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AR R R AT AL B TR AR, ik LA KBETF B, (TGF-B,, 5 ng/mlL) %% A549 it
48 h S M AT e tm AR, R BA SSd Ak, P &RE (2.5, 5,10 pg/mL), FtaFZE (100 ng/mL )
4t 22 2m B, CCKS8 x4 &40 4w it 7 7& %, Western Blot x40 E- 45 46% & ( E-cadherin ). TRk &%
8 (Col-1). a-FEMNFHEEG («-SMA), Beclin1, #%&40%% & 1444 3B- 1 (LC3B-11) /LC3B- 1.
p62. "HiLFH M T EZIE G (MTOR) @R FNE G FA KT, LI P e (MDC) 4 & k4] 4m e,
NASRTR, R LHEwarks, BAMAmRAERE TR (P<0.05), E-cadherin, Beclin1, LC3B- 1/
LC3B- [ % & & ik K -F 7R 4k (P<0.05, P<0.01), Col- . o-SMA. p62. mTOR i % /&M & & F ik K- I+
# (P<0.05,P<0.01), Aot M 3 HATITEY AvtifdR ), HAA 20 4R, SSd &R E 48 4m it 5% 55t % (P<0.05),
SSd 8% % 4 & %41 E-cadherin. Beclin1, LC3B- Il /LC3B- [ & & %k k-F4% (P<0.05, P<0.01), Col- .
a-SMA, p62 & & & ik K-FHAk (P<0.05, P<0.01), SSd &% F ta & 44 p-mTOR/MTOR, p-AKT1/
AKT1, p-S6K1/S6K1 %k K -F 1k (P<0.05, P<0.01), SSd &k /E A% & e E R amin it M 3% kAritey A
w5 SSdAK. PARK kiR, SSd ik E A F e E %4 Ecadherin, LC3B- I /LC3B- [ &k K
% (P<0.05, P<0.01), Col- I. a-SMA. p62 % ik /K -F B4k (P<0.05, P<0.01), £5i& SSd 7T & &
TGF-B, 5589 AT Il 4F4e4bi &, "Tabidad4p4) mTOR B335 5 it B o R ARAE R .
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ABSTRACT Objective To study the regulatory effect of Saikosaponin d ( SSd ) on autophagy of type I
alveolar epithelial cells (AT- I ) in idiopathic pulmonary fibrosis (IPF ), and to explore its intervention of
the severity of fibrosis. Methods A cell model of pulmonary fibrosis was built with A549 cells induced by
transforming growth factor B, (TGF-B,, 5 ng/mL ) for 48 h. Combined treatments with SSd of different
concentrations (2.5, 5, and 10 wg/mL ) and rapamycin (100 ng/mL ) were given to the cells respectively. The
cell viability in different groups were determined by CCK8. The expression level of E-cadherin, Col- I, a-SMA,
Beclin1, microtubule associated protein 1 light chain 3B- [I(LC3B- Il ) /LC3B-1, p62 and activated protein
in mammalian targetof rapamycin (mTOR ) pathway were detected by Western Blot. The formation of
autophagic vacuoles in cell was detected by monodansylcadavrine. Results Compared with the normal group,
the cell viability decreased ( P<0.05 ), the protein expression levels of E-cadherin, Beclin1 and LC3B-1I/LC3B- 1
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decreased (P<0.05, P<0.01), the expression levels of Col-I, «-SMA, p62 and active protein in mTOR pathway

increased in the model group ( P<0.05, P<0.01), and fewer fluorescein-labelled autophagic vacuoles in

cytoplasm. Compared with the model group, the cell viability increased in high concentration SSd group
(P<0.05) .The expression of E-cadherin, Beclin1 and LC3B-II/LC3B- I protein increased ( P<0.05, P<0.01),
the expression of Col- I, «-SMA and p62 protein decreased in SSd groups and rapamycin group (P<0.05,
P<0.01) . The expression of p-mTOR/mTOR, p-AKT1/AKT1, p-S6K1/S6K1 decreased in high concentration
SSd group and rapamycin group ( P<0.05, P<0.01) . There were more fluorescently labeled autophagic

vesicles in the cytoplasm of high concentration SSd group and rapamycin group. Compared with low and media

concentration SSd group, the expression of E-cadherin, LC3B-II/LC3B- I increased in the high concentration

SSd group and rapamycin group ( P<0.05, P<0.01 ), the expression of Col- I, o -SMA, p62 decreased ( P<0.05,

P<0.01) . Conclusion SSd could improve TGF- B ,-induced fibrotic changes of AT-II, which might be induced

cell autophagy through inhibition of the activation of mMTOR pathway.
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L LIES ABA9 A 4 EMTalcAs ", A se i it
TGFR= | JlJ iyt b B 20 i AB49 ), FEAAR M) i
LRAEALAAL, BFSY SSd AE il i W45 mTOR iK%

idiopathic pulmonary fibrosis; Saikosaponin d; mammalian target of rapamycin;

