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Isolation and identification of lung cancer stem like cells from human lung cancer
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[ Abstract |

man lung adenocarcinoma cell line A549. Methods The A549 cells were cultured in serum-free condition me-

Objective To isolate and identify the lung cancer stem like cells from the established hu-

dium to form tumor spheres. Colony formation assay and MTT assay were used to observe the colony formation a-
bility. RT-PCR, Western blot analysis, and immunofluorescent staining were performed to compare the expres-
sion levels of stem cell markers between A549 cells and A549 tumor sphere cells. Results The stem like cells
were isolated from A549 cells in serum-free condition medium and formed typical neurospheres. The results
showed that the proliferation and self-renewal capacity of the A549 sphere cells were stronger than A549 cells.
A549 sphere cells expressed higher levels of stem cell markers Sox2 and Oct4 than A549 adhere cells (2.68 +
0.39 s 0.05+0.02, 1.23 £0.12 vs 0. 10 £0.02, P <0.05). Conclusion The serum-free condition cul-
ture effectively enrich cancer stem like cells from human lung adenocarcinoma cell line A549.
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ATCC-3', 519 & i b e 98 A W) 5 R A R |l &
RNAiso( TaKaRa 2\ ) 306 %% 5857 & PCR 37 4% %55) & RT-PCR
RN G344 Fermentas 2\ 7]
1.5 S s suten

43 SEL AS49 4 AN A sk RS T35 3 R 1 7E 37 °C 5%
CO, %M FIESR, TR I 7 58 BUR , U B8 F 4% 22 5 P
7€, 1 PBS Y@V 1 0.3% Triton X-100 35 fb A3, S8 )5 A1 U
A —$Hi(1:400) ,4 CKFEMWEF IR 52 K, B3, PBS
VeSS IMAZH1(1:500) ,37 CEEGCIEE | h, 285 ] PBS Bk
&, Hl Hochest33258 Y, PBS YU ISP 9 LK G 3 |, JL 3R
£ BRSNS,
1.6 Western blot

W AS49 2t A0 4 i Bk, 2R 1 A A AR R 1,
BCA W7 SAE (e B 4 B A RE 5, 64T SDS-PAGE Hijik ,
Wi 80 V.30 min, 43 BB 120 V120 min, B K 58 55 F5 1E 2]
PVDF i, 7 B 25 05 2 5% BERR W58 ) TBST %5 = ik £ 1]
4 h, #HASERUE TBST YR, A —$i 4 C KA & T,
SRIG PR BRI, IR A 0 2 h, Ve, R A2 AR &
(Pierce 2\ 7)) UL ERAE , FIBER RURAX B ShBgtI0 sk R
1.7 %itF o

ZEWDL & +5 Fon, W] SPSS 17. 0 GE 4 f: #EA7 s R AR
) ¢ K5 .

2 #R

2.1 A549 eIz R

AS49 AN MERRAETS ILTE K 95 20 R, 76 55 3% IR 0 0 % 2
K, YA AT ARTE | 20 A A TG 5 T TG LI SR B 3R 3 A
N AR S BRI S A A K 2 R 2 B 3 W 15, R P 40 i
A B BRI , Hr e, Bl B A)AE K, 40 il Rk ] &
R B E T R, WA 1,
2.2 mAR¥E AR ) Fe SLIETY R AR ) 4 R AT

FH MTT LU 683500 40 Me 558 68 0 , IF 25 1l 40 i A= i £k
2R R Y0 M ER B 3 AE AE O 3 T EE AL ( P <
0.05) (Bl 2A) . Skl AN A Ao A S b SE R RE T , 4 20 it A 4 g 2k
A3 AR T L, JEA T L S B S0, 5 2R R, A0 Bk 9 1L
SERETEEE ) [ e R (104 +7) ] W 3555 T I BE 0 0 [ e B
(37+3),P<0.05, 18 2B, iR &h 5 150 B 41 Hu Kk Hb 0k BE 201 ffg
ARSI FE e B B, A SR B R ETRE T .



