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WE BM IR A2A ZIE(A2AR) XN EERIEZ W (LPS) 531 Caco-2 & K2 240 i 52 MR 451403 (5 i B AL o ik
4% Caco-2 A Jy it BELL LPS 41 (10 wg/ml LPS b3 12 h) (A2AR 3457 ( CGS21680) 41 (10 pmol/L CGS21680 i kb #f
10 min) ,CGS21680 + LPS 41 (10 wmol/L CGS21680 i4h ¥ 10 min 10 pg/ml LPS 4bFH 12 h) , CCK-8 ¥ I 22 4% 20 40 i 3 71,
ELISA 3005 £ 2 40 M 1 357 T g R JE Bl F-ao ( TNF-o) L T A B -1B (TL-1B) L A -6 (1L-6) 19 43 WA 7K -, LB 58
i B PCR A5 & LH AR TNF-o IL-1B . IL-6 [ mRNA FikIK T, Western blot 4347420 240 Ml v 15 WA G 2 1 I8 A D e
I 3(LC3)-TM/LC3- T, AWEAH S 1 (Beclinl ) [ 2K 13235 K FRBF Caco-2 2 i 43> % IR 4H \LPS 41 (10 pg/ml LPS &b ¥
12 h) .CGS21680 + LPS £ (10 pmol/L CGS21680 Hikh¥H 10 min 10 pg/ml LPS ZbFH 12 h) .CGS21680 + LPS + F 18 % ( Rapa)
Z1(10 pmol/L CGS21680 Wikb ¥ 10 min 10 pg/ml LPS 5 5 wmol/L Rapa AbFH 12 h) , CCK-8 1 52 4% 41 41 M3 7 , ELISA 3]
FEA LA L W5 R TNF-o IL-18 IL-6 50K, SR S50 B4 L, LPS 41 Caco-2 4% 1 B 3 MK (P <0.05) , I
TE R TNF-o IL-1B IL-6 7K F- 2 3 T (P < 0.05) , A TNF-a IL-18.IL-6 f{] mRNA A%} Fik w3 B % Lif (P <
0.05) , IR E] LC3-T/LC3- T thfH Y Beclinl MY Fik B FIH (P <0.05) ;5 LPS 4 kh#, CGS21680 + LPS 4] Caco-
2 TS S BT (P <0.05) , B35 A TNF-o IL-1B IL-6 §)7KF- 58 F AR (P <0.05) , i TNF- IL-18 IL-6 ] mRNA
AHXFRIE R B E T (P <0.05) , H LC3- M /LC3- T HAE Y Beclinl Z FIAHXSFik 5B FIH (P <0.05) ; 14k, 5 CGS21680
+ LPS #H Fb %, CGS21680 + LPS + Rapa 2H Caco-2 403G 11 X B Z FEAK (P <0.05) , Fif i+ TNF-o IL-18  IL-6 f/K 1 i 2%
FHE(P<0.05) . &8 i A2AR SSIFIREMS IR R N E LPS S 1Y Caco2 i I J7 4N 48 VEB 457, B2 B 4 ML 3% 77, 3% 1] fig
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KB IR A2A 24 Caco-2 Jigy b K 40 MI s SREME TG s G 2 0 s Al 43 7 5 B s

