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(NDV) exposure to esophageal cancer ECA109 cells, whether its activation is related to K* efflux, and the effect
of ATP/P2X7 axis on the activation of NLRP3 inflammasome. Methods The expression of NLRP3 and IL-1B was
detected by Western blot; the content of IL-1f in the supernatant was detected by ELISA; the formation of ASC
spots was detected by fluorescence immunoassay ; the change of intracellular K™ concentration was detected by fluo-
rescent probe technology; Interventions with ATPase, ATP and P2X7 receptor inhibitors were used to investigate
their role in NLRP3 inflammasome activation. Results Compared with the control group, the expression of NL-
RP3, IL-1B3 and ASC protein in cells was up-regulated after NDV F3 infection; the intracellular potassium concen-
tration decreased with the prolongation of infection time (P <0.05). After the intervention of P2X7 receptor inhibi-
tor, the efflux of intracellular K* was blocked. With the increase of inhibitor concentration, the efflux of K* was
maximally inhibited at 10 wmol/L (P <0.05). The results of ATPase and ATP intervention showed that ATPase
inhibited K™ efflux, while ATP promoted K efflux. Western blot results showed that compared with the control
group, P2X7 receptor was inhibited, and the expressions of NLRP3 and IL-13 were down-regulated; after ATPase
intervened cells, the expressions of NLRP3 and IL-13 decreased; After ATP intervention in cells, the protein ex-
pressions of NLRP3 and IL-18 were up-regulated (P <0.05). Conclusion NDV F3 infection of ECA109 cells
can activate the NLRP3 inflammasome , the mechanism may be related to the ATP/P2X7 axis.
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Fr 40 R 1 D RE DT -5~ i30T A8 4 A 2 JeAH oK
B, PR AT R IR AZE RS I HLA-G K3k
Lol gk E 2 R ERHIEN, HLA-G JE PR A 5T
T A AT AR AR B W % 77 A ML ) 3G B A 2R RE )
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Hag R BOSECE RN JEG-3 21, 8 4% 41 i
WEE 1 x10°/ml, #EME 6 FLA, Bl 2 x 10°/2
ml, WEEEANM A 3 1319 HLA-G siRNAs #% 4.
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1% , BALINA 10 pl B9 CCK-8 T AE#,37 C G
S 1 h,450 nm ZbEZECES LD EE (optical density,
OD)fE, IHE 4TS J1(n=6),

1.2.5 AaXmmpRen 4 mmpBs  HH An-
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EEZEQM, A 0. 1% W45 5% (3£ [ Sigma 24
Al) et 15 min, FH ] B OG2% B AU (1X73, H AR R
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3135 HLA-G F:GAGGAGACACGGAACACCAAG
R:GTCGCAGCCAATCATCCACT
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VEGF . NOS2 % ET-1 % i% K T Btk &
qPCR Fl Western blot ;] HLA-G HIF-2 S HHE L
VEGF ,NOS2 .ET-ImRNA FI#E [k, 45 5% R
R4 (1% 0,) i HLA-G ¥ [%{X HLA-G mRNA
Rk, A=A WEEH (K 6A) . R (1% 0,) F
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5 ANEERET HIF2a #1 VEGF UK ER S T HA
B mRNA K385 TALEIN H] HLA-G ARE T B EH
Fik(F 6A) . X T NOS2, i 7E # A SR AUk 48
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A :qPCR ] HLA-G \HIF2a \VEGF \ET-1 5 NOS2 f¥) mRNA #
X} #3548 ;B Western blot K&l HLA-G \HIF2a\VEGF | ET-1 & NOS2
AR AR TR 51 H 2800 FRZH 52 . 5 MR 20 53 AR AU X IR A 54
I ; HLA-G mRNA k7K AL (F =22.969, P <0.001) ;
HIF2a mRNA 357K L (F =41.926, P <0.001) ; VEGF mRNA
FkKF B (F =21.91,P <0.001) ; NOS2 mRNA £k LK (F =
40.556 ,P < 0.001 ) ; ET-1 mRNA FRik/KF L (F =56.588, P <
0.001) ; 5HAM AR " P <0.05; 5HAIME A LHE. P <
0.05; SRE X R L4 . 2 P <0. 05
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FIEI 2ok IR T 8 1 4 L 15 5 30 % 2 5 R i R A
I AE I 2EAT N, S 30 RO DX T T 0T &, I e tf
¢ E P AR i A DLAGE

