmycin group and saline
group . Pulmonary fibrosis was induced by intratracheal instillation with pingyangmycin in the Pingyangmycin group , and the
saline group was treated with normal saline. Then ten rats in Pingyangmycin group and four rats in saline group were sacrificed
respectively at the 7th,28th day after intratracheal instillation. Three sacrificed rats in the Pingyangmycin group and three
sacrificed rats in the saline group were abstracted alveolar type II cells. The six sacrificed rats in the Pingyangmycin group
were abstracted lung fibroblasts. When the two kinds of cells were at the good state,the experiment group:put the supernate
fluid of alveolar type II cells of Pingyangmycin group into the lung fibroblasts of Pingyangmycin groupsthe control group: put
the supernate fluid of alveolar type IIcells of saline group into the lung fibroblasts of Pingyangmycin group, then coculture 48
hours,the levels of FSPImRNA,TGF- B mRNA,HGFmRNA of lung fibroblasts were detected by demi—quantitate RT-PCR. The
rest rats of Pingyangmycin group and the saline group were used HE stained. Results: (1)The expression of FSPImRNA,
TGF- B mRNA, HGFmRNA in experiment group were higher than the control group at the 7 th,28th day (P<0.01). (2)The
levels of FSPImRNA,TGF- B mRNA in experiment group were not significantly difference between at the 7 th,28th day (P>
0.05),except the level of HGFmRNA in experiment group at the 28th was higher than at the 7th (P<0.01). Conclusion:
Alveolar type I cells in pingyangmycin—induced pulmonary fibrosis in rats can promote the FSPImRNA,TGF-BmRNA
expression of lung fibroblasts,and can enhance the procession of pulmonary fibrosis.

[Key Words] Alveolar type Il cell; Lung fibroblast; Pulmonary fibrosis
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J&, WhBLEF4E 40 FSP1,TGF- B ,HGFmRNA %&ik
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1.1 FEEHH

1.1.1 3% 28 H SD MM KRB TRINKEE%E Y
L, 6~ 10 B, RE 130 ~ 180g,

1.1.2 W F L& Eﬁﬂtﬁﬁx‘lmgi(pingyangmycin)%?ﬂj
RRBHRAMHAARAR =5, SR LA KE K
B 3mg/kg, Trizol IF| ( LWEFEY TERABRAE),
M-MLV %% 5% 8 (Promega 22 8] 7= ), X B TGF-B .HGF .
FSP1 & GAPDH(Primer 5.0 %31, Bt At A A HyRl /4 7
AL BETFFINE 1),

12 E¥Fk

121 ZRASHRERKE KRS R TPRERAR
A FHER K4, EPRE R A 20 R, A FEb kA 8 B KAER
HEEE, FPHERAAREKEAN—KREETZLYHEE
3mg/ke, LEEKARESRLHAHEVK, SN TEES
128K, FAFEEHEEAKRR 10 2, EFE/KARR

45, Hp FHBERA 3 RRARBIKA 3 REBKRM
WA LR Ape, FHERA o JBRTRA 44, 55
BATIEAAIE SR . EE AN BEARAEA K ST, bl
BF BT UTHETR QLA : A VHERHAME I
B I g A VRS R PR R I LA 4 40 KT 48h; QX
WL FRA L KA He T B b p 40 s R SR
2 Fiti BT 4E AR M 48h, R 5 A 2 & RT-PCR Bkl i s 4F
#EANMf FSP1,TGF- B ,HGFmRNA %3k, &4 1 R HE
Yefa,