FESES R574

HRRER A XZHS 1000 - 1492(2024)09 — 1636 — 07

doi:10. 19405/j. cnki. issn1000 — 1492.2024. 09. 019

2 RE M 9% (inflammatory bowel disease , IBD) J&
—iRE M R AT PR R R S 1 AAE R R
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LPS 55 Caco-2 A BLLLASN IBD #E7Y  WLEGH
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1.1 FEHBERF Caco2 40T E Rl
Be ( FiF) 4005, A2AR JEh ] CGS21680 1y T |
EIRIL AR W) LA B W), B W O ) B b R R
(rapamycin, Rapa) 14 FJb 5 HEs 40 A= P BHEE A B 2
A, LPS Iy iR AR MR BR 2 R JI6 4 1M
1% 5 555 2 DU T3¢ [ HyClone 24 W], DMEM
B 5 T 2% [ Gibeo 24, CCK-8 I & T
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PR A ) H AR A R ] g R FE B - (tumor
necrosis factor-a, TNF-at ) | [ 40 il 47 & -1B (interleu-
kin-1B,IL-1B) | H 40 i % -6 (interleukin-6 , 1L-6 ) 1Y)
ELISA #0355 & W T I LAY THRARS
], TRIzol & 7] & Fl SuperScript VILO™ ¢DNA £ i
) & T 22 E Thermo /A 7] ,2 x SYBR Green PCR
Master Mix i 71 & 14 B Jb 50 A B R A R A
H],RIPA 2L . BCA 2 [k B2 2 12 5%) & L ECL
plus ¥0 T I 38 = RAEW AT FT, St LC3 11/
LC3- | ZaBEHi IR FI 4t Beclinl 2 SeREHTUA Y T
ZE[H Cell Signaling Technology 7y ] , %2 fi GAPDH £
SUREDLIAR N BRAR o S A P B bR 8 1 0 T 0 [
Abcam A ¥F] .

1.2 7%

1.2.1 @i oab a4 4% Caco2 4t
FTEH 10% a4 M3 1% 75 5 %5 R IR 5 W
DMEM 3535 597, B F 5% CO, .37 C ¥ 3546 1%
F5,052 d # 1 IR, 1§ Caco-2 A& % K
90% I}, WAL AL 41 L, Caco-2 ZHAELL 1 x 10° 4>/
FLI R FERIRE T 96 fLAR h , Ff o8 W BE J5 14743 21
AbFE, LR AL SN (D X HRAL, {5 R R =
FEER SR @ LPS 41, i 10 peg/ml LPS 2b B4
M3 12 h; @ A2AR ¥z (CGS21680) 41, f# fil 10
pumol/L CGS21680 FiiALHHANNY 10 min, $e FH & FL B
FIH B @ CGS21680 + LPS 41, f#i i 10 pmol/L
CGS21680 kb HE 410 g 10 min, # A 10 wg/ml LPS
ALFRAHAR 12 h,

1.2.2 CCK-8 skl i /1 ¥4 Caco-2 M4
HALH )T, T 5% CO, .37 CIEFFA TR, 735
TEREFT 24 48 72 h W], {ifi JF] CCK-8 ¥ 46 I 241 Jd 1%
71,5 FLIMA 10 wl CCK-8 JRAI G 4kEER5 97 2 h, %
FAZ YRR AR 3G E % 1 450 nm Ab L 20 L 1)
% (optical density, OD) fi, T+ 40 ML i% /1, 245X
ARG T3 (% ) = [OD £ 4L BEZH/0D X HEAL ] x
100%

1.2.3 ELISA 3l & K ampe B F 5 kK F I
A AL Caco-2 AHMEAYHE TR IH WL, >R ] ELISA
I ESAEAR I P TNF-a  IL-18 \1L-6 B 7K,
J e e R L) Sl B A5 R A

1.2.4 Far& k7% PCR #m £ MAg % & B e &
HRE WSR2, 1 Wi HL S Y Caco-2 A1,
PBS VU5, INAGE i TRIzol 3271V 24 i 4 M, $2 X
S RNA, 4T cDNA 2f —4% 5 S 5, #% ] Super-
Seript VILO™ cDNA & Bl & Ui 43, U s A Al

“E—4&% cDNA f#1£T —20 °C, Primer Premier 5 %X
FEIH R 519 )7 41, R ] 2 x SYBR Green PCR
Master Mix 25 £, B & SO AR R0 2 H 13 7
FVHATY 1S, SOV A5 :95 °C 10 min, I MG
95 C 15 5,60 °C 30 s,45 MEH, L8 EE 3 IR,
DA B-actin SN 2,27 K404 H I R AE 41
X RS . SRR RS IR FI 1,

