
Supplementary Methods 

Bioinformatics analyses of TLR4 expression  

Messenger RNA (mRNA) expression data for 566 head and neck squamous cell carcinoma (HNSC) 

samples were downloaded from The Cancer Genome Atlas (TCGA) data portal 

(https://xenabrowser.net/datapages/). According to the anatomic neoplasm subdivision, this included 44 

tonsil, 9 oropharynx, 143 oral tongue, 87 oral cavity, 3 lip, 128 larynx, 10 hypopharynx, 7 hard palate, 

66 floor of mouth, 22 buccal mucosa, 29 base of tongue and 18 alveolar ridge tumors. 

The microarray gene expression profiling data included GSE12452 (10 normal controls and 31 NPC 

samples) [1], GSE53819 (21 normal controls and 18 NPC samples) [2], GSE61218 (21 normal controls 

and 18 NPC samples) [3], GSE64634 (4 normal controls and 12 NPC samples) [4], GSE103611 (48 NPC 

samples) [5], GSE132112 (95 NPC samples) [6] and GSE13597 (3 normal controls and 25 NPC samples) 

[7]. The RNA-seq data of NPC samples included GSE102349 (113 NPC samples) [8] and GSE68799 (4 

normal controls and 42 NPC samples). These data were downloaded from the Gene Expression Omnibus 

(GEO) database. 
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Supplementary Figure 

 

Figure S1. The expression of TLR4 in human HNSC and NPC.  

A Box plots (derived from TCGA RNA-sequencing dataset) showing the expression of TLR4 in head 

and neck squamous cell carcinoma (HNSC). The boxes represent the 25th and 75th percentiles, the lines 



represent the median, and whiskers show the minimum and maximum points. B The mRNA expression 

levels of TLR4 were analyzed in NPC tissues from the GEO datasets. C Expression of TLR4 was 

determined by qRT-PCR in NPC cell lines. D The relative mRNA expression of TLR4 in normal and 

NPC samples from GEO datasets. E Box plots showing the expression of TLR4 in normal and different 

HNSC grade samples. F Box plots showing the expression of TLR4 in normal and HNSC of lymph node 

metastasis samples. Data are expressed as normalized expression units. Data are presented as mean ± SD. 

*P < 0.05. 

 

Figure S2. Knockdown expression of TLR4 in NPC cells.  

S18 and 5-8F cells were transfected with 50 μM siRNAs of NC, the relative expression of each TLR4 

mRNA against β-actin was measured with qRT-PCR. Data are presented as mean ± SD. **P < 0.01, ***P 

< 0.001, #P < 0.0001. 

 



 

Figure S3. Knockdown expression of p38 MAPK in NPC cells.  

S18 and 5-8F cells were transfected with 50 μM siRNAs of NC, TLR4. The relative expression of each 

p38 MAPK mRNA against β-actin was measured with qRT-PCR. Data are presented as mean ± SD. ***P 

< 0.001, #P < 0.0001. 

Supplementary Tables 

Table S1. Sequences of small interfering RNA used in transfection. 

Target gene siRNA sequences 

TLR4-siRNA#1 sense 5’- GTGCAATTTGACCATTGAA -3’ 

TLR4-siRNA#2 sense 5’- TGGTGAGTGTGACTATTGA -3’ 

TLR4-siRNA#3 sense 5’- CTACTACCTCGATGATATT -3’ 

p38 MAPK-siRNA#1 sense 5’- AGTCCATCATTCATGCGAA -3’ 

p38 MAPK-siRNA#2 sense 5’- GCGGTTACTTAAACATATG -3’ 

p38 MAPK-siRNA#3 sense 5’- CTCCGAGGTCTAAAGTATA -3’ 

 

  



Table S2. Sequences of primers used in quantitative RT-PCR. 

Target gene primer primer sequence 

ACTB 
F 5’- CCTGTACGCCAACACAGTGC -3’ 

R 5’- ATACTCCTGCTTGCTGATCC -3’ 

TLR4 
F 5’- AGTTGATCTACCAAGCCTTGAGT -3’ 

R 5’- GCTGGTTGTCCCAAAATCACTTT -3’ 

p38 MAPK 
F 5’- TCAGTCCATCATTCATGCGAAA -3’ 

R 5’- AACGTCCAACAGACCAATCAC -3’ 

Table S3. Antibodies list. 

Antibodies Source Identifier 

Anti-β-Actin Sigma Cat#A2228 

Anti-α-Tubulin Sigma Cat#T6074 

Anti-Histone H3 Cell Signaling Technology Cat#4499 

Anti-E-cadherin Cell Signaling Technology Cat#3195 

Anti-N-cadherin Cell Signaling Technology Cat#13116 

Anti-MMP-2 Abcam Cat#ab92536 

Anti-MMP-9 Abcam Cat#ab58803 

Anti-ZEB1 Cell Signaling Technology Cat#3396 

Anti-Slug Cell Signaling Technology Cat#9585 

Anti-Snail Thermo Fisher Scientific Cat#MA5-14801 

Anti-Claudin-1 Cell Signaling Technology Cat#13255 

Anti-Vimentin Cell Signaling Technology Cat#5741 

Anti-ZO-1 Cell Signaling Technology Cat#8193 

Anti-β-catenin Cell Signaling Technology Cat#8480 

Anti-AKT Cell Signaling Technology Cat#9272 

Anti-p-AKT Cell Signaling Technology Cat#4060 

Anti-p38 Cell Signaling Technology Cat#8690 

Anti-p-p38 Cell Signaling Technology Cat#4511 

Anti-p65 Cell Signaling Technology Cat#8242 

Anti-p-p65 Cell Signaling Technology Cat#3033 

Anti-p50 Cell Signaling Technology Cat#13586 

Anti-Erk1/2 Cell Signaling Technology Cat#4695 

Anti-p-Erk1/2 Cell Signaling Technology Cat#4370 



Anti-IκBα Cell Signaling Technology Cat#4814 

Anti-p-IκBα Cell Signaling Technology Cat#9246 

Goat anti-mouse-HRP Jackson ImmunoResearch Cat#115-035-003 

Goat anti-rabbit-HRP Jackson ImmunoResearch Cat#111-035-003 

Goat anti-Rabbit Alexa 555 Cell Signaling Technology Cat#4413 

 

 


