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RNAeasy " 21 RNA fili #2107 & | transwell /NE 4
MuxEFE 6 fLARIIE A B8 = RAEYEARARA
F] ; ANGPTLA —¥T . B-actin —HT 404 H FL[E ABcam
5] 5 1gG (H&L) -HRP (41 %) 14 A 3% E Bioword
technology 2~ 7l ; 5 AE R JE W A & [E MCE A H], # it
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&1 ANGPTL4-shRNA %% qRT-PCR 3|41 55!

TN # B SI9FFI(5"-3")
ANGPTLA-siRNA F:GACCACAAGCACCTAGACCAT
R:ATGGTCTAGGTGCTTGTGGTC

NC-siRNA F: TTCTCCGAACGTGTCACGT
R:ACGTGACACGTTCGGAGAA

ANGPTLA F:GTCCACCGACCTCCCGTTA
R:CCTCATGGTCTAGGTGCTTGT

GAPDH F:GGAGCGAGATCCCTCCAAAAT

R:GGCTGTTGTCATACTTCTCATGG

RS JEHECE 3 min, S H—I5E T/ 1.5 ml EP
EHMC N B A, A 4wl 1ip2000 F1 250 wl Optim-
mem F5FE5E RAIE A A &, BEWITIRAIIR
AR AW, ICE 20 min 5 INAC 32555
WOIT IR A 200 i v | A FL 40 L b 53 Jim A Optin-
mem B5FEFE 1.5 ml, K Ab B GE 0 40 A i o] i By
FEAA ,6 h J5 35 2 I s 5 B AT (1Y) 58 4 15 5
FYRENFF 24 h,
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10* /L3R 2 96 FLAk T, 2k 6 S FATE AL, 4
A 24 h WEESS , 37 5 R KR 3R 38, A HZ 0.,0. 01,
0.5.1.2.4.8.16.32.100 wmol/L #f & i B ) 75 A
BB RO IMATE IR E 200 pl, KiiR
24 h J5 , BFLINA CCK-8 254 10 wl ke a4k 2 ks
H 2 h, TEREFRIY 450 nm P ST, I 4 7L %
JEEEMH.,
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b ERREMA . ML R MRS
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P 3 A UEF AT, O 4(E
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IR B S A B AR 1 PVDF BECA
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W, WH U PVDF BEIfH TBST RIS 0E, 55 10
min 1 ¥, 047 4 YK, 40 min J56F PVDF JEE T —
PR CEPUREBCEEYIR 1 2 5 000) , $EREH 2
h, 2 h J5F-REL TBST B REGE , 5 10 min 1 %, 3t
AT 4 W, I BN i ECL &6, 7853
JE 5 T 52 AMEE IS AGAX A THA IR
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3 EHELL x5 Fn, SRA SPSS 25.0 B4 A
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JU Western blot .qRT-PCR SZ5545 5 i 7R ANGPTLA
£ PCO/GR #iiffirh Rk it & T PCYO Atk , 22 5 A
it # (P <0.001,F =75.028) (1),

2.2 siRNA YH£AAE ANGPTL4 £ E R A B 2500
FLI PC9/GR 41, PC9/GR-siNC #H . PC9/GR-siANG-
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PTLA ZH4E 3 ZHANMIAY R S RNA, 73 5334 T West-
ern blot ,qRT-PCR 32 56 DL 56 1iE mf IR %>R . Western
blot . qRT-PCR S5 25 5 7R, 5 PC9/GR 41, PCY/
GR-siNC 4 #H ., PC9/GR-siANGPTL 4H ' ANGPTLA
EARB SR TR, ZRARIT¥EL(P<0.05,F
=33.784) (K 2) .,
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RN 4 AR IS H IR e
Py B A3 R I T 9, 2 B S R 2 JE T4 ] 45 2 A