®1 ERESIMF5

Tab.1 Sequence of gene primers

Gene Sequence (5'-3")

TNF-a F:ACGGCATGGATCTCAAAGAC
R:TTGGTTGTAGAGGGCAAGGACCT

IL-1B F.GCTGCTTCCAAACCTTTGAC
R:AGCTTCTCCACAGCCACAAT

1L-6 F:CCGGAGAGGAGACTTCACAG

R:CATTTCCACGATTTCCCAGA
F:TGGAATCCTGTGGCATCCATGAAAC
R:TAAAACGCAGCTCAGTAACAGTCCG

B-actin

1.2.5 Western blot 47 Aeisa X & & £k 4L
Fe1.2.1 WA S5 Y Caco-2 40T, ¥l RIPA 24
WRAE 4 °C FWEHE 402 20 min, L) 12 000 r/min &5.0>
10 min AR 45 BCA 3232800 & ik W] 49 %0 8 2 vk 3047
RO, 2 10 min A5 BUAF i 30 wg B B GE
AR B R A R IR AT 4E R I o 5% il
Wik & R B M 30 min J5, 5 OB G — it
(1:1000)F 4 CHEE A, B —Ht 7510 %
Pt LC3 1 /LC3- T Z s  RPT Beclinl £ b [
Puik KH ,TBST F8 43 VR B, 4 15 55 7 B i 1 A
i EAC R IC R, BT (1 2 5000)37 CHEF 2
h, TBST )5 , ECL plus 5% , i 85 (1 554 nl AL,
3 Tmage J #A53#7 8 1 250 K BEAHL, T LA GAP-
DH N NS AT hr AL AL P, LB W E AR EE S
GAPDH 25 1K BE(E 1Y LU 267 H 19 28 A R aR
Ho

1.2.6 AR EN TR mA B Caco-2 i
PL1 %10 A~/FLAY % BE A T 96 FLAR P, BT 5%
CO, 37 CHFA TR 20 2B G, #-7nF 4
AL D X BT, i F w RS SR AL R Al s @
LPS 41, {#i H] 10 pg/ml LPS 4b 3 20 js 12 h; @
CGS21680 + LPS 41, {#i ] 10 wmol/L CGS21680 Fiish
FHANAL 10 min, #2110 wg/ml LPS b FEZMfifI 12 h;
@ C€GS21680 + LPS + Rapa 41, ffi F§ 10 pmol/L
CGS21680 A FR4H i 10 min, 2 ] 10 pg/ml LPS
55 wmol/L Rapa AbFRARMI 12 h, S59005 AR & 41
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A, R A CCK-8 ¥4l & 40 i 1% 1, FL A 05 22 [A)
1. 2.2 TN ; FF 2k ] ELISA 36 45 A AR 35
H TNF-oc IL-1B IL-6 #73 #h K P, HAR D7 25 08] 1.
2.3 WNE,

1.3 itz KM GraphPad Prism(8. 0.1 ki)
WA AT B G o AR EGe I . Brfy B 1y
DAIEL £ hRdE2s (v +5) FoR . SRR 2E 7 BCR
FHE R Z 7 220, LB P EL AR 4T LSD-¢ K o
P <0.05 HZERAGITHE L,

2 HR

2.1 A2AR EEhF3M4E LPS B3 # Caco-2 4HfE
EATRE  CCK-8 Kz /R, 1F 24 48 .72 h [
—A] 55,4 4 Caco-2 40115 ) 22 39 F 4iit
2B Y (F,,, =568.342,P <0.001;F,, =679.026,
P <0.001;F,, =895.451,P <0.001), LPS 4] Ca-
co2 i Ml 3 7 W AR T XM (P < 0.05),
CGS21680 4 Caco-2 ZiIfiG )15 X} FE2H 2z [A] 25 57 TG
it X (P >0.05) ;5 LPS 4 [ %, CGS21680
+LPS 4] Caco-2 #if1i& /1 & T+ (P <0.05) , UL
K1,
I Control
150 - I LPS

