http ://aammt. tmmu. edu. cn B = FEE KR ,2021,43(12) 1133

DOI:10. 16016/j. 1000-5404. 202012225

FEREX SR EBETRE S/ REA4AM IL-6 7= 44 16 53

G- B, E O OBERBRE L B R 3 400038 TP R A A IR R A A — BHJE BRI Ak P RE AR T R A
T L

(HE] HAY K5 E BN (Artesunate, AS) X455 RUIHF R T 1/ BT 40 1L-6 0k
HCERI RN S o Jiik AR NS ARIE , 7] 25 pmol/L (925 5 BUBE T ARAL B, CCK-8 32
IR S B /N U A O 25 P 2 R, RT-PCR LA 20 i[9 7~ TL-6 (1 mRNA kKK, i H
B A I T 4 1L-6, p65 , p-p65 IRI7KF-o 854 25 wmol/L £ 5 TUPH TR AL ¥/ RS AU i AE 6
7/ MU 40 1L-6 (1) mRNA MR Rk 77 8 B BR e 1T TCA i1 p6S BEM LA 1L-6 [
AR b= PO A B SR 8 1 ] p-p65 (phosphorylated-p65 ) i 538 B e /1N BRI A
M IL-6 931K . 8518 T BRNRE S M ] p-p65 {5 5 1 i I AR 4 A TR JIEL 3 R 5 3 1) JUA /N U 24 i
IL-6 fy7= 4

[RBEIR | TR ; 45 A ZUMETT R 5 TR B s /s SRS 20 i 5 IL-6

[HREZESES] R654.3;R654.4;R931.6 [ XEIRERL] A

Artesunate reduces IL-6 production in primary mouse hepatocytes induced by

conjugated bile acids through inhibiting p-p65 signaling pathway
LIAO Min, LI Xuan, ZHANG Liangjun, SHI Pan, CHAI Jin Center for Cholestatic Liver Diseases, Department of

Gastroenterology, First Affiliated Hospital, Army Medical University ( Third Military Medical University), Chongqing,
400038, China

[ Abstract | Objective To investigate the effect and underlying mechanism of artesunate ( AS) on the
expression of interleukin-6 (IL-6) in mouse primary hepatocytes induced by conjugate bile acids. Methods
Mouse hepatocytes were isolated and primarily cultured, and then treated with 25 pmol/L conjugated bile
acids. CCK-8 assay was used to determine the toxic effects of AS on the liver cells. The mRNA level of 1L-6
in the cells was measured by RT-qPCR, and the protein levels of IL-6, p-65 and phosphorylated-p65 ( p-p65)
were determined by Western blotting. Results  Conjugated bile acids of 25 pmol/L significantly promoted
the expression of IL-6 at mRNA and protein levels in mouse primary hepatocytes, while, AS reduced the
taurocholic acid ( TCA)-induced phosphorylation of p65 and IL-6 level. Further studies revealed that AS
suppressed the IL-6 expression through inhibiting p-p65 signaling pathway in mouse primary hepatocytes.
Conclusion  AS reduces IL-6 expression in mouse primary hepatocytes induced by conjugate bile acids via
inhibiting the p-p65 signaling pathway.
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£ B 3£ [E Promega /A A ;¥ % A £ W H TaKaRa
NFED 6 FLANHE B F2 4R 96 FL 4N 1% 72 4 [ 25
Costar /] 3 CO, ZHifudE 3545 W H 22 & Thermo Scientific
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W SIPREEE] 96 FLAR T, 1o Bt A - 210 B Ut B 5 B 46 35
IIEFREE o3 AN [F) v B 7 s 3% 1 R AR 2 40 IR R
(ursodeoxycholic acid, UDCA) , {#fi % & BE i & ¥k /7y
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([ 1A FE 1B), [F]BS, FH 45 4 % IH VR TCDCA b

