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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.
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ATGAALACTTGTATTCAAGG TCTGGCTGETTCAL AR TCARTCAG TTGGTT TIGGGAGAATT TAS AGATG ARAGGAACT TGGARAGTTTT
mETCIGQGLAGSETIDNOQLTYLGETFEDNEERUNLETESTF
GACAAATCTGTCCTGGAGGAACTCTGCAATT TCACTCTTG AACAG TTCOGGATAGCACACTT TCG TAAT TOCCAGATGATG TT TCTGAC
D EKSV¥LEELCHNLTLE® GPFRTIALHTFGETFPDDTYSD
TTATTTAATTGT TTGGCAA TECCTC TG TGATTTCTCTGT TR AGTCTG AAT TTACATGG TCT AGA AGCCC TTCCTAATGATT TCAGE TGG
LFNCLA4NGALZSYISLLSLNLHGLET SHLTPHNDTFTERY
CAACACTTAGALGTGCTTAACTG TAAACTTAAACAAT TTCCTGCATTG AAG TICAACTCTCTCAS ABAGT TTG TTTTCAAAGACAAT AkA
Q HLEVY YNCEKELEOQFTPFUALETFINSLEEKTFTVTFETDTNE
CATATGCACACT TTTACTCARAT TAACC TGO AL ACCTTCAG TTTCTAGAT CTCAGTGG AA TCACTTGACCT TTALMGETTGCTGTTCT
HMHTFTETINLTPRNLOGFLIDLGSESGHNUHLTESEFEKG GT CTC S
CACAATGAATTTGGGACAMCCAA ACTGAAGCATT TAGATC TG AGCTTC AATGAL ATCAT TACCATGAAGTCAA AT TCATGGGCTTAGAG
HNEFOGTTELEHLDLGSFHNETILITITMNESNTFMNGTLE
CAACTAGAATACCTGGA TTTCoAGCATT OCAGTT TGA AMC AGGCT AATGACTTT TCCAT ATTCCT ATC AC TCAGAAACC TOCAT TACCTT
QLEYLDFOQHSSLE® GQASNDTFSIFLESLERUNLTETL
GATATTTCTTATACTAACATCCACGTTG TCT TOCGTGGCA TT TTTGCTGGC TTGGTCAGCCTOCA AMCCT ToA AATGGUTGGCAATTCT
DI 8YTHNIHKYYFRGTIFAGLTVYSSLGQTLETMNS LG GENS
TTTCAGAACAACTTGCTTCC TEATGTCT TCACAG ATCTGACT AMCTTAATCCTCCTCAACCTCTC TAMGTC T AAC TG AACAGGTATCD
FQNNLLPDVYVFTDLTUHNLTILLDLGSECGAQLES® QTS
CAGAGGGCATTTCATTCO T o TAGGC TTCAGG TGO TAA AT ATG AT CAC AACAGACT CTTGTTCTT T ATACACTTCCTT AT AAACCA
QR AFHSLPRLOQYLUYMNS SEHENERELLTFFDTLPTYEHTF
CTCCACTOCCTCAGGATTCTGGATTGCAGTT ACAATCTTA TCCTE GO TOC AAGGAACA AGA ACT ACAGC ATCTRCCAAGGAGCCTAGCT
LHESLRILDGCSTYUNLTITVYASEES QELO GEHLTFERTESTLA
TTTTTAAATCTCACTAAGAA TCACTT TTCTTGTGOGTGTG AACACCAG ACT TICTTGCAGTGGCTCAAGG ACCAGAAGCAGCTCCTTGTG
FLNLTENDTFG SCALCEHO GTTFL QY VY EDOoEKS QLTLYV
GGAGUTGAGCAL ATGGTATG TACACA ACCTT TAGAAL TGCAGGACCTGOCTGTGCTGAG TTTCAGGAACG CCACTGTCAGA TAAGOGAG
G A4EQNYVYCTQFLEMNODLTPEVLSFERDNATCOQTI S E
GCCGTCATTAGTGCGTCAGT TCTCACCT TOC TOC GG TATCTG TG GCAGGAATCCTGATCTATAAGTTCT ATT TOCACT TGTTGCTT TTT
4V I8 A4S Y LTFLLY S Y 46T L ¥ YEKFTYTEFHLLTLTF
GTGGECTGCALL A ATATGGCAG AGG TG AAAGCAOCT ATG ACGCCTTTGTT ATCTACTCCAGOCAGGACT AMG ACTGGG TGAGG AATGAL
¥Y5CEEKTYGRGEG ST YDAFUVYIYSSQDEDUYWVYERENH
CTGGTAAAGAACTTGGAGGAGCGEETGCONCCTT TICATC TCTECCTTCAC TACAG AGACTTCAT TOCCG G TR TRGOCATOGCTGCT AAC
L VENLEEGTYFPPFHLCLHTYTRDFTIFGTY &4 & H
ATCATCCAGGAL G TTTCCACEA AAG TCCGAAGG TTA TTG TOGTE TG TOC CAGCACTT CAT ACACAG O CATCETGTATCT TTGAG TAT
I I QFE GFHEGSEREREVIVYVYSQHFTIOQSETYCTITFE Y
GAGATTGODCAGACCTGGCAGTT TCTGACGAGTCATG OO GCATC ATC TICATCOTOCTGCAGAAGTT GG AGA AT OOC TGCTGOGGCAG
E I 4TV QFTLEGSHSGIIFIVLOELETES SLLE G
CAGGTGGAGCTC TA O OCT TCT CAG CACGAATAC T ACC TG GAG TEG CAG GACAG G T CCT GG CORCC ACA TET TCTGGAGACGACTC
B vVELTYRLLGSERESNTG YLEVYEDSYLGRHTIFUY¥EERI
AAGAAAGOCTTGCTGGATGG TAA ADCATCGAGTCCAG AMGGA ACAGAGGAT TCAGA AAGCAA CCAGCATG ATACAACAGUCT TCACT Ths
K E A LLDGEFPY SPEGTEDGSETG SN HDTTS4TFEFT =+

