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1.2
1.2.1 RT-gPCR
PC9  .PC9/GR
TRIzol
cDNA
PDd.1  Beclinl
PCO/GR 2.5 mmol/L 3-MA
<5 mmol/L 3-MA PC9/GR
MA PCO/GR .50 pmol/L CQ
<100 nmol/L Rap PC9/GR
GAPDH

RT-qPCR
PD-.1.Beclinl
RNA
SYBR Green
RT-qPCR
PC9/GR
+10 mmol /L. 3-
PC9/GR
PD-.1
Folds =2 ~24%

PD-.1

VPCO/GR  .2.5 mmol/L
3-MA PCO/GR .5 mmol/L 3-MA pPCo/
GR .10 mmol/L 3-MA PCO9/GR .50 pmol/
L CQ PCO9/GR 100 nmol/L Rap PCo/
GR Beclinl( p62) .PDL1.LC3 I /LC3 |

o RIPA /PMSF( 100 :
1) 30 min 4 C.
14 000 r/min 30 min BCA

SDS-PAGE N

GAPDH. PD-.1. LC3 T /LC3 I . Beclinl. p62

(1:1000) 4 C PVDF

IgG( 1 : 10 000) 5%
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1.2.2 Western blot
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1.5.25.50, 100 pmol/L;
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A: PCY PC9/GR Beclinl mRNA ; B: PC9

PC9 DFFFEP<0.000 1

PCO/GR

PCO9/GR .50 pmol/L CQ PCO9/GR .5
mmol /L. 3-MA + 1 pmol/L PC9/GR
W50 pmol /L CQ + 1 pmol/L pPCo/
GR 48 h 10 pl 10% CCK-8
2 h 450 nm
( optical density OD) & (%) = (
ob - oD ) /( ob -
OD ) x100% 1C50
5 3
1.3 SPSS 20  Prism 6.0
P
t
P <0.05
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2 CCK=s8
A: CCK-8 PC9  PCO9/GR ;B PC9  PCO/GR ICs50 ;G 3-MA
;a1 PCY9/GR b 13-MA e yd 13-MA + ; D: CQ
;a  :PC9/GR ve 1 CQ reo f1CQ+ PC9/GR DD <0.000 1; ¢
FFFP<0.001 *F*FP<0.000 1
3 PD1 PC9 PCY9 /GR PC9/GR PD-1L1
A:PCY PCO/GR Beclinl mRNA ; B PCY PCO/GR PD-L1 ;G B ;D
PCO9/GR 5 mmol/L 3-MA 24h  PC9/GR PD-L.I mRNA  E:PCO/GR 5 mmol/L 3-MA 24h  PC9/GR
PDI  p62.LC3I1/LC3I P E PC9 :***P<0.001; PC9/GR :*P<0.05 " p<
0.001 " P <0.000 1
PC9/GR PD1.1 LC3M/LC3 I p62 PD-L1
PCR : PC9/GR PD.1 (P <0.05) 3E.3F
PC9 (P <0.05) qPCR Western blot o
3A. Western blot - PCO/GR 2.4 3-MA PC9/GR
PD-.1 PC9 PDd.1 Western blot 12.5.
(P<0.05) 3B.3C. 3-MA PCO9/GR 5.10 mmol /L. 3-MA  PD-.1
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(P <0.05) ;2.5 mmol/L 3-MA p62 GR 14.8.24.48 h 3-MA PC9/GR
(P> PDd1 LC3QO/LC3 1
0.05) 5.10 mmol/L 3-MA  p62 (P<0.05); 8.24.48 h P62
(P <0.05);2.5.5.10 mmol/ (P<0.05)
L3MA LC3Q/LC3] 24 h p62 ; qPCR Western
(P<0.05) 3-MA PC9/ blot 4,
4 3-MA PC9/GR  PDLI
A 3-MA PC9/GR  PDA1  p62.LC3M/LC3 | ;B A ;G 3-MA PC9/GR  PD-
L1 mRNA ;D 3-MA PC9/GR  PDAl  p62.LC3 11 /1.C3 1 ;E: D i F: 3-MA
PC9/GR  PD4.l mRNA ;a: PC9/GR ib: 2.5 mmol /1, 3-MA PC9/GR ;e 5 mmol/L 3-MA PC9/GR
d: 10 mmol /L 3-MA PCY9/GR ; Con 1" P<0.05 **P<0.01 ***P<0.001 ****P<0.0001; PCO/GR

##p <0.001
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5 PC9/GR PD-11
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Effects of autophagy on sensitivity to gefitinib and

PD - L1 in PC9/GR cells in vitro

Li Xuan Cheng Hao Fang Yue et al

( Dept of Oncology The First Affiliated Hospital of Anhui Medical University Hefei 230022)

Abstract
ligand< ( PD-L1) in gefitinib-resistant lung adenocarcinoma cells in vitro. Methods

Objective To investigate the effect of autophagy on drug sensitivity of PC9/GR and programmed death
Real-time fluorescence quan-—
titative PCR and Western blot assay were performed to detect the expression levels of autophagy-—related proteins
LC3I1/LC31 Beclinl and PD-.I in gefitinibsensitive cell line PC9 and gefitinib—esistant cell line PC9/GR; CCK-
8 assay was performed to detect the sensitivity of PCO and PC9/GR cells to gefitinib and the inhibition of PC9/GR,;

The expression of LC31I/LC31 p62 and PD-.1 in PC9/GR cells after autophagy was detected by Western blot.

Results The expression of autophagy and PD-L.1 was higher in PC9/GR cells than that in PC9 cells and CCK-8
assay showed that the IC50 for gefitinib was higher in PC9/GR cells than that in PC9 cells and the sensitivity of
PC9/GR cells to gefitinib was partially restored after inhibition of autophagy ( P <0.05) . PD-L1 expression in-
creased and inhibited autophagy PD-.1 expression decreased with the time and concentration of autophagy inhibitor
The results of in vitro experiments suggest that inhibition of autophagy may

treatment ( P <0.05) . Conclusion

enhance the sensitivity of lung adenocarcinoma resistant cells to gefitinib suggesting that PD-.1 may be regulated
by autophagy and that PD-.1 may be involved in the reversal of gefitinib resistance by inhibition of autophagy in
vitro.
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