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Abstract: [Objective] To study the effect of the high—concentration estrogen (EE) on acute autoimmune hepatitis
(AIH) and to explore its possible molecular mechanism. [ Methods] Twenty 8—week—old female C57BL/6 mice were ran-
domly divided into 4 groups according to body weight, 5 in each group. The mice in control(CON)group , ConA—treated ( Co-
nA) group, estradiol—treated (EE ) group and treatment—combined (EE+ConA ) group were treated with EE for two weeks by
intraperitoneal injection after ovariectomy. After the last administration for 24 h, the caudal vein was injected with concana-
valin A to establish AIH model. H&E, serum ATL, and AST were used to test AIH model. Apoptosis in liver tissues was
detected by TUNEL. ELISA was employed to determine the levels of interleukin—6 (IL—6) and tumor necrosis factor—a
(TNF-a)in serum. AML2 was treated with EE of different concentrations for 24 h and 48 h respectively. The cell viability
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was detected by CCK-8 assay and apoptosis was detected by Annexin V-FITC/PI flow cytometry.[Results] H&E and se-

rum revealed that compared with those in Control and ConA , the degree of liver damage was increased significantly in EE+

ConA group. The level of serum ALT and AST in EE+ConA group were also increased significantly (P < 0.000 1, P <
0.000 1). TUNEL: The numbers of TUNEL positive cells increased significantly in EE+ConA, (P<<0.000 1). ELISA re-
sults showed that compared with those in Control and ConA, in EE+ConA, the levels of IL-6 and TNF-a in serum had a
significant rise, (P < 0.0001, P=0.024 7). Compared with Control and ConA, high concentration of EE treated AML12
group indicated lower cell viability, P < 0.05. In light of the result of flow cytometry, high concentration of EE could signif-

icantly promote hepatocyte apoptosis, (P<0.05).[Conclusion] High concentration of estradiol may promote the secretion

of inflammatory cytokines such as TNF-a and IL-6, induce hepatocyte apoptosis, and aggravate the hepatic inflammation

in AIH mice.
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A representative micrographs of apoptosis in Control, ConA, EE and EE+ConA groups, X200. The levels of apoptosis expression was fluorescently

stained with FITC (green) while the nucleus was stained with DAPT (blue). The level of apoptosis cells was analyzed. B represent the mean + SD and

were analyzed using two—way ANOVA of variance followed by LSD post hoc test; " represents P < 0.000 1, with control group. n=3. We repeated three

times of all the experiments with similar results and one representative experiment is shown.
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Fig.3 Positive expression of TUNEL in colon cells of mice in each group
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Apoptosis of AML12 cells cultured in complete medium and the complete media which were pretreated by EE for 24 hours was detected by stain-

ing of annexin V=FITC/ PI with flow cytometry. One—way ANOVA was conducted for differences of apoptosis rates among six groups and LSD—¢ tests

were performed for multiple comparison. !’ P<0.01 compared with control group; » P<0.05 compared with control group. Data are expressed as mean =

SD. We repeated all the experiments with similar results three times and one representative experiment is shown.
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