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Supplementary Figure S1. The effect of N-glycosylation modification on the subcellular localization
of pTLR8-ECD. HEK-293T cells (3x10° cells/well) were co-transfected with pDsRed-C1-pRab5 (0.5
pg) and pTLR8-ECD plasmids (0.5 pg) or the N-glycosylation site mutants of pTLRS-ECD plasmids
(0.5 pg each) in confocal dishes. After DAPI staining, the cells were visualized under a confocal

microscope. The scale bar is 40 uM.
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Supplementary Figure S2. The effect of phosphorylated modification on the subcellular localization of
pTLR8-ECD. HEK-293T cells (3x10° cells/well) were co-transfected with pDsRed-C1-pRab5 (0.5 ug)
and pTLRS-ECD plasmids (0.5 pg) or the phosphorylated modification site mutants of TLR8-ECD

plasmids (0.5 pg each) in confocal dishes. After DAPI staining, the cells were visualized under a confocal

microscope.
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Supplementary Figure S3. The effect of ubiquitination modification on the subcellular localization of
pTLR8-ECD. HEK-293T cells (3x10° cells/well) were co-transfected with pDsRed-C1-pRab5 (0.5 ug)
and pTLR8-ECD plasmids (0.5 pg) or the ubiquitination modification site mutants of TLRS-ECD
plasmids (0.5 pg each) in confocal dishes. After DAPI staining, the cells were visualized under a confocal

microscope.
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Supplementary Figure S4. The effect of acetylation modification on the subcellular localization of
pTLR8-ECD. HEK-293T cells (3%105 cells/well) were co-transfected with pDsRed-C1-pRab5 (0.5 pg)

and pTLR8-ECD plasmids (0.5 pg) or the acetylation modification site mutant of TLRS-ECD plasmids

(0.5 pg) in confocal dishes. After DAPI staining, the cells were visualized under a confocal microscope.
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Supplementary Figure S5. The effect of palmitoylation modification on the subcellular localization of
pTLR8-ECD. HEK-293T cells (3x10° cells/well) were co-transfected with pDsRed-C1-pRab5 (0.5 ug)
and pTLR8-ECD plasmids (0.5 pg) or the palmitoylation modification site mutants of TLR8-ECD

plasmids (0.5 pg each) in confocal dishes. After DAPI staining, the cells were visualized placed under a

confocal microscope.
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Supplementary Figure S6. The whole blot (uncropped blots) showing all the bands with

all molecular weight markers on the blots.