1.2.2  SD KBRRACHT Bt dqn i 0 &Y b ply 40 s 5%
MEE FAMBAEAR:. KREENEHFEH
400U/kg FISHIIH (1g/kg )RBESS , T &4 T 4TI MM R , 22
FHOERX Ca> Mg»PBS WM MG, R BY PR 3
BRBOR, SEHBEATLZEES . MBS, NSEFE
4, FiJE Ca® Mp?PBS 75 TR YE it L B (S0ml ) ; Lol %14 T
BUREGL B, AT BN, ARG A AU (BFEE 1:1000;
BEEE 1:400), J5/ DMEM B3t 3k, AaBEGEE
(3mg/ml) Fl DNase 1 (2.5mg/ml) &I DMEM %35 W 1% 1k & 1%
1k, BF 5% CO, 334 37°C, BIK 30min, 3L 3 R (&
WY FFTE BEHALED . HERELE S NBk S Sk
B 10% 5 /M E [ EY DMEM E#BES, S THYFN
J& , B 0(1000 $,25°C, 8min ) , BEAE T& 10% 54 /MM
1K DMEM 3538, M PriS R TSN, 37C,
5% CO, FE FNIET ,24h PIG S 40 B R i BT SR 48 .
FACHH T BY400 . 2 8 Dobbs SN FM ., BEHENF
81 400U/kg MEZHE 1ghke BREER R, LK FITH G
MR, 6 DEERMIEA, Fet BT £3 bk, A
RIS . 4% LR 2 X KBTI LG K BN O Iise IR
T, 25BHEA 800pngml BE FEM 100pg DNA B
10ml, F 37°CK ¥ #4L 20min, H 845 3 ~ Smin ¥ FE LB
EE. RS Sml RKFEFE /NG MIEL L H. A S
AT BIRE, TR S ~ 10min, i 200 EASBRR IR, S8R
4°C,1000 r/ min, L 10min, LA 3ml DMEM (& 0.25%
DNA B 1 1m)EFBIFAM, 233 KR IgC RBEHH 2h 5
EHFWELBFERE L, BOBHRE4EST DMEM, I

®1 &3|PNEERT

Gene Oligo Sequence Prodece Size(bp)
Forward primer 5" CGAGGAGAAACGCAAACAG 3’
HGF , 417
Reverse primer 5’ CCACGACCAGGAACAATGAC 3
Forward primer 5" GTCCACCTTCCACAAATACTCA 3’
FSP1 292
Reverse primer 5’ GCACTATGCTCACAGCCAAC 3’
Forward primer 5’ GAGCCCTGGATACCAACTACTG 3’
TGF-B , , 288
Reverse primer 5" GCTTGCGACCCACGTAGTAGA 3
Forward primer 5’ CATCACTGCCACTCAGAAGACT 3’
GAPDH , , 484
Reverse primer 5" GTGGTCCAGGGTTTCTTACTC 3
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20% /N IS5 3%, 24h MEEE AR i 2 v 1 Y b A2 4m
A B AR RLET 4 40 M B 45 L SR P SRy AR ML (L2 SP g
Vimentin 5 FOL%# D88 T ME ., B BCIPNBT iXH &
gefa, Filiv 0 A) b B A0 B ER A BB 4 AKP, BT LA 40 PR3 5 I
1.2.3  fivfa 0 BY b R 4R AR 1 v il B £ 4t A e 1) 1 70 %
Jiti B 47 4 48 M2 (9 FSP1,TGF-8 ,HGFm RNA 14 & &
RT-PCR B4 PRI AR & 2 W IC AR 2SR, 83
Fili AT AE AR g A, TR 1T B L A it v
INACTE PH S 2 20 Al LA AR 40 MO 35 32 R, BRI A %2 DMEM
RSN, HEIG 3% 48h R Trizol R — A B4 BRI HAT 4 40 A
BORNA, 84N EERERE, WM 2pg RNAH
M-MLV 5% B 73005 3R KU A AL eDNA . B GAPDH &
NEHR, o REL L ] AR T PCR R, FSPL.TGF-B .
HGFmRNA (9 52 B & 5 0 B £ 95C Smin,94°C 30s,
60°C 30s,72C 30s,28 MEIIG 72CIEM Smin, 45 RRM -
2%IF SRR, 100V ML EB Jeft, 258047, I Syn-
Gene 2\ AT % B BEEE R BAZ RS GeneTools R K 14 i
FERTH, HRBRERSNSREOAX SRS
b, FEH BRI B Excel RFEH, R Excel fifih AN 35
A,
1.3 %itF ot

