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Supplementary Figure S8. UPF1 can be phosphorylated at tyrosine residues in a MET
kinase-dependent manner

A, Flag-tagged UPF1 protein was expressed in A549 MET WT and MET KO cells and
purified. Coomassie Brilliant Blue (CBB) staining of immunoprecipitation products was
resolved on a 4-12% NuPAGE gel. Mass spectrometry was performed to map potential
tyrosine phosphorylation sites on UPF1.

B-C, Mass spectrometry was performed to map potential acetylation sites on UPF1. The
MS/MS spectrum unambiguously identifies Y818 as the phosphorylated amino acid within
the peptide.

D, RIP was performed in MET inhibitor (tivantinib 100 nM for 48h) or DMSO treated
H1993 cells using UPF1 antibody, followed by RNA-seq on the extracted RNAs.
Heatmap of genes enriched by UPF1 through RIP-seq is shown (three independent
replicates).

E, Gene Ontology (GO) analysis of RIP-seq that interacted with anti-UPF1 that were
significantly enriched in multiple important biological pathways, including STING and
immune-related pathways. The data are shown as p value.

F, UPF1 WT or Y818 mutant was expressed in MET amplification cell H1993 with
endogenous UPF1 knocked down. RNA-seq was performed on the extracted RNAs.
Heatmap of UPF1Y818F-related genes is shown (three independent replicates).

G, Working model: oncogenic MET signaling induces phosphorylation of UPF1 and
regulates STING mRNA stability via UPF1. MET mediates immune evasion and

modulates the efficiency of anti-PD1/PDL1 immunotherapy via STING signaling.