HLA-G & —Fn] 22 0 #0555 0 & A o+, 3
TR AR AR S AR e e D se, U HR R
B FSAHE T RE S VA 56, AR R Bl VAR
JEREIN, PR AT AR #4120 HLA-G RikK P2
TR EIEAVEIREL T HLA-G 3R A il 57
YA 2547 N R A Y R ok % B AR
M EEARPLHIA A . ARS8
i siRNA HARIME T JEG-3 4HMfih HLA-G HyE ik,
HA7 TRRIE HLA-G B TR an fu i i 25 R WoR
TR% (1% 0,) A HLA-G $JFA% HLA-G %3k, H.
“EAMFEEM, M HLA-G £k 5 F 2 JEG-3
A AL 5 TE P T B AR 2R AR T BRI, A TR i
T, I A0 B B AR G W], RS IR R IR AT il
AL 5 TE P T B AR 22 AR T R, 387 A5 B B 3R
SEAHMLHE , (EO6F T 200 e J) B A I el A8, IR 4R
SAFREE TR HLA-G 363k F B, 8 MA A AL,
AR S T 3R AN A AR ATl SRR
TN T 2 S A M3 T P it

fRAEFERZ N HLA-G ik F g 2% R R E
IVER, T EPASI 2R RN FHGH R Z—, 5
URAR 2B AT R BRI 1 e A e e o VDA O, HE I
HLA-G A figidi it EPAST K4 S N 3 [ 2 5 90 15
FEAML ALY 22T R, N2 5 @ AR E A 5 T F
SRTT I Y & 4P EPASI X & BB F 2
(HIF-2) ,HIF #iUCATE AR EIE R KB A &
BRERT, HIF2a SECEAESH T la A
R o] DA b 56 R LA X a4 45 oz 93 P
2RI HIF-2o0 76 AN [ 420 M B R 32k 2 40 ffa 2
Y14 T R S5 AR — 8, 7EH RGBT st
TV HIF-20 W 3 5 20 60 09 T, BR 61 %% 5% 2 9 1=
2R BE R SL R RE A IR Z A
1R A8 HIF-2a, 41001 7% 37 40 MU 4= 28 K 1 3 TE iR
T3, 8% HIF-200 45 7T BE W K 300 A4 & 707
EPASIT #2414 N B2 AE K F (VEGF) |

- IHIE M0 U L 10T Y B2 1 (endothelin-1,ET-1)
R R AR RS VRV R A AR K i
Bl R BE AR LA A R AR AR
A%, VEGF A S A= #E Ko FEVE 45 14 A, S50
PRI IR 2 R 51 4 AL IR 1 45
Ap BRI, NOS2 il eIk 3E i, 5 |k 1 4

R R A ET-1 32 i A P 4
Mor= A BB I A AR ET-1 KETHE . 25T
G B A B T T N R A X M e af 1
ARG AR (1% 0,) F il HLA-G ¥ 0] 34 in
HIF-2a \VEGF J2 ET-1 %3k % T HIF-2a #1 VEGF,
IS RE 5 ) 22 36 1 T & 6T NOS2, U4 i
HLA-G A FAENH NOS2 =ik, Mi7ERECRA T
HFEBFE ., W HLA-G 7T Rgi F EPAST R4
3 B3N HIF-2a \VEGF (ET-1 2235 M T 500 3% 52
YU EY AT, 2 5 T FRETN & A i NOS2
TEARSE T AHH HLA-G F AR #3k, Al &t T
NOS2 Rk i I ¥ A X &2 22 W 21, LI i iR F 1
it — e

