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Table 1. PCR primer sequences and length of target genes in this study

Primers (5—37) for realtime PCR (length)

Genes Primers (5—3") for PCR (length)
F: CTGTCCCTGTATGCCTCTG
B-actin
R: TGATGTCACGCACGATTT (219bp)
F: CCCCAGGCAAGCCAAATC
Caspase-
R: TTGAGGGTCCCAGTCAGTCC (201bp)
F: AGCTTCTTCAGAGGCGACTA
Caspase-3
R: GGACACAATACACGGGATCT (381bp)
F: ATTGTGGCTGTGGAGAAG
IL4B
R: TTGTGAGGTGCTGATGTA (531bp)
F: ATGAAGTTCCTCTCTGCAAGAGAC
IL-6

R: CTAGGTTTGCCGAGTAGATCTCAA (636bp)
IL48 F: GCCATGTCAGAAGACTCTTGCGTC
R: GTACAGTGAAGTCGGCCAAAGTTGTC (579bp)

F: GGCAGGTCTACTTYGGAGTCATYGC
TNF-o
R: ACATTCGAGGCTCCAGTGAATTCGG (443bp)
F: AGTGGGTCAAGGAACAGAAGCA
TLR4
R: CTTTACCAGCTCATTTCTCACC (311bp)

F: TTCCTTCTTGGGTATGGAAT
R: GAGCAATGATCTTGATCTTC (203bp)

F: CCCCAGGCAAGCCAAATC

R: TTGAGGGTCCCAGTCAGTCC (201bp)
F: TTCAGCTATCAGTATTCGAAGC

R: GTCCGACAGCGGTATCCACATC (88bp)
F: GAGCACCTTCTTTTCCTTCATCTT

R: TCACACACCAGCAGGTTATCATC (84hp)
F: CCACTTCACAAGTCGGAGGCTTA

R: GCAAGTGCATCGTTGTTCATAC (111bp)
F: ATATCGACCGAACAGCC

R: TAGGGTCACAGCCAGTC (89hp)

F: ATCCGCGACGTGGAACTG

R: ACCGCCTGGAGTTCTGGAA (70bp)

F: CTGAGCAAACAGCAGAGGAAGAAC

R: ATAGCAGAGCCCCAGGTGAGC (124bp)
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Figure 1. Pulmonary histological pathology of infected mice 48hr
postinfection. A: Pulmonary histology of control group mice; B:

Pulmonary histological pathology of infected mice 48hr postinfection

indicating inflammation.
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Figure 2. Expression level of TLR- in lungs of mice (* P <
0. 05 vs control) . A: Expression level of TLR4 by RT-PCR;
B: Expression level of TLR-4 by qPCR.
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Figure 3. Expression level of ILdB, IL-6, IL-48, TNF-a in lungs
of mice. A: Expression level of IL48, IL-6, IL48, TNF-a by RT-
PCR; B: Expression level of IL48, IL-6, IL48, TNF-a qPCR.
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Figure 4. Expression level of Caspased and Caspase-3 in lungs of
mice. A: Expression level of Caspase- /Caspase3 by RT-PCR;
B: Expression level of Caspase- /Caspase3 by qPCR. (* P <
0. 05 vs control)
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TLR-+4 involvement in pyroptosis of mice with pulmonary
inflammation infected by Actinobacillus pleuropneumoniae

Peipei Hu, Fushen Huang , Junchao Niu, Zhaoshan Tang

Veterinary Faculty, Hunan Agricultural University, Changsha 410128, Hunan Province, China

Abstract: [Objective] Pyroptosis is a caspase-l dependent programmed cell death and involves pathogenesis of infectious
diseases by releasing many pro-inflammatory cytokines to induced inflammation. TLR-4 plays an important role in
mediating pathogenesis of some infectious diseases. In this study, we detected the expression of TLR4 and some
molecules (e. g caspased, TNF-o, ILdB, IL-6, IL-8) related with pyroptosis to determine its involvement and
mechanisms of pulmonary inflammation in mice infected by A. pleuropneumoniae. [Methods] Mice were intranasally
infected by A. pleuropneumoniae and killed 48 hours post infection. Pulmonary gross lesion and histological pathology by
H-E were observed. Expression levels of caspase-l, caspase3, TNF-o, IL4B, IL-6, IL48, and TLR4 in lung of mice
were detected by RTPCR and qPCR. [Results] Serious pulmonary hemorrhage and inflammation in infected mice were
observed. Expression levels of caspase-, caspase3, TNF-a, ILdB3, IL-6, IL48 and TLR-4 increased, and expression
levels of caspase-3 were not changed in lung of infected mice. [Conclusion] TLR-4 might be involved in pulmonary
inflammation of mice infected by A. pleuropneumoniae. After induced by activated TLR4 some cells in this lesion
expressed pro-inflammatory cytokines. These cytokines would induce pulmonary inflammation. This lesion might involve
pyroptosis with caspase-l expression.

Keywords: porcine contagious pleuropneumonia, mice, pathology, molecular and cellular mechanism, TLR-4 signaling,
pyroptosis
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