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Appendix A. Results of the electrophoresis of total RNA and RT-PCR products. A) Electrophoresis results of total RNA, where 1 

represents the RNA sample and M is the marker, and three bands can be seen. B) Results of the electrophoresis of RT-PCR products of 

the TLR4 gene. M represents the marker and 1 represents the RT-PCR product. C) Electrophoresis of the RT-PCR product of TLR4-ASV 

that primer pair designed in the each side of exon 2. It can be seen that 167 bp was skipped in TLR4-ASV as compared with TLR4-ALL.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



                    

Appendix B Nucleotide and deduced amino acid sequence of TLR4 alternative splicing variant in Bama miniature pigs. Complete 

sequence of the full-length TLR4 alternative splicing variant presented and translated amino acid sequence is shown under the nucleotide 

sequence. Numbers to the left of each row refer to nucleotides. Leucine-rich repeat (LRR) domains are shaded in grey. The initiation 

codon (atg) is underlined. The predicted transmembrane segment is double underline. The translational stop site is indicated by an 

asterisk. TIR motif is shown by a long box.  

 

 

 

 

 

 



 
Appendix C Multiple alignment of TLR4 alternative splicing variants from different species. TIR domains of TLR4 alternative 

splicing variants protein sequences were determined by the SMART program and aligned using ClustalW. Three conserved boxes (box 1, 

2 and 3) are framed. The dotted lines indicate the amino acids that were skipped in TLR4 alternative splicing variants. LRR, leucine-rich 

repeats.  
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Appendix D The predicted molecular characteristic of TLR4 alternative splicing in Bama miniature pigs. A) The three-dimensional 

structure of the predicted extracellular region of TLR4-ASV. The leucine-rich repeats (LRRs) are indicated in green, and the LRR-CT is 

indicated in red. B) Three-dimensional structure of the extracellular region of TLR4. The LRRs are indicated in green, and the LRR-CTs 

are indicated in red. The spliced region of TLR4 is indicated in blue. C) Prediction of the transmembrane region of TLR4-ASV. D) 

Prediction of conserved domain region of TLR4-ASV.  
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Appendix E The expression stability of housekeeping genes. The results of qRT-PCR analyses in the in vitro cultured PBMCs from Bama 

miniature pigs were used to calculate stability using geNorm software. The relative stability (M) (Y-axis) is defined as a measure of gene 

expression stability, and higher M values indicate less stability. Note the range of M values (high to low), indicating the degree of variability 

between the least and most stable genes. ACTB: β-actin, RPL4: Ribosomal protein L4 , TBP: TATA-box-binding protein, B2M: 

beta-2-microglobulin, GAPDH:  Glyceraldehyde-3-phosphate dehydrogenase.  

Least stable gene    Most stable gene 

 

 

 

Appendix F Primer sequences and amplicon characteristics in Bama miniature pigs. 

Gene 

 

Sequence Reference  Amplicon 

Length (bp) 

Product 

Tm (℃) 

PCR 

efficiency (%)

TLR4-All 

 

TLR4-Classic 

 

5′-TTCATACAGAGCCGATGGTG-3′ 

5′- TCCTGCTGAGAAGGCGATA -3′ 

5′- CCACATCAGTCAAGATACTGGACC-3′ 

5′- AAAGGCTCCCAGGGCTAAAC-3′ 

NM_001113039

 

NM_001113039

 

154 

 

168 

 

88 

 

89.5 

 

0.9815 

 

0.9925 

 

TLR4-ALL was used to quantify the expression of TLR4, which contained the alternative splicing variant, and 

TLR4-classic, in which TLR4 was expressed without splicing in exon 2. 

 


