




































































s.e.m.**P< 0.01, ***P< 0.001. 694 

(D) Co-immunoprecipitation experiment of Myc-tagged NF2 WT and mutants with HA-695 

tagged LATS2 was performed in NF2 KO HEK293A cells. Cell lysates were treated to anti-696 

Myc beads and immunoblotted with indicated antibodies. 697 

(E) The working model for the molecular mechanism of NF2 function to suppress tumor 698 

cell proliferation through LATS1/2 (right) and directly through TEAD4 (left). The 699 

straightforward mechanism, which NF2 directly binds to and down-regulates TEAD4 700 

activity, could complement the classical regulation through Hippo pathway.  701 

Figure 6-source data 1. Source data for quantifications graphed in Figure 6B. 702 

Figure 6-source data 2. Source data for quantifications graphed in Figure 6C. 703 

Figure 6-source data 3. Whole uncropped blots represented in Figure 6D. HA-Lats and 704 

Myc-NF2 protein levels with Co-immunoprecipitation assay in NF2 KO HEK293A cells. 705 
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Supplemental material 

Figure supplement 1. NF2 decreases the protein levels of TEADs. 

(A) Protein levels of TEAD2/4 and YAP were determined by western blotting in MCF-10A 

cells with overexpression of HA-NF2 or siNF2 treatment. 

(B) RT-PCR analysis of TEAD1/2/3/4 and YAP mRNA levels were performed in Hela cells 

with overexpression of NF2. 

(C) Protein level of TEAD4 was determined by western blotting in WT or YAP-KO HEK293T 

cells with overexpression of HA-NF2. 

Figure supplement 1-source data 1. Whole uncropped blots represented in Figure 

supplement 1A. NF2, TEAD2, TEAD4, YAP and GADPH protein levels in MCF-10A cells. 

Figure supplement 1-source data 2. Whole uncropped blots represented in Figure 

supplement 1C. NF2, TEAD4 and GADPH protein levels in WT or YAP-KO HEK293T cells. 
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Figure supplement 2. Characterization of the interaction between NF2 and TEAD4. 

(A) The GST-pull down assay was performed to assess the interaction between TEAD4-

YBD and NF2 C-terminal truncations. CBB, Coomassie brilliant blue. The schematic views 

of NF2 C-terminal truncations showed in right panel. Related to Figure 2. 

(B) The indicated residues on the surface of NF2 were screened for the interaction with 

TEAD4 by GST binding assay. N/A, not available. Related to Figure 3. 

(C) The five key residues of NF2 were pinpointed to mediate interaction with TEAD4. 

(D)Table of NF2 mutation sites applied in this study. 

Figure supplement 2-source data 1. Whole SDS-PAGE images and uncropped blots 

represented in Figure supplement 2A. TEAD4-YBDHis and GST-NF2 fragment protein 

levels in GST pull-down assay. 
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Figure supplement 3. The flow cytometry to measure fluorescence signals of indicated 

cells from BiFC assay. 

(A) Fluorescence signals of the cells used in BiFC assay were sequentially measured and 

quantified by flow cytometry. Gating strategies used for flow cytometry and cells were 

selected in the FSC-H/SSC-H dot plot to remove debris. Quantification of signals from flow 

cytometry showed in Figure 4B. 
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Figure supplement 4. The overexpression of NF2 in cells does not affect APT2 protein 

levels.  

(A) NCI-H226 cells transfected Myc-NF2 to determine the protein levels of APT2 via 

immunoblotting. 

Figure supplement 4-source data 1. Whole uncropped blots represented in Figure 

supplement 4A. APT2, NF2 and beta-actin protein levels in NCI-H226 cells. 
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