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Seventy C57BL/6J mice were randomly divided into seven groups: the control group (0.5% CMC-Na), the low, medium and high dose
NEIPA groups (25, 50, and 100 mg-kg ™), and the low, medium and high dose NDIPA groups (25, 50, and 100 mg-kg™!). Each group
was ig administered for seven consecutive days, followed by a three-week recovery period. Animals were dissected and indicators were
observed at the end of the last administration and at the end of the recovery period, respectively. During the experiment, clinical
symptoms were observed daily and weight was measured weekly. After the last dose, liver was weighed, serum biochemical
examination and liver histopathology were performed. During the trial, stool was collected and 16S rRNA gene was sequenced to
compare the differences in the structural composition of intestinal flora. Results Compared with the solvent group, no abnormal
symptoms or significant weight loss were observed in NEIPA group and NDIPA group within 28 d after the first dose, and there was
no significant difference in organ coefficient between NEIPA group and NDIPA group and the solvent control group. At D7 and D28
after administration, the ALT level in the high-dose group (100 mg-kg™') of NEIPA group was significantly increased (P <0.01, 0.001);
CK levels in the high-dose group (100 mg-kg™!) of the NDIPA group were significantly increased at D7 after administration (P <
0.05), but there was no significant difference at D28 after administration. In NEIPA group (50 and 100 mg-kg™'), hepatocyte
hypertrophy and nuclear giant were observed, and the incidence and degree of lesion increased with the increase of dose. The results
of intestinal microflora analysis suggested that the abundance of Turicibacter, Lactobacillus, Akkermansia and Faecelbaculum were
significantly increased in mice given NEIPA compared with the solvent group. The abundance of Liilactobacilus, f Lachnospiraceae,
Lachnospiraceae NK4A136 _group decreased. In mice given NDIPA, the abundance of f Muribaculaceae, g unclassifed o-
Clostridia UCG-014, Lactobacillus and Akkermansia increased, the abundance of Lachnospiraceae NK4A136 and liilactobacilus
decreased. Conclusion NEIPA has only one more a-hydrogen atom than NDIPA, but there is some difference in hepatotoxicity. NEIPA
increases the abundance of Turicibacter, which is related to bile acid metabolism, and NDIPA increases the abundance of o-
Clostridia_UCG-014, which has pro-inflammatory effects. The difference in hepatotoxicity risk between NEIPA and NDIPA may be
attributed to their different metabolic pathways, and relevant metabolic pathways and mechanisms need to be further studied.
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5 D28 A (A: X100, B: X200). NEIPA 24 (C: X100, D: X200) FFfEE £HE
Fig.5 Background lesions in liver of D28 control group (A: x100, B: x200) and high-dose group of NEIPA (C: x100, D: x200)
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