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Supplementary figures26
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28

Figure S1. Immunofluorescence co-staining of Pan-CK (white), IL-1α (green), and HIF-1α29

(red) in HNSCC patient tumor sections, demonstrating co-localization (yellow) in hypoxic30

niches.31

(A) Representative fluorescent images of the HNSCC patient tumor sections. Nuclei were32

counterstained with DAPI (blue). Scale bars, 100 μm.33

(B) The co-localization statistical analysis of HIF-1α and IL-1α in Figure 1N and S1A.34

35

Figure S2. Intracellular uptake of HMME in HNSCC cell lines.36

(A) Representative fluorescent images of HNSCC cell lines incubated with HMME for 0 min and37

3 h. Scale bars, 50 μm.38

(B) Statistical analysis of mean fluorescent intensity indicated the quantification of (A), *p<0.05,39

**p<0.01.40
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41

Figure S3. CKK8 assay detected HNSCC cell lines’ viability and IC50 under the42

HMME-mediated PDT at different concentrations and laser time.43

44

Figure S4. Western blot of IL-1α levels in HN6 and SCC7 cells transfected with si-IL1A or45

scramble siRNA.46
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47

Figure S5. Representative images and statistical analysis of the mean fluorescent intensity of the48

ROS levels in HN6 and SCC7 cells under the indicated treatments.49

(A) Representative images and statistical analysis of ROS mean fluorescence intensity in HN6 and50

SCC7 cells following HMME-PDT treatment, with pharmacological inhibition by IL-1RN51

and/or supplementation with recombinant IL-1α. Scale bars, 100 μm.52

(B) Representative images and statistical analysis of ROS mean fluorescence intensity in HN6 and53

SCC7 cells following HMME-PDT treatment, with pharmacological inhibition by AF1219854

and/or supplementation with recombinant IL-1α. Scale bars, 100 μm. **p<0.01, ***p<0.001,55

****p<0.0001.56
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57

Figure S6. The therapeutic effect of HMME-mediated PDT on C3He subcutaneous58

tumor-bearing mice.59

(A) Statistical quantification of body weight at the indicated days of the C3He xenograft models.60

(B) Statistical quantification of tumor volume at the indicated days of the C3He xenograft models.61

(C) Representative images of tumors in the C3He xenograft models with indicated treatments.62

(D) Statistical quantification of tumor weight at the end of treatment. ns: no significance.63
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64

Figure S7. Representative immunofluorescence images of p-NF-κB p65 location under the65

indicated treatments.66

(A) Representative immunofluorescence images and statistical analysis of the mean fluorescent67

intensity of p-NF-κB p65 location in HN6 cells treated with AF12198 and HMME-PDT. Scale68

bars, 20 μm.69

(B) Representative immunofluorescence images and statistical analysis of the mean fluorescent70

intensity of p-NF-κB p65 location in si-IL1A HN6 cells treated with HMME-PDT. Scale bars,71

20 μm. ****p<0.0001.72

73
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Supplementary Table 1 (siRNA sequences)74

SiRNA name Oligonucleotides

IL1A siRNA-1 GUCUUAAUAUUGAAAAUGACA tt,

UUCGUAUUUGAUGAUCCUC tt

IL1A siRNA-2 CAUCAAAGGAUGAUGCUAA tt,

UUAGCAUCAUCCUUUGAUG tt

NRF2 siRNA UCAUUUUCAAUAUUAAGACAC tt,

GUCUUAAUAUUGAAAAUGACA tt

Supplementary Table 2 (shRNA sequences)75

SiRNA name Oligonucleotides

IL1A shRNA CATCAAAGGATGATGCTAA tt

Supplementary Table 3 (qPCR primer sequences)76

Primer name Forward sequence Reverse sequence

IL1A TGGTAGTAGCAACCAACGGGA ACTTTGATTGAGGGCGTCATTC

77