B CGS21680
1 CGS21680+LPS

—_
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Cell viability(%)

0 24 48 72
Time(h)

E1 FRERESREHE Caco-2 HAREHRMER
Fig.1 Results of Caco-2 cell viability detection at different time
points in each group

* P <0.05 s Control group;*P <0.05 vs LPS group.
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2.2 A2AR #EzhFM& LPS S & /Y Caco-2 208
KRYEEF7HKFEAT  ELSA i@ 45 1 R, 4
ZH Caco-2 4 I3 W o TNF-o | IL-18 1L-6 ft) /K F-
LW HE G2 L (F =441.173,P <0.001 ; F =
832.405,P <0.001; F =724.226,P <0.001) , 5%f
MEAH b %, LPS 4H Caco-2 4018 s W P TNF-o  IL-
18 IL-6 7K - 5. 3% Tt (P < 0.05) , CGS21680 4
Caco-2 41 fifd i i h TNF-a IL-1B8 \IL-6 fit) /K- 22
S HG I X (P >0.05); 5 LPS 4 [t #,
CGS21680 + LPS 4 Caco-2 il & W TNF-o \IL-
1B.IL-6 /KPR EFER(P <0.05) . WLl 2,

2.3 A2AR EEh#F 4 LPS 581 Caco-2 4
KRYEEXEERIEKFELE w6 x & PCR
Kzt 5 s ,4 4 Caco-2 i TNF-a IL-18 . IL-
6 1) mRNA FHXf Rk 2 S A RIFEE L (F =
97.742,P < 0.001; F = 170.526, P < 0.001; F =
134.558 ,P <0.001) , 55X} IR b, LPS 4 Caco-2
Y TNF-o IL-1B IL-6 () mRNA A%} &3k 54
B2 FJH (P <0.05), CGS21680 4] Caco-2 4 Jig
TNF-o IL-1B IL-6 [¥) mRNA FHX} 335 5 25 7 48
P2 L (P >0.05) ; 5 LPS 41 He %, CGS21680 +
LPS 21 Caco-2 4fi ffith TNF-« IL-1B.IL-6 ] mRNA
FHX A W2 T (P <0.05) . LA 3,

2.4 A2AR #Zh7 & LPS §3# Caco-2 HfE
BIEZE Western blot 434745 5 T /8,4 4H Caco-2
Al LC3- M /LC3- 1 {5 Beclinl & [ AHXS %
L RN G L (F =68.935,P <0.001; F
=112.176,P <0.001) . 5%} HR4L L%, LPS 41 Ca-
co2 4L rh LC3-M/LC3- T HfH 5 Beclinl 2 [ 4H
NPk B PR (P <0.05) , 1 CGS21680 4] Ca-
co2 4 i rh LC3- T /LC3- T Hoff &% Beclinl 25 [ 4H
R RS2 E L (P >0.05) ;5 LPS 4
Fb4g, CGS21680 + LPS #H Caco-2 4 i LC3-11/
LC3- T WA Beclinl #E AR X 3k 0% T (P

IL-6(pg/ml)
)
S
S

100 |
0

a b c d a

[nf]

<0.05), WK 4,
#
b c d

a

B2 &% Caco2 AR EMINEF 5K ERMER
Fig.2 The results of inflammatory cytokine secretion levels of Caco-2 cells in each group
a:Control;b: LPS;c:CGS21680;d; CGS21680 + LPS; * P <0. 05 vs Control group;*P <0.05 vs LPS group.
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1

B TNF-o
O IL-1B .

Relative expression of mRNA
—_ ) w

(=]

Control LPS CGS21680 CGS21680+LPS

B3 &4 Caco-2 fash TNF-a IL-18 IL-6 K]
mRNA FRE@ LR
Fig.3 The results of mRNA expression of TNF-a, IL-13, IL-6
in Caco-2 cells in each group

* P <0.05 s Control group;*P <0.05 vs LPS group.

