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T PBS . LPS 1 mg/L 8{ miDNA 10 mg/L H3# 6 h A1 12 h ; LPS+mtDNA 278 filiyf F nE 4 55 7= 3 i A 1 mg/L
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AZE -1 (IL-1B ). MEIRSEH T — o (TNF- o ) 75 5 SRR (A g% B S (Western Blot) Kl 40 i £
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TNF- o 555 LPS 12 h 2 22 53 401245 X (ng/1.:836.13 £25.01 L 802.67 +30.48,P>0.05), (3 LPS 41,
mtDNA 24 . LPS+miDNA 41 GSDMD & 4 35 24%: PBS 4 8 175 (GSDMD/ B—actin : 1.77£0.05, 1.65+0.04
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[Abstract] Objective To observe the amplification effect of mitochondrial DNA (mtNDA) on the
inflammatory response of rat alveolar macrophage induced by lipopolysaccharide (LPS), and to preliminarily explore its
mechanism. Methods mtDNA of Sprague—Dawley (SD) rat liver tissue was harvested, ultra—micro spectrophotometer
and 1% agarose gel electrophoresis were used to detect the concentration and quality of mtDNA. The alveolar
macrophages of SD rat were isolated and cultured, the macrophages in logarithmic growth phase were divided into
phosphatic buffer solution (PBS) group, LPS group, mtDNA group and LPS+mtDNA group. The first three groups
were added equal volumes of PBS, LPS 1 mg/L. or mtDNA 10 mg/L to the alveolar macrophages medium for 6 hours
and 12 hours, respectively; the alveolar macrophage medium of LPS+mtDNA group was stimulated with 1 mg/L. LPS
for 6 hours and then stimulated with 10 mg/L. mtDNA for 6 hours. The levels of interleukin-18 (IL-1f) and tumor
necrosis factor— o (TNF-a ) in the cell supernatant were detected by enzyme linked immunosorbent assay (ELISA);
the expression of the key protein of Pyroptosis—Gasdermin D (GSDMD) was detected by Western Blot. Results
(D The mtDNA A, ratios were between 1.8-2.0, and agarose gel electrophoresis showed a single band, with a size
of about 16 kb. @ After alveolar macrophages stimulated by LPS or mtDNA for 6 hours or 12 hours, respectively, the
levels of IL-1B and TNF- o were higher than those in PBS group. When cells were treated with mtDNA for 6 hours
after LPS stimulation 6 hours, the levels of IL-18 were higher than those in LPS 12 hours group (ng/L: 366.27 +23.35
vs. 154.70 £23.32, P < 0.01), but the levels of TNF-a had no significant difference compared with LPS 12 hours group
(ng/L: 836.13£25.01 vs. 802.67 +30.48, P > 0.05). 3 The protein expressions of GSDMD in LPS group, mtDNA group
and LPS+mtDNA group were significantly higher than those in PBS group (GSDMD/ B-actin: 1.77 +0.05, 1.65 £0.04,
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2.40+0.05, 1.00 £0.02, all P < 0.01), and the protein expression of GSDMD in LPS+mtDNA group was higher than that
in LPS group (P < 0.01). Conclusion mtDNA amplifies LPS—induced alveolar macrophage inflammatory responses,

which mechanism may be related to the increase in pyroptosis mediated by mtDNA.
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