BAEx £5 2R, R Excel $EATHE, WRAEZSMHT 4
LSRN B g i

2.1 BHEEABHBEFHKE

A BER KBV A5 A IR 3, WD R At ML
18, FHEEH 7 RiF, WKEZEZ A4 B
| B WA M SR, A ] R 9T, 5 2, F A
AT v S T 2, Bt 9 5 B v R A, 2 B R R T A A 9
# ;28 RGO ZEFAMESR , i) o 4F 44k
22 mELEE

8 T RPN TR 2

Honl
B _FEER SR 100x)
TEME I8 kg4 &£ 100x, & 400x)

2.3 RELLA X LM R U 4 40 FSP1, TGF-B,
HGFmRNA A& ik #9 pbd

23.1 SCESZH Rkt AR 2H it S £F 45 40 M9 FSPImRNA
R LE L5604 At AU 4E 4 MO 9 FSPImRNA
LB ER THIBH(P<0.01), HRELIH 7 KXFH
28 K, A BEHES(P>0.05), W2,

xR LRAMTBAMBLTEMAME FSPImRNA RiIZHT

] PR P
LM TR 1142347 0.116685 0.059234"
M4 TX 0058993 0.006922 8.81E-05"
LI 28 K 093188 0.076471 3.67E-05™
ITHRZA 28 K 0.044963 0.006217
*SLEGHH 7 KSR 28 KW P {H
ok SUESAH 7 R GXFHRLE 7 KA P{E

wxx SLRGOR 08 K G NPRALH 28 KM P (LA PRSIt
& SCHITE)

232 S HH Rkt BR A il oA 4 A0 B TGF- B m—
RNA FiA M L& 05 41 B A &F 4% 40 8 /0
TGF-B mRNA £iA B H & TXT A (P<0.01), L
BofH 7 K28 KA BEMZEF(P>0.05), WLE
3,

R3 ZWRAMTRAYLTHMA TCF-BmRNA FiEMTLL

¥ifE RS P
LM TR 0.642063 0.033687 0.178247
WPREZE 7 K 0.23864 0.022108 6.49E-05"
LI 28 K 0.522846 0.122047 0.010645™
XTHAZ 28 X 0.203733 0.006844

233 SCEGZH Koot BB 2H Al AT 4 40 it HGFmRNA
FORMELE  SC50 ZH AT R AT 4E 40 AL A9 HGFmRNA
FikBESTHEMHAP<0.01), HILKLH 28 KB
BET 7 X (P<001). E 4.

X3 ZRAFMBAMFLUEMAE HCFmRNA RIANT

Bl bRt P
ELHHTRK 0903308 0.031001 0.007034"
XTHREH 7 K 0.4284 0.029997 4 46E-05"
LA 28 K 1.086945 0.054265 0.000503™
YHHRZH 28 K 0.547343 0.030539
3 3t i
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e i AT 2 200 0 ) 338 B B I 7 44 1 R e L B
FEEMEN, &84, RAYER RT-PCR &
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PR B il R AT i A ORI A L, LIRSS R
B, LB AR B IR Al R AT R A L 4 W FSPL 1, 5
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REF 44N FSPImRNA HE ik,

TGF-B BR—MEEMBAHMAUE T, FTER
P i o L At T B9 b R S, oM R i D
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o 4 A7 B B9 TR RIITT AR LA % 990 ol 400 i 41 35
T o 8 0 A T e 2040 8 it [ B R SR B DL AR o
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RIESG , BFRIL [L-4, 5T BT 4 40 M3 58 OF 38
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Shiim & % 4. HGF 7£ BLM & B K Bt 4 481k
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