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I Figure 6. (A) GFP-vector, GFP-ZEB1, GFP-ZEB]_K8I1R (acetyl-deficient), and GFP-ZEB1_K811Q (acetyl-mimetic) were co-transfected into Figure 8. (A) GFP-ZEBI acetylation mutant and control 393P cells were co-immunoprecipitated with antibodies against mouse
Figure 2. The genetically engineered mouse model (GEMM) acquires the somatic activation of the Kras®?P allele to 393P cells and induced with doxycycline for 24 h. Blots for GFP, ZEB1 and 3-actin confirm that ZEB1 WT and acetyl-mimetic mutant are a IgG, GFP, and HDAC1, and immunoblotted with antibodies against GFP, MTA1, HDAC1, and B-actin. Blots confirm that ZEB1
develop spontaneous lung adenocarcinoma, without metastatic formation. Introduction of a mutant p53R172HAG jllele was 250 kDa dimer while the acetyl-deficient mutant is a 125 kDa monomer. (B) GFP-ZEBI1 acetylation mutant and control 393P cells were dimers interact with the NuRD complex. (B) GFP-ZEB1 acetylation mutant and control 393P cells were probed with ZEB1 and
found to recapitulate features (.)f. metas.tasis-prone ll:ll’lg z}denocarcinoma cancer pat%ents. The derix.red cell lines f:rom this trea.lted With. 1.00 ng/ml cycloheximide (CHX), collec.ted for the indicated time point, a.nd immunoblotted .with antib.odies against GFP and $3- NuRD complex members antibodies using the Duolink proximity ligation assay (PLA). Images and graphs confirm the ZEB1
GEMM were subcutaneo?s%y injected into sy.ngenelc mice to evaluate the I?ropensny to .metastasme. The cell line 393P actin. Densmes.of ZEB1 ban.ds were measured using Image] software and normalized to the expression of actn.l (loading control). The dimer/NuRD interaction in situ. (C) ChIP with antibodies against ZEB1, CHD4 and control IgG in GFP-ZEBI acetylation
was defined as a metastasis incompetent cell line, and 344SQ was a metastasis prone cell line. value of normalized ZEBI1 at time 0 was set at 1.0. Blots and graphs confirm that 250 kDa ZEB1 band prolongs half-life. mutant and control 393P cells. *¥*¥*¥P < 0.0001; ***P < 0.005; **P < 0.001; *P < 0.05.
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Figure 4. (A) Immunoblotting of ZEB1 and @-actin in non-metastatic 393P and metastatic 344SQ murine cell lines. Blot | expressing the acetyl-deficient mutant. gPCR (B) and immunoblotting (C) of SIAH1 and ZEB1 in GFP-ZEBI acetylation mutant and
confirms the presence of both 125 kDa and 225 kDa ZEB1 bands.. (B) GFP-vector alon.e, GF P'Ve?t‘)f plus F L.AG'ZEBL GFP- | control 393P cells transfected with Dharmacon SMARTpool siRNAs for SIAH1. (D) GFP-ZEBI1 acetylation mutant and control 393P cells Ack“ owl edgement S
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against Flag, GFP, and f-actin. Blot for Flag antibody confirms that GFP-ZEB1 co-immunoprecipitates with FLAG-ZEBI. actin (loading control). Blots and graphs confirm that silencing SIAH1 upregulates the ZEB1 protein expression and stability. Barton, as well as her advisory committee for their continued mentorship and support throughout this project.