5534 5 12 B, = E BE K ¥ ¥ Vol. 34, No. 12
2012 4E6 A 30 H J Third Mil Med Univ Jun. 30 2012 1155

A: AS49 ek £ K 5 2 R (x200);B:A549
eIk A K F 4 R (x200);C:A549 2 L3k A
¥ % 6 £(x200);D:A549 s ek L K % 8 &
(x200);E: A549 oo & b AE 4 ¥ 20 (% 100)

1 EREEWER A549 WRFNMERE S

0 [C)

107 —&— A549 4ilfiusk F AR T X — A 3)

097 —o—s49 Wikl S VORI 45 5 B, Sox2 il Octd G sie 5 e e (4 ) 1

07 S B O T B SR AT (5, TT LA B 40 Bk v 1 75 ik R
% iy By RIS EEANULT B REIR G, SR AR T bR T
= 04 Sox2 Fil Octd 63K 45 T i Be 41 i, 240 o Bk o0 EL A7 by 1 20 e

oot . B4,

01 @

0 l ’ Uﬂ‘l‘;(z/d) ) i ° GAPDH— «—40x10°

A549 N BEA Y A549 ZHfiIER

Oct4— «39x10°

Sox2— «—34x10°

1 2

@
. ; y . LOF O A549 IGEEANIE W AS49 AHffIER
\' 13 o /i \ / 095}
| N \ T
. ; g 0.9}
ARl EEG B AL A M 5‘3 085F
B2 A549 4RaFn4RaBkiGsE st 1 K F 5T BE&E 1 b3 .
2.3 AS549 g faAe fm fesk T an B AR X AR R 54T
0.75 L
iz Ji RT-PCR 4350 A549 20 ftd A1 41 AR 1R 11 i 928 - 241 Aty Oct4 Sox2
FRic &AL, 45 R R A ER 1Y Sox2 (2. 68 +0.39) il Octd A:Western blot 4l 25 R 1:A549 Mk B2 tm A ;2 : A549 sm sk ; B: ¥
(1.23 20, 12) f 2 ik K F 32 85 T W B 4 [ 351 (0. 05 = AERH 8, P<0.05,5 A5 BB IR

0.02) .(0.10£0.02) ,P <0.05], Western blot il 7£ 55 [4 7K E3 BETMAEEESF Sox2 B Octd FRi2E AKEHRIE



34 BE 12
1156 2012 4E6 A 30 H

= OE E K ¥ % W
J Third Mil Med Univ

Vol. 34, No. 12
Jun. 30 2012

20 pm 20 pm
— —

20 pm
—

A~F:Sox2;G ~L:0ct4;A D .G J: 4afiti 4 &;B . E H K. it 7 F
ARtk ik ;C F I L: &mm;A~C.G~1.A549 ns A mpe ;D ~ F,
J ~L.A549 zm sk

B4 BT BEIEK S F Sox2 & Octd G KMELER

3 i

JIek o8 1 24 L FE e DA 7 A BIIE S A B o A5 A A AR 1Y
a8 AE I B 5 ol g v 3 1 A R T A Y
TEPE R 2 | X A BR TE B W 2 2k, e 148
MLARABIESE, S AATATR IR SR 448 TR LA, ook
PR E R IR R T R R TR O e, G
AERIFSE T R R T 0 B A7 A S T M R ik
I TR I R 2 — o MR T A0 M3 A 245 5 5
S e, A0 Wt 3 BT Ake S 07 PISK 3 B A
KU Hia] R AL ( epithelial mesenchymal transi-
tion, EMT ) 20 it HLA i3 1 4 A A0, L 140 i 2
AR R R, 55 K/ EMT P20 L) I
MG R, IR T 4 i © 205 ROt 5 i 2
o FITLA, A 25003 B R e 2 T i -+ 40 i ol 245 8
A,

I e 1 200 B 1) 7 i 32 AR EE A5 Fh R T 23
AT 2318, CD133 JZ3R5K8 T 2 iy 200 it 3% 1 rrp A

B LA R AE IR T A0 A 5T S A 2 e . R
ARy i T 40 AR © 2 I bR g e
RS A 2 T Y 5 2 b g T 43 B R T 4
JiL AFSRATAE ARG, S5 e e ol B v, CD133 " ] L
;e CD133 ™ 4 fifd, H mT LI#E NOD/SCID g i /& A= i
L TRIRE LI T 40 Pt 7 7 26 oL 1) B8, 2008
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