Supplementary Table S1. Cloning PCR Primers used in this study

Vectors

Target Genes

Primer Sequences

pEGFP-N1

pEGFP-N1

pEGFP-N1

pEGFP-N1

pEGFP-N1

pEGFP-N1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pDsRed-C1

pDsRed-Cl1

pDsRed-C1

hTLR8-ECD

bTLRS-ECD

pTLRS-ECD

pTLRS

gD

gD-ECD

hTLR8-ECD

bTLRS-ECD

pTLR8-ECD

pTLRS

pTLRS5-ECD

pTLR3-ECD

hGM130

hLAMPI

pSTING

5'-agcgctaccggactcagatctatggaaaacatgttccttcag-3'
5'-ggatccegggeccgeggtaccgtatctgaaacacaagttgttag-3'
5'-agcgctaccggactcagatctatgacccttcactttttgctt-3'
5'-ggatccegggeccgeggtacegtatctgaaacacaagtgetgag-3'
5'-agcgctaccggactcagatctatgacccttcactttttgctc-3'
5'-ggatccegggeccgeggtaccgtggtatccgaaacacaagtt-3'
5'-agcgctaccggactcagatctatgacccttcactttttgetc-3'
5'-ggatcccgggeccgeggtaccgtettaatggaattgacata-3'
5'-agcgctaccggactcagatctatgcaagggccgacattggece-3'
5'-ggatccegggeccgeggtaccgtecegggeagegegetgtagtt-3'
5'-agcgctaccggactcagatctatgcaagggccgacattggec-3'
5'-ggatceegggeecgeggtacegtgtegggggecgegggegtage-3'
5'-tacaagtccggactcagatctatggaaaacatgttccttcag-3'
5'-ggatccegggeccgeggtaccttaatctgaaacacaagttgttag-3'
5'-tacaagtccggactcagatctatgacccttcactttttgett-3'
5'-ggatccegggeccgeggtaccttaaccgtatctgaaacacaagtgetgag-3'
5'-tacaagtccggactcagatctatgacccttcactttttgetc-3'
5'-ggatccegggeccgeggtaccttaaccgtggtatccgaaacacaagtt-3'
5'-tacaagtccggactcagatctatgacccttcactttttgetc-3'
5'-ggatccegggeccgeggtaccttacttaatggaattgacataca-3'
5'-tacaagtccggactcagatctatgggagactgcctggtcctg-3'
5'-ggatccegggeccgeggtaccttaccggagatccaaggtatttaa-3'
5'-tacaagtccggactcagatctatgagcaggagtttgecttgt-3'
5'-ggatcccgggeccgeggtaccttaattaatccaactaacaaacca-3'
5'-gaagatctatgtcggaagaaacccgacag-3'
5'-ggggtaccgatgacagtgatcttcaccte-3'
5'-gaagatctatggcgccccgecagegeccgg-3'
5'-ggggotaccgatagtctggtagectgegtga-3'
5'-gaagatctatgccctactccagectgeat-3'
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pcDNA3.1-

2HA

pUNC93Bl1

5'-ggggtacctcagaagatatctgagcggag-3'
5'-gggagacccaagctggetagegecaccatggaggeggagecgecget-3'

5'-gtatgggtagctggtgatatcctgetectecggeccategee-3'

Note: the restriction sites are underlined.

Supplementary Table S2. Mutation PCR primers used for pTLRS-ECD mutants

Vectors Mutation Sites Primer Sequences
S'-aagggtagcttctagaataagcggcetccagtgaagaactcac-3'
pEGFP-C1 N26A
5'-gtgagttcttcactggagecgcttattctagaagetacectt-3'
5'-caatgacagagccagcttcttttctctcatcacaagggtaget-3'
pEGFP-C1 N39A
S'-agctacccttgtgatgagagaaaagaagcetggctctgtcattg-3'
5'-cagcccttgaaaggattcageggttatgegtctgatgaag-3'
pEGFP-C1 N77A
5'-cttcatcagacgcataaccgctgaatcctttcaagggetg-3'
5'-tggtttagatttattttagtcagagcttgcageccttgaaaggattcattgg-3'
pEGFP-C1 N85A
5'-ccaatgaatcctttcaagggctgcaagctctgactaaaataaatctaaacca-3'
5'-cgtctatgataaaggtttcagcacaagtaaaatagcagttccageccaaata-3'
pEGFP-C1 N177A
S'-tatttgggctggaactgctattttacttgtgctgaaacctttatcatagacg-3'
5'-cagcaccttcaaattcgttaaagcttcaaatgctccctcgtctatg-3'
pEGFP-C1 N189A
5'-catagacgagggagcatttgaagctttaacgaatttgaaggtgctg-3'
5'-cgaagtgctagagagggctaggtagcgaagttcggte-3'
pEGFP-C1 N283A
5'-gaccgaacttcgctacctagecctctctageactteg-3'
5'-gtaagattagcaaagtaatgggaaatagcaatgtactggggatattttttctgttc-3'
pEGFP-C1 N348A
5'-gaacagaaaaaatatccccagtacattgctatttcccattactttgetaatcttac-3'
5'-gtotaatatctggagagatgtaagagcagcaaagtaatgggaaatattaatgtact-3'
pEGFP-C1 N355A
5'-agtacattaatatttcccattactttgetgctcttacatctctccagatattacac-3'
5'-gacaagtaaatgattgacagggcggagaactccgagaaaatggt-3'
pEGFP-C1 N409A
5'-accattttctcggagttctccgecctgtcaatcatttacttgtc-3'
5'-ctgttgtggctcaaggctaaaactctcagetgaggceaaattttg-3'
pEGFP-C1 N580A
5'-caaaatttgcctcagctgagagttttagecttgagccacaacag-3'
pEGFP-Cl1 N678A 5'-ttaagtcaagcaaggtgagagccggaaactgctggagtaatg-3'
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pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

pEGFP-C1

N741A

Y61A

T63A

S335A

Y338A

S358A

T751A

K748A

K233A

K600A

K625A

K781A

CI10A

CI19A

C260A

5'-cattactccagcagtttccggcetctcaccttgettgacttaa-3'
5'-tgcgtgaagettggatatggegaccatcttgagetggttg-3'
5'-caaccagctcaagatggtcgecatatccaagettcacgea-3'
5'-agtccagttcagtcacagcgttgeccactcttcggg-3'
5'-cccgaagagtgggcaacgctgtgactgaactggact-3'
5'-agacaagtccagttcagccacatagttgcccactc-3'
5'-gagtgggcaactatgtggctgaactggacttgtct-3'
S'-attttttctgttcatagttgtaagctaagtcaagtatttctaaggaggg-3'
5'-ccctecttagaaatacttgacttagettacaactatgaacagaaaaaat-3'
5'-aatgtactggggatattttttctgttcagegttgtaagataagtcaagtatttctaag-3'
5'-cttagaaatacttgacttatcttacaagctgaacagaaaaaatatccccagtacatt-3'
5'-ttaagtgtaatatctggagagctgtaagattagcaaagtaatggga-3'
5'-tcccattactttgetaatcttacagetctccagatattacacttaa-3'
5'-ttaaaatggctaagttggcggtggtetttgegtgaag-3'
5'-cttcacgcaaagaccaccgccaacttagecattttaa-3'
5'-ggctaagttggtggtegtegctgegtgaagettggatatg-3'
5'-catatccaagcttcacgcagcgaccaccaccaacttagec-3'
5'-ctcttagattttccagccccgegaagtcttectgattgatgt-3'
5'-acatcaatcaggaagacttcgcggggctggaaaatctaagag-3'
5'-ggtttccactgaaaactaattctgecagggacgtgctttttaagtacg-3'
5'-cgtacttaaaaagcacgtccctggeagaattagttttcagtggaaacc-3'
5'-ggtcagegtgctgagatttgcgaaaatttgccagtacctg-3'
5'-caggtactggcaaattttcgcaaatctcagcacgetgacc-3'
5'-cagtctgggaattgtgaccgccagattctcatccatecat-3'
5'-atggatggatgagaatctggcggtcacaattcccagactg-3'
5'-ggaattcgcaggaaaagggcggtcaggagcaaaaagtg-3'
5'-cactttttgctectgaccgececttttcetgegaattec-3'
5'-gctccagtgaagaactcagecggaatcaggaattcgeag-3'
5'-ctgcgaattcctgattcegetgagttettcactggage-3'
S'-atctccgggggcagggttgcagggaaagggt-3'

5'-accctttcectgeaaccctgeceeeggagat-3'
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5'-caggactggcagcaatgacatccgtcagtctggg-3'
pEGFP-C1 C792A
5'-cccagactgacggatgtcattgetgecagtectg-3'

5'-tacagtccggactcagatctgagttcttcactggagccaat-3'
pEGFP-C1 A-SP
5'-ggatccegggeccgeggtaccttaaccgtggtatccgaaacacaagtt-3'

Supplementary Table S3. Specific guide RNA coding sequences for porcine UNC93B1 CRISPR

knockout
Target Gene gRNAs Primer Sequences
5'-CACCGcccgcecacctggtagagegg-3'
gRNA-1
5'-aaacccgctctaccaggtggeggeC-3'
5'-CACCggcggagccgecgctctacc-3'
UNC93B1 gRNA-2
5'-aaacggtagagcggcggctccgee-3'
5'-CACCGctaccaggtggcgggagecg-3'
gRNA-3

5'-aaaccggctcccgccacctggtagC-3'
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