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[Abstract] Objective: To observe the effect of Shenfu Injection (SFI) on NLRP3/Caspase—1/GSDMD-mediated
J774A.1 cell pyroptosis and to explore the mechanism. Methods: MTT method was used to determine the drug
concentration of 2.5,5 and 10 pL/mL in the low, medium and high dose SFI groups, respectively. J774A.1 cells
were divided into 5 groups with 6 wells in each group. In the normal group,the cells were routinely cultured after
cell inoculation. In the model group, cells were treated with 10 wL/mL Nigericin for 2 h,following a 4 h treatment
with 100 ng/mL LPS. The cells in the low, medium and high SFI groups were co—stimulated by adding the corre-
sponding concentration of SFI mentioned above to that in the model group. Inverted microscope was used to ob-
serve the morphological changes of the cells in each group. LDH release assay was used to detect the activity of
the cells in each group. Western blotting was used to detect the levels of Pro—Caspase—1, Caspase—1, GSDMD and
GSDMD-N proteins in the cells and the supernatant. ELISA was used to detect the levels of IL-1f in the superna-
tant of the cell culture. Results: In the cells of the model group, swelling, spherical shape change, and cell mem-
brane rupture were observed, and the release of LDH into the extracellular space was significantly increased (P <
0.05) ,and the morphological change was alleviated and the release of LDH was significantly reduced after the in-
tervention of SFI(P <0.05). Western blotting results showed that the levels of Caspase—1 and GSDMD-N proteins
were significantly increased in the model group (P <0.05),and the levels of the above proteins were significantly
decreased after SFI intervention(P < 0.05). IL-1p levels in cell culture supernatants measured by ELISA were al-
so significantly increased in the model group (P <0.05) ,and significantly decreased in all SFI groups(P <0.05).
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Conclusion: SFI inhibits NLRP3/Caspase—1/GSDMD-mediated pyroptosis of J774A.1 by a mechanism that may
be related to its inhibition of the activation process of Pro—Caspase—1 and GSDMD.
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