Control LPS CGS21680  CGS21680+
LPS
LC3-1
LC3-1I
Beclin-1
GAPDH

LS r 3 Le3-1/Le3- 1
Beclin-1 *

Relative expression of protein

lallad

Control LPS CGS21680 CGS21680+LPS

B4 £&48 Caco-2 #fffirh LC3-1/LC3-1 tk{&
5 Beclinl EHRIERNLER
Fig.4 The results of LC3-11/LC3- 1 ratio and
Beclinl protein expression in Caco-2 cells in each group

* P <0.05 s Control group;*P <0.05 vs LPS group.

2.5 INIEEMETE A2AR #EhF X E LPS SH K
Caco-2 MR MG PAIIER  CCK-8 3L A6 25
REIRTEF—BHE SR 4 4 Caco-2 21 MG ) 2
S G L (F,,, =587.532,P <0.001;F,,
=712.096, P <0.001;F,,, =887.684,P <0.001),
XL L #, LPS 4 Caco-2 4T 1 B EFEAL (P
<0.05) ; 5 LPS 4 [t %%, CGS21680 + LPS 4H Caco-2
YIS 1 B2 TL & (P <0.05) ;i CGS21680 + LPS
+ Rapa 4] Caco-2 ZiiJfd3 Jj X B LT CGS21680 +

https://www.cnki.net

LPS 4 (P <0.05), WK S5,

I Control
~[JLPS
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Fig.5 The results of Caco-2 cell viability detection in each group
at different time points under the intervention of autophagy activator

* P <0. 05 vs Control group;*P <0.05 vs LPS group; “ P <0. 05 vs
CGS21680 + LPS group.

ELISA JEA I 45 3 .7 ,4 4 Caco-2 4 g 135
W TNF-o IL-18 TL-6 17KV 22 R H it 22 3
Y (F=488.507,P <0.001;F =925.693,P <0. 001 ;
F=718.046,P <0.001) . LPS 41 Caco-2 4l ffi IiF
W TNF-o \IL-18 \TL-6 1Y 7K -8 % B2 8 3 T o
(P <0.05) ;CGS21680 + LPS ZH 4 ffd - 3% ¥ TNF-
o JL-1B, IL-6 Y 7K -4 LPS 4 & 2 P& Ak (P <
0.05) ; CGS21680 + LPS + Rapa 41 40 8 I 3% W& b
TNF-o [ TL-1B \IL-6 (147K F- 0] & 3 %5 T+ CGS21680 +
LPS 41(P <0.05), VLK 6,

3 g

IBD J55 DX i 2 s LA 42 2%, G030 3R B8 AL Lt
LASENVOL AT G L N A& 1) e A
LR S L TR Ay, A 26 i 8 W L A B T
1 A R R A SN B i AR R 5,
TENLIRB S fe R B mEAEMT . i E s
(RN 2 S0 G 2 e 245 14 O 7 3 46 R P 14
T B B A 25 S T , DRI, 7 i a5 s J 4
i 5 M 1 i R 1) T BEAY T HEG o LPS AR Ry S8 S
SRR B, AT IO AR 46 40 PR 70 TNF-u IL-18
IL-6 “EREH, 1 B b Bz BR i 5™ . TNF-o S —
P iR AE 6 A L B T, 215 IBD 19 & A WL, JL7E
1A P SIS T ARG i e ) 5% % i 4 B L I s, 9
B b B M A R o 7E I B R 5 b ]
TL-1@ 3 3ol RS T 20 L 34 L i 42 = 0 2 I v ) 932
IEA, A Pt 0 O S B R e T L, s
AR 46 20 A PR TR Al PR T B P 2 SRR, N
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Fig.6 The results of inflammatory cytokine secretion levels of Caco-2 cells in each group

a:Control ;b; LPS;c:CGS21680 + LPS;d:CGS21680 + LPS + Rapa; * P <0.05 vs Control group;*P <0.05 vs LPS group; “P <0. 05 vs CGS21680

