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Figure S1. Targeting efficiency of Pyrotinib in MEF/LAM/ELT3-derived cells. A, MEF 

derived cells treated with or without pyrotinib (1 µM or 5 µM) for 48 h. Cell death was 

determined with the PI assay (n=5). ***P < 0.001, control versus pyrotinib (1 µM). ****P < 0.001, 

control versus pyrotinib (5 µM), Student t test. B and C, LAM derived cells (B) and ELT3 

derived cells (C) were treated with different concentration of pyrotinib for 48 h, and cell 

viability were detected by CCK8 assay, and IC50 of LAM derived TSC2-deficient cells was 4.404 

µM, as while as 3.338 µM in ELT3 derived TSC2-deficient cells. D, Immunoblot analysis of 

CD24 in LAM derived cells treated with or without pyrotinib (1 µM or 5 µM). E, Macrophages 

of THP1 was co-incubated with culture supernatant of LAM with or without TSC2-deficient 

cells for 6 h, and THP1 cells were lysed, and siglec-10 was detected by immunoblot. F, 
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Localization and expression of pEGFR detected by immunofluorescence staining in TSC2-

deficient LAM derived cells treated with or without pyrotinib (5 µM) (magnification 630×, bar 

= 25 µm). 

 
Figure S2. Table of analysis of RNA-seq results in MEF cells.  The RNA-seq results was 

obtained from reference 13 (PMID: 34853810). 

 

Figure S3. ChIP PCR of CD24 promoter region designed for this study. The full length of 

construct contained one important STAT3 binding motifs (-1778/-1769 bp), and primers for 

ChIP PCR sequence was designed by forward sequence: CCTGCCATTACAGTCTTACC and 

revised sequence: CTGCTCCTCCAGCTTTCC, including the promoter region of -1944/-1553 
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bp. 

 

 

Figure S4. Gefitinib used to validate the EGFR/STAT3/CD24 signaling. Immunoblot analysis 

of MEF derived cells treated with or without Gefitinib (50 µM). 

 

Figure S5. Semi-quantified the proteins in Figure 5E. 

 