G FMEL AL A LR T
HRS %

1 4iffs A549 4ifi (L5 : KGO07 ) MFVL
A H AR AT, B T8 10% G4+ 107 1%
HRE - B R DMEM §535 3, BT 37 €. 5%
CO, MR FRFE T 24 h, FR4nfGREfS LT,

2 #4¥) SSd (%% . SS8010, #4iJF. HPLC>
98% ) My H At R FRHHEA R AT,

3 FERA KA WA (S
RNBH8338 ). 0.25% figi & 1 i} ( 42 5: T4049) 4
F 2% [E Sigma 2~ 7, TGF-B, W IR ZE vk Y
BHEE (IR ) ARA R (4t 0817354 ), DMEM
B g% 3 (it 5. 8120427), Jig 4 1 v (4t 5
42F1376K ) 9 4 [ Gibco /37, RIPA ik (47
“5: PO013B ). H % Rk R (5775 C0222),
BCA & & w il Ml & (5345 : PO010) W 3 =K
W ARG RS H], E-cadherin (58%5: 3195), «-
WL 3h % 11 ( a-smooth muscle actin, «-SMA, %%
*5: 19245 ), Beclin1 ( §3%5: 3495 ), /S MHCHE M
4% 3B ( microtubule-associated protein light chain
3B, LC3B, 1% 5:2868), p62/SQSTM1 ( #% 5.
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2 % ¢ E-cadherin, Col-1. «-SMA. LC3B.
Beclin1, p62, FEHELLE (£1, K2, 3) 5
T2 A, KiRI4H E-cadherin, Beclin1, LC3B-11/
LC3B- I % ik /K F [% fik (P<0.05, P<0.01), Col-1,
a-SMA . p62 F£ik/KF-THE (P<0.05, P<0.01), 5
PRI A, SSd ik, . kR Al R R A
E-cadherin. Beclin1. LC3B- Il /LC3B- [k /K T
B €P<0.05, P<0.01), Col-I. a-SMA, p62 % ik
TOFFEAR (P<0.05,P<001), 5 SSd ik 4 s,
SSd vk B 4. B e R 41 Ecadherin, LK€3B- 11/
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#£ 1 44 E-cadherin, Col- 1.

a-SMA. LC3B- Il /LC3B- 1. Beclin1, p62 FHHEEILE (X+s)

2H 51 n E-cadherin Col- | a-SMA LC3B- Il /LC3B- I Beclin1 p62

EH 3 0.97+0.07 0.61+0.05 0.40 +0.04 0.92 +0.05 1.04 +0.04 0.72+0.03
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HnEE 3 0.95+0.05%%* 0.41+0.06%% 0.30+0.03%%%°  0.92+0.064%44°°  1.01+0.02°* 0.63+0.03444°

FE: SIEW4IER, P<0.05, “*P<0.01; SHMLIHE, “P<0.05, ““P<0.01; 5 SSd iRk 41 s, *P<0.05, **P<0.01; 55 SSd Hifk

FEALHAE, ©P<0.05, ©°P<0.01
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p62 7 [1# A K&K (P<0.05). SSd =i 4
& A %5 & 4 E-cadherin, Col- I, «-SMA. LC3B,
Beclin1. p62 #ik2: 5 listita=m X (P>0.05),

3 % 4 AKT1. p-AKT1. mTOR. p-mTOR,
S6K1. p-S6K1 HH KL (£2, Kl4) SEWLIL
B, KR4 p-mTOR/MTOR., p-AKT1/AKT1., p-S6K1/
S6K1 7t (P<0.05, P<0.01), S5#iRI4 [14r, SSd
o e R 4 K A B & 4 p-mTOR/MTOR, p-AKT1/
AKT1, p-S6K1/S6K1 %Ik (P<0.05, P<0.01). 5
AT R4 4 7S Sd e 2H p-mTOR/MTOR . p-S6K1/
S6K1 T4 P<0.01), p-AKT1/AKTA WigH i, 25
TG (P>0.05),
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FREHE S MDC A i 114 28 36 55 128 St ik B 240

£2 %441 p-mTOR/MTOR. p-AKT1/AKT1. p-S6K1/S6K1
EHEELE (X+s)

215 n p-mTOR/MTOR p-AKT1/AKT1 p-S6K1/S6K1
I 3 0.75:0.10 0.78+0.07  0.50=0.03
B 3 1.11+0.16" 1.08+£0.06°  0.90 +0.07"
SSd FHeE 3 045:0.08°%* 0.84+0.04° 0.68+0.05°%*
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T SIERW4LILEL, "P<0.05, "P<0.01; SHRI41ILEE, © P<0.05,
£4P<0.01; HHIMNARILE, *P<0.01
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