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.
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Sus_scrofa TLR4__ASV1 LRAGTLA. ..covvun CREEI 33
Sus_scrofa_TLR4__ASV2. RSESWDECVQVVENISYQCMELNFYEIPDNIPTSVEILDLSFNYLSHLDSNSFSSFPELQVLDLSREET 90
Sus_scrofa_TLR4__ASV3. RSESWDPCVQVVENISYQCMELNFYRIPDNIPTSVKILDLSFNYLSHTAIASPA. ........ FQNERC 81
BAMA_TLR4_ASV o
Homo_sapiens_TLR4.seq = .c.icvcevcacans 1]
Sus_scrofa_TLR4__ASV1 QTIDDDAYQGLNYL. 123
Sus_scrofa_TLR4__ASV2 QTIDDDAYQGLNYLS 180
Sus_scrofa_TLR4__ASV3 WIYFBVEFR..... 165
BAMA_TLR4_ASV 28
Homo_sapiens_TLR4 70
Sus_scrofa_TLR4__ASV1 213
Sus_scrofa_TLR4__ASV2 270
Sus_scrofa_TLR4__aASV3 256
BAMA_TLR4_ASV 118
Homo_sapiens_TLR4 160
Sus_scrofa_TLR4__ASV1 303
Sus_scrofa_TLR4__ASV2 360
Sus_scrofa_TLR4__ASV3 SLIE 345
LRR1 LRR2
BAMA_TLR4_ASV \ 208
Homo_sapiens_TLR4 250
Sus_scrofa TLR4__ASV1 393
Sus_scrofa_TLR4__ASV2 450
Sus_scrofa TLR4__ASV3 435
BAMA_TLR4_ASV. 298
Homo_sapiens_TLR4. 340
Sus_scrofa TLR4__ASV1 483
Sus_scrofa_TLR4__ASV2 540
Sus_scrofa_TLR4__ASV3 525
LRR7 LRRS
BAMA_TLR4_ASV | ] 388
Homo_sapiens_TLR4. 429
Sus_scrofa_TLR4__ASV1 673
Sus_scrofa_TLR4__ASV2 630
Sus_scrofa_TLR4__ASV3 615
BAMA_TLR4_ASV 478
Homo_sapiens_TLR4 519
Sus_scrofa_TLR4__ASV1 663
Sus_scrofe _TLR4__ASV2 720
Sus_scrofa_TLR4__ASV3. 705
BAMA_TLR4_ASV 568
Homo_sapiens_TLR4 : 609
Sus_scrofa_TLR4__ASV1 753
Sus_scrofa_TLR4__ASV2 810
Sus_scrofa_TLR4__ASV3 795
BAMA_TLR4_ASV. 598
Homo_sapiens_TLR4. 639
Sus_scrofa_TLR4__ASVL 783
Sus_scrofa_TLR4__ASV2Z 840
Sus_scrofa TLR4__ASV3 B25

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: B-actin, RPL4: Ribosomal protein L4 , TBP: TATA-box-binding protein, B2M:

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

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

Gene Sequence Reference Amplicon Product PCR
Length (bp) T, (C) efficiency (%)
TLR4-All 5'-TTCATACAGAGCCGATGGTG-3' NM 001113039 154 88 0.9815
5'- TCCTGCTGAGAAGGCGATA -3’
TLR4-Classic  5'- CCACATCAGTCAAGATACTGGACC-3' NM_001113039 168 89.5 0.9925

5'- AAAGGCTCCCAGGGCTAAAC-3'

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.