MO FE  FEAH R B2 S AR R G R EAE T T
PCO ZH o 3% 4 € S1 MK T PCO/GR 40, 22 54 483t
PR (P <0.05,F =803.608) ; PC9/GR-siRNA 4|
Muk5E e KT PCO/GR 401, 22 %A Giit 2% 5 X
(P <0.05,F =483.837) ;ifii PC9/GR ,PC9/GR-siNC
PIZH A ) 22 AR IR B, 2 R gt L (E 3) .
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(P <0.01,F =63.67), 1M PCO9/GR 41 il PC9/
GR-siNC IfHILH , 22 5 TS it= 2 L (K 4A B) .,
Transwell 5256 H' | PCO/GR-siRNA 4T # & /N % i
FERIANAE T PCO/GR 41, 2 R A G L (P <
0.05,F =126.943) ; PC9/GR 41 #l PC9/GR-siNC 41
AHEEE, 2 7 g B L (E4C.D) .,

2.5 B{K ANGPTIA S4B ZRENWEMM &
FE/NERRIGEEERE 24 h 5, BUB A =
TR N SR M, LR s s, PC9/
GR-siANGPTLA #41/N2 iK 5B 41 ffi £ H 2> T PC9/GR
M, EZFAERITFE X (P <0.05,F =596.645) | 1
PC9/GR 415 PC9/GR-siNC 41 Lt , £ 3 LG i
HEX(ES),

2.6 BEY{K ANGPTL4 Xf 40 _E &7 i8] 5T ( epithelial
— mesenchymal transition, EMT) i 2 )& 0g i#

A 1 2
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24h
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i Western blot Xf EMT A15CHE 1 HY RIS DEA AR $72
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B H B iEfT Western blot 22545 . Western blot 325645
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ZRBTGIHFEL(E6),
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1 2 3
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B 6 Tt ANGPTL4 &i%Xt N-cadherin,
Vimentin  E-cadherin 3% 3% #8201
A Western blot #1450 41 ' N-cadherin , Vimentin , E-cadherin
BEIRIA; B, &4 4 i A A X R IX BT 2% 50875 1. PC9/GR
2H;2:PC9/GR-siNC 2H ;3 :PC9/GR-siRNA £ ; 5 PC9/GR 2 L% * P
<0.05, **P<0.01

MR Zia [, SR, EGFR-TKIs 4k % ffit 25 1 i
FRAE R RS TIRTFRR ) . EGFR-TKIs 4k % fif 24
PER AR LA Z 80, 40 FGL1 B335 PDI 3Rk
& MAEE Z B, 2= # AN EGFR 28748 LIS
EMT J& EGFR-TKIs K51 i 24 59 F Z AL, i
A% EMT Wfa{2 {f EGFR-TKIs k45 Pkt 24 7 4= (1)
B BRI IEE 1

ANGPTLA & )& T4 & FUBE K%, R 451 -
T I A R B A O, ORI O I A A AR
A, ANGPTLA fy 75 JIF JUE i 75 20 21
PR3 3l 2R 38 T A A R 2 —Fh 2 5 I A R
FOE B 5E ) 0] ANGPTIA E—F 2 IifeE A,
FESRRAE K A R R SRR T T OBk T A 3
RIERBMER . W5 2B PCO/GR 4 Jifl 1C, BH i
T PCO 41y, %8 PCO/GR 40 fi% 22 PCO 4 i %}
FARE e A W s A 250, LAk, Western blot
qRT-PCR 52 % 45 i ) . 75 PC9/GR 4fi g f AN-
GPTLA My &Ikt W] & /= T PCO 40 M, H 278 AN-
GPTLA AT RES 5 PCO 40 Xt 7 A% Je i 24 1 1 I
A, CCK-8 LI S on , FEAS Rl vk B2 1) 5 JE B e

AFETR ,PCO/GR 41 i3 FE 1% M =5 T PCO 4 |
PC9/GR-siANGPTLA 41 41 L, H PCO 4}l 5 PCY/
GR-siANGPTLA 4fiJfd 2 [B) 3% 78 1% 14 IF JC WA b 25 5%
SEIGAE R BRI ANGPTIA AT 75— E L% I
YRIZ PCO/GR 40X 75 FE 8 Je Ay iUt