+ LPS group.

it G RO o TL-6 A kg —Fih 22 APk 42 4 20
R, 16 IBD £ 35 45 i b A I 3 v HK - B 2 T
1, FF 5 W B W T e AR R B b R A R T A
F L ARBEFESE R R, Zad LPS i $ Y Caco2
BT ) 0 A, A0 EIE W TNF-o IL-18 (1L
6 (1 /K V- 2 3% Tt &, gl v TNF-a IL-1B . IL-6 1)
mRNA XSk e 2 35 19,3 5 e T o o
ZER— 2L, et — U LPS 3% S b R A0 A
A R I

A2AR JEHRE Z AR — ARk AL, HAEHT S
HoAth =BG o FESR L2 I 56 KBRS i ZH 2R
H A2AR &3k TF &, T 3R W AR IR
( polydeoxyribonucleotide, PDRN ) #f — £ 4 5 T
A2AR ik, DT 0 92 4 PR -5 0 BF S AL -2 ( cy-
clooxygenase-2 ,COX-2) F ik, %f Gt il P4 25 i R BA
RITRCR AR ATHE N UC 7Y/ U4 i 2141
A2AR BYFIK, JEAL, A2 AR J8l50) al 1S 5l b R 40
N AR T, A A R A T TNF-o A1 1L-6 Y
PR XA REFE— 2D R R AT R A IR AL R
UC /MU E RAE ™ o fEASHEST i A2AR %
)7 CGS21680 4bFHRFL 25 LPS 1755 )5, Caco-2 4H fifd
&I, A B TNF-o IL-18 \1L-6 1)
K- 2 RRA, 4 TNF-o IL-1B8 . IL-6 ] mRNA
XS IR I W E N, i B, 7E LPS 3%
IR , A2AR RESE &1 b B2 40 M J7 , FAIG
) I PSR & S O 77 s ) R E I S T
Mo

I SR — 1> 3 25 %) 240 i P e e ok AR i R T
K it A2 AR ECE AL Y E 1 5 R AT N e D A B
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S PR 10 23 W AT 5 B800) 48 A5 140 5 R o s
MR 2 g IR T, B Wk 98 5 IBD
RA A O, P fgdE IBD IR B A, B g
(18 3k FE ST A B 2 W 3 4 S I A g b B2 447 , i
PET W b e A0 P U T R 2 A i PRy A
LPS J&: s b Bz 4 [ i i) 2251 & 500, - 0E 2F 40 i
BUHIPEAT " o ARFTESE R ER, 258 LPS % S 1
Caco2 4, AWAR &Y LC3-T/LC3-1 H(H S
Beclinl 2K A X} ik & 0 3% 1A, $2% LPS {2 i
Caco-2 ZJ1Jifd F W, 3% 5 JE R i 7 ' 2 4 R — %k,
1 A BfF 55 3 ok ik — 25 K W & B, A2AR 4 3 7
CGS21680 AbHHFEZ: LPS i S 1 Caco-2 4il i [ W
PR LC3-T/LC3- 1 A5 Beclinl 2 4 #H X 3
SRR, U, A2AR BRI b Rz 40 2%
PG IV T R S AL B AW o6, b T IRIIE
ZEEWR, AWFRTE A2AR J 87| CGS21680 4b 3
25 LPS 5 (W [Rl s, i A B W 3% 0% 7 Rapa #£47+
i, 2K & PR, AR PR Caco-2 40 EI% /1 & F
W, [ s 4 b 5 9 R TNF-o0 TL-1B8 116 (1) 7K - 4t
VR, LSRRI T A2AR A R 4
1T AW, TS LPS 55 W I K 20 i i) 4% 1k
idi