ZE LT iR  IRE A T 248 siRNA B 3L J5 417 1l
JEG-3 4iififirh HLA-G W3R 3K, W] 6852 1 2 37 240 i 1Y
BB AZZRHE 1 S A M R T S I 40 bk BH
Gl 1, IF BARE A I 6l HLA-G ¥ RT3 /i HIF 2« |
VEGF J ET-1 Zik, #E0 HLA-G ] fig il i EPASI
AU I 0 R ) 0 7 A L AR 2R AT O, TS 5
TFIRRTEI R A, AR A i 5256 30 E T
A HLA-G XJ SR A0 M A )22 A T 0 S ), FIXE EP-
AS1 JHRSLR R IR 52 m ,  — 2 Ay B e E it 2
SCEGUIE HLA-G il EPAST {48 S 1 il 1% 2 5 15
JREARSEIREE T 0 10 91 K 905 19 4 F- LA, DA R e
X FIR AT EPAST 2635 S 75 SRy PR g
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The effects of hypoxia on silencing HLLA-G expression and biological
behaviors of JEG-3 cells and EPASI1

Sun Chunlei'*, Yang Juan®, Xie Yingying'">, Xu Wenyu'" >, Lei Juan'*, Liu Duoduo'"?
(' Graduate School of Qinghai University, Xining 810000 ;
*Dept of Obstetrics , Affiliated Hospital of Qinghai University, Xining 810000)

Abstract Objective To investigate the effect of silencing human leukocyte-associated antigen-G ( HLA-G) ex-
pression in the chorionic trophoblast cell line JEG-3 cells under hypoxic conditions on the biological function of
JEG-3 cells and through the hypoxia response pathway of endothelial PASI1 region protein 1 ( EPAS1)is involved in
the molecular mechanism of preeclampsia under high altitude hypoxia. Methods The expression of HLA-G in JEG-
3 cells was inhibited by transfection of small interfering RNA (siRNA). The JEG-3 cells after transfection were di-
vided into four groups: normoxic control group, hypoxic control group, normoxic inhibition group, and hypoxic in-
hibition group. CCK-8 test and Transwell test were used to detect the proliferation and invasion ability of the cells in
four groups; The effects of four groups of apoptosis and cell cycle were detected by flow cytometry; HLA-G and EP-
AS1 mRNA and protein expression levels were detected by real-time fluorescence quantitative PCR (qPCR) and
Western blot. Results (1) Compared with the normoxic control group, hypoxic control group, normoxic inhibition
group, and hypoxic inhibition group could reduce the proliferation activity and invasion ability of JEG-3 cells, and
significantly increase the apoptosis rate. The hypoxic control group and hypoxic inhibition group also produced an
obvious necrotic cell population; Under the condition of hypoxia, after reducing the expression of HLA-G, the cell
necrosis rate was further aggravated; Whether under normoxia or hypoxia, inhibition of HLA-G expression caused
the cells to be blocked in the G1 phase. 2 Compared with the normoxic control group, hypoxia control group, nor-
moxic inhibition group, and hypoxia inhibition group decreased the expression of HLA-G protein, and hypoxia and
inhibition of HLA-G had a synergistic effect; Hypoxia-inducible factors-2a( HIF-2a) , vascular endothelial growth
factor( VEGF) and endothelin-1( ET-1) protein expression could be added, inhibition of HLA-G decreased the ex-
pression of inducible nitric oxide synthase (NOS2). Conclusion In the hypoxic environment, silencing HLA-G
may affect the biological behavior of trophoblast through the EPAS1 hypoxic response pathway and participate in the
occurrence and development of preeclampsia.
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