E-Cadherin “h— P45 48 14 25 A 1) 5 R 25
I3 T MR 425 1 Bz 40 v, 7 40 B 285 B A
WPk i i B EAE . E-Cadherin 263519325 5
A 3 S, DT A i IE A0 i 1 S RS 4 58
1P N-cadherin Jy #f 22 PEAS AR B8 1, 5 E-
Cadherin Z1E |z #H 2 vp 3235 R A 19 /& N-cadherin
FEAELALZY LD RN ST 2 20 i rp 2 5k HLAE il
S FLIRE AR 2R R L U kK R Y E-
Cadherin N-cadherin ¥ 5 EMT )%, ZFTR
K Western blot % 7~ 5 PC9/GR 41 fifd kb %%,
PC9/GR-siANGPTLA ZiiffiH E-Cadherin ik _FFHfi
N-cadherin 35 T, EXESLE 5 Transwell I
Sz PC9/GR-siANGPTLA 20 2 Jifl 1T 7% Bk 7 B 5
f&F PCO/GR, HAE Transwell {28525 155 T 41
[ 45 R WIEEE A ( Vimentin) VE 55 b —Fh S 2
W25 EMT 0, HRA RRIR R 3 80 B LA ARIE
MARATEAS , HAE Z Fh b 41 20 ik B 58 0 S5 b
FER R HE DML | XL R4S R R, PCY/
GR-siANGPTLA 441 iLH% T PC9/GR 4, Vimen-
tin (Y ERIK W T B 25 G i T R SE 8
Transwell 1T F5 5256 45 Wt L B ER ANGPTIA 1A
AT AR PCO/GR 40 b EMT f4 & £E , DA 490 5] 248 it
i,
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#iKJ5 , Vimentin 5 N-cadherin ZE3A 1 B i F &, 1M
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I AESE R — 8, 25 6 A I 3G AR S 55 B 7R ANGPTLA
o [l I A EMT o 72 18 3 il AR oo 40 i 4= 28 7%
B, IO 1 it Bl e 40 B % 5 A JE T 24 P 1 7 A
A 5C ANGPTLA i i2F i it 40 755 4 25 Je A
fiif 24P Y ELAR B A T 1 — 2B AT
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Mechanism of ANGPTL4 regulating the migration and invasion of

human lung adenocarcinoma PC9/GR cells
Fang Yue, Li Xuan, Cheng Hao, Hao Jiqing
(Dept of Oncology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022)

Abstract Objective To investigate the effect of human angiopoietin-like protein 4 (ANGPTLA4) on the invasion
and migration of gefitinib-resistant lung adenocarcinoma strains and its mechanism. Methods The expression of
ANGPTIA in PC9/GR cells was interfered by siRNA method, and the interference effect was verified by Western
blot and qRT-PCR. The CCK-8 experiment was performed to verify the inhibitory effect of interfering with AN-
GPTILA on the proliferation of PC9/GR cells. The scraich experiment and transwell experiment were performed to
detect the invasion and metastasis ability of cells; the expression levels of Vimentin, E-cadherin and N-cadherin
were detected by Western blot experiment. Results The expression of ANGPTLA in PC9/GR cells was significant-
ly higher than that in PC9 cells. The CCK-8 experiment proved that the 1Cy, of PC9/GR cells to gefitinib was higher
than that of PC9 cells, and the ICy, was significantly reduced after interfering with the expression of ANGPTLA4 in
PC9/GR cells; scratch experiment and Transwell migration experiment showed that after interfering with the expres-
sion of ANGPTI4 in PC9/GR cells, the wound healing ability, migration and invasion ability of the cells were sig-
nificantly reduced. The results of Western blot experiments showed that the expression of N-cadherin and Vimentin
decreased and the expression of E-cadherin increased in PC9/GR cells after interference. Conclusion ANGPTILA
may participate in the acquired drug resistance of gefitinib in lung adenocarcinoma, and promote the invasion and
metastasis of PC9/GR cells. Interference with ANGPTLA can inhibit the EMT process of PC9/GR cells.

Key words non-small cell lung cancer; EGFR-TKI resistance ; human angiopoietin-like protein 4 ; epithelial-mes-

enchymal transition