ZiL TR, AR RN R LPS IR
Caco-2 i b Bz 40 L 45 A 700 v | fef ] A2 AR 8403 771
A FRRENSIR F Caco-2 iz b Rz 4N TG J1 , FEAIRAR R 40
LD TNF-o IL-18 IL-6 7KV, iz A W] fig 5 3
P20 M B F A G {HOGT A2AR XA bR B
B Iy R S JEL R 5 A A PR %o i T 286 P 4 P S i e 3] i
LN, A TR SR AT ST .
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To explore the effect of A2AR on endotoxin-induced inflammatory injury

of Caco-2 intestinal epithelial cells from the perspective of autophagy
Chen Yu', Wang Xiaoji’, Li He'
('Dept of General Surgery, >Dept of Hepatobiliary Surgery,
The First Affiliated Hospital of Hainan Medical College, Haikou 570000 )

Abstract Objective To explore the effect and mechanism of adenosine A2A receptor ( A2AR) on lipopolysac-
charide (LPS) -induced inflammatory injury of Caco-2 intestinal epithelial cells. Methods Caco-2 cells were di-
vided into control group, LPS group ( treated with 10 wg/ml LPS for 12 h), A2AR agonist (CGS21680) group
(pretreated with 50 nmol/L CGS21680 for 10 min), CGS21680 + LPS group ( pretreated with 50 nmol/L
CGS21680 for 10 min, treated with 10 wg/ml LPS for 12 h) , cell viability was determined using CCK-8 assay, the
secretion levels of tumor necrosis factor-a (TNF-a) , interleukin-18 (IL-18) and interleukin-6 (1L-6) in cell su-
pernatant of each group were determined using ELISA. mRNA expression levels of TNF-a, IL-183 and IL-6 in cells
of each group were detected by real-time fluorescence quantitative PCR, the protein expression levels of microtubule
associated light chain protein 3 (LC3)-II/LC3-1 and autophagy associated protein ( Beclinl) in cells of each
group were analyzed using Western blot analysis. Caco-2 cells were then divided into control group, LPS group
(pretreated with 50 nmol/L CGS21680 for 10 min), CGS21680 + LPS group ( pretreated with 50 nmol/L
CGS21680 for 10 min, treated with 10 pwg/ml LPS for 12 h) , CGS21680 + LPS + Rapa group ( pretreated with 50
nmol/L CGS21680 for 10 min, treated with 10 pwg/ml LPS and 5 wmol/L Rapa for 12 h) , cell viability was deter-
mined using CCK-8 assay, the secretion levels of TNF-a, IL-13 and IL-6 in cell supernatant of each group were
determined using ELISA. Results Compared with the control group, the viability of Caco-2 cells in LPS group sig-
nificantly decreased (P <0.05), the levels of TNF-a, IL-1B and IL-6 in supernatant significantly increased ( P <
0.05), the mRNA relative expressions of TNF-a, IL-18, IL-6 in cells significantly increased (P <0.05), the
LC3-1/LC3- | ratio and the relative expression of Beclinl protein were significantly up-regulated (P <0.05).
Compared with LPS group, the viability of Caco-2 cells in CGS21680 + LPS group significantly increased (P <
0.05), the levels of TNF-a, IL-13 and IL-6 in supernatant significantly decreased (P <0.05), the mRNA rela-
tive expression levels of TNF-o, IL-18, IL-6 in cells were significantly down-regulated (P <0.05), and the ratio
of LC3-1[ /LC3- 1 and the relative expression of Beclinl protein were significantly down-regulated (P <0.05). In
addition, compared with CGS21680 + LPS group, the viability of Caco-2 cells in CGS21680 + LPS + Rapa group
significantly decreased (P <0.05), and the levels of TNF-a, IL-1B3 and IL-6 in the supernatant also significantly
increased (P <0.05). Conclusion A2AR agonist can reduce the inflammatory injury of Caco-2 intestinal epithe-
lial cells induced by LPS and improve cell viability, which may be related to its inhibition of autophagy.

Key words adenosine A2A receptor; Caco-2 intestinal epithelial cells; inflammatory bowel disease; lipopolysac-
charide; cell damage; autophagy
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