/NIRRT ANIE G , L RE 22 3] IL-6 mRNA FI&E 4
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0.5 mg/mL.2 mg/ml 8 mg/mL. 32 mg/mlL [ % & B
P sk 2R/ SR ACHT 40, 24 h )5 in A CCK-8 3057,
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i 5 control 41 FLIGHA 2 22 55 (& 3) , KA L F 58 3R W]
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AR B RE 695 & 9285 (0. 125 mg/mlL,0. 5 mg/mL,2 mg/mlL) 2 22 TCA # -5 #9 )s SR AT 21 JiL 69 TL-6 mRNA 7K -F 4 34 H 5L, TCA
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P ] 8 (IS, P 3R ATT 4 00 5 5 5% s 410 71
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4.01 v 4.0 1
Mouse primary hepatocytes
e R ) 5 35 351 id
-p65(65x10°)— - - 2304 1 304
p-p65( ) i 3.0 330
P65(65x10°)— A . . . EE 25 iﬁs 2.54
> =
fugedy by £ 201
IL-6(25x10°)— W = gt v
= LS a e 1.5
¥ i b
GAPDH(36X10°)—>  “e—————— £ 109 {, 5 1.09 .
DMSO + + + + + £0.54 g MM v
TCA25 pmol-L™) =+ + + + 03 |%|
Artesunate(0.5 mg*mL™") - - - + - 0 T T T T 0 T T T T
Artesunate(2 mg'mLi") - - - - F DMSO + + + + + DMSO + + + + +
BAY 11-7082(10 pmol-L7) = -+ - = TCA(25 pmol - L) — + + + + TCA(25 pmol - L) - + + + +
Artesunate(0.5 mg-mL™) — - - + - Artesunate(0.5 mg-mL™) — - - + -
Artesunate(2 mg*mL™") — - - - + Artesunate(2 mg*mL™") — - - - +
- - - + - -

A BAY11-7082(10 pmol-L) —

+ - B BAY11-7082(10 pmol - 1) — C

A:BAY 11-7082 28 % & R B 41 . DMSO 28 % TCA #0490 KR AN 28 i 1L-6 . p65 ,p-p65 #9%& & & ik K F, B.BAY 11-7082 #1 ,
F & 3R A5 4 DMSO 28 % TCA 4144 RRARIF 40 HE p-p65 49 & & R esAast &A%, BAY 11-7082 415 TCA A48 F T 2.8 4%,
a: P<0.05; % % 3%85(0. 5 mg/mL)28 %5 TCA AR FET 2.6 4%,b; P<0.05;% & 385 (2 mg/mL) 285 TCA AR FET
2.7 4%,c: P<0.05, C: BAY 11-7082 28 .4 & 3E85 28 . DMSO 28 % TCA 20441 R R R IF4mfe 1L-6 49 5% & JR 49 A8 3+ & ik &, BAY
11-7082 2855 TCA fAARW F 4T 2.5 4%, a: P<0.05; % & 558 (0.5 mg/ml) 2855 TCA A48 F % T 2.9 4%,b; P<0.05;

# & 3B (2mg/mL) 215 TCA AR T4 T 5. 443,
c: P<0.05, (32552357 J& 3 &k ,n=3)

&5

BA = BA: bile acid

& B ILES 0B p6S 04 BEBR AL B B2 25 AR e vt BR i 340 )
RN 2 0, 1L-6 89 R ik

6 BEIREMHIRETEREE S A FT AR & IL-6 HLEI RS E

455 BT AR TCA, TCDCA ZZh Wik A 1 3= 2 H
THRR IS , AT R AE ST PN AR AT LS — 2R 81 RAE S
WA 5 S A2 (L0 G 5 0 4% 5 R JIE 1 T A
5 I IL-6 1Y) A o FEAIRBIEST R, FAT A M
PRI B A0 B3R5, T 25 pmol/L 9 TCA,
TCDCA Kb F/IN SRISAC2R L, W52 25 R 2 W] 25 5 T H
TR TCA, TCDCA R L S/ BSR4 TL-6 9%
Ko T BUETT FBENRE A Al A IR AR S /0
SUSACTF A 1L-6 f 7 A, FRATTEE 1 ARl 1 75
2 BRIE LA B/ BSR40 L, 3095 8 BRI AR A 10
il TCA 755 1/ BUSACITF 40 T-6 (1) mRNA 7K,

BFEREMNH TCA FIH/NRIFEKFT4ME p6s FBEERL AN IL-6 HIZRIA

I H 2R A T S S SRR
25 A R R 5 S 1/ BURAC I 40 e TL-6 7= A6 (i HL
il , FATEERE T NF-«B B35 BAY 11-7082 £ K FH
PEXT IR, p6S Fil pSO J& NF-kB 52 % i) T 2%, p65
1 5T NF-kB (197 2l % 5%, pS0 WEL{LAE DNA 454
BV, B FAT TS I T IL-6 1% p-p65 M5 =
WY WEST R B BAY 11-7082 i 4k S /1N B
JEACF 2L 1L-6 F1 p-p65 £ 7K F- B b, 5 785
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