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Supplementary Figure S1. Eight single clones with biallelic mutations in the TLR4 gene were obtained. (A) A 

total of thirty-two single colonies were picked after BxPC-3 cells were transfected with TLR4 sgRNA1, sgRNA2, 

or sgRNA3, which have either non-mutation, or mixed mutations, or biallelic mutations. (B) Sanger sequencing 

results of eight single clones with biallelic mutations. Dash line indicates 3 bp upstream of protospacer adjacent 

motif (PAM) site. LoF = loss-of-function; del = deletion; ins = insertion. 
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Supplementary Figure S2. Prediction of amino acid sequences of the eight single clones with biallelic mutations 

in the TLR4 gene using Vector NTI software. Highlighted parts show stop codon (denoted by asterisk *) caused 

by the mutations. In sgRNA3_c6, the AGG deletion in allele 1 resulted in one amino acid deletion of TLR4 rather 

than premature translation termination. del = deletion; ins = insertion.  
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Supplementary Figure S3. rPAUF does not impact cell surface PD-L1 expression, but increases PD-L1 

expression in cytoplasm, of pancreatic cancer cells. And PD-L1 expression in cells with higher basal surface PD-

L1 expression (BxPC-3>>Panc-1), is more sensitive to TLR4 activity change. Flow cytometry showed cell surface 

PD-L1 expression in (A) Panc-1_Mock and Panc-1_TLR4OE cells, and in (B) BxPC-3_NTC and BxPC-3_TLR4KO 

cells, after the cells were treated by 0, 0.1, or 3 μg/mL of rPAUF for 24 hr, and in (C) Panc-1_Mock and Panc-

1_TLR4OE cells after cells were treated by 0, 1, or 5 μg/mL of LPS for 24 hr. mRNA expression of PD-L1 in (D) 

BxPC-3 and (E) Panc-1 cells, after the cells were treated by rPAUF (0, 0.1, or 3 μg/mL) or LPS (0, 1, or 5 μg/mL) 

for 6 